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Welcome

Welcome to the New England Computational Biology Symposium 2026.
We are delighted to bring together researchers, students, and practitioners from
across the region for two days of talks, posters, and conversations at the inter-
section of computation and biology.

This year’s program features 5 keynote speakers, 6 invited talks, 23 selected
talks, and 180 poster presentations, chosen from a large and exceptional
pool of submissions. Sessions span single-cell and spatial biology, protein design
and function, genomics and regulation, immunology and vaccines, clinical and
translational applications, and Al methods and applications.

We are grateful to our sponsors, our host at Microsoft Research New England,
ISCB for coordinating registration and logistics, and the many volunteer review-
ers who made the selection process possible. Above all, thank you for joining us.

Luca Pinello, Predrag Radivojac, and Kevin Yang
Conference Co-Chairs, NECB 2026
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By the Numbers
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By the Numbers NECB 2026

Program at a Glance

Day 1 Thu Oct 1, 2026
8:00 AM - Registration desk opens
8:45-9:00 AM - Opening remarks

9:00-9:45 AM - Opening keynote
Marc Vidal - Dana-Farber Cancer Institute - Harvard Medical School

9:45-10:45 AM - Selected talks - Single-cell & spatial

A111 Spatial transcriptome and whole-genome characterization of single
nuclei in human tissues
Claudia Chu - Broad Institute - Harvard

A093 FlowMap: Geometry-Consistent Embedding of RNA Velocity for In-
terpretable Cellular Trajectories
Jingyuan Hu - Harvard T.H. Chan School of Public Health

A056 Consistent and scalable detection and comparison of spatial patterns
Jiayu Su - Broad Institute

A145 GeoSinkhorn Flow: Geometry-Aware Flow Matching for Conditional
Dynamics in Single-Cell Data Phenoscapes
Ke Xu - Yale University

10:45-11:15 AM - Coffee break

11:15 AM - 12:15 PM - Invited talks
Alex Lu - Microsoft Research New England
Vermeer: Autoregressive generative modeling of microscopy predicts protein local-
ization
Rong Ma - Harvard T.H. Chan School of Public Health
Geometry of Cell States: From Embeddings to Dynamics
Samantha Petti - Tufts University
Modeling, interpreting, and optimizing high-dimensional genotype-phenotype
maps

12:15-1:15 PM - Lunch

1:15-2:15 PM - Selected talks - Protein design & function
Chair: Wengong Jin (Northeastern)
A076 Generating proteins with computationally predicted functions and
multiple states via multimodal diffusion
Anna Sappington - MIT CSAIL
A126 Deconvolving mutation effects on protein stability and function with
disentangled protein language models
Kerr Ding - Georgia Institute of Technology
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Program at a Glance - Day 1 - Thu Oct 1, 2026 NECB 2026

A152 De novo design of hydroxylation enzymes
Indrek Kalvet - University of Washington

A039 Natural compensatory variation reveals how protein language mod-
els represent pathogenic epistasis and their ability to generate
druggable targets via compensation
Shivam Gandhi - Harvard Medical School

2:15-4:15 PM - Poster session

4:15-5:15 PM - Selected talks - Genomics & regulation

A079  GlintID: Interpretable Modeling of Combinatorial Regulatory Logic
Arush Ramteke - New York University

A088 Kidzoi Enables Cell-Type-Specific Regulatory Variant Effect Predic-
tion in the Kidney
Arif Ahmad Rather - Boston Children’s Hospital - Harvard Medical School

A035 Cherimoya: Lightweight modeling of genomic modalities enables
organism-wide analyses
Jacob Schreiber - UMass Chan Medical School

A185 PhilharmonicDB: Inferring Functional Modules Across the Tree of
Life

Lenore Cowen - Tufts University

5:15-6:00 PM - Afternoon keynote
Sergey Ovchinnikov - MIT

Evening - MIT FutureFest Salon - The Future of Computational

Biology
RSVP required —

Day 2 - Fri Oct 2, 2026
8:00 AM - Registration desk opens

9:00-10:00 AM - Morning keynote
Caroline Uhler - Broad Institute - MIT
Multimodal Data Integration: From Biomarkers to Mechanisms

10:00-10:45 AM - Selected talks - Genomics & immunology
A034 Learned Immune Architectures of Durable Antibody Responses
Across Vaccines
Stephanie P. Hao - Boston University
A100 From human genetics evidence to therapeutic insights at scale: a cali-
brated language-model specialist for target discovery in immunology
Mahasweta Bhattacharya - Sanofi Research
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A021

Advancing Peptide-HLA Class I Prediction with Active Learning
Frameworks for Improved Cancer Vaccine Design
Jessika Baral - Harvard Medical School - Broad Institute

10:45-11:15 AM - Coffee break

11:15 AM - 12:15 PM - Invited talks

Sahin Naqvi - Boston Children’s Hospital - Harvard Medical School
Measuring and modeling transcription factor dosage effects
Armita Nourmohammad - Yale University

Yuri Pritykin - Princeton University

12:15-1:15 PM - Lunch

1:15-2:15 PM - Selected talks - Clinical & translational

A156

A105

A038

A110

Pan-cancer risk assessment with an EHR foundation model that pre-
dicts what happens next and when

Asif Khan - Harvard Medical School - Massachusetts General Hospital
Tissue-of-origin aging clocks reveal composite aging states across
cancers

Payton Bock - Boston University

Joint Calibration of Multiple Evidence Sources Improves Clinical
Variant Classification over Independent Calibration

Ross Stewart - Northeastern University

PPI-seq: A Massively Parallel System to Decode Genetic Variant
Impacts on Protein Interactions

Justin Delano - Harvard Medical School

2:15-4:15 PM - Poster session

4:15-5:15 PM - Selected talks - AI methods & applications
Chair: Smita Krishnaswamy (Yale)

A172

A148

A180

A118

ImageFlowNet forecasts disease progression in longitudinal medical
images

Chen Liu - Yale University

Beyond single-organ pathology: Mapping a unified toxicogenomic
network of heavy metal cardiotoxicity and neurotoxicity

Reyna Silveira - Harvard OpenBio Student Research Institute

Can Al Agents Design Proteins? Agentic vs. Human-Directed De
Novo Minibinder Design for a KRAS Neoantigen

Yilan Wang - Harvard Medical School

Scaling CAR-T Targeting of HLA-presented Intracellular Antigens
with AI-Driven Experimentation

Elizabeth B. Wood - JURA Bio

5:15-6:00 PM - Closing keynote

Zhiping Weng - UMass Chan Medical School
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6:00-6:15 PM - Closing remarks - Poster awards
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Program at a Glance - Day 2 - Fri Oct 2, 2026

Keynote Speakers

NECB 2026

Sergey Ovchinnikov
MIT
MIT Department of Biology. His research devel-
ops deep learning methods for protein structure
prediction and design, contributing to widely
used tools such as ColabFold and modern ap-
proaches to evolutionary protein...

Marc Vidal

Dana-Farber Cancer Institute - Harvard Medical
School
Professor of Genetics at Harvard Medical School
and Founding Director of the Center for Cancer
Systems Biology (CCSB) at Dana-Farber Cancer
Institute.

October 1-2, 2026 - Cambridge, MA

Caroline Uhler

Broad Institute - MIT
Professor at MIT and Co-Director of the Eric and
Wendy Schmidt Center at the Broad Institute. Her
research bridges statistics, machine learning, and
biology, with a focus on causal inference for gene
regulation and...

Zhiping Weng
UMass Chan Medical School
Li Weibo Professor of Biomedical Research and
founding Chair of the Department of Genomics
and Computational Biology at UMass Chan Med-
ical School.
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Keynote Speakers - Day 2 - Fri Oct 2, 2026

Invited Speakers

NECB 2026

Alex Lu
Microsoft Research New England

Senior Researcher at Microsoft Research New

England. His work explores how machine learn-

ing — particularly self-supervised methods —

can extract new biological insights from cellular

imaging and molecular data.

Armita Nourmohammad
Yale University
Yale University, working at the interface of
physics, evolution, and immunology. Her group
develops theoretical and computational models
of how immune repertoires adapt in response to
pathogens and disease.

Yuri Pritykin

Princeton University
Princeton University, in the Department of Com-
puter Science and the Lewis-Sigler Institute for
Integrative Genomics.

October 1-2, 2026 - Cambridge, MA

Sahin Naqvi
Boston Children's Hospital - Harvard Medical School
Assistant Professor in the Division of Gastroen-
terology at Boston Children’s Hospital and the

Department of Pediatrics at Harvard Medical

School.

Samantha Petti
Tufts University
Assistant Professor of Mathematics and Com-
puter Science at Tufts University. Her group de-
signs mathematical and computational methods
to infer fitness landscapes and describe evolution-
ary processes, with applications to...

Rong Ma
Harvard T.H. Chan School of Public Health
Department of Biostatistics at the Harvard T.H.
Chan School of Public Health. She develops statis-
tical methods for high-dimensional inference and
dimension reduction, with applications to single-
cell genomics and...
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Organizing Committee

Conference Co-Chairs
+ Luca Pinello, Massachusetts General Hospital - Harvard Medical School -
Broad Institute
« Predrag (Pedja) Radivojac, Northeastern University
« Kevin Yang, Microsoft Research New England

Steering Committee
« Martha Bulyk, Brigham & Women’s Hospital - Harvard Medical School
« Lucy Colwell, Google - University of Cambridge
«+ Nils Gehlenborg, Harvard Medical School
« Manolis Kellis, MIT
« Smita Krishnaswamy, Yale University
+ Xihong Lin, Harvard T.H. Chan School of Public Health
« Donna Slonim, Tufts University
« Olga Vitek, Northeastern University

Organizing Committee

« Ruben Dries, Boston University

« Benjamin Gyori, Northeastern University

« Wengong Jin, Northeastern University

« Dmitry Korkin, Worcester Polytechnic Institute

« Heng Li, Dana-Farber Cancer Institute - Harvard Medical School

» Ying Ma, Brown University

+ Jeremy Simon, Dana-Farber Cancer Institute

« Ignacio Vazquez-Garcia, Massachusetts General Hospital - Harvard Med-
ical School - Broad Institute

Coordinators
+ Glenda Pay, MGH - HMS
- Diane Kovats, ISCB

Friends of the Conference
Jason Buenrostro.

Founding Chairs
+ Luca Pinello, Massachusetts General Hospital - Harvard Medical School -
Broad Institute
- Predrag (Pedja) Radivojac, Northeastern University
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Organizing Committee - Day 2 - Fri Oct 2, 2026 NECB 2026

Abstract Reviewers
With thanks to the trainees volunteering their time to review submissions.

Ritwik Anand (Northeastern), Andrew Caruso (AbbVie), Curie Cha (MGH - HMS
- Broad), Xiwei Cheng (Northeastern), Kishalay Das (Yale), Kit Gallagher (MGH
- HMS - Broad), Jocelyn Garcia (Tufts), Aditya Gorla (UCLA), Lei Huang (MGH
- HMS - Broad), Benjamin Jones (Yale), Panos Ketonis (Yale), Anurendra Kumar
(MGH - Stanford), Senbao Lu (WPI), Karna Mendonca (Northeastern), Zain Patel
(MGH - HMS - Broad), Ben Perry (Duke), Anna Sappington (MIT - HMS), Kristen
Severson (Microsoft), Ross Stewart (Northeastern), Siddharth Viswanath (Yale),
Ruohan Wang (Brown), Will White (Tufts), Ke Xu (Yale), Laura Yeoh (BWH -
Boston Children’s - HMS), Yikun Zhang (Northeastern), Nanxiang (Sam) Zhao
(Merck).
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Organizing Committee - Day 2 - Fri Oct 2, 2026 NECB 2026

Code of Conduct

NECB 2026 follows the ISCB Code of Conduct. We are committed to a respectful,
inclusive symposium and expect all participants — attendees, speakers, sponsors,
and organizers — to help maintain that environment throughout the meeting.

Harassment, discrimination, and disrespectful behaviour of any kind are not
welcome, in-person or online. Please report any concerns to the organizing
committee at newenglandcompbio@gmail.com, or to any of the co-chairs in person.

Social media
We encourage attendees to share highlights on Twitter/X and LinkedIn during
and after the meeting. Please respect any presenter who indicates they’d prefer
their work not be shared publicly. You can tag and follow us at:

- Twitter/X: @NewEngCompBio

« LinkedIn: New England Computational Biology
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Code of Conduct - Day 2 - Fri Oct 2, 2026 NECB 2026

Keynote & Invited Talks - Abstracts

Invited talk - Vermeer: Autoregressive generative modeling of

microscopy predicts protein localization
Presenter: Alex Lu — Microsoft Research New England

Session: Day 1 - Thu Oct 1, 2026 - 11:15 AM - 12:15 PM - Invited talks

Understanding how proteins localize inside of cells is critical to understanding
how cells regulate themselves by moving around proteins, and how these
processes are disrupted in disease. Towards characterizing this, systematic
microscopy datasets have emerged imaging almost every protein in an organism
across cell types or perturbations. However, even high-throughput technologies
struggle to fully cover the possible space of experiments in this data collection.
In this talk, I will show that generative Al models can help prioritize data
collection by simulating unseen experiments to predict which ones will possi-
bly yield informative outcomes. I will introduce our work in Vermeer, which
autoregressively generates microscopy images showing how proteins express in
cells, predicting what proteins may be differentially regulated across different
cell types and how alterations to protein sequence modify this behavior. I will
show that Vermeer can accurately simulate the impacts of alterations to protein
sequence on localization within cells, providing a basis for discovering novel
mediators of localization within the proteome.
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Keynote & Invited Talks - Abstracts - Day 2 - Fri Oct 2, 2026 NECB 2026

Invited talk - Geometry of Cell States: From Embeddings to
Dynamics
Presenter: Rong Ma — Harvard T.H. Chan School of Public Health

Session: Day 1 - Thu Oct 1, 2026 - 11:15 AM - 12:15 PM - Invited talks

Single-cell data are often organized around low-dimensional geometric struc-
tures—clusters, manifolds, trajectories, and dynamic vector fields—that reflect
cell-state heterogeneity and encode biological processes such as differentiation
and regulation. This suggests a geometric view of single-cell analysis in which
the geometry of the data is not merely a visualization device, but an object to
be statistically assessed and biologically interpreted. In this talk, I will discuss
our recent work along this direction. I will first describe how a stability-
based perspective can be used to evaluate when nonlinear embeddings such
as t-SNE and UMAP faithfully represent cellular relationships, and to identify
regions of an embedding that are intrinsically less reliable. I will then present
a manifold learning framework for denoising and embedding RNA velocity,
in which cellular dynamics are represented as vector fields constrained by
the geometry of the underlying cell-state manifold. These examples illustrate
how geometric inference can connect visualization, uncertainty assessment, and
dynamical modeling, providing both rigorous statistical tools and new ways to
study cellular processes.
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Keynote & Invited Talks - Abstracts - Day 2 - Fri Oct 2, 2026 NECB 2026

Invited talk - Modeling, interpreting, and optimizing high-
dimensional genotype-phenotype maps
Presenter: Samantha Petti — Tufts University

Session: Day 1 - Thu Oct 1, 2026 - 11:15 AM - 12:15 PM - Invited talks

A fundamental goal of genetics is to understand how variation in biological se-
quences gives rise to differences in measurable characteristics called phenotypes.
The mapping from genotype (DNA, RNA or protein sequence) to phenotype can
be difficult to model and interpret because the space of possible sequences is
enormous and combinations of mutations interact in complex ways. We describe
how to use a Bayesian method called Gaussian process regression to learn geno-
type-phenotype maps. We demonstrate that Gaussian process regression with
our priors yields better predictive performance on several datasets and show
how the learned prior can be interpreted to provide clues into how phenotype
arises from genotype biologically. We derive tractable analytical expressions for
computing a broad class of statistics under these models that would ordinarily
require predictions across the entire sequence space, and discuss how this new
“kernel trick” can be used both to interpret the structure of the genotype-
phenotype map and to navigate toward regions of sequence space with desirable
properties.
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Keynote & Invited Talks - Abstracts - Day 2 - Fri Oct 2, 2026 NECB 2026

Keynote - Multimodal Data Integration: From Biomarkers to
Mechanisms
Presenter: Caroline Uhler — Broad Institute - MIT

Session: Day 2 - Fri Oct 2, 2026 - 9:00-10:00 AM - Morning keynote

An exciting opportunity at the intersection of the biomedical sciences and
machine learning stems from the growing availability of large-scale multi-modal
data (imaging-based and sequencing-based, observational and perturbational, at
the single-cell level, tissue-level, and organism-level). Traditional representation
learning methods, although often highly successful in predictive tasks, do not
generally elucidate underlying causal mechanisms. I will present a statistical
and computational framework for causal representation learning and its appli-
cations towards identifying novel disease biomarkers as well as inferring gene
regulation in different disease contexts.
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Keynote & Invited Talks - Abstracts - Day 2 - Fri Oct 2, 2026 NECB 2026

Invited talk - Measuring and modeling transcription factor

dosage effects
Presenter: Sahin Naqvi — Boston Children’s Hospital - Harvard Medical School

Session: Day 2 - Fri Oct 2, 2026 - 11:15 AM - 12:15 PM - Invited talks

Transcription factors (TFs) dictate cellular and developmental gene expression
programs by binding to specific DNA motifs within noncoding regulatory
elements (REs) and modulating their activity. Quantitative changes in TF levels
(dosage) underlie both common phenotypic variation and severe disease, but
the mechanisms underlying this TF dosage sensitivity have remained poorly
understood. I will describe our efforts to tackle this problem using experimen-
tal and computational approaches. First, we combined chemical genetic tools,
stem cell models of human neural crest cells, and epigenomic mapping to
quantify how REs and genes respond to precisely modulated TF dosage. We
found that while many TF-dependent REs and genes are buffered against small
changes in TF dosage, others are highly sensitive, linking altered TF dosage
to specific developmental phenotypes. Second, we applied sequence-to-activity
deep learning models to predict RE responses from DNA sequence, achieving
near-experimental accuracy. These models revealed predictive sequence features
that are undetectable by models of steady-state RE activity, and could interpret
noncoding variants associated with variation in craniofacial shape. These results
show that combining quantitative TF perturbations with deep learning can
uncover additional layers of the cis-regulatory code, with implications for the
development of cellular foundation models.
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Selected Talks - Abstracts

A111-Spatial transcriptome and whole genome characterization
of single nuclei in human tissues
Presenter: Claudia Chu — Harvard University

Authors: Claudia Chu, Andrew Russell, Niklas Engel, John JY. Lee, Ruth
Raichur, Jackson Weir, Giovanni J. Marrero, Vipin Kumar, Kristin Ardlie, Evan
Z. Macosko, Gad Getz, Jason Buenrostro, Tim Coorens, Fei Chen, EMBL-EBI,
Hinxton, Cambridgeshire, UK

Session: Day 1 - Thu Oct 1, 2026 - 9:45-10:45 AM

Recent studies have portrayed human tissues as mosaics of mutant clones that
continuously evolve, interact with their microenvironment, and pave the road to
disease. However, current technologies are often only compatible with specific
cell types or clonal structures, lose information about the spatial context, lack
single cell resolution or have limited capacity to facilitate joint multi-omic
readouts. Therefore, they preclude a high-resolution interrogation of somatic
mutation profiles linked with single cell phenotypes within human tissues.
Here, building on the Slide-tags technology, we developed a robust multi-omic
assay, Slide-tags DNA, to simultaneously profile genome-wide somatic variants,
transcriptional state and spatial location at single-nucleus resolution. We per-
formed single-nucleus whole genome sequencing at 10-15X depth on cancer
and normal tissues, achieving uniform genome capture (Gini coefficient < 0.1,
~93% of the genome with at least 1X coverage) while retaining standard quality
snRNAseq readouts and accurate spatial positioning. Using somatic variants
called from Slide-tags DNA genomes, we reconstructed cell phylogenies to study
the transcriptional states and spatial growth patterns of subclones in colorectal
metastasis and normal human tissues. As the field continues to chart the somatic
mutation landscape of the human body, Slide-tags DNA will be a crucial tool to
understand the spatial and phenotypic context in which these mutations arise
and contribute to normal and diseased tissue development.
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Spatial transcriptome and whole genome characterization of

single nuclei in human tissues
Claudia Chu+*, Andrew Russell, Niklas Engel, John J.Y. Lee's, Ruth Raichur, Jackson Weir, Giovanni J. Marreror,
Vipin Kumar, Kristin Ardlie', Evan Z. Macosko«, Gad Getz', Jason Buenrostro-, Tim Coorens:, Fei Chen

(1) Broad Institute of Harvard and MIT and Harvard, Cambridge, MA, 02142, USA (2) Department of Biomedical Informatics,
Harvard University, Boston, MA, USA (3) EMBL-EBI, Hinxton, Cambridgeshire, UK (4) University of Cambridge (5) Department of
Pathology and Krantz Family Center for Cancer Research, Massachusetts General Hospital and Harvard Medical School, Boston, MA,

USA (6) Department of Psychiatry, Massachusetts General Hospital, Boston, MA 02114, USA (7) Department of Stem Cell and

Regenerative Biology, Harvard University, Cambridge, MA

Recent studies have portrayed human tissues as mosaics of mutant clones that continuously evolve, interact with their
microenvironment, and pave the road to disease. However, current technologies are often only compatible with specific cell
types or clonal structures, lose information about the spatial context, lack single cell resolution or have limited capacity to
facilitate joint multi-omic readouts. Therefore, they preclude a high-resolution, unbiased interrogation of somatic mutation
profiles linked with single cell phenotypes within human tissues. Here, building on the Slide-tags technology, we developed
a robust multi-omic assay, Slide-tags DNA, to simultaneously profile genome-wide somatic variants, transcriptional state
and spatial location at single-nucleus resolution. We applied the assay to a human colorectal metastasis and normal tissues,
generating over 500 single-nucleus whole genomes at 10-15X depth with uniform genome capture (Gini coefficient < 0.1,
~93% of the genome with at least 1X coverage) while retaining standard quality snRNAseq readouts and accurate spatial
positioning. We developed custom bioinformatics strategies to reconstruct high-quality single nucleus phylogenies from
Slide-tags DNA genomes and to study the corresponding transcriptional states and spatial growth patterns of the inferred
subclones in our cancer and normal tissue samples. As the field continues to chart the somatic mutation landscape of the
human body, Slide-tags DNA will be a crucial tool to understand the spatial and phenotypic context in which these mutations
arise and contribute to normal and diseased tissue development.
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Figure 1. Slide-tags DNA generates spatially-resolved transcriptomes and whole genomes at single nucleus resolution.
A colorectal metastasis liver metastasis section was processed with Slide-tags DNA. 221 nuclei were sequenced at ~10-15X
depth to generate a single nuclei lineage tree and to discover mutational signatures. Early mutational events were associated
with aging, while later events were associated with genotoxic chemotherapy. Nuclei were spatially mapped, revealing
subclone spatial localization and enabling association of subclone genomic and transcriptomic features with histology.
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A093 - FlowMap: GeometryConsistent Embedding of RNA Veloc-
ity for Interpretable Cellular Trajectories

Presenter: Jingyuan Hu — Department of Biostatistics, Harvard T.H. Chan
School of Public Health

Authors: Jingyuan Hu, Harinder Singh, Jishnu Das, Luca Pinello, Rong Ma
Session: Day 1 - Thu Oct 1, 2026 - 9:45-10:45 AM

RNA velocity estimates short-term gene-expression changes in individual cells,
providing directional information about cellular state transitions. Geometrically,
it defines a high-dimensional vector field on an intrinsically low-dimensional
cell-state manifold. Yet existing approaches typically construct embeddings
from gene expression alone and project velocity afterward, which can distort
or destabilize inferred trajectories. We present FlowMap, a manifold-learning
framework that jointly embeds cell states and RNA velocity while preserving
their geometric relationship. FlowMap reconstructs a smooth cell-state manifold
and constrains velocity to its local tangent geometry, yielding coherent and
interpretable representations of cellular dynamics. Across simulated and real
datasets, FlowMap recovers continuous developmental progressions, branching
processes, cyclic behaviors, and stable states. The unified representation enables
analysis of gene-expression programs along developmental flows and identifies
regions where trajectories redirect during fate specification. FlowMap further
decomposes trajectory curvature to distinguish bending imposed by the under-
lying manifold from active redirection of cellular dynamics. This analysis
highlights transitional progenitor states, early lineage biases, and transcriptional
programs associated with emerging fate decisions. The reconstructed geometry
also reveals convergent and divergent regions associated with developmental
commitment and pausing. Finally, FlowMap extends to spatial transcriptomics,
allowing transcriptional dynamics to be interpreted in tissue context. Together,
FlowMap provides a principled framework for visualizing and interpreting cel-
lular dynamics from single-cell and spatial genomic data.
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FlowMap: Geometry—Dynamics Consistent Embedding of RNA Velocity
for Interpretable Cellular Trajectories

Jingyuan Hu'-*, Harinder Singh?, Jishnu Das?, Luca Pinello'->**, and Rong Ma'-
!Department of Biostatistics, Harvard T.H. Chan School of Public Health; >Center for Systems Immunology and Departments of
Immunology and Computational and Systems Biology, University of Pittsburgh;
3Molecular Pathology Unit, Massachusetts General Hospital; *Department of Pathology, Harvard Medical School
*Presenting author; TCorresponding authors

Background. RNA velocity estimates short-term changes in gene expression, providing a directional signal for cellular state
transitions. Geometrically, these measurements define a high-dimensional vector field over an intrinsically low-dimensional
cell-state manifold. Most workflows, however, construct an expression embedding first and add velocity afterward through
neighborhood smoothing or transition probabilities. Because the embedding lacks an explicit differentiable connection to
gene-expression space, projected velocities may point in directions that are inconsistent with the local manifold, producing
embedding-dependent artifacts and obscuring developmental structure.

Method. We introduce FlowMap, a manifold-learning framework that jointly represents cellular states and RNA velocity.
FlowMap first constructs a velocity-aware phase distance that combines expression proximity with relative progression along
the local flow. It then reconstructs the embedding using a smooth spline map ¢ : R? — RP from latent coordinates to
gene-expression space. The Jacobian Jy (y) defines the tangent space of the reconstructed manifold at each cell, and an
observed gene-space velocity v is mapped to the intrinsic velocity u = J,, (y)*v. This removes off-manifold components while
retaining changes supported by cellular state variation.
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Geometrical structure of RNA velocity data
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FlowMap geometry. RNA velocity defines a vector field on a cell-state manifold (A); FlowMap projects noisy gene-space velocities onto
locally supported tangent directions (B).

Results. Across simulated linear, branching, and cyclic systems, FlowMap preserved trajectory geometry and improved
directional agreement, smoothness, and neighborhood fidelity relative to conventional embedding and velocity-visualization
pipelines. In FUCCI-labeled cell-cycle data, FlowMap recovered the expected cycle, with embedding-derived angular position
agreeing with experimental phase (circular correlation = 0.60). Reconstruction selectively retained trajectory-consistent
programs: 33 curated cell-cycle genes achieved global R? = 0.37 for expression and R* = 0.24 for velocity, substantially
exceeding results across all highly variable genes. In pancreatic endocrinogenesis, FlowMap identified locally dominant
dynamical programs that differed from genes selected by differential expression or kinetic significance alone.

The differentiable representation further supports second-order analysis of developmental flow. We decomposed acceleration
into flow, surface, and steering components, separating bending imposed by manifold geometry from active redirection within
the manifold. In clonal hematopoiesis, localized steering curvature identified transitional progenitors with early lineage biases
supported by fate probabilities and lineage-associated gene programs. In B-cell differentiation, negative Ricci curvature
marked divergent, low-velocity transition regions. In spatial mouse organogenesis, FlowMap related gene-expression gradients
to local transcriptional flow while retaining tissue coordinates, distinguishing developmental programs from positional
signals. Together, FlowMap provides a principled, interpretable framework for cellular dynamics across single-cell and spatial
transcriptomic data.
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Since Robert Hooke sketched cells in cork in 1665, biological discovery has
depended on recognizing spatial organization. Spatial omics brings this quest
to molecular scale, but noisy, sparse data pose two computational challenges:
distinguishing patterns from noise within one sample, and determining how
they change across samples. Existing spatial-variability tests address detection
but often disagree without explanation, while comparison methods require
coordinate registration, restricting analysis to matched sections.

We introduce SONIC (Spatial Organization through Nonrandom-pattern Infer-
ence and Comparison), a harmonic framework that addresses both. For
detection, we show that virtually all approaches—including Moran’s I, Gaussian
processes, regression models, and dependency tests—share the quadratic form Q
=z"TKz. Characterizing their effective kernels in the frequency domain explains
why tests disagree: no weighting is optimal for all patterns, while mixed signs
in Moran’s I permit spectral cancellation, causing inconsistency and power loss.
Guided by this theory, we redesign spatial-variability tests with positive-definite
kernels, permutation-free calibration, and accelerated algorithms that scale to
millions of locations.

This spectral lens extends to multi-sample comparison. Each pattern’s power
spectral density provides a shared physical-frequency coordinate system. Our
differential-frequency test compares spectra across complex designs without
tissue registration, while DF-norm isolates frequency composition from total
spectral power. Across applications, our approach identifies two plaque-induced
response programs in Alzheimer’s disease, IDH-associated extracellular-matrix
and coagulation programs relevant to venous thromboembolism in glioma, and
conserved spatiotemporal gene dynamics during mammalian embryogenesis.

Together, SONIC unites single-sample detection and registration-free compar-
ison within one harmonic framework for large-scale spatial discovery.
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Motivation. Since Robert Hooke sketched cells in cork in 1665, biological discovery has depended on recognizing spatial
organization. Spatial omics brings this quest to the molecular scale, but noisy, sparse measurements pose two computational
challenges: distinguishing patterns from noise within one sample (detection) and determining how they change across samples
(comparison). Existing spatial-variability (SV) tests address detection but often disagree, with no unified theory explaining
why; cross-sample methods generally require registration to common coordinates, restricting comparison to consecutive or
closely matched sections. We introduce SONIC (Spatial Organization through Nonrandom-pattern Inference and Comparison),
a unified harmonic framework for both challenges.

Single-sample detection: a unified theory of SV tests. For expression x observed at coordinates sy, .. .,s,, SV testing
asks whether x varies systematically with location rather than being randomly distributed. We show that major approaches—
including Moran’s I, Gaussian processes, regression models, and nonparametric dependency tests—share the quadratic
form Q = z' Kz for centered, unit-variance expression z and can detect only changes in mean expression across locations
(Figure 1A). In the frequency domain, the effective kernel K is simply a weighting of spatial frequencies, explaining why tests
disagree: each favors different patterns, and none is uniformly best. Zero eigenvalues create blind spots, while mixed-sign
weights permit spectral cancellation, making methods such as Moran’s I susceptible to inconsistency and power loss. In
single-cell lineage-tracing data, where the goal is to identify heritable expression along a phylogenetic tree, Moran’s I missed
rare-subclone markers because high-frequency variation within clones obscured sparse signals on the lineage graph.

Scalable impl tation. Guided by this theory, we redesign SV tests with consistent, positive-definite kernels with

scalability in mind: Sparse precision operators reduce quadratic memory to O (nlogn) on single-cell graphs, while FFTs and
NUFFTs reduce quadratic computation to O (n log n) for spatial data, enabling million-spot screening under one second.

A. Single-sample detection: unified theory B. Multi-sample comparison: registration-free
Physical spsace Expression space © Equivalence of SV tests Spatial pattern = o §fatial power specirum Radial binning
SCR Method Effective K b, '?\% 2 R
Moran's | Adjacency g% oy s o
500 ~ Fixed-effect Projection A &
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HSIC Kernel oes BT IRS Samples e (eycies  om) radial 2k
Spatial variability (SV) fx,s(,s) # fx(x)fs(s) ~ _Divergence Kemel Density Group average (DF) L1-norm (DF-norm) Two-gample mean test
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Figure 1. A, Major SV tests share a quadratic form whose frequency weighting determines their statistical behavior. B,
Spatial power spectra place patterns from spatially unregistered samples in a shared physical-frequency coordinate system for
multi-sample comparison and rigorous statistical testing.

Multi-sample comparison without registration. This spectral representation extends naturally to multi-sample comparison
(Figure 1B). For each feature and sample, we aggregate squared Fourier magnitudes into radial bins by frequency magnitude,
producing a one-dimensional power spectrum Py (k) indexed in physical units. These spectra provide shared coordinates for
patterns from heterogeneous sections without registering their original spatial coordinates. Our differential-frequency (DF)
test compares log spectra across samples with a covariance-aware quadratic statistic; its L1-normalized counterpart, DF-norm,
tests frequency composition independently of total expression change. Across applications, the approach identifies two plaque-
induced response programs in Alzheimer’s disease, IDH-associated extracellular-matrix and coagulation programs relevant to
venous thromboembolism in glioma, and conserved spatiotemporal gene dynamics during mammalian embryogenesis.
Conclusion. Together, SONIC unites single-sample detection and registration-free comparison within one harmonic framework
for large-scale spatial discovery. The detection theory and benchmarks are described in arXiv:2602.02825.
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Single-cell technologies increasingly enable profiling of biological systems
across many perturbations, but understanding how a system reorganizes across
a space of conditions is difficult to read off single-cell embeddings alone.
Phenoscapes address this by embedding entire cell-state distributions—rather
than individual cells—as points in a landscape, such that one dot represents
one experimental condition. Phenoscapes remain a new and underexplored
representation, and existing static phenoscapes position conditions relative to
one another without specifying how populations move between them. Flow-
and trajectory-based models are numerous, but existing approaches operate on
individual cells, are not built to respect phenoscape geometry, and typically
cannot generalize predicted flows to unseen conditions. Here we introduce ,
a flow-matching framework specialized to convert a static phenoscape into a
dynamic one, in which condition-level points are connected by geodesic, condi-
tion-aware transport trajectories consistent with the underlying geometry. uses
heat-diffusion geometry to define manifold-aware transport costs and trains a
geometric autoencoder whose latent Euclidean distances remain aligned with
phenoscape geometry while extending it to unseen cells. By conditioning
transport on perturbation identity, generalizes trajectories to new conditions
and produces intermediate progression states. An unbalanced optimal trans-
port variant further models changes in relative cell-state abundance together
with state movement. Across synthetic manifolds, patient-derived organoid
drug responses, Perturb-seq knockdowns, and time-resolved CyTOF signaling,
recovered intrinsic geometry, inferred biologically coherent trajectories, and
generalized to held-out drug combinations, perturbation genes, and time points.
Together, these results establish as a phenoscape-consistent dynamical frame-
work that generalizes across experimental conditions.
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Abstract.

Single-cell technologies increas-
ingly enable profiling of biolog-
ical systems across many pertur-
bations, but understanding how a
system reorganizes across a space
of conditions is difficult to read
off single-cell embeddings alone.
Phenoscapes address this by embed-
ding entire cell-state distributions—
rather than individual cells—as
points in a landscape, such that
one dot represents one experimen-
tal condition. Phenoscapes re-
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main a new and underexplored
representation, and existing static
phenoscapes position conditions
relative to one another without spec-
ifying how populations move be-
tween them. Flow- and trajectory-
based models are numerous, but
existing approaches operate on indi-
vidual cells, are not built to respect
phenoscape geometry, and typically
cannot generalize predicted flows
to unseen conditions.

Here we introduce GEoSiNkFLow,
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Figure 1: Overview of the GEoSiNkFLow pipeline. (a) Heat diffusion defines graph-based cell geometry
and supervises a geometry-preserving autoencoder. (b) Geodesic Sinkhorn couples neighboring states
along real time or pseudotime. (c) Latent Euclidean transport extends the learned geometry to unseen
cells. (d) Conditional flow matching learns perturbation-specific trajectories across progression.

a flow-matching framework specialized to convert a static phenoscape into a dynamic one, in which condition-level points are
connected by geodesic, condition-aware transport trajectories consistent with the underlying geometry. GEoSINkFLOwWuses
heat-diffusion geometry to define manifold-aware transport costs and trains a geometric autoencoder whose latent Euclidean
distances remain aligned with phenoscape geometry while extending it to unseen cells. By conditioning transport on
perturbation identity, GEoSiNkFLowgeneralizes trajectories to new conditions and produces intermediate progression states.
An unbalanced optimal transport variant further models changes in relative cell-state abundance together with state movement.

Across synthetic manifolds, patient-derived organoid drug responses, Perturb-seq knockdowns, and time-resolved CyTOF
signaling, GEoSINKFLowrecovered intrinsic geometry, inferred biologically coherent trajectories, and generalized to
held-out drug combinations, perturbation genes, and time points. Together, these results establish GEoSiNkFLowas a
phenoscape-consistent dynamical framework that generalizes across experimental conditions.
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Generating proteins with the full diversity and complexity of functions found in
nature is a grand challenge in protein design. Here, we present ProDiT, a multi-
modal diffusion model that unifies sequence and structure modeling paradigms
to enable the generation of proteins with computationally predicted functions at
scale. Trained on sequences, 3D structures, and annotations for 128M proteins
across the evolutionary landscape, ProDiT generates diverse, novel proteins
that are computationally predicted to preserve known active and binding site
motifs and can be conditioned on a wide range of molecular functions, span-
ning 463 Gene Ontology terms. We introduce a diffusion sampling protocol to
design proteins with multiple functional states, and illustrate this protocol by
computationally scaffolding enzymatic active sites from carbonic anhydrase and
lysozyme such that they are predicted to be deactivated by a calcium effector.
Our results showcase ProDiT’s capacity to satisfy design specifications inacces-
sible to existing generative models, thereby expanding the protein design toolkit.
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Generative models trained on datasets of protein sequences or backbone structures have enabled significant advances
in de novo protein design. However, existing paradigms typically focus only on structure or sequence in isolation
and, therefore, cannot capture the complete functional landscape of natural proteins. Neither family of approaches
can target protein dynamics, a key feature of natural proteins, which often adopt multiple states to modulate their
functions. We hypothesize that a generative model, efficiently trained at scale with both sequence and structure would
unlock many crucial protein design capabilities. Here, we present ProDiT (Protein Diffusion Transformer), a framework
that unifies structural and sequence generative modeling into a multimodal diffusion generative process, to enable these
design capabilities. ProDiT leverages direct diffusion-based modeling of 3D structural coordinates alongside amino acid
tokens using a fast, scalable transformer architecture. ProDiT performs diffusion directly in the native state spaces
of both sequence and structure with a simple transformer architecture, enabling fast, scalable multimodal training
on 128M proteins with functional annotations. Our formulation enables in silico generation quality that matches or
exceeds that of specialized structure generative models across all sequence lengths while also significantly exceeding
the sequence generation quality of dedicated protein language models (PLMs). Notably, this performance is achieved
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Leveraging ProDiT’s multimodal capabilities,

Figure 1: In silico assessment of molecular function conditioning. (A) Suc-
cessful generations per GO term. (B) Proportions of GO terms with successful
designs stratified by occurrence frequency. (C) Distribution of TM-score di-
versity and novelty. (D) Classifier-free guidance for two selected GO terms.

(E) For select terms, the most novel generation superimposed onto its closest

we develop a principled protocol for the design of AFDB mateh (grey).

dynamic, multistate proteins, derived from proba-

bilistic graphical models. When distinct motifs are provided for the desired output protein states, our protocol generates
two separate structural scaffolds coupled to a common sequence in a single generative rollout. As such, our approach
represents a significant advance over prior protocols requiring brute-force sampling of plausible alternative conforma-
tions, previously thought necessary for such a protein design task. We apply this capability to computationally scaffold
active sites from carbonic anhydrase and lysozyme such that they are predicted to be modulated by calcium binding,
an important step towards the design of custom and controllable enzymes.
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Understanding how evolutionary constraints shape protein sequences is funda-
mental to deciphering the molecular mechanisms underlying protein stability
and function, with broad implications for protein engineering and therapeutic
development. Recent advances in protein language models (pLMs) have enabled
accurate prediction of mutation effects, capturing the evolutionary pressure that
governs protein sequence variation. A critical challenge, however, remains in
disentangling the intertwined mutation effects on protein stability and function,
as evolutionary signals conflate stability-driven and function-driven pressures,
obscuring the mechanistic basis of mutation effects. In this work, we introduce
DETANGO, a deep learning framework that explicitly deconvolves the mutation
effects on protein functions by removing components attributable to stability
perturbations from pLM-predicted mutation effects. DETANGO estimates a
functional plausibility score for each single-point mutation that is the compo-
nent of the mutation effect not accounted for by changes in stability. Single-point
mutations with low functional plausibilities are predicted to be stable-but-
inactive (SBI) variants, whose compromised activities are caused by direct
perturbations on functional mechanisms rather than stability. Residues enriched
for such variants are inferred to be functionally critical, as indicated by the
strong pressures to maintain protein function. Through extensive benchmarking
experiments, we show that DETANGO accurately identifies SBI variants and
pinpoints functional sites across contexts, including ligand binding, catalysis,
and allostery. Moreover, extending DETANGO from individual proteins to
homologous protein families reveals shared and distinctive functional patterns
across protein families. Collectively, these results establish DETANGO as a
biologically grounded framework for disentangling evolutionary constraints and
advancing mechanistic understanding of protein function.
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Introduction. Proteins evolve under coupled constraints to maintain structural stability while enabling diverse molecular
functions such as catalysis, binding, and allosteric signaling. Mutation effects on stability and function can be concor-
dant, where destabilization reduces abundance and thereby disrupts activity, or be tradeoffs, where activity-enhancing or
specificity-shifting substitutions incur modest stability penalties, particularly in locally frustrated neighborhoods near active
or binding sites'. Disentangling the intertwined effects of amino acid substitution on stability and function is central to
understanding the protein sequence-structure-function relationship. Residues at which most substitutions affect function but
not stability, termed ‘stable but inactive’ (SBI) variants?, are often critical for mediating molecular interactions and other
functional processes. While recent advances in protein language models (pLMs) have enabled accurate prediction of mu-
tation effects through evolutionary information, most existing computational approaches collapse the distinct effects into a
single deleteriousness score, obscuring mechanisms by which mutations impair function.

Methods. Here, we introduce DETANGO, a disentangled pLM that explicitly deconvolves the selective pressures shaping
protein residues into function- and stability-driven constraints. We formalize mutation effect disentanglement by positing a
multiplicative factorization of the evolutionary probability of a protein sequence  into structural and functional components:

pe(w) = p,q(IE)pf(I)-, (1
where p.(x) denotes the evolutionary probability captured by pLMs as pseudo-likelihood, ps(x) the structural probability,
and py () the functional probability. For each single-mutation mutant sequence 2MT of the target wild-type sequence ™7,
we define its functional plausibility, the component of the mutation effect specifically attributable to protein function, as the

log functional probability difference between the wild-type protein sequence ™7 and the mutant sequence ™T:
MT MT MT
pr(@™) pe(a™) ps(™)
F@MT) £ log P £ log Pe(@™T) log Pe(@VT) e(@™T) — s(a™T), )
where evolutionary plausibility e(xMT) = log p.(2MT) — log p.(x™T) refers to the overall pLM-predicted mutation effect

and structural plausibility s(zMT) = log ps(zMT) — log ps (V") denotes the component attributable to changes in structural
stability. Single-point mutations with low functional plausibility scores tend to directly perturb functional mechanisms and
thus correspond to SBI variants. Residues enriched with such variants are likely to be functionally important residues. To
derive functional and structural plausibilities, DETANGO decomposes the pLM representation into stability and function
components, where the stability component is constrained to predict stability measurements (e.g., AAG or cellular abun-
dance), and the function component captures the residual signal beyond stability. Functional plausibility is inferred from this
function representation, while structural plausibility is modeled from stability measurements. The training objective enforces
that their combination reconstructs the original pLM likelihood, ensuring faithful decomposition of evolutionary signals.

Results. In evaluations, DETANGO accurately identifies SBI variants and outperforms post hoc heuristics that combine
conservation with stability predictions, highlighting its effectiveness to mechanistically disentangle mutation effects. Across
all proteins in Human Domainome 13, DETANGO assigned significantly higher function scores to functional sites compared
to unannotated sites. The resulting functional-site maps of DETANGO generalize across contexts, including ligand binding
(DNA, RNA, peptide, and small molecules), catalysis, and allostery. DETANGO substantially outperforms existing methods
that do not disentangle stability from function in functional site identification and, despite being trained without residue-level
functional annotations, achieves performance comparable to or even exceeding supervised baselines trained on annotated
functional sites. Extending from individual proteins to homologous families, DETANGO reveals both shared and distinctive
functional site patterns across families, highlighting differentially conserved residues that modulate functional specificity
within each family and offering mechanistic insights into functional adaptation of protein families during evolution.

Availability: This work has been accepted to RECOMB 2026 and is available as a preprint at https://doi.org/10.6

4898/2026.02.03.703560. Code is available at ht tps://github.com/luo—-group/DETANGO.
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Hydroxylation of carbon-hydrogen bonds is one of the quintessential chemical
transformations in biology and synthetic chemistry, underpinning metabolism,
feedstock valorization, and the precision synthesis of complex molecules. En-
zymes are uniquely powerful catalysts for this reaction: by precisely controlling
substrate binding orientation, proteins can achieve exceptional enantio- and site-
selectivity unmatched by small-molecule catalysts. Yet drug discovery continues
to demand hydroxylation catalysts with ever-expanding scope, rapidly outpac-
ing what protein mutagenesis and metagenomic mining can supply. Here, we
use de novo protein design to show that biocatalysts can instead be built from
scratch and optimized directly for the selective hydroxylation of any molecule of
interest. Using deep learning-based design tools, beginning with RFdiffusion3,
we constructed entirely new proteins organized around a heme cofactor, engi-
neered to bind a substrate precisely adjacent to the reactive center. Working
first with model systems, we established design principles for balancing the
delicate reactivity of this chemistry under conditions of high oxidative stress.
These principles enabled us to extend the approach to structurally complex
substrates presenting significant enantio- and site-selectivity challenges, which
we met successfully. Together, this work establishes a general strategy for the
on-demand creation of biocatalysts capable of complex natural and abiological
chemistries, offering a path beyond the limitations of natural enzyme discovery
and directed evolution.
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Hydroxylation of carbon-hydrogen bonds is one of the quintessential chemical transformations in biology and
synthetic chemistry, underpinning metabolism, feedstock valorization, and the precision synthesis of complex molecules.
Enzymes are uniquely powerful catalysts for this reaction: by precisely controlling substrate binding orientation, proteins
can achieve exceptional enantio- and site-selectivity unmatched by small-molecule catalysts. Yet drug discovery continues
to demand hydroxylation catalysts with ever-expanding scope, rapidly outpacing what protein mutagenesis and
metagenomic mining can supply.

Here, we use de novo protein design to show that biocatalysts can instead be built from scratch and optimized
directly for the selective hydroxylation of any molecule of interest. Using deep learning-based design tools, beginning with
RFdiffusion3, we constructed entirely new proteins organized around a heme cofactor, engineered to bind a substrate
precisely adjacent to the reactive center. Working first with model systems, we established design principles for balancing
the delicate reactivity of this chemistry under conditions of high oxidative stress. We verified the accuracy of the
computational design with mutagenesis and protein crystallography experiments. These principles enabled us to extend the
approach to structurally complex biologically relevant substrates presenting significant enantio- and site-selectivity
challenges, which we met successfully. Together, this work establishes a general strategy for the on-demand creation of
biocatalysts capable of complex natural and abiological chemistries, offering a path beyond the limitations of natural enzyme
discovery and directed evolution.

RFdiffusion3 Designed hydroxylase
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Protein language models (pLMs) achieve strong variant-effect prediction, but
whether they learn context-dependent epistasis remains unclear. We introduce
compensated pathogenic deviations (CPDs), human pathogenic variants that
occur as wild-type alleles in orthologous proteins, as natural counterfactuals
for testing whether pLM predictions change appropriately across sequence
backgrounds. We construct a catalog of 425 high-confidence CPDs across more
than 800 placental mammals.

Across models, contextual rescue depends strongly on information supplied at
inference time. ESM2 and MSA-Pairformer predict rescue for 27.3% and 45.6%
of CPDs, respectively, while adding structure to ESM3 significantly increases
rescue (paired Wilcoxon p=3.6x10-7). In MSA-Pairformer, removing CPD-car-
rying sequences from the input alignment leaves only 40.6% of full-MSA rescue
magnitude, and matched random sequence removal yields significantly greater
rescue than CPD-specific removal (p=2.08x10-15), demonstrating contributions
from both pretrained representations and inference-time evolutionary context.

Mechanistically, ESM2 preferentially attends from pathogenic sites to struc-
turally contacting compensatory residues, with matched enrichment increasing
to 10 percentile points in the final layer; 94.2% of variants show a positive effect.
Yet context sensitivity is not equivalent to learned epistasis: full-background
ESM rescue is largely explained by additive marginal effects of individual
substitutions (Pearson r=0.887), and zero-shot ESM3 epistasis is essentially un-
correlated with experimental GB1 double-mutant epistasis (Spearman p=0.005).

These results establish CPDs as a natural benchmark for contextual protein
prediction and reveal both where pLMs capture compensatory interactions and
where current models fall short of genuine epistatic reasoning.
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Natural compensatory variation reveals how protein language models represent
pathogenic epistasis and their ability to generate druggable targets via compensation

Protein language models (pLMs) achieve strong variant-effect prediction, but how they
represent the epistatic sequence context that determines variant effects remains unclear. We
introduce compensated pathogenic deviations (CPDs), human pathogenic variants that occur as
wild-type alleles in orthologous proteins, as natural counterfactuals for studying
context-dependent prediction and compensatory epistasis. We construct the largest catalog to
date, comprising 425 high-confidence ClinVar pathogenic variants observed across more than
800 placental mammals.

We compare zero-shot pathogenicity of the same amino-acid state in human and naturally
compensated orthologous contexts across single-sequence, structure-conditioned, and
MSA-aware pLMs. ESM2 and MSA-Pairformer predict rescue for 27.3% and 45.6% of CPDs,
respectively. Providing structure to ESM3 significantly increases contextual rescue, with 238 of
391 variants improving (paired Wilcoxon p=3.6x10-7). In MSA-Pairformer, removing
CPD-carrying sequences from the input alignment reduces rescue to 40.6% of its full-MSA
magnitude, while removing an equal number of random sequences preserves significantly more
rescue (p=2.08x10-15). Nevertheless, 83.8% of variants retain positive rescue following
CPD-sequence removal, demonstrating contributions from both pretrained representations and
evolutionary context supplied at inference time.

We next ask what forms of compensatory interactions pLMs preferentially capture. ESM2
rescue is strongly biased toward local structural interactions. After matching for sequence
distance and amino-acid identity, attention from pathogenic residues to direct-contact
compensatory sites is enriched by 10 percentile points in the final layer, with 94.2% of variants
showing a positive effect, whereas distant non-contact compensations show no robust
enrichment. Charge rebalancing emerges as a particularly interpretable mode of compensation.
ESM-derived counterfactual representations perform best on variants whose compensators
oppose the pathogenic charge change, comprising 45.4% of strong rescues among
high-performing variants versus 27.7% among low-performing variants. More broadly,
charge-rebalancing substitutions produce stronger predicted compensation than steric
rebalancing. A classifier using only 30 of 1,280 counterfactual residual features recovers ESM2
compensation rankings with mean per-variant AUROC 0.864, suggesting that
compensation-relevant information is highly compressible.

These successes coexist with important limitations. Full-background ESM rescue is largely
predictable from additive marginal effects of individual substitutions (Pearson r=0.887), while
zero-shot ESM3 epistasis is essentially uncorrelated with experimentally measured GB1
double-mutant epistasis (Spearman p=0.005). Thus, context sensitivity does not necessarily
imply generalizable prediction of higher-order epistasis. Together, our results establish CPDs as
a natural benchmark for contextual protein prediction, reveal structural and biochemical
interactions represented by pLMs, and identify limitations of current zero-shot epistasis
prediction. Beyond variant interpretation, learning these compensatory relationships provides a
route toward prioritizing suppressor mutations and molecular interactions that could inform
therapeutic strategies for rescuing pathogenic protein states.
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Understanding the combinatorial logic by which DNA and RNA sequences
regulate biological function is a central challenge in molecular biology. Deep
learning models for sequence-to-function prediction achieve strong predictive
performance. Their learned regulatory logic is typically interpreted via post-hoc
methods that discover motifs from attribution scores and examine interactions
between motifs by perturbing them or evaluating counterfactual motif combina-
tions embedded in background sequences. However, prior work has shown that
such analyses often provide inconsistent or unfaithful representations of model
behavior. Importantly, they offer an incomplete view of the model’s learned
mechanism. Here, we introduce GlintID, an interpretable-by-design architecture
that jointly discovers regulatory motifs and composes predictions from their
individual and distance-dependent combinatorial effects, providing a complete
quantitative view of the model’s learned regulatory logic.

We applied GlintID to three sequence-to-function tasks: proximal versus distal
polyadenylation site usage prediction, Drosophila enhancer activity prediction,
and exon inclusion prediction (splicing). In all cases, GlintID approaches the
performance of strong black-box architectures while outperforming an additive-
effects-only ablation, demonstrating that explicit interaction modeling captures
substantial predictive signals. Interpreting trained models reveals potentially
novel motifs and interactions while also recapitulating regulatory syntax previ-
ously identified through post-hoc analyses. Altogether, our results establish
interpretable-by-design modeling as a broadly applicable approach for systemat-
ically extracting experimentally testable regulatory hypotheses from sequence-
to-function models.
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GlintID: Interpretable Modeling of Combinatorial Regulatory Logic
Arush Ramteke*!, Simon Liu', Oded Regev!
! Courant Institute, New York University

Introduction. Regulatory function emerges not only from
individual DNA and RNA sequence elements, or motifs,
but also from the interactions between them. For example,
they may reflect spacing- and orientation- dependent
assembly of molecular complexes, or pioneering effects in
which one element modulates the accessibility of another.
Characterizing these interactions is essential for
understanding the mechanisms driving gene regulation.

Deep learning models for sequence-to-function
prediction have achieved strong performance across
diverse regulatory processes. Post-hoc interpretation
methods are then used to decipher their learned logic,
including both motifs and interactions between them. For
example, interactions can be inferred by perturbing motifs
or evaluating counterfactual motif combinations embedded
in a background sequence. However, prior work has shown
that such analyses often provide inconsistent, unfaithful, or
incomplete representations of model behavior [1,2]. As a
result, these methods may fail to discover critical logic and
even generate misleading results.

In contrast, interpretable-by-design models are
constructed from separable components whose logic can
be directly examined and visualized. As a result, such
models provide a complete view of their learned
mechanisms. Here, we introduce GlintID, a novel
interpretable-by-design architecture that jointly discovers
regulatory motifs and quantifies their individual and
distance-dependent combinatorial effects.

Methods. GlintID composes each prediction as an additive
combination of individual motif effects and pairwise
interactions between learned regulatory motifs. For each
sequence, convolutional filters identify F regulatory motifs
and produce activation maps A?, from which the locations
of the top-k activations, 7, are selected. The resulting
contribution score is:

,
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Here, 4,” denotes the activation strength of motif i at
position s. The functions f; quantify individual motif
effects, while f; quantify pairwise effects as a function of
motif co-occurrence and relative spacing. Each function is
parameterized by a neural network, enabling
expressiveness while preserving an explicit decomposition
of model predictions. Finally, a learnable tuner maps the
summed contribution score to the prediction, y = g(z),
capturing global nonlinearities such as saturation.

Results. We evaluated GlintID on three
sequence-to-function tasks spanning polyadenylation site
prediction, enhancer activity prediction, and exon

inclusion prediction (splicing) [3—5]. Across tasks, GlintID
approaches the predictive performance of the best
black-box  architectures while outperforming an
additive-effects-only ablation (R? = 0.911/0.534/0.846 for
GlintID, 0.951/0.592/0.871 for the best black-box model
and 0.836/0.488/0.812 for GlintID-Additive respectively),
demonstrating that explicit interaction modeling captures
significant predictive signals.

GlintID  recapitulates regulatory logic previously
extracted via post-hoc analyses of black-box models while
revealing additional motifs and interactions. On the
polyadenylation task, it learns a sparse set of 15
informative motifs spanning the core polyadenylation
machinery and reconstructs a position-dependent
regulatory network in which upstream and downstream
regulatory elements interact with the canonical cleavage
signal to coordinate polyadenylation (Fig. 1) [3]. Across
the enhancer and splicing tasks, GlintID similarly recovers
established regulatory mechanisms while identifying
additional interactions and regulatory hypotheses

supported by literature (not shown here).
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Figure 1. Subset of regulatory interaction network inferred
by GlintID on polyadenylation site prediction task. Various
motifs interact with the central sequence element (CSE).
Contributions of each edge (interaction) shown as a
function of the distance between the motif and the CSE.

Conclusion. GlintID learns a compact regulatory model
that directly generates experimentally testable hypotheses.
Its interpretable pairwise interactions capture much of the
predictive signal learned by state-of-the-art black-box
models. Incorporating higher-order interactions and profile
prediction may potentially extend both model performance
and discoverable regulatory logic.
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Large-scale deep learning models trained on extensive genomic datasets
across different modalities can accurately predict genomic signals from DNA
sequences, providing valuable insights into gene regulation and the functional
impact of genetic variants. However, it is infeasible to encompass all cell
types or experimental conditions when training such models. Consequently,
studying new biological contexts often requires training additional models,
which is computationally intensive. To address this gap, we developed Kidzoi
by adapting Borzoi, a pretrained multi-modal genomic foundation model, to
single-nucleus chromatin accessibility data from human kidney tissues across
10 distinct cell types. Our results demonstrate that Kidzoi effectively learns cell-
type-specific accessibility changes, achieving a Pearson correlation of 0.37-0.67
compared 0.22-0.47 for ChromKid (specialized model for kidney) when predict-
ing chromatin accessibility signals from DNA-sequences. Furthermore, Kidzoi
outperforms existing state-of-the-art general purpose and specialized models in
predicting regulatory variant effects. For instance, measured by AUROC, Kidzoi
achieves a 10% relative improvement over AlphaGenome, 18.5% over Enformer,
32.3% over Borzoi, 23% over Sei, and a 14.2% improvement over ChromKid in
predicting cell-type-specific regulatory variant effects in proximal tubule cells.
Kidzoi also successfully prioritized and localized GWAS fine-mapped variants
for a major kidney phenotype, estimated glomerular filtration rate (eGFR). We
found that 29.68% of such variants are predicted to have a significant impact
in at least one kidney cell-type. Additionally, these variants, on average, are
predicted to impact only 3 out of the 10 distinct cell types, suggesting that they
exert their functions through highly specific cellular contexts. Through system-
atic sequence context ablation, we find that an input window of approximately
32-64 kbp is sufficient for optimal regulatory variant effect prediction, capturing
the essential local regulatory context within just 6-12% of the full model input.
We further benchmarked single-task against multi-task learning, demonstrating
that the multi-task paradigm achieves comparable predictive performance at
a substantially reduced computational cost. Together, our findings show that
transfer learning from foundation genomic models yields accurate, cell-type-
resolved predictors of regulatory variant effects, with Kidzoi surpassing general
and specialized baselines and mapping eGFR GWAS variants to a small set of
kidney cell types.
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Kidzoi Enables Cell-Type-Specific Regulatory Variant Effect Prediction in
the Kidney

Arif A. Rather,"**" Dongwon Lee,'**

'Department of Pediatrics, Division of Nephrology, Boston Children’s Hospital, Boston, MA, USA; *Harvard Medical
School, Boston, MA, USA; *Broad Institute, Cambridge, MA, USA

Large-scale deep learning models trained on extensive genomic datasets across different modalities can accurately
predict genomic signals from DNA sequences, providing valuable insights into gene regulation and the functional
impact of genetic variants. However, it is infeasible to encompass all cell types or experimental conditions when
training such models. Consequently, studying new biological contexts often requires training additional models, which
is computationally intensive. To address this gap, we developed Kidzoi by adapting Borzoi, a pretrained multi-modal
genomic foundation model, to single-nucleus chromatin accessibility data from human kidney tissues across 10 distinct
cell types.

Our results demonstrate that Kidzoi effectively learns cell-type-specific accessibility changes, achieving a Pearson
correlation of 0.37-0.67 compared 0.22-0.47 for ChromKid (specialized model for kidney) when predicting chromatin
accessibility signals from DNA-sequences. Furthermore, Kidzoi outperforms existing state-of-the-art general purpose
and specialized models in predicting regulatory variant effects. For instance, measured by AUROC, Kidzoi achieves a
10% relative improvement over AlphaGenome, 18.5% over Enformer, 32.3% over Borzoi, 23% over Sei, and a 14.2%
improvement over ChromKid in predicting cell-type-specific regulatory variant effects in proximal tubule cells.

Kidzoi also successfully prioritized and localized GWAS fine-mapped variants for a major kidney phenotype,
estimated glomerular filtration rate (¢GFR). We found that 29.68% of such variants are predicted to have a significant
impact in at least one kidney cell-type. Additionally, these variants, on average, are predicted to impact only 3 out of
the 10 distinct cell types, suggesting that they exert their functions through highly specific cellular contexts. Through
systematic sequence context ablation, we find that an input window of approximately 32-64 kbp is sufficient for
optimal regulatory variant effect prediction, capturing the essential local regulatory context within just 6-12% of the
full model input. We further benchmarked single-task against multi-task learning, demonstrating that the multi-task
paradigm achieves comparable predictive performance at a substantially reduced computational cost. Together, our
findings show that transfer learning from foundation genomic models yields accurate, cell-type-resolved predictors of
regulatory variant effects, with Kidzoi surpassing general and specialized baselines and mapping eGFR GWAS variants
to a small set of kidney cell types.
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Accurate prediction of genomic function across diverse modalities and cell
types has become central to modern regulatory genomics, but state-of-the-art
models often achieve their performance by growing in size and complexity in
a manner that limits their practical ability to tackle genome- and organism-
scale analyses. We introduce Cherimoya, a compact neural network that uses an
order of magnitude fewer parameters than existing state-of-the-art models while
achieving higher accuracy on both observational and variant effect predictions
and running up to 10x faster. Cherimoya supports prediction across a variety of
genomic modalities with state-of-the-art performance, enabling scalable in silico
experimentation. By drastically reducing compute and memory requirements,
Cherimoya makes large-scale genomic design practical, including tasks such as
designing cell type-specific enhancers across dozens to hundreds of related cell
types. Finally, Cherimoya is fully integrated into modern agentic systems, having
used such systems to optimize model architecture and hyperparameters, and
providing documentation and skills for such systems to easily use Cherimoya in
their analyses.
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Cherimoya: Lightweight modeling of genomic modalities enables
organism-wide analyses

Deep learning models that map genomic
sequence to biochemical readouts have
become foundational tools for studying
regulatory genomics. These models have
enabled the de novo discovery of regulatory
motifs, characterization of higher-order rules
governing cis-regulatory syntax, and
prioritization of causal non-coding variants
underlying complex traits and rare diseases. An
aspirational goal of the field is to move beyond
prediction on, and interpretation of, endogenous
sequences toward design by engineering
synthetic regulatory elements with prescribed
cell type-specific activity. Achieving this goal
requires models that are both accurate and fast
enough to be evaluated potentially millions of
times during the iterative design process.

We introduce Cherimoya, a compact, efficient
neural network architecture that builds on the
sequence-to-profile framework of ChromBPNet
but introduces changes that dramatically reduce
parameter count while also improving predictive
performance. The core innovation is the Cheri
block, an adaptation of the ConvNeXt block for
noisy genomic signals. Each Cheri Block is a
dilated depthwise convolution, layer norm,
projection to a higher-dimensional feature
space, GelLU activation, and a projection back,
with a residual connection modulated by a fixed
layer scaling. To achieve higher throughput, the
dilated depthwise convolution and subsequent
layer normalization are fused into a custom
GPU kernel, providing a ~4x speedup over a
naive PyTorch implementation. Cherimoya also
includes a fused megakernel of the entire Cheri
Block for inference-only tasks that increases
speed by another 2x at fp16 and 3x at fp32.

Cherimoya establishes a new performance
frontier for genomic sequence-to-function (S2F)
modeling. With only 32 filters in each layer —
~1.25% of ChromBPNet's total parameter count

— Cherimoya achieves comparable predictive
performance on  chromatin  accessibility
benchmarks. Increasing to 96 filters (<5% of
ChromBPNet’s parameters) yields a substantial
improvement in accuracy over ChromBPNet. In
terms of wall-clock inference time, the 96-filter
model runs 7.4x faster than ChromBPNet
(10.2x faster at half precision), and the 32-filter
variant is 14.2x (18.9x) faster.

We evaluate Cherimoya on a comprehensive
benchmark of 1,125 chromatin accessibility
models. Using matched training protocols,
Cherimoya outperforms ChromBPNet on profile
and count prediction metrics, with an average
Pearson correlation of 0.741 (0.715) and 0.811
(0.797) on ATAC- and DNase-seq log count
prediction respectively (versus ChromBPNet),
and similar improvements on profile Pearson
(0.661 vs 0.647 on ATAC-seq, 0.375 vs 0.349
on DNase-seq). For variant effect prediction, we
benchmark against chromatin accessibility
quantitative trait loci identified in lymphoblastoid
cell lines of diverse ancestry. Across six African
populations, Cherimoya achieves an average
signed Pearson r of 0.693 compared to 0.686
for ChromBPNet, demonstrating that the
efficiency gains do not come at the cost of
biological fidelity.

Cherimoya demonstrates that large parameter
budgets are not necessary to achieve
state-of-the-art S2F prediction. By reducing
inference cost by over an order of magnitude,
Cherimoya enables agentic systems to train
and use these models easily when investigating
hypotheses, performing variant effect, or
designing DNA - even in complicated or
whole-organism settings. We have provided
agentic skills files with progressive disclosure
and comprehensive documentation to guide
these systems to detailed instructions on their
usage, and anticipate this will be a core feature.
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For humans and a handful of model organisms, a sufficient quantity of experi-
mental data (about pairs of proteins that physically bind in the cell) is available
to allow powerful computational network-science inference methods to be
exploited to predict protein function, protein pathways, or genes and pathways
most likely to be involved in disease. However, moving outside that small set
of organisms, there are typically minimal or no to no experimental interaction
data available. We tap into the power of generative Al and network science to
generate a set of putative functional modules for an initial 100 species of model
and non-model organisms across the eukaryotic tree of life. These modules are
created by our PHILHARMONIC pipeline (RECOMB 2025); the foundation of
which is a lightweight sequence-based protein language model-driven parallel
pipeline for fast genome-wide inference of predicted protein-protein interac-
tions (PPIs). Although our AI inference methods sacrifice wet-lab levels of
experimental accuracy for speed to enable genome-scale prediction, they create
only clusters of proteins that are well supported by multiple predictions, in a way
that leads to demonstrably functionally-meaningful clusters, even for organisms
that are very evolutionarily distant from humans and well-studied model organ-
isms. The functional modules of our philharmonicDB, with 100 species so far
and growing, supported by the NSF Al institute for Foundations of Machine
Learning (IFML) resources, is intended to be a FAIR publicly-available resource
to illuminate under-studied eukaryotic genomes and democratize comparative
network biology research.
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PhilharmonicDB: Inferring Functional Modules Across the Tree of
Life
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We previously developed PHILHARMONIC [Sledzieski et al.(2025)], an Al-based method for predict-
ing functional networks in non-model organisms. PHILHARMONIC was originally validated using gold-
standard data from the fruit fly D. melanogaster, and was shown to give new insights that correlated with
an independent set of gene expression experiments concerning genes involved in temperature sensitivity in
the coral species P. Damicornis and the coral algae symbiont C. goreaui. However, the true potential of
PHILHARMONIC lies in running the pipeline over many organisms, aiming for diverse coverage of the
eukaryotic tree of life. The resulting resource, PhilharmonicDB, currently clusters 114 proteomes and is
growing. We selected a broad range of eukaryotic genomes with annotations available from the National
Center for Biotechnology Information (NCBI) Assembly and Protein databases. We specifically aimed
to select species that are model organisms, important to human health or agriculture, or represent diverse
branches of the euakryotic tree, with addition consideration of genome quality statistics used to prioritize
species within clades. Out database resource currently includes representatives of all major eukaryotic
clades and metazoan phyla with sequencing coverage. We also include agricultural and food species (e.g.,
rice, cows, honeybees, shrimp, and mushrooms). Further, we prioritized several major eukaryotic pathogens
of humans: Plamsodia/malaria, Toxoplasma,-Cyclospora,Entameeba-Naeglaria, Trypanosoma Lesishma-
nia, Giardia, and Trichomonas, We have dlso included some animal parasites, such as the pork roundworm,
pork tapeworm, leech, blood fluke, and old work hookworm as well as animal carriers of pathogens, such
as the malaria mosquito and black-legged tick.

In order to substantially scale up PHILHARMONIC across the tree of life, we apply a new parallel D-
SCRIPT implementation that is designed for efficiently evoking D-SCRIPT over all pairs of an organism’s
complete proteome [Schiffer et al.(2025)] and also need to take advantage of large GPU resources that
we were able to leverage thanks to the UT-Austin Center for Generative Al and the NSF Al Institute for
Foundations of Machine Learning (IFML). We perform some preliminary analysis where our ultimate goal
is to show how the Al-assisted networks we are generating in the PhilharmonicDB database can currently
be used to infer “rules of life” style insights into the structure and organization of Eukaryotic PPI networks
across species.
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TTufts University, Medford, MA
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Vaccination is one of the most effective public health interventions. However,
vaccine efficacy varies widely among individuals, as immunity arises from
complex interplay between genetic, pathogen, and immunological factors. To
date, most systems vaccinology studies have remained pathogen-specific, pre-
cluding the discovery of potential shared immune architectures underlying
durable antibody responses. To address this gap, we leveraged transcriptomic
data from 1,032 participants receiving influenza, hepatitis B, or yellow fever vac-
cines to develop an interpretable machine learning framework for comparative
analysis across diverse vaccine platforms. Pathogen-specific models using Blood
Transcriptional Module-based feature aggregation accurately predicted high
antibody responders and consistently outperformed gene-level models. Distinct
predictive immune architectures identified across vaccines were further resolved
for dominant hierarchical immune programs using surrogate decision trees. This
approach identified the dominant decision boundaries underlying each vaccine
model, highlighting leukocyte migration and Th2 differentiation in Hepatitis B,
CD4+ T cells, M2 macrophages, and c-MYC signaling in Influenza, and B-cell
receptor signaling with B-cell developmental pathways in Yellow Fever. Cross-
pathogen concordance analyses further identified four shared transcriptional
modules, suggesting partially conserved immune architectures across diverse
vaccines. Interestingly, one concordant module converged on mitochondrial
immunometabolic pathways and was consistently elevated in high responders,
which suggests a shared role for cellular energy metabolism in supporting
durable antibody responses. Together, these findings provide new insights into
the immune mechanisms underlying durable vaccine responses and establish an
interpretable machine learning framework that enables the discovery of shared
and vaccine-specific immune architectures and may inform the rational design
of next-generation vaccines.
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identification of molecular signatures
associated with vaccine immunogenicity; however, most studies examine vaccines independently. This pathogen-specific
focus limits our ability to discover potential shared immune architectures underlying durable antibody responses.
Methods: To address this gap, we leveraged harmonized transcriptomic and antibody-response data from 1,032 participants
receiving influenza, hepatitis B, or yellow fever vaccines across studies within the Immune Signatures Data Resource.
Analyses were conducted separately within each pathogen to prevent cross-pathogen information leakage and account for
differences in vaccine platform, pathogen biology, and study design. Baseline and early post-vaccination gene-expression
measurements were adjusted for age before post-vaccination fold changes were calculated. Gene-level fold changes were
then aggregated into biologically interpretable Blood Transcriptional Modules (BTMs) using gene set variation analysis.
Participants were classified as high or low antibody responders based on their antibody response titers.

We evaluated multiple supervised machine-learning approaches, including support vector machines, elastic-net regression,
random forest, and boosting-based models. Models were trained using an 80/20 training—test split with repeated 10-fold
cross-validation. Gene-level and BTM-level models were compared to determine whether pathway-based feature
aggregation improved predictive performance, and predictive BTMs were identified using bootstrapped permutation feature
importance. Surrogate decision trees were subsequently fitted to the final models to identify dominant hierarchical decision
boundaries and provide an interpretable representation of how high and low responders were distinguished. Finally, cross-
pathogen concordance analysis was performed to identify transcriptional modules shared across vaccines.

Results: BTM-based models consistently outperformed gene-level models, demonstrating that pathway-level aggregation
improved both predictive performance and biological interpretability. Final models predicted high durable antibody
responders with area under the receiver operating characteristic curve values of 0.82 for yellow fever, 0.75 for hepatitis B,
and 0.69 for influenza. Distinct predictive immune architectures identified across vaccines were further resolved for
dominant hierarchical immune programs using surrogate decision trees. This approach identified the dominant decision
boundaries underlying each vaccine model, highlighting leukocyte migration and Th2 differentiation in Hepatitis B, CD4+
T cells, M2 macrophages, and c-MYC signaling in Influenza, and B-cell receptor signaling with B-cell developmental
pathways in Yellow Fever. Surrogate decision trees showed that immune programs formed distinct hierarchical pathways
predictive of antibody responses within each vaccine, providing an interpretable view of the dominant decision boundaries
underlying otherwise complex ensemble predictions. Cross-pathogen concordance analyses further identified four shared
transcriptional modules, suggesting partially conserved immune architectures across diverse vaccines. Interestingly, one
concordant module converged on mitochondrial immunometabolic pathways and was consistently elevated in high
responders, which suggests a shared role for cellular energy metabolism in supporting durable antibody responses.

Discussion: Together, these findings indicate that durable vaccine responses arise from partially conserved immunological
processes that are expressed through vaccine-specific transcriptional architectures. Pathway-level feature aggregation
improved prediction relative to gene-level modeling, while surrogate decision trees revealed how combinations of immune
programs defined distinct routes to durable immunity. This comparative and interpretable systems-vaccinology framework
provide a foundation for identifying reproducible immune mechanisms across vaccines and may help guide biomarker
development, vaccine optimization, and the rational design of next-generation vaccines.
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Genetically validated targets are twice as likely to succeed in clinical trials, yet
systematically decoding target mechanism of action in each genetic locus to
translate GWAS associations into actionable insights requires multi-omic inte-
gration—a complex, time-intensive process. Our Al-ready data ecosystem inte-
grating human genetics, proteomics, and transcriptomics across 500 indications
enables scalable, mechanism-driven target discovery through multi-specialist
agentic Al frameworks. Here, we demonstrate a genetics specialist LLM agent,
which synthesizes genetic evidences into interpretable biological rationale. We
built the genetics specialist using Claude 4.5 Sonnet via LangChain, operating as
a defined scientific persona. The specialist integrates Mendelian randomization,
molecular QTL actionability, tissue specificity, and variant pathogenicity to
identify the most likely effector gene for a disease. Hallucinations were mitigated
via: temperature = 0.1, max tokens = 2048, and prompt constraints requiring cited
evidence and variant annotations. Across 800 gene-indication pairs spanning
100 immune indications, the genetics specialist enriched for approved targets
~20% more effectively than Open Targets genetic association, with consistent
results across five independent runs. The agent provided mechanistic rationale
complementing algorithmic gene ranking, with confidence scores reflecting
evidence strength. For approved IL12B in Crohn’s disease (confidence: 0.65), it
identified the shared p40 subunit of IL-12/IL-23 with colocalization in immune
tissues. Notably, the agent’s top call was ITGA4 (confidence: 0.85), prioritized
via 17 colocalization events predominantly in Th17 cells in two cohorts (largest:
20,873 cases). From eQTL directionality (risk allele elevates ITGA4 expression),
the agent inferred an antagonist strategy—concordant with approved anti-o4
therapies. Biological rationales were reviewed by expert geneticists, confirming
robust reasoning by the genetics specialist. The genetics specialist achieved
robust enrichment for immune indications while providing interpretable mech-
anistic rationale, demonstrating that LLMs can accelerate expert-level evidence
synthesis while maintaining rigor. This genetics-first approach establishes a val-
idated foundation for a multi-specialist framework, extending to transcriptomics
and proteomics specialists enabling systematic multi-omic target discovery—
delivering auditable biological arguments at scale.
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Genetically validated targets are twice as likely to succeed in clinical trials, yet systematically
decoding target mechanism of action in each genetic locus to translate GWAS associations into
actionable insights requires multi-omic integration—a complex, time-intensive process. Our Al-
ready data ecosystem integrating human genetics, proteomics, and transcriptomics across 500
indications enables scalable, mechanism-driven target discovery through multi-specialist agentic
Al frameworks. Here, we demonstrate a genetics specialist LLM agent, which synthesizes genetic
evidences into interpretable biological rationale.

We built the genetics specialist using Claude 4.5 Sonnet via LangChain, operating as a defined
scientific persona. The specialist integrates Mendelian randomization, molecular QTL
actionability, tissue specificity, and variant pathogenicity to identify the most likely effector gene
for a disease. Hallucinations were mitigated via: temperature = 0.1, max tokens = 2048, and prompt
constraints requiring cited evidence and variant annotations.

Across 800 gene-indication pairs spanning 100 immune indications, the genetics specialist
enriched for approved targets ~20% more effectively than Open Targets genetic association, with
consistent results across five independent runs. The agent provided mechanistic rationale
complementing algorithmic gene ranking, with confidence scores reflecting evidence strength. For
approved IL12B in Crohn's disease (confidence: 0.65), it identified the shared p40 subunit of IL-
12/IL-23 with colocalization in immune tissues. Notably, the agent's top call was ITGA4
(confidence: 0.85), prioritized via 17 colocalization events predominantly in Th17 cells in two
cohorts (largest: 20,873 cases). From eQTL directionality (risk allele elevates ITGA4 expression),
the agent inferred an antagonist strategy—concordant with approved anti-a4 therapies. Biological
rationales were reviewed by expert geneticists, confirming robust reasoning by the genetics
specialist.

The genetics specialist achieved robust enrichment for immune indications while providing
interpretable mechanistic rationale, demonstrating that LLMs can accelerate expert-level evidence
synthesis while maintaining rigor. This genetics-first approach establishes a validated foundation
for a multi-specialist framework, extending to transcriptomics and proteomics specialists enabling
systematic multi-omic target discovery—delivering auditable biological arguments at scale.
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Despite the success of immune checkpoint blockade therapies, many patients
relapse due to insufficient repertoires of tumor-reactive T cells, highlighting the
need for immunogenic targets. Cancer vaccines offer a promising personalized
approach for treatment by targeting neoantigens, tumor-specific peptides pre-
sented by patient-specific human leukocyte antigen (HLA) complexes. Existing
peptide-HLA (pHLA) prediction algorithms have enabled cancer vaccine devel-
opment, but recent studies show that most peptides failed to elicit effective
T-cell responses, underscoring the need for more accurate binding and immuno-
genicity predictors. Current approaches remain constrained by predictive power,
incomplete peptide representation, and noisy labels of negatives. To address
these challenges, we developed HLAGaia, a deep learning pHLA binding pre-
dictor trained on over 16 million peptides with a 50:1 nonbinder:binder ratio.
HLAGaia outperformed five state-of-the-art classifiers, including BigMHC and
NetMHCPan, on held-out test data with median cumulative PPV (mPPV) of 0.88.
We then used an active learning framework to iteratively prioritize pHLA pairs
with the highest predictive uncertainty for experimental testing using a high-
throughput E. coli-based binding assay developed in our lab, HLAPlex. This
enabled efficient exploration and ground-truth labeling of a combinatorially
large interaction space. Retraining with relabeled peptides improved detection
of allele-specific binding motifs and increased mPPV by 12.4% on a held-out
test dataset. Through integrating model training with large-scale experimental
validation, we provide a more effective tool for neoantigen selection and a frame-
work for how Al-driven approaches can improve precision medicine through
continuous, data-guided algorithm development.
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Antigen-targeted therapies, such as cancer vaccines, offer a promising strategy to direct
tumor-specific T cells against neoantigens, tumor-specific proteins derived from somatic
mutations. Neoantigens are processed, cleaved into peptides, and presented on the surface of
malignant cells and antigen-presenting cells as part of peptide-HLA class | (pHLA) complexes. T
cell receptors can recognize these complexes and cause T cell expansion, leading to an anti-
tumor host response. Given the vast space of possible neoantigen-HLA pairs, only a small
fraction of which is actually presented on cells, there is a pressing need to (1) accurately identify
antigenic targets for existing and new immunotherapies and (2) develop highly specific antigen-
targeting therapies. Over the past decade, the Hacohen lab and others developed neoantigen-
targeting personalized cancer vaccines (NeoVax clinical trials). Each patient received a
computationally designed vaccine of 20 tumor peptide antigens selected based on predicted
presentation by patient-specific HLA-I alleles. Yet only about 16% of designed peptides induced
a CD8+ T cell response, underscoring the need for more robust models of both peptide
presentation and downstream T cell response.

To address this, we built HLAGaia, a deep learning pHLA binding model that learns
binding motif-specific embeddings and outperforms existing state-of-the-art classifiers. We then
evaluated two complementary uncertainty-quantification strategies to guide active learning and
improve HLAGaia iteratively: (1) intermodel uncertainty across existing classifiers, and (2)
intramodel uncertainty, identifying pHLA pairs with the highest entropy in HLAGaia prediction.
All pHLA pairs were then experimentally validated using HLAPIlex, a novel high-throughput E.
coli-based pHLA production system developed in the Hacohen lab. A single library can screen
~10,000 peptides and achieves 85-90% identification of positive controls. To ensure
robustness, all library peptides were additionally screened for reliable E. coli production and
mass spectrometry detectability; peptides failing either criterion were excluded from analysis.

HLA-A*11:01 is a high-value allele for this effort, carried by 50-60% of some indigenous
populations. Of the experimental peptides tested for binding to HLA-A*11:01 across multiple
acquisition strategies and experimental rounds, 8,256 were identified as novel binders, including
peptides of motifs never previously reported for this allele. Retraining HLAGaia with a subset of
all the newly labeled data improved mPPV on held-out test data by 12.4%. The retrained model
also offered interpretability; counterfactual mutagenesis provided mechanistic evidence: across
HLA-A*11:01 binders, mutating P2 or the peptide C-terminus produced the largest drops in
predicted binding probability. A C-terminus mutation caused a mean 79.2% loss and strongly
favored K/R, consistent with previous pHLA complex stability data as well.

This work also addresses a fundamental limitation of pHLA modeling: negative labels are
typically assigned to peptides that have not been observed as binders, rather than those that
have been experimentally confirmed to be nonbinders. However, exhaustively testing all pHLA
pairs is prohibitively expensive and time-consuming. This work establishes a scalable,
uncertainty-guided framework for computationally identifying the highest-value pHLA pairs to
validate, then pairs that with HLAPlex's high-throughput system to generate ground-truth labels.

Significance. This approach offers a generalizable template for efficiently closing the
loop between computational prediction and experimental validation in vaccine design. By
targeting model uncertainty rather than randomly or exhaustively sampling peptide space, active
learning yields disproportionately informative training data per experiment performed, thus
improving mPPV, while reducing experimental cost and time. The advantages extend beyond
performance: we identified previously unknown HLA-A*11:01-binding motifs and highlighted
biochemical reasoning with model interpretability. Together, these results demonstrate that
iterative learning frameworks can simultaneously improve predictive accuracy and deepen
biological understanding of pHLA presentation, advancing the broader goal of designing more
effective, precisely targeted cancer vaccines.
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Longitudinal electronic health records contain signals of future disease, but
irregular intervals between visits and incomplete follow-up complicate repre-
sentation learning and risk estimation. We developed GenEHR, a decoder-only
foundation model that jointly generates clinical events and inter-visit times.
Each history combines demographic, diagnosis, medication, laboratory, and
procedure tokens. Mixed-radix time encoding represents each gap with five
compositional digits, retaining daily resolution for intervals up to 4,199 days
with only 27 time-head logits. Cohort-specific models were trained at Provi-
dence, Mass General Brigham, US Veterans Affairs, UK Biobank, and All of Us.

Across five cohorts, next-visit retrieval AUROC was 0.90-0.99 and event-preva-
lence log-Pearson correlation was 0.93-0.99. In MGB, Providence, Veterans
Affairs, and All of Us, ICD-chapter AUROC was 0.98-0.99, event co-occurrence
correlation 0.92-0.97, and inter-visit-gap Spearman correlation 0.89-0.98.

We adapted the pretrained representation for pan-cancer risk using multiple
prediction cutoffs per patient, a piecewise-exponential likelihood over observed
follow-up, and gated low-rank adapters that share representation directions
across cancers while retaining cancer-specific weights. In MGB, across 17 can-
cers and 6-60-month horizons, macro-AUROC increased from 0.677-0.736 with
direct pretrained-logit scoring to 0.797-0.839 with a frozen-backbone risk head
and 0.798-0.840 with gated adaptation. At the 60-month analytic operating point,
gated adaptation achieved 7.83% trajectory-level PPV, corresponding to 12.8 alert
rows per future cancer.

Contextual association graphs and attribution analyses recovered organ-specific
and prediagnostic patterns, including pancreatic disease with dysglycemia, gy-
necologic conditions with ovarian cancer, cytopenias before myeloid leukemia,
and seizures before brain cancer. These associations support model audit and
hypothesis generation, but require prospective validation.
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Background and model. Longitudinal electronic health records (EHRs) capture changes in patient health before
diagnosis, but visits occur at irregular intervals and the time between eventsis clinically informative. We developed
GenEHR, a decoder-only foundation model that generates both clinical events and inter-visit time. Each trajectory
contains demographic and lifestyle tokens followed by diagnoses, medications, laboratory results, and procedures grouped
into visits. Mixed-radix time encoding (MRTE) represents elapsed days as compositional digits at day, week, and longer
timescales. This preserves day-level resolution without assigning a separate token to every possible interval.
Cohort-specific models were trained within secure environments at Providence, Mass General Brigham (MGB), U.S.
Veterans Affairs, UK Biobank, and All of Us.
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Figure 1. GenEHR represents patient history as clinical-event tokens and MRTE-encoded gaps, learns the evolving patient health state through next-event and time-gap
prediction, and adapts this representation to horizon-specific pan-cancer risk.

Foundation-model evaluation. We evaluated generative performance independently in MGB, Providence, U.S. Veterans
Affairs, All of Us, and UK Biobank. Across the five cohorts, next-visit retrieval AUROC ranged from 0.90 to 0.99 and
generated event prevalence showed |og-Pearson correlation of 0.93-0.99. In MGB, Providence, VA, and All of Us,
1CD-chapter AUROC was 0.98-0.99, event co-occurrence log-Pearson 0.92-0.97, and inter-visit gap Spearman 0.89-0.98.
Expected calibration error ranged from 0.07 to 0.14 across cohorts. These results show that the mode! captures clinical
events, their relationships, and the intervals between visits.

Pan-cancer risk prediction. Next-event pretraining learns cancer-associated signals but is not directly optimized for the
timing of afirst cancer diagnosis or the duration of observed follow-up. In MGB, we removed events on and after
diagnosis, applied a three-month exclusion window, and sampled up to four prediction cutoffs across the preceding five
years. We fitted a piecewise-exponential likelihood from each cutoff until diagnosis or the end of recorded follow-up. The
risk head combines the pretrained cancer-token signal with a patient state conditioned on each prediction horizon. Across
17 cancers and 6-60-month horizons, macro-AUROC ranged from 0.677 to 0.736 for direct pretrained-logit scoring, 0.797
t0 0.839 for head-only training, and 0.798 to 0.840 for gated low-rank adaptation. Most of the improvement came from the
follow-up-aware risk objective, while gated adaptation gave a small additional gain. At 60 months, gated adaptation
increased trajectory-level PPV from 4.69% to 7.83% and reduced the al ert-row-to-future-cancer ratio from 21.3 to 12.8.

Interpretation and conclusion. Contextual pointwise mutual information produced a cancer graph organized by organ
system and linked diagnoses with related tests, medications, and procedures. Integrated gradients recovered pancreatic
disease with dysglycemia, ovarian and pelvic disorders with endometriosis, cytopenia and marrow disorders before
myeloid leukemia, and seizures and neurologica events before brain cancer. Occlusion and visit-transition analyses
further identified care-intensity signals that influence the fitted score. These findings show that GenEHR learns clinically
meaningful patterns and can nominate temporal hypotheses for further study. They remain associations shaped by disease,
documentation, and clinical practice. Prospective evaluation is required before clinical use.

References. [1] Kraljevic et al., Lancet Digit Health 2024. [2] Shmatko et al., Nature 2025. [3] Steinberg et ., ICLR 2024. [4] Hu et al., ICLR 2022.
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Background: Chronological age is a major risk factor for cancer. Efforts to under-
stand the cancer-aging relationship have largely characterized age-associated
changes within tumors, leaving unclear whether tumors preserve, reshape, or
depart from the aging programs of their tissue of origin. Aging clocks offer a way
to quantify such departures and are increasingly applied in disease, including
cancer, but their outputs remain biologically ambiguous.

Methods: We mapped age-associated molecular changes across 33 cancer types
and six molecular layers in The Cancer Genome Atlas. We then trained tran-
scriptomic aging clocks in matched normal tissues from the Genotype-Tissue
Expression (GTEx) and applied them to six cancers, quantifying each tumor’s
deviation from the molecular aging state expected for normal tissue of the same
age. We introduced ClockSHAP, an interpretability method for aging clocks that
decomposes each deviation into pathway-level contributions.

Results: Age-associated tumor changes were heterogeneous but structured by
tissue of origin. Five of six cancers showed strongly youth-like overall devia-
tions, but these reflected composite states in which youth-like proliferative
programs frequently coexisted with older-like damage-response and signaling
programs. In breast cancer, a clock trained only on normal breast tissue, applied
without retraining, produced reproducible deviations and pathway structure
across two independent cohorts (~9,700 tumors), aligned with molecular subtype
and TP53 mutation status, and associated with survival.

Conclusions: These findings suggest tumors reshape rather than uniformly
advance or reverse tissue-of-origin aging programs. Tissue-referenced aging
clocks and ClockSHAP provide a framework for applying and interpreting aging
clocks in disease.

October 1-2, 2026 - Cambridge, MA 36 of 218



Tissue-of-origin aging clocks reveal composite aging states across cancers

Payton Bock*!, Jackson Smith', Pranav Narnur', Nageen Zahra', Nuzulul Kurniansyah?, Stefano Monti'

'Boston University, Department of Medicine, Section of Computational Biomedicine, 2Boston University, Department of
Medicine, Section of Biomedical Genetics

Background: Chronological age is a major risk factor for cancer. Efforts to understand the cancer-aging relationship have
largely characterized age-associated changes within tumors, leaving unclear whether tumors preserve, reshape, or depart
from the aging programs of their tissue of origin. Aging clocks offer a way to quantify such departures and are
increasingly applied in disease, including cancer, but their outputs remain biologically ambiguous.

Methods: We mapped age-associated molecular changes across 33 cancer types and six molecular layers in The Cancer
Genome Atlas. We then trained transcriptomic aging clocks in matched normal tissues from the Genotype-Tissue
Expression (GTEx) and applied them to six cancers, quantifying each tumor’s deviation from the molecular aging state
expected for normal tissue of the same age. We introduced ClockSHAP, an interpretability method for aging clocks that
decomposes each deviation into pathway-level contributions.

Results: Age-associated tumor changes were heterogeneous but structured by tissue of origin. Five of six cancers showed
strongly youth-like overall deviations, but these reflected composite states in which youth-like proliferative programs
frequently coexisted with older-like damage-response and signaling programs. In breast cancer, a clock trained only on
normal breast tissue, applied without retraining, produced reproducible deviations and pathway structure across two
independent cohorts (~9,700 tumors), aligned with molecular subtype and TP53 mutation status, and associated with
survival.

Conclusions: These findings suggest tumors reshape rather than uniformly advance or reverse tissue-of-origin aging
programs. Tissue-referenced aging clocks and ClockSHAP provide a framework for applying and interpreting aging
clocks in disease.
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Figure 1. ClockSHAP reveals composite tumor aging states across cancers.
Across six cancers, overall age-matched deviations decompose into coexisting youth-like (blue) and older-like (red)
pathway contributions.
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High-throughput assays measure variant effects on gene function and are inte-
gral to precision medicine. We previously introduced ExCALIBR, an approach to
calibrate single functional assays into variant-specific pathogenicity probabili-
ties compatible with ACMG/AMP evidence guidelines. In practice, however, a
gene is often characterized by several complementary assays capturing different
aspects of function. Calibrating and combining these separately is problematic,
as each yields its own evidence and prior, assays are correlated rather than
independent, and evidence cannot simply be added or multiplied without
violating probability assumptions. Combining these evidence sources requires
ad hoc rules (e.g., trusting the strongest signal) that break down when assays
disagree. Here we extend ExCALIBR to ExCALIBR-MYV, a framework that models
multiple assays jointly as a single multidimensional distribution with one shared
prior to compute variant-specific probabilities of pathogenicity. We applied
ExCALIBR-MV to 40 clinically relevant genes, where concordance with clinical
controls (MCC, Matthews correlation coefficient: 0.78 to 0.93) was improved
over independent calibration and combination (Figure 1A). This framework nat-
urally extends to computational predictors: jointly calibrating three predictors
(REVEL, AlphaMissense, MutPred2) across eight genes improved classification
over combining individually calibrated scores (MCC: 0.85 to 0.93; Figure 1B).
Because functional and computational evidence are often correlated, we jointly
calibrated both evidence types across these same genes, resulting in improved
evidence assignment (MCC: 0.88 to 0.95; Figure 1C). These findings support joint
calibration of multiple evidence sources as a path toward more reliable clinical
variant classification.
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High-throughput assays measure variant effects on gene function and are integral to precision medicine. We previously
introduced EXCALIBR [1], an approach to calibrate single functional assays into variant-specific pathogenicity probabilities
compatible with ACMG/AMP evidence guidelines [2, 3]. In practice, however, a gene is often characterized by several
complementary assays capturing different aspects of function. Calibrating and combining these separately is problematic,
as each yields its own evidence and prior, assays are correlated rather than independent, and evidence cannot simply be
added or multiplied without violating probability assumptions. Combining these evidence sources requires ad hoc rules (e.g.,
trusting the strongest signal) that break down when assays disagree [4]. Here we extend EXCALIBR to ExXCALIBR-MYV, a
framework that models multiple assays jointly as a single multidimensional distribution with one shared prior to compute
variant-specific probabilities of pathogenicity. We applied EXCALIBR-MYV to 40 clinically relevant genes, where concordance
with clinical controls (MCC, Matthews correlation coefficient: 0.78 to 0.93) was improved over combined, independently
calibrated evidence (Figure 1A). This framework naturally extends to computational predictors: jointly calibrating three
predictors (REVEL, AlphaMissense, MutPred2) across eight genes improved classification over combining individually
calibrated predictors (MCC: 0.85 to 0.93; Figure 1B). Because functional and computational evidence are often correlated, we
jointly calibrated both evidence types across these same genes, resulting in improved evidence assignment (MCC: 0.88 to
0.95; Figure 1C). These findings support joint calibration of multiple evidence sources as a path toward more reliable clinical
variant classification.
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Figure 1: Comparison of ExXCALIBR-MV evidence versus EXCALIBR aggregated single-source evidence, for (A) functional

assays, (B) variant effect predictors, and (C) combined functional and predictive evidence. The dashed lines denote equal
performance.
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A110 - PPI-seq: A Massively Parallel System to Decode Genetic
Variant Impacts on Protein Interactions

Presenter: Justin Delano — Harvard Medical School - Massachusetts General
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Authors: Justin Delano, Patrick Cann, Nicolas Rey, Tian Yu, Luca Pinello,
Richard Sherwood

Session: Day 2 - Fri Oct 2, 2026 - 1:15-2:15 PM

Protein-protein interactions organize cellular function, yet quantitative mea-
surement of how they change across partners, conditions, and coding variants
remains scarce. No existing approach combines native mammalian cellular con-
text, variant-level resolution, and multiplexed throughput — a gap that particu-
larly limits variant interpretation. We developed PPI-seq, a pooled two-hybrid
assay that couples protein-protein interaction to a sequence-readable signal
inside mammalian cells. Each bait protein is fused to an adenine base editor,
and each prey protein is fused to an RNA binding protein; interaction between
the two proteins triggers editing of a barcoded RNA reporter, and sequencing
quantifies such edits in parallel. Extracting reliable interaction scores from
these count data requires accounting for library size, transfection efficiency,
and sample-to-sample variation. We therefore developed PyroPPI, a Bayesian
hierarchical model that isolates the interaction-specific signal from confounders
and reports calibrated confidence intervals. We applied PPI-seq to the BCDX2
complex, a DNA repair complex whose pairwise contacts are well established
from biochemical studies. PyroPPI recovered the known binding pairs that were
obscured in the unprocessed data. We then performed deep mutational scanning
of RAD51D and XRCC2, testing ~3200 variants. Stop-gain variants showed the
greatest reduction in binding, synonymous variants remained near baseline, and
missense variants exhibited graded intermediate effects, with positions in the
conserved Walker A and B ATPase motifs among the most sensitive. PPI-seq
and PyroPPI together provide a scalable platform for quantifying how coding
variation reshapes protein interaction networks in their native setting.
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PPI-seq: A Massively Parallel System to Decode Genetic Variant Impacts on Protein Interactions
Justin Delano*, Patrick Cann, Nicolas Rey, Tian Yu, Luca Pinello, Richard Sherwood

Introduction

Missense substitutions are the most common protein-coding variation, yet whether one alters binding to a given
partner in living cells is largely unmeasured, leaving many clinical alleles of uncertain significance. Yeast two-hybrid
is heterologous, co-immunoprecipitation and proximity labeling lack throughput, and predictors such as ESM and
AlphaMissense score single proteins rather than interactions. We developed PPI-seq, a pooled two-hybrid assay that
records interaction as sequence inside mammalian cells, with PyroPPI, a Bayesian model returning calibrated
interaction scores per pair.

Protein X-MCP fusion paired with Protein Y-ABEGe PyroPPI Model Struct
barcoded MS2-reporter RNA (RNA editor) fusion yro odel Structurs
1. Compute Editing Rates
/v\ >
e
- -
2.Dencsing & Decompositon i)
MS2 RNA Rate = Pair Baseline + Cell Type Background + Additional Covariates
Pooled NGS to quantify PPI y
Proximity-dependent edmng strength (A -1 editing) for library / \ ] N\

of MS2-reporter RNA of MCP fusions or library of
Y MS2-gRNA-induced gene KOs

Sl =

Fig 1. PPI-seq and PyroPPI. A, the two-hybrid assay and its sequencing readout. B, PyroPPI denoises and decomposes PPI-seq counts into
latent interaction propensities per pair.

MS2RNA

Methods

Each plasmid encodes an adenine base editor (ABE8e) fused to one protein, MCP fused to a second, and a barcoded
RNA reporter. Interaction brings the editor to the reporter, converting adenines to inosines; sequencing reads out
editing per barcoded pair. Thousands of constructs are pooled and transfected into human cell lines across replicates.
PyroPPI models edited counts as binomial, decomposing editing rate into additive pair, cell-type, and condition terms
fit by Hamiltonian Monte Carlo in NumPyro, with calibration verified by posterior predictive checks.

Results

PyroPPI profiled all pairwise combinations of a nine-protein panel around the BCDX2 RADS51-paralog complex in
HCT116 and U20S cells, recovering the established pairs (RAD51B-RAD51C, RAD51D-XRCC2, RAD51C-XRCC3)
with significant separation from GFP and mCherry controls. We then tested 3180 variants tiling every codon of
RADS1ID (306 positions) and XRCC2 (260), five missense per position plus synonymous and stop-gain controls.
Stop-gains lost the most interaction, synonymous variants stayed near baseline, and missense spanned a graded range,
with the Walker B motif of RAD51D and Walker A motif of XRCC2 most sensitive. Of 2,892 missense variants, 90
showed strong loss yet were missed by at least one predictor (80 called benign by AlphaMissense, 54 unflagged by
ESM), enriched near the binding interface.

Discussion

PPI-seq measures interaction in native mammalian context at single-amino-acid resolution and thousand-variant scale,
recovering known BCDX2 pairs and grading variant effects that predictors miss. Software and data will be released
openly. As coverage grows, such maps supply the training data predictors lack: not whether a substitution is
deleterious, but which partnership it disrupts.
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Forecasting disease progression from longitudinal medical images, or the process
of generating future images from past history, has become an active area of re-
search. However, it remains unclear whether current models learn the dynamics
of the disease or primarily reconstruct the appearance while underestimating
disease-related changes. Because real progression is often slow and subtle, re-
construction-biased methods can appear accurate even when they do not reflect
disease evolution. To isolate this limitation, we build a controlled benchmark
from real retinal geographic atrophy images by computationally amplifying
atrophy growth over time, strengthening the progressive signal while retaining
native anatomy and texture. In this setting, we evaluate ImageFlowNet, which
transports patient embeddings in a shared latent space with position-parame-
terized neural ordinary differential equations to predict progression rather than
merely reproduce the input.
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Introduction

Forecasting disease progression from longitudinal medical images, or the process of generating future images from past
history, has become an active area of research. However, it remains unclear whether current models learn the dynamics of
the disease or primarily reconstruct the appearance while underestimating disease-related changes. Because real progression
is often slow and subtle, reconstruction-biased methods can appear accurate even when they do not reflect disease evolution.
To isolate this limitation, we build a controlled benchmark from real retinal geographic atrophy images by computationally
amplifying atrophy growth over time, strengthening the progressive signal while retaining native anatomy and texture. In this
setting, we evaluate ImageFlowNet, which transports patient embeddings in a shared latent space with position-parameterized
neural ordinary differential equations to predict progression rather than merely reproduce the input.

Methods

A UNetencodes an image x; at time #; as a latent state z;, (Fig. 1). We flow
the latest state into its corresponding future state z;; by integrating along a
learned vector field fy using a position-parameterized ODE formulation.

d-,- dv'r
== fonn) () T=foe) @
;

dr
Eq. (1) is the standard time-parameterized neural ODE, whereas Eq. (2) is
our position-parameterized ODE. Future states follow by integrating over
time, yielding z;; = z,, + /x,-tf fo(zr) dr. With a position-parameterized
field, trajectories from different patients populate one compact flow, states
are organized by disease severity rather than calendar time, and arbitrary-
horizon forecasts can be produced from a single prior visit by integrating
over t; — t;. A Langevin SDE, dz; = fy(z¢)d7 + 04(7) dW<, provides
an optional stochastic variant. The decoded prediction X is supervised
by pixel-wise mean squared error loss with the true future image x;.
Results

On the amplified-atrophy benchmark, predicted images from Image-
FlowNet surpass recent methods in every metric (Fig. 2). Compared
to the strongest baseline (I>SB), ImageFlowNet’s pixel fidelity improves
from PSNR 20.26 dB to 23.23 dB and MAE from 0.071 to 0.051. Struc-
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tural similarity (SSIM) of ImageFlowNet leads the strongest baseline
by 0.027. The disease-region delineation improves even more sharply:
Dice-Sgrensen coefficient (DSC) increases from 0.826 to 0.941 and the
mean absolute error within the region-of-interest (ROI-MAE) decreases
from 0.148 to 0.088. These results indicate that ImageFlowNet recovers
both the overall image appearance and the disease-region progression.

Figure 1: Overview of ImageFlowNet. (a) The model takes an
earlier image x; at time #; and the time change #; — #; to forecast
the future image x; at time #;. (b) A vector field fy models the
joint patient embedding space; trajectory inference is performed by
integrating along this field. In practice, #; —#; suffices for integration,
while the absolute times #; and 7 appear in the integral for notational
clarity. An optional stochastic diffusion term yields the SDE variant.
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Figure 2: Amplified retinal atrophy k Future images p

d by ImageFlowNet not only demonstrate higher pixel fidelity (PSNR, MAE) and structural

similarity (SSIM), but also delineate the disease region better (DSC, ROI-MAE), compared to methods including TADM, PINN-EM, LFM, CRONOS, TFM and I>SB.
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A148 - Beyond single-organ pathology: Mapping a unified toxi-
cogenomic network of heavy metal cardiotoxicity and neurotox-
icity

Presenter: Reyna Silveira — Harvard OpenBio Student Research Institute
Authors: Reyna Silveira, Neil Zhao

Session: Day 2 - Fri Oct 2, 2026 - 4:15-5:15 PM

Environmental exposure to toxic heavy metals, particularly lead and cadmium,
poses multi-system health risks. Yet, traditional toxicological models evaluate
cardiotoxicity and neurotoxicity as independent phenomena. This study utilizes
systems-level computational toxicogenomics to map shared molecular networks
disrupted by lead and cadmium across human cardiac muscle and cerebral cortex
tissues. Multi-set intersection filtering across public toxicogenomic repositories
isolated a universal consensus core of 1,617 genes altered across all four expo-
sure-tissue conditions, representing 19.05% of the total target space. Topological
network analysis identified five hub genes driving cellular homeostasis: TP53,
AKT1, GAPDH, ACTB, and MYC. Functional enrichment analysis mapped their
related pathways across five primary biological axes: bioenergetic failure, PI3K-
Akt survival signaling, transcriptional stress, cytoskeletal breakdown, and p53-
mediated apoptosis. These findings demonstrate that heavy metal pathology
across cardiac and neurological systems converges upon a single conserved
molecular network, providing a multi-target framework for risk-assessment
follow ups.
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Abstract

Environmental exposure to toxic heavy metals, particularly lead and cadmium, poses
multi-system health risks. Yet, traditional toxicological models evaluate cardiotoxicity and
neurotoxicity as independent phenomena. This study utilizes systems-level computational
toxicogenomics to map shared molecular networks disrupted by lead and cadmium across human
cardiac muscle and cerebral cortex tissues. Multi-set intersection filtering across public
toxicogenomic repositories isolated a universal consensus core of 1,617 genes altered across all
four exposure-tissue conditions, representing 19.05% of the total target space. Topological
network analysis identified five hub genes driving cellular homeostasis: TP53, AKT1, GAPDH,
ACTB, and MYC. Functional enrichment analysis mapped their related pathways across five
primary biological axes: bioenergetic failure, PI3K-Akt survival signaling, transcriptional stress,
cytoskeletal breakdown, and p53-mediated apoptosis. These findings demonstrate that heavy
metal pathology across cardiac and neurological systems converges upon a single conserved

molecular network, providing a multi-target framework for risk-assessment follow ups.

Keywords: toxicogenomics, network analysis, heavy metal toxicity, systems biology
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A180 - Can Al Agents Design Proteins? Agentic vs. Human-
Directed De Novo Minibinder Design for a KRAS Neoantigen
Presenter: Yilan Wang — Harvard Medical School

Authors: Yilan Wang, Aaron Kollasch
Session: Day 2 - Fri Oct 2, 2026 - 4:15-5:15 PM

Agentic Al—large language model (LLM) agents that autonomously plan, write
code, and operate scientific software—is rapidly entering biology, yet it remains
unclear whether such agents can match human experts on real generative
protein-design tasks. We present, to our knowledge, the first head-to-head
benchmark of agentic versus human-directed de novo protein binder design on
a therapeutically relevant target: a minibinder to the KRAS G12D neoantigen
peptide VVGADGVGK presented on HLA-A*11:01, one of the hardest peptide—
MHC design challenges. We compare three modes of LLM integration along a
spectrum of human control: (1) human-directed design with an LLM as a coding
assistant; (2) a fully autonomous Claude Code agent given only the target and
broad objectives; and (3) an agent operating under continuous expert supervi-
sion and harness engineering. Using a custom in silico evaluation suite spanning
structure and sequence quality, Rosetta interface energetics, and AlphaFold-
based specificity metrics, the human campaign produced 17 high-confidence
hits, while the minimally supervised and human-supervised agent campaigns
yielded 41 and 6 top candidates, respectively. Agents cheaply explored large
parallel design spaces and, when supervised, recovered human-like binding
geometry and G12D-specific salt bridges. However, unsupervised agents made
domain-specific errors—incorrect target sequences, poor hotspot choices, and
miscalibrated specificity thresholds—that expert oversight corrected. Our results
show that agentic Al can accelerate protein design, but domain expertise remains
essential for correct binding orientation, calibrated evaluation, and viable candi-
date selection.
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hits, while the minimally supervised and human-supervised agent
campaigns yielded 41 and 6 top candidates, respectively.

1 We constructed our own in silico benchmarking criteria, calibrated
Figure. Predicted structures of binding complexes: against the experimentally validated, published minibinder designs for
HLA-A*11:01 al and a2 domains (cyan) in complex with  pPMHC complexes in Liu et a. (Science). Across two rounds, the
‘mhfni';iiﬁ:segrzen%ma)Peﬁh"rﬁa(q"(“z%‘% afl')?ngfgf(‘g‘; campaigns collectively evaluated roughly 2,300 RFdiffusion backbones
minimally supervised ogent-designed binder, and () and tens of thou%\nds qf bac!(bone—sequeﬂce pairs. The human_ and
human-supervised agent-designed binder. Insets show the ~ human-supervised agentic designs align with the Liu et al. designs,
peptide and its polar contacts with the minibinder;  sharing a consistent, favorable profile: high predicted local confidence

supervised designs recover the D5-anchored salt-bridge . : f
geometry that confers G12D specificty. (binder pLDDT 94-95), low RMSD to their backbones, strong interface

metrics (low iPAE, high ipSAE), a tight radius of gyration, and a small lateral offset between binder and peptide. The
minimally supervised agent designs were the opposite on nearly every axis: al human-supervised designs adopted three or
more a-helices, whereas 33 of 41 minimally supervised agent designs used only one or two helices, and the three-helix
remainder varied widely in length, giving poor packing and weak peptide contacts.

Left unsupervised, the agent made errors a protein-design expert would not: it scored off-target specificity against an
incorrect wild-type KRAS residue, selected polar and terminal-anchor hotspots contrary to tool guidance, and produced
implausible poly-alanine sequences. Supplying full scientific context, curated literature, calibrated thresholds, and careful
context and harness engineering closed much of this gap—the supervised agent recovered human-design-like topologies
and the Arg—-Asp(p5) salt bridge underlying G12D specificity (only 0/17 human designs, versus 6/6 minimally supervised
designs, suffered ineffective p5 polar contacts). This required heavy human involvement: 64 manual interventions versus
3, amore than 20-fold increase.

Both agentic campaigns were fast and inexpensive—about 1.5 to 6 days and roughly $100-$150 including a single cloud
GPU—showing that agents can cheaply run large parallel campaigns and surface novel design ideas. Y et across metrics
the human-directed pipeline still prevailed, and only expert oversight secured correct binding orientation, calibrated
specificity, and viable candidate selection. Thisis, to our knowledge, the first benchmark to hold target, evaluation criteria,
and pipeline constant while varying the degree of human versus agent control; we expect targeted training of frontier
models on biological tasks to narrow the remaining gap.
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Authors: Xiao-Bing Cui, Kerry Dobbs, Andrei Slabodkin, Alan N. Amin, Mattia
G. Gollub, Kristina Gurung, Eli N. Weinstein, Elizabeth B. Wood

Session: Day 2 - Fri Oct 2, 2026 - 4:15-5:15 PM

The majority of cancer-driving proteins are intracellular, and so can only be
recognized by immunotherapies through short peptide fragments displayed on
the human leukocyte antigen (HLA). We developed a lab-in-the-loop system to
learn the rules of scFv-pHLA protein-protein interactions on human cells. We
use generative models of proteins and of screens to design, synthesize, and test
interactions between tens of millions of scFvs and 100 pHLAs in a single multi-
plexed experiment, producing large scale training datasets. Transformers trained
on the data predict unseen interactions and exhibit reliable scaling laws, with
steady model improvements against seen and unseen pHLAs as experiments
continue. Overall, Al-driven experimentation enables models to systematically
learn to design TCR mimicking antibodies.
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Abstract

The majority of cancer-driving proteins are intracellular, and so can only be recognized by
immunotherapies through short peptide fragments displayed on the human leukocyte antigen
(HLA). We developed a lab-in-the-loop system to learn the rules of scFv-pHLA protein-protein
interactions on human cells. We use generative models of proteins and of screens to design, syn-
thesize, and test interactions between tens of millions of scFvs and 100 pHLAs in a single mul-
tiplexed experiment, producing large scale training datasets. Transformers trained on the data
predict unseen interactions and exhibit reliable scaling laws, with steady model improvements
against seen and unseen pHLAs as experiments continue. Overall, Al-driven experimentation
enables models to systematically learn to design TCR mimicking antibodies.

Most cancer driver proteins are intracellular and hence hidden from the immune system, ex-
cept for short peptide fragments presented on the cell surface in complex with HLA molecules
(pHLA/pMHC). TCR mimicking (TCRm) antibodies that recognize pHLAs have substantial clin-
ical potential, but discovering and designing them poses a major challenge. Peptides are in a
dynamic complex with the HLA molecule; whose peptide-binding groove presents a flat surface
with limited opportunities for high-affinity antibody binding.

We developed a machine learning-guided wetlab system that can generate data to train models of
interactions between pHLAs and human antibody scFvs displayed on human cells. We reasoned that
by using generative models to plan and steer the experiments and data collection, large scale screens
could produce large and informative datasets for training complex sequence-to-function models. We
found the approach enables training of large transformer models for TCRm discovery and design,
which exhibit continual and predictable learning as experimental data collection continues.

9% equal contribution. 1 JURA Bio, Inc. 2 Technical University of Denmark. } equal contribution.

Figure 1: (a) Scaling law. Sequence-activity model performance improves smoothly according to a
power law relation as dataset size increases. (b,c) The model’s ability to enrich for specific TCRms
against seen (b) and unseen (c¢) pHLA targets improves smoothly, as training data increases.
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A009 - Integrating pharmacogenomics and cheminformatics
with diverse disease phenotypes for cell type-guided drug dis-
covery

Presenter: Arda Halu — Brigham and Women’s Hospital, Harvard Medical
School

Authors: Arda Halu
Session: Day 1 - Thu Oct 1, 2026 - 2:15-4:15 PM

Background: Large-scale pharmacogenomic resources, such as the Connectivity
Map (CMap), have greatly assisted computational drug discovery. However,
despite their widespread use, CMap-based methods have thus far been agnostic
to the biological activity of drugs as well as to the genomic effects of drugs in
multiple disease contexts. Here, we present a network-based statistical approach,
Pathopticon, that uses CMap to build cell type-specific gene-drug perturbation
networks and integrates these networks with cheminformatic data and diverse
disease phenotypes to prioritize drugs in a cell type-dependent manner.

Methods: We build cell type-specific gene-drug perturbation networks from
CMap data using a statistical procedure we call Quantile-based Instance Z-score
Consensus (QUIZ-C). Using these networks and a large-scale disease-gene net-
work consisting of 569 disease signatures from the Enrichr database, we calculate
Pathophenotypic Congruity Scores (PACOS) between input gene signatures and
drug perturbation signatures and combine these scores with cheminformatic
data from ChEMBL to prioritize drugs. We benchmark our approach by calcu-
lating area under the receiver operating characteristic curves (AUROC) for 73
gene sets from the Molecular Signatures Database (MSigDB) using target gene
expression profiles from the Comparative Toxicogenomics Database (CTD). We
validate the drugs predicted in our proofs-of-concept using real-time polymerase
chain reaction (qQPCR) experiments.

Results: Cell type-specific gene-drug perturbation networks built using QUIZ-
C are topologically distinct, reflecting the biological uniqueness of the cell lines
in CMap, and are enriched in known drug targets. Pathopticon demonstrates
a better prediction performance than solely cheminformatic measures as well
as state-of-the-art network and deep learning-based methods. Top predictions
made by Pathopticon have high chemical structural diversity, suggesting their
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potential for building compound libraries. In proof-of-concept applications on
vascular diseases, we demonstrate that Pathopticon helps guide in vitro experi-
ments by identifying pathways that are potentially regulated by the predicted
therapeutic candidates.

Conclusions: Our network-based analytical framework integrating phar-
macogenomics and cheminformatics (available at https://github.com/r-duh/
Pathopticon ) provides a feasible blueprint for a cell type-specific drug discovery
and repositioning platform with broad implications for the efficiency and success
of drug development.
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Background: Large-scale pharmacogenomic
resources, such as the Connectivity Map
(CMap), have greatly assisted computational
drug discovery. However, despite their
widespread use, CMap-based methods have
thus far been agnostic to the biological activity
of drugs as well as to the genomic effects of
drugs in multiple disease contexts. Here, we
present a network-based statistical approach,
Pathopticon, that uses CMap to build cell type-
specific gene-drug perturbation networks and
integrates these networks with cheminformatic
data and diverse disease phenotypes to
prioritize drugs in a cell type-dependent
manner.

Methods: We build cell type-specific gene-drug
perturbation networks from CMap data using a
statistical procedure we call Quantile-based
Instance Z-score Consensus (QUIZ-C). Using
these networks and a large-scale disease-gene

network consisting of 569 disease signatures
from the Enrichr database, we calculate
Pathophenotypic Congruity Scores (PACOS)
between input gene signatures and drug
perturbation signatures and combine these
scores with cheminformatic data from ChEMBL
to prioritize drugs. We benchmark our approach
by calculating area under the receiver operating
characteristic curves (AUROC) for 73 gene sets
from the Molecular Signatures Database
(MSigDB) using target gene expression profiles
from the Comparative Toxicogenomics
Database (CTD). We validate the drugs
predicted in our proofs-of-concept using real-
time polymerase chain reaction (QPCR)
experiments.

Results: Cell type-specific gene-drug
perturbation networks built using QUIZ-C are
topologically distinct, reflecting the biological
uniqueness of the cell lines in CMap, and are
enriched in known drug targets. Pathopticon
demonstrates a better prediction performance
than solely cheminformatic measures as well as
state-of-the-art network and deep learning-
based methods. Top predictions made by
Pathopticon have high chemical structural
diversity, suggesting their potential for building
compound libraries. In proof-of-concept
applications on vascular diseases, we
demonstrate that Pathopticon helps guide in
vitro experiments by identifying pathways that
are potentially regulated by the predicted
therapeutic candidates.

Conclusions: Our network-based analytical
framework integrating pharmacogenomics and
cheminformatics (available at
https://github.com/r-duh/Pathopticon ) provides
a feasible blueprint for a cell type-specific drug
discovery and repositioning platform with broad
implications for the efficiency and success of
drug development.



Poster Presentations - Abstracts - Day 2 - Fri Oct 2, 2026 NECB 2026

A012 - Uncovering Heteroxylan Biosynthesis in Rice through
Network-Based Gene Discovery and Protein Interaction Analy-
sis

Presenter: Mohsin Ali Nasir — Ohio University

Authors: Mohsin Ali Nasir, Samia Nawaz, Ahmed Faik
Session: Day 1 - Thu Oct 1, 2026 - 2:15-4:15 PM

Plant cell walls (PCWs) give mechanical strength, flexibility and protection to
plant tissues. Heteroxylan (HX) is a major wall polysaccharide in grasses includ-
ing rice that is necessary for tissue strength and development, but the genes and
protein complexes regulating its synthesis remain unknown. Here, we report the
identification and characterization of HX-related gene complexes in rice by an
integrated genomics and functional validation approach. We created PlantNetX,
a rice-centric gene co-expression platform, leveraging bulk RNA-seq data from
70 rice studies to support our effort. PlantNetX combined with gene association
network (GAN) analysis revealed putative HX biosynthetic complexes including
GT43 and GT47 glycosyltransferase genes, which have been shown to contribute
to xylan biosynthesis. To support these predictions, we integrated 9 single-cell
RNA-seq datasets into PlantNetX to assess candidate genes in various rice cell
types and to investigate if predicted interacting genes are co-expressed in cell
types involved in cell wall production. The NAPPA/i-GT-ray system is a high-
throughput platform to screen for protein-protein interactions and is used to test
for predicted protein interactions. Two predicted GT43/GT47 complexes were
initially tested and showed positive interaction signals, proving the effectiveness
of this technique for HX-related protein complex validation. The CRISPR/Cas9
gene editing system was also used to investigate specific GT43 genes in Kitaake
rice. Mutant lines for GT43-D, GT43-H and GT43-E have been developed and
are in characterization and their characteristics demonstrate altered growth,
stem morphology, seed development and probable cell wall alterations compa-
rable to previously reported xylan biosynthesis mutants. The PlantNetX-based
co-expression analysis, GAN analysis, single-cell transcriptomics, protein inter-
action tests and CRISPR mutant characterization provide a framework for the
identification of HX biosynthesis complexes and better understanding of plant
cell wall construction.
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Abstract

Plant cell walls (PCWs) give mechanical strength, flexibility and protection to plant tissues.
Heteroxylan (HX) is a major wall polysaccharide in grasses including rice that is necessary
for tissue strength and development, but the genes and protein complexes regulating its
synthesis remain unknown. Here, we report the identification and characterization of HX-
related gene complexes in rice by an integrated genomics and functional validation approach.
We created PlantNetX, a rice-centric gene co-expression platform, leveraging bulk RNA-seq
data from 70 rice studies to support our effort. PlantNetX combined with gene association
network (GAN) analysis revealed putative HX biosynthetic complexes including GT43 and
GT47 glycosyltransferase genes, which have been shown to contribute to xylan biosynthesis.
To support these predictions, we integrated 9 single-cell RNA-seq datasets into PlantNetX to
assess candidate genes in various rice cell types and to investigate if predicted interacting
genes are co-expressed in cell types involved in cell wall production. The NAPPA/i-GT-ray
system is a high-throughput platform to screen for protein-protein interactions and is used to
test for predicted protein interactions. Two predicted GT43/GT47 complexes were initially
tested and showed positive interaction signals, proving the effectiveness of this technique for
HX-related protein complex validation. The CRISPR/Cas9 gene editing system was also used
to investigate specific GT43 genes in Kitaake rice. Mutant lines for GT43-D, GT43-H and
GT43-E have been developed and are in characterization and their characteristics demonstrate
altered growth, stem morphology, seed development and probable cell wall alterations
comparable to previously reported xylan biosynthesis mutants. The PlantNetX-based co-
expression analysis, GAN analysis, single-cell transcriptomics, protein interaction tests and
CRISPR mutant characterization provide a framework for the identification of HX

biosynthesis complexes and better understanding of plant cell wall construction.

Keywords: Heteroxylan; rice; plant cell wall; PlantNetX; single-cell RNA-seq; GT43/GT47;
CRISPR/Cas9; protein-protein interaction
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Vaccine and binder design relies heavily on the structural stability of target
proteins. Predicting mutations or identifying stable regions can help prepare for
the inevitability of future pandemics. Since most mutations maintain a protein’s
overall fold, Inverse Folding (IF), a technique that generates sequences matching
a provided structure, could potentially identify stable or highly mutable regions
by using positional entropies. This study investigates the SARS-CoV-2 Spike
protein using AlphaFold3 to generate a complete 3D model. We used Protein-
MPNN to evaluate the minimum number of sequences needed before reaching
a point of diminishing returns and observed promising results after only
1000 iterations, with slight improvements from 100 iterations. The positional
entropies for each amino acid were calculated using the SoftMax formula. Our
analysis identified ~448 very low-entropy positions. Information on positional
entropies, combined with information on surface exposure, intrinsic disorder,
binding capability, epitope regions, and structure prediction confidence scores,
identified 37 target positions for therapeutic targeting. BindCraft shows promise
in developing binders specific to these target regions as ZDock and CCharPPI
show that the original binder design is either at par or outperforms alternative
binding sites/conformations. Targeting stable molecular regions or preparing
against a library of possible structures at the start of the pandemic could have
saved millions of lives globally and reduced the need for new booster shots to
counter newer viral variants.
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Figure 1. (A) Using entropy and other filtering metrics to identify stable molecular targets (ROI) along the Spike protein. (B) BindCraft binder
(BCB) bound to Spike-Receptor Binding Domain (RBD). Alternative ZDock predictions of BCB (ZDR 1,2&4) bound to S-RBD along with ZRank
scores from CCharPPI (lower is better).

Vaccine and binder design relies heavily on the structural stability of target proteins. Predicting mutations or identifying
stable regions can help prepare for the inevitability of future pandemics. Since most mutations maintain a protein's overall
fold, Inverse Folding (IF), a technique that generates sequences matching a provided structure, could potentially identify
stable or highly mutable regions by using positional entropies. This study investigates the SARS-CoV-2 Spike protein using
AlphaFold3 to generate a complete 3D model. We used ProteinMPNN to evaluate the minimum number of sequences
needed before reaching a point of diminishing returns and observed promising results after only 1000 iterations, with slight
improvements from 100 iterations. The positional entropies (in nats) for each amino acid were calculated using the SoftMax
formula. Our analysis identified ~448 very low-entropy positions (0-0.01 nats). Information on positional entropies,
combined with information on surface exposure, intrinsic disorder (IUPred scores), binding capability (Anchor scores),
epitope regions (combining data from 6 different studies), and structure prediction confidence scores (pLDDt), identified
37 amino acid positions for therapeutic targeting (Figure 1. A). BindCraft shows promise in developing binders specific to
these target regions, as seen in Figure 1. B, which shows that one of the original binders (BCB) outperforms alternative
docking sites using ZDock and CCharPPI. In Vivo experiments could confirm the stability and specificity of these binders.
The pandemic cost US taxpayers 10-39.5 billion USD in vaccine research. Targeting stable molecular regions or preparing
against a library of possible structures at the start of the pandemic would help reduce this cost and save millions of lives by
enabling the development of therapeutics that remain effective against newer viral variants.
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DNA mismatches occur frequently throughout the human genome due to either
nucleotide misincorporation events that occur during DNA replication or spon-
taneous deamination of 5-methylcytosine. During DNA repair, the initial step in
most DNA repair pathways — including DNA mismatch repair and base excision
repair - is the precise recognition of the DNA lesion by the appropriate DNA re-
pair enzyme. Here, we show that transcription factors can directly compete and
interfere with the recognition of DNA mismatches by the DNA repair enzymes
MutSo and TDG/MBD4, the primary initiators of the DNA mismatch repair and
base excision repair pathways, respectively. We demonstrate this mechanism of
competition using high-density DNA arrays, which allow for high-throughput
measurement of protein binding levels to tens of thousands of DNA sequences
containing DNA mismatches. Using the competition data, we train and evaluate
machine learning models to predict the reduction in repair enzyme binding
levels for unseen DNA sequences containing DNA mismatches, in the presence
of transcription factors. We observe that transcription factors outcompete DNA
repair enzymes for high affinity DNA mismatches depending on the sequence
contexts and the position of the mismatch within or around the transcription
factor binding site core. We found that this mechanism of competition can be
modeled accurately, even when using only the independent transcription factor
and DNA repair enzyme binding levels as input features. These findings impli-
cate competition between transcription factors and DNA repair enzymes as a
major determinant of the somatic hypermutation at transcription factor binding
sites observed in cancer genomes.
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DNA mismatches occur frequently throughout the human genome due to either nucleotide misincorporation events that
occur during DNA replication or spontaneous deamination of 5-methylcytosine. During DNA repair, the initial step in
most DNA repair pathways — including DNA mismatch repair and base excision repair — is the precise recognition of the
DNA lesion by the appropriate DNA repair enzyme. Here, we show that transcription factors can directly compete and
interfere with the recognition of DNA mismatches by the DNA repair enzymes MutSa and TDG/MBDA4, the primary
initiators of the DNA mismatch repair and base excision repair pathways, respectively. We demonstrate this mechanism of
competition using high-density DNA arrays, which allow for high-throughput measurement of protein binding levels to
tens of thousands of DNA sequences containing DNA mismatches. Using the competition data, we train and evaluate
machine learning models to predict the reduction in repair enzyme binding levels for unseen DNA sequences containing
DNA mismatches, in the presence of transcription factors. We observe that transcription factors outcompete DNA repair
enzymes for high affinity DNA mismatches depending on the sequence contexts and the position of the mismatch within
or around the transcription factor binding site core. We found that this mechanism of competition can be modeled
accurately, even when using only the independent transcription factor and DNA repair enzyme binding levels as input
features. These findings implicate competition between transcription factors and DNA repair enzymes as a major
determinant of the somatic hypermutation at transcription factor binding sites observed in cancer genomes.
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Individual-level simulation models can compare potential cancer-screening
strategies before prospective evaluation by first representing how cancer would
progress and become clinically diagnosed without screening, and then overlay-
ing screening schedules to estimate how much earlier disease might be detected
and at what cost in false positives and testing burden. Adapting these models to a
new setting, however, requires substantial evidence synthesis. Researchers must
identify clinically relevant tests and schedules, locate estimates of disease natural
history and test performance, reconcile heterogeneous sources, and translate the
evidence into simulation-ready inputs.

I present a multi-agent Al framework that connects literature-grounded evi-
dence acquisition with cancer-screening simulation. Specialized Proposer, Critic,
and Summarizer agents propose and refine candidate strategies—defined by
tests, eligibility ages, and screening intervals—and identify supporting parame-
ters, including the duration of the asymptomatic detectable phase, sensitivity,
and specificity. The agents iteratively review their outputs while preserving
citations and interaction records for expert evaluation. An integrated Python-R
implementation links agent-based evidence synthesis and strategy generation to
simulations that compare disease progression without screening with outcomes
under the proposed schedules.

The framework is evaluated in an end-to-end case study in which agent tem-
plates select two clinically relevant tests, propose separate screening schedules,
retrieve literature-based parameters, and pass the resulting inputs to simulation.
Outcomes including detection age, lead time, screening burden, and false-posi-
tive results reveal the downstream consequences of agent-generated inputs.
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Individual-level simulation models can compare potential cancer-screening strategies before prospective evaluation by
first representing how cancer would progress and become clinically diagnosed without screening, and then overlaying
screening schedules to estimate how much earlier disease might be detected and at what cost in false positives and testing
burden. Adapting these models to a new setting, however, requires substantial evidence synthesis. Researchers must
identify clinically relevant tests and schedules, locate estimates of disease natural history and test performance, reconcile
heterogeneous sources, and translate the evidence into simulation-ready inputs.

I present a multi-agent Al framework that connects literature-grounded evidence acquisition with cancer-screening
simulation. Specialized Proposer, Critic, and Summarizer agents propose and refine candidate strategies—defined by tests,
eligibility ages, and screening intervals—and identify supporting parameters, including the duration of the asymptomatic
detectable phase, sensitivity, and specificity. The agents iteratively review their outputs while preserving citations and
interaction records for expert evaluation. An integrated Python-R implementation links agent-based evidence synthesis
and strategy generation to simulations that compare disease progression without screening with outcomes under the
proposed schedules.

The framework is evaluated in an end-to-end case study in which agent templates select two clinically relevant tests,
propose separate screening schedules, retrieve literature-based parameters, and pass the resulting inputs to simulation.
Outcomes including detection age, lead time, screening burden, and false-positive results reveal the downstream
consequences of agent-generated inputs.
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Membrane proteins experience multiple coupled thermodynamic driving forces
that determine both where they localize and how they assemble, yet these
contributions are often analyzed separately. Here, we quantify the competition
between membrane partitioning and dimerization for the amyloid precursor
protein C-terminal fragment C99 (APP-C99), the direct precursor of amyloid-f.
Using coarse-grained molecular dynamics and enhanced-sampling free-energy
calculations, we determined C99 dimerization free energies in liquid-ordered
(Lo) and liquid-disordered (Ld) membranes and the free-energy cost of parti-
tioning between these environments across multiple cholesterol compositions.
Dimerization is markedly more favorable in ordered membranes, with associa-
tion free energies approximately 7-9 kcal/mol more favorable than in disordered
membranes. However, this energetic gain is counteracted by a substantial
penalty for transferring C99 from the disordered to the ordered phase. Combin-
ing these quantities within a thermodynamic cycle reveals that the membrane
environment that most strongly stabilizes the dimer is not necessarily the
environment in which the dimer is thermodynamically preferred. Thus, protein
association and membrane localization must be considered as coupled processes
rather than independent determinants of membrane organization. More broadly,
this framework provides a systematic route for decomposing and recombining
the free-energy contributions governing membrane-protein assembly. Because
the individual thermodynamic terms can be evaluated in arbitrary membrane
environments, the same strategy can be extended from model Lo/Ld systems
to realistic multicomponent membranes representing distinct cellular organelles
and membrane contact sites, enabling direct assessment of how membrane
composition reshapes protein localization and oligomerization.
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Abstract

Membrane proteins experience multiple coupled thermodynamic driving forces that determine both where
they localize and how they assemble, yet these contributions are often analyzed separately. Here, we
quantify the competition between membrane partitioning and dimerization for the amyloid precursor
protein C-terminal fragment C99 (APP-C99), the direct precursor of amyloid-3. Using coarse-grained
molecular dynamics and enhanced-sampling approaches, we determined C99 dimerization free energies
in liquid-ordered (L, ) and liquid-disordered (L;) membranes and the free-energy cost of partitioning
between these environments across multiple cholesterol compositions. Dimerization is markedly more
favorable in ordered membranes, with association free energies approximately 7-9 kcal mol~! more
favorable than in disordered membranes. However, this energetic gain is counteracted by a substantial
penalty for transferring C99 from the disordered to the ordered phase. Combining these quantities within a
thermodynamic cycle reveals that the membrane environment that most strongly stabilizes the dimer is not
necessarily the environment in which the dimer is thermodynamically preferred. Thus, protein association
and membrane localization must be considered as coupled processes rather than independent determinants
of membrane organization. More broadly, this framework provides a systematic route for decomposing
and recombining the free-energy contributions governing membrane-protein assembly. Because the
individual thermodynamic terms can be evaluated in arbitrary membrane environments, the same strategy
can be extended from model L,/L4 systems to realistic multicomponent membranes representing distinct
cellular organelles and membrane contact sites, enabling direct assessment of how membrane composition
reshapes protein localization and oligomerization.
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Amyloid fibrils are stable protein assemblies whose structures depend on
sequence, packing, and growth conditions. We show by all-atom molecular-
dynamics simulations that water inside SAA fibrils does not behave as bulk water
or ordinary surface hydration water. Instead, the fibril architecture organizes
internal water into distinct dynamical states, from slip-like diffusive channels to
rattle-like structured water wires. This raises fundamental questions about how
confined water contributes to amyloid stability, polymorphism, and biological
nanoconfinement. The structural analysis of serum amyloid A fibrils reveals in-
ternal channels filled with water, ranging from large hydrated cavities to narrow
water wires. Because these waters are buried within the amyloid core, they are
often treated as trapped solvent occupying preformed pores. SAA fibrils host
internal water channels spanning distinct pore environments—from wider, Rah-
man “slip-like” diffusive channels to narrow, Rahman “rattle-like” and strongly
structured water wires—yet it remains unclear how the local channel microen-
vironment controls water’s dynamical state and thermodynamic signatures.
Borrowing concepts from statistical mechanics, we decompose the VACF into
“slipping” (diffusive, zero-frequency contributions) versus “rattling” (caged, fi-
nite-frequency contributions) dynamics. Further, we explore diffusivity, fluidity,
and entropy without invoking harmonic approximation among these channels
using FRESEAN analysis along with the 2PT model.
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Abstract

Amyloid fibrils are stable protein assemblies whose structures depend on sequence, packing, and growth
conditions. We show by all-atom molecular-dynamics simulations that water inside SAA fibrils does
not behave as bulk water or ordinary surface hydration water. Instead, the fibril architecture organizes
internal water into distinct dynamical states, from slip-like diffusive channels to rattle-like structured
water wires. This raises fundamental questions about how confined water contributes to amyloid stability,
polymorphism, and biological nanoconfinement. The structural analysis of serum amyloid A fibrils reveals
internal channels filled with water, ranging from large hydrated cavities to narrow water wires. Because
these waters are buried within the amyloid core, they are often treated as trapped solvent occupying
preformed pores. SAA fibrils host internal water channels spanning distinct pore environments—from
wider, Rahman “slip-like” diffusive channels to narrow, Rahman “rattle-like” and strongly structured
water wires—yet it remains unclear how the local channel microenvironment controls water’s dynamical
state and thermodynamic signatures. Borrowing concepts from statistical mechanics, we decompose the
VACF into “slipping” (diffusive, zero-frequency contributions) versus “rattling” (caged, finite-frequency
contributions) dynamics. Further, we explore diffusivity, fluidity, and entropy without invoking harmonic
approximation among these channels using FRESEAN analysis along with the 2PT model.
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Precise and tunable control of gene expression depends on both activating and
repressive mechanisms. While promoters and enhancers have been extensively
characterized, silencers remain comparatively understudied despite their essen-
tial roles in transcriptional repression, dosage control, and safeguarding against
inappropriate gene activation. Previous work from our group showed that
viral genomes are enriched for activating cis-regulatory elements, suggesting
that a complementary repressive layer must exist to maintain transcriptional
balance within these compact genomes. Moreover, stage-specific control of
gene activation and repression is critical for viral persistence and the ordered
progression of the lytic expression cascade. To systematically identify viral
silencers, we performed Massively Parallel Reporter Assays (MPRA) tiling the
genomes of 34 double-stranded DNA viruses and retroviruses across multiple
promoter contexts and cell lines. We observed a high density of silencers
distributed throughout most viral genomes. These elements frequently cluster
near activating regions, are often compact, and exhibit diverse transcription
factor motif signatures. Some silencers act in a promoter- or cell-specific manner,
while others are broadly repressive; a subset are bifunctional, switching between
repression and activation depending on context. Motif enrichment analysis
revealed that while many viral silencers share transcription factors with human
silencers, others appear to be regulated by distinct sets of transcription factors.
Together, this work delivers the first systematic atlas of transcriptional silencers
across viral genomes, revealing a pervasive and previously unappreciated
repressive regulatory layer that shapes viral gene-expression programs.
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Precise and tunable control of gene expression depends on both activating and repressive mechanisms. While
promoters and enhancers have been extensively characterized, silencers remain comparatively understudied
despite their essential roles in transcriptional repression, dosage control, and safeguarding against
inappropriate gene activation. Previous work from our group showed that viral genomes are enriched for
activating cis-regulatory elements, suggesting that a complementary repressive layer must exist to maintain
transcriptional balance within these compact genomes. Moreover, stage-specific control of gene activation and
repression is critical for viral persistence and the ordered progression of the lytic expression cascade. To
systematically identify viral silencers, we performed Massively Parallel Reporter Assays (MPRA) tiling the
genomes of 34 double-stranded DNA viruses and retroviruses across multiple promoter contexts and cell lines.
We observed a high density of silencers distributed throughout most viral genomes. These elements frequently
cluster near activating regions, are often compact, and exhibit diverse transcription factor motif signatures.
Some silencers act in a promoter- or cell-specific manner, while others are broadly repressive; a subset are
bifunctional, switching between repression and activation depending on context. Motif enrichment analysis
revealed that while many viral silencers share transcription factors with human silencers, others appear to be
regulated by distinct sets of transcription factors. Together, this work delivers the first systematic atlas of
transcriptional silencers across viral genomes, revealing a pervasive and previously unappreciated repressive
regulatory layer that shapes viral gene-expression programs.
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Despite extensive efforts to map the genetic loci underlying AD risk, complete
mechanistic mapping of variants to epigenomic and transcriptomic function re-
mains elusive. We analyzed a 10x multiome (snRNA-seq + snATAC-seq) dataset
of postmortem dorsolateral prefrontal cortex samples from ROSMAP (N = 232
individuals, 458K cells post QC) and annotated them into seven major cell types
and 71 subtypes. For each major cell type, we mapped and fine-mapped cis
eQTLs and cis caQTLs across 8,861 - 21,734 genes and 19,282 - 147,769 peaks, plus
trans motifQTLs for 785 TF chromVAR activity phenotypes. These constitute
the most comprehensive QTL map of aging human brain to date. We recovered
8,846 independent eQTL, 8,616 independent caQTL and 789 independent motif-
QTL signals. In stratified LD-score regression across 57 GWAS traits, all three
annotations were jointly significant for complex-trait heritability, with caQTL
variants carrying the largest per-SNP effect (joint T = 0.69, rising to 0.90 across
18 brain traits). 257 fine-mapped variants colocalize between a caQTL and an
eQTL credible set in at least one cell type (269 variant-by-cell-type colocaliza-
tions), and 90% of these show a concordant direction of effect - the allele that
opens chromatin also raises expression. We next performed enhancer-to-gene
linking analysis using SCARIlink, ranking gene-peak pairs by their link strength
enriched colocalized pairs 3.8-6.5-fold over baseline prevalence across cell types.
In Microglia, rs17783630 was picked up as a fine-mapped caQTL (PIP 1.00, P =
6.7e-37) and a fine-mapped eQTL for RIN3 (PIP 0.57, P = 1.3e-11), and SCARlink
independently links the caQTL peak to AD risk gene RIN3 (z = 14.6, FDR =
1.9e-24). Additionally, rs7648145 was picked up in inhibitory neurons as a fine-
mapped trans-QTL for MEF2C motif activity (PIP 0.95, P = 2.2e-8), naming an AD
risk gene as the effector transcription factor. Overall, this atlas provides insights
of cell-type-specific regulatory mechanisms underlying Alzheimer’s disease risk.

October 1-2, 2026 - Cambridge, MA 52 of 218



Abstract Title:

A single nucleus multiome QTL atlas of the aging human brain maps regulatory variation
underlying Alzheimer's disease risk

Louis Liu, Xuewei Cao, Anjing Liu, Natacha Comandante-Lou, Yiyi Ma, Gao Wang, David
Bennett, Philip De Jager, Kushal Dey, Christina Leslie

!Memorial Sloan Kettering Cancer Center, Weill Cornell Graduate School of Medical Sciences;
liuj 1 1@mskcc.org

’Memorial Sloan Kettering Cancer Center, Columbia University; caox2@mskcc.org
3Columbia University, al4225@cumc.columbia.edu

“Columbia University,; nc3018@cumc.columbia.edu

>Columbia University; ym2666@cumc.columbia.edu

5Columbia University, gw2411@cumc.columbia.edu

"Rush University; david_a_bennett@rush.edu

8Columbia University; pld2115@cumc.columbia.edu

*Memorial Sloan Kettering Cancer Center; deyk@mskcc.org

"Memorial Sloan Kettering Cancer Center; lesliec@mskcc.org

Abstract

Despite extensive efforts to map the genetic loci underlying AD risk, complete mechanistic
mapping of variants to epigenomic and transcriptomic function remains elusive. We analyzed a
10x multiome (snRNA-seq + snATAC-seq) dataset of postmortem dorsolateral prefrontal cortex
samples from ROSMAP (N = 232 individuals, 458K cells post QC) and annotated them into seven
major cell types and 71 subtypes. For each major cell type, we mapped and fine-mapped cis eQTLs
and cis caQTLs across 8,861 - 21,734 genes and 19,282 - 147,769 peaks, plus trans motifQTLs
for 785 TF chromVAR activity phenotypes. These constitute the most comprehensive QTL map
of aging human brain to date.

We recovered 8,846 independent eQTL, 8,616 independent caQTL and 789 independent motif-
QTL signals. In stratified LD-score regression across 57 GWAS traits, all three annotations were
jointly significant for complex-trait heritability, with caQTL variants carrying the largest per-SNP
effect (joint t = 0.69, rising to 0.90 across 18 brain traits). 257 fine-mapped variants colocalize
between a caQTL and an eQTL credible set in at least one cell type (269 variant-by-cell-type
colocalizations), and 90% of these show a concordant direction of effect - the allele that opens
chromatin also raises expression. We next performed enhancer-to-gene linking analysis using
SCARIink, ranking gene-peak pairs by their link strength enriched colocalized pairs 3.8-6.5-fold
over baseline prevalence across cell types. In Microglia, rs17783630 was picked up as a fine-
mapped caQTL (PIP 1.00, P = 6.7¢-37) and a fine-mapped eQTL for RIN3 (PIP 0.57, P = 1.3e-
11), and SCARlIink independently links the caQTL peak to AD risk gene RIN3 (z = 14.6, FDR =
1.9¢-24). Additionally, rs7648145 was picked up in inhibitory neurons as a fine-mapped trans-
QTL for MEF2C motif activity (PIP 0.95, P = 2.2¢-8), naming an AD risk gene as the effector
transcription factor. Overall, this atlas provides insights of cell-type-specific regulatory
mechanisms underlying Alzheimer’s disease risk.
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Nitrogen is abundant in the atmosphere but inaccessible to nearly all life, and a
single microbial enzyme (i.e., nitrogenase) is what makes it available to the rest of
the biosphere. Nitrogenase has two parts: an ATP-powered electron donor (NifH)
and the catalytic core that binds N2 (NifD and NifK). However, many genomes
encode nifH-like genes without nifD/nifK, making nifH-only annotations poten-
tially misleading. Here we separate true nitrogen-fixers (complete nifHDK) from
pseudo-nitrogen-fixers (nifH-like genes only) across 6879 bacterial and archaeal
genomes and ask what the retained proteins do. Using a genome-resolved
framework, we compared their global distribution and carbon, nitrogen, and
energy metabolism. Pseudo-nitrogen fixers are widely distributed, and we iden-
tified two new archaeal phyla (Halobacteriota and Methanobacteriota) that carry
pseudo-nifH. Compared with true nitrogen fixers, pseudo nitrogen fixers are
metabolically streamlined and lack carbon fixation and multiple nitrogen trans-
formation pathways. In contrast, pseudo nitrogen fixers are enriched in strict
anaerobic and host-associated lifestyles supported by acetate utilization, sulfur
metabolism, hydrogen metabolism, and methane production. To infer functions
of retained nifH-like proteins, we integrated genomic language models with
protein-protein interaction prediction. Our analyses suggest that nitrogenase-
like proteins in pseudo nitrogen fixers have undergone neofunctionalization,
with predicted roles in tetrapyrrole biosynthesis (e.g., chlorophyll), sulfur scav-
enging and methanogenesis, and additional paralogs linked to nutrient import,
siderophore-mediated iron uptake, and lipid flipping. By distinguishing true and
pseudo nitrogen fixers, our study refines genome-based inference of nitrogen
fixation and reveals hidden metabolic innovation in globally distributed nitro-
genase-like proteins.
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Nitrogen is abundant in the atmosphere but inaccessible to nearly all life, and a single microbial enzyme
(i.e., nitrogenase) is what makes it available to the rest of the biosphere. Nitrogenase has two parts: an
ATP-powered electron donor (NifH) and the catalytic core that binds N> (NifD and NifK). However,
many genomes encode nifH-like genes without nifD/nifK, making nifH-only annotations potentially
misleading. Here we separate true nitrogen-fixers (complete nifHDK) from pseudo-nitrogen-fixers (nifH-
like genes only) across 6879 bacterial and archaeal genomes and ask what the retained proteins do. Using
a genome-resolved framework, we compared their global distribution and carbon, nitrogen, and energy
metabolism. Pseudo-nitrogen fixers are widely distributed, and we identified two new archaeal phyla
(Halobacteriota and Methanobacteriota) that carry pseudo-nifH. Compared with true nitrogen fixers,
pseudo nitrogen fixers are metabolically streamlined and lack carbon fixation and multiple nitrogen
transformation pathways. In contrast, pseudo nitrogen fixers are enriched in strict anaerobic and host-
associated lifestyles supported by acetate utilization, sulfur metabolism, hydrogen metabolism, and
methane production. To infer functions of retained nifH-like proteins, we integrated genomic language
models with protein-protein interaction prediction. Our analyses suggest that nitrogenase-like proteins in
pseudo nitrogen fixers have undergone neofunctionalization, with predicted roles in tetrapyrrole
biosynthesis (e.g., chlorophyll), sulfur scavenging and methanogenesis, and additional paralogs linked to
nutrient import, siderophore-mediated iron uptake, and lipid flipping. By distinguishing true and pseudo
nitrogen fixers, our study refines genome-based inference of nitrogen fixation and reveals hidden
metabolic innovation in globally distributed nitrogenase-like proteins.
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RNA sequencing has improved the diagnostic yield in rare disease, yet current
approaches mainly rely on short read methods with inherent limitations caused
by ambiguously or incorrectly mapped reads. Long-read RNA sequencing
(IrRNA-seq) can capture full-length transcripts to resolve such ambiguities, but
assessment of its application to rare diseases remains limited. Here, we generate
an average of 13.4 million full-length non-chimeric IrRNA-seq reads from a
whole blood cohort of 20 individuals with rare diseases and their unaffected
biological parents, and compare the transcriptome coverage with paired short-
read RNA-seq (stTRNA-seq) overall and in known disease-associated (DA) genes.
IrRNA-seq yields more uniform coverage across transcripts compared to srRNA-
seq, and 20.2% of long-read transcripts are greater than 10 kb versus less than 5%
from paired stRNA-seq. From IrRNA-seq we identify a mean of 24,439 isoforms
of which 18.5% are unannotated in GENCODE. Of these unannotated isoforms,
74.3% are in DA genes. We identify a mean of 13 unique fusion transcripts per
sample, all intrachromosomal, but none with an associated variant from paired
long-read DNA sequencing to indicate a genomic structural cause, likely reflect-
ing known stochastic transcriptional read-through to adjacent genes. In one
individual diagnosed with ReNU syndrome (de novo RNU4-2 variant causing a
disorder of the major spliceosome), we show that IrRNA-seq reveals an expected
transcriptome-wide spliceopathy pattern of 5" splice site variation that srRNA-
seq does not detect. Overall, this study establishes a resource of paired IrRNA-seq
and srRNA-seq from a heterogeneous rare disease cohort, and highlights the
challenges and opportunities for applying IrRNA-seq to rare disease diagnostics.
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RNA sequencing has improved the diagnostic yield in rare disease, yet current approaches
mainly rely on short read methods with inherent limitations caused by ambiguously or incorrectly
mapped reads. Long-read RNA sequencing (IrRNA-seq) can capture full-length transcripts to
resolve such ambiguities, but assessment of its application to rare diseases remains limited.
Here, we generate an average of 13.4 million full-length non-chimeric IrRNA-seq reads from a
whole blood cohort of 20 individuals with rare diseases and their unaffected biological parents,
and compare the transcriptome coverage with paired short-read RNA-seq (srRNA-seq) overall
and in known disease-associated (DA) genes. IrRNA-seq yields more uniform coverage across
transcripts compared to srRNA-seq, and 20.2% of long-read transcripts are greater than 10 kb
versus less than 5% from paired srRNA-seq. From IrRNA-seq we identify a mean of 24,439
isoforms of which 18.5% are unannotated in GENCODE. Of these unannotated isoforms, 74.3%
are in DA genes. We identify a mean of 13 unique fusion transcripts per sample, all
intrachromosomal, but none with an associated variant from paired long-read DNA sequencing
to indicate a genomic structural cause, likely reflecting known stochastic transcriptional
read-through to adjacent genes. In one individual diagnosed with ReNU syndrome (de novo
RNUA4-2 variant causing a disorder of the major spliceosome), we show that IrRNA-seq reveals
an expected transcriptome-wide spliceopathy pattern of 5’ splice site variation that srRNA-seq
does not detect. Overall, this study establishes a resource of paired IrRNA-seq and srRNA-seq
from a heterogeneous rare disease cohort, and highlights the challenges and opportunities for
applying IrRNA-seq to rare disease diagnostics.
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Single-cell lineage tracing (scLT) enables reconstruction of developmental his-
tories by coupling lineage barcodes with transcriptomic profiling. The rapid
accumulation of scLT datasets across diverse species, tissues, and experimental
systems has created unprecedented opportunities to uncover general princi-
ples of cell fate determination. However, lineage inference remains challenging
because lineage information is often incomplete owing to barcode dropout, bar-
code silencing, and destructive sampling, while existing computational methods
are typically tailored to individual datasets and transfer poorly across bio-
logical contexts. Meanwhile, current single-cell foundation models are largely
transcriptome-driven and do not explicitly incorporate lineage-relevant biolog-
ical knowledge. Here we present LINGO, a lineage foundation model that inte-
grates a lineage-informed knowledge graph with large-scale scLT pretraining for
single-cell lineage inference. LINGO combines developmental hierarchies, gene
regulatory interactions, pathway information, and lineage-relevant cellular rela-
tionships within a unified graph framework and uses graph-based contrastive
pretraining to learn lineage-aware representations. We pretrained LINGO on
more than 2 million cells from lineage-tracing datasets spanning 18 tissue types
across mouse, human, and zebrafish, and evaluated it on held-out benchmarks
encompassing cell linkage prediction, lineage origin prediction, and clonal plas-
ticity prediction across diverse lineage-tracing technologies, tissues, and species.
LINGO consistently outperformed state-of-the-art lineage-analysis methods and
transcriptome-based foundation models, achieving gains of up to 26 percent-
age points on held-out benchmarks. Furthermore, pretrained representations
remained highly informative even when model weights were frozen during
down- stream fine-tuning, demonstrating the robustness and transferability of
the learned representations. Together, these results demonstrate the value of
inte- grating structured biological knowledge into large-scale representation
learning and establish a foundation-model framework for single-cell lineage
inference.
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Abstract

Single-cell lineage tracing (scLT) enables reconstruction of developmental his- tories by coupling lineage barcodes with
transcriptomic profiling. The rapid accumulation of scLT datasets across diverse species, tissues, and experimental
systems has created unprecedented opportunities to uncover general princi- ples of cell fate determination. However,
lineage inference remains challenging because lineage information is often incomplete owing to barcode dropout, bar-
code silencing, and destructive sampling, while existing computational methods are typically tailored to individual
datasets and transfer poorly across bio- logical contexts. Meanwhile, current single-cell foundation models are largely
transcriptome-driven and do not explicitly incorporate lineage-relevant biological knowledge. Here we present LINGO, a
lineage foundation model that inte- grates a lineage-informed knowledge graph with large-scale scLT pretraining for
single-cell lineage inference. LINGO combines developmental hierarchies, gene regulatory interactions, pathway
information, and lineage-relevant cellular rela- tionships within a unified graph framework and uses graph-based
contrastive pretraining to learn lineage-aware representations. We pretrained LINGO on more than 2 million cells from
lineage-tracing datasets spanning 18 tissue types across mouse, human, and zebrafish, and evaluated it on held-out
benchmarks encompassing cell linkage prediction, lineage origin prediction, and clonal plas- ticity prediction across
diverse lineage-tracing technologies, tissues, and species. LINGO consistently outperformed state-of-the-art lineage-
analysis methods and transcriptome-based foundation models, achieving gains of up to 26 percent- age points on held-out
benchmarks. Furthermore, pretrained representations remained highly informative even when model weights were
frozen during down- stream fine-tuning, demonstrating the robustness and transferability of the learned representations.
Together, these results demonstrate the value of inte- grating structured biological knowledge into large-scale
representation learning and establish a foundation-model framework for single-cell lineage inference.
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Pancreatic ductal adenocarcinoma (PDAC) exhibits substantial molecular het-
erogeneity associated with differences in tumor biology and clinical outcomes.
Integrating multi-omics and imaging datasets holds promise for refining subtype
identification and therapeutic stratification. Non-Negative Matrix Factorization
(NMF) of the TCGA pancreatic adenocarcinoma cohort (TCGA-PAAD) identi-
fied six transcriptomic clusters, which were characterized against established
Bailey molecular subtypes. Clusters 2, 4, and 6 were enriched for ADEX,
Immunogenic, and Squamous subtypes, respectively. A Random Forest classi-
fier with iterative SHAP-guided feature selection identified a 35-marker-gene
panel. The classifier was then applied to an independent rapid-autopsy cohort
(RAP) from the University of Nebraska Medical Center (UNMC) with matched
transcriptomic and contrast-enhanced CT imaging. The RF model assigned
RAP patients to molecular subtypes with distinct survival patterns. Notably,
patients assigned to Cluster 2 (ADEX-like) experienced longer survival, whereas
patients in Cluster 6 (Squamous) had the shortest survival. Exploratory radi-
ogenomic analysis revealed significant associations between the 35 marker
genes and 944 CT radiomic features. Specifically, the squamous-like marker
genes EPHA2 and NTF4 showed a negative correlation with texture complexity
metrics wavelet-HLH_glszm_SizeZoneNonUniformityNormalized and wavelet-
HHL_ngtdm_Contrast, respectively. Ultimately, integrating molecular and
radiomic markers suggests that non-invasive CT imaging can act as a surrogate
for underlying tumor biology. High expression of squamous markers (EPHA2/
NTF4) coupled with a low size-zone uniformity or low neighboring contrast on
CT reflects a shift toward coarse, poorly perfused, or necrotic tissue. This distinct
radiogenomic profile serves as a non-invasive indicator of a highly aggressive
squamous-like phenotype and poor patient prognosis.
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Background: Pancreatic ductal adenocarcinoma (PDAC) is characterized by high molecular and
structural heterogeneity, which underlies significant variation in tumor biology and patient
outcomes. Integrating multi-omics and imaging datasets holds promise for refining subtype
identification and therapeutic stratification.

Methods: Using Non-Negative Matrix Factorization (NMF) on the TCGA pancreatic
adenocarcinoma cohort (TCGA-PAAD), we identified six transcriptomic clusters. These were
characterized against established Bailey molecular subtypes: Cluster 2 demonstrated enrichment
for the Aberrantly Differentiated Endocrine Exocrine (ADEX) subtype, Cluster 4 for the
Immunogenic subtype, and Cluster 6 for the highly aggressive Squamous subtype. To construct a
robust molecular classifier, we trained a Random Forest (RF) model using an initial set of 4,075
non-redundant genes. Iterative SHAP-guided recursive feature elimination (RFE) successfully
reduced this signature to a highly discriminative 35-marker-gene panel, yielding multi-class cross-
validation AUC values above 0.949. The final classifier was validated on an independent rapid-
autopsy cohort (RAP) from the University of Nebraska Medical Center (UNMC) with matched
transcriptomic and contrast-enhanced CT imaging.

Results: In the RAP cohort, the RF model successfully assigned patients to molecular subtypes,
demonstrating differences in overall survival. Notably, patients assigned to Cluster 2 (ADEX-like)
experienced longer survival, whereas patients in Cluster 6 (Squamous) had the shortest survival.
Exploratory radiogenomic analysis revealed significant associations between the 35 marker genes
and 944 CT radiomic features. Specifically, the squamous-like marker genes EPHA2 and NTF4
showed a negative correlation  with  texture complexity —metrics  wavelet-
HLH_glszm_SizeZoneNonUniformityNormalized and wavelet-HHL ngtdm_Contrast,
respectively.

Conclusions: Ultimately, integrating molecular and radiomic markers suggests that non-invasive
CT imaging can act as a surrogate for underlying tumor biology. High expression of squamous
markers (EPHA2/NTF4) coupled with a low size-zone uniformity or low neighboring contrast on
CT reflects a shift toward coarse, poorly perfused, or necrotic tissue. This distinct radiogenomic
profile serves as a non-invasive, high-confidence indicator of a highly aggressive squamous-like
phenotype and poor patient prognosis
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Autonomous agents are rapidly becoming credible collaborators in computa-
tional biology, but their competence is bounded by the tools and interfaces given
to them. For genomics, that tooling is fragmented, brittle, and tightly coupled to
specific file formats and line-oriented processing. Consequently, most bioinfor-
matics code is dedicated to I/O, and most time is wasted routing data through
tools that create intermediate copies at every step, and handling edge cases/
deviations with ad hoc scripts. These influences not only bottleneck traditional
analyses but also increasingly limit the scalability of training genomic machine
learning (ML) models and usability by agents, who, like humans, must battle with
the idiosyncrasies of each tool. We argue that simply teaching agents to run clas-
sical workflows, or reimplementing the same tools in faster languages, misses
the root of the problem. Instead, we propose a paradigm flip: make genomic
data operate natively within modern analytics and ML systems, circumventing
many traditional tools. Here, we introduce CompoSeq (https://composeq.dev),
an initiative to openly develop specifications and reference implementations
of composable primitives for genomic analysis. CompoSeq is led by a team of
maintainers of established open-source genomic analysis and ML libraries and
is currently focused on four workstreams: transport (bridging genomic formats
to in-memory representations native to modern engines and tensor libraries);
execution (optimized kernels for spatial joins and rasterization); portability (a
SQL dialect for genomic interval operations that transpiles across engines); and
modeling (loaders converting record batches into rasterized tensors on GPU for
sequence-to-function model training).
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Autonomous agents are rapidly becoming credible collaborators in computational biology, but their competence is
bounded by the tools and interfaces given to them. For genomic analysis, that tooling is fragmented, brittle, and tightly
coupled to specific file formats and line-oriented processing. Consequently, most bioinformatics code is dedicated to
parsing and I/O, and most time is wasted routing data through tools that inadvertently create intermediate copies at every
step, and handling edge cases/deviations with ad hoc scripts. These influences not only bottleneck traditional analyses but
also increasingly limit the scalability of training genomic machine learning (ML) models and usability by agents, who,
like humans, must battle with the idiosyncrasies of each tool. We argue that simply teaching agents to run classical
workflows or reimplementing the same tools in faster languages does not address the root of the problem. Rather, we
propose to flip the paradigm by making genomic data operate natively within modern analytics and ML systems,
circumventing the need for many traditional tools. Put another way, with the right primitives, agents can reason more
deeply about biology than about file formats. As maintainers of established open-source libraries for genomic analysis and
ML, we have begun a joint initiative called CompoSeq (https:/composeq.dev) to develop the required specifications and
reference implementations based on open, domain-agnostic standards, with a focus on the following workstreams:

1. Transport: Bridging genomic formats to efficient interchange and in-memory representations that are native to modern
analytic engines and tensor libraries.

2. Execution: Optimized reference kernels for the operations that dominate genomic analysis: spatial joins (overlap,
nearest-feature, and related operations) and rasterization (coverage depth, pileup, windowed statistics).

3. Portability: A SQL dialect for genomic interval operations that transpiles to standard SQL and other engines (DuckDB,
DataFusion, Polars, as well as warehouse/lakehouse platforms), so that queries outlive the engine they are written against.
4. Modeling. Data loaders that efficiently convert tabular record batches into rasterized tensors (PyTorch, JAX,
Tensorflow, etc.) on the GPU for sequence-to-function model training.

We will introduce the projects, architecture, concepts, and standards of the CompoSeq initiative and report on early
progress and benchmarks. By decoupling genomic query semantics from data transport and query execution, our goal is a
fabric for genomic data that is rapid, declarative, streaming, and composable, making it an ideal substrate for agent-driven
genomic research. Whether fine-mapping variants or training machine learning models, the composable foundations
outlined in this talk provide the expressiveness and the power to automatically optimize queries (via push-down,
projection, and pruning), migrate to cloud-native storage, avoid slow and wasteful file generation and bespoke shell
scripts, and accommodate arbitrary customization, static query analysis, and verification. They will enable researchers,
human and agentic, to operate on genomic data declaratively using standard interfaces (SQL, lazy dataframes, tensors).
All specifications, benchmarks, and materials are developed in the open under permissive licenses.
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Spatial transcriptomics resolves gene expression across intact tissue. The bio-
logical programs that organize the tissue often cannot be captured by discrete
domains. Instead, they behave as continuous processes that vary smoothly
across space that can grade into one another. Capturing these continuous
programs, tying them to interpretable gene-level biology, and recovering the
tissue architecture a pathologist would recognize remains an ongoing challenge.
Existing representation methods can recover spatial structure but tend to yield
embeddings or clusters that resist gene-level interpretation and flatten the
gradients defining how tissue transitions between different states, such as from
benign to malignant in cancer.

Here we apply scCont, a fully unsupervised contrastive learning framework,
to spatial transcriptomics (Visium, 10X Genomics). scCont first defines positive
pairs using a k-nearest-neighbors approach over local transcriptomic neighbor-
hoods and then learns a contrastive embedding whose latent dimensions map to
functional gene programs. Trained across ten prostate datasets without spatial or
histological labels, scCont recovers interpretable, spatially coherent programs,
including a carcinoma axis marked by loss of benign secretory identity, reactive
stroma, and an epithelial-stromal compartment axis. Each program is corrob-
orated by prostate literature and a quantitative comparison against MSigDB
Hallmark gene sets. We benchmark scCont against established linear and neural
network methods and observe that its programs are the most predictable and
align well with pathologist annotations, separating malignant from benign
glands with large effect sizes. Finally, these unsupervised features transfer
directly to annotate new Visium datasets, identifying functional programs and
candidate tissue boundaries where expert labels are absent.
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Title: Unsupervised extraction of interpretable, functional programs from spatial transcriptomics through a
contrastive learning framework

Spatial transcriptomics resolves gene expression across intact tissue. The biological programs that organize
the tissue often cannot be captured by discrete domains. Instead, they behave as continuous processes that
vary smoothly across space that can grade into one another. Capturing these continuous programs, tying them
to interpretable gene-level biology, and recovering the tissue architecture a pathologist would recognize
remains an ongoing challenge. Existing representation methods can recover spatial structure but tend to yield
embeddings or clusters that resist gene-level interpretation and flatten the gradients defining how tissue
transitions between different states, such as from benign to malignant in cancer.

Here we apply scCont, a fully unsupervised contrastive learning framework, to spatial transcriptomics
(Visium, 10X Genomics). scCont first defines positive pairs using a k-nearest-neighbors approach over local
transcriptomic neighborhoods and then learns a contrastive embedding whose latent dimensions map to
functional gene programs. Trained across ten prostate datasets without spatial or histological labels, scCont
recovers interpretable, spatially coherent programs, including a carcinoma axis marked by loss of benign
secretory identity, reactive stroma, and an epithelial-stromal compartment axis. Each program is
corroborated by prostate literature and a quantitative comparison against MSigDB Hallmark gene sets. We
benchmark scCont against established linear and neural network methods and observe that its programs are
the most predictable and align well with pathologist annotations, separating malignant from benign glands
with large effect sizes. Finally, these unsupervised features transfer directly to annotate new Visium datasets,
identifying functional programs and candidate tissue boundaries where expert labels are absent.
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Alternative splicing of mRNA precursors is a fundamental mechanism to expand
the functional capabilities of the genome by generating multiple protein iso-
forms from a single gene, greatly diversifying protein function. Approximately
70% of alternatively spliced isoforms are predicted to induce functional or
structural protein alterations, whereas others may be unstable and subject to
degradation. To date, large-scale experimental characterization of isoform-level
physiological stability remains limited, where we refer to the isoforms that are
expressed in biologically relevant amounts at both transcript and protein levels
as physiological stable. In this work, we construct a novel multi-source dataset
of 3,754 paired reference and alternative isoforms with annotated physiological
stability, derived from a harmonized proteogenomic integration of four experi-
mental datasets. We then train an integrative proteogenomic machine learning
framework that combines biologically derived features with foundation models-
based embeddings at both transcript- and protein-levels to predict physiological
stability of alternative protein isoforms and reach 83% cross-validated F1 score.
We further perform orthogonal validation using proteomics experiments and
wide-range temperature-series molecular dynamics (MD) simulations to assess
thermal stability differences among isoforms from the same gene. Finally, we
apply our model at genome scale. Analysis of the Human Protein Atlas (filtered
at >20 TPM) identifies 7,376 stable and 8,216 unstable alternative isoforms, and
analysis of GENCODE basic annotation reveals that, among 44,684 protein-
coding alternative isoforms across 19,411 genes, 31,936 are predicted to be stable
and 12,735 unstable, suggesting that the functional human proteome is substan-
tially shaped by isoform-level stability constraints.
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Alternative splicing of mRNA precursors is a fundamental mechanism to expand the functional capabilities of the genome
by generating multiple protein isoforms from a single gene, greatly diversifying protein function. Approximately 70% of
alternatively spliced isoforms are predicted to induce functional or structural protein alterations, whereas others may be
unstable and subject to degradation. To date, large-scale experimental characterization of isoform-level physiological
stability remains limited, where we refer to the isoforms that are expressed in biologically relevant amounts at both
transcript and protein levels as physiological stable. In this work, we construct a novel multi-source dataset of 3,754
paired reference and alternative isoforms with annotated physiological stability, derived from a harmonized
proteogenomic integration of four experimental datasets. We then train an integrative proteogenomic machine learning
framework that combines biologically derived features with foundation models-based embeddings at both transcript- and
protein-levels to predict physiological stability of alternative protein isoforms and reach 83% cross-validated F1 score. We
further perform orthogonal validation using proteomics experiments and wide-range temperature-series molecular
dynamics (MD) simulations to assess thermal stability differences among isoforms from the same gene. Finally, we apply
our model at genome scale. Analysis of the Human Protein Atlas (filtered at >20 TPM) identifies 7,376 stable and 8,216
unstable alternative isoforms, and analysis of GENCODE basic annotation reveals that, among 44,684 protein-coding
alternative isoforms across 19,411 genes, 31,936 are predicted to be stable and 12,735 unstable, suggesting that the
functional human proteome is substantially shaped by isoform-level stability constraints.
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Figure 1: A. Isoform degradation mechanisms in AS. Each unstable isoform could be degraded at either transcript or protein level through various
mechanisms. B. Top left: problem formulation of this work. Top right: Feature groups used in this work. Bottom: multi-source proteogenomic
data integration pipeline. C. Top: MD analysis of NME6 gene shows reduced structural stability for unstable alternative isoform. Bottom: MS
detects more peptides associated with stable than with unstable isoforms. D. Top: Stable alternative isoforms have higher transcript expression
correlation with corresponding reference isoforms across 186 samples in HPA for housckeeping and immune system genes. Bottom: Analysis of
GENCODE Basic reveals 1. stable alternative isoforms that have unique protein sequences (top left), and 2. unstable alternative isoforms that
have identical protein sequences (bottom right).
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Pharmacogenomics identifies genetic variants that predict drug response, yet
most studies rely on randomized trials with homogeneous populations. The All
of Us Research Program, with whole genome sequencing (WGS) and longitu-
dinal Electronic Health Record (EHR) data for over 414,000 participants, offers
an opportunity to evaluate whether established pharmacogenomics associations
replicate in a diverse real-world cohort. We developed an EHR-based pipeline
and applied it to two FDA labelled drug-gene pairs: CYP2C19 loss-of-func-
tion variants with clopidogrel-associated major adverse cardiovascular events
(MACE), and SLCO1B1 rs4149056 with statin-associated myopathy. For each
pair, we defined first-prescription cohorts with WGS availability and matched
one year of prior EHR data, extracted genotypes, defined outcomes using ICD-
coded diagnoses, and ran logistic regression adjusting for age, sex, and ancestry.
For the statin analysis, we incorporated sex-specific creatine kinase elevation as
a secondary outcome. We also ran a chromosome 12 candidate region GWAS on
the SLCO1B1 locus. The clopidogrel cohort (n=7,656, 10.5% carriers) showed no
significant MACE association (OR 0.85, p=0.21) but a significant opposite-direc-
tion stroke signal (OR 0.68, p=0.04). The atorvastatin cohort (n=55,906, 23.7%
carriers) yielded 202 composite myopathy cases; logistic regression showed
OR 0.78, opposite to expectation. Rs4149056 was not significant in the GWAS
(OR=1.38, p=0.13). Neither association replicated as expected, illustrating key
challenges in translating pharmacogenomics findings to biobank-scale cohorts.
We are currently running a GWAS to identify novel pharmacogenetic variants
associated with statin-induced myopathy beyond the SLCO1B1 locus.
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Replicating Pharmacogenomic Associations in All of Us: An EHR-Based Pipeline for
FDA-Labeled Drug-Gene Pairs
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Pharmacogenomics identifies genetic variants that predict drug response, yet most studies rely on randomized trials with
homogeneous populations. The All of Us Research Program, with whole genome sequencing (WGS) and longitudinal
Electronic Health Record (EHR) data for over 414,000 participants, offers an opportunity to evaluate whether established
pharmacogenomics associations replicate in a diverse real-world cohort. We developed an EHR-based pipeline and
applied it to two FDA labelled drug-gene pairs: CYP2C19 loss-of-function variants with clopidogrel-associated major
adverse cardiovascular events (MACE), and SLCO1B1 rs4149056 with statin-associated myopathy. For each pair, we
defined first-prescription cohorts with WGS availability and matched one year of prior EHR data, extracted genotypes,
defined outcomes using ICD-coded diagnoses, and ran logistic regression adjusting for age, sex, and ancestry. For the
statin analysis, we incorporated sex-specific creatine kinase elevation as a secondary outcome. We also ran a chromosome
12 candidate region GWAS on the SLCO1B1 locus. The clopidogrel cohort (n=7,656, 10.5% carriers) showed no
significant MACE association (OR 0.85, p=0.21) but a significant opposite-direction stroke signal (OR 0.68, p=0.04). The
atorvastatin cohort (n=55,906, 23.7% carriers) yielded 202 composite myopathy cases; logistic regression showed OR
0.78, opposite to expectation. Rs4149056 was not significant in the GWAS (OR=1.38, p=0.13). Neither association
replicated as expected, illustrating key challenges in translating pharmacogenomics findings to biobank-scale cohorts. We
are currently running a GWAS to identify novel pharmacogenetic variants associated with statin-induced myopathy
beyond the SLCO1BI locus.
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Chromosome-arm copy-number alterations (CNAs)—gains and losses of entire
chromosome arms—are pervasive drivers of tumor evolution, yet quantifying
the fitness effects of CNAs remains challenging. Recent advances in single-cell
sequencing (scSeq) enable high-resolution profiling of CNAs across intra-tumor
clonal populations, potentially providing a window into the underlying pheno-
typic diversity within tumors and enabling its inference through computational
approaches.

Phenotypic effects of alterations at different loci are often assumed to be
independent, simplifying calculations but neglecting epistatic interactions and
synthetic lethality, both of which are prevalent in cancer clonal populations.
Inferring selection coefficients for entire CNA genotypes is substantially
more challenging, particularly because mechanistic models of clonal evolution
typically yield intractable likelihoods, precluding standard likelihood-based in-
ference.

We present a likelihood-free, simulation-based inference (SBI) framework for
estimating genotype-specific selection coefficients from single-snapshot clonal
CNA profiles. Using synthetic data generated by agent-based simulations, we
train a normalizing-flow neural posterior estimator to map observed CNA
profiles to calibrated posterior distributions over their associated fitness coeffi-
cients, thereby amortizing inference across new observations without requiring
additional simulations.

On simulated data, our primary model, CloneMLP-NPE, yields well-calibrated
posterior distributions over fitness coefficients. Its posterior-mean estimates
recover a substantial fraction of the variation in true fitness coefficients (R"2
= $ 0.34-0.62; Pearson correlation up to 0.79), outperforming several baseline
approaches. Together, these results demonstrate the potential of SBI as an
uncertainty-aware likelihood-free approach for inferring intra-tumor fitness
landscapes from scSeq data.
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Chromosome-arm copy-number alterations (CNAs)—gains and losses of entire chromosome arms—are pervasive drivers of
tumor evolution, yet quantifying the fitness effects of CNAs remains challenging. Recent advances in single-cell sequencing
(scSeq) enable high-resolution profiling of CNAs across intra-tumor clonal populations, potentially providing a window into
the underlying phenotypic diversity within tumors and enabling its inference through computational approaches.
Phenotypic effects of alterations at different loci are often assumed to be independent, simplifying calculations but neglecting
epistatic interactions and synthetic lethality, both of which are prevalent in cancer clonal populations. Inferring selection
coefficients for entire CNA genotypes is substantially more challenging, particularly because mechanistic models of clonal
evolution typically yield intractable likelihoods, precluding standard likelihood-based inference.

We present a likelihood-free, simulation-based inference (SBI) framework for estimating genotype-specific selection coef-
ficients from single-snapshot clonal CNA profiles. Using synthetic data generated by agent-based simulations, we train a
normalizing-flow neural posterior estimator to map observed CNA profiles to calibrated posterior distributions over their as-
sociated fitness coefficients, thereby amortizing inference across new observations without requiring additional simulations.
On simulated data, our primary model, CloneMLP-NPE, yields well-calibrated posterior distributions over fitness coeffi-
cients. Its posterior-mean estimates recover a substantial fraction of the variation in true fitness coefficients (R? = 0.34—
0.62; Pearson correlation up to 0.79), outperforming several baselines approaches. Together, these results demonstrate the
potential of SBI as an uncertainty-aware likelihood-free approach for inferring intra-tumor fitness landscapes from scSeq
data.
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Single-cell RNA sequencing (scRNA-seq) and spatial transcriptomics (ST) en-
able high-resolution characterization of cellular heterogeneity across species.
However, existing cross-species integration and annotation methods primarily
rely on homologous genes, thereby overlook non-homologous genes that may
encode species-specific biological information. Here, we present CrossHONA,
a multi-stage deep learning framework for cross-species integration and anno-
tation of scRNA-seq and ST data. CrossHONA jointly models homologous
and non-homologous genes in a unified embedding space, enabling it to
capture both conserved and species-specific biological signals. Across multiple
scRNA-seq and ST benchmarks, CrossHONA consistently outperforms existing
methods in integration and cell type annotation, achieving relative improve-
ment of 11%-145%. Gradient-based interpretability analyses further show that
both conserved homologous and species-specific genes contribute to cell-type
annotation, and that CrossHONA-derived inter-species similarity patterns reca-
pitulate known phylogenetic relationships. Together, CrossHONA provides an
interpretable and flexible framework for cross-species transcriptomic analysis
beyond homologous gene matching, with an accompanying agent-based inter-
face to improve accessible and reproducibility.
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Single-cell RNA sequencing (scRNA-seq) and spatial transcriptomics (ST) enable high-resolution characterization of
cellular heterogeneity across species. However, existing cross-species integration and annotation methods primarily rely
on homologous genes, thereby overlook non-homologous genes that may encode species-specific biological information.
Here, we present CrossHONA, a multi-stage deep learning framework for cross-species integration and annotation of
scRNA-seq and ST data. CrossHONA jointly models homologous and non-homologous genes in a unified embedding
space, enabling it to capture both conserved and species-specific biological signals. Across multiple scRNA-seq and ST
benchmarks, CrossHONA consistently outperforms existing methods in integration and cell type annotation, achieving
relative improvement of 11%-145%. Gradient-based interpretability analyses further show that both conserved
homologous and species-specific genes contribute to cell-type annotation, and that CrossHONA-derived inter-species
similarity patterns recapitulate known phylogenetic relationships. Together, CrossHONA provides an interpretable and
flexible framework for cross-species transcriptomic analysis beyond homologous gene matching, with an accompanying
agent-based interface to improve accessible and reproducibility.
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Optical pooled screens (OPS) link CRISPR perturbations to imaging phenotypes
at single-cell resolution, but outputs are conventionally collapsed to per-gene
averages early in analysis, discarding single-cell heterogeneity. We present
scBrieflow, a standardized, config-driven pipeline repurposing scverse tools
alongside Harmony batch correction for imaging-derived morphology, treating
cells-by-features as the morphology analog of AnnData’s traditional cells-by-
genes structure. Built on brieflow’s feature-extraction output, scBrieflow creates
an AnnData object per screen and applies flag-don’t-delete QC, feature filtering,
NTC-referenced normalization, and six embedding methods: PCA, Harmony,
and four batch-conditional deep generative models (VAE, contrastiveVI, CPA,
SAMS-VAE), outputting a final AnnData object and HTML report. As a valida-
tion case study, nuclear DAPI intensity resolves G1/S/G2M cell-cycle phases via
non-parametric peak-reflection deconvolution, chosen for generalizing across
screens where two-component methods collapse the S-phase plateau. Where
available, an independent proliferation marker, like Cyclin B1 or Ki67, correlates
with DNA content. Phase structure is preserved after Harmony batch correc-
tion across all four screens (55,000-270,000 control cells each). To compare
embeddings without circularity, we score every candidate against gene sets
defined independently of any embedding, like CORUM complexes, essential-
gene panels, and guide-to-gene concordance. By complex recovery across
perturbed populations (2.7-11.3M cells per screen, 5,000-20,000+ perturbations),
we find no universal best embedding: Harmony-corrected PCA is matched by
uncorrected PCA on every screen (within 0.02 AUROC), while deep embeddings
outperform Harmony on the largest screen and underperform on the second-
largest. scBrieflow provides a reproducible foundation for embedding selection
and genome-scale perturbation-phenotype quantification.
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Optical pooled screens (OPS) link CRISPR perturbations to imaging phenotypes at single-cell resolution, but outputs are
conventionally collapsed to per-gene averages early in analysis, discarding single-cell heterogeneity. We present
scBrieflow, a standardized, config-driven pipeline repurposing scverse tools alongside Harmony batch correction for
imaging-derived morphology, treating cells-by-features as the morphology analog of AnnData's traditional cells-by-genes
structure. Built on brieflow's feature-extraction output, scBrieflow creates an AnnData object per screen and applies flag-
don't-delete QC, feature filtering, NTC-referenced normalization, and six embedding methods: PCA, Harmony, and four
batch-conditional deep generative models (VAE, contrastiveVI, CPA, SAMS-VAE), outputting a final AnnData object
and HTML report. As a validation case study, nuclear DAPI intensity resolves G1/S/G2M cell-cycle phases via non-
parametric peak-reflection deconvolution, chosen for generalizing across screens where two-component methods collapse
the S-phase plateau. Where available, an independent proliferation marker, like Cyclin B1 or Ki67, correlates with DNA
content. Phase structure is preserved after Harmony batch correction across all four screens (55,000-270,000 control cells
each). To compare embeddings without circularity, we score every candidate against gene sets defined independently of
any embedding, like CORUM complexes, essential-gene panels, and guide-to-gene concordance. By complex recovery
across perturbed populations (2.7-11.3M cells per screen, 5,000-20,000+ perturbations), we find no universal best
embedding: Harmony-corrected PCA is matched by uncorrected PCA on every screen (within 0.02 AUROC), while deep
embeddings outperform Harmony on the largest screen and underperform on the second-largest. scBrieflow provides a
reproducible foundation for embedding selection and genome-scale perturbation-phenotype quantification.
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Reanalyzing public single-cell RNA-seq (scRNA-seq) datasets is a common but
time-consuming task. Generative Al could accelerate this process but requires
rigorous evaluation. We assessed large language models (LLMs) for cell type
annotation, a key bottleneck in scRNA-seq analysis, within a reproducible
workflow integrated with LaminDB (https://lamin.ai/), our centralized data
lakehouse. We analyzed eight expert-curated public datasets spanning multiple
therapeutic areas that had been previously internalized into Pfizer’s data ecosys-
tem. The top 100 marker genes per cluster were formatted into prompts and
submitted in parallel (8 workers, 3 replicates, 14 models), generating predicted
cell types, confidence scores, and reasoning. Predicted and reference labels
were standardized to the Cell Ontology using a retrieval-augmented workflow.
Ontology terms and synonyms were ranked against each label by cosine simi-
larity, and the 25 closest matches were provided to an LLM that selected the
most appropriate term in context. Labels were further annotated with parent
cell types to enable hierarchical performance assessment. Replicate agreement
was high (Cohen’s x > 0.67), indicating systematic rather than random error.
On average, ontology normalization improved concordance of predictions with
expert annotations by four-fold, with further gains at higher hierarchical levels
(average match rate: 48%X4.9%). Performance varied by both model and cell type:
some populations, such as B cells, were identified accurately across models,
whereas others exhibited model-specific strengths. No single model consistently
outperformed the others. In conclusion, LLM-based annotation coupled with
ontology standardization provides scalable, benchmarkable results suitable for
large-scale reanalysis, while expert review remains essential for validating bio-
logically meaningful predictions.
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Reanalyzing public single-cell RNA-seq (scRNA-seq) datasets is a common but time-consuming task. Generative Al
could accelerate this process but requires rigorous evaluation. We assessed large language models (LLMs) for cell type
annotation, a key bottleneck in scRNA-seq analysis, within a reproducible workflow integrated with LaminDB
(https://lamin.ai/), our centralized data lakehouse.

We analyzed eight expert-curated public datasets spanning multiple therapeutic areas that had been previously
internalized into Pfizer's data ecosystem. The top 100 marker genes per cluster were formatted into prompts and submitted
in parallel (8 workers, 3 replicates, 14 models), generating predicted cell types, confidence scores, and reasoning.

Predicted and reference labels were standardized to the Cell Ontology using a retrieval-augmented workflow. Ontology
terms and synonyms were ranked against each label by cosine similarity, and the 25 closest matches were provided to an
LLM that selected the most appropriate term in context. Labels were further annotated with parent cell types to enable
hierarchical performance assessment.

Replicate agreement was high (Cohen’s k > 0.67), indicating systematic rather than random error. On average, ontology
normalization improved concordance of predictions with expert annotations by four-fold, with further gains at higher
hierarchical levels (average match rate: 48%4.9%). Performance varied by both model and cell type: some populations,
such as B cells, were identified accurately across models, whereas others exhibited model-specific strengths. No single
model consistently outperformed the others.

In conclusion, LLM-based annotation coupled with ontology standardization provides scalable, benchmarkable results
suitable for large-scale reanalysis, while expert review remains essential for validating biologically meaningful
predictions.
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Modern data analysis increasingly requires identifying shared latent structure
across multiple high-dimensional datasets. A commonly used model assumes
that the data matrices are noisy observations of low-rank matrices with a
shared singular subspace. In this case, two primary methods have emerged for
estimating this shared structure, which vary in how they integrate information
across datasets. The first approach, termed , concatenates all the datasets, and
then performs a singular value decomposition (SVD). The second approach,
termed , first performs an SVD separately for each dataset, then aggregates the
top singular vectors across these datasets, and finally computes a consensus
amongst them. While these methods are widely used, they have not been rigor-
ously studied in the proportional asymptotic regime, which is of great practical
relevance in today’s world of increasing data size and dimensionality. Conse-
quently, it remains unclear when one method should be preferred over another.
In this work, we derive exact expressions for the asymptotic performance and
phase transitions of these two methods and develop optimal weighting schemes
to further improve both methods. Our analysis reveals that while neither method
uniformly dominates the other in the unweighted case, optimally weighted
dominates optimally weighted when the low rank signal is fully shared across
the datasets. We then extend our analysis to handle multiple, partially shared
components per dataset and demonstrate that can yield improved performance
without requiring estimation of subspace alignment. Finally, we provide prac-
tical algorithms for estimating optimal weights from data, offering theoretical
guidance for method selection in practical data integration problems. Extensive
numerical simulations and semi-synthetic experiments on genomic data corrob-
orate our theoretical findings.
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Modern data analysis increasingly requires identifying shared
latent structure across multiple high-dimensional datasets. A com-
monly used model assumes that the data matrices are noisy ob-
servations of low-rank matrices with a shared singular subspace. In
this case, two primary methods have emerged for estimating this
shared structure, which vary in how they integrate information across
datasets. The first approach, termed Stack-SVD, concatenates all the
datasets, and then performs a singular value decomposition (SVD).
The second approach, termed SVD-Stack, first performs an SVD sep-
arately for each dataset, then aggregates the top singular vectors
across these datasets, and finally computes a consensus amongst
them. While these methods are widely used, they have not been rig-
orously studied in the proportional asymptotic regime, which is of
great practical relevance in today’s world of increasing data size and
dimensionality. Consequently, it remains unclear when one method
should be preferred over another. In this work, we derive exact ex-
pressions for the asymptotic performance and phase transitions of
these two methods and develop optimal weighting schemes to fur-
ther improve both methods. Our analysis reveals that while neither
method uniformly dominates the other in the unweighted case, opti-
mally weighted Stack-SVD dominates optimally weighted SVD-Stack
when the low rank signal is fully shared across the datasets. We then
extend our analysis to handle multiple, partially shared components
per dataset and demonstrate that SVD-Stack can yield improved per-
formance without requiring estimation of subspace alignment. Fi-
nally, we provide practical algorithms for estimating optimal weights
from data, offering theoretical guidance for method selection in prac-
tical data integration problems. Extensive numerical simulations and
semi-synthetic experiments on genomic data corroborate our theoret-
ical findings.

*Equal contributions, listed alphabetically.
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Neuroblastoma is a pediatric cancer that occurs in infancy, with an average age
of onset being 17-18 months. Due to the early onset of the cancer, its develop-
ment is likely influenced by germline variants.But, because the cancer is rare, it
is hard to identify associated variants. To identify relevant variants, we hypoth-
esize that instead of relying only on how frequently they occur, we can also
identify if they are associated with particular somatic mutations. To investigate
this hypothesis, we analyze data from the Kids First Neuroblastoma project,
which profiles germline genetic variation and matched somatic mutations for
over 200 children with neuroblastoma. We compile gene-based burden of rare
germline variants, and for each burdened gene, we assess whether its mutation
is associated with any recurrent copy number changes, single nucleotide muta-
tions, or structural mutations. After identifying associated pairs of germline and
somatic mutations, we aim to assess if this approach distinguishes clinically
meaningful subgroups of patients. To this end, we test whether patients bearing
both a germline and significantly associated somatic mutation have distinct
survival outcomes; a different age of onset; or a distinct tumor location.
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Neuroblastoma is a pediatric cancer that occurs in infancy, with an average age of onset being 17-18
months. Due to the early onset of the cancer, its development is likely influenced by germline
variants.But, because the cancer is rare, it is hard to identify associated variants. To identify relevant
variants, we hypothesize that instead of relying only on how frequently they occur, we can also identify if
they are associated with particular somatic mutations. To investigate this hypothesis, we analyze data
from the Kids First Neuroblastoma project, which profiles germline genetic variation and matched
somatic mutations for over 200 children with neuroblastoma. We compile gene-based burden of rare
germline variants, and for each burdened gene, we assess whether its mutation is associated with any
recurrent copy number changes, single nucleotide mutations, or structural mutations. After identifying
associated pairs of germline and somatic mutations, we aim to assess if this approach distinguishes
clinically meaningful subgroups of patients. To this end, we test whether patients bearing both a germline
and significantly associated somatic mutation have distinct survival outcomes; a different age of onset; or

a distinct tumor location.
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Single-cell atlases have transformed our understanding of breast-tumor hetero-
geneity across cells, patients, and clinical subtypes. Building on these advances,
rational drug-combination design requires identifying recurrent intracellular
signaling pathways and understanding how crosstalk among them may support
proliferation, survival, metabolic adaptation, and treatment resistance. We
therefore asked which pathways recur across malignant cells of untreated
tumors beyond matched-null expectations and which points of convergence
could yield mechanistically informed, testable hypotheses for co-targeting. To
address this question, we developed a cell-resolved network framework and
applied it to 15,753 malignant cells from 14 untreated primary breast tumors.
For each cell, expressed genes were mapped onto a protein—protein interaction
network using personalized PageRank. The resulting cell-specific subnetwork
was partitioned into Leiden communities, and the highest-scoring, expression-
weighted community was tested for pathway enrichment. Patient-level pathway
recurrence was then compared with matched null distributions that preserved
community size and controlled for protein-network degree and gene detection
rate. Before null correction, HIF-1, MAPK, PI3K/AKT, and JAK/STAT signaling
were frequently enriched. After correction, HIF-1 showed the largest excess
over expectation, with a positive observed-minus-null difference in all 14
patients. Rap1, JAK/STAT, sphingolipid, prolactin, Ras, and additional immune,
metabolic, and endocrine pathways also exceeded matched-null expectations. In
our analysis, HIF-1 emerged as such a convergent pathway. This calls for testing
targeting HIF-1 directed pathway in combination with upstream growth-factor
or cytokine-associated pathways, including PI3K/AKT/mTOR, Ras/MAPK, and
JAK/STATS3.
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Abstract. Single-cell atlases have transformed our understanding of breast-tumor heterogeneity across cells, patients, and
clinical subtypes. Building on these advances, rational drug-combination design requires identifying recurrent intracellular
signaling pathways and understanding how crosstalk among them may support proliferation, survival, metabolic adaptation,
and treatment resistance. We therefore asked which pathways recur across malignant cells of untreated tumors beyond
matched-null expectations and which points of convergence could yield mechanistically informed, testable hypotheses for
co-targeting. To address this question, we developed a cell-resolved network framework and applied it to 15,753 malignant
cells from 14 untreated primary breast tumors. For each cell, expressed genes were mapped onto a protein—protein
interaction network using personalized PageRank. The resulting cell-specific subnetwork was partitioned into Leiden
communities, and the highest-scoring, expression-weighted community was tested for pathway enrichment. Patient-level
pathway recurrence was then compared with matched null distributions that preserved community size and controlled for
protein-network degree and gene detection rate. Before null correction, HIF-1, MAPK, PI3K/AKT, and JAK/STAT
signaling were frequently enriched. After correction, HIF-1 showed the largest excess over expectation, with a positive
observed-minus-null difference in all 14 patients. Rap1, JAK/STAT, sphingolipid, prolactin, Ras, and additional immune,
metabolic, and endocrine pathways also exceeded matched-null expectations. In our analysis, HIF-1 emerged as such a
convergent pathway. This calls for testing targeting HIF-1 directed pathway in combination with upstream growth-factor or
cytokine-associated pathways, including PI3K/AKT/mTOR, Ras/MAPK, and JAK/STATS3.
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Figure 1. Schematic of upstream PI3K/AKT, Ras/MAPK, and JAK/STAT signaling converging on HIF-1a.
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Deep learning models such as SpliceAl and AlphaGenome predict splicing out-
comes from sequence alone with remarkable accuracy. However, recent work
has shown that these state-of-the-art models are blind to RNA structure, failing
to respond to structure-altering mutations, including clinically relevant variants.

Here, we ask whether this failure mode can be mitigated by explicitly providing
RNA secondary structure to these models. We supply the probabilities that
windows of 1-8 nt ending at each nucleotide are unpaired as eight additional
input channels to OpenSpliceAl and train an otherwise identical sequence-only
model as a control.

On a held-out genomic test set, structure improved overall accuracy, reducing
errors by ~9%, while retaining an essentially identical parameter count. On
previously established tests of structural blindness, our structure-aware model
substantially outperforms comparable sequence-only models: (1) On a held-out
synthetic dataset, prediction error grows steeply with exon folding stability
across all sequence-only models; our structure-aware model improves this by
nearly two-fold. (2) On compensatory mutation series that disrupt and then
restore a stem loop, only our structure-aware model demonstrates sensitivity to
the effects of structure on exon inclusion: no sequence-only model reproduces
the full trajectory, even directionally.

Overall, we show that explicit RNA secondary structure captures regulatory
features that are not reliably learned from sequence alone, supporting biologi-
cally motivated inductive biases as a practical route to more robust genomic deep
learning models. To the best of our knowledge, our results also provide the first
evidence for a broad role of RNA structure in genomic splicing.
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Figure 1. (A) State-of-the-art models use RNA sequence alone; our model adds predicted RNA structural features as input. (B) Prediction error (predicted
minus measured percent spliced in (PSI)) for sequences binned by predicted minimum free energy (MFE), adjusted for measured inclusion following [5],
with each model shifted so its least-folded bin reads zero; a steeper slope indicates stronger structure bias. (C) Measured and predicted change in PSI
across a series of splice-affecting mutations (red) that disrupt an exonic stem loop (black) and then restore it with compensatory mutations.

Introduction. RNA splicing is a fundamental step in gene reg-
ulation, governed by core splice sites, splicing enhancers and
silencers. Deep learning models such as SpliceAl, Pangolin
and AlphaGenome predict splicing outcomes from sequence
alone with remarkable accuracy [1-4].

Splicing is also modulated by RNA structure [6]. However,
recent work showed that state-of-the-art splicing models sys-
tematically miss these effects: prediction errors increase with
RNA structural stability, and models fail to identify clinically
relevant splice-altering variants that act through structure [5].
Here, we ask whether splicing prediction can be improved by
directly incorporating predicted RNA secondary structure as
additional input to such models.

Methods. We represent RNA secondary structure using the
probability that windows of 1-8 nt ending at each nucleotide
are unpaired, as predicted by RNAplfold [7]. We train Open-
SpliceAl with these eight probabilities as additional in-
put channels alongside the one-hot encoded sequence [3]
(Fig. 1A). We train on MANE protein-coding transcripts us-
ing the same train-test split as in the original Splice Al work
and five random seeds [4]. For comparison, we also re-train
the same architecture without providing structure channels.
Structure shapes splicing decisions genome-wide. On held-
out genomic splice sites, the structure-aware model con-
sistently outperforms its sequence-only control: accuracy
95.84+1.0% versus 95.4 +1.2% (a nearly 9% reduction in er-
ror rate), and top-k accuracy 94.14+0.9% versus 93.9+0.9%
(mean =+ SD across five random seeds). Importantly, this im-
provement is achieved with the exact same architecture and
essentially the same number of parameters.

Structure channels reduce structure-associated prediction
error. Liu et al. show that sequence-only models system-
atically over-predict exon inclusion for more stably folded
sequences [5]. We repeat this analysis on the same held-out
MPRA dataset, regressing prediction error against predicted

minimum free energy (MFE) while controlling for exon in-

clusion [5]. All tested sequence-only models reproduce the

strong dependence of error on MFE, with slopes from —1.07

to —0.93, despite differences in architecture and training data.

In contrast, the structure-aware model shows a substantially

weaker dependence with a slope of —0.55 (Fig. 1B).

Structure-aware predictions capture structure-driven splic-

ing. Liu et al. tested structure sensitivity using multiple series

of compensatory mutations that disrupt and then restore a

stem loop [5,6]. Either single mutation breaks the stem and

strongly increases exon inclusion, while the double mutant

restores base-pairing and returns inclusion close to the orig-

inal, making RNA structure the dominant signal across the

series. Sequence-only models fail to capture the effects of

one or both mutations; only the structure-aware model fol-

lows this trajectory (Fig. 1C). Similar results hold across four

additional series.

Conclusion. Explicit secondary structure information cap-

tures regulatory features that are not reliably learned from

sequence alone, suggesting a practical route to more robust

splicing prediction models. To the best of our knowledge, our

results also provide the first evidence for a broad role of RNA

structure in genomic splicing; previously, most evidence was

anecdotal, from a few specific exons.
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Rare disease sequencing studies increasingly identify large numbers of variants
of uncertain significance (VUS), many of which remain unresolved because of
limited understanding of the underlying mechanism. Advances in structural
bioinformatics, protein interaction modeling, and variant effect prediction have
improved the evaluation of candidate disease-associated variants, but existing
approaches typically address isolated components of interpretation and rarely
integrate structure, interaction, stability, and disease-relevant evidence within
a unified analytical framework. Here, we present an automated, end-to-end
workflow for the systematic identification and mechanistic prioritization of
missense variants through two complementary mechanisms: disruption of pro-
tein—protein interactions (PPI) and destabilization of protein folding through
substitution of buried core residues. This framework integrates disease-rele-
vance annotation, variant-to-structure mapping, interactome prioritization, PPI
interface characterization, AAG-based stability analysis, and conformational
dynamics assessment, within an end-to-end workflow. Application of the work-
flow to rare disease VUS data from the Myopathy and Muscular Dystrophy
cohort at Children’s Rare Disease Collaborative at Boston Children’s Hospital
demonstrates its ability to systematically prioritize candidate disruptive variants
while maintaining scalability and mechanistic interpretability. Collectively, this
work establishes a generalizable framework for structure-based analysis of rare
disease VUSes.
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Rare disease sequencing studies increasingly identify large numbers of variants of uncertain significance (VUS), many of
which remain unresolved because of limited understanding of the underlying mechanism. Advances in structural
bioinformatics, protein interaction modeling, and variant effect prediction have improved the evaluation of candidate
disease-associated variants, but existing approaches typically address isolated components of interpretation and rarely
integrate structure, interaction, stability, and disease-relevant evidence within a unified analytical framework.

Here, we present an automated, end-to-end workflow for the systematic identification and mechanistic prioritization of
missense variants through two complementary mechanisms: disruption of protein—protein interactions (PPI) and
destabilization of protein folding through substitution of buried core residues. This framework integrates
disease-relevance annotation, variant-to-structure mapping, interactome prioritization, PPI interface characterization,
AAG-based stability analysis, and conformational dynamics assessment, within an end-to-end workflow. Application of
the workflow to rare disease VUS data from the Myopathy and Muscular Dystrophy cohort at Children’s Rare Disease
Collaborative at Boston Children’s Hospital demonstrates its ability to systematically prioritize candidate disruptive
variants while maintaining scalability and mechanistic interpretability. Collectively, this work establishes a generalizable
framework for structure-based analysis of rare disease VUSes.
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Evolutionary adaptation is often visualized as a population’s stochastic climb
toward the top of a fitness landscape. While there exist approaches to design or
synthetically evolve proteins into desired structures, there is a lack of method-
ology for quantitatively designing or tuning the fitness landscapes themselves
on which protein evolution takes place. Here, we introduce computational
protocols for fitness landscape design (FLD) to customize the structural peaks
and valleys of fitness landscapes with quantitative accuracy, offering robust
control of long-term evolutionary outcomes. Given a user-defined target fitness
landscape, our FLD algorithms use stochastic optimization of an in vitro-, in
silico-, and epidemiologically validated biophysical fitness model to consistently
discover optimal antibody ensembles which force the target protein to evolve
according to the predefined fitness penalties. We derive tight theoretical bounds
on FLD, which we then validate using a recently published experimental dataset
of binding affinities between over 62,000 antibody variants and each of three
glycoprotein antigens. Using two classes of FLD algorithms, demonstrate appli-
cations to 1) suppression the fitnesses of two SARS-CoV-2 genotype neutral net-
works and 2) discovery of proactive vaccines that preemptively restrict escape
variant fitness trajectories before they arise. Our results suggest the feasibility
of engineering quantitatively programmable fitness landscapes for laboratory
protein evolution experiments. More broadly, by thinking several steps ahead
of pathogen evolution, FLD opens the door to proactive vaccine, antibody, and
peptide design, offering potential solutions to immune evasion of pathogens and
cancers as well as improved biosecurity and pandemic preparedness.
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Evolving populations stochastically climb toward the top of fitness landscapes like physical particles
funneling toward the bottom of an energy landscape. Directed evolution and other laboratory evolution methods
have allowed local optimization on fitness landscapes to improve the structure or function of proteins. However,
while directed evolution (and de novo protein design) methods have enabled the design of specific proteins,
there is still a lack of methodology to tune and control protein evolution itself. Here, we introduce computational
protocols to enable fitness landscape design (FLD)!": namely, the problem of customizing the structural peaks
and valleys of fitness landscapes with quantitative accuracy, offering robust control of long-term evolutionary
outcomes. As applications, we tackle the problem of viral escape, developing algorithms which can identify
antibodies that proactively block of viral escape mutations before they can even emerge.

Viruses constantly face pressure from human adaptive immunity to mutate, allowing escape mutants to
emerge which cause increased infections and deaths. Even if vaccination efforts are rapid—like the development
of the first SARS-CoV-2 mRNA vaccine—Dby the time vaccines are adequately and widely deployed, viral escape
mutations typically will have already emerged, seeding yet another wave of infections. Numerous investigations
report methods predict fitness from biophysical interaction or evolutionary time series data; here, we distinguish
FLD as the inverse problem, where those evolutionary outcomes are modifiable based on target fitness
landscapes which are specifically designed for anti-viral defense (Fig. 1A). Our FLD algorithms use a statistical
physics-based fitness oracle—validated on in vitro, epidemiological, and in silico datal—to discover antibodies
that transform a viral surface protein’s biophysical fithess landscape into an “evolutionary trap” which blocks
dangerous mutations (Fig. 1B). By modifying antibody residues which contact the viral surface protein (Fig. 1C),
we develop physics-based stochastic optimization algorithms (Fig. 1D) which discover antibodies that can
achieve a desired target landscape.

We derive tight theoretical bounds on FLD, which we then validate using a recently published
experimental dataset of binding affinities between over 62,000 antibody variants and each of three glycoprotein
antigens?. Subsequently, demonstrate the applicability of our FLD optimization algorithm to suppression the
fitnesses of two SARS-CoV-2 genotype neutral networks, showing that we can turn a dangerous SARS-CoV-2
mutation into a deleterious mutation which would have been unfavorable for viral evolution had the appropriate
antibodies been deployed prior to its appearance!'. In a second application, we tackle the problem of vaccine
design: as an alternative to standard vaccine design protocols which target a viral strain as it emerges (Fig. 1E),

A B we propose an iterative FLD algorithm
e enesLg b nosmewss  (Fig. 1F), which—like a chess bot—

: ; ‘ g “ uses the experimentally validated

Fitnoss landscape dosion * r Pk _r’mmwmm physics-based fitness oracle to

”:*V* iteratively calculate multiple steps ahead

o of viral escape, discovering the optimal

D ro agoritnm antibody and target antigen that would

suppress viral peak fithess even if

escape takes place!". FLD-designed

antibodies impose a lower fitness ceiling

on viral escape compared to standard
vaccine antibodies (Fig. 1G)".

By thinking several steps ahead
of pathogen evolution, FLD enables new
strategies for proactive  vaccine,
antibody, and peptide design, offering
potential solutions to immune evasion of
pathogens and cancers and improved
Figure 1. Overview of Fitness Landscape biosecurity and pandemic
suppression of viral escape mutations. preparedness“'zl.
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Aging is a heterogeneous process that unfolds at different rates across multiple
biological systems. Conventional single-tissue biological clocks collapse this
multidimensional complexity into a single estimate, obscuring the system-level
variability that is most relevant for understanding healthy aging. To address
this limitation, we developed a set of system-specific aging clocks trained
on metabolomics data, representing a methodological advance from single-
tissue to multi-system biological age estimation. Each clock independently
captures biological age acceleration within a distinct metabolic system, enabling
decomposition of an individual’s aging trajectory into a profile of system-
level estimates and uncovering patterns a single clock would mask. Applying
these clocks revealed striking inter-individual heterogeneity: some participants
showed consistent age acceleration across all systems, others exhibited system-
wide deceleration, and many demonstrated discordant profiles. We clustered
participants into subgroups based on their multi-system aging profiles and
examined their associations with (1) intake profiles across 19 nutrient groups;
(2) cognitive performance assessed using neuropsychological tests, including the
Trail Making Test and Digit Symbol Substitution Test; and (3) mortality risk. Sub-
groups characterized by concordant healthy aging profiles showed significantly
better dietary behaviors, including good balance of macronutrients, alongside
more favorable cognitive outcomes and reduced mortality risk. Subgroups with
discordant or accelerated profiles showed poorer outcomes across all three
domains. Notably, subgroup membership predicted mortality and cognitive
outcomes better than any individual clock alone, underscoring the value of the
multi-clock framework. These findings demonstrate that aging is system-specific
and highlight the potential of system-specific metabolomic clocks to disentangle
this complexity and enable precision interventions that target metabolic systems
to extend health span.
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Aging is a heterogeneous process that unfolds at different rates across multiple biological systems. Conventional single-tissue
biological clocks collapse this multidimensional complexity into a single estimate, obscuring the system-level variability that
is most relevant for understanding healthy aging.

To address this limitation, we developed a set of system-specific aging clocks trained on metabolomics data, representing
a methodological advance from single-tissue to multi-system biological age estimation. Each clock independently captures
biological age acceleration within a distinct metabolic system, enabling decomposition of an individual’s aging trajectory
into a profile of system-level estimates and uncovering patterns a single clock would mask.

Applying these clocks revealed striking inter-individual heterogeneity: some participants showed consistent age acceleration
across all systems, others exhibited system-wide deceleration, and many demonstrated discordant profiles. We clustered
participants into subgroups based on their multi-system aging profiles and examined their associations with (1) intake profiles
across 19 nutrient groups; (2) cognitive performance assessed using neuropsychological tests, including the Trail Making
Test and Digit Symbol Substitution Test; and (3) mortality risk.

Subgroups characterized by concordant healthy aging profiles showed significantly better dietary behaviors, including good
balance of macronutrients, alongside more favorable cognitive outcomes and reduced mortality risk. Subgroups with dis-
cordant or accelerated profiles showed poorer outcomes across all three domains. Notably, subgroup membership predicted
mortality and cognitive outcomes better than any individual clock alone, underscoring the value of the multi-clock frame-
work.

These findings demonstrate that aging is system-specific and highlight the potential of system-specific metabolomic clocks
to disentangle this complexity and enable precision interventions that target metabolic systems to extend health span.
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Epithelial-to-mesenchymal transition (EMT) is a fundamental process in devel-
opment and cancer metastasis, yet the protein-level effectors that execute
it remain poorly characterized. Transcriptomic profiling has identified gene
expression programs associated with EMT, but mRNA abundance is a limited
predictor of protein levels, reflecting variation in translation rates. Prior multi-
omic analyses of EMT have also not accounted for the temporal lag between
transcript and protein accumulation, making it difficult to distinguish transcrip-
tional responders from downstream protein effectors. To address this gap,
we developed DTWarp, which uses soft-DTW to model the mRNA-to-protein
temporal lag by aligning single-cell transcriptomic data to bulk proteomic time
series, then applies quadratic programming to estimate per-cluster proteomic
contributions. Soft-DTW considers multiple alignment paths rather than com-
mitting to a single optimal warp, accommodating timing uncertainty between
modalities. We applied DTWarp to TGFf-stimulated MCF-10A cells profiled with
bulk transcriptomics, proteomics, and single-cell RNA-seq collected at shared
timepoints but not paired at the cellular level. Across ten transcriptionally
defined clusters, DTWarp nominated cluster-specific genes as candidate protein
actuators. Because the lag correction shifts the frame of reference from transcrip-
tion to protein accumulation, these candidates capture protein-level behavior
rather than transcriptional timing. We validated them against an independent
single-cell proteomics dataset from the same EMT system, confirming enrich-
ment of candidate proteins in their predicted transition stages. These results
show that modeling the mRNA-to-protein temporal lag reveals protein-level
regulators of EMT otherwise invisible to temporally naive multi-omic analyses.
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Background. Epithelial-to-mesenchymal transition (EMT)
is a fundamental process in development and cancer
metastasis, yet the protein-level effectors that execute it
remain poorly characterized. Transcriptomic profiling has
identified gene expression programs associated with EMT,
but mRNA abundance is a limited predictor of protein
levels, reflecting variation in translation rates. Single cell
RNA sequencing resolves the subpopulations that define
hybrid EMT states but reports only transcription, whereas
bulk proteomics measures protein while averaging across
cells. No approach links these layers while accounting for
the gene specific timing offset between transcription and
translation.

Methods. We used a TGFB induced MCF10A EMT
dataset' with single cell RNA sequencing and bulk
proteomics across time. DT Warp aligns each gene's mRNA
and protein trajectories independently with soft-DTW?, an
alignment method that accommodates gene specific,
nonuniform lags and produces a per gene alignment matrix
remapping transcript dynamics onto protein time. A
quadratic program then combines these alignments with
single cell cluster proportions to decompose the bulk
proteome into subpopulation specific contributions at each
time point, regularized by a cross-cluster similarity term
that ties contributions across transcriptomically related
clusters and constrained, so contributions sum to one per
time point. Finally, a Leave-One-Gene-Out (LOGO)
procedure refits the model with each gene removed and
scores it by how strongly its removal shifts the predicted
contribution across time points, clusters, and regularization
strengths, yielding time sensitive markers.

Results. The decomposition recovers a per cluster proteome
contribution that follows cluster proportion over time while
correcting for the transcription to translation lag, with the
consistent protein lagging RNA pattern emerging from the
data itself. LOGO markers accumulated in an order
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Overview of DTWarp. Inputs and alignment: scRNA-seq
and bulk proteomics across time are aligned with soft
dynamic time warping that remaps transcript dynamics onto
protein time, and cluster similarity is calculated across
scRNA-seq clusters. Decomposition Model: combining gene
level alignments with cluster proportions and similarities to
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cluster proteome contribution over time.

concordant with each cluster's position along the epithelial-to-mesenchymal axis, with epithelial clusters accumulating
markers early and mesenchymal clusters later, recovering the expected sequence of EMT without any time information built
into selection. In independent single-cell proteomics data, marker sets assigned to the epithelial, intermediate, and
mesenchymal stages each peaked at their matching stage, including an epithelial adhesion protein (DST), an intermediate
cytoskeletal linker (EZR), and a mesenchymal TGF3 SMAD target (TAGLN).

Conclusion. DTWarp links transcription and translation with gene specific timing to resolve the bulk proteome into
subpopulation specific contributions, recovering EMT ordering from data alone and validating stage specific markers at the

protein level.

References. 1. Paul, I et al. Parallelized multidimensional analytic framework applied to mammary epithelial cells uncovers
regulatory principles in EMT. Nat Commun 14, 688 (2023). 2. Cuturi, M. & Blondel, M. Soft-DTW: a Differentiable Loss
Function for Time-Series. Proceedings of the 34" International Conference on Machine Learning 70, 894-903 (2017).
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A challenge in T cell biology research is unraveling the connection between T
cell phenotype and their antigen specificity in the context of health and disease.
By means of paired single-cell transcriptomic and TCR sequencing technologies,
it is now possible to analyze both T cell clonal diversity and functional dynamics
at the single cell level. Here, we demonstrated that mucosal inflammation and
recovery cycles have a long-lasting impact on the composition of the mucosal T-
cell compartment. We isolated CD45+ cells from the gingiva of Foxp3DTR mice
across four disease phases: 1) transient immune-regulatory breakdown and peri-
odontal disease, 2) recovery, 3) disease recurrence, and 4) health. The cells were
processed using the 10X Genomics Chromium 5’ gene expression and TCR plat-
form. We used a pipeline including Seurat and SCrepertoire packages, performed
iterative filtering, and annotated T cell subtypes. These were then paired with
their respective clonal status. We identified an enrichment of highly expanded,
antigen-experienced CD4+ T cells after recovery. Specifically, Tph-like cells were
characterized by the expression of exhaustion and B-cell engagement genes.
Within this cell type, the pipeline tracks a persistent expanded TCR sequence
that displays pathogenic-related gene expression in recurrence. In conclusion,
paired single-cell sequencing technologies allowed the identification of a specific
T cell subtype and its TCR sequence that is involved in disease recurrence in
our model.
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Paired single-cell transcriptome and TCR-repertoire analysis reveals convergent CD4" T cells in recurrent mucosal
inflammation.

Sharma A*, Olmedo V, Rojas L, Aguilar-Huerta A, Cruz-Dwyer K, Bluff C, Khan Y, Dang J, Alvarez Rivas C.
Oral Biology Department, University at Buffalo, NY, USA.

A challenge in T cell biology research is unraveling the connection between T cell phenotype and their antigen specificity
in the context of health and disease. By means of paired single-cell transcriptomic and TCR sequencing technologies, it is
now possible to analyze both T cell clonal diversity and functional dynamics at the single cell level. Here, we
demonstrated that mucosal inflammation and recovery cycles have a long-lasting impact on the composition of the
mucosal T-cell compartment. We isolated CD45+ cells from the gingiva of Foxp3DTR mice across four disease phases: 1)
transient immune-regulatory breakdown and periodontal disease, 2) recovery, 3) disease recurrence, and 4) health. The
cells were processed using the 10X Genomics Chromium 5’ gene expression and TCR platform. We used a pipeline
including Seurat and SCrepertoire packages, performed iterative filtering, and annotated T cell subtypes. These were then
paired with their respective clonal status. We identified an enrichment of highly expanded, antigen-experienced CD4+ T
cells after recovery. Specifically, Tph-like cells were characterized by the expression of exhaustion and B-cell engagement
genes. Within this cell type, the pipeline tracks a persistent expanded TCR sequence that displays pathogenic-related gene
expression in recurrence. In conclusion, paired single-cell sequencing technologies allowed the identification of a specific
T cell subtype and its TCR sequence that is involved in disease recurrence in our model.
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RNA tailing is the non-templated, post-transcriptional addition of nucleotides
to the 3’-ends of transcripts carried out by terminal nucleotidyl transferases
(TNTs). GLDR-2 is a non-canonical TNT, lacking an RNA recognition domain,
and is ubiquitously expressed in C. elegans. GLDR-2’s closest homolog is GLD-2,
a cytoplasmic poly(A) polymerase expressed in both C. elegans and mammals
that plays a crucial role in gametogenesis and development. GLD-2-depleted C.
elegans are completely sterile. Similarly, GLDR-2-depleted male C. elegans are
sub-fertile. The exact mechanism underlying GLDR-2 targeting to specific RNAs
remains unknown. We hypothesize that RNA-binding proteins (RBPs) mediate
interactions between GLDR-2 and specific RNAs by binding conserved motifs
shared among targets. We combine computational and experimental approaches
to identify these motifs using a novel in silico motif-discovery pipeline. We de-
veloped a computational pipeline to identify candidate RNA motifs that mediate
GLDR-2 association with its target RNAs, as identified by Vieux et al., 2021. We
combine HMM-based sequence searches with structural modelling to identify
recurring motifs among RNAs that interact with GLDR-2. Motifs are ranked
based on their prevalence among targets and the conservation of their predicted
secondary structures. The highest-ranking motifs will be experimentally vali-
dated using immunoprecipitation coupled with high-throughput sequencing to
assess their association with GLDR-2. We will then disrupt candidate RBPs asso-
ciated with these motifs using CRISPR/Cas9-based genome editing to evaluate
their requirement for GLDR-2 targeting to specific RNAs. Ultimately, establish-
ing the molecular mechanisms that determine GLDR-2 target recognition will
advance our understanding of its roles in fertility and development.
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RNA tailing is the non-templated, post-transcriptional addition of nucleotides to the 3'-ends of transcripts carried out by
terminal nucleotidyl transferases (TNTs). GLDR-2 is a non-canonical TNT, lacking an RNA recognition domain, and is
ubiquitously expressed in C. elegans. GLDR-2’s closest homolog is GLD-2, a cytoplasmic poly(A) polymerase expressed
in both C. elegans and mammals that plays a crucial role in gametogenesis and development. GLD-2-depleted C. elegans
are completely sterile. Similarly, GLDR-2-depleted male C. elegans are sub-fertile. The exact mechanism underlying
GLDR-2 targeting to specific RNAs remains unknown. We hypothesize that RNA-binding proteins (RBPs) mediate
interactions between GLDR-2 and specific RNAs by binding conserved motifs shared among targets. We combine
computational and experimental approaches to identify these motifs using a novel in silico motif-discovery pipeline.

We developed a computational pipeline to identify candidate RNA motifs that mediate GLDR-2 association with
its target RNAs, as identified by Vieux et al., 2021. We combine HMM-based sequence searches with structural modelling
to identify recurring motifs among RNAs that interact with GLDR-2. Motifs are ranked based on their prevalence among
targets and the conservation of their predicted secondary structures. The highest-ranking motifs will be experimentally
validated using immunoprecipitation coupled with high-throughput sequencing to assess their association with GLDR-2.
We will then disrupt candidate RBPs associated with these motifs using CRISPR/Cas9-based genome editing to evaluate
their requirement for GLDR-2 targeting to specific RNAs. Ultimately, establishing the molecular mechanisms that determine
GLDR-2 target recognition will advance our understanding of its roles in fertility and development.
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Molecular dynamics simulations are a principled but computationally expensive
approach for studying protein conformational variability, making it challenging
to generate large ensembles of structures or to characterize transitions between
metastable conformations. Al methods for upsampling MD simulations have
been developed in recent years, but struggle due to difficulties of sampling com-
plex, high-dimensional molecular distributions. One avenue that these methods
overlook is to learn a latent space in which such sampling becomes easier.
In order to address this, we introduce ProtScape, a generative geometric deep
learning framework that learns structure and energy-aware representations of
protein conformational landscapes from MD simulations. ProtScape represents
protein conformations using an equivariant graph neural network and a multi-
scale, deep wavelet transform that captures both local geometric interactions
and nonlocal, collective motions. This latent representation of the model is dual-
organized: 1) by the structure captured by wavelet transform, 2) by energy using
a Laplacian energy smoothness penalty. This structured latent space enables
meaningful generation and exploration of protein conformations. ProtScape
supports multiple generative modes including 1) ensemble generation, which
upsamples ensembles given limited MD trajectories flow matching from noise to
the organized manifold of conformations, 2) minimum-energy path generation
between two high energy conformations, which is guided by energy using a
nudged elastic band formulation, and 3) energy-descent, which generates trajec-
tories towards lower energies from a high-energy conformation using gradient
descent, thereby hypothesizing folding or other stabilizing trajectories. Across
multiple protein systems, ProtScape produces conformational ensembles and
transition pathways with favorable structural properties, demonstrating that
learning a multiscale, energy-aligned representation of protein conformational
landscapes enables both accurate modeling and physically meaningful genera-
tion of protein dynamics.
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Protein function does not arise from a single static structure, but from a collection of conformations and the ability to move
between them [1, 2]. Molecular Dynamics (MD) simulations provide a physically grounded way to model these motions by
integrating Newton’s equations on an atomistic energy landscape [3]. In practice, however, MD simulations are severely limited
by computational cost. As a result, MD often undersamples the conformational landscape and rarely observes transitions
between metastable states without extensive simulation time. In this work, we introduce ProtScape, a geometric deep
learning framework that learns a structured, energy-regularized latent representation of protein conformational landscapes
from MD trajectories. ProtScape combines an SE(3)-equivariant graph neural network with deep graph wavelet transforms
to capture both local geometric features and nonlocal collective motions, while an energy-based smoothness penalty aligns
the latent space with the underlying potential energy landscape. This unified representation supports three complementary
generative modes: latent diffusion for ensemble upsampling, latent energy-descent for generating relaxation trajectories toward
lower-energy states, and a latent-space Nudged Elastic Band (NEB) method for minimum-energy path estimation between
metastable conformations. We demonstrate ProtScape on proteins from the ATLAS dataset [4], showing that it scales beyond
short peptides and supports both conformational generation and interpolation for real-world protein systems.
ProtScape is trained as an autoencoder framework that learns latent representations
of protein conformations jointly organized by molecular structure and physical energy.
In parallel, we regularize the latent manifold using molecular energy computations
so that nearby latent representations correspond to energetically similar conformations.
We therefore introduce an energy-based regularization that reorganizes the latent space
according to potential energy. For each protein conformation, we compute the potential
energy E; using OpenMM with the AMBER force field [5]. This loss encourages
nearby latent representations to correspond to conformations with similar energies, F1gure 1: Overview of the ProtScape framework.
producmg a smoother and more physically organized conformational manifold.

"""""""""" N ‘We evaluated ProtScape on molecular dynamics trajectories from the ATLAS dataset [4],
( | first analyzing the structure and organization of the learned latent manifold, and sub-
‘ I sequently evaluating three downstream generative modeling tasks: (i) ensemble
generation, (ii) energy-descent, and (iii) minimum energy path interpolation using
NEB. Across nearly all proteins and metrics, ProtScape achieves substantially lower
errors than AlphaFlow and MDGen, indicating closer agreement with the reference
conformational distributions. Across all proteins, ProtScape produces substantially
lower Ramachandran outlier percentages, clash scores, MolProbity scores [6], and
consecutive-frame RMSD values than MDGen, indicating smoother and more physi-
cally realistic conformational transitions. Together, these results suggest that explicitly
Fi . . o learning structured latent conformational landscapes provides a promising direction

igure 2: PHATE embeddings of conformational . . . . .

ensembles colored by potential energy. for scalable and physically meaningful modeling of protein dynamics.
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While mass spectrometry proteomics can assign post-translational modifica-
tions (PTMs), considering large numbers of PTMs balloons the search space,
limiting statistical power and assignment confidence. Existing methods to
augment proteome databases with PTMs include searching for modifications
on a set of amino acids (variable search), searching on previously characterized
PTM sites, and searching for peptide matches with mass shifts corresponding
to the mass of a PTM (open search). We developed several strategies utilizing
characterized sites to determine additional likely modified sites. A motif-based
approach was intended to limit the search space to the local contexts in which
PTMs are known to occur. Other approaches limit possible sites to proteins or
protein ontologies with known PTM sites. Each PTM strategy was benchmarked
with a brain proteomics dataset and the MetaMorpheus search engine. 3 PTMs
were searched for simultaneously, with 2 or 5 PTMs allowed per peptide.
Variable search consistently produced the most PTM identifications, with motifs
and open search generally performing better than other methods. However, this
performance came at the cost of slightly higher peptide ambiguity and lower
localization confidence. Additionally, these strategies also confidently identified
many non-existent (i.e. “entrapment”) PTMs, suggesting that a portion of these
identifications are false positives. Finally, to evaluate the impact of varying
search space sizes, each strategy was tested on a ground truth set of known
synthetic modified peptides. Overall, these studies suggest ensuring all possible
PTM sites are in the database produces better results than shrinking the search
space to exclude unlikely sites.
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While mass spectrometry proteomics can assign post-translational modifications (PTMs), considering large numbers of
PTMs balloons the search space, limiting statistical power and assignment confidence. Existing methods to augment
proteome databases with PTMs include searching for modifications on a set of amino acids (variable search), searching on
previously characterized PTM sites, and searching for peptide matches with mass shifts corresponding to the mass of a
PTM (open search). We developed several strategies utilizing characterized sites to determine additional likely modified
sites. A motif-based approach was intended to limit the search space to the local contexts in which PTMs are known to
occur. Other approaches limit possible sites to proteins or protein ontologies with known PTM sites.

Each PTM strategy was benchmarked with a brain proteomics dataset and the MetaMorpheus search engine. 3 PTMs were
searched for simultaneously, with 2 or 5 PTMs allowed per peptide. Variable search consistently produced the most PTM
identifications, with motifs and open search generally performing better than other methods. However, this performance
came at the cost of slightly higher peptide ambiguity and lower localization confidence. Additionally, these strategies also
confidently identified many non-existent (i.e. “entrapment”) PTMs, suggesting that a portion of these identifications are
false positives. Finally, to evaluate the impact of varying search space sizes, each strategy was tested on a ground truth set
of known synthetic modified peptides. Overall, these studies suggest ensuring all possible PTM sites are in the database
produces better results than shrinking the search space to exclude unlikely sites.
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UV-induced mutagenesis is shaped by the formation of DNA photoproducts
and their subsequent recognition and repair. Transcription factors (TFs) can
influence both processes: TF-induced DNA distortions can alter formation of
UV-induced cyclobutane pyrimidine dimer (CPD) lesions; subsequently, TF oc-
cupancy at damaged sites can impede lesion recognition by nucleotide excision
repair proteins. Using CPD-seq data from UV-irradiated fibroblasts, combined
with genome-wide TF binding site maps, we modeled the effects of TFs on CPD
formation and repair across nearly 600 factors. We identified TF- and position-
specific effects that linked either enhanced CPD formation, attenuated CPD
repair, or both, to melanoma mutation hotspots. Because CPD lesions in TF
binding sites can alter TF recognition, direct quantitative measurements of TF
binding to CPD-containing DNA are needed to define lesion-dependent occu-
pancy and to model competition between TFs and repair proteins. To address this
gap, we are developing LesionSpec-seq, a new technique that combines Spec-seq
(an assay for high-throughput measurements of protein-DNA interactions) with
enzymatic cleavage-based identification of CPDs in individual DNA molecules.
Using TF-specific libraries that systematically vary the binding-site sequence, we
aim to model TF and UV-DDB binding affinities as functions of DNA sequence
and CPD position. These models will then be integrated to predict TF-UV-
DDB competition and its potential contribution to UV-induced mutagenesis in
regulatory DNA, which will be validated against existing and new DNA damage
and mutation data from UV-exposed human cells.
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Quantitative Modeling of Transcription Factor Binding to UV-Damaged DNA, and
Competition with UV-DDB

Yuncheng Duan

UV-induced mutagenesis is shaped by the formation of DNA photoproducts and their
subsequent recognition and repair. Transcription factors (TFs) can influence both
processes: TF-induced DNA distortions can alter formation of UV-induced cyclobutane
pyrimidine dimer (CPD) lesions; subsequently, TF occupancy at damaged sites can impede
lesion recognition by nucleotide excision repair proteins. Using CPD-seq data from UV-
irradiated fibroblasts, combined with genome-wide TF binding site maps, we modeled the
effects of TFs on CPD formation and repair across nearly 600 factors. We identified TF- and
position-specific effects that linked either enhanced CPD formation, attenuated CPD
repair, or both, to melanoma mutation hotspots.

Because CPD lesions in TF binding sites can alter TF recognition, direct quantitative
measurements of TF binding to CPD-containing DNA are needed to define lesion-
dependent occupancy and to model competition between TFs and repair proteins. To
address this gap, we are developing LesionSpec-seq, a new technique that combines
Spec-seq (an assay for high-throughput measurements of protein-DNA interactions) with
enzymatic cleavage-based identification of CPDs in individual DNA molecules. Using TF-
specific libraries that systematically vary the binding-site sequence, we aim to model TF
and UV-DDB binding affinities as functions of DNA sequence and CPD position. These
models will then be integrated to predict TF-UV-DDB competition and its potential
contribution to UV-induced mutagenesis in regulatory DNA, which will be validated against
existing and new DNA damage and mutation data from UV-exposed human cells.
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Cotranslational chaperones help ensure proper folding of nascent polypeptides
as they emerge from the ribosome, preventing protein aggregation associated
with many diseases. However, how changes in elongation dynamics influence
these interactions remains unclear. We investigated whether depletion of eIF5A,
a translation factor that facilitates elongation through stall-prone sequences,
alters ribosome occupancy around binding sites of the yeast Hsp70 chaperone
Ssb. Publicly available ribosome profiling data from Saccharomyces cerevisiae
consisting of two wild-type and two elF5A-depleted replicates, were processed
through a computational pipeline including adapter trimming, noncoding RNA
removal, coding sequence alignment, and generation of codon level ribosome
density profiles. Ssb-binding positions were mapped to their corresponding
open reading frames, and *40-codon windows were extracted around each
binding site. Ribosome density was normalized to each site’s mean density, with
replicates normalized independently before averaging within conditions. RNA-
depleted reads showed > 90% alignment rate to the coding sequence reference for
all samples. Metagene analysis revealed localized enrichment of ribosome occu-
pancy around Ssb-binding sites in both conditions. eIF5A depletion produced a
substantially greater peak near the Ssb-binding position than wild type, reach-
ing approximately 1.65 compared to 1.35 mean site-normalized density. This
pattern suggests enhanced translational pausing near sites of cotranslational Ssb
interaction following eIF5A depletion. Our findings demonstrate that the pertur-
bation of eIF5A-dependent elongation alters local translation dynamics around
Ssb-binding sites. These results allow us to further investigate how translation
speed may regulate interactions between ribosomes, nascent polypeptides, and
cotranslational chaperones to prevent protein misfolding and aggregation.
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Background: Cotranslational chaperones help ensure proper folding of nascent polypeptides as they emerge from the
ribosome, preventing protein aggregation associated with many diseases. However, how changes in elongation dynamics
influence these interactions remains unclear. We investigated whether depletion of eIF5A, a translation factor that
facilitates elongation through stall-prone sequences, alters ribosome occupancy around binding sites of the yeast Hsp70
chaperone Ssb.

Methods: Publicly available ribosome profiling data from Saccharomyces cerevisiae consisting of two wild-type and two
elF5A-depleted replicates [1], were processed through a computational pipeline including adapter trimming, noncoding
RNA removal, coding sequence alignment, and generation of codon level ribosome density profiles. Ssb-binding positions
were mapped to their corresponding open reading frames, and +40-codon windows were extracted around each binding
site. Ribosome density was normalized to each site’s mean density, with replicates normalized independently before
averaging within conditions.

Results: RNA-depleted reads showed > 90% alignment rate to the coding sequence reference for all samples. Metagene
analysis revealed localized enrichment of ribosome occupancy around Ssb-binding sites in both conditions. eIF5A
depletion produced a substantially greater peak near the Ssb-binding position than wild type, reaching approximately 1.65
compared to 1.35 mean site-normalized density. This pattern suggests enhanced translational pausing near sites of
cotranslational Ssb interaction following eIF5A depletion.

Conclusion: Our findings demonstrate that the perturbation of eIF5A-dependent elongation alters local translation
dynamics around Ssb-binding sites. These results allow us to further investigate how translation speed may regulate
interactions between ribosomes, nascent polypeptides, and cotranslational chaperones to prevent protein misfolding and
aggregation.
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Figure 1. eIF5A depletion alters ribosome occupancy globally and around Ssb chaperone-binding sites.

(A) Start-codon metagene analysis of ribosome occupancy in wild-type (WT) and eIF5A-depleted (eIF5Ad) S. cerevisiae
replicates. Density at each codon position is normalized to that gene’s mean density across the full CDS and averaged
across genes. el[FSA depletion produces a sharp accumulation of ribosomes near the start codon relative to WT, consistent
with increased translational pausing. (B) Ssb-centered metagene profile of ribosome density (+40 codons; n = 2263 sites),
per-site normalized and averaged across WT and elF5Ad replicates. eIF5A depletion produces greater localized ribosome
occupancy around Ssb-binding sites compared with WT, suggesting perturbation of eIF5A-dependent elongation alters
local translation dynamics at sites of cotranslational chaperone interaction.

[1] Schuller, A. P., Wu, C. C.-C., Dever, T. E., Buskirk, A. R., & Green, R. (2017). eIF5A Functions Globally in Translation Elongation and
Termination. Molecular Cell, 66(2), 194-205.e5. https://doi.org/10.1016/f.molcel.2017.03.003
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Predicting how amino acid substitutions change protein thermostability is es-
sential for understanding disease mechanisms and engineering robust proteins.
Recent protein generative models achieve strong zero-shot performance across
mutation-related tasks without task-specific supervision, yet this unsupervised
capability remains underused for supervised stability learning. We present
SPURS, a deep learning framework that rewires and integrates two complemen-
tary protein generative models, a protein language model and an inverse folding
model, and reprograms the unified architecture for thermostability prediction
using mega-scale AAG data. SPURS injects structure-derived information into
sequence-derived representations through lightweight cross-attention adapters
and performs parameter-efficient fine-tuning, reducing trainable parameters by
98.5% relative to full language-model tuning. The model is also computationally
scalable: it predicts AAG for all single substitutions of a protein in one forward
pass, enabling proteome-scale site-saturation analyses. As a concrete example,
SPURS can scan the human proteome (19,652 proteins, about 10? variants) in
about 30 minutes on one GPU. In benchmarking, SPURS improves over baselines
on identity-controlled and external datasets, including better recovery of stabi-
lizing mutations and generalization to unseen proteins and mutation contexts.
Beyond stability prediction, SPURS supports broad protein-informatics applica-
tions, including unsupervised functional-site identification, improved low-N
protein fitness prediction, and systematic analysis of stability-pathogenicity
relationships in human variants. Together, these results establish SPURS as an
accurate, efficient, and generalizable framework for protein stability modeling
and as a tool for large-scale protein engineering and disease-variant interpre-
tation.
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Generalizable and scalable protein stability prediction with SPURS
Introduction. Predicting mutation effects on protein stability is central to protein engineering and human
genetics, yet supervised predictors often generalize poorly because stability measurements are limited
and biased. Protein foundation models provide complementary priors: sequence language models capture
evolutionary constraints, whereas inverse-folding models encode 3D structural context. We developed SPURS
to combine these modalities for accurate and transferable stability prediction.

Methods. SPURS (Stability Prediction Using a Rewired Strategy) integrates ESM2 and ProteinMPNN
through lightweight cross-attention rewiring. Structure-derived representations from ProteinMPNN are
injected into frozen ESM2 representations, while only ProteinMPNN, the adapter, and prediction head are
optimized, reducing trainable parameters by 98.5% relative to full ESM2 fine-tuning. Given a wild-type
sequence and AlphaFold-predicted structure, SPURS predicts AAG for all single substitutions in one forward
pass.

Results. We train SPURS on Megascale and evaluate on an identity-controlled test split (< 25% sequence
similarity) and ten independent datasets spanning different assays and curation protocols. Baselines include
FoldX, ThermoMPNN, and sequence- and structure-based generative models. SPURS improves general-
ization to unseen proteins and mutation contexts, outperforming ThermoMPNN on 24 of 28 Megascale
test proteins and increasing median Spearman correlation from 0.77 to 0.83. On Domainome, correlation
improves from 0.49 to 0.54. Its one-pass formulation enables proteome-scale scanning: approximately 10°
single substitutions across 19,652 human proteins can be evaluated in about 30 minutes on one GPU.
Statement of significance. Beyond stability prediction, SPURS supports broader protein-informatics
applications. Combining SPURS stability scores with language-model fitness signals enables unsupervised
functional-site prioritization and recovers annotated catalytic and binding residues in human domains.
SPURS also provides a mechanistically meaningful prior for low-1V fitness prediction: on ProteinGym assays
excluding stability-focused tasks, adding SPURS improves mutation-effect ranking, including an average 7%
Spearman gain in the original low-N benchmark. Proteome-scale analyses further show stronger predicted
destabilization among pathogenic than benign human variants. Together, these results establish SPURS as
an accurate, scalable, and generalizable framework for protein stability modeling, protein engineering, and
variant interpretation.

Publication availability: Published in Narure Communications: https://doi.org/10.1038/s414
67-025-67609-4.

Code availability: https://github.com/luo-group/SPURS
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Presenter: Erik Owen — MIT / Whitehead Institute

Authors: Erik C. Owen, David C. Page
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Sex chromosome constitution is a fundamental axis of human genetic variation
that influences phenotypes well beyond the reproductive tract, including height
and susceptibility to neurological, developmental, and autoimmune disorders.
Recent published analyses of gene expression across approximately 200 indi-
viduals, with constitutions ranging from 45,X and 47,XXY to 49, XXXXY and
49,XYYYY, found that roughly 20% of expressed autosomal genes respond to the
dosage of the inactive X (Xi) or Y chromosome. Here, we present an updated
computational framework for characterizing these responses and localizing
their sex-linked regulators. Using STAR and salmon, we remap and quantify
RNA-seq libraries against the telomere-to-telomere hs1 reference for patient-
derived lymphoblastoid cell lines (LCLs) and fibroblasts spanning diverse sex
chromosome constitutions. We model gene expression as a function of cell-
type-specific Xi and Y dosage effects in a single dream mixed model with donor
random effects, enabling joint analysis of paired cell types and repeated donors.
The reanalysis recovers the broad autosomal response to Xi and Y dosage
reported previously, while identifying additional dosage-responsive genes. We
then extend the framework to incorporate cell lines carrying structurally variant
sex chromosomes, such as X and Y isochromosomes or X-Y translocations, for
fine-mapping sex chromosome dosage response. Each rearrangement partitions
the sex chromosomes into discrete segments, generating correlated patterns of
segmental dosage. Bayesian sparse regression can assign posterior inclusion
probabilities to these segments and can construct credible sets of candidate loci
for each chromosome-responsive gene or expression program. This framework
connects chromosome-wide dosage effects to specific sex-linked regulatory
intervals.
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Leveraging naturally occurring human sex chromosome variation to map the sex-linked loci that shape
the autosomal transcriptome

Erik C. Owen: Whitehead Institute, Cambridge, MA; MIT Computational & Systems Biology, Cambridge,
MA

David C. Page: Whitehead Institute, Cambridge, MA; Department of Biology, MIT, Cambridge, MA;
Howard Hughes Medical Institute, Chevy Chase, MD

Sex chromosome constitution is a fundamental axis of human genetic variation that influences
phenotypes well beyond the reproductive tract, including height and susceptibility to neurological,
developmental, and autoimmune disorders. Recent published analyses of gene expression across
approximately 200 individuals, with constitutions ranging from 45,X and 47,XXY to 49,XXXXY and
49,XYYYY, found that roughly 20% of expressed autosomal genes respond to the dosage of the inactive X
(Xi) or Y chromosome. Here, we present an updated computational framework for characterizing these
responses and localizing their sex-linked regulators.

Using STAR and salmon, we remap and quantify RNA-seq libraries against the telomere-to-telomere hsl
reference for patient-derived lymphoblastoid cell lines (LCLs) and fibroblasts spanning diverse sex
chromosome constitutions. We model gene expression as a function of cell-type-specific Xi and Y dosage
effects in a single dream mixed model with donor random effects, enabling joint analysis of paired cell
types and repeated donors. The reanalysis recovers the broad autosomal response to Xi and Y dosage
reported previously, while identifying additional dosage-responsive genes.

We then extend the framework to incorporate cell lines carrying structurally variant sex chromosomes,
such as X and Y isochromosomes or X-Y translocations, for fine-mapping sex chromosome dosage
response. Each rearrangement partitions the sex chromosomes into discrete segments, generating
correlated patterns of segmental dosage. Bayesian sparse regression can assign posterior inclusion
probabilities to these segments and can construct credible sets of candidate loci for each chromosome-
responsive gene or expression program. This framework connects chromosome-wide dosage effects to
specific sex-linked regulatory intervals.
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Lung cancer remains the leading cause of cancer-related deaths worldwide, and
its survivability depends strongly on early diagnosis, which is difficult due to
the lack of obvious symptoms. Although low-dose computerized tomography
(CT) screening can detect lung cancer, its implementation is limited by time-
intensive image interpretation and high false positive rates. Using image data
from CT scans, segmented lung nodules were converted into three-dimensional
simplicial meshes using the marching cubes algorithm. From these, nodule
morphology was distilled into differential geometric, curvature-based features
such as spiculation and lobulation, which are associated with malignancy. These
mathematically derived descriptors were compiled into a feature vector and used
diagnostically via a generalized metric learning vector quantization (GMLVQ)
model.

Recent advances in artificial intelligence, particularly convolutional neural
networks (CNNs), have produced accurate models for predicting lung nodule
malignancy, but often lack interpretability. By incorporating differential geomet-
ric features, this work aims to improve both performance and interpretability,
augmenting models with domain knowledge.

This project demonstrates that an interpretable, geometry-based GMLVQ model
can achieve performance comparable to black-box neural networks while pro-
viding transparent, quantitative malignancy scores. Combined with UNet-based
segmentation, this framework could offer a more interpretable and mathemati-
cally grounded approach to lung cancer screening.
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Incorporating differential geometric features into deep learning models for
lung cancer screening

Shaun Ng*
Boston University Academy, 1 University Road, Boston, MA 02215, USA.

Abstract:

Lung cancer remains the leading cause of cancer-related deaths worldwide, and its survivability depends strongly on early
diagnosis, which is difficult due to the lack of obvious symptoms. Although low-dose computerized tomography (CT)
screening can detect lung cancer, its implementation is limited by time-intensive image interpretation and high false
positive rates. Using image data from CT scans, segmented lung nodules were converted into three-dimensional simplicial
meshes using the marching cubes algorithm. From these, nodule morphology was distilled into differential geometric,
curvature-based features such as spiculation and lobulation, which are associated with malignancy. These mathematically
derived descriptors were compiled into a feature vector and used diagnostically via a generalized metric learning vector
quantization (GMLVQ) model.

Recent advances in artificial intelligence, particularly convolutional neural networks (CNNs), have produced accurate
models for predicting lung nodule malignancy, but often lack interpretability. By incorporating differential geometric
features, this work aims to improve both performance and interpretability, augmenting models with domain knowledge.

This project demonstrates that an interpretable, geometry-based GMLVQ model can achieve performance comparable to
black-box neural networks while providing transparent, quantitative malignancy scores. Combined with UNet-based
segmentation, this framework could offer a more interpretable and mathematically grounded approach to lung cancer
screening.
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Presenter: Mark Keller — Harvard Medical School

Authors: Mark S. Keller, Tabassum Kakar, Eric Mérth, Luca Marconato, Nikolay
Akhmetov, Morgan Turner, Nils Gehlenborg

Session: Day 1 - Thu Oct 1, 2026 - 2:15-4:15 PM

Vitessce (https://vitessce.io) is an open-source, web-based framework designed
for interactive visualization and exploration of multi-modal and spatially-
resolved single-cell data. Its modular architecture supports diverse data types
—including transcriptomic, proteomic, genome-mapped, and imaging modalities
—and is compatible with 2D and 3D tissue maps and high-resolution microscopy
images. This enables researchers to contextualize molecular information within
spatial structures at cellular and subcellular resolution. Its coordinated multiple
views enable flexible and intuitive visual analysis across different types of single-
cell and spatially-resolved assays. Vitessce is optimized for integration with
computational pipelines and external data repositories, and it operates without
the need for specialized server-side infrastructure. It loads data from cloud object
storage systems, including from Scverse (https://scverse.org) data structures
such as AnnData and SpatialData, making it cost-effective to deploy interactive
visualizations. We have recently developed functionality for visual comparisons
of single-cell datasets in case-versus-control style, supporting both exploratory
and confirmatory workflows. This allows researchers to interrogate individual
biomarkers or combinations of biomarkers between conditions such as organ,
anatomical structure, sex, disease state, or age group. By enabling interactive
and comparative analysis, Vitessce empowers researchers to generate and refine
biological hypotheses, facilitating deeper insights into cellular organization,
disease mechanisms, and potentially therapeutic targets.
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Visualize Scverse Data Structures and 3D Tissue Maps in Vitessce
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Nils Gehlenborg'
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Vitessce (https://vitessce.io) is an open-source, web-based framework designed for interactive visualization and
exploration of multi-modal and spatially-resolved single-cell data. Its modular architecture supports diverse data
types—including transcriptomic, proteomic, genome-mapped, and imaging modalities—and is compatible with 2D
and 3D tissue maps and high-resolution microscopy images. This enables researchers to contextualize molecular
information within spatial structures at cellular and subcellular resolution. Its coordinated multiple views enable
flexible and intuitive visual analysis across different types of single-cell and spatially-resolved assays.

Vitessce is optimized for integration with computational pipelines and external data repositories, and it operates
without the need for specialized server-side infrastructure. It loads data from cloud object storage systems, including
from Scverse (https://scverse.org) data structures such as AnnData and SpatialData, making it cost-effective to deploy
interactive visualizations.

We have recently developed functionality for visual comparisons of single-cell datasets in case-versus-control style,
supporting both exploratory and confirmatory workflows. This allows researchers to interrogate individual biomarkers
or combinations of biomarkers between conditions such as organ, anatomical structure, sex, disease state, or age

group.

By enabling interactive and comparative analysis, Vitessce empowers researchers to generate and refine biological
hypotheses, facilitating deeper insights into cellular organization, disease mechanisms, and potentially therapeutic
targets.
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Adolescents and young adults from ethnic minority and immigrant (EMI) back-
grounds face a disproportionate burden of developing depression in comparison
to their native-born and non-minority peers, yet EMI youth consistently have
lower levels of mental health service use. They face unique stressors, such as
language barriers and discrimination, in navigating their acculturation process.
Prior research has solely focused on identifying acculturation proxies like
nativity status and primary language spoken, but has excluded direct measures
of acculturative experiences in electronic health records (EHR). This research
seeks to identify and validate acculturative factors in EHR notes by leveraging
both structured demographic information and unstructured session notes via a
natural language processing (NLP)-based model.

Chart review of clinical notes was conducted using this model based on keyword
searches matching a word bank of acculturative factors, which were refined
based on manual review by trained clinicians. The model flagged three lines:
the line containing the keyword, the line preceding it, and the line following it,
which were used to validate whether the keyword indeed referred to the patient
and whether it indeed referred to an acculturative factor. Preliminary findings
suggest that the extraction approach is feasible at scale, and that a reliance on
demographic proxy variables alone may underestimate the complexity of accul-
turative barriers experienced by EMI youth. By targeting barriers to care that
are unique to minoritized youth, these research findings may inform the devel-
opment of targeted screening tools and health policy interventions to improve
culturally responsive care.
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NLP-Driven Identification of Acculturative Barriers to Depression Treatment
for Ethnic Minority and Immigrant Youth

Tanzila Alam*, B.S., Gareth Parry, Ph.D., Albert Lo, Ph.D., Rajendra Aldis, M.D.

Ethnic minority and immigrant (EMI) youth bear a disproportionate burden of depression compared to native-born,
non-minority peers. Yet they experience persistent inequities in access to and retention in mental health treatment.
Acculturative stressors are strongly associated with adverse mental health outcomes, but they remain poorly documented in
structured electronic health record (EHR) data. Existing research has demonstrated that free-text clinical notes contain more
information on social determinants of health than standardized diagnostic fields. However, natural language processing
(NLP) approaches have rarely been applied to identify acculturative barriers to care. This research sought to address that
gap via two key aims: (1) to refine and validate an NLP-driven model for identifying acculturative factors; and (2) to evaluate
whether there is a significant association between acculturative factors and mental health service utilization among EMI
youth. Population inclusion criteria were restricted to patients aged 12-25 from designated ethnicity groups who received
outpatient psychiatric referrals or depression-related mental health services.

For the first aim, patient chart review of clinical session notes was implemented with an NLP-based model. The
model used keyword- and pattern-based extraction in random samples of EMI youth patients by flagging matches to a
preliminary word bank of acculturative factors. The model flagged any line containing a keyword, the line preceding it, and
the line following it, to provide semantic contextualization. The flagged keywords were then manually reviewed by a board
of clinician researchers in order to validate whether the keyword actually referred to the patient (as opposed to other persons
documented in the clinical note previously) and whether it indeed referred to an operationalized acculturative factor. The
word bank was iteratively refined by adding and modifying terms, repeating on new random samples until the method
achieved a 90% sensitivity and 90% specificity threshold to the gold standard set of manual chart abstractions.

A preliminary feasibility study of the model was conducted on a cohort of n=2,448 EMI youth. Results indicated
that 1,603 patients (approximately 65.5%) were flagged for at least one acculturative stress indicator: 1,198 for language
stress, 980 for general acculturative stress, 356 for family-culture conflict, 283 for discrimination, and 137 for sociopolitical
distress (Figure 1). Iterative word bank refinement is ongoing, after which for the second aim, the association between
acculturative factors and mental health service entry and retention outcomes will be analyzed via linear and nonlinear
regression modeling. The acculturative factors extracted via NLP will serve as the primary independent predictors.
Covariates will include sociodemographic factors, baseline physical health indicators, and comorbid mental health
conditions to isolate the distinct impact of acculturative barriers on care continuity.

Current conclusions suggest that acculturative stress is documentable within unstructured EHR notes and that the
extraction approach is feasible at scale. The preliminary findings also indicate that reliance on demographic proxy variables
alone may underestimate the prevalence and complexity of acculturative barriers experienced by EMI youth. By targeting
barriers to care that are unique to minoritized youth, these research findings may inform the development of targeted
screening tools and health policy interventions to improve culturally responsive care.
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Figure 1. Frequency of acculturative stress factors experienced by youth patients
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Cis-regulatory elements (CREs) coordinate transcriptional programs through
interactions with transcription factors, chromatin-associated proteins, and other
regulatory elements. Although candidate CREs have been extensively mapped
across cell types and states, how different classes of CREs interact to collectively
regulate gene expression remains less well understood.

We integrated the ENCODE Registry of candidate cis-regulatory elements
(cCREs) with 3D interaction data across six deeply profiled cell lines to
annotate more than 300,000 promoter-centric interactions. Nearly one-third of
these interactions occurred between two promoters. Because promoters can
influence neighboring gene expression through processes such as enhancer-like
activity or competition for transcriptional machinery, we further characterized
the properties and potential regulatory roles of these promoter-promoter (P-P)
interactions.

Looking across a set of six ENCODE deeply profiled cell lines, we found
that many of these P-P interactions were shared between the cell lines com-
pared to the other P-cCRE interactions. Genes connected by P-P interactions
showed greater expression correlation than randomly paired genes. Most pro-
moters participating in P-P interactions contacted multiple other promoters,
whereas relatively few formed an exclusive interaction with a single partner,
suggesting organization into larger multi-promoter hubs. Ongoing analyses are
examining interaction stability following acute protein depletion and shared
transcription factor motifs and occupancy patterns. We also developed HUBbDle
(hubble.moore-lab.org), an interactive resource for exploring promoter-centered
3D regulatory interactions.

Together, these findings suggest that promoter-promoter contacts represent a
structured and potentially functional component of gene regulatory networks,
with implications for coordinated transcriptional regulation and interpretation
of promoter-targeting perturbations.
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Investigating the impact of promoter-promoter interactions on gene regulation

Mary Likhite"*, Jill E. Moore'
'Department of Genomics and Computational Biology, UMass Chan Medical School, Worcester, MA, USA

Cis-regulatory elements (CREs) coordinate transcriptional programs through interactions with transcription factors,
chromatin-associated proteins, and other regulatory elements. Although candidate CREs have been extensively mapped
across cell types and states, how different classes of CREs interact to collectively regulate gene expression remains less
well understood.

We integrated the ENCODE Registry of candidate cis-regulatory elements (cCREs) with 3D interaction data—including
RNAPII ChIA-PET, CTCF ChIA-PET, and Hi-C—across six deeply profiled cell lines to annotate more than 300,000
promoter-centric interactions. Nearly one-third of these interactions occurred between two promoters. Because promoters
can influence neighboring gene expression through processes such as enhancer-like activity or competition for
transcriptional machinery, we further characterized the properties and potential regulatory roles of these
promoter-promoter (P-P) interactions.

Looking across a set of six ENCODE deeply profiled cell lines, we found that many of these P-P interactions were shared
between the cell lines compared to the other P-cCRE interactions (Fig. 1A). Genes connected by P-P interactions showed
greater expression correlation than randomly paired genes (Fig. 1B). Most promoters participating in P-P interactions
contacted multiple other promoters, whereas relatively few formed an exclusive interaction with a single partner,
suggesting organization into larger multi-promoter hubs. Ongoing analyses are examining interaction stability following
acute protein depletion and shared transcription factor motifs and occupancy patterns. We also developed HUBble
(hubble.moore-lab.org), an interactive resource for visualizing promoter-centered 3D regulatory interactions.

Together, these findings suggest that promoter-promoter contacts represent a structured and potentially functional
component of gene regulatory networks, with implications for coordinated transcriptional regulation and interpretation of
promoter-targeting perturbations. Characterizing these relationships may improve our understanding of coordinated
transcriptional regulation and help anticipate indirect effects of promoter-targeting perturbations, where manipulating one
promoter could influence additional genes within the same regulatory neighborhood.
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Figure 1. Promoter-centric analysis reveals many promoter-promoter (P-P) interactions that have previously been
overlooked. A) Pairwise analysis of P-P interactions in MCF-7 compared to the other deeply profiled cell lines. An
average of 58% of P-P interactions were observed in at least four of the six cell lines. B) Comparison of gene expression
correlation between P-P linked pairs in MCF-7 (blue) and randomly selected active promoter pairs (orange).



Poster Presentations - Abstracts - Day 2 - Fri Oct 2, 2026 NECB 2026

A164 - Integrated analysis of Chromatin Accessibility and Reg-
ulon Activity suggests candidate Regulatory Programs in Polar-

ized Porcine Monocyte-derived Macrophages (MDM)
Presenter: Mehak Kapoor — Iowa State University
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Macrophage polarization is governed by signaling to transcription factors (TFs)
controlling gene expression. While chromatin accessibility is necessary for TF
binding, whether footprint-inferred TF occupancy corresponds to TF-driven
target gene expression within polarized states remains unresolved. Thus, we
performed ATAC-seq and scRNA-seq on MDMs comparing resting (M0, GM-
CSF), pro-inflammatory (M1, IFN-y) and anti-inflammatory (M2, IL-4) states.
We found SCENIC-predicted regulon activity revealed distinct, state-specific
transcriptional signatures. IRF-family regulon activity was more pronounced in
M1 compared to M0 and M2, while FOSL2 activity was more elevated in M2
compared to M0 and M1. We further identified 41,105 differentially accessible
peaks (DAPs) across pairwise comparisons, predominantly in distal intergenic/
intronic regions. Notably, 24.6% of DAPs were consistently differential in M1
(vs. M0 and M2) and 9.2% in M2 (vs. M0 and M1), versus only 0.07% consistently
differential in MO (vs. M1 and M2), indicating M1 and M2 each establish a distinct
consistent chromatin signature. Pathway enrichment linked M1 vs. MO DAPs
to inflammatory pathways, M2 vs. M0 DAPs to hypoxia-associated pathways,
and M2 vs. M1 DAPs to TNFa/TGF-f signaling. Differential TF footprinting
showed increased IRF-family binding distinguishing M1 from M0, AP-1 (FOS,
JUNB) binding distinguishing M2 from M1, and KLF-family/STAT6 binding
distinguishing M2 from MO, consistent with canonical IFNy and IL-4 effector
activity and partially agreeing with SCENIC-derived regulon scores. To further
test whether chromatin-level occupancy predicts transcriptional output, we plan
to integrate SCENIC-derived regulons with footprint-derived TF-target gene sets
and determine target-gene-level concordance across polarization states.
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Macrophage polarization is governed by signaling to transcription factors (TFs) controlling gene
expression. While chromatin accessibility is necessary for TF binding, whether footprint-inferred TF
occupancy corresponds to TF-driven target gene expression within polarized states remains unresolved.
Thus, we performed ATAC-seq and scRNA-seq on MDMs comparing resting (M0, GM-CSF), pro-
inflammatory (M1, IFN-y) and anti-inflammatory (M2, IL-4) states.

We found SCENIC-predicted regulon activity revealed distinct, state-specific transcriptional
signatures. IRF-family regulon activity was more pronounced in M1 compared to MO and M2, while
FOSL2 activity was more elevated in M2 compared to MO and M1. We further identified 41,105
differentially accessible peaks (DAPs) across pairwise comparisons, predominantly in distal
intergenic/intronic regions. Notably, 24.6% of DAPs were consistently differential in M1 (vs. MO and
M2) and 9.2% in M2 (vs. MO and M1), versus only 0.07% consistently differential in MO (vs. M1 and
M2), indicating M1 and M2 each establish a distinct consistent chromatin signature. Pathway enrichment
linked M1 vs. MO DAPs to inflammatory pathways, M2 vs. MO DAPs to hypoxia-associated pathways,
and M2 vs. M1 DAPs to TNFa/TGF-p signaling. Differential TF footprinting showed increased IRF-
family binding distinguishing M1 from M0, AP-1 (FOS, JUNB) binding distinguishing M2 from M1, and
KLF-family/STAT6 binding distinguishing M2 from MO, consistent with canonical IFNy and IL-4
effector activity and partially agreeing with SCENIC-derived regulon scores.

To further test whether chromatin-level occupancy predicts transcriptional output, we plan to
integrate SCENIC-derived regulons with footprint-derived TF-target gene sets and determine target-gene-
level concordance across polarization states.
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Protein language models (pLMs) have become an integral part of the variant
effect prediction toolkit, enabling state-of-the-art performance in predicting the
effects of missense variants. However, most computational tools merely predict
pathogenicity, without providing insight into the molecular mechanism of dis-
ease in pathogenic variants. To this end, we train sparse autoencoders (SAEs) on
residue embeddings from ProtTransT5 and ESM2, identifying latent activations
that are associated with specific types of functional residues such as phospho-
rylation and metal-binding sites, with significant enrichment. We also introduce
variant-SAE, which is trained to reconstruct the differences between wildtype
and mutant residue embeddings for missense population variants from gnomAD.
Through linear probing on the difference of embeddings, we first demonstrate
that residue-level embeddings from pLMs do capture loss of stability, achieving
0.931 AUROC when distinguishing highly destabilizing from neutral variants
with experimentally-profiled effects. We also discover a small set of variant-SAE
latent activations are significantly associated with destabilizing effects. To fur-
ther validate the causal effects of latent activations on mechanisms of disease, we
performed activation patching on variant-SAE latents by patching individual la-
tent activations for neutral variants with the mean activation of all destabilizing
variants. This resulted in the performance of the binary classifier to substantially
drop by up to 20 percentage points. These results show that mechanistic effects
of missense variants are sufficiently captured in pLM representations, and can
be decomposed into interpretable features through unsupervised representation
learning.
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Sparse autoencoders recover molecular mechanisms of
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Protein language models (pLMs) have become an integral part of the variant effect prediction toolkit,
enabling state-of-the-art performance in predicting the effects of missense variants. However, most
computational tools merely predict pathogenicity, without providing insight into the molecular
mechanism of disease in pathogenic variants. To this end, we train sparse autoencoders (SAEs) on residue
embeddings from ProtTransT5 and ESM2, identifying latent activations that are associated with specific
types of functional residues such as phosphorylation and metal-binding sites, with significant enrichment.
We also introduce variant-SAE, which is trained to reconstruct the differences between wildtype and
mutant residue embeddings for missense population variants from gnomAD. Through linear probing on
the difference of embeddings, we first demonstrate that residue-level embeddings from pLMs do capture
loss of stability, achieving 0.931 AUROC when distinguishing highly destabilizing from neutral variants
with experimentally-profiled effects. We also discover a small set of variant-SAE latent activations are
significantly associated with destabilizing effects. To further validate the causal effects of latent
activations on mechanisms of disease, we performed activation patching on variant-SAE latents by
patching individual latent activations for neutral variants with the mean activation of all destabilizing
variants. This resulted in the performance of the binary classifier to substantially drop by up to 20
percentage points. These results show that mechanistic effects of missense variants are sufficiently
captured in pLM representations, and can be decomposed into interpretable features through unsupervised
representation learning.
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Communicating findings from a spatial or single-cell dataset typically requires
moving from the tool used for exploration into separate software for presen-
tation. We present an annotation and storytelling system built directly into
Vitessce (https://vitessce.io), the open-source framework for single-cell and spa-
tial multi-omics visualization, so that curated interpretation can live alongside
the data itself.

A story is built from multiple frames, and each frame can define or modify
the state of every visualization panel (“view”) on screen. For example, a frame
may specify which regions of interest are visible in each view, which channels
or markers are visible, or how cell types are colored. Any frame can also hold
annotations drawn on top of the data, such as text, arrows, rectangles, ellipses, or
polygons. These annotations are currently supported in views that display data
on a 2D coordinate system (embedding scatterplot and spatial & imaging views),
with plans to generalize these annotations to all view types in the future. Readers
step through story frames in sequence, like slides that stay fully interactive.

What makes a story more than a slideshow is synchronization across panels.
A single frame can choreograph several views at once, spotlighting a cell
population in a tissue image while pointing to that same population in a UMAP
scatterplot beside it. Stories can be embedded in the visualization configuration
file or linked from a separate file, so a narrative can be shared, versioned, and
hosted on its own.

By making annotation and storytelling native to a general-purpose visualization
framework, this work enables interactive scientific narratives to be authored,
shared, and reproduced entirely within the environment where the data already
lives.
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Communicating findings from a spatial or single-cell dataset typically requires moving from the tool used
for exploration into separate software for presentation. We present an annotation and storytelling system
built directly into Vitessce (https:/vitessce.io), the open-source framework for single-cell and spatial
multi-omics visualization, so that curated interpretation can live alongside the data itself.

A story is built from multiple frames, and each frame can define or modify the state of every visualization
panel (“view”) on screen. For example, a frame may specify which regions of interest are visible in each
view, which channels or markers are visible, or how cell types are colored. Any frame can also hold
annotations drawn on top of the data, such as text, arrows, rectangles, ellipses, or polygons. These
annotations are currently supported in views that display data on a 2D coordinate system (embedding
scatterplot and spatial & imaging views), with plans to generalize these annotations to all view types in
the future. Readers step through story frames in sequence, like slides that stay fully interactive.

What makes a story more than a slideshow is synchronization across panels. A single frame can
choreograph several views at once, spotlighting a cell population in a tissue image while pointing to that
same population in a UMAP scatterplot beside it. Stories can be embedded in the visualization
configuration file or linked from a separate file, so a narrative can be shared, versioned, and hosted on its
own.

By making annotation and storytelling native to a general-purpose visualization framework, this work
enables interactive scientific narratives to be authored, shared, and reproduced entirely within the
environment where the data already lives.

A

Figure 1. Interface overview on example dataset. (A) Full application view. (B) Frame playback view.
(C) Authoring interface. (D) Rendered annotations on spatial view.
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Liquid biopsy is a minimally invasive approach for monitoring disease through
rare circulating cells in blood. In pediatric brain cancer, detecting low frequency
populations, including circulating tumor cells (CTCs), is challenging due to their
scarcity and the complex cellular composition of blood. While single-cell RNA
sequencing (scRNA-seq) provides high resolution characterization, its cost and
time requirements make computational deconvolution an important approach
for estimating cell type proportions. Our lab is developing a pipeline for pediatric
liquid biopsy analysis by integrating optimized deconvolution with rare cell
detection. To evaluate existing approaches, we generated pseudobulk datasets
from scRNA-seq data from ten healthy pediatric blood samples. Each dataset
contained varying proportions of twenty annotated cell types and sequential
spike-ins of 0-100 vascular endothelial cells to simulate rare populations.
We evaluated CIBERSORT, CIBERSORTx, Decon, ReDeconv, and DWLS using
Pearson’s correlation, root mean square error (RSME), and mean absolute devi-
ation (mAD). CIBERSORTx Fractions demonstrated the strongest performance
for predicting cells present at or below 0.03%, achieving a correlation of 0.52,
while ReDeconv showed decreased correlation as rare cell proportions increased.
All methods struggled to predict cell populations at 0%. To further optimize
deconvolution, gene signature matrices were generated from healthy pediatric
blood scRNA-seq datasets. Gene selection and normalization were evaluated
using heatmaps and linear discriminant analysis (LDA), with log-normalized
data achieving the highest accuracy compared with raw counts and variance
stabilizing transformation (VST). These findings establish performance evalua-
tions and optimize reference profiles for developing SparCell to improve rare
CTC detection in pediatric biopsies.
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Liquid biopsy is a minimally invasive approach for monitoring disease through rare circulating cells in blood. In
pediatric brain cancer, detecting low frequency populations, including circulating tumor cells (CTCs), is challenging due
to their scarcity and the complex cellular composition of blood. While single-cell RNA sequencing (scRNA-seq) provides
high resolution characterization, its cost and time requirements make computational deconvolution an important approach
for estimating cell type proportions. Our lab is developing a pipeline for pediatric liquid biopsy analysis by integrating
optimized deconvolution with rare cell detection. To evaluate existing approaches, we generated pseudobulk datasets from
scRNA-seq data from ten healthy pediatric blood samples. Each dataset contained varying proportions of twenty
annotated cell types and sequential spike-ins of 0-100 vascular endothelial cells to simulate rare populations. We evaluated
CIBERSORT, CIBERSORTx, Decon, ReDeconv, and DWLS using Pearson’s correlation, root mean square error
(RSME), and mean absolute deviation (mAD). CIBERSORTx Fractions demonstrated the strongest performance for
predicting cells present at or below 0.03%, achieving a correlation of 0.52, while ReDeconv showed decreased correlation
as rare cell proportions increased. All methods struggled to predict cell populations at 0%. To further optimize
deconvolution, gene signature matrices were generated from healthy pediatric blood scRNA-seq datasets. Gene selection
and normalization were evaluated using heatmaps and linear discriminant analysis (LDA), with log-normalized data
achieving the highest accuracy compared with raw counts and variance stabilizing transformation (VST). These findings
establish performance evaluations and optimize reference profiles for developing SparCell to improve rare CTC detection
in pediatric biopsies.
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Germline BRCA1/2 pathogenic variants predispose breast epithelium to cancer,
yet only rare lineages undergo malignant transformation. The steps linking hap-
loinsufficiency to malignancy remain poorly characterized because precursor
cells are rare and difficult to identify. Distinguishing cancer-relevant precursors
from non-progressing clones is critical for early detection and interception.
Leveraging field effects within breast ducts, where malignant and precursor
cells may coexist, we profiled thousands of cells from matched triple-negative
breast cancer and histologically normal tumor-adjacent tissue from a germline
BRCA2 carrier using PacBio Kinnex long-read single-cell RNA sequencing.
This approach jointly resolved transcriptional states, copy-number alterations
(CNAs), and expressed somatic single-nucleotide variants (SNVs). Inferred CNA
profiles were concordant with shallow bulk whole-genome sequencing. An
aneuploid malignant population shared 106 SNVs absent from cells lacking
cancer-associated aneuploidies. Mutational signature analysis of these SNVs
identified signatures associated with homologous recombination deficiency
(HRD) and APOBEC activity. Hundreds of SNVs were also detected in luminal
progenitor cells outside the malignant cluster; however, individual variants were
shared by only a few cells, providing no evidence of a large SNV-defined clone.
Focal CNAs nevertheless identified small progenitor clones. Despite this limited
clonal expansion, low-variant-allele-frequency SNVs in diploid luminal progen-
itors were enriched for an HRD-associated signature, suggesting that HRD
mutagenesis may precede clonal expansion. Targeted long-read mitochondrial
sequencing provided complementary lineage information and resolved clones
indistinguishable by nuclear alterations alone. Together, these results establish
a framework for reconstructing early clonal evolution and distinguishing non-
progressing field clones from trajectories linked to malignancy, potentially
informing surveillance and preventive intervention.
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Germline BRCA1/2 pathogenic variants predispose breast epithelium to cancer, yet only rare lineages undergo malignant
transformation. The steps linking haploinsufficiency to malignancy remain poorly characterized because precursor cells
are rare and difficult to identify. Distinguishing cancer-relevant precursors from non-progressing clones is critical for early
detection and interception. Leveraging field effects within breast ducts, where malignant and precursor cells may coexist,
we profiled thousands of cells from matched triple-negative breast cancer and histologically normal tumor-adjacent tissue
from a germline BRCA2 carrier using PacBio Kinnex long-read single-cell RNA sequencing. This approach jointly
resolved transcriptional states, copy-number alterations (CNAs), and expressed somatic single-nucleotide variants
(SNVs). Inferred CNA profiles were concordant with shallow bulk whole-genome sequencing. An aneuploid malignant
population shared 106 SNVs absent from cells lacking cancer-associated aneuploidies. Mutational signature analysis of
these SN'Vs identified signatures associated with homologous recombination deficiency (HRD) and APOBEC activity.
Hundreds of SN'Vs were also detected in luminal progenitor cells outside the malignant cluster; however, individual
variants were shared by only a few cells, providing no evidence of a large SNV-defined clone. Focal CNAs nevertheless
identified small progenitor clones. Despite this limited clonal expansion, low-variant-allele-frequency SNVs in diploid
luminal progenitors were enriched for an HRD-associated signature, suggesting that HRD mutagenesis may precede
clonal expansion. Targeted long-read mitochondrial sequencing provided complementary lineage information and resolved
clones indistinguishable by nuclear alterations alone. Together, these results establish a framework for reconstructing early
clonal evolution and distinguishing non-progressing field clones from trajectories linked to malignancy, potentially
informing surveillance and preventive intervention.
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Ewing sarcoma (EwS) is a pediatric cancer driven by translocations between
EWSR1, a ubiquitously expressed FET gene, and an ETS transcription factor,
most commonly FLI1. EwS cancer fusions retain the DNA binding domain of
the disrupted ETS transcription factor and bind GGAA-containing sequences,
including ~10,000 GGAA-containing short-tandem repeats (STRs), where EWS-
FLI binding imparts de novo enhancer activity, mediating the activation of
critical secondary effectors. Naturally occurring polymorphisms alter the GGAA
content of these STRs, potentially contributing to transcriptional heterogeneity
between cases and broader EwS risk and development. To investigate this rela-
tionship, we performed long reads sequencing to genotype GGAA STRs in EwS
model cell lines. We then correlated the GGAA content of different STR alleles
with target gene expression, revealing hundreds of potential regulatory relation-
ships where longer STR alleles are associated with enhanced gene expression.
This revealed a polymorphic STR that mediates the activation of the oncofetal
protein IGF2BP1, a selective EwS dependency. We find that IGF2BP1 is a critical
post- transcriptional regulator in EwS that is responsible for the upregulation
of more than one thousand target transcripts, including MYC, representing a
substantial regulatory layer in the EWS-FLI gene expression program. Together
with other key secondary effectors, this work can help decompose the broad
transcriptional response to EWS-FLI expression into discrete regulatory pro-
grams, where STR polymorphisms control the level to which each of these sub-
programs contributes to the total EWS-FLI response. This in turn could explain
transcriptional heterogeneity between EwS cases, informing more personalized
approaches to tumor targeting and treatment.
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Ewing sarcoma (EwS) is a pediatric cancer driven by translocations between EWSR1, a ubiquitously
expressed FET gene, and an ETS transcription factor, most commonly FLII. EwS cancer fusions retain
the DNA binding domain of the disrupted ETS transcription factor and bind GGAA-containing
sequences, including ~10,000 GGAA-containing short-tandem repeats (STRs), where EWS-FLI binding
imparts de novo enhancer activity, mediating the activation of critical secondary effectors. Naturally
occurring polymorphisms alter the GGAA content of these STRs, potentially contributing to
transcriptional heterogeneity between cases and broader EwS risk and development.

To investigate this relationship, we performed long reads sequencing to genotype GGAA STRs in EwS
model cell lines. We then correlated the GGAA content of different STR alleles with target gene
expression, revealing hundreds of potential regulatory relationships where longer STR alleles are
associated with enhanced gene expression. This revealed a polymorphic STR that mediates the activation
of the oncofetal protein IGF2BP1, a selective EwS dependency. We find that IGF2BP1 is a critical post-
transcriptional regulator in EwS that is responsible for the upregulation of more than one thousand target
transcripts, including MYC, representing a substantial regulatory layer in the EWS-FLI gene expression
program. Together with other key secondary effectors, this work can help decompose the broad
transcriptional response to EWS-FLI expression into discrete regulatory programs, where STR
polymorphisms control the level to which each of these sub-programs contributes to the total EWS-FLI
response. This in turn could explain transcriptional heterogeneity between EwS cases, informing more
personalized approaches to tumor targeting and treatment.
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Although large language models (LLMs) can rapidly generate biomedical hy-
potheses, experimental validation remains a bottleneck. Public resources such
as GEO enable in silico screening before laboratory experiments. Yet free-text
hypotheses may conflate mechanisms and clinical claims or involve multiple
genes and outcomes. We present an agentic pipeline that converts free-text
hypotheses into atomic subclaims, normalizes entities and qualifiers, and routes
relations to executable, provenance-preserving evidence workflows.

As a case study, we examined the LLM-generated hypothesis that “the ratio of
CD8+ T-cell abundance to GRB10 expression determines CAR-T efficacy and
may serve as an independent outcome biomarker.” The framework decomposed
this claim into three prespecified components: higher CD8+ abundance predicts
favorable response; lower GRB10 expression predicts favorable response; and
the ratio outperforms either component alone.

Our framework automatically identified and retrieved seven public single-cell
cohorts and evaluated these components using prespecified endpoints. Lower
GRB10 showed modest discrimination (median AUC, 0.588; IQR, 0.570-0.629),
with favorable-direction AUCs in six cohorts. The ratio modestly exceeded
GRB10 alone in all seven cohorts (median AAUC, 0.027); no paired bootstrap
confidence interval excluded zero. The ratio showed an exploratory signal
for early CAR-T response in two cohorts, accompanied by antigen-responsive
GRB10 expression, but this signal did not extend to durable response or long-
term persistence. Evidence is needed to establish the ratio as a critical or
independent predictor. Nevertheless, the results support GRB10 as a plausible
biomarker component and demonstrate the feasibility of automated in silico
evaluation for screening LLM-generated hypotheses.
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Although large language models (LLMs) can rapidly generate biomedical hypotheses, experimental validation remains a
bottleneck. Public resources such as GEO enable in silico screening before laboratory experiments. Yet free-text
hypotheses may conflate mechanisms and clinical claims or involve multiple genes and outcomes. We present an agentic
pipeline that converts free-text hypotheses into atomic subclaims, normalizes entities and qualifiers, and routes relations to
executable, provenance-preserving evidence workflows.

As a case study, we examined the LLM-generated hypothesis that “the ratio of CD8+ T-cell abundance to GRB10
expression determines CAR-T efficacy and may serve as an independent outcome biomarker.” The framework
decomposed this claim into three prespecified components: higher CD8+ abundance predicts favorable response; lower
GRB10 expression predicts favorable response; and the ratio outperforms either component alone.

Our framework automatically identified and retrieved seven public single-cell cohorts and evaluated these components
using prespecified endpoints. Lower GRB10 showed modest discrimination (median AUC, 0.588; IQR, 0.570-0.629),
with favorable-direction AUCs in six cohorts. The ratio modestly exceeded GRB10 alone in all seven cohorts (median
AAUC, 0.027); no paired bootstrap confidence interval excluded zero. The ratio showed an exploratory signal for early
CAR-T response in two cohorts, accompanied by antigen-responsive GRB10 expression, but this signal did not extend to
durable response or long-term persistence. Evidence is needed to establish the ratio as a critical or independent predictor.
Nevertheless, the results support GRB10 as a plausible biomarker component and demonstrate the feasibility of automated
in silico evaluation for screening LLM-generated hypotheses.

A Evidence workflow
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Figure 1. Agent-assisted decomposition and cross-cohort testing of the CD8*/GRB10 hypothesis. Directional AUCs are shown for one primary endpoint
per cohort; the dashed line marks chance discrimination. The ratio exceeded low GRBI0 in 7/7 cohorts but exceeded CD8 fraction in only 3/7; no
paired bootstrap interval for incremental AUC excluded zero.
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Plumbagin is a naphthoquinone compound with diverse biological activities,
including antimicrobial and anticancer effects. However, the protein interactions
underlying these effects remain incompletely characterized. This study investi-
gated the interactions of plumbagin with eight protein targets associated with
processes relevant to its impact: the bacterial cell-division protein FtsZ and the
human proteins Keap1, NF-xB, DDX3X, PI3K, AMPK, GPX4, and NOX4, with
FtsZ being included as a reference target based on previous evidence of plumba-
gin binding. Structural similarity between FtsZ and the human protein targets
was evaluated using MatchMaker in ChimeraX, potential ligand binding sites
were predicted using COACH-D, and molecular docking evaluated predicted
plumbagin-protein interactions.Docking scores were used to classify the targets
as strong, moderate, or weak predicted binders according to predefined score
thresholds. COACH-D C-scores ranged from 0.50 to 1.00, with FtsZ and Keap1
receiving the highest scores of 1.00 and 0.99, respectively. SwissDock docking
scores ranged from —6.136 to —4.770 kcal/mol, resulting in two strong, four mod-
erate, and two weak predicted binders. Keap1 and NOX4 were classified as strong
predicted binders, FtsZ, NF-xB, DDX3X, and PI3K were moderate predicted
binders; and weak predicted binders were AMPK and GPX4. Comparison of
COACH-D and docking-associated residues revealed varying levels of residue-
level similarity among the targets, with identical residues identified for FtsZ but
not across the remaining proteins. Overall, the results demonstrate differences in
the predicted interaction of plumbagin with selected protein targets and identify
Keapl and NOX4 as candidates for further experimental investigation.
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Plumbagin is a naphthoquinone compound with diverse biological activities, including antimicrobial and
anticancer effects. However, the protein interactions underlying these effects remain incompletely characterized. This
study investigated the interactions of plumbagin with eight protein targets associated with processes relevant to its impact:
the bacterial cell-division protein FtsZ and the human proteins Keapl, NF-xB, DDX3X, PI3K, AMPK, GPX4, and NOX4,
with FtsZ being included as a reference target based on previous evidence of plumbagin binding. Structural similarity
between FtsZ and the human protein targets was evaluated using MatchMaker in ChimeraX, potential ligand binding sites
were predicted using COACH-D, and molecular docking evaluated predicted plumbagin-protein interactions. Docking
scores were used to classify the targets as strong, moderate, or weak predicted binders according to predefined score
thresholds. COACH-D C-scores ranged from 0.50 to 1.00, with FtsZ and Keap1 receiving the highest scores of 1.00 and
0.99, respectively. SwissDock docking scores ranged from -6.136 to -4.770 kcal/mol, resulting in two strong, four
moderate, and two weak predicted binders. Keapl and PI3K were classified as strong predicted binders, FtsZ, NF-«B,
DDX3X, and NOX4 were moderate predicted binders; and weak predicted binders were AMPK and GPX4. Comparison
of COACH-D and docking-associated residues revealed varying levels of residue-level similarity among the targets, with
identical residues identified for FtsZ but not across the remaining proteins. Overall, the results demonstrate differences in
the predicted interaction of plumbagin with selected protein targets and identify Keapl and NOX4 as candidates for
further experimental investigation.
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Genome-scale CRISPR screens have mapped genetic dependencies across hun-
dreds of cancer models, but their bulk readouts obscure the cellular states
associated with target sensitivity. Cell foundation models offer a way to
represent those states from single-cell transcriptomes, although it is not yet
clear whether their embeddings retain the cancer-specific variation needed
to predict vulnerability. We developed CellVELA (Cellular Vulnerability Esti-
mation through Latent Alignment) to align single-cell representations with
independently measured CRISPR fitness profiles from matched cancer models.
We evaluated the framework in cell lines shared between the Kinker pan-
cancer single-cell atlas and DepMap. Its sparse component, FaST (Functional
Alignment through Sparse Transcoding), maps pretrained cell embeddings
through a compact bottleneck trained against CRISPR dependencies. In held-
out cell lines, functional alignment improved dependency prediction in every
evaluation fold. The sparse bottleneck retained nearly all of the performance of
a dense model, produced more reproducible features, and recovered a program
with target-specific attribution on held-out data. Applying the same alignment
to expression-derived representations yielded comparable gains, indicating that
functional supervision is informative while current pretrained embeddings have
not yet surpassed strong expression baselines. We are now applying the frame-
work to osteosarcoma models, where ranked vulnerabilities will be integrated
with independent functional evidence and tested experimentally. In the longer
term, coupling prediction with experimental validation could enable a lab-in-
the-loop AI scientist that learns from experimental outcomes and helps guide
cancer vulnerability discovery.
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Abstract

Genome-scale CRISPR screens have mapped genetic dependencies across hundreds of cancer models, but their bulk
readouts obscure the cellular states associated with target sensitivity. Cell foundation models offer a way to represent those
states from single-cell transcriptomes, although it is not yet clear whether their embeddings retain the cancer-specific
variation needed to predict vulnerability. We developed CellVELA (Cellular Vulnerability Estimation through Latent
Alignment) to align single-cell representations with independently measured CRISPR fitness profiles from matched cancer
models. We evaluated the framework in cell lines shared between the Kinker pan-cancer single-cell atlas and DepMap. Its
sparse component, FaST (Functional Alignment through Sparse Transcoding), maps pretrained cell embeddings through a
compact bottleneck trained against CRISPR dependencies. In held-out cell lines, functional alignment improved dependency
prediction in every evaluation fold. The sparse bottleneck retained nearly all of the performance of a dense model, produced
more reproducible features, and recovered a program with target-specific attribution on held-out data. Applying the same
alignment to expression-derived representations yielded comparable gains, indicating that functional supervision is
informative while current pretrained embeddings have not yet surpassed strong expression baselines. We are now applying
the framework to osteosarcoma models, where ranked vulnerabilities will be integrated with independent functional
evidence and tested experimentally. In the longer term, coupling prediction with experimental validation could enable a lab-
in-the-loop Al scientist that learns from experimental outcomes and helps guide cancer vulnerability discovery.
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Antimicrobial resistance (AMR) is one of the most pressing threats to global
health, threatening to undermine decades of progress in treating infectious
disease. The World Health Organization has predicted that AMR could cause
more annual deaths than cancer by 2050 (Vanheerentals, 2024). As conventional
antibiotics lose effectiveness, the need for alternative antimicrobial strategies
such as antimicrobial peptides becomes increasingly urgent.

Mycobacterium tuberculosis is classified by the WHO as a ‘Critical Priority’
pathogen due to its ability to develop resistance to traditional antibiotics,
specifically rifampicin. It also presents a unique structural challenge: although
gram-positive, its cell envelope is atypical, with a mycolic-acid-rich outer
layer that functions like the outer membrane of gram-negative bacteria. To
target this envelope, the non-ribosomal peptide Desotamide B, derived from
the marine bacterium Streptomyces scopuliridis, was selected as a template.
Based on the hypothesis that tryptophan- and arginine-rich sequences would
improve the penetration of lipid-rich membranes, the original 6-residue peptide
was extended to a 12-residue sequence to incorporate variations of tryptophan,
arginine, and leucine to promote helical formation and balance hydrophobicity.

The redesigned peptide was optimized around amphipathicity as a central design
parameter, achieving a value of 1.02, indicative of favorable membrane binding
and insertion. The hydrophobic moment increased from 1.21 to 1.71, while the
toxicity score shifted from -0.78 to -1.23 on ToxinPred, corresponding to a
predicted ‘Non-Toxin’ classification. These results suggest that the engineered
peptide retains strong membrane-disruptive potential while also minimizing
toxicity.

These findings support the feasibility of using structure-guided mutation of
natural AMP templates to design candidates against high-priority pathogens
like M. tuberculosis. Future work should include experimental validation. For
instance, the assessment of stability under physiological salt concentrations and
the confirmation of lack of cell toxicity should be done to move this candidate
toward practical therapeutic development.
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Single-cell condition comparisons are often organized around cell-centric repre-
sentations, with gene-level effects assessed downstream. We present ACCOR-
DION, a condition-aware cell-gene co-embedding framework that learns shared
cellular state representations together with separate yet aligned representations
of the same named genes across conditions. Cells and genes are represented
variationally and jointly trained from expression counts. Same-gene alignment
promotes cross-condition comparability, while a structured count decoder sepa-
rates cell-gene interactions from auxiliary count-scale and nuisance-associated
effects. We apply ACCORDION to a multi-donor Alzheimer’s disease single-
nucleus RNA-seq dataset using all 36,503 genes. The learned cell representation
preserves major cell-state structure while showing substantial mixing across
donor labels. Moderate gene alignment establishes nearly complete cross-condi-
tion comparability of named genes while retaining condition-dependent gene
variation. Several genes highlighted in the original study show appreciable
representation shifts. Established AD-associated genes show concordant repre-
sentation changes, including BIN1 and APOE (high displacement and high
cell-type-specific log fold change), whereas less detectable neuronal regulator
ZEB1 also shows appreciable displacement despite a modest excitatory-neuron
log fold change. These results support condition-specific gene representations
as objects for studying gene change alongside continuous cellular heterogeneity,
with downstream applications to cell-gene, gene—gene, and potentially cross-
feature neighborhood queries without requiring predefined cell clusters.
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Background and motivation. Single-cell condition comparisons are often organized around cell-centric representations,
with gene-level effects assessed downstream. ACCORDION asks a complementary question: can condition-dependent gene
behavior itself be retained as a reusable learned object? The framework extends cell-feature co-embedding by learning
shared cellular state representations and separate yet aligned gene representations across conditions. This representation
framework provides a direct way to identify genes that vary across conditions and to examine where those changes occur
along continuous cell-state variation without requiring predefined cell clusters.

Cell embedding Cell library size
Constrained by OT- I Gene baseline
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based cell alignment
© Reconstructed
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Constrained by gene alignment =3} Screen: gene representation changes across conditions
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Figure 1. ACCORDION exposes condition-specific named-gene representations alongside cells. Alignment and count-
model structure are intended to improve comparability, these roles are evaluated empirically rather than assumed.
Methods. Each cell or gene node is represented variationally by a posterior mean and dispersion. We use regularization
including gene alignment that encourages embeddings of the same nominal gene to remain comparable across conditions,
and optimal-transport-based cell alignment that promotes comparable cell states. A structured decoder models expression
counts from cell-gene interactions while separately accounting for count scale and nuisance-associated variation, helping

keep the relational cell-gene geometry interpretable.

Celitype Gondition
Question Metrics Value
Cell state preserved? 30-NN cell-type purity 0.996
Cell state i 2 Condition entropy within cell type 0.741
Donor entropy within cell type x condition 0.621
Gene embedding comparable? Same-gene retrieval MRR 0.998
Gene displacement redundant with DE? Displacement vs max |Welch t| correlation 0.122
Model components carry expected signal? Cell parameter vs library size correlation 0.977
Embedding interaction ablation ANLL 0.350
Figure 2. Repr ion diagnostics on the full-gene Alzheimer’s di di ACCORDION preserves cell-state

structure across conditions and donors, establishes comparable condition-specific gene embeddings, and shows distinct
but biologically related differential gene representation.

Analysis. In a multi-donor Alzheimer’s disease single-nucleus RNA-seq dataset, ACCORDION preserves coherent cell-
state structure with substantial mixing across donor labels. On the gene embedding side, moderate cross-condition gene
alignment ensures comparability while retaining condition-dependent gene embedding variation. Established AD-associated
genes show concordant representation changes, including BIN1 (displacement 0.723; microglial 10g2FC = —0.856) and
APOE (0.702; microglial 10g2FC = 0.992), whereas less detectable neuronal regulator ZEB1 also shows appreciable
displacement (0.633) despite a modest excitatory-neuron log2FC (0.181). Together, these results support ACCORDION as
a gene-aware representation framework for studying condition-dependent changes.
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Relapse is a major determinant of mortality in haematological malignancies.
Luxemia is a federated heterogeneous pan- leukemic ensemble integrating
XGBoost, LightGBM, CatBoost, Random Forest, HistGradientBoosting etc, with
an L2-regularised logistic meta-learner and isotonic PAV calibration. Trained
on >10,000 NCI TARGET ALL/AML records using stratified group-aware 5-fold
cross-validation, it achieved ALL AUC 0.787 (95% CI 0.702-0.870; Brier 0.126)
and AML AUC 0.699+0.016. Harmonised features include cytogenetics, molecu-
larmarkers, MRD kinetics, and ELN 2022 risk stratification, enabling institution-
specific deployment without data restructuring. Federated inference preserves
data locality with no patient-level data transfer. External validation (n~2,500)
achieved AUCs of 0.784 and 0.771.
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The development of the vascular system occurs through a coordinated sequence
of events, including the generation of endothelial progenitor cells, their differ-
entiation into endothelial cells (ECs), the formation of endothelial-lined blood
islands in the yolk sac, the establishment of a primitive vascular plexus,
and subsequent migration of vascular cells into the embryo, where extensive
vascular networks are formed and remodeled. Despite advances in organoid
technology, a fully functional vascular system that faithfully recapitulates
human vascular development has not yet been achieved in vitro. Here, we
compared the transcriptomic profiles of fetal endothelial cells (fECs) with those
of umbilical vein endothelial cells (UVECs) and adult endothelial cells, two
endothelial sources commonly used for vascularized organoid generation, to
identify unique molecular features of fECs that are absent or reduced in these
alternative EC populations. Transcriptomic analysis revealed that mitochondr-
ial oxidative phosphorylation pathways, including genes such as ATP5A1 and
ATP5B, and tRNA aminoacylation pathways, including TARS1 and SARS1, were
among the most prominent features distinguishing fECs. Furthermore, fECs ex-
hibited increased expression of cell adhesion-related genes, including CCN2 and
CEMIP2, suggesting enhanced capacities for vascular organization and tissue
integration. These findings provide insights into the molecular characteristics
of developmentally relevant endothelial cells and may guide the generation of
more physiologically functional vascularized human organoids. Improved vas-
cular organoid models could facilitate advances in developmental biology, drug
discovery, disease modeling, and precision medicine.
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Background: Aberrant Wnt/beta-catenin signaling promotes tumor progression
in HPV-negative oral squamous cell carcinoma (OSCC), in part through inter-
action with the transcriptional coactivator CBP. We investigated how E7386, a
small-molecule inhibitor of beta-catenin/CBP activity, affects the OSCC tumor
microenvironment (TME).

Methods: We profiled ~71,000 cells from E7386- and vehicle-treated tumors
in a syngeneic 4MOSC1 mouse model of tobacco-associated OSCC by single-
cell RNA sequencing (n=4/arm). Treatment-associated compositional changes
were assessed (sccomp), cell states characterized by annotation and gene set
enrichment, and cell-cell communication inferred (CellChat). Findings were
complemented by immunofluorescence (IF) and bulk RNA sequencing of E7386-
treated 4MOSC1 cells in vitro.

Results: E7386 reduced tumor growth and increased epithelial cell death.
Compositional analysis identified epithelial depletion (FDR=0.037) and selective
expansion of two lipid-associated macrophage (LAM) populations (FDR=0.0015,
0.0044). LAM transcriptional signatures were enriched for lipid transport, endo-
cytosis, and tissue remodeling. CellChat identified altered epithelial-LAM com-
munication involving adhesion, lipid handling, and dying-cell recognition. IF
revealed that LAMs accumulated near epithelial cell death early after treatment
but diminished with continued treatment. Mouse bulk RNA sequencing identi-
fied suppression of proliferative and keratinization programs and induction of
cellular stress and programmed cell death, showing significant transcriptional
overlap with human OSCC cells treated with beta-catenin/CBP inhibitors.

Conclusion: E7386 induces coordinated tumor-intrinsic and TME responses,
including a transient macrophage response consistent with the recognition and
clearance of dying cells. These findings identify potential cellular and transcrip-
tional features for evaluating the response to beta-catenin/CBP-targeted therapy
in OSCC.
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Perturbational transcriptomics is a powerful tool for understanding gene
function and drug effects, yet predicting how perturbations manifest across
different biological contexts remains a central challenge, limiting translation
from model systems to clinically relevant tissues. Despite growing interest in
this problem, benchmarking efforts have been hindered by inconsistent evalu-
ation tasks, heterogeneous metrics, and limited assessment across perturbation
types and biological systems. Here, we introduce a benchmarking framework for
cross-context perturbation-signature prediction (a task we define as signature
recontextualization), grounded in explicit definitions of the prediction task,
target-data availability, and evaluation metrics centered on signature recovery.
The framework evaluates prediction performance across three target-context
data regimes: (1) control only, where only control profiles from the target context
are measured; (2) low coverage, where a limited subset of perturbations in the
target context are measured; and (3) high coverage, where most perturbations
in the target context are measured. This design enables systematic assessment
of how prediction performance depends on target-context sample size while
providing a standardized basis for comparing methods. We evaluate newly
developed projection-based (projectCor) and network-based (netProp) methods
alongside deep learning-based foundation models (scGPT, STACK) and statistical
baselines. The benchmark spans four diverse perturbational datasets: CRISPR
knockdowns and drug perturbations in cell lines, plus in vivo chemical pertur-
bations in rat tissues from DrugMatrix, extending evaluation beyond isolated
cell-line models to tissue-level responses. Across tasks, projection and network
propagation approaches show strong flexibility across perturbation types and
biological contexts, and in several cases match or exceed the performance
of deep learning and foundation models, suggesting that model complexity
does not inherently improve cross-context generalization. We further show
that perturbation predictability varies substantially with pathway conservation,
transcriptional response strength, and baseline similarity between source and
target contexts. All datasets, methods, and evaluation utilities are released as
an open-source R package (sigRecon), providing a foundation for reproducible
benchmarking and future method development.
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Alzheimer’s disease (AD) is a neurodegenerative disease with a strong genetic
component. Genome-wide association studies (GWAS) have identified thou-
sands of genetic variants associated with clinical traits, including AD status and
AD-related clinical traits. The mechanisms through which genetic variants exert
their effects are not always clear, but the Genotype-Tissue Expression (GTEx)
project has demonstrated that genetic variation can affect gene expression across
human tissues, including the brain. However, GTEx contains a limited set of
brain tissues, missing some brain regions that may be important for disease
development. Our recent model, BRONTE, aims to overcome this deficit by
projecting the effects of genetic variants across 103 brain tissues. We hypothesize
that these results will help explain the biological mechanisms connecting genetic
variation, gene expression, and Alzheimer’s disease clinical traits. Using data
from the Alzheimer’s Disease Neuroimaging Initiative (ADNI), we performed
association tests between ~100 clinical traits, including PET imaging measures
and biomarkers, and AD status, and identified p-tau levels and left hippocampal
volume as traits associated with disease status. We then performed GWAS on p-
tau levels and left hippocampal volume to identify genetic variants associated
with those traits. For the associated variants, we investigate their associations
with gene expression in specific brain regions using results from BRONTE. By
integrating ADNI clinical and genetic data with GTEx-based gene expression
imputation, this project provides a framework for understanding how genetic
variation may influence Alzheimer’s disease through changes in gene expres-
sion.
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Opioid use disorder (OUD) is characterized by compulsive drug seeking and
impaired executive control resulting from maladaptive plasticity within cortico-
striatal circuits. Although transcriptomic studies have identified dysregulated
protein-coding genes in the nucleus accumbens (NAc) and dorsolateral pre-
frontal cortex (DLPFC), the contribution of long noncoding RNAs (IncRNAs)
remains largely unexplored. Here, we performed integrative transcriptomic
analysis of postmortem human NAc and DLPFC to systematically identify and
characterize long noncoding RNAs (IncRNAs) in OUD. We identified 36,225
expressed IncRNA loci expressed across reward and executive regions, approx-
imately half of which were previously unannotated. OUD was associated with
dysregulation of 375 IncRNAs in the NAc and 102 in the DLPFC. Co-expression
analysis linked these IncRNAs to addiction-related genes and pathways involved
in membrane excitability, synaptic transmission, neuronal development, and
neurotrophic and MAPK signaling. Differential rhythmicity analysis further
identified 105 IncRNAs in the NAc and 148 in the DLPFC with altered circadian
rhythmicity. These rhythmic changes represent largely region-specific gains or
losses of rhythmic expression that were mostly distinct from differential expres-
sion. Integration with single-nucleus transcriptomic data revealed pronounced
neuronal and glial cell-type specificity among OUD-associated IncRNAs. To-
gether, these findings define a broad landscape of OUD-associated IncRNAs in
human brain reward and executive-control circuits. Spatial, temporal, and cell-
type-specific remodeling of the noncoding transcriptome may represent an
important regulatory layer contributing to brain circuit dysfunction in OUD.
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Interleukin-4 (IL-4) and IL-13 are the central type 2 cytokines that drive T
helper 2 (Th2) immune responses and allergic inflammation. Although their
roles in immune regulation are well established, their contribution to pancreatic
ductal adenocarcinoma (PDAC) development remains poorly understood. As
responsiveness to IL-4 and IL-13 depends on the expression of their receptor
components, defining their distribution during pancreatic tumorigenesis may
provide insight into the potential involvement of type 2 cytokine signaling in
disease initiation and progression. Here, we utilized publicly available single-
cell RNA sequencing datasets from human and mouse pancreas to profile the
expression of IL4R, IL13RA1, and IL2RG across healthy and disease-associated
epithelial cell populations. Receptor expression was evaluated in human acinar
and ductal epithelial cells across normal pancreas, tumor-adjacent tissue, and
PDAC, as well as in a mouse model of acinar-derived pancreatic cancer. Our
analyses indicate that IL4R and IL13RA1 are detectable in human pancreatic
ductal and acinar epithelial cells under baseline conditions and appear to be
expressed in ductal and duct-like epithelial cells from both adjacent and PDAC
tissues. In the mouse model, Il4r and I113ral expression appears to emerge
following oncogenic Kras activation. Together, these findings suggest dynamic
regulation of IL-4/IL-13 receptor expression during pancreatic tumorigenesis
and provide a transcriptomic framework for future studies investigating the
functional role of type 2 cytokine signaling in PDAC.
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Single-cell foundation models learn rich representations of cellular states, but
whether the disease-associated structure they capture relates to drug response
in cancer cell lines remains unclear. We train a sparse autoencoder on scGPT
activations and identify directions that separate tumors from normal cells in lung
adenocarcinoma and invasive ductal breast carcinoma. We steer healthy cells
along these axes, leading to monotonic shifts in their representations toward the
tumor pole. We then test the induced shifts against expression changes measured
in the Tahoe-100M cancer cell lines, and find no significant matches in either
cohort after multiple hypothesis testing correction. scGPT thus carries steerable
tumor directions that do not reproduce measured drug responses, though it is
uncertain if the model or the cross-context comparison is responsible for this
result.
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Presenter: Calvin McCarter — BigHat Biosciences
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Batch integration is a central preprocessing step in single-cell genomics, where
datasets collected across experiments, donors, and protocols must be combined
despite pervasive technical batch effects. The leading integration methods pro-
duce a shared low-dimensional embedding, which discards the corrected gene-
expression values that downstream differential-expression, marker, and reuse
analyses depend on. The feature-space (expression-correcting) methods that do
preserve genes typically align the marginal expression distributions of batches
and thereby risk erasing genuine biological variation whenever cell-type com-
position differs across batches, i.e. whenever batch effect and biological signal
are confounded. We recast single-cell batch integration as confounded domain
adaptation and apply ConDo, a method that matches conditional expression dis-
tributions given the cell-type annotation rather than marginal distributions. To
extend ConDo’s pairwise source-to-target adapter to the many-batch setting, we
introduce an agglomerative compatibility-graph integrator: batches are nodes
connected when they share a cell type, and we greedily merge each best-scoring
neighbor into a growing reference by fitting one maximum-mean-discrepancy
ConDo adapter conditioned on cell type. On the Open Problems Single-Cell
Integration Benchmark, ConDo is the strongest feature-space integrator, ranking
first among feature methods on five of six datasets. It even outperforms deep
embedding methods on the overall score, ranking first across all methods on
four of six datasets while returning corrected expression rather than an opaque

embedding.
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Genomic interval operations, e.g., intersection, overlap, proximity, and related
computations, are foundational to functional genomics, yet the dominant tooling
(bedtools, samtools, and similar utilities) expresses these operations as chains of
command-line invocations that exchange data through intermediate files. This
pattern is brittle, difficult to compose with general-purpose data infrastructure,
and resistant to agentic automation. To address these limitations, we introduce
the Genomic Interval Query Language (GIQL), an extended SQL dialect and
transpiler that allows genomic interval operations to be expressed declaratively.
Inspired by the adoption of SQL in geospatial analysis, GIQL transpiles a small,
focused genomic grammar into standard SQL, enabling genomic operations to
compose with larger analytical queries and execute wherever the user’s data
already lives. Consequently, GIQL can target modern analytical engines like
DuckDB and DataFusion, which are increasingly adopted for streaming, distrib-
uted, and cloud-native genomics workloads; however, it does not prescribe any
particular query engine. The grammar integrates with any tabular encoding
of genomic ranges by mapping the user’s existing representation to a pseudo-
column at transpile time. SQL’s precise, well-documented semantics and excep-
tional representation in LLM training data make GIQL a reliable target for Al-
assisted analysis, and a bundled Model Context Protocol (MCP) server exposes
the language’s operator reference, documentation, and transpiler directly to
LLM-powered coding agents, enabling verified query authoring without out-
of-band reference material. GIQL is freely available and open-source (https://
github.com/abdenlab/giql), with ongoing work focusing on a versioned gram-
mar specification, community engagement, and expanded support for multi-step
Al-assisted workflows.
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Graphical models are widely used in systems biology to study the complex
regulatory relationships underlying biological processes. The development of
methods such as SILGGM has allowed for the inference of partial correlation net-
works, which improve interpretability by controlling for indirect interactions.
Unfortunately, the application of these tools to high-throughput omics datasets
is constrained by: 1) decreased stability and accuracy as the feature-to-sample
(p/n) ratio increases, and 2) computational costs that scale rapidly with p.

These challenges can be mitigated by exploiting the fact that biological networks
are typically sparse and modular in structure. SHINE exploits modular network
structure to reduce graphical search complexity, but implements only Bayesian
inference and is specifically tailored to hierarchical constraint learning. We
developed a more generalized “Divide And Conquer” (DAC) approach that
separates features into overlapping modules based on marginal correlations,
performs partial correlation inference within modules, and constructs a network
from the modular subgraphs. This allows for parallelization of subgraph
inference and limits the dimensionality of each inference subproblem. We
benchmarked DAC against a range of alternative algorithms and found that it
substantially reduced runtime with a minimal loss in F1 score.

We created modularDAC: an R package implementing the DAC algorithm with
customizable options for module detection and subgraph inference. By allow-
ing for the rapid and accurate inference of partial correlation networks with
thousands of features, modularDAC removes a bottleneck in systems biology
workflows and enables network-based analysis of omics data at previously
intractable scales.
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Recent advances in spatially resolved transcriptomics (SRT) enabled measure-
ment of sets of pathway genes activity within tissues. However, existing gene set
activity scoring methods overlook spatial dependencies among tissue locations,
restricting their ability to capture region-specific pathway activities associated
with disease pathology or cellular communication. Moreover, these methods
lack inference on statistical significance for activity scores, provide limited
interpretability of gene-level contribution to a pathway, and scale poorly to ad-
vanced large-scale SRT datasets. To address these limitations, we present GESSO
(Gene sEt activity Score analysis with Spatial 10cation), a spatially informed
gene set scoring method adaptable to diverse SRT platforms. GESSO models
gene set activity levels through a graph-regularized matrix decomposition algo-
rithm, jointly inferring spatially coherent gene set activity scores (GASs) and
interpretable gene contributions that quantify how strongly individual genes
drive the GASs. It further implements a permutation-based local significance test
and a stratified low-resolution approximation that scales to high-resolution SRT
datasets such as Visium HD, Stereo-seq, and Xenium Prime. Across 13 datasets
from five SRT platforms, GESSO outperformed all existing methods in accuracy,
calibration, interpretability, and scalability. Applications revealed novel biolog-
ical programs, including spatially confined EMT activation within tumor-stroma
interfaces, developmental signaling gradients across embryonic tissues, and
coordinated B-cell, T-cell, and signaling pathways within germinal centers of
human lymph node tissue, revealing the spatial organization of immune function
at subregional resolution.
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A078 - Sn-seq analysis reveals distinct pathway programs in
Gpr149+ vs GPR149- Medium Spiny Neurons in Parkinsons Dis-
ease

Presenter: Saatvik Viniak — University of Illinois Chicago

Authors: Saatvik Viniak, Rithwik Narendra, James E. Boyett, Brian T. Layden,
Medha Priyadarshini

Session: Day 1 - Thu Oct 1, 2026 - 2:15-4:15 PM

G protein-coupled receptor-149 (GPR149) is a class A orphan receptor highly
expressed in the basal ganglia (BG). Our previous analyses linked GPR149
expression to dopamine signaling networks, suggesting a potential role in BG
function. Given the role of BG dysregulation in disorders like Parkinson’s disease
(PD), we investigated whether GPR149 contributes to PD pathogenesis by gen-
erating a single-nucleus RNA-seq atlas from healthy donor BG to understand
baseline expression patterns. We observed that GPR149 is primarily enriched in
striatal medium spiny neurons (MSNs) and is associated with decreased cyclic-
AMP signaling, as indicated by gene set enrichment analysis (GSEA). Next, we
compared these findings with a two-cohort PD dataset (n=106). Our findings
were significantly replicated in the MSNs from healthy controls in the PD
cohort, at both the gene and pathway levels (assessed using hypergeometric and
Jaccard overlap statistics across the DE and KEGG enrichment lists). Next, PD-
associated transcriptional responses were modeled separately within GPR149+
and GPR149- MSNs using donor-level pseudobulk analyses adjusted for cohort.
GSEA and DE comparing PD versus control within GPR149+ and GPR149-
MSNss revealed largely distinct molecular signatures. The GO biological process
enrichment showed minimal overlap and statistically indistinguishable results
(Jaccard’s similarity and hypergeometric tests) between the two populations.
KEGG enrichment analyses yielded similarly minimal overlap across multiple
FDR thresholds. Together, these findings suggest that GPR149+ and GPR149-
MSNs engage distinct pathway programs in PD. Future studies using MSN-
specific gene knockout mice and striatal PD organoids can determine if GPR149
confers neuronal vulnerability or protection during disease progression.
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A082 - TissueCircuit disentangles active signaling circuits from

cell-type structure
Presenter: Taiqi Li — Harvard Medical School

Authors: Anurendra Kumar, Taiqi Li, Luca Pinello
Session: Day 1 - Thu Oct 1, 2026 - 2:15-4:15 PM

Inferring cell-cell communication from spatial transcriptomics is confounded
by cell-type organization: cells of interacting types cluster together, creating
apparent signaling where none occurs. Methods that trace ligand-receptor inter-
actions to downstream targets, such as NicheNet and SpaTalk, do not correct
for this, so the co-localization and co-expression of cells that share a type are
readily mistaken for genuine communication. We present TissueCircuit, which
prunes a prior network of candidate ligand—receptor—downstream circuits to
the subset genuinely active in a tissue, explicitly separating true spatial signaling
from cell-type structure.

We apply TissueCircuit across three Xenium lung adenocarcinoma sections
spanning tumor and matched healthy tissue and two panel designs, bench-
mark its calibration against permutation and cell-type-shuffled nulls, and
validate recovered circuits against prior signaling databases and cross-
section reproducibility. TissueCircuit recovers a tumor-specific EGFR circuit,
AREG—EGFR—{MYC, KLF5, mTORC1}, absent in matched healthy lung. Cell-
type-resolved analysis localizes the circuit to malignant cells, with paracrine
input from plasma cells and macrophages, and a ligand-rich but spatially
excluded alveolar population serving as an internal negative. A second immune-
checkpoint axis, CD80/CD86—CTLA4, is likewise tumor-specific.

By combining prior knowledge with spatial statistics, TissueCircuit turns spatial
transcriptomes into testable, tissue-specific signaling circuits, applicable to any
receptor or tissue with a prior network. When a matched control is available, it
further isolates disease-specific circuits.
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A083 - IGVF Single-cell Perturb-Seq Pipeline, a unified frame-
work for complex data analysis and perturbation inference

Presenter: Lucas Ferreira da Silva — Massachusetts General Hospital - Harvard
Medical School

Authors: Lucas Ferreira da Silva, Logan Blaine, Sizhu Jiang, Alejandro Barrera,
Olga Pushkareva, Sara Geraghty, Mphathi Nzima, Adam Klie, Alexandra Mo,
Ruhi Rai, Gary Yang, Timothy Barry, Thomas Cowart, Eric Che, Ian Whaling,
Andreas Gschwind, Benjamin C. Hitz, Siddharth Raghavan, Eugene Katsevich,
Charles A. Gersbach, Gary C. Hon, Jesse M. Engreitz, Luca Pinello

Session: Day 1 - Thu Oct 1, 2026 - 2:15-4:15 PM

Introduction: Perturb-seq links programmed genetic perturbations to single-
cell molecular phenotypes, enabling direct tests of gene and regulatory-element
function across heterogeneous cell states. The field now encompasses targeted
and whole-transcriptome measurements, single and combinatorial perturba-
tions, alternative guide-capture strategies, sample multiplexing, and editing
modalities. This flexibility expands the biological questions that can be
addressed, but it also changes how reads structure, guide metadata, cells, and
transcriptional outcomes are encoded and analyzed. Consequently, cross-study
comparisons are hindered and reproducibility is restricted by the use of tech-
nology-specific scripts. Methods: We developed the IGVF Single-cell CRISPR
Pipeline, a Nextflow framework that runs locally, on SLURM clusters, or in the
cloud and adapts processing, guide assignment, inference, and reporting to each
assay while producing standardized Perturb-MuData outputs. We evaluated the
pipeline in two complementary settings. First, a controlled IGVF benchmark
used the same WTC11 CRISPRi system and guide library across five sequencing
and guide-capture technologies, isolating the pipeline’s ability to accommodate
technical variation. Second, we reprocessed independent public TAP-seq, base-
editing, dual-guide, and enhancer-perturbation studies to test portability across
distinct biological questions and experimental designs. Results: Across the
controlled IGVF benchmark, the pipeline produced comparable RNA and guide
counts, also cell-retention, guide assignment, and perturbation inference while
preserving assay-specific differences required for interpretation. Intended target
genes were consistently repressed, with 83.2% to 94.1% recovered as negative
nominally significant cis effects across tested analyses; mean intended-target
effects were negative in every assay, whereas control-guide effects remained
centered near zero. Reprocessing the public studies generated the same analysis-
ready data structure across technologies and recovered technical summaries and
principal biological patterns consistent with the original publications. These
complementary evaluations show that the IGVF Single-cell CRISPR Pipeline can
standardize heterogeneous experiments without erasing their design-specific
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context, supporting reproducible analysis and meaningful comparison across
consortia or when re-analyzing public datasets.
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A089 - Tracing oncogene amplification and genome architecture
across single-cell tumor phylogenies

Presenter: Kit Gallagher — Massachusetts General Hospital, Harvard Medical
School, Broad Institute of MIT and Harvard

Authors: Kit Gallagher
Session: Day 1 - Thu Oct 1, 2026 - 2:15-4:15 PM

About one-third of adult solid tumors are defined by focal amplification of
an essential oncogenic driver — ERBB2, MYCN, EGFR, FGFR2, CCNE1, or
MYC across diverse lineages. These amplification-driven cancers are among
the most therapeutically challenging adult malignancies, despite advances in
targeted therapy and immunotherapy. Focal amplifications take structurally
distinct forms: integrated amplicons (tandem duplications, complex rearrange-
ments, chromothripsis) are inherited according to Mendelian inheritance while
extra chromosomal DNA (ecDNA) are circular, centromere-free elements that
segregate randomly, driving copy-number heterogeneity and rapid remodeling
under selection. Furthermore, the structural architecture of an amplification
strongly influences how amplifications evolve and respond to selection. How-
ever, whether subclonal trends in amplicon architecture impact cellular fitness
or steer a tumor’s evolutionary trajectory has not been systematically addressed.

Using published scWGS from ovarian cancer samples, we look to quantify
amplification clonality, structural heterogeneity, and antigen persistence across
tumor phylogenies. This work will focus on ovarian cancer patients with CCNE1
amplifications; these patients are part of a homologous-recombination proficient
subtype that has no second-line treatment options after chemotherapy. Our
analysis quantifies whether nominated surface antigens remain co-amplified
and co-expressed with essential drivers throughout tumor evolution or instead
diverge through loss of ecDNA, segmental deletion, or transcriptional silenc-
ing. Ultimately, this resolves amplicon topology to determine whether cancer
genome architecture is an evolutionary mechanism for therapeutic escape.
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A101 - Transferring Disease Knowledge from Biomedical Liter-
ature to Longitudinal Clinical Records for Inborn Error of
Immunity Phenotyping

Presenter: Mansooreh Ahmadian — University of Colorado Anschutz Medical
Campus

Authors: Mansooreh Ahmadian, Zhixin Lun, Pia J. Hauk, Sara J. Deakyne
Davies, Todd Miller, Jordan Abbott, Elena W Y Hsieh

Session: Day 1 - Thu Oct 1, 2026 - 2:15-4:15 PM

Electronic health record (EHR)-linked biobanks require accurate phenotyping
for cohort selection from longitudinal records. We developed a biobank of
123 patients with inborn errors of immunity (IEIs) and non-IEI controls, com-
prising more than 23,000 clinical notes. IEIs have heterogeneous, overlapping
phenotypes, and diagnosis often requires integrating years of clinical evidence.
General-purpose large language models (LLMs) identified IEI cases but struggled
with complex patients, particularly those with similar autoimmune disorders.

We propose a hybrid framework combining longitudinal LLM reasoning with
specialized IEI models trained using ontology-based distant supervision. We
use the International Union of Immunological Societies (IUIS) classification to
define the IEI disease set and its Online Mendelian Inheritance in Man (OMIM)
identifiers to connect diseases to ontology concepts. Ontology names, synonyms,
and lexical variants provide distant supervision for IEITagger, an IEI-specific
tagger combining lexical matching with PubMedBERT fine-tuned for concept
recognition and normalization. IEITagger identifies IEI mentions in literature
and extracts disease-labeled snippets, which train disease-specific classifiers.
Disease mentions are masked and phenotypically related non-IEI diseases are
used as hard negatives to promote learning of phenotypic context rather than
terminology alone.

The specialized models are integrated with LLM-derived longitudinal patient
representations to predict IEI status and rank candidate diagnoses. The hybrid
framework improves IEI classification over general-purpose LLM prompting,
particularly in ambiguous cases with overlapping autoimmune and inflamma-
tory phenotypes. These preliminary results demonstrate that disease-specific
knowledge learned from biomedical literature is transferable to longitudinal
clinical records, supporting rare-disease phenotyping without manually anno-
tated training data and more precise cohort discovery.
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A127 - Community Visualization Hub: Integrative Visualization
of Multimodal Biomedical Data Across Consortia
Presenter: Vedat Yilmaz — UMass Chan Medical School

Authors: John Conroy, Conrad Bzura, Priya Misner, Morgan Turner, Lisa Choy,
Tiffany Liaw, Vedat Yilmaz, Zhiping Weng, Nezar Abdennur, Nils Gehlenborg

Session: Day 1 - Thu Oct 1, 2026 - 2:15-4:15 PM

Publicly funded research consortia have generated extensive multimodal bio-
medical datasets, including genome-scale, single-cell, spatial, and bioimaging
assays, yet these resources remain siloed across disparate portals, formats,
and schemas, restricting integrative exploration. Community Visualization Hub
(CVH), (https://visualizationhub.org/) is an open-source web platform that fed-
erates these resources, more than 3.75 million files and 165 harmonized metadata
tags, into a unified environment for computational biologists, bioinformaticians,
and biomedical researchers. Building on Gosling for genome-scale genomics
and Vitessce for single-cell, spatial, and imaging data, CVH enables linked
exploratory views connecting whole-genome patterns to individual loci, cells,
and tissue regions. Users can combine self-generated data with public resources
without downloading source files, author Gosling visualizations through a
graphical interface, and import and share Vitessce configurations. Authenticated
project workspaces allow users to persist, annotate, and share analyses and
views internally or with external collaborators. Together, these components
enable researchers to compare results across modalities, formulate biologically
grounded hypotheses, and share reproducible visualizations with the broader
scientific community.
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A137 - Evolutionarily constrained immunotherapy targets en-
coded by oncogene amplicons in cancer

Presenter: Curie Cha — Massachusetts General Hospital, Harvard Medical
School, Broad Institute of MIT and Harvard

Authors: Curie Cha, Kit Gallagher, Vrishank Chandrasekhar, Ignacio Vazquez-
Garcia

Session: Day 1 - Thu Oct 1, 2026 - 2:15-4:15 PM

Oncogenic amplifications drive tumor growth and evolution, frequently co-
amplifying genes physically adjacent to the driver. These passenger genes
are candidates for immunotherapy, but their durability depends on whether
they remain physically linked to the driver through evolution. Persistence of
linkage is shaped by the architecture of the amplicon, which can take different
forms (integrated, breakage-fusion-bridge, or ecDNA) and mitotic segregation
patterns. Integrated amplicons are inherited with chromosomal fidelity, whereas
extrachromosomal DNA lacks a centromere, segregates randomly, and can be
gained or shed within a few divisions.

We hypothesize that this difference in ongoing mutational and segregation
processes makes integrated amplicons give rise to more clonally stable thera-
peutic targets than ecDNA. To address this, we reconstructed and classified
focal amplifications using bulk whole genome sequencing across tumors
and tumor-derived cell lines from four pan-cancer cohorts (TCGA, PCAWG,
Hartwig, CCLE). We build breakpoint graphs to resolve amplicon topology
and classify recurrent driver-passenger pairs. We extend this classification by
examining structural features, including genomic distance, copy number, and
breakpoint position. While increased gene dosage creates more opportunity
for transcription, mechanisms including transcriptional silencing, availability of
transcriptional machinery, and disruption of regulatory elements at breakpoints
undermine the durability of clonally stable candidates. We relate amplicon
structural context to matched bulk RNA co-expression to test preservation of
regulatory coupling across driver-passenger pairs. Finally, we assess if amplicon
architecture predicts viability as a therapeutic target, using structural atlas can-
didates from tumor-derived cell lines and cross-referencing them with genome-
wide CRISPR-Cas9 loss-of-function screens across the DepMap cell-line panel.
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A141-Influence Causal Ordering: Scalable Causal Structure from

Genome-Scale Perturbation Screens
Presenter: Ritwik Anand — Northeastern University

Authors: Ritwik Anand, Olga Vitek, Karen Sachs
Session: Day 1 - Thu Oct 1, 2026 - 2:15-4:15 PM

Genome-scale perturbation screens, such as single-cell CRISPR-knockdown at-
lases and drug panels, now measure the effects of thousands of interventions,
yet resolving their causal structure at this scale remains hard: combinatorial
DAG search does not scale, pervasive biological feedback breaks acyclicity
assumptions, and a dominant shared stress response swamps intervention-
specific signal. We present Influence Causal Ordering (ICO), which converts a
perturbation influence matrix into a hierarchical causal cluster graph, scaling
to atlases spanning thousands of perturbations. In this graph, feedback loops
and shared response programs are represented as clusters, and the clusters are
arranged in causal order. ICO thus captures in one structure both the program-
level responses shared across perturbations and each perturbation’s specific
effects, where typical causal methods don’t scale nor accurately represent feed-
back cycles. Empirically, on single-cell knockdown atlases ICO recovers edge
orientation up to the identifiability ceiling of the data and predicts the effects
of held-out, never-perturbed knockdowns beyond a strong mean-response base-
line; on dose-resolved drug phospho-proteomics, its causal cones predict held-
out drug effects better than curated pathway priors. By representing cycles and
programs as clusters and ordering them causally, ICO turns a large perturbation
screen into a single interpretable causal map that accurately models both shared
downstream responses and specific effects, and is capable of modeling cyclic
feedback.
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A150 - Resolving Mentions to Ontology Gaps in Biomedical
Entity Linking

Presenter: Hyun Seung Lim — Northeastern University

Authors: Hyun Seung Lim, Benjamin M. Gyori
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Recognizing names or synonyms of entities such as genes, small molecules and
diseases in text and normalizing them to ontology terms is called entity linking
(EL) and is a central task for biomedical data integration. As published biomed-
ical knowledge rapidly evolves, a key challenge in EL is the incompleteness of
ontologies where a given entity mention is novel or sits at a granularity no
existing term occupies. While encoder-based methods such as SapBERT excel
on biomedical entity linking benchmarks, they are limited to predicting exact
equivalence and don’t handle incompleteness in a principled way. To address this
challenge, we reformulate entity linking so that a mention resolves either to an
existing term or, when it is unlinkable, to the region between terms that bracket
it in a semantic sense. Creating the training data requires no manual annotation
as the ontology’s own subsumption edges supply the ordering between terms,
and synonyms are obtained from the UMLS Metathesaurus. We use this training
data to fine tune a SapBERT-initialized encoder which learns both semantic
equivalence and subsumption relationships between two terms, allowing it to
predict subsumption when two terms aren’t equivalent. In an evaluation against
a similarity-based linker as a control, our approach matched it on mentions
carrying gold ontology terms while also abstaining on a portion of mentions the
ontology cannot represent. We also present evaluation results against a public
benchmark of literature mentions that includes terms absent from the ontology,
making incompleteness explicit.
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A168 - HyperFlow: Hypergraph-Based Flow-Matching for Pro-
tein Conformation Generation
Presenter: Janmejay Vyas — Northeastern University

Authors: Janmejay vyas, Shantanu Jain, Ayan Paul, Predrag Radivojac
Session: Day 1 - Thu Oct 1, 2026 - 2:15-4:15 PM

Protein function emerges from its sequence and structural dynamics, where
collective motions of multiple residues constitute and connect distinct structural
states. These conformational ensembles and their functional properties cannot
be fully captured by a single static structure. Current generative models attempt
to predict such distributions from one structure and reproduce per-residue
flexibility well. However, conditioning on a single structure while reconstruct-
ing individual conformers favors the conditional mean, causing distinct states
to collapse into a smoothed mode. We introduce HyperFlow, a flow-matching
generative model that combines higher-order geometric representations with
distribution-level supervision. HyperFlow represents proteins as hypergraphs,
enabling the model to capture collective multibody interactions that drive
conformational transitions. A distribution-level objective then encourages these
motions to generate distinct modes of the conformational ensemble rather than
average structures. On the ATLAS dataset, HyperFlow matches state-of-the-art
performance in per-residue flexibility (RMSF r = 0.88) while increasing collec-
tive-mode similarity to 56%, compared with 40-48% for AlphaFlow, ESMFlow-T,
and BBFlow. HyperFlow also recovers multiple conformational states from a
single input structure. At matched parameter count, its hypergraph representa-
tion reaches pairwise-baseline accuracy for long-range collective motions using
three- to four-fold less training data. Modeling protein dynamics as multibody
processes therefore preserves conformational diversity that pairwise represen-
tations tend to smooth away, enabling scalable exploration of function across
accessible protein states.
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A170 - EMMA: A Generative Energy-based Model for Multiscale

Architecture of Spatial Transcriptomics
Presenter: Wonyl Choi — Boston University

Authors: Wonyl Choi, Ruben Dries
Session: Day 1 - Thu Oct 1, 2026 - 2:15-4:15 PM

Objective: Standard spatial transcriptomics (ST) pipelines use fragmented ana-
lytical steps, each requiring distinct assumptions and manual tuning. We
introduce the Energy Model for Multiscale Architecture (EMMA), a unified
theoretical framework for ST that naturally derives multiscale tissue architecture
directly from molecular interactions. This approach overcomes biases in modu-
larly organized pipelines and can function independently of images. Methods:
In EMMA, spatial correlations between transcripts define an energy landscape
governing gene expression probability. Biological entities across scales (genes,
transcripts, cells) are embedded in a single space. Using this model, consecutive
ST analysis tasks are unified into internally consistent components. EMMA
was applied across 4 platforms (Xenium, CosMx, MERSCOPE, and Visium HD).
Results: Across 4 platforms, EMMA assigned >97% of transcripts to cells with-
out morphological images, achieving high structural agreement with reference
segmentations (NMI > 0.9). Leveraging its unified embedding space, EMMA
identifies cell types and marker genes, revealing organizational motifs consistent
with immune exclusion and coordinated niche formation near tumors, and
quantifying spatial variability of genes in terms of local and global interactions.
Dataset integration via gene-vector alignment using a simple orthogonal trans-
formation validates the embedding space. Conclusions: Our results show ST
analysis can be performed within a coherent theoretical framework. By linking
molecular correlations to tissue architecture within a unified framework, EMMA
offers a principled approach with intrinsic interpretation for understanding the
physical and biological rules governing tissue organization.
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A173 - Convergent B-cell receptor sequence features point

toward shared antigen targets in colorectal cancer
Presenter: Ping Lu — Massachusetts General Hospital - Harvard Medical School
- Broad Institute

Authors: Ping Lu, Eujin Hong, Nir Hacohen, Lloyd Bod, Doga C. Gulhan
Session: Day 1 - Thu Oct 1, 2026 - 2:15-4:15 PM

Colorectal cancer (CRC) is the second leading cause of cancer-related mortality
worldwide. Despite recent advances in immune checkpoint blockade (ICB)
therapy, its efficacy in CRC remains largely limited to mismatch repair-deficient
(MMRd) tumors, highlighting the need for alternative immunotherapies. B-cell
receptor (BCR) repertoires and tumor antigens (autoantigens and neoantigens)
are key components of anti-tumor humoral immunity, yet their landscape
in CRC remains incompletely characterized. We systematically identified BCR
clonotypes, autoantibody-reactive self-antigens and somatic mutation-derived
neoantigen candidates across CRC to investigate their immunological interplay.
Using single-cell RNA-seq data from CRC patients, we reconstructed tumor-
infiltrating BCR sequences and quantified BCR diversity and its association
with clinical variables. Although exact clonotype sharing across patients was
minimal, k-mer-based CDR3 analysis revealed convergent sequence features,
suggesting shared antigen-driven B-cell responses across individuals. To inves-
tigate potential antigenic drivers, we are integrating MIPSA-based autoantibody
profiling, a high-throughput serological assay that measures antibody reactivity
against thousands of human proteins, to nominate cancer cell-specific self-anti-
gens, complemented by the identification of recurrent somatic mutations across
tumors from different patients as candidate neoantigen sources. CRC patients
exhibit convergent BCR sequence features despite largely private clonotypes,
potentially reflecting antigen-driven selection by shared tumor-derived neoanti-
gens and autoantigens alike. This integrative framework, combining neoantigen
and autoantigen discovery with BCR repertoire analysis, provides a foundation
for the rational design of broadly applicable, antibody-informed B-cell-directed
therapies in CRC.
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A175 - SIMBA+: Interpreting GWAS through single-cell multi-
omic graphs identifies disease-relevant genes and cell states
Presenter: Junxi Feng — University of California, San Diego

Authors: Jayoung Ryu, Junxi Feng, Elizabeth Dorons, Karthik Guruvayurappan,
Anatori Prieto, Zixuan Eleanor Zhang, Kushal Dey, Steven Gazal, Martin Jinye
Zhang, Luca Pinello
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Translating genome-wide association study (GWAS) signals into causal variant
mechanisms remains a major challenge. We present SIMBA+, a probabilistic
graph framework that integrates single-cell multiomic data with GWAS to
identify variant target genes and the cellular contexts in which regulatory effects
occur. SIMBA+ constructs a unified knowledge graph linking cells, genes, and
regulatory elements, learns low-dimensional node representations, and uses
metapath-based relationships to score variant-gene—cell associations. This rep-
resentation jointly captures regulatory connectivity and cellular heterogeneity,
enabling genetic associations to be interpreted within specific cell states rather
than only at bulk or cell-type-averaged resolution. Applied to atopic dermatitis,
SIMBA+ revealed cell-specific regulatory mechanisms, including disease-asso-
ciated variants linked to CSF2RB in monocytes and NLRP3 in CD14+ popula-
tions. Systematic benchmarking showed that SIMBA+ outperformed existing
approaches for identifying target genes of variants and regulatory elements
in both cell-type-specific and cell-type-agnostic settings, with stronger enrich-
ment for eQTL-supported and CRISPR-validated regulatory links, particularly
for distal interactions. Beyond variant-to-gene mapping, SIMBA+ leverages its
learned latent factors to decompose trait heritability at single-cell resolution.
Applying SIMBA+ to 75 complex traits across three single-cell multiome atlases
spanning 19 tissues, including blood and bone marrow, identified disease-rele-
vant cell states among hundreds of cell populations, uncovered trait-associated
regulatory programs missed by pseudobulk analyses, and generated single-
cell-resolution estimates of heritability. These capabilities enable mechanistic
interpretation across scales, from individual variants to complex trait architec-
ture. Together, SIMBA+ provides a unified framework for connecting genetic
variation to regulatory mechanisms, target genes, and disease-relevant cellular
states, advancing interpretation of GWAS findings at single-cell resolution.
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A181- Causal Path Inference on a Literature-Derived Knowledge
Graph for Variant Effect Interpretation
Presenter: Jici Jiang — Northeastern University

Authors: Jici Jiang
Session: Day 1 - Thu Oct 1, 2026 - 2:15-4:15 PM

Current variant effect predictors integrate genomic annotation and protein-level
features, however, are limited to modeling direct variant-to-gene or gene-to-
phenotype mappings without explicitly reasoning over the mechanistic chain.
We present a framework to generate interpretable, multi-hop causal paths that
link variants to phenotypes through intermediate signaling, protein-interaction
and regulatory events, corresponding to curated variant-phenotype evidence.
Our INDRA system builds the knowledge graph, integrating causal mechanism
extraction from literature with pathway databases. Variants are encoded as
reference and alternate embedding pairs from sequence models. Training and
evaluation use 120,329 variants across 11,786 genes.

We formulate variant-effect prediction as stepwise path generation over a
variant-relevant subgraph from constrained pathfinding. A variant-conditioned
message-passing network initializes traversal from the associated gene, and a
sequential decoder scores candidate next nodes and edge polarities at each hop.
On held-out variants, paths reach the correct phenotype in 79% of cases with
Hit@10 of 0.68, producing paths for mechanistic interpretation and downstream
functional investigation.

Evaluation of paths is itself a challenge since no existing metric captures
partial correctness of biomedical causal paths. General path comparison meth-
ods disregard biological semantics and regulatory direction which undervalues
predictions that are mechanistically correct but structurally divergent. To ad-
dress this problem, we introduce a dynamic-programming algorithm to score
ontology-grounded semantic similarity and regulatory-direction consistency for
biomedical causal paths. To evaluate this metric, we generated a corpus of
ground truth causal paths paired with partially correct paths of graded diver-
gence and compared our new approach with those currently used in the field,
including LLM-as-a-judge scenarios.
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A191 - Robust dynamics of somatic short tandem repeat expan-
sions using donor-specific assembly

Presenter: Suhas Rao — Harvard Medical School, Department of Biomedical
Informatics

Authors: Suhas Rao, Peter J. Park
Session: Day 1 - Thu Oct 1, 2026 - 2:15-4:15 PM

Short tandem repeat (STR) expansions are associated with many neurodegener-
ative disorders such as Huntington’s disease. However, difficulties in assembling
and aligning to repetitive regions in the genome, have severely limited the study
of somatic STR expansions. Using long-reads and recent techniques for building
personalized/donor-specific assembly (DSA), we can study the true dynamics of
these expansions in normal tissue.

We refined multiple previously curated pathogenic and nonpathogenic STR
catalogs (based on hg38 + short-reads), filtering each by >20% into a final set of
~200,000 loci with DSA-resolved coordinates. We then benchmarked how using
DSA alignments resolves notable error modes generated by existing long-read
STR genotyping tools (TRGT, Medaka, etc.) - 1) phasing repeat expansions to
the appropriate allele, 2) missing true somatic STR expansions due to upstream
misalignment and poor reference genome resolution, and 3) including false
positive STR expansions by mistakenly incorporating nearby low-complexity
regions.

We've identified multiple cases of extreme somatic STR expansions in brain
tissues within normal tissues, up to >5000bp (100x) larger than the correspond-
ing reference allele. We’ve documented dozens of cases where standard SNP/
indel-based phasing are unable to separate biologically distinct repeat alleles
(where one allele is stable / reference size, and the other is >50bp and >100%
relatively larger) and demonstrated how DSA/local realignments can accurately
phase these. We've also demonstrated that using DSA methods allows existing
STR genotyping algorithms like TRGT to rescue up to 10% additional reads near
certain pathogenic STR loci such as NOTCH2NLC (which falls within collapsed
paralogs in hg38).
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A214 - Mathematical Modeling of Macrophage Polarization Dy-
namics and Molecular Feedback to Predict Immune Modulation

Strategies
Presenter: Veena Naveen — Northeastern University

Authors: Veena Naveen, Mingyang Lu, Herbert Levine
Session: Day 1 - Thu Oct 1, 2026 - 2:15-4:15 PM

Macrophages are highly plastic immune cells that dynamically polarize along a
spectrum of phenotypes in response to different environmental cues. Dysregu-
lated polarization is known to cause pathological immune responses and disease
progression, and targeting macrophage polarization has been shown to be a
promising therapeutic avenue in multiple disease contexts. However, the exact
mechanisms governing polarization trajectories, and their interaction with the
expression of effector molecules, in different inflammatory contexts are not fully
understood.

In this work, we aim to elucidate the regulatory principles governing the
transition from resting (Mo0-like) to pro-inflammatory (M1-like) macrophages
in response to lipopolysaccharide (LPS) and interferon-gamma (IFN-y), through
mathematical modeling. We develop a library of model variants that integrate
macrophage polarization with key signaling molecules including TNF-o, NOS-2,
and IL-10, each capturing a different set of mechanisms. We use Bayesian
optimization to fit these models to published time-resolved bulk RNA-sequenc-
ing and single-cell trajectories. Three murine studies supply co-stimulation,
washout, repolarization, LPS-only, and IFN-y-only time courses; a sequential
stimulation study is held out for validation, and four human macrophage
datasets serve as further external targets.

The optimized models can then be perturbed to simulate the effects of targeting
different mechanisms. Future work will incorporate a tumor module, which can
be used to explore immunomodulation strategies for cancer. This approach offers
a principled path toward macrophage-reprogramming strategies in cancer and
other inflammatory diseases by bridging omic data, mechanistic modeling, and
predictive immunomodulation.
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Mathematical Modeling of Macrophage Polarization Dynamics and Molecular Feedback to Predict
Immune Modulation Strategies

Macrophages are highly plastic immune cells that dynamically polarize along a spectrum of phenotypes in
response to different environmental cues. Dysregulated polarization is known to cause pathological immune
responses and disease progression, and targeting macrophage polarization has been shown to be a promising
therapeutic avenue in multiple disease contexts. However, the exact mechanisms governing polarization
trajectories, and their interaction with the expression of effector molecules, in different inflammatory contexts
are not fully understood.

In this work, we aim to elucidate the regulatory principles governing the transition from resting (MO0-like) to
pro-inflammatory (M1-like) macrophages in response to lipopolysaccharide (LPS) and interferon-gamma
(IFN-vy), through mathematical modeling. We develop a library of model variants that integrate macrophage
polarization with key signaling molecules including TNF-a, NOS-2, and IL-10, each capturing a different set of
mechanisms. We use Bayesian optimization to fit these models to published time-resolved bulk
RNA-sequencing and single-cell trajectories. Three murine studies supply co-stimulation, washout,
repolarization, LPS-only, and IFN-y-only time courses; a sequential stimulation study is held out for validation,
and four human macrophage datasets serve as further external targets.

The optimized models can then be perturbed to simulate the effects of targeting different mechanisms. Future
work will incorporate a tumor module, which can be used to explore immunomodulation strategies for cancer.
This approach offers a principled path toward macrophage-reprogramming strategies in cancer and other
inflammatory diseases by bridging omic data, mechanistic modeling, and predictive immunomodulation.
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A217 - Hyaline: Structure and Leakage-Aware Prediction of Ki-

nase Conformational Selectivity
Presenter: Manju Selvakumaran — Northeastern University

Authors: Ayman Khaleq, Harry Kabodha, Manju Selvakumaran, Sasha
Kakkassery

Session: Day 1 - Thu Oct 1, 2026 - 2:15-4:15 PM

Protein kinases are premier drug targets whose druggability is governed less
by sequence than by conformation: the same catalytic domain adopts distinct
activation loop states, canonically DFG-in and DFG-out, that expose different
pockets and admit either Type I or Type Il inhibitors. Because these states share
one sequence, sequence-based models are blind to what governs selectivity,
and we show they also leak. A pocket sequence classifier scores 0.95 AUROC
under a random split but collapses to 0.62 under grouped leave-one-kinase-
out, revealing that it memorizes kinase identity rather than conformation. We
present Hyaline, a structure-based framework that computes two interpretable
geometric descriptors from the real KLIFS pocket: the DFG to oC distance and a
hinge activation loop angle. Under grouped leave-one-kinase-out these training
free descriptors classify DFG state at 0.834 AUROC, generalizing to unseen
kinases without leakage, and a known drug analysis recovers five of six canonical
Type I and Type II assignments. Hyaline exposes this as an analyze command
that annotates any experimental or predicted structure, including AlphaFold
models, returning the DFG and oC state, the geometric fingerprint, and a Type
I, Type II, or allosteric accessible call with provenance. We also release an
offline atlas of 318 human kinases with accessible states, known inhibitors, and
a Type II opportunity score. A synthetic ablation confirms the mechanism, that
structure rather than sequence carries the signal and that inhibitor size interacts
with DFG displacement. Hyaline offers an interpretable, leakage aware route to
conformation selective inhibitor design.
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Protein kinases are premier drug targets whose druggability is governed less by sequence than by
conformation: the same catalytic domain adopts distinct activation loop states, canonically DFG-in and
DFG-out, that expose different pockets and admit either Type I or Type II inhibitors. Because these states
share one sequence, sequence-based models are blind to what governs selectivity, and we show they also
leak. A pocket sequence classifier scores 0.95 AUROC under a random split but collapses to 0.62 under
grouped leave-one-kinase-out, revealing that it memorizes kinase identity rather than conformation. We
present Hyaline, a structure-based framework that computes two interpretable geometric descriptors from
the real KLIFS pocket: the DFG to aC distance and a hinge activation loop angle. Under grouped leave-
one-kinase-out these training free descriptors classify DFG state at 0.834 AUROC, generalizing to unseen
kinases without leakage, and a known drug analysis recovers five of six canonical Type I and Type II
assignments. Hyaline exposes this as an analyze command that annotates any experimental or predicted
structure, including AlphaFold models, returning the DFG and oC state, the geometric fingerprint, and a
Type 1, Type 11, or allosteric accessible call with provenance. We also release an offline atlas of 318 human
kinases with accessible states, known inhibitors, and a Type II opportunity score. A synthetic ablation
confirms the mechanism, that structure rather than sequence carries the signal and that inhibitor size
interacts with DFG displacement. Hyaline offers an interpretable, leakage aware route to conformation
selective inhibitor design.



Poster Presentations - Abstracts - Day 2 - Fri Oct 2, 2026 NECB 2026

A221 - Integrative in silico analysis of tumor-associated extracel-
lular vesicles reveal markers related to THY-1in basal-like breast
cancer.

Presenter: Pedro Enrique Soares de Lima — University of Sao Paulo

Authors: Pedro Enrique S de Lima, Leticia Alves Fernandes, Milton Yutaka
Nishiyama Junior, Ana Claudia O. Carreira

Session: Day 1 - Thu Oct 1, 2026 - 2:15-4:15 PM

Breast cancer is a major cause of cancer-related mortality worldwide, and
its molecular heterogeneity highlights the need for improved characterization
of aggressive subtypes. CD90, encoded by THY-1, has been associated with
aggressive disease, metastasis, and poor survival, while extracellular vesicles
(EVs) represent a promising source of tumor-associated molecular biomarkers.
This study aimed to characterize THY-1 expression and identify differentially
expressed mRNAs and miRNAs in plasma-derived EVs, focusing on basal-like
breast cancer. Publicly available datasets were obtained from ExoRBase and
NCBI. ExoRBase included 242 breast cancer and 243 healthy individuals with
mRNA quantified as TPM. Breast cancer samples were classified into Luminal
A, Luminal B, HER2-enriched, and basal-like subtypes using PAM50. THY-1
expression and differential expression were assessed using limma package, with
log2FC > 1 and adjusted p.value < 0.01. An independent dataset, GSE270497,
comprising 120 healthy and 60 breast cancer individuals, was analyzed for
miRNA expression using DESeq2, applying log2FC > 1.5 and adjusted p.value
< 0.01. THY-1 showed the highest median expression in basal-like EVs. Among
122 differentially expressed genes, GJA4 was overexpressed and associated
with epithelial-mesenchymal transition, closely related with THY-1 molecular
function in triple negative breast cancer, as previously demonstrated by our
group. OncoDB revealed a positive correlation between GJA4 and THY-1 (R =
0.5281, p = 1.65 x 10-82 ). Among 66 differentially expressed miRNAs, miR-29a,
miR-34a, and miR-210 were downregulated and identified as validated THY-1
regulators. These findings support plasma-derived EVs as a promising source for
investigating THY-1-associated mechanisms and biomarkers in basal-like breast
cancer.
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Breast cancer is a major cause of cancer-related mortality worldwide, and its molecular heterogeneity highlights the
need for improved characterization of aggressive subtypes. CD90, encoded by THY-I, has been associated with
aggressive disease, metastasis, and poor survival, while extracellular vesicles (EVs) represent a promising source of
tumor-associated molecular biomarkers. This study aimed to characterize THY-1 expression and identify differentially
expressed mRNAs and miRNAs in plasma-derived EVs, focusing on basal-like breast cancer. Publicly available datasets
were obtained from ExoRBase and NCBI. ExoRBase included 242 breast cancer and 243 healthy individuals with
mRNA quantified as TPM. Breast cancer samples were classified into Luminal A, Luminal B, HER2-enriched, and
basal-like subtypes using PAMS50. THY-1 expression and differential expression were assessed using limma package,
with 1og2FC > 1 and adjusted p.value < 0.01. An independent dataset, GSE270497, comprising 120 healthy and 60
breast cancer individuals, was analyzed for miRNA expression using DESeq2, applying log2FC > 1.5 and adjusted
p.value < 0.01. THY-1 showed the highest median expression in basal-like EVs. Among 122 differentially expressed
genes, GJA4 was overexpressed and associated with epithelial-mesenchymal transition, closely related with THY-1
molecular function in triple negative breast cancer, as previously demonstrated by our group. OncoDB revealed a
positive correlation between GJA4 and THY-I (R = 0.5281, p = 1.65 x 10"*?). Among 66 differentially expressed
miRNAs, miR-29a, miR-34a, and miR-210 were downregulated and identified as validated THY-1 regulators. These
findings support plasma-derived EVs as a promising source for investigating THY-/-associated mechanisms and
biomarkers in basal-like breast cancer.
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Seters, Saveliy Belkin, David I Heiman, Chip Stewart, David Lehotzky, Vasuki
Narasimha Swamy, Brian P Danysh, Gengchao Wang, Xavi Loinaz, Zachary
Everton, Gang-Hee Lee, Jonghoon Lee, Won-Chul Lee, Hansol Park, Ryul Kim,
Young Seok Ju, Esther Rheinbay, Gad Getz, Srinivas R Viswanathan, David S
Pellman, Cheng-Zhong Zhang
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Somatic copy number alterations (SCNAs) are prevalent in cancer and can
drive neoplastic transformation and therapeutic resistance by amplifying onco-
genes or inactivating tumor suppressors. SCNAs affecting the X chromosome,
especially those in female cancers where SCNAs can occur to either the tran-
scriptionally active X (Xa) or the epigenetically silenced X (Xi), have been largely
left out of cancer genomic studies. We developed a computational method that
robustly identifies SCNAs to Xa or Xi from a joint analysis of whole genome
sequencing and RNA-sequencing data. We applied our method to high-coverage
whole-genome sequencing data in >8000 tumors and found that loss of Xi or
gain of Xa were recurrent events in cancer. We found that Xi loss is a recurrent
feature in all female cancers that is associated with worse progression-free
survival in ovarian cancer. We observed that X chromosome dosage is dysregu-
lated through SCNAs on Xa or reactivation of Xi after somatic rearrangements.
Somatic mutation analysis found that Xa and Xi are hypermutated relative to
autosomes. This result implies that Xa amplification could increase the dosage
of somatic mutations on the X chromosome. We found that colorectal cancer
cell lines with recurrent, focal amplification of Xa were selectively dependent
on OGDH CRISPR knockout and RNAi knockdown. This study shows that X
chromosome dosage is dysregulated in cancer. Our results show that this change
in gene dosage can be therapeutically targeted in colorectal cancer. Future work
will determine how Xi loss leads to worse progression-free survival in ovarian
cancetr.
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A203 - Airqtl dissects cell state-specific causal gene regulatory

networks with efficient single-cell eQTL mapping
Presenter: Matthew Funk — Department of Genomics and Computational
Biology, UMass Chan Medical School

Authors: Matthew Funk, Yuhe Wang, Lingfei Wang
Session: Day 1 - Thu Oct 1, 2026 - 2:15-4:15 PM

Single-cell expression quantitative trait loci (sceQTL) mapping offers a powerful
approach for understanding gene regulation and its heterogeneity across cell
types and states. It has profound applications in genetics and genomics, particu-
larly causal gene regulatory network (cGRN) inference to unravel the molecular
circuits governing cell identity and function. However, computational scalability
remains a critical bottleneck for sceQTL mapping, prohibiting thorough bench-
marking and optimization of statistical accuracy. We present Airgtl, an efficient
method to overcome these challenges through algorithmic advances and efficient
implementations of linear mixed models. Airgtl achieves superior time complex-
ity and over 10"8x acceleration, enabling objective method benchmarking and
optimization. Airqtl offers de novo inference of robust, experimentally validated
cell state-specific cGRNSs that reflect perturbation outcomes. Our results dissect
the drivers of cGRN heterogeneity and underscore the value of natural genetic
variations in primary human cell types for biologically relevant single-cell cGRN
inference.

We further extend Airqtl to single-cell chromatin accessibility QTL (sccaQTL)
mapping using scATAC-seq data, tailored to a nearly binary read count
matrix and extreme data sparsity. Preliminary results demonstrate genome-
wide sccaQTL mapping within ten hours on standard GPU hardware, achieving
sufficient power to detect thousands of cis- and trans-sccaQTLs with a highly
controlled Type I error rate. This framework enables reconstruction of a com-
bined gene and chromatin accessibility network, revealing alternative promoter
and enhancer usage together with expression-related changes in global chro-
matin accessibility.
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A204 - Perturb-LM: Leakage-Aware Language Retrieval of Cell
Painting Morphology
Presenter: Makenna Rodriguez — National Institutes of Health

Authors: Makenna A. Rodriguez, Adam Diaz
Session: Day 1 - Thu Oct 1, 2026 - 2:15-4:15 PM

High-content Cell Painting allows researchers to measure how cells respond to
different treatments, but it remains difficult to search these large datasets. Using
natural-language interfaces could help make phenotypic data more accessible.
However, retrieval results might look better than they are if they rely on treat-
ment names, metadata, or other shortcuts. To address this, we created Perturb-
LM, a framework that assesses whether biomedical language models can identify
relevant Cell Painting data without relying on simple text similarity.

We tested Perturb-LM on 4,524 quality-checked JUMP CPJUMP1 profiles, each
described by 904 morphology features. For the retrieval analysis, we used
4,190 profiles that had perturbation labels. We built queries using descriptive
biological metadata but omitted treatment and sample names, target sequences,
chemical identifiers, plate, well, batch, and other features that could be used for
direct lookup. We compared a TF-IDF method with identifiers removed, frozen
BiomedBERT embeddings, and a ridge projection that mapped BiomedBERT
outputs into morphology space.

For the main evaluation, we excluded candidates from the same plate and well,
allowing us to assess 180 out of 1,079 queries. The TF-IDF method reached a
mean average precision of 0.1574 (5,000-bootstrap 95% CI, 0.1367-0.1795). In
comparison, unaligned BiomedBERT scored 0.0092, and projected BiomedBERT
scored 0.0332. Projected BiomedBERT stayed below TF-IDF by -0.1243 mAP
(paired 95% CI, -0.1519 to —0.0946), and this pattern was consistent across four
different evaluation settings.

These results show that it is important to use strong lexical controls and leak-
age-aware evaluation when applying biomedical language models to complex
cellular phenotyping data.

October 1-2, 2026 - Cambridge, MA 129 of 218



Poster Presentations - Abstracts - Day 2 - Fri Oct 2, 2026 NECB 2026

A208 - Building dynamical models of multi-step state transitions

from single cell gene expression trajectories
Presenter: Yukai You — Northeastern University

Authors: Yukai You
Session: Day 1 - Thu Oct 1, 2026 - 2:15-4:15 PM

Multi-step cell state transitions often occur in biological processes, such as
cell differentiation and disease progression, yet the regulatory mechanisms
governing these transitions remain unclear. Here, we introduce NetDes, a
computational method that integrates top-down and bottom-up systems biology
to infer core transcription factor regulatory networks and build ODE-based
dynamical models from single-cell gene expression trajectories. We demonstrate
that NetDes predicts regulatory interactions and reproduces gene expression dy-
namics through benchmarking using in-silico time trajectories with decoys, tests
on gene circuit simulations of embryonic phenotypic switching, and application
to time-series scRNA-seq data from human iPSC differentiation. Compared to
existing approaches, NetDes has the advantage of capturing sequential state
transitions within a single dynamical model. Network simulations and coarse-
graining further elucidate the regulatory roles of genes and their combinations
in driving these transitions. Our approach provides a generalizable framework
for mechanistic modeling of gene regulation in complex cell state transitions.

October 1-2, 2026 - Cambridge, MA 130 of 218



Poster Presentations - Abstracts - Day 2 - Fri Oct 2, 2026 NECB 2026

A220 - Structural Modeling Identifies a Putative, MIF-Indepen-

dent CD74-IFNGR1 Interface in IFN-y Signaling
Presenter: Nesma E Abdelaal — Brigham and Women’s Hospital, Harvard
Medical School, Boston, MA, USA

Authors: Brigham and Women’s
Session: Day 1 - Thu Oct 1, 2026 - 2:15-4:15 PM

CD74 deletion abolishes IFN-y—driven allograft rejection (median survival >100
days vs. 7 days) and reduces T-cell pSTAT1 signaling by ~50% despite unchanged
surface IFNGR1, indicating a receptor-proximal defect that persists in MIF-
deficient mice, demonstrating that the canonical CD74 ligand is dispensable. To
identify a structural mechanism, we integrated sequence analysis, experimen-
tally resolved receptor structures, multimeric modeling, multi-platform protein-
protein docking, interface energetics, and molecular dynamics. IFNGR1-CD74
sequence comparison revealed 24.0% global and 29.5% local identity over a
78-residue window. Mapping this region onto IFN-y receptor complexes 6E3K
and 6E3L identified an extracellular IFNGR1 segment (~129-221; predominantly
162-221) overlapping the experimentally defined IFN-y/IFNGR1 interface at
25/75 and 24/72 resolved residues, respectively, with approximately half of
these residues solvent-exposed. Independent HDOCK, ClusPro, and HADDOCK
docking converged on this region, supporting a reproducible topology involving
multiple CD74 protomers. HDOCK favored CD74 alone over CD74—MIF (-348.32
vs. —275.48), arguing against an MIF requirement for the predicted association.
Interface energetics identified 16 dominant CD74-MIF hotspots (AG < -10
kcal/mol), with stabilization correlated with solvent burial (R*=0.79, p<0.01).
Complementary 200-ns MD supported interface persistence: backbone RMSD
remained below 3 A, while 68% of candidate interface residues maintained
contacts for >50% of the trajectory. Together, these orthogonal analyses identify
a structurally plausible, multivalent CD74-IFNGR1 association overlapping the
physiological IFN-y-binding interface, providing a structural correlate for the
MIF-independent receptor-proximal defect and nominating residues for experi-
mental validation.
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A002 - BBB-Nuke: Transport-Aware Prediction of Blood-Brain
Barrier Penetration in Small Molecules
Presenter: Noah Abasciano — Attention Labs

Authors: Noah Abasciano, Hamid Hadipour, Abhishek Poddar, Jack Rudrum,
Temitope Sobodu

Session: Day 2 - Fri Oct 2, 2026 - 2:15-4:15 PM

Predicting blood-brain barrier (BBB) penetration remains a central challenge in
CNS drug discovery. Existing computational models rely on physicochemical
descriptors and are blind to active transport biology; the efflux pumps and carrier
proteins that dominate drug exclusion at the BBB in vivo. We present BBB-Nuke,
a modular prediction pipeline that integrates physicochemical scoring with
explicit efflux transporter substrate modeling. The system computes ten mole-
cular descriptors, predicts ionization state via a graph convolutional network,
scores CNS-MPO desirability, and estimates substrate probability for seven
efflux transporters (P-gp/MDR1, BCRP/ABCG2, MRP1, MRP2, MRP4, MATE1,
OAT3) using Random Forest classifiers trained on curated ChEMBL bioactivity
data. A gradient-boosted classifier trained on 67 features; ten physicochemical,
seven efflux transporter probabilities, and fifty fingerprint-derived principal
components ;achieves an area under the receiver operating characteristic curve
(AUROC) of 0.933 +/- 0.006 under five-fold cross-validation on 9,262 labeled
compounds, and 0.810 on a fully held-out benchmark of 470 clinically validated
compounds. In head-to-head comparisons, BBB-Nuke outperforms CNS-MPO,
LightBBB, ADMETlab 2.0, and BBB-Score on both cross-validation and external
test sets. We apply the pipeline to screen over one billion commercially available
compounds from the Enamine REAL library and PubChem, identifying enriched
regions of BBB-penetrant chemical space and characterizing the structural fea-
tures that distinguish permeable from excluded molecules. BBB-Nuke is freely
available as a Python package, REST API, and Model Context Protocol server.
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Abstract

Predicting blood-brain barrier (BBB) penetration remains
a central challenge in CNS drug discovery. Existing
computational models rely on  physicochemical
descriptors and are blind to active transport biology,
including the efflux pumps and carrier proteins that
dominate drug exclusion at the BBB in vivo. We present
BBB-Nuke, a modular prediction pipeline that integrates
physicochemical scoring with explicit efflux transporter
substrate modeling. The system computes ten molecular
descriptors, predicts ionization state via a graph
convolutional network, scores CNS-MPO desirability,
and estimates substrate probability for seven efflux
transporters  (P-gp/MDR1, BCRP/ABCG2, MRPL,
MRP2, MRP4, MATEL, and OAT3) using Random
Forest classifiers trained on curated ChREMBL bioactivity
data.

A gradient-boosted classifier trained on 67 features
consisting of ten physicochemical descriptors, seven
efflux transporter probabilities, and fifty
fingerprint-derived principal components achieves an
area under the receiver operating characteristic curve
(AUROC) of 0933 +/- 0.006 under five-fold
cross-validation on 9,262 labeled compounds, and 0.810
on afully held-out benchmark of 470 clinically validated
compounds. In head-to-head comparisons, BBB-Nuke
outperforms CNS-MPO, LightBBB, ADMETIlab 2.0, and
BBB-Score on both cross-validation and external test
sets. We apply the pipeline to screen over one hillion
commercialy available compounds from the Enamine
REAL library and PubChem, identifying enriched
regions of BBB-penetrant chemica space and
characterizing the structural features that distinguish
permeable from excluded molecules. BBB-Nuke is freely
available as a Python package, REST API, and Model
Context Protocol server.
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A003 - Elucidating enzyme-substrate specificity through co-
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Presenter: Xiwei Cheng — Northeastern University

Authors: Xiwei Cheng, Seonghwan Seo, Charlie Huh, Jihang Chen, Songlin
Jiang, Pengkang Guo, Jing-Ke Weng, Woo Youn Kim, Wengong Jin

Session: Day 2 - Fri Oct 2, 2026 - 2:15-4:15 PM

Enzymatic catalysis relies on precise structural and chemical complementarity,
yet systematically mapping enzyme-substrate interactions remains a critical
bottleneck. While structure-aware methods have advanced functional annota-
tion, their reliance on predefined binding pockets and rigid-body docking fails
to capture the ligand-induced conformational changes essential for catalytic
turnover. Here we introduce Boltz2ESI, an end-to-end framework that predicts
enzyme-substrate interactions by leveraging structural knowledge learned by
a biomolecular foundation model. Through native co-folding, the framework
inherently captures active-site plasticity without requiring predefined pocket
annotations. Integrating these learned biophysical priors with global evolution-
ary context and geometric molecular descriptors, Boltz2ESI consistently outper-
forms state-of-the-art sequence-based and rigid-docking approaches. Extensive
validation demonstrates that the framework accurately discriminates tight sub-
family specificities, enabling effective candidate prioritization for biosynthetic
pathway elucidation, as demonstrated on the withanolide pathway. Ultimately,
this structure-dynamic approach establishes an actionable foundation for accel-
erating rational biocatalyst discovery and large-scale pathway de-orphaning.
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Introduction. Enzymatic catalysis underpins metabolism and industrial biocatalysis, yet mapping which substrates an
enzyme accepts remains a bottleneck for biocatalyst discovery. Sequence-based predictors cannot see the catalytic microen-
vironment, while structure-aware methods rely on predefined pockets and rigid docking: they fail for orphan enzymes with
uncatalogued active sites and cannot represent the ligand-induced plasticity that dictates selectivity. We present Boltz2ESI,
which resolves specificity directly from co-folded enzyme—substrate complexes generated by a biomolecular foundation model,
capturing active-site plasticity without predefined pocket annotations and reaching state-of-the-art accuracy on ESIBank.
Method. Given only an enzyme sequence and a substrate J—
SMILES string (Fig. 1), two-stage co-folding first localizes eroymeseqerce  Susrse SWLES | o fnzym tines | subtrte st
the active site with Boltz-2 [1], then re-folds the cropped e e ) Looee e
pocket together with the substrate in an alignment-free (o e
regime, so the pose is resolved from mutual biophysi- 5=‘w=ﬂw=wmm
cal complementarity rather than evolutionary sequence -
bias. Single, pair, and distogram representations of the co-
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( Applcations
Rank candicate substrates for  given enzyme
# Candidatesubstates  Ineraction score

folded complex are fused with ESM3 [2] evolutionary em- “ = et ° O e—os
beddings and Uni-Mol2 and Morgan substrate priors, then &= : _—
passed through a geometry-conditioned four-block Pair- i ks s 0 G i
former initialized from the Boltz-2 affinity head. Training L e e
uses ESIBank [3] (323,783 curated pairs). R —

Results. Boltz2ESI surpasses all baselines on both ES-
[Bank splits (Fig. 2a,b): AUROC 09156 / AUPR 0.6221 Figure 1: Boltz2ESI workflow. Two-stage Boltz-2 co-folmlds
(random split) and AUROC 0.7664 (unknown substrate ¢ aciive site and extracts structural representations (a); evolutionary and molecular
and enzyme) versus 0.7198 (EZSpecificity [3]) and 0.6778  priors are fused into a unified representation (b); a geometry-conditioned Pairformer
(ESP [4]). Zero-shot Boltz-2 afﬁnity is near random outputs the interaction score that ranks candidate substrates or enzymes (c).
(0.5258 / 0.5299), indicating that affinity alone does not explain catalytic specificity. Ablations (Fig. 2¢) show evolution-
ary context and co-folded geometry are complementary: removing ESM3 causes the largest AUROC drop, while replacing
co-folded complexes with rigid docking poses collapses AUPR from 0.3331 to 0.2169.

Pathway reconstruction in Withanolide biosynthesis. Withanolides are the phytosteroidal lactones that constitute the
primary bioactive metabolites of Withania somnifera (ashwagandha), a widely used dietary supplement, and are reported to
have anti-inflammatory, neuroprotective, and anticancer activity. Their biosynthesis was elucidated only recently, when three
cytochrome P450s, CYP87G1, CYP88C7, and CYP749B2, were shown to catalyse the key early oxidations [6]. Identifying
which member of a large transcriptome-derived P450 family performs a given step is exactly the prioritization problem
Boltz2ESI addresses. Without pathway-specific training, Boltz2ESI ranked CYP87G1 8th and CYP88C7 4th among 107
candidates from a de novo W. somnifera transcriptome, ahead of EnzymeCAGE [5] (13th and 10th; Fig. 2d), recovering every
biochemically characterized paralog of both enzymes within the top 20 and top 10, respectively. Because it scores struc-
tural complementarity rather than co-expression, Boltz2ESI complements omics-based pathway inference for de-orphaning
enzymes and prioritizing biocatalysts.
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Figure 2: Bencl k, ablation, and path prioritization. a,b, AUROC and AUPR on the ESIBank random and unknown-substrate-and-enzyme (S+E) splits.
¢, Ablation on the unknown S+E split (AUPR PF, Pairformer). d, Rank of each validated CYP among 107 W. somnifera P450 candidates (lower is better).

References. [1] Passaro et al. bioRxiv 2025. (2] Hayes et al. Science 2025. [3] Cui et al. Nature 2025. [4] Kroll et al. Nat. Commun. 2023. [5] Liu ef al. bioRxiv 2024, [6] Reynolds et al. Nat. Plants 2026.
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Early-onset Alzheimer’s disease (EOAD) is frequently caused by autosomal-
dominant mutations in APP, PSEN1, and PSEN2, yet accessible, low-cost
molecular screening tools for at-risk families remain limited. We present a fully
in-silico, wet-lab-free proof-of-concept pipeline integrating tetra-primer ampli-
fication-refractory mutation system (ARMS) design, in-silico PCR validation,
coarse-grained molecular dynamics modeling, and population-level coverage
analysis for five well-characterized EOAD mutations (APP V7171, APP Swedish,
PSEN1 E280A, PSEN1 M146L, PSEN2 N141I). Allele-specific primer pairs were
designed using each mutation’s reference genomic sequence and validated
computationally via in-silico PCR, which confirmed correct allele-specific am-
plicon switching for three of five mutations (V7171, Swedish, E280A); redesign
of the remaining two is in progress following an initial targeting discrepancy
identified during verification. Duplex-level thermodynamic discrimination be-
tween matched and mismatched primer-template pairs is being characterized
using oxDNA coarse-grained simulation, quantifying hydrogen-bond stability
and structural fluctuation at the discriminating base. Population coverage was
assessed against gnomAD (v4.1.1), identifying no common variants overlap-
ping primer-binding sites for three mutations and minor, synonymous-variant
caveats (population frequency up to 4.6%) for two. Together, these results outline
a reproducible, open-access computational framework for evaluating allele-
specific assay candidates prior to any wet-lab investment, with an integrated
translation-confidence metric combining specificity, thermodynamic stability,
and population robustness. This pipeline is presented explicitly as a computa-
tional proof-of-concept rather than a validated diagnostic tool.
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An Open, Wet-Lab-Free In-Silico Pipeline for Allele-Specific Detection of Autosomal-Dominant
Early-Onset Alzheimer's Disease Mutations

Sunanditaa Karthikeyan
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ABSTRACT

Early-onset Alzheimer's disease (EOAD) is frequently caused by autosomal-dominant mutations in 4PP,
PSENI, and PSEN2, yet accessible, low-cost molecular screening tools for at-risk families remain limited.
We present a fully in-silico, wet-lab-free proof-of-concept pipeline integrating tetra-primer amplification-
refractory mutation system (ARMS) design, in-silico PCR validation, coarse-grained molecular dynamics
modeling, and population-level coverage analysis for five well-characterized EOAD mutations (APP
V7171, APP Swedish, PSEN1 E280A, PSEN1 M146L, PSEN2 N1411). Allele-specific primer pairs were
designed using each mutation's reference genomic sequence and validated computationally via in-silico
PCR, which confirmed correct allele-specific amplicon switching for three of five mutations (V7171
Swedish, E280A); redesign of the remaining two is in progress following an initial targeting discrepancy
identified during verification. Duplex-level thermodynamic discrimination between matched and
mismatched primer-template pairs is being characterized using oxDNA coarse-grained simulation,
quantifying hydrogen-bond stability and structural fluctuation at the discriminating base. Population
coverage was assessed against gnomAD (v4.1.1), identifying no common variants overlapping primer-
binding sites for three mutations and minor, synonymous-variant caveats (population frequency up to 4.6%)
for two. Together, these results outline a reproducible, open-access computational framework for evaluating
allele-specific assay candidates prior to any wet-lab investment, with an integrated translation-confidence
metric combining specificity, thermodynamic stability, and population robustness. This pipeline is

presented explicitly as a computational proof-of-concept rather than a validated diagnostic tool.
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Pancreatic ductal adenocarcinoma (PDAC) has a five-year survival rate of nearly
13%. Most tumors contain a mutation in the KRAS gene, which has proved to be
difficult to target directly. As a result, researchers have turned to the idea of col-
lateral lethality - when the deletion of one gene also results in the loss of another
neighboring ‘passenger’ gene, this creates a dependency on a different gene to
survive. These targets have been identified through bulk screens of numerous
cell lines. which average these into a single profile. However, PDAC tumors
are not uniform because their malignant cells exist in two states: classical and
basal. Therefore, targeting a gene that is only essential to one of these states will
leave the other untreated. Here, we investigate whether three known collateral
lethality targets: VPS4A, PRMT5, and MAT2A, are evenly distributed between
these two states in two independent cohorts of single-cell RNA sequencing. For
each target, we derived a dependency signature from the Cancer Dependency
Map, scored it in every malignant cell, and tested whether it tracked the classical
state using a within-patient partial Spearman correlation. VPS4A and PRMT5
signatures did not favor either state, while the MAT2A signature was concen-
trated in classical cells in both cohorts. This pattern was not explained by generic
gene essentiality. These findings demonstrate that single-cell analysis can show
when a collateral-lethality dependency signature is confined to part of the tumor,
a question bulk screens cannot answer.
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Pancreatic ductal adenocarcinoma (PDAC) has a
five-year survival rate of nearly 13%. Most
tumors contain a mutation in the KRAS gene,
which has proved to be difficult to target
directly. As a result, researchers have turned to
the idea of collateral lethality - when the
deletion of one gene also results in the loss of
another neighboring "passenger" gene, this
creates a dependency on a different gene to
survive. These targets have been identified
through bulk screens of numerous cell lines.
which average these into a single profile.
However, PDAC tumors are not uniform
because their malignant cells exist in two states:
classical and basal. Therefore, targeting a gene
that is only essential to one of these states will
leave the other untreated. Here, we investigate
whether three known collateral lethality targets:
VPS4A, PRMTS, and MAT2A, are evenly
distributed between these two states in two
independent cohorts of single-cell RNA
sequencing. For each target, we derived a
dependency signature from the Cancer
Dependency Map, scored it in every malignant
cell, and tested whether it tracked the classical
state using a within-patient partial Spearman
correlation. VPS4A and PRMTS signatures did
not favor either state, while the MAT2A
signature was concentrated in classical cells in
both cohorts. This pattern was not explained by
generic gene essentiality. These findings
demonstrate that single-cell analysis can show
when a collateral-lethality dependency signature
is confined to part of the tumor, a question bulk
screens cannot answer.
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The plant cell wall is a dynamic structure providing strength, shape and pro-
tection to the plant cell. Heteroxylan is an important cell-wall polysaccharide
in grasses such as rice and wheat where it functions in structural integrity,
growth, biomass quality and stress responses. TaVER2, a vernalization-related
protein with jacalin and dirigent domains, was a candidate regulator in wheat
that may influence xylan production by association with the xylan synthase
complex. However, its biological role in living plants, especially in rice, has not
been completely demonstrated. In this study, the role of TaVER2 and its rice or-
thologs 0s12g0198700 and Os12g0247700 in heteroxylan biosynthesis and plant
growth and development was investigated. Phylogenetic analysis, sequence
comparison and 3D structural modelling indicated conservation of the jacalin
and dirigent domains between TaVER2 and rice homologs, suggesting possible
conservation of function. To test this hypothesis, we generated CRISPR/Cas9
knockout mutants for Os12g0198700 and transgenic rice lines overexpressing
TaVER?2. Initial observations show visible developmental differences compared
to wild-type plants including reduced plant height and altered flowering time.
These phenotypes indicate that the regulation of heteroxylan may affect plant
growth and architecture in general. We also got the overexpression lines for the
orthologs genes and charaterzing them now. Molecular, biochemical and micro-
scopic characterization of the mutant and overexpression lines is in progress.
The role of these genes in cell-wall assembly is being investigated by analyzing
heteroxylan content, sugar composition and cell-wall structure. Selected lines
will also be grown under biotic stress conditions including Hessian fly infesta-
tion to determine if there are any correlations between heteroxylan regulation
and plant defense.
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Abstract

The plant cell wall is a dynamic structure providing strength, shape and protection to
the plant cell. Heteroxylan is an important cell-wall polysaccharide in grasses such as
rice and wheat where it functions in structural integrity, growth, biomass quality and
stress responses. TaVER2, a vernalization-related protein with jacalin and dirigent
domains, was a candidate regulator in wheat that may influence xylan production by
association with the xylan synthase complex. However, its biological role in living
plants, especially in rice, has not been completely demonstrated. In this study, the role
of 7aVERZ and its rice orthologs Os12g0198700 and Os12g0247700 in heteroxylan
biosynthesis and plant growth and development was investigated. Phylogenetic
analysis, sequence comparison and 3D structural modelling indicated conservation of
the jacalin and dirigent domains between TaVER2 and rice homologs, suggesting
possible conservation of function. To test this hypothesis, we generated CRISPR/Cas9
knockout mutants for Os/2g0198700 and transgenic rice lines overexpressing
TaVER2. Initial observations show visible developmental differences compared to
wild-type plants including reduced plant height and altered flowering time. These
phenotypes indicate that the regulation of heteroxylan may affect plant growth and
architecture in general. We also got the overexpression lines for the orthologs genes
and charaterzing them now. Molecular, biochemical and microscopic characterization
of the mutant and overexpression lines is in progress. The role of these genes in cell-
wall assembly is being investigated by analyzing heteroxylan content, sugar
composition and cell-wall structure. Selected lines will also be grown under biotic
stress conditions including Hessian fly infestation to determine if there are any
correlations between heteroxylan regulation and plant defense.

Key Words: Rice, TaVER?2, orthologs, heteroxylan, plant cell wall, CRISPR/Cas9,

overexpression
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Can ‘Al Scientists” discover better drugs, or only automate steps a chemist
already knows how to take? Drug design, searching a chemical space of more
than 10°° molecules, usually breaks into three stages: formulating the objective,
predicting candidate properties, and optimizing molecules against it. Today each
relies on humans to hand-build the underlying models, which is slow and often
suboptimal. I present an Al Scientist that automates all three. On methicillin-
resistant Staphylococcus aureus (MRSA), a WHO-designated urgent threat, it
trained a property-prediction model that beat the Chemprop model our team
hand-built for our 2023 Nature paper on the same data, then designed an antibi-
otic four times more potent than the human-designed lead, with a therapeutic
index of 32. Two frameworks drive this: SAGA evolves the design objective
through a bi-level loop of LLM agents, and DrugSAGE builds and refines state-of-
the-art predictors and optimizers by reusing cross-task experience, surpassing
the human leaderboard on Therapeutic Data Commons where prior agents
cannot.
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Motivation

Can “Al Scientists” discover better drugs, or only auto-
mate steps a chemist already knows how to take? Drug
design searches a chemical space of more than 10%°
molecules and usually breaks into three stages: formu-
lating the objective, predicting candidate properties, and
optimizing molecules against that objective. Today each
stage relies on humans to hand-build the underlying mod-
els, which is slow and often suboptimal. We present an
Al Scientist that automates all three, driven by two com-
plementary frameworks, SAGA and DrugSAGE, and
validated experimentally on a WHO-designated urgent
pathogen.

SAGA: evolving the objective

Most discovery agents optimize a fixed, human-specified
objective. For grand challenges that objective is only an
imperfect proxy, and optimizers exploit the gap between
the proxy and reality, scoring well while missing what
an expert would catch. SAGA (Scientific Autonomous
Goal-evolving Agent) treats objective design itself as
the search problem. It runs a bi-level loop of LLM
agents: an outer loop of a planner, implementer, and
analyzer proposes new objectives and compiles them
into executable scoring functions, while an inner loop
optimizes candidate molecules under the current objec-
tive. Analyzing each round’s outcomes lets SAGA revise
the objective rather than treat it as a fixed input, and it
supports co-pilot, semi-pilot, and autopilot modes so a
scientist can steer as much or as little as they want.

DrugSAGE: self-evolving experience

Building state-of-the-art predictors and optimizers is
an expensive search over tools, architectures, and train-
ing recipes. Existing agents can reach strong solu-
tions through trial and error, but discard that experi-
ence and pay the full search cost on every new task.
DrugSAGE (Self-evolving Agent Experience) keeps a
cross-task memory of verified skills, statistical evidence
about which strategies work, and a record of recurring

errors and their fixes. The memory plugs into an MCTS-
based search loop, with a formal guarantee that the
memory-augmented selection policy preserves the re-
gret bound of standard UCB. As memory grows the
search narrows, and in some cases DrugSAGE trans-
fers a working solution directly with no test-time search.
Across 33 molecular-property-prediction tasks it ranks
first among nine state-of-the-art agents; with memory
from 16 smaller tasks it reaches an average normalized
score of 0.935 on 17 held-out tasks and beats every
baseline by 10-30% in a zero-test-time-search regime,
surpassing the human leaderboard on Therapeutic Data
Commons where prior agents cannot.

Wet-lab validation on MRSA

We tested the full pipeline on methicillin-resistant
Staphylococcus aureus (MRSA), a WHO-designated ur-
gent threat. DrugSAGE trained a property-prediction
model that beat the Chemprop model our team hand-
built for our 2023 Nature paper on the same data. SAGA
then evolved the design objective and drove optimization
to a candidate antibiotic that is four times more potent
than the human-designed lead, with a therapeutic index
of 32. Automating all three stages did not just reproduce
the human workflow; it produced a better molecule than
the expert baseline.

Takeaway

Formulating the objective, predicting properties, and
optimizing molecules can all be automated, and doing
so end-to-end can outperform the hand-built pipeline it
replaces. Together SAGA and DrugSAGE point toward
Al Scientists that improve the drug-design process itself,
not only the steps within it.
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Predicting phenotype from genome sequence remains a major challenge in
fungal biology, especially for non-model species and clinical isolates with limited
functional data. Here, we asked whether genomic language models (GLMs),
which learn biologically meaningful representations from DNA sequence, can
predict fungal gene essentiality, a phenotype relevant to fundamental biolog-
ical processes and antifungal target discovery. Using Candida albicans as a
primary benchmark, we found that GLM-derived DNA embeddings contain
essentiality-related signals, and that model performance was not limited by
downstream classifier head capacity, but by the biological information captured
in the DNA representation itself. To overcome this bottleneck, we integrated
GLM embeddings with two complementary genome-derived features: ortholog-
based essentiality and predicted protein-protein interaction information. This
multimodal integration model achieved robust, consistent performance across
Candida albicans, Saccharomyces cerevisiae, and Schizosaccharomyces pombe,
both within species and in cross-species transfer settings. Overall, our results
show that GLM-based multimodal models can generalize across diverse fungi
and provide a practical framework for prioritizing candidate essential genes from
genome sequence alone.
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Fungal Gene Essentiality Prediction with Genomic Language Models
Chen Liao"", Hannah G. Thomas', Robert A. Cramer'
"Department of Microbiology and Immunology, Dartmouth College, Hanover, New Hampshire, USA

Background. Genome-wide essentiality profiles reveal genes required for fungal viability and provide a rational starting
point for antifungal target discovery. However, such profiles are available for only a limited number of model species
because experimental screens are laborious and resource intensive. Although machine learning models can, in principle,
predict gene function from sequence, they typically require large amount of species-specific, labeled training data and may
not transfer well to genetically divergent fungi. Genomic language models (GLMs), which are pretrained on large and
diverse collections of DNA sequences, offer a potential solution by learning transferable sequence representations (i.e.,
embeddings) without requiring task-specific labels during pretraining. In this work, we tested whether GLM embeddings
can capture gene essentiality signals and support prediction both within and across fungal species.

Methods. Using Candida albicans (C. albicans) as the primary benchmark, we evaluated zero-shot mutation scoring and
supervised classifiers trained on frozen Evo2-7B-base embeddings. Each gene was represented by layer-26 embeddings
derived from an 8,192-nucleotide genomic window A

and mean-pooled across its open reading frame. We Friembeddng: Qelos essentally g :Z: s

first compared a lightweight multilayer perceptron P, Qrtholog £ e -
(MLP) trained on Evo2 embeddings with published < b
language-model-based approaches, then varied MLP =g

capacity and evaluated alternative classifier families 1 ool Taw

to determine whether performance was constrained Bueouput | 2 05 C
by the downstream prediction head. We also assessed Concatenate Biinear (xh‘ %) L — T
the extent to which Evo2 embeddings could recover ONA el io%a"ie“i\&;&f@@
13 manually curated biological features. Our final o
model integrated Evo2 embeddings with ortholog- (212225242526 ¢ Soo{ D = = ‘5200’7 = . =
based essentiality information inferred using 500593 T %0651 . W T‘
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networks. Modality-specific representations and their
pairwise interactions were combined through bilinear
fusion (Fig. 1A). The final multimodal model
architecture was evaluated by five-fold cross-
validation in C. albicans, Saccharomyces cerevisiae
(S. cerevisiae), and Schizosaccharomyces pombe (8.
pombe), and cross-species transfer was assessed by training on two species while holding out the third. Finally, we applied
integrated gradients and TF-MoDISco to identify nucleotide-level sequence patterns associated with model predictions.
Results. Zero-shot Evo2 scores distinguished essential from non-essential C. albicans genes across mutation and context
settings (AUROC 0.597-0.645; AUPRC 0.249-0.271), with the ~8kb genomic context performing best. Supervised Evo2
embeddings increased performance to mean AUROC 0.864 and AUPRC 0.582, exceeding public baseline models PIC
(0.862/0.560) and Bingo (0.850/0.533). Expanding the first hidden layer from 64 to 4,096 neurons or switching among
linear, tree-based, and nearest-neighbor classifiers produced no meaningful performance gain. In contrast, a simple MLP
based on 13 manually curated features reached AUROC 0.921 and AUPRC 0.676, indicating that model performance was
limited not by classifier head capacity, but by the biological information captured in the DNA representation itself. The full
multimodal model achieved AUROC 0.921 and AUPRC 0.709 in C. albicans. As shown in Fig. 1B, removing DNA
embeddings and ortholog essentiality reduced performance to 0.877/0.606 and 0.871/0.593, respectively, while removing
predicted PPI features had little effect in this species (0.920/0.700). Bilinear fusion also outperformed simple concatenation
(0.904/0.662) and cross-attention (0.915/0.690), as demonstrated in Fig. 1C. The same framework generalized to S.
cerevisiae (0.889/0.751) and S. pombe (0.856/0.738). When a target species was completely excluded from training, cross-
species models still achieved AUROC above 0.82 and AUPRC above 0.57. Attribution-derived motifs were enriched among
essential genes and genes encoding core RNA-protein machinery, although most sequence patterns were species-specific
rather than universally conserved.

Impacts. This study develops a broadly transferable framework for predicting fungal gene essentiality directly from genome
sequence, enabling functional inference in non-model fungal species and clinical isolates that lack functional genomics data.
More broadly, it illustrates the value of combining DNA sequence embeddings with complementary, high-level biological
features to improve and optimize sequence-to-function models.

Figure 1. Multimodal architecture and ablation analysis. (A)
Bilinear integration of Evo2 DNA, ortholog-essentiality, and
predicted PPI-network embeddings. (B) Ablation identifies
DNA and ortholog information as the major contributors. (C)
Bilinear fusion outperforms concatenation and cross-attention.
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Generative models are increasingly proposed as a way to enlarge and rebalance
microbiome cohorts, yet they are evaluated based on statistical correlations,
rather than on biological metrics. Such measures say little about whether
synthetic communities reflect real microbiome abundances. We compare a
conditional variational autoencoder with a transformer-convolutional hybrid
diffusion model, both trained on the same large, multi-study gut-metagenome
compendium, under an evaluation built from community ecology: distance
to real data under compositional and abundance-based dissimilarities, distin-
guishability from real data by permutational analysis of variance, case-control
separation in ordination space, and effects on downstream disease classification.
Every downstream comparison uses project-wise splits, evaluated only on sam-
ples absent from the training dataset of the generative models. The two models
differ in complementary ways. The diffusion model produces the more realistic
communities: closer to real data on the ecologically standard dissimilarities. It
is also markedly harder to distinguish from real communities, and it preserves
the difference in dispersion between cases and controls that real cohorts display.
The variational autoencoder instead makes disease appear more separable while
still keeping the reconstructed samples further from the training and testing
data. These results indicate that ecological realism and apparent separability are
distinct axes, and that the model favoured by correlation-based criteria does not
necessarily preserve biological structure. Future work will extend the evaluation
to further cohorts and phenotypes, identify which mechanisms or conditioning
signals produce the separability the autoencoder introduces, and test whether a
single generator can deliver ecological realism and better disease signal together.
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Generative models are increasingly proposed as a way to enlarge and rebalance microbiome cohorts, yet they are
evaluated based on statistical correlations, rather than on biological metrics. Such measures say little about whether
synthetic communities reflect real microbiome abundances. We compare a conditional variational autoencoder with a
transformer-convolutional hybrid diffusion model, both trained on the same large, multi-study gut-metagenome
compendium, under an evaluation built from community ecology: distance to real data under compositional and
abundance-based dissimilarities, distinguishability from real data by permutational analysis of variance, case-control
separation in ordination space, and effects on downstream disease classification. Every downstream comparison uses
project-wise splits, evaluated only on samples absent from the training dataset of the generative models.

The two models differ in complementary ways. The diffusion model produces the more realistic communities: closer to
real data on the ecologically standard dissimilarities. It is also markedly harder to distinguish from real communities, and
it preserves the difference in dispersion between cases and controls that real cohorts display. The variational autoencoder
instead makes disease appear more separable while still keeping the reconstructed samples further from the training and
testing data. These results indicate that ecological realism and apparent separability are distinct axes, and that the model
favoured by correlation-based criteria does not necessarily preserve biological structure. Future work will extend the
evaluation to further cohorts and phenotypes, identify which mechanisms or conditioning signals produce the separability
the autoencoder introduces, and test whether a single generator can deliver ecological realism and better disease signal
together.
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Genome-wide association studies (GWAS) have identified numerous loci associ-
ated with type 2 diabetes (T2D), but genetic effects may vary across ancestral
populations. We integrated publicly available multi-ancestry GWAS summary
statistics from Suzuki et al. with an internal recessive GWAS meta-analysis to
investigate ancestry-related heterogeneity. Variants were evaluated using het-
erogeneity analyses and prioritized based on recessive association significance,
recessive-to-additive effect size ratios, and allele frequency differences across
ancestries. Five loci showed strong evidence of ancestry-dependent recessive
effects, with ancestry-specific analyses revealing variation in both effect sizes
and allele frequencies. These findings emphasize the importance of diverse
populations and recessive models for understanding T2D genetics.
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Genome-wide association studies (GWAS) have
identified numerous loci associated with type 2
diabetes (T2D), but genetic effects may vary across
ancestral populations. We integrated publicly
available multi-ancestry GWAS summary statistics
from Suzuki et al. with an internal recessive GWAS
meta-analysis to investigate ancestry-related
heterogeneity. Variants were evaluated using
heterogeneity analyses and prioritized based on

i iati igni 1ce, recessive-to-
additive effect size ratios, and allele frequency
differences across ancestries. Five loci showed
strong evidence of ancestry-dependent recessive
effects, with ancestry-specific analyses revealing
variation in both effect sizes and allele frequencies.
These findings emphasize the importance of diverse
populations and recessive models for understanding
T2D genetics.

BACKG N

Most type 2 diabetes (T2D) GWAS rely on additive
models, missing variants that operate under recessive
inheritance. Furthermore, genetic associations vary
across ancestral populations due to differences in
allele frequencies and effect sizes.
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Figure 1. (A) Multi-ancestry T2D cohort aggregation. (B) Ancestral group
stratification and genomic variant profiling. (C) Genome-wide additive vs.
recessive model testing to identify heterogeneous loci. (D) Mapping
prioritized loci back to ancestral risk profiles.

To address this, we investigate whether target T2D
variants are both enriched in a specific ancestry and
significant under a recessive model. Concordant
signals across independent multi-ancestry datasets
provide strong evidence for population-specific
recessive risk.

Characterizing Ancestry-Related Heterogenei
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Figure 2. Overview of the analytical workflow. Multi-ancestry summary statistics from
Suzuki et al. and recessive GWAS meta-analysis data were integrated to identify variants
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Figure 4. Ancestry-specific odds ratios for the CDKAL1 recessive variant
across six ancestry groups. Error bars represent 95% confidence
intervals; EAF and association p-values are shown for each ancestry.
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Figure 5. Comparison of effect sizes (OR, 95% CI), EAFs, and P-values
across six major ancestry groups. Results demonstrate broad population
risk consistency alongside notable allele frequency enrichment in East
Asian cohorts.
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A central challenge in biology is understanding how variation in biological se-
quences (DNA, RNA, and protein) impacts function. Although high-throughput
experiments are now capable of measuring these sequence-function relation-
ships at a massive scale, novel computational techniques for inference and inter-
pretation are still needed. We address these problems using Gaussian process
regression, a Bayesian method that imposes a Gaussian prior on sequence-
function relationships via a kernel encoding how sequence similarity relates
to covariance in measured functionality. Here, we explore kernels in which
the covariance depends on the distance between sequences in an embedding
space, making these kernels expressive yet interpretable. Embedding features
can either be (i) precomputed, for example, from evolutionary sequences or large
language models, or (ii) learned from experimental data via a factor analysis
kernel. We describe the mathematical relationship between our embedding
kernels and existing kernels for discrete sequence space as well as classical
kernels for continuous spaces. Our embedding kernels improve predictive per-
formance across various high-throughput sequence-function datasets, including
protein datasets ranging from short motifs to full-length proteins. The inferred
embeddings also capture known and novel features of the sequences’ underlying
functionality. Overall, these models provide new tools to understand and predict
sequence-function relationships.
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Abstract

A central challenge in biology is understand-
ing how variation in biological sequences (DNA,
RNA, and protein) impacts function. Although
high-throughput experiments are now capable of
measuring these sequence-function relationships
at a massive scale, novel computational tech-
niques for inference and interpretation are still
needed. We address these problems using Gaus-
sian process regression, a Bayesian method that
imposes a Gaussian prior on sequence-function
relationships via a kernel encoding how sequence
similarity relates to covariance in measured func-
tionality. Here, we explore kernels in which the
covariance depends on the distance between se-
quences in an embedding space, making these
kernels expressive yet interpretable. Embedding
features can either be (i) precomputed, for ex-
ample, from evolutionary sequences or large lan-
guage models, or (ii) learned from experimental
data via a factor analysis kernel. We describe
the mathematical relationship between our em-
bedding kernels and existing kernels for dis-
crete sequence space as well as classical kernels
for continuous spaces. Our embedding kernels
improve predictive performance across various
high-throughput sequence-function datasets, in-
cluding protein datasets ranging from short mo-
tifs to full-length proteins. The inferred embed-
dings also capture known and novel features of
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the sequences’ underlying functionality. Overall,
these models provide new tools to understand
and predict sequence-function relationships.
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Aging represents a fundamental driver of cancer risk and progression, yet the
mechanisms by which aging reshapes the tumor microenvironment remain in-
completely understood. To interrogate how aging alters cellular and microenvi-
ronmental organization in cancer, we developed an integrated single-cell atlas of
HPV-negative head and neck squamous cell carcinoma (HNSCC) encompassing
73 patients aged 18-91 years. Using a multi-layered computational framework
combining NMF-based module discovery and partial correlation network analy-
sis, we reveal that age-associated differences in tumor composition are driven
primarily by selective shifts in cell type abundance and organization rather
than widespread age-dependent transcriptional rewiring. We identify an age-
enriched cellular community centered on basal-like squamous epithelial states
linked to epithelial-mesenchymal transition, matrix-associated myofibroblast-
like CAFs, and FOLR2+ macrophages, which together associate with poor
prognosis and reduced immune infiltration. Cross-dataset in-silico validation
via TCGA transcriptomes, spatial transcriptomics, and mouse tumor models
confirms the correlation of these cell types across patients, specific ligand-
receptor usage, and increased proportions of epithelial and stromal cells in aged
mouse models. Among epithelial cell-intrinsic age-associated transcriptional
changes, midkine (MDK) emerges as a rare but robust tumor-derived signal
linked to stromal remodeling, immunosuppression, and invasive epithelial pro-
grams. These findings reveal conserved mechanisms of age-dependent cellular
reorganization in the tumor microenvironment and identify MDK and associated
stromal-remodeling pathways as potential intervention points for age-stratified
cancer therapy.
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Aging represents a fundamental driver of cancer risk and progression, yet the mechanisms by which aging
reshapes the tumor microenvironment remain incompletely understood. To interrogate how aging alters cellular and
microenvironmental organization in cancer, we developed an integrated single-cell atlas of HPV-negative head and neck
squamous cell carcinoma (HNSCC) encompassing 73 patients aged 18-91 years. Using a multi-layered computational
framework combining NMF-based module discovery and partial correlation network analysis, we reveal that age-
associated differences in tumor composition are driven primarily by selective shifts in cell type abundance and
organization rather than widespread age-dependent transcriptional rewiring. We identify an age-enriched cellular
community centered on basal-like squamous epithelial states linked to epithelial-mesenchymal transition, matrix-
associated myofibroblast-like CAFs, and FOLR2+ macrophages, which together associate with poor prognosis and
reduced immune infiltration. Cross-dataset in-silico validation via TCGA transcriptomes, spatial transcriptomics, and
mouse tumor models confirms the correlation of these cell types across patients, specific ligand-receptor usage, and
increased proportions of epithelial and stromal cells in aged mouse models. Among epithelial cell-intrinsic age-associated
transcriptional changes, midkine (MDK) emerges as a rare but robust tumor-derived signal linked to stromal remodeling,
immunosuppression, and invasive epithelial programs. These findings reveal conserved mechanisms of age-dependent
cellular reorganization in the tumor microenvironment and identify MDK and associated stromal-remodeling pathways as
potential intervention points for age-stratified cancer therapy.
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N6-methyladenosine (m6A) is one of the most abundant internal modifications
in eukaryotic RNAs. m6A have been extensively studied in mRNAs and shown to
regulate multiple aspects of mRNA metabolism. Functional roles for méA have
been reported in several well-characterized IncRNAs, including MALAT1 and
Xist. However, the transcriptome-wide m6A landscape and its potential roles in
long non-coding RNAs (IncRNAs) remains poorly understood. To address this
gap, we performed integrative multi-omics analysis to characterize its landscape
in single-base resolution and potential roles in IncRNA processing. We identified
a distinct m6A landscape in IncRNAs compared with mRNAs and found that
m6A deposition was associated with transposable elements-derived sequence
and structural features. Additionally, m6A deposition was negatively associated
with IncRNA exon number, suggesting a potential inhibition between m6A
deposition and IncRNA splicing. To investigate the underlying mechanism, we
found that depletion of the exon junction complex (EJC) increased the number of
m6A-containing internal exons, suggesting that EJC may inhibit m6A deposition
during IncRNA splicing. Extending our analysis to 3’-end processing, we found
that m6A was enriched near non-canonical cleavage sites of IncRNAs, suggest-
ing an association between m6A and alternative cleavage and polyadenylation.
Together, our findings define single-base-resolution méA landscape in IncRNAs
and link m6A to transposable elements and key aspects of IncRNA processing,
including splicing and 3'-end formation. These results broaden our understand-
ing of the epitranscriptomic landscape of IncRNAs and reveal potential roles for
mo6A in regulating IncRNA processing.
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ABSTRACT

N6-methyladenosine (m6A) is one of the most abundant internal modifications in eukaryotic RNAs. m6A have been
extensively studied in mRNAs and shown to regulate multiple aspects of mRNA metabolism. Functional roles for m6A
have been reported in several well-characterized IncRNAs, including MALATI and Xist. However, the transcriptome-
wide m6A landscape and its potential roles in long non-coding RNAs (IncRNAs) remains poorly understood. To address
this gap, we performed integrative multi-omics analysis to characterize its landscape in single-base resolution and
potential roles in IncRNA processing. We identified a distinct m6A landscape in IncRNAs compared with mRNAs and
found that m6A deposition was associated with transposable elements-derived sequence and structural features.
Additionally, m6A deposition was negatively associated with IncRNA exon number, suggesting a potential inhibition
between m6A deposition and IncRNA splicing. To investigate the underlying mechanism, we found that depletion of
the exon junction complex (EJC) increased the number of m6A-containing internal exons, suggesting that EJC may
inhibit m6A deposition during IncRNA splicing. Extending our analysis to 3'-end processing, we found that m6A was
enriched near non-canonical cleavage sites of IncRNAs, suggesting an association between m6A and alternative
cleavage and polyadenylation. Together, our findings define single-base-resolution m6A landscape in IncRNAs and link
mo6A to transposable elements and key aspects of IncRNA processing, including splicing and 3’-end formation. These
results broaden our understanding of the epitranscriptomic landscape of IncRNAs and reveal potential roles for m6A in
regulating IncRNA processing.
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Malaria remains one of the deadliest infectious diseases, causing over 200 million
cases and roughly 600,000 deaths annually. Rising drug resistance in Plasmodium
falciparum makes new therapeutics increasingly urgent, but discovery is ham-
pered by low hit rates in high-throughput screens and limited understanding
of which parasite proteins are druggable. We present a computational pipeline
for drug repurposing that leverages existing drug-protein interaction data to
prioritize candidate antimalarial compounds. Starting from active compounds
identified through growth-inhibition screening against P. falciparum, we iden-
tify known protein targets and assess sequence and structural similarity between
these targets and parasite proteins. Drugs whose targets show strong homology
to a parasite protein are flagged as potential binders and further validated
through structural modeling and binding-energy analysis. In parallel, we apply
the pipeline in reverse-search mode across a druggability-informed map of
the P. falciparum proteome, generating AlphaFold 3 structural models where
experimental structures are unavailable. We test the pipeline’s generalizability
on an independent set of 50 compounds against 541 known druggable parasite
proteins. This work produces a ranked, structure-informed map of the druggable
Plasmodium proteome and experimentally supported compound-target relation-
ships, including high-confidence drug-protein pairs. Future work will scale this
approach to libraries of thousands of compounds, systematically mapping inter-
actions and binding sites across the druggable malaria proteome. A Plasmodium-
tuned structural tool as an HPC-ready repository will be provided.
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Rising drug resistance in Plasmodium falciparum makes new antimalarial therapeutics increasingly urgent, yet discovery is
hampered by low screening hit rates and limited knowledge of druggable parasite proteins. We present a computational
drug-repurposing pipeline that leverages existing drug-protein interaction data to prioritize candidate antimalarial
compounds. Starting from active compounds identified through growth-inhibition screening against P. falciparum, we
identify their known protein targets and assess sequence and structural similarity between these targets and P. falciparum
proteins. Drugs whose targets show strong homology to parasite proteins are prioritized as potential binders, with predicted
interactions further evaluated through structural modeling and binding-energy analysis. This approach yields high-
confidence drug—protein pairs linking known drugs to specific, previously unmapped malaria targets.

In parallel, we apply the pipeline in reverse-search mode to a curated set of ~50 drugs and a druggability-informed map of
the P. falciparum proteome comprising 541 known druggable proteins from prior structure-based druggability mining. This
identifies the parasite proteins each drug is most likely to engage. Given the limited availability of experimentally resolved
Plasmodium structures, we generate models for relevant proteins using AlphaFold 3, enabling structural comparison and
interaction analysis for previously uncharacterized targets. This provides additional validation of the pipeline and expands
high-confidence drug—protein predictions across a broader, structure-informed proteome map.

Building on this framework, we plan to scale the approach to thousands of compounds, systematically mapping predicted
interactions and binding sites across the druggable Plasmodium proteome. To date, the work has delivered a ranked,
structure and function-informed map of the druggable Plasmodium proteome. We have also generated an experimentally
supported compound-target set of relationships, with high-confidence drug-protein pairs from initial validation. A
Plasmodium-tuned structural tool as an HPC-ready repository will be provided as our future work.
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Figure 1. Computational Drug-repurposing Pipeline. Identifying known protein targets for the initial drug dataset and assessing
sequence and structural similarity between these targets and P. falciparum proteins.
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Abstract Functional enrichment analysis is central to interpreting transcriptomic
data, yet its coverage and conclusions depend on gene selection and ranking,
enrichment strategy, database choice, and prioritization of redundant functional
and disease-associated terms. These decisions are made independently, with
no unified framework for determining which functional profile best represents
cellular biology. We developed CellFun, a multi-agent framework integrating
gene prioritization, multidimensional pathway evaluation, adaptive optimiza-
tion, and evidence-grounded interpretation. We used SCIG, a machine-learning
framework for identifying and prioritizing cell identity genes (CIG), to derive
CIG scores, previously shown to be useful in network analysis and single-cell
clusteringl. Here, we tested whether CIG-based gene prioritization improves
functional interpretation beyond conventional expression-based selection.
Across 462 cell types from human and mouse tissues, CIG-based gene sets1,2
recovered more significant functional and disease-associated terms than highly
expressed or cell-type-specific gene sets, while showing greater specificity than
high-expression gene sets and comparable specificity to cell-type-specific gene
sets across multiple databases. We then developed a Q-score evaluating enrich-
ment profiles across six dimensions: statistical significance, functional breadth,
theme-to-term ratio, specificity, semantic coherence, and gene-support diversity
after redundancy reduction. Cell type—database pair evaluations showed that
CIG-based and cell-type-specific gene sets achieved the strongest Q-score
performance, substantially exceeding expression-based strategies. CellFun-de-
rived pathway profiles and functional summaries preserved transcriptome-level
relationships, recovered cell functions, and supported marker-independent cell-
identity retrieval. Together, CellFun enables functional annotation of single-cell
transcriptomes, with extension to spatially resolved data, to map cellular func-
tions across tissues, compare functional states in health and disease, and identify
disease-associated pathways and candidate regulators.

References: 1. Arulsamy, K. et al. SCIG: Machine learning uncovers cell identity
genes in single cells by genetic sequence codes. Nucleic Acids Res. 53, (2025). 2.
Xia, B. et al. Machine learning uncovers cell identity regulator by histone code.
Nat. Commun. 11, 2696 (2020).
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Abstract

Functional enrichment analysis is central to interpreting transcriptomic data, yet its coverage and conclusions
depend on gene selection and ranking, enrichment strategy, database choice, and prioritization of redundant
functional and disease-associated terms. These decisions are made independently, with no unified framework for
determining which functional profile best represents cellular biology. We developed CellFun, a multi-agent
framework integrating gene prioritization, multidimensional pathway evaluation, adaptive optimization, and
evidence-grounded interpretation.

We used SCIG, a machine-learning framework for identifying and prioritizing cell identity genes (CIG), to derive
CIG scores, previously shown to be useful in network analysis and single-cell clustering'. Here, we tested whether
CIG-based gene prioritization improves functional interpretation beyond conventional expression-based selection.
Across 462 cell types from human and mouse tissues, CIG-based gene sets' recovered more significant
functional and disease-associated terms than highly expressed or cell-type-specific gene sets, while showing
greater specificity than high-expression gene sets and comparable specificity to cell-type-specific gene sets across
multiple databases. We then developed a Q-score evaluating enrichment profiles across six dimensions: statistical
significance, functional breadth, theme-to-term ratio, specificity, semantic coherence, and gene-support diversity
after redundancy reduction. Cell type—database pair evaluations showed that CIG-based and cell-type-specific
gene sets achieved the strongest Q-score performance, substantially exceeding expression-based strategies.

CellFun-derived pathway profiles and functional summaries preserved transcriptome-level relationships,
recovered cell functions, and supported marker-independent cell-identity retrieval. Together, CellFun enables
functional annotation of single-cell transcriptomes, with extension to spatially resolved data, to map cellular
functions across tissues, compare functional states in health and disease, and identify disease-associated pathways
and candidate regulators.

References:

1. Arulsamy, K. ef al. SCIG: Machine learning uncovers cell identity genes in single cells by genetic sequence
codes. Nucleic Acids Res. 53, (2025).

2. Xia, B. et al. Machine learning uncovers cell identity regulator by histone code. Nat. Commun. 11, 2696
(2020).
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Cell-cell communication underlies many pathologies including heart disease and
infection; however current methods tend to aggregate signals by cell type anno-
tations. These annotations may introduce bias especially in cases where there
are continuous cell types or non cell type specific responses. To address these
issues, we developed HyperCom, a hypergraph based method to infer cell-re-
solved cell-cell communication from single cell transcriptomics data. HyperCom
constructs a hypergraph by combining known ligand-receptor interactions with
the expression of those ligands and receptors in individual cells. HyperCom uses
graph diffusion on this hypergraph to calculate a global influence matrix which
provides the basis of two functionalities: per cell “LR Score” and dataset wide
per-condition “LR Priority”. “LR Score” scores cells on a continuous spectrum
from sender to receiver for a given LR pair, while “LR Pair Priority” ranks each
LR pair in a dataset by its communication in each condition, timepoint, or other
supplied metadata. We validate HyperCom’s performance against current tools,
detect up and down regulated LR pairs agnostic of a user specified control con-
dition, demonstrate its ability to capture signals from experimentally measured
physical cell-to-cell contact, identify key biomarkers in lowly expressed spatial
transcriptomic data, and distinguish between subtle expression differences in a
multicondition datasets.
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Cell-cell communication underlies many pathologies including heart disease and infection; however current methods tend
to aggregate signals by cell type annotations. These annotations may introduce bias, especially in cases where there are
continuous cell types or non cell type specific responses. To address these issues, we developed HyperCom, a hypergraph
based method to infer cell-resolved cell-cell communication from single cell transcriptomics data. HyperCom provides
two main functionalities: “LR Score”, which scores cells continuously from sender to receiver for a given ligand receptor
(LR) pair, and “LR priority” which ranks each LR pair in a dataset by its communication in each condition, timepoint, or
other supplied metadata.

HyperCom constructs a heterogeneous hypergraph where nodes represent cells, ligand genes, or receptor genes, and
hyperedges represent the relationships between these nodes. Hyperedges, unlike the pairwise edges in a regular graph,
encode sets that can contain multiple nodes. HyperCom uses hyperedges to capture two different relationships: gene
expression by cells, and LR pair interactions between genes. Each gene expression hyperedge contains a gene node and all
cells that express that gene to link genes for ligands and receptors to cells. LR pair hyperedges contain the genes of a
given LR pair to capture the interaction between a ligand and its receptor or receptor complex. Together these nodes and
hyperedges form the HyperCom hypergraph, the basis of all downstream analysis. Although this hypergraph includes
observed and known direct relationships between ligands, receptors, and cells, it does not encode the global connectivity
of nodes in the network. The network does not inherently capture multistep communications, and due to the sparsity of
scRNA-seq, may have missing edges. To address this, HyperCom performs a random walk with restart on the hypergraph
to produce an influence matrix. The influence matrix quantifies the communication from all nodes to all nodes rather than
just direct neighbors. A given entry in this influence matrix represents the probability of a walk starting at a row node and
then ending at a column node, for example from a ligand to a cell or from a cell to another cell. After generating the
influence matrix, HyperCom can score individual cells per LR pair using “LR Scores.” To compute an LR score, an LR
matrix is generated as the product of the ligand row and receptor column for the given ligand and receptor. Although many
LR pairs may be expressed in a dataset, only a small subset of those pairs are expected to exhibit high communication or
condition specificity. To identify these LR pairs “LR priority” weighs condition purity and communication in two modes.
“Discovery Mode” prioritizes highly communicative but lowly expressed LR pairs like interaction between rare cell
populations which are generally missed by expression-based methods. Conversely, “Recovery Mode,” prioritizes highly
expressed LR pairs and gives similar results to expression based methods.

We validate HyperCom’s performance against current tools, detect up and down regulated LR pairs agnostic of a user
specified control condition, demonstrate its ability to capture signals from experimentally measured physical cell-to-cell
contact, identify key biomarkers in lowly expressed spatial transcriptomic data, and distinguish between subtle expression
differences in a multicondition datasets.
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Overview of HyperCom. A. HyperCom takes a cell by gene expression matrix and LR pair database as input to construct
a hypergraph. B. This hypergraph is used to calculate the influence matrix using a random walk. C. Subsequently an LR
matrix can be calculated using the influence matrix for any LR pair from which a per cell LR score is derived. D. LR
priority can be tuned to weigh gene expression highly for Recovery Mode or lowly for Discovery Mode.
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Optical pooled screening (OPS) combines the scalability of pooled genetic
perturbation with the phenotypic richness of microscopy-based imaging, using
in situ sequencing to link each cell’s genetic perturbation to its morphological
profile at single-cell resolution. Interpreting these profiles remains a bottleneck
in OPS analysis. Unlike transcriptomic readouts, which have reference gene sets,
morphological features vary across screens and lack reference signatures for in-
terpretability. We are developing scBrieflow, which departs from the convention
of using perturbation-aggregated profiles to apply a variety of scverse tooling
to single-cell OPS data. To scale interpretation of single-cell morphologies, we
developed a companion harness, scb-explore, which provides a large language
model agent structured access to the live embedding. The agent works through a
constrained operation set, selecting cell populations though a variety query and
feature-based rules, characterizing these cells by ranking discriminative mor-
phological features, and rendering multi-channel image montages for inspection
and hypothesis generation. Each call is recorded to yield a reproducible report.
This tool allows supervised screen exploration to run autonomously. We show
that scb-explore can distinguish biological signal from technical noise, curating
generalizable feature profiles for cell populations of interest. It can also recover
phenotypically defined populations that are not apparent from clustering alone.
For example, scb-explore learns the phenotypic signature of multinucleated
cells using feature-based gating and image inspection, then scores perturbations
producing this phenotype. Thus, scb-explore extends OPS from population-level
hit detection to automated, image-grounded discovery for powerful single cell
interpretation of morphology-based functional genomics outputs.
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Optical pooled screening (OPS) combines the scalability of pooled genetic perturbation with the
phenotypic richness of microscopy-based imaging, using in situ sequencing to link each cell's genetic
perturbation to its morphological profile at single-cell resolution. Interpreting these profiles remains a
bottleneck in OPS analysis. Unlike transcriptomic readouts, which have reference gene sets,
morphological features vary across screens and lack reference signatures for interpretability.

We are developing scBrieflow, which departs from the convention of using perturbation-aggregated
profiles to apply a variety of scverse tooling to single-cell OPS data. To scale interpretation of single-cell
morphologies, we developed a companion harness, scb-explore, which provides a large language model
agent structured access to the live embedding. The agent works through a constrained operation set,
selecting cell populations though a variety query and feature-based rules, characterizing these cells by
ranking discriminative morphological features, and rendering multi-channel image montages for
inspection and hypothesis generation. Each call is recorded to yield a reproducible report.

This tool allows supervised screen exploration to run autonomously. We show that scb-explore can
distinguish biological signal from technical noise, curating generalizable feature profiles for cell
populations of interest. It can also recover phenotypically defined populations that are not apparent from
clustering alone. For example, scb-explore learns the phenotypic signature of multinucleated cells using
feature-based gating and image inspection, then scores perturbations producing this phenotype. Thus, scb-
explore extends OPS from population-level hit detection to automated, image-grounded discovery for
powerful single cell interpretation of morphology-based functional genomics outputs.
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Objective: Reliable cell-type markers must be specific and sensitive, but standard
differential-expression methods often fail to quantify how well markers partition
cells into distinct populations. This is especially pronounced in cancers, where
clustering is often dominated by patient identity rather than shared biological
state. Cells within a cluster remain heterogeneous, and a program of interest,
such as a cancer-associated program, may be active in subsets of cells across
multiple samples and clusters. Because such programs cut across standard
cluster partitioning, our objective is to isolate them independently of predefined
cluster boundaries. Methods: We present an XOR-based framework for detecting
mutually exclusive gene modules. Given normalized module scores, we apply
exclusive-OR logic, which assigns high scores to module pairs active in disjoint
sets of cells and low scores to co-occurring modules, directly capturing mutual
exclusivity. Mutually exclusive modules are combined iteratively, supported by
complementary measures for grouping, gauging strength, and merging while
preserving exclusion. Results: Applied to single-cell data, the approach recovers
biologically coherent groupings of mutually exclusive programs, distinguishing
populations defined by transcriptional activity rather than predefined cluster
assignment. Conclusions: The framework offers a cluster-independent means of
identifying mutually exclusive gene modules in single-cell data.
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An XOR-based framework for detecting mutually exclusive gene modules in single-cell
data

Objective: Reliable cell-type markers must be specific and sensitive, but standard
differential-expression methods often fail to quantify how well markers partition cells into distinct
populations. This is especially pronounced in cancers, where clustering is often dominated by
patient identity rather than shared biological state. Cells within a cluster remain heterogeneous,
and a program of interest, such as a cancer-associated program, may be active in subsets of
cells across multiple samples and clusters. Because such programs cut across standard cluster
partitioning, our objective is to isolate them independently of predefined cluster boundaries.

Methods: We present an XOR-based framework for detecting mutually exclusive gene
modules. Given normalized module scores, we apply exclusive-OR logic, which assigns high
scores to module pairs active in disjoint sets of cells and low scores to co-occurring modules,
directly capturing mutual exclusivity. Mutually exclusive modules are combined iteratively,
supported by complementary measures for grouping, gauging strength, and merging while
preserving exclusion.

Results: Applied to single-cell data, the approach recovers biologically coherent groupings of
mutually exclusive programs, distinguishing populations defined by transcriptional activity rather
than predefined cluster assignment.

Conclusions: The framework offers a cluster-independent means of identifying mutually
exclusive gene modules in single-cell data.
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Large serine recombinases (LSRs) catalyze unidirectional, site-specific integra-
tion of multi-kilobase DNA cargoes, making them attractive tools for therapeutic
gene insertion. However, their native attB target sites are absent from the
human genome, requiring LSRs to be re-targeted to endogenous, therapeutically
relevant loci. To enable this, we built BaseEvolve, an active learning platform for
iterative, Al-guided optimization of LSR activity.

BaseEvolve operates through closed-loop cycles of computational design, syn-
thesis, and experimental testing. In each round, a protein language model is
aligned to LSR fitness data using a learn-to-rank objective, and multi-mutant
variants are then generated by Gibbs sampling. Variants are expressed by in
vitro transcription-translation (IVTT), assayed for recombination activity, and
the results are fed back into the next training round.

We demonstrate BaseEvolve in two campaigns. In the first, starting from a
naturally occurring LSR variant identified from our genomic database, BaseData,
we achieved a 14-fold activity gain over the best round-1 sequence with only
five amino acid substitutions from wild type, demonstrating that active learning
drives substantial round-over-round improvement. In the second, we applied
BaseEvolve to Bxb1 and reached activity levels exceeding previously described
LSR evolution methods in just two rounds. Activity gains were confirmed in both
IVTT and mammalian cell lysate assays.
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BaseEvolve: Al-guided directed evolution of large serine recombinases for
therapeutic gene insertion.

Aaron Kollasch*, Jenna Hoersten, Matthew Bakalar, Tanggis Bohnuud, Jonathan Finn
Basecamp Research

Large serine recombinases (LSRs) catalyze unidirectional, site-specific integration of multi-kilobase DNA
cargoes, making them attractive tools for therapeutic gene insertion. However, their native attB target
sites are absent from the human genome, requiring LSRs to be re-targeted to endogenous, therapeutically
relevant loci. To enable this, we built BaseEvolve, an active learning platform for iterative, Al-guided
optimization of LSR activity.

BaseEvolve operates through closed-loop cycles of computational design, synthesis, and experimental
testing. In each round, a protein language model is aligned to LSR fitness data using a learn-to-rank
objective, and multi-mutant variants are then generated by Gibbs sampling. Variants are expressed by in
vitro transcription-translation (IVTT), assayed for recombination activity, and the results are fed back into
the next training round.

We demonstrate BaseEvolve in two campaigns. In the first, starting from a naturally occurring LSR
variant identified from our genomic database, BaseData, we achieved a 14-fold activity gain over the best
round-1 sequence with only five amino acid substitutions from wild type, demonstrating that active
learning drives substantial round-over-round improvement. In the second, we applied BaseEvolve to
Bxbl1 and reached activity levels exceeding previously described LSR evolution methods in just two
rounds. Activity gains were confirmed in both IVTT and mammalian cell lysate assays.
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Like astronomers who have only ever known a star by its light, biologists
studying individual cells face a fundamental observational constraint - they
cannot directly witness a cell’s decisions, only interpret its signals. Single-cell
RNA sequencing provides researchers with a snapshot of individual cells from
which they can infer what the cell is, what it is doing, and what it might do next.
This research focuses on the preprocessing that occurs before analysis begins.
Current standards flag cells as noise to be filtered out if they fall outside any
single quality control threshold. From a data quality standpoint, this is sound
practice. However, the thresholds are often defined using the same set of assump-
tions that are being analyzed, introducing causal ambiguity. To investigate this
further, I performed my own analysis on the discarded noise data from a high-
impact 2021 paper (Pal et al., 2021). Using their provided supplementary data,
I separated the samples into cells that would be discarded (noise) or analyzed
(real). I identified 3 potential biological signals (PBS) when analyzing the latent
space of the noise. Using these signals, I then built a decision tree classifier
on the noise cells. The classifier has a high sensitivity to ER+ tumors (91.6%)
with a moderate overall accuracy (85.4%). This research provides preliminary
evidence that there are signals in what is discarded. Investigating these cells
more carefully may matter most in cancers where heterogeneity is highest and
treatment resistance is hardest to explain, such as breast cancer.
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Discovering Biological Signals in the Noise
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Like astronomers who have only ever known a star by its light, biologists studying individual cells face a
fundamental observational constraint — they cannot directly witness a cell’s decisions, only interpret its
signals. Single-cell RNA sequencing provides researchers with a snapshot of individual cells from which they
can infer what the cell is, what it is doing, and what it might do next.

This research focuses on the preprocessing that occurs before analysis begins. Current standards flag cells
as noise to be filtered out if they fall outside any single quality control threshold. From a data quality
standpoint, this is sound practice. However, the thresholds are often defined using the same set of
assumptions that are being analyzed, introducing causal ambiguity.

To investigate this further, | perfformed my own analysis on the discarded noise data from a high-impact 2021
paper (Pal et al., 2021). Using their provided supplementary data, | separated the samples into cells that
would be discarded (noise) or analyzed (real). | identified 3 potential biological signals (PBS) when analyzing
the latent space of the noise. Using these signals, | then built a decision tree classifier on the noise cells. The
classifier has a high sensitivity to ER+ tumors (91.6%) with a moderate overall accuracy (85.4%).

Pooled across 100 resamples - 85.4% accuracy
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Figure 1. Pooled confusion matrix of the decision tree classifier across 100
resamples (85.4% overall accuracy). Cells are labeled with counts and
row-wise percentages; sensitivity to ER+ tumor is 91.6% (609/665).

This research provides preliminary evidence that there are signals in what is discarded. Investigating these
cells more carefully may matter most in cancers where heterogeneity is highest and treatment resistance is
hardest to explain, such as breast cancer.
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Gene fusions are pivotal drivers of oncogenesis, yet the contribution of long
noncoding RNAs (IncRNAs) to the fusion landscape remains largely unexplored
due to the limitations of standard gene annotation-dependent identification
pipelines. Here, we performed a comprehensive cancer transcriptome analysis to
systematically identify the landscape of IncRNA-derived gene fusions (IncRNA-
fusions) using neuroblastoma as a model system characterized by extensive
structural variation and biological heterogeneity. By developing and utilizing
LncFusion, an integrative computational framework that couples de novo
IncRNA discovery with consensus fusion calling, we identified 1,491 high-confi-
dence fusions across 515 tumors. LncRNA-fusions accounted for approximately
60% of detected fusions. Comparative analyses revealed that IncRNA-fusions
exhibit significantly higher recurrence than canonical mRNA::mRNA fusions
and frequently dominate the fusion landscape within individual tumors. These
alterations arise through both chromosomal rearrangements and transcrip-
tional splicing mechanisms, and integrate into oncogenic networks involving
established drivers such as MYC, MYCN, and ALK. Integrative prioritization
identified six highly recurrent IncRNA-fusions as candidate drivers, including
HERC2::HSALNG0104782, which is associated with genomic instability and
poor survival. Collectively, this study reveals IncRNA-fusions as a widespread
and clinically relevant class of recurrent alterations with oncogenic potential and
provides a broadly applicable analytical framework for uncovering noncoding
fusion events in cancer.
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ABSTRACT

Gene fusions are pivotal drivers of oncogenesis, yet the contribution of long noncoding RNAs (IncRNAs) to the fusion
landscape remains largely unexplored due to the limitations of standard gene annotation-dependent identification pipelines.
Here, we performed a comprehensive cancer transcriptome analysis to systematically identify the landscape of IncRNA-
derived gene fusions (IncRNA-fusions) using neuroblastoma as a model system characterized by extensive structural
variation and biological heterogeneity. By developing and utilizing LncFusion, an integrative computational framework that
couples de novo IncRNA discovery with consensus fusion calling, we identified 1,491 high-confidence fusions across 515
tumors. LncRNA-fusions accounted for approximately 60% of detected fusions. Comparative analyses revealed that
IncRNA-fusions exhibit significantly higher recurrence than canonical mMRNA::mRNA fusions and frequently dominate the
fusion landscape within individual tumors. These alterations arise through both chromosomal rearrangements and
transcriptional splicing mechanisms, and integrate into oncogenic networks involving established drivers such as MYC,
MYCN, and ALK. Integrative prioritization identified six highly recurrent IncRNA-fusions as candidate drivers, including
HERC2::HSALNGO0104782, which is associated with genomic instability and poor survival. Collectively, this study reveals
IncRNA-fusions as a widespread and clinically relevant class of recurrent alterations with oncogenic potential and provides
a broadly applicable analytical framework for uncovering noncoding fusion events in cancer.
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Fig. 1: Schematics of a fusion transcript that is formed by joining
exons from two genes (A and B). [f either gene A or B encodes an
IncRNA, this fusion transcript is an IncRNA-involved fusion (INcRNA-
fusion). Boxes represent exons, and lines connecting the boxes are
introns. The joint region within the fusion is called a breakpoint.
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Patient-level cancer treatment-response prediction remains challenging because
clinical response data are limited and matched pre- and post-treatment mole-
cular profiles are rarely available. We introduce PerturbRx, a treatment-condi-
tioned representation learning framework that leverages large-scale single-cell
perturbation data to learn latent transitions for patient drug-response predic-
tion. PerturbRx first learns a drug- and dose-conditioned transition predictor
in a shared pretrained latent space using context-matched but unpaired control
and perturbed populations from the Tahoe-100M single-cell perturbation atlas.
The pretrained predictor is then frozen and applied to pretreatment patient tran-
scriptomic profiles to generate patient- and drug-conditioned latent transitions
without requiring matched post-treatment measurements. On Tahoe-100M,
PerturbRx outperformed identity, global-transition, linear, MLP, and condi-
tional autoencoder baselines in predicting treatment-induced latent transitions,
achieving a maximum mean discrepancy (MMD) of 0.0682 and a transition cosine
similarity of 0.6715. For patient response prediction on a TCGA benchmark
comprising 508 treatment episodes from 462 patients, PerturbRx achieved the
highest overall performance among the four evaluated drug-response methods,
with an AUROC of 0.692 + 0.055 and an AUPRC of 0.787 + 0.055. These results
suggest that perturbation-pretrained latent transitions provide useful represen-
tations for patient-level drug-response prediction and offer a practical strategy
for transferring single-cell perturbation information to settings where only
pretreatment patient profiles are available.
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PerturbRx: Treatment-Conditioned Latent Transitions for Patient Drug Response
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Patient-level cancer treatment-response prediction remains challenging because clinical response data are limited and
matched pre- and post-treatment molecular profiles are rarely available. Large-scale single-cell perturbation atlases
provide an opportunity to learn such drug-induced state changes across diverse drugs, doses, and cellular contexts.

We introduce PerturbRx, a treatment-conditioned representation learning framework that leverages large-scale
single-cell data to learn latent transitions for patient drug-response prediction. To do so, PerturbRx first learns a drug- and
dose-conditioned transition predictor in a shared pretrained latent space that accounts for both biological and chemical
features using frozen scFoundation embeddings and ChemBERTa drug representations. This is done using
context-matched but unpaired control and perturbed populations in the Tahoe-100M single-cell perturbation atlas. Next,
the pretrained transition predictor is frozen and applied to pretreatment patient transcriptomics to generate patient- and
drug-conditioned latent transitions, which are then fed into a multi-layer perceptron (MLP) for binary response prediction.

PerturbRx outperformed linear, MLP, and conditional autoencoder baselines in calculating the distance between
predicted transition and ground truth perturbed state transition for Tahoe-100M; it achieved a maximum mean discrepancy
(MMD) of 0.0682 and transition cosine similarity of 0.6715. For patient response prediction on a TCGA benchmark
comprising 508 treatment episodes from 462 patients, PerturbRx achieved the highest overall performance for binary
response labels among four drug-response methods evaluated (AUROC of 0.692 + 0.055 and AUPRC of 0.787 + 0.055).
Adding the pretrained transition to patient embeddings and drug features improved AUROC from 0.681 to 0.692, whereas
shuffled and random transition controls did not reproduce the gain. In an independent patient-derived xenograft
benchmark comprising 791 treatment episodes from 177 models across 10 drugs, PerturbRx achieved the highest
aggregate performance, with AUROC = 0.669 + 0.025 and AUPRC = 0.608 + 0.037. These patient datasets include
chemically and mechanistically diverse drugs, such as erlotinib (kinase inhibitor) and cisplatin (DNA cross-linker).
Despite this heterogeneity, PerturbRx achieves the highest aggregate AUROC and shows promising transfer to drugs
without exact support in Tahoe-100M. These results suggest that perturbation-pretrained latent transitions provide useful
representations for patient-level drug-response prediction and offer a practical strategy for transferring single-cell
perturbation information to settings where only pretreatment patient profiles are available.
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Figure 1. Overview of PerturbRx. (A) A drug- and dose-conditioned latent transition predictor is trained on
context-matched but unpaired control and perturbed single-cell populations. (B) The pretrained encoder (“Intervention
encoder”) and predictor (“Transition predictor”) are frozen and transferred to pretreatment patient profiles to generate
treatment-conditioned transition features for drug-response prediction.
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High-throughput studies generate a growing volume of omics signatures, the
ranked or thresholded feature sets derived from differential analysis. Most re-
main locked in supplementary tables with inconsistent metadata and no shared
representation, so signatures are rarely reused, and comparing a new result
against prior work remains largely manual. We present SigRepo, an open-source
platform for storing, sharing, and analyzing omics signatures and collections.

SigRepo standardizes signatures using OmicSignature, an R6 object specification
built in-house by our lab and released under GPL-3, which pairs a curated feature
set with its underlying differential-expression table and a controlled metadata
vocabulary (organism, phenotype, sample type, platform, assay type). The plat-
form comprises a MySQL database, a Plumber REST API, an R client package,
and a web interface, distributed as containerized services deployable locally or
in the cloud. The repository spans transcriptomic, proteomic, metabolomic, and
genetic-variant assays, organized into signature collections with per-user access
control and selective sharing, and signatures are currently being ingested on an
ongoing basis.

Beyond storage, SigRepo treats stored signatures as analyzable objects. Any set
of signatures can be compared by feature overlap (Jaccard index with Fisher
exact tests), by rank-based Kolmogorov-Smirnov statistics, or by gene set enrich-
ment analysis, with results rendered as interactive similarity heatmaps and, for
GSEA, per-pair leading-edge plots. Enrichment is provided through hypeR for
gene-based signatures and through hypeR-GEM for metabolomics signatures, so
every assay type represented in the repository is supported. Because analyses are
exposed as discrete endpoints over a common signature representation, external
resources and analysis engines can be added without schema changes, letting
the platform grow as community resources appear.

Signatures are most valuable when they can move between tools. Because
SigRepo exposes its holdings through a documented REST API over a common
object specification, it can serve as a bridge to established signature-based
software; a Model Context Protocol (MCP) server extends the same access to
language-model agents, which can search the repository and run comparisons
and enrichment against stored data. We are working toward interoperation with
tools such as signatureSearch, so that signatures held in SigRepo can be carried
into connectivity-mapping and drug-repurposing analyses and their results
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returned to the repository. The same interfaces allow new external gene-set and

signature resources to be attached as they emerge, positioning SigRepo as a hub
through which signatures move between analyses rather than a static archive.
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High-throughput studies generate a growing volume of omics signatures, the ranked or thresholded feature sets derived
from differential analysis. Most remain locked in supplementary tables with inconsistent metadata and no shared
representation, so signatures are rarely reused, and comparing a new result against prior work remains largely manual.
We present SigRepo, an open-source platform for storing, sharing, and analyzing omics signatures and collections.

Implementation

SigRepo standardizes signatures using OmicSignature, an R6 object specification built in-house by our lab and released
under GPL-3, which pairs a curated feature set with its underlying differential-expression table and a controlled
metadata vocabulary (organism, phenotype, sample type, platform, assay type). The platform comprises a MySQL
database, a Plumber REST API, an R client package, and a web interface, distributed as containerized services
deployable locally or in the cloud. The repository spans transcriptomic, proteomic, metabolomic, and genetic-variant
assays, organized into signature collections with per-user access control and selective sharing, and signatures are
currently being ingested on an ongoing basis.

Analysis in place

Beyond storage, SigRepo treats stored signatures as analyzable objects. Any set of signatures can be compared by
feature overlap (Jaccard index with Fisher exact tests), by rank-based Kolmogorov-Smirnov statistics, or by gene set
enrichment analysis, with results rendered as interactive similarity heatmaps and, for GSEA, per-pair leading-edge
plots. Enrichment is provided through hypeR for gene-based signatures and through hypeR-GEM for metabolomics
signatures, so every assay type represented in the repository is supported. Because analyses are exposed as discrete
endpoints over a common signature representation, external resources and analysis engines can be added without
schema changes, letting the platform grow as community resources appear.

Interoperability

Signatures are most valuable when they can move between tools. Because SigRepo exposes its holdings through a
documented REST API over a common object specification, it can serve as a bridge to established signature-based
software; a Model Context Protocol (MCP) server extends the same access to language-model agents, which can search
the repository and run comparisons and enrichment against stored data. We are working toward interoperation with
tools such as signatureSearch, so that signatures held in SigRepo can be carried into connectivity-mapping and
drug-repurposing analyses and their results returned to the repository. The same interfaces allow new external gene-set
and signature resources to be attached as they emerge, positioning SigRepo as a hub through which signatures move
between analyses rather than a static archive.

Availability. SigRepo is freely available at https://sigrepo.org, with source code at github.com/montilab/SigRepo and
github.com/montilab/SigRepo_Server.

References. [1] Federico A, Monti S. hypeR: an R package for geneset enrichment workflows. Bioinformatics 2020. [2] Liberzon A, et al. The
Molecular Signatures Database hallmark gene set collection. Cell Syst 2015.
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Metastasis drives mortality and morbidity in cancer. While some patients
develop broad metastatic disease across multiple organs, others exhibit organ-
specific spread. To identify mechanisms underlying metastatic organotropism,
we analyzed clinico-genomic data from over 7,000 patients with metastatic
cutaneous melanoma in three independent cohorts (one primary discovery and
two validation cohorts including a nationwide electronic health record-derived
deidentified database), leveraging machine learning approaches to clinical data.
We found that female sex and increased tumor mutational burden associate with
decreased metastatic potential, while older age associates with increased lung
and adrenal metastases. Using unsupervised analyses, patients clustered into
four metastatic patterns: a “highly metastatic” cluster characterized by involve-
ment of many organs, a “low metastatic” cluster characterized by few metastatic
sites (mostly lymph node metastases), and two additional clusters each charac-
terized by metastasis to specific sites (brain and lung). Mutations in B2M and
PTEN associated with increased overall metastatic potential. PTEN mutations
were also associated with brain metastases but were enriched only in the “highly
metastatic” cluster and not the brain-specific cluster. Mutations in GNAQ or
GNA11 (GNA) associated with increased liver metastasis, and this association
was validated in two independent cohorts. To functionally validate this associ-
ation, we tested and demonstrated liver tropism in two GNA-mutant genetically
engineered cutaneous melanoma mouse models of metastasis. Overall, our study
elucidates distinct phenotypes of metastasis in patients with melanoma and
identifies novel clinical and genomic associations that illuminate the drivers of
clinical metastatic organotropism.
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Abstract

Metastasis drives mortality and morbidity in cancer. While some patients develop broad metastatic disease across multiple
organs, others exhibit organ-specific spread. To identify mechanisms underlying metastatic organotropism, we analyzed
clinico-genomic data from over 7,000 patients with metastatic cutaneous melanoma in three independent cohorts (one primary
discovery and two validation cohorts including a nationwide electronic health record-derived deidentified database), leveraging
machine learning approaches to clinical data. We found that female sex and increased tumor mutational burden associate with
decreased metastatic potential, while older age associates with increased lung and adrenal metastases. Using unsupervised
analyses, patients clustered into four metastatic patterns: a “highly metastatic” cluster characterized by involvement of many
organs, a “low metastatic” cluster characterized by few metastatic sites (mostly lymph node metastases), and two additional
clusters each characterized by metastasis to specific sites (brain and lung). Mutations in B2M and PTEN associated with
increased overall metastatic potential. PTEN mutations were also associated with brain metastases but were enriched only in the
“highly metastatic” cluster and not the brain-specific cluster. Mutations in GNAQ or GNA11 (GNA) associated with increased
liver metastasis, and this association was validated in two independent cohorts. To functionally validate this association, we
tested and demonstrated liver tropism in two GNA-mutant genetically engineered cutaneous melanoma mouse models of
metastasis. Overall, our study elucidates distinct phenotypes of metastasis in patients with melanoma and identifies novel
clinical and genomic associations that illuminate the drivers of clinical metastatic organotropism.
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Zinc finger proteins (ZFPs) comprise a large, diverse class of proteins containing
conserved zinc-binding domains that mediate recognition of DNA, RNA, and
proteins. ZFPs play essential roles in regulation of gene expression and cellular
homeostasis, and zinc finger domains have been widely exploited for genome
editing, making them relevant for therapeutic development and protein engi-
neering. However, despite their biological importance, we lack a fundamental
understanding of the sequence features underlying zinc finger specificity and
functional diversification, limiting our ability to predict zinc finger function
and utilize these domains effectively. To investigate how zinc fingers are reused
across proteins, we analyzed a nonredundant dataset of 1,400 ZFPs from the
Protein Data Bank (PDB). We developed a computational pipeline to identify
themes, or highly recurring sequence fragments, and focused on themes over-
lapping at least one zinc finger. We then examined how these themes are reused
across proteins and how their reuse relates to function. Our results reveal
patterns of zinc finger theme reuse across diverse proteins, providing insight
into zinc finger evolution and the conservation of noncanonical features. For
example, zinc-finger antiviral proteins and pre-mRNA splicing proteins show
no obvious overall homology yet use the same theme to form a CCCH zinc
finger. This observation is consistent with a modular, “mix-and-match” mode of
zinc finger evolution. Overall, our results show that tracing theme reuse across
protein families can uncover relationships between zinc finger sequence, struc-
ture, and function, potentially advancing our understanding of their evolution
and guiding protein design efforts and therapeutic development.
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Zinc finger proteins (ZFPs) comprise a large, diverse class of proteins containing conserved zinc-binding
domains that mediate recognition of DNA, RNA, and proteins. ZFPs play essential roles in regulation of
gene expression and cellular homeostasis, and zinc finger domains have been widely exploited for genome
editing, making them relevant for therapeutic development and protein engineering. However, despite their
biological importance, we lack a fundamental understanding of the sequence features underlying zinc finger
specificity and functional diversification, limiting our ability to predict zinc finger function and utilize these
domains effectively. To investigate how zinc fingers are reused across proteins, we analyzed a nonredundant
dataset of 1,400 ZFPs from the Protein Data Bank (PDB). We developed a computational pipeline to
identify themes, or highly recurring sequence fragments, and focused on themes overlapping at least one
zinc finger (Fig. 1A). We then examined how these themes are reused across proteins and how their reuse
relates to function (Fig. 1B).

Our results reveal patterns of zinc finger theme reuse across diverse proteins, providing insight into
zinc finger evolution and the conservation of noncanonical features. For example, zinc-finger antiviral
proteins and pre-mRNA splicing proteins show no obvious overall homology yet use the same theme to
form a CCCH zinc finger. This observation is consistent with a modular, “mix-and-match” mode of zinc
finger evolution. Overall, our results show that tracing theme reuse across protein families can uncover
relationships between zinc finger sequence, structure, and function, potentially advancing our
understanding of their evolution and guiding protein design efforts and therapeutic development (Fig. 1C).

A. Theme 1

Query Protein
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Figure 1. Computational pipeline for discovering zinc finger-related themes across diverse proteins. (A) ZFP
sequences are analyzed to identify themes that can act as putative evolutionary building blocks. (B) Discovered themes
are used to search other proteins for matching sequences and identify candidates with potentially conserved zinc finger
structure and functional specificity. (C) These insights may guide protein engineering, therapeutic development, and
studies of zinc finger evolution.
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Breast cancer treatment is guided by estrogen receptor (ER), progesterone
receptor (PR), and HER?2 status. These biomarkers are measured using immuno-
histochemical assays, but expression measurements are reduced to discrete
categories using predefined thresholds. Tissue sampling, interpretive variability,
and intratumoral heterogeneity can affect receptor classification, particularly in
borderline tumors. Histopathology and somatic genomic profiling are routinely
acquired in oncology and capture complementary dimensions of receptor-asso-
ciated tumor biology. We developed MESH-HR, a multimodal model integrating
H&E whole-slide images with somatic genomic profiles from 1,368 breast can-
cers in the Dana-Farber PROFILE cohort. MESH-HR achieved held-out AUCs of
0.94 for ER, 0.83 for PR, and 0.96 for HER2, exceeding either unimodal model; ER
was driven primarily by morphology, HER2 by somatic genomics, and PR bene-
fited most from fusion. External TCGA-BRCA AUCs were 0.90, 0.83, and 0.82.
Because HR-positive breast cancers have a well-established survival advantage
over HR-negative disease, we tested whether MESH-HR predictions recapitu-
lated this expected prognostic relationship. Continuous MESH-HR probabilities
improved survival discrimination over binary clinical labels (C-index 0.661 ver-
sus 0.646). Among discordant tumors, survival aligned more closely with MESH-
HR predictions than with clinical labels. Among clinically HR-positive patients
receiving endocrine therapy, discordant MESH-HR-negative predictions were
associated with worse survival (hazard ratio=2.30, P=0.025). Applied zero-shot to
cancer of unknown primary, MESH-HR recovered lineage-consistent, survival-
associated receptor phenotypes. Together, these findings show that multimodal
histology and somatic genomics can recover receptor-associated phenotypes
that generalize across cohorts, capture clinically meaningful heterogeneity
beyond binary labels, and extend biomarker inference to settings where receptor
testing is unavailable.
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Background. Breast cancer treatment is guided by estrogen receptor (ER), progesterone receptor (PR), and HER2 status,
which determine eligibility for endocrine, CDK4/6, and HER2-directed therapies. These biomarkers are measured using
established immunohistochemical assays, with continuous or semi-quantitative expression readouts subsequently
categorized using discrete clinical thresholds. This categorization can be further affected by tissue sampling, interpretive
variability, and intratumoral heterogeneity, particularly in borderline or spatially heterogeneous tumors. Consequently, a
binary clinical label may not fully represent the molecular and morphological state associated with receptor expression.
Histopathology and somatic genomics capture complementary dimensions of receptor-associated tumor biology: H&E
reflects tissue architecture and cellular context, whereas tumor sequencing captures mutations, copy-number alterations,
and mutational processes. We asked whether integrating these routinely acquired modalities could reconstruct receptor
status while capturing clinically meaningful variation beyond binary labels, including in breast cancer of known primary
and in cancer of unknown primary (CUP), where receptor-specific testing is often unavailable.

Methods. We developed MESH-HR, a multimodal framework using 1,368 breast cancers from the Dana-Farber
PROFILE cohort with paired H&E whole-slide images and structured somatic genomic profiles. Clinical ER, PR, and
HER?2 labels were extracted from pathology reports using a GPT-4-based pipeline and used as reference labels for model
training and evaluation. MESH-HR consists of an imaging model that aggregates patch-level H&E representations using
attention-based multiple instance learning and a genomic model that applies XGBoost to gene-level mutations, copy-
number alterations, and mutational signatures. Receptor-specific fusion combines predictions from the two modalities to
generate a continuous probability for each receptor. We evaluated held-out classification performance, external
generalization in TCGA-BRCA, prognostic information captured by continuous predictions, outcomes among tumors
discordant between clinical and model-derived receptor status, and zero-shot transfer to CUP.

Receptor classification (AUC/F1)

Receptor H&E only Genomics only MESH-HR TCGA-BRCA
ER 0.93/0.92 0.88/0.89 0.94/0.91 0.90/0.92
PR 0.78/0.71 0.80/0.78 0.83/0.79 0.83/0.80

HER2 0.80/0.50 0.95/0.91 0.96/0.92 0.82/0.69

Internal values are from the held-out test set; TCGA-BRCA values are from external evaluation.

Results. MESH-HR achieved held-out AUCs of 0.94 for ER, 0.83 for PR, and 0.96 for HER2, exceeding either unimodal
model across all three receptors. The contribution of each modality was receptor-specific: ER was predominantly encoded
in morphology, HER2 in somatic genomics, and PR benefited most from multimodal fusion, indicating that histologic and
genomic features capture distinct components of receptor-associated biology. External TCGA-BRCA AUCs were 0.90,
0.83, and 0.82, respectively, supporting generalization across cohorts. Because HR-positive breast cancers (ER- and/or
PR-positive) generally have more favorable survival than HR-negative disease, we used overall survival as an orthogonal
readout of receptor-associated biology. Continuous MESH-HR probabilities improved survival discrimination relative to
binary clinical labels (C-index 0.661 versus 0.646), suggesting that probabilistic predictions preserve clinically relevant
variation lost through categorical assignment. Among tumors with discordant clinical and model-predicted HR status,
survival aligned more closely with MESH-HR predictions than with the recorded clinical label, suggesting that MESH-
HR identifies receptor-associated tumor biology not fully captured by routine classification. Among clinically HR-
positive patients receiving endocrine therapy, those with discordant MESH-HR-negative predictions had worse survival
than patients with concordant HR-positive predictions (hazard ratio = 2.30, P = 0.025). Applied without retraining to
CUP, receptor probabilities were enriched in biologically appropriate independently inferred tissue lineages, and predicted
HR positivity was associated with improved survival in CUP (hazard ratio = 0.092, P = 0.003), demonstrating recovery of
receptor-associated biology when receptor labels were unavailable.

Conclusions. Histopathology and somatic genomics provide complementary information for receptor prediction, with
their relative contributions reflecting receptor-specific biology. MESH-HR extends beyond reconstruction of binary
clinical labels by capturing outcome-associated heterogeneity, identifying biologically informative discordance, and
generalizing to a label-sparse CUP setting. These results show how existing histology and somatic sequencing can be
computationally repurposed to derive additional molecular phenotypes and prioritize confirmatory biomarker testing when
conventional receptor measurements are uncertain or absent.
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High-throughput genomics approaches, including massively parallel reporter
assays (MPRAs) and CRISPR-based perturbation screens, have expanded dissec-
tion of cis-regulatory elements at nucleotide resolution. Analyses of these
experiments, together with attribution and in-silico mutagenesis applied to
deep-learning models, can generate per-nucleotide importance scores that quan-
tify how sequence perturbations affect regulatory activity. However, identifying
the transcription factors (TFs) underlying these effects still predominantly relies
on scanning reference DNA with TF position weight matrices (PWMs), an ap-
proach that does not incorporate functional nucleotide preferences revealed by
perturbation experiments. We developed RegScan, a statistical framework that
uses TF PWMs to scan nucleotide-resolution importance scores and prioritize
TFs whose sequence preferences are consistent with observed regulatory effects.
At each candidate position, RegScan transforms the PWM relative to the refer-
ence sequence and quantifies agreement with importance scores using cosine
similarity. Statistical significance is assessed against a null distribution derived
from shuffled importance scores, followed by multiple-testing correction. We
evaluated RegScan across three sources of nucleotide-resolution functional
information: saturation-mutagenesis MPRAs, CRISPR-based regulatory tiling
screens, and deep-learning-derived importance scores. In MPRA benchmarks
with validated TF binding sites, RegScan improved TF rank in four of five whole-
element analyses relative to sequence-only PWM scanning. When restricted to
mutation-sensitive regions, RegScan matched or outperformed sequence-only
scanning for all five TFs, recovering four within the top three candidates and
all five within the top ten. RegScan also identified candidate TF binding sites
from CRISPR-derived and deep-learning-derived importance scores. RegScan
provides a framework for linking nucleotide-resolution functional measure-
ments to TFs underlying cis-regulatory activity.
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Introduction: High-throughput functional genomics approaches, including massively parallel reporter assays (MPRAs)
and CRISPR-based perturbation screens, have expanded our ability to dissect cis-regulatory elements at nucleotide
resolution. Computational analysis of these experiments, together with attribution or in-silico mutagenesis applied to
deep-learning models of regulatory sequence, can generate per-nucleotide importance scores that quantify how individual
sequence perturbations affect regulatory activity. However, identifying the transcription factors (TFs) underlying these
effects still predominantly relies on scanning the reference DNA sequence with TF position weight matrices (PWMs).
This sequence-based paradigm identifies regions resembling canonical TF motifs but does not incorporate the functional
nucleotide preferences revealed by perturbation experiments.

Methods: We developed RegScan, a statistical framework that uses TF PWMs to directly scan nucleotide-resolution
importance scores and prioritize TFs whose nucleotide preferences are consistent with observed regulatory effects. Rather
than asking whether a sequence resembles a TF motif, RegScan asks whether the functional consequences of perturbing
that sequence agree with the nucleotide preferences encoded by the PWM. For each candidate TF and position, RegScan
transforms the aligned PWM relative to the wild-type nucleotide, yielding a representation of the TF’s predicted
preference for each substitution that directly parallels the observed importance scores. It then quantifies agreement using
cosine similarity and assesses significance against a null distribution derived from shuffled importance scores, followed
by multiple-testing correction.

RegScan Procedure
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Figure 1. RegScan workflow. TF PWMs are transformed relative to the wild-type sequence and compared with per-nucleotide importance scores using cosine
similarity; significance is evaluated against a shuffled null distribution.

Results: We evaluated RegScan across three complementary sources of nucleotide-resolution functional information:
saturation-mutagenesis MPRAs, CRISPR-based regulatory tiling screens, and importance scores derived from deep-
learning models. We first benchmarked RegScan on saturation-mutagenesis MPRA regulatory elements with
experimentally validated TF binding sites [1]. When scanning the complete regulatory element without prior knowledge
of the functional site, RegScan improved the rank of the validated TF in four of five elements compared with sequence-
only PWM scanning. When analysis was restricted to experimentally defined single nucleotide variants, RegScan matched
or outperformed sequence-only scanning for all five validated TFs. Four of five were recovered among the top three
candidates and all five within the top ten, with particularly large gains when sequence-only motif matching performed
poorly. For example, ELF1 improved from rank 25 with sequence-only scanning to the top-ranked candidate with
RegScan. Beyond MPRAs, we applied RegScan to nucleotide-resolution importance scores from CRISPR-based
regulatory screens and deep-learning models, including ChromBPNet [2], demonstrating that it operates independently of
any source of functional scores.
Conclusions: RegScan integrates TF binding preferences with nucleotide-level functional effects to prioritize functional
TF binding sites. The framework is applicable to importance scores derived from MPRA, CRISPR, and deep-learning
approaches, enabling a unified strategy for linking nucleotide-resolution functional measurements to the TFs underlying
cis-regulatory activity.
References
[1] Siraj L, Castro RI, Dewey HB, et al. Functional dissection of complex trait variants at single-nucleotide resolution. Nature. 2026.
[2] Pampari A, Sheherbina A, Kvon EZ, ct al. ChromBPNet: bias factorized, base-resolution deep learning models of i
transeription factor footprints and regulatory variants. bioRxiv. 2025.
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Gaussian graphical models (GGMs) are widely used in biomedical research to
characterize conditional dependence structures among biological, clinical, and
social factors. Contemporary biomedical studies increasingly rely on clustered
and longitudinal data that produce correlated observations, and ignoring these
correlations can generate networks with false-positive edges. To address this
challenge, we recently introduced a cluster-based bootstrap algorithm for
learning GGMs from correlated data. While this approach effectively controls
false-positive edges, it often produces overly connected networks because partial
correlations of any magnitude are retained. Here, we propose a statistical frame-
work that retains only edges with partial correlations exceeding a prespecified
threshold. By constructing GGMs over a sequence of thresholds ranging from
0 to 1, we can observe the changes of network structure as weaker edges
are progressively removed, allowing stronger connections to reveal biologically
meaningful modules. We applied this approach to polygenic risk scores, serum
metabolomics, and transcriptomic hallmark aging clocks from the Long Life
Family Study. By visualizing networks across different levels of sparsity and
evaluating their graphical properties, we demonstrate how variables cluster into
coherent modules within biological superclasses while identifying key variables
that bridge distinct modules. This dynamic network framework provides an
interpretable approach for dissecting the organization of complex biological
systems and understanding the relationships among interconnected biological
processes.
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Abstract

Gaussian graphical models (GGMs) are widely used in biomedical research to characterize
conditional dependence structures among biological, clinical, and social factors. Contemporary
biomedical studies increasingly rely on clustered and longitudinal data that produce correlated
observations, and ignoring these correlations can generate networks with false-positive edges.
To address this challenge, we recently introduced a cluster-based bootstrap algorithm for
learning GGMs from correlated data. While this approach effectively controls false-positive
edges, it often produces overly connected networks because partial correlations of any
magnitude are retained. Here, we propose a statistical framework that retains only edges with
partial correlations exceeding a prespecified threshold. By constructing GGMs over a sequence
of thresholds ranging from 0 to 1, we can observe the changes of network structure as weaker
edges are progressively removed, allowing stronger connections to reveal biologically
meaningful modules. We applied this approach to polygenic risk scores, serum metabolomics,
and transcriptomic hallmark aging clocks from the Long Life Family Study. By visualizing
networks across different levels of sparsity and evaluating their graphical properties, we
demonstrate how variables cluster into coherent modules within biological superclasses while
identifying key variables that bridge distinct modules. This dynamic network framework
provides an interpretable approach for dissecting the organization of complex biological systems
and understanding the relationships among interconnected biological processes.

Keyword: Gaussian Graphical Models, Correlated Data, Sparse Networks, Omics, Polygenic Risk
Scores, Metabolomics, Aging Clocks
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Congenital heart disease (CHD) is the most common major birth defect, affecting
1in 100 newborns. Though most CHD is believed to have a genetic basis, fewer
than half of affected individuals receive a genetic diagnosis. Noncoding variants
disrupting cardiac regulatory elements during development may contribute
to this missing heritability, but systematic interpretation remains challenging.
Moreover, most noncoding variant effect prediction models are trained on tissue-
level adult datasets, which do not capture the dynamic and cell-type specific
nature of cardiogenesis.

To address these gaps, we developed a customized AlphaGenome model
trained on single-cell RNA-seq, single-cell ATAC-seq, ChIP-seq, and Hi-C data
from human developmental datasets, generating chromatin accessibility and
expression tracks resolved by cardiac lineage (atrial/ventricular cardiomyocytes,
endocardial/endothelial cells, fibroblasts, and mural cells) and developmental
stage (42-152 days post-conception; 0-30 days iPSC-CM differentiation). On
held-out genomic regions, predicted accessibility recovered the observed signal
with Pearson r = 0.63-0.90, scaling with per-track pseudobulk sample size. We
then tested variant effect prediction against 2,463 fine-mapped pediatric cardiac
eQTLs (SuSiE PIP = 0.5). All 48 expression tracks predicted measured allelic fold
change above chance (Spearman p = 0.075-0.204, all FDR < 0.05; directional
accuracy 52.4-56.9%, binomial p < 1x107°), demonstrating the model recovers
genuine regulatory variant effects. By establishing a framework for noncoding
variant interpretation in CHD, we are now scoring de novo and rare noncoding
variants from patients with CHD, integrating predictions with a multi-omic fetal
cardiac enhancer and expression atlas to prioritize candidate functional variants.
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Developmentally Informed AlphaGenome Modeling to Prioritize Noncoding Variants in
Genetically Unresolved Congenital Heart Disease

Kristine T. Yang*'?, Piotr Sliz"?, Sarah U. Morton'?
'Boston Children’s Hospital, Boston, MA, USA, ?Harvard Medical School, Boston, MA, USA

Congenital heart disease (CHD) is the most common major birth defect, affecting 1 in 100 newborns. Though
most CHD is believed to have a genetic basis, fewer than half of affected individuals receive a genetic diagnosis.
Noncoding variants disrupting cardiac regulatory elements during development may contribute to this missing heritability,
but systematic interpretation remains challenging. Moreover, most noncoding variant effect prediction models are trained
on tissue-level adult datasets, which do not capture the dynamic and cell-type specific nature of cardiogenesis.

To address these gaps, we developed a customized AlphaGenome model trained on single-cell RNA-seq,
single-cell ATAC-seq, ChIP-seq, and Hi-C data from human developmental datasets, generating chromatin accessibility
and expression tracks resolved by cardiac lineage (atrial/ventricular cardiomyocytes, endocardial/endothelial cells,
fibroblasts, and mural cells) and developmental stage (42-152 days post-conception; 0-30 days iPSC-CM differentiation).
On held-out genomic regions, predicted accessibility recovered the observed signal with Pearson r = 0.63-0.90, scaling
with per-track pseudobulk sample size. We then tested variant effect prediction against 2,463 fine-mapped pediatric
cardiac eQTLs (SuSiE PIP > 0.5). All 48 expression tracks predicted measured allelic fold change above chance
(Spearman p = 0.075-0.204, all FDR < 0.05; directional accuracy 52.4-56.9%, binomial p < 1x107°), demonstrating the
model recovers genuine regulatory variant effects. By establishing a framework for noncoding variant interpretation in
CHD, we are now scoring de novo and rare noncoding variants from patients with CHD, integrating predictions with a
multi-omic fetal cardiac enhancer and expression atlas to prioritize candidate functional variants.
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A107 - REPEL - Random Embedding Perturbation for Enhanced
Learning of Protein Function
Presenter: Di Zhou — Tufts University

Authors: Di Zhou, Lenore Cowen, Kaiyi Wu, Xiaozhe Hu, Donna K. Slonim
Session: Day 2 - Fri Oct 2, 2026 - 2:15-4:15 PM

Protein function prediction from multiplex protein-protein association networks
is a crucial approach to extending functional annotation. Current methods
use embeddings of the heterogeneous network data that aim to place related
proteins near each other in embedding space. However, such embeddings
suffer from spurious protein proximity as well, reducing function prediction
accuracy. Because heterogeneous input networks often have very different
structures, it is hard to confidently declare proteins to be dissimilar using the
network structure or the resulting embeddings. Here we address this problem
with REPEL, a function prediction tool using a random graph augmentation
method that applies a uniform weak force to push nodes apart. We assess this
method on simulated networks with planted overlapping communities, as well
as on real multiplex yeast and E.coli protein association networks. Surprisingly,
we find that this method consistently improves protein function prediction
over competing methods Mashup, deepNF, and BIONIC. The random repelling
nature of the augmented graphs has a denoising effect on the learning process,
distancing node pairs with spurious proximity while preserving true functional
connections, thus increasing robustness. This graph augmentation principle may
generalize to denoising and improving robustness in other graph-based learning
algorithms.
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REPEL - Random Embedding Perturbation for Enhanced Learning
of Protein Function
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Protein function prediction from multiplex protein-protein association networks is a crucial
approach to extending functional annotation. Current methods use embeddings of the het-
erogeneous network data that aim to place related proteins near each other in embedding
space. However, such embeddings suffer from spurious protein proximity as well, reducing
function prediction accuracy. Because heterogeneous input networks often have very differ-
ent structures, it is hard to confidently declare proteins to be dissimilar using the network
structure or the resulting embeddings. Here we address this problem with REPEL, a func-
tion prediction tool using a random graph augmentation method that applies a uniform
weak force to push nodes apart. We assess this method on simulated networks with planted
overlapping communities, as well as on real multiplex yeast and E. coli protein association
networks. Surprisingly, we find that this method consistently improves protein function
prediction over competing methods Mashup, deepNF, and BIONIC. The random repelling
nature of the augmented graphs has a denoising effect on the learning process, distancing
node pairs with spurious proximity while preserving true functional connections, thus in-
creasing robustness. This graph augmentation principle may generalize to denoising and
improving robustness in other graph-based learning algorithms.

Keywords: Protein Function Prediction; Protein-Protein Interaction, Denoising, Noise In-
jection for Regularization, Embedding, Multiplex Networks, Robustness

Code and data availability: https://github.com/TuftsBCB/REPEL.git

(© 2025 The Authors. Open Access chapter published by World Scientific Publishing Company and
distributed under the terms of the Creative Commons Attribution Non-Commercial (CC BY-NC)
4.0 License.
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A109 - Investigating the Transcriptional Program of ACKR1+
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Presenter: Uyen Chu — Boston University Chobanian and Avedisian School of
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Authors: Uyen Chu, Arthritis and Autoimmune Diseases, Kostantinos Kontodi-
mas, Ahmed A. Raslan, Xintao Qiu, Xaralabos Varelas, Giovanni Ligresti

Session: Day 2 - Fri Oct 2, 2026 - 2:15-4:15 PM

Idiopathic pulmonary fibrosis (IPF) is a progressive, age-associated lung disease
characterized by irreversible scarring and loss of lung function. Vascular remod-
eling is a hallmark of IPF, driven in part by endothelial dysfunction and altered
immune-vascular interactions. Venous endothelial cells (VECs), marked by the
expression of Atypical Chemokine Receptor 1 (ACKR1), have emerged as an im-
portant endothelial population associated with disease progression. Analysis of
a publicly available single-cell RNA-sequencing (scRNA-seq) data demonstrates
that ACKR1+ VECs expansion in IPF lungs is associated with increasing fibrosis.
Gene ontology analysis exhibits enrichment of genes encoding factors involved
in leukocyte recruitment, hypoxia (e.g. HIF1a), inflammation (e.g. CXCL1), and
cytoskeletal reorganization (e.g., TAGLN2). These findings suggest that ACKR1+
VECs acquire an activated phenotype that promotes processes contributing
to lung fibrosis. Receptor-ligand analysis via CellChat identified numerous
signaling interactions among VECs, myeloid immune cells and mesenchymal
cells, driven via inflammatory chemokines, including those mediated by CCL18,
CXCLS8, and CCL2. Similar findings were made from the analysis of scRNA-seq
data of fibrotic mouse lungs, which identified an ACKR1+ VEC population with
a comparable inflammatory and immune-recruiting transcriptional signature.
This conserved transcriptional program identifies ACKR1+VECs as a disease-
associated endothelial state and supports the relevance of endothelial signals to
fibrotic progression. Thus, ACKR1+ VECs represent an important population for
investigating the development of the profibrotic niche in IPF and may offer a
promising target for therapeutic intervention.
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Abstract

Idiopathic pulmonary fibrosis (IPF) is a progressive, age-associated lung disease characterized by irreversible scarring and
loss of lung function. Vascular remodeling is a hallmark of IPF, driven in part by endothelial dysfunction and altered
immune-vascular interactions. Venous endothelial cells (VECs), marked by the expression of Atypical Chemokine Receptor
1 (ACKRI1), have emerged as an important endothelial population associated with disease progression. Analysis of a
publicly available single-cell RNA-sequencing (scRNA-seq) data demonstrates that ACKR1+ VECs expansion in IPF lungs
is associated with increasing fibrosis. Gene ontology analysis exhibits enrichment of genes encoding factors involved in
leukocyte recruitment, hypoxia (e.g. HIF1a), inflammation (e.g. CXCL1), and cytoskeletal reorganization (e.g., TAGLN2).
These findings suggest that ACKR1+ VECs acquire an activated phenotype that promotes processes contributing to lung
fibrosis. Receptor-ligand analysis via CellChat identified numerous signaling interactions among VECs, myeloid immune
cells and mesenchymal cells, driven via inflammatory chemokines, including those mediated by CCL18, CXCLS, and
CCL2. Similar findings were made from the analysis of scRNA-seq data of fibrotic mouse lungs, which identified an
ACKRI1+ VEC population with a comparable inflammatory and immune-recruiting transcriptional signature. This
conserved transcriptional program identifies ACKR1+VECs as a disease-associated endothelial state and supports the
relevance of endothelial signals to fibrotic progression. Thus, ACKR1+ VECs represent an important population for
investigating the development of the profibrotic niche in IPF and may offer a promising target for therapeutic intervention.
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CRISPR-based epigenome editing technologies, including CRISPR interference
(CRISPRi) and activation (CRISPRa), enable programmable gene regulation
and double-strand break-free genetic medicines. However, dead Cas9 (dCas9)
targeting efficiency remains a bottleneck — in some studies, up to 80% of guide
RNAs (gRNAs) directed against distal regulatory elements fail to modulate
gene expression in vivo, while off-target binding remains prevalent. Current
computational algorithms and low-throughput assays struggle to accurately
capture these inefficiencies or discover promiscuous off-targets. To address this
critical gap, we developed TANGO (Targeted Array-based Nucleic acid-Guided
Occupancy), a sensitive, high-throughput in vitro platform that quantitatively
measures dCas9 ribonucleoprotein (RNP) binding across tens of thousands
of pre-designed DNA sequences. By isolating intrinsic RNP:DNA recognition
from complex cellular chromatin dynamics, TANGO generates high-resolution
profiles capturing on-target affinities, PAM dependencies, and position-specific
mismatch tolerances with superior sensitivity over existing high-throughput
assays. Array-measured binding intensities and PAM-proximal mismatch toler-
ances mechanistically explain and strongly correlate with genome-wide dCas9
binding (ChIP-seq) and cellular CRISPRi activity. TANGO reliably distinguishes
working from non-working gRNAs within tight genomic loci sharing compa-
rable epigenetic environments. Furthermore, the platform implicates novel
mechanistic drivers of gRNA promiscuity, such as internal NGG motifs within
the protospacer seed sequence that may be utilized as alternative PAMs. By
shifting gRNA evaluation from target cleavage to binding affinity, TANGO eluci-
dates the intrinsic sequence determinants of CRISPR specificity. These datasets
provide informative inputs for machine learning, enabling the development of
foundational rulesets for the prediction of on- and off-target binding across
genomes, thus supporting the de novo design of potent, de-risked, high-fidelity
gRNAs for safe clinical epigenome editing.
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CRISPR-based epigenome editing technologies, including CRISPR interference (CRISPRi) and
activation (CRISPRa), enable programmable gene regulation and double-strand break-free
genetic medicines. However, dead Cas9 (dCas9) targeting efficiency remains a bottleneck — in
some studies, up to 80% of guide RNAs (gJRNAs) directed against distal regulatory elements fail
to modulate gene expression in vivo, while off-target binding remains prevalent. Current
computational algorithms and low-throughput assays struggle to accurately capture these
inefficiencies or discover promiscuous off-targets. To address this critical gap, we developed
TANGO (Targeted Array-based Nucleic acid-Guided Occupancy), a sensitive, high-

throughput in vitro platform that quantitatively measures dCas9 ribonucleoprotein (RNP) binding
across tens of thousands of pre-designed DNA sequences.

By isolating intrinsic RNP:DNA recognition from complex cellular chromatin dynamics, TANGO
generates high-resolution profiles capturing on-target affinities, PAM dependencies, and
position-specific mismatch tolerances with superior sensitivity over existing high-throughput
assays. Array-measured binding intensities and PAM-proximal mismatch tolerances
mechanistically explain and strongly correlate with genome-wide dCas9 binding (ChlIP-seq) and
cellular CRISPRI activity. TANGO reliably distinguishes working from non-working gRNAs within
tight genomic loci sharing comparable epigenetic environments. Furthermore, the platform
implicates novel mechanistic drivers of gRNA promiscuity, such as internal NGG motifs within
the protospacer seed sequence that may be utilized as alternative PAMs.

By shifting gRNA evaluation from target cleavage to binding affinity, TANGO elucidates the
intrinsic sequence determinants of CRISPR specificity. These datasets provide informative
inputs for machine learning, enabling the development of foundational rulesets for the prediction
of on- and off-target binding across genomes, thus supporting the de novo design of potent, de-
risked, high-fidelity gRNAs for safe clinical epigenome editing.
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Understanding trajectories among diseases poses real clinical value. For exam-
ple, a disease associated with increased risk for developing another disease can
help to justify early screening, provide insight into disease etiology, or point
to drugs repurposing. We hypothesize that genetic similarity could be used to
identify hidden relationships between diseases. For example, genetic similarity
between irritable bowel syndrome (IBS) and lymphoma could point to subpop-
ulation of lymphoma patients misdiagnosed with IBS, due to early abdominal
pain symptoms. After building a database of genetic similarity scores among
177 common diseases, we develop a pipeline to assess matched comorbidity
risk between prioritized disease pairs. This approach tests the association using
1:1 and coarsened exact matching approaches, matched on sex, age, and date.
We include negative and positive controls to detect potential confounders in
our relative risk (RR) estimation. In our pilot study of IBS and lymphoma,
we obtained an estimated RR around 1.3-1.75 depending on the lymphoma
occurrence window after the index date. We obtained ulcerative colitis (positive
control) has ~5-6 RR, unfortunately, we also detected inflated RR among negative
controls, i.e. cataract and fracture (~1.4). This inflation suggests the existence of
unaccounted confounders. Our next step is to scale our pipeline across diseases
that share genetic similarity. We implement high-dimensional score (hdPS) to
address the hidden confounders. This work will allow us to put forward genetic
similarity among diseases as a source of insight into disease trajectory, putting
forward hidden early symptoms of diseases, causal factors, complications, or
subtypes of diseases.
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Discovering disease trajectories using genetic similarity

Sujiyanto*, Rachel Melamed
University of Massachusetts Lowell

Understanding trajectories among diseases poses real clinical value. For example, a disease associated with increased risk
for developing another disease can help to justify early screening, provide insight into disease etiology, or point to drugs
repurposing. We hypothesize that genetic similarity could be used to identify hidden relationships between diseases. For
example, genetic similarity between irritable bowel syndrome (IBS) and lymphoma could point to subpopulation of
lymphoma patients misdiagnosed with IBS, due to early abdominal pain symptoms. After building a database of genetic
similarity scores among 177 common diseases, we develop a pipeline to assess matched comorbidity risk between prioritized
disease pairs. This approach tests the association using 1:1 and coarsened exact matching approaches, matched on sex, age,
and date. We include negative and positive controls to detect potential confounders in our relative risk (RR) estimation. In
our pilot study of IBS and lymphoma, we obtained an estimated RR around 1.3-1.75 depending on the lymphoma occurrence
window after the index date. We obtained ulcerative colitis (positive control) has ~5-6 RR, unfortunately, we also detected
inflated RR among negative controls, i.e. cataract and fracture (~1.4). This inflation suggests the existence of unaccounted
confounders. Our next step is to scale our pipeline across diseases that share genetic similarity. We implement high-
dimensional score (hdPS) to address the hidden confounders. This work will allow us to put forward genetic similarity
among diseases as a source of insight into disease trajectory, putting forward hidden early symptoms of diseases, causal
factors, complications, or subtypes of diseases.
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RNA-binding proteins (RBPs) are a large class of proteins that bind RNA and
play central roles in essential cellular processes. Disruption of interactions
between RBPs and their RNA targets has been associated with a variety of
pathologies, including neurological disorders such as Alzheimer’s disease, ALS,
and fragile X syndrome, making these interfaces compelling drug targets and
highlighting the importance of understanding these interfaces at the molecular
level. Despite their importance, the sequence and structural determinants of
RNA binding remain incompletely understood, in part due to the relatively
small number of available protein-RNA complex structures. Identifying the
molecular motifs that mediate these interactions could help bridge this gap.
Here, we investigate protein-RNA complexes from the Protein Data Bank
(PDB) to identify RNA-binding motifs in proteins. We collected a nonredundant
dataset of 400 protein-RNA complexes and searched these proteins for recurring
sequence fragments, referred to as “themes.” These themes were analyzed using
InterProScan to determine whether they correspond to previously characterized
protein domains or functional motifs involved in RNA binding. A total of 120
themes were identified, 12 of which did not correspond to any annotated RNA-
binding domain or motif. The results suggest that recurring short sequences
may represent conserved regions associated with specific molecular functions,
even among proteins lacking obvious homology, and may provide insight into
the emergence and evolution of these functions. These recurring sequences may
enable prediction of candidate RNA-binding regions in proteins even in the
absence of structural data, extending insights beyond structurally characterized
protein-RNA complexes.
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Mining protein—RNA complexes for recurring RNA-binding motifs
Sharra Lewis' and Aya Narunsky'
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RNA-binding proteins (RBPs) are a large class of proteins that bind RNA and play central roles
in essential cellular processes. Disruption of interactions between RBPs and their RNA targets
has been associated with a variety of pathologies, including neurological disorders such as
Alzheimer’s disease, ALS, and fragile X syndrome, making these interfaces compelling drug
targets and highlighting the importance of understanding these interfaces at the molecular level.
Despite their importance, the sequence and structural determinants of RNA binding remain
incompletely understood, in part due to the relatively small number of available protein-RNA
complex structures. Identifying the molecular motifs that mediate these interactions could help
bridge this gap. Here, we investigate protein-RNA complexes from the Protein Data Bank (PDB)
to identify RNA-binding motifs in proteins. We collected a nonredundant dataset of 400 protein-
RNA complexes and searched these proteins for recurring sequence fragments, referred to as
“themes.” These themes were analyzed using InterProScan to determine whether they correspond
to previously characterized protein domains or functional motifs involved in RNA binding. A
total of 120 themes were identified, 12 of which did not correspond to any annotated RNA-
binding domain or motif. The results suggest that recurring short sequences may represent
conserved regions associated with specific molecular functions, even among proteins lacking
obvious homology, and may provide insight into the emergence and evolution of these functions.
These recurring sequences may enable prediction of candidate RNA-binding regions in proteins
even in the absence of structural data, extending insights beyond structurally characterized
protein-RNA complexes.
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Partial Order Optimum Likelihood (POOL) is a machine learning method that
combines computed electrostatic and geometric information for high-perfor-
mance prediction of catalytic residues in enzyme structures. But many proteins
are not enzymes. We are developing new methods using POOL to study noncat-
alytic protein functions. Two of these methods target RNA binding proteins
and pseudoenzymes. RNA binding proteins play vital roles in RNA metabolism
and function, including splicing, translation, localization, stability and degrada-
tion. In addition to canonical RNA binding proteins where RNA binding is
an aspect of their main function, dozens of moonlighting proteins have been
found that combine an enzymatic function in sugar, lipid, or amino acid metab-
olism with an RNA binding function. We developed RNABinderFinder, a novel
machine learning method that combines POOL results with additional sequence
and structural information to identify RNA binding sites in canonical and
moonlighting RNA binding proteins. Pseudoenzymes are proteins or domains
that have three-dimensional folds and amino acid sequences that are similar to
conventional catalytically active enzymes, but have no catalytic activity. They
serve in allosteric regulation of active enzymes, signal integration, competitive
inhibition or scaffolding protein complexes. Some proteins that were presumed
to be catalytically inactive based on amino acid sequence analysis have been
found to have an alternative catalytic function due to the use of other amino
acids in the active site. Our new method using POOL distinguishes between
active enzymes (canonical or noncanonical) and inactive pseudoenzymes within
enzyme superfamilies.
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Partial Order Optimum Likelihood (POOL) is a machine learning method that combines
computed electrostatic and geometric information for high-performance prediction of catalytic
residues in enzyme structures. But many proteins are not enzymes. We are developing new
methods using POOL to study noncatalytic protein functions. Two of these methods target RNA
binding proteins and pseudoenzymes.

RNA binding proteins play vital roles in RNA metabolism and function, including splicing,
translation, localization, stability and degradation. In addition to canonical RNA binding proteins
where RNA binding is an aspect of their main function, dozens of moonlighting proteins have
been found that combine an enzymatic function in sugar, lipid, or amino acid metabolism with an
RNA binding function. We developed RNABinderFinder, a novel machine learning method that
combines POOL results with additional sequence and structural information to identify RNA
binding sites in canonical and moonlighting RNA binding proteins.

Pseudoenzymes are proteins or domains that have three-dimensional folds and amino
acid sequences that are similar to conventional catalytically active enzymes, but have no
catalytic activity. They serve in allosteric regulation of active enzymes, signal integration,
competitive inhibition or scaffolding protein complexes. Some proteins that were presumed to be
catalytically inactive based on amino acid sequence analysis have been found to have an
alternative catalytic function due to the use of other amino acids in the active site. Our new
method using POOL distinguishes between active enzymes (canonical or noncanonical) and
inactive pseudoenzymes within enzyme superfamilies.
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The 3D organization of the genome plays a critical role in gene transcription.
While sub-megabase single-cell datasets collected using high-throughput chro-
mosome conformation capture (Hi-C) have identified on the order of thousands
of differential topologically-associated domain (TAD) boundaries and genomic
loops at the pseudo-bulk level across cell types, these datasets are limited by
a sparsity problem where incomplete single-cell contact maps often need to
be filled through imputation heuristics before further analysis, preventing thor-
ough quantification of cell-to-cell variations. On the other hand, imaging-based
combinatorial chromatin tracing methods such as multiplexed error-robust
fluorescence in situ hybridization (MERFISH) applied to DNA has been shown
to reach up to ~80% detection efficiency in single cells at ~1 Mbp resolution,
a regime too large to identify most TADs and loops. We aim to extend DNA-
MERFISH towards targeting an order-of-magnitude larger number of genomic
loci, thus reaching sub-megabase resolution. Using improved MERFISH single-
cell chromatin traces, we aim to both identify novel cell-type-specific features
relevant to biological function as well as quantify the degree of variation of
domains and loops across single cells.
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Genome-Scale Sub-Megabase Chromatin Tracing with DNA-MERFISH
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The 3D organization of the genome plays a critical role in gene transcription. While sub-megabase single-cell datasets
collected using high-throughput chromosome conformation capture (Hi-C) have identified on the order of thousands of
differential topologically-associated domain (TAD) boundaries and genomic loops at the pseudo-bulk level across cell
types, these datasets are limited by a sparsity problem where incomplete single-cell contact maps often need to be filled
through imputation heuristics before further analysis, preventing thorough quantification of cell-to-cell variations. On the
other hand, imaging-based combinatorial chromatin tracing methods such as multiplexed error-robust fluorescence in situ
hybridization (MERFISH) applied to DNA has been shown to reach up to ~80% detection efficiency in single cells at ~1
Mbp resolution, a regime too large to identify most TADs and loops. We aim to extend DNA-MERFISH towards targeting
an order-of-magnitude larger number of genomic loci, thus reaching sub-megabase resolution. Using improved MERFISH
single-cell chromatin traces, we aim to both identify novel cell-type-specific features relevant to biological function as
well as quantify the degree of variation of domains and loops across single cells.

MERFISH Codebook Constraints:

(1) greater than 10,000 loci are targeted (sub-Mbp genome-wide resolution)

(2) no targets likely to be within ~500 nm share a “1” bit in a given round (diffraction limit)

(3) all codewords have minimum Hamming Distance 4 from all other codewords (error correction)
(4) the number of bits per codewords (number of imaging rounds) is minimized (scalability)

Adapted from Su et al., Cell, 2020
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Artificial Intelligence (AI) has moved computational biology forward in recent
years with dramatic breakthroughs, including good-performing solutions to the
ab initio protein folding problem. We developed a machine learning (ML) method
Partial Order Optimum Likelihood (POOL), first reported in 2009, to predict the
amino acids in a protein structure that are biochemically active in catalysis or
ligand binding. POOL has been used to identify catalytically active residues and
to establish how distal residues contribute to activity in enzymes. POOL has been
used to predict the function of protein structures of unknown function, using
a local structure match, with subsequent experimental testing and verification.
Recently POOL has enabled the uncovering of insights into how the amino
acids in enzyme active sites achieve their catalytic power. Noting that the side
chains of lysine, aspartic acid and glutamic acid are weak Brensted acids and
bases for the free amino acids in solution, we have shown how specific types of
interactions with nearby amino acids in the local region of an enzyme active site
can increase the acidity, basicity, or nucleophilicity of the catalytic residues and
thus enable catalysis. Our ML approach has also successfully predicted whether
specific missense mutations impair catalysis in an enzyme. A common criticism
of Al in fields like chemistry and biology is that it gives you “answers but not
insight” Here it is shown how AI methods can be constructed to give both
answers and insight.
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Artificial Intelligence (AI) has moved computational biology forward in recent years with dramatic
breakthroughs, including good-performing solutions to the ab initio protein folding problem. We developed
a machine learning (ML) method Partial Order Optimum Likelihood (POOL), first reported in 2009, to
predict the amino acids in a protein structure that are biochemically active in catalysis or ligand binding.
POOL has been used to identify catalytically active residues and to establish how distal residues contribute
to activity in enzymes. POOL has been used to predict the function of protein structures of unknown
function, using a local structure match, with subsequent experimental testing and verification. Recently
POOL has enabled the uncovering of insights into how the amino acids in enzyme active sites achieve their
catalytic power. Noting that the side chains of lysine, aspartic acid and glutamic acid are weak Brensted
acids and bases for the free amino acids in solution, we have shown how specific types of interactions with
nearby amino acids in the local region of an enzyme active site can increase the acidity, basicity, or
nucleophilicity of the catalytic residues and thus enable catalysis. Our ML approach has also successfully
predicted whether specific missense mutations impair catalysis in an enzyme. A common criticism of Al in
fields like chemistry and biology is that it gives you “answers but not insight.” Here it is shown how Al
methods can be constructed to give both answers and insight.
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Pericentromeric satellite HSATII, a repetitive element (RE), is silenced in normal
tissue but aberrantly transcribed in epithelial cancers, where it is cancer-specific
and co-derepressed with another RE, LINE-1 (Ting 2011). Its RNA is reverse-
transcribed into pericentromeric DNA, expanding copy number in colon tumors
and tracking worse survival (Bersani 2015). Its location and relation to the mi-
croenvironment are unknown. Joint segmentation-free factorization (FICTURE/
PUNKST; Si 2024) of seven colorectal cancer Xenium slides (58 patients) places
all samples on one comparable basis. Two of 100 factors are dominated by
HSATII and LINE-1, as predicted. Instead of viable tumor epithelium, they fill
acellular necrotic lumina enclosed by tumor glands, expanding with disease
progression from 0.2% of transcripts in primaries to 4.3% and 3.1% in liver and
lung metastases. These regions are also enriched for DUX4, the embryonic
transcription factor causing facioscapulohumeral muscular dystrophy (FSHD).
DUX4 induces HSATII transcription (Shadle 2019), and FSHD patients have
higher gastrointestinal cancer incidence (Kurashige 2023). What was detected is
ambiguous: a Xenium probe binds a single-stranded target that may be mRNA
or genomic DNA. Quality control cannot separate them: genomic-DNA controls
decode as confidently as transcripts (median Q-value 40). We tried two decom-
positions. Subtracting a copy-number-predicted DNA term works for ordinary
genes but breaks down at high copy number, the repeats of interest. Regressing
on genomic controls fails differently: controls sit at stable-copy-number loci and
cannot track a target whose copy number varies. Both assume copy number is
fixed; for HSATII it is an outcome of transcription.
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Pericentromeric satellite HSATII, a repetitive element (RE), is silenced in normal tissue but aberrantly transcribed in epithelial
cancers, where it is cancer-specific and co-derepressed with another RE, LINE-1 (Ting 2011). Its RNA is reverse-transcribed
into pericentromeric DNA, expanding copy number in colon tumors and tracking worse survival (Bersani 2015). Its location
and relation to the microenvironment are unknown.

Joint segmentation-free factorization (FICTURE/PUNKST; Si 2024) of seven colorectal cancer Xenium slides (58 patients)
places all samples on one comparable basis. Two of 100 factors are dominated by HSATII and LINE-1, as predicted. Instead
of viable tumor epithelium, they fill acellular necrotic lumina enclosed by tumor glands, expanding with disease progression
from 0.2% of transcripts in primaries to 4.3% and 3.1% in liver and lung metastases. These regions are also enriched for
DUX4, the embryonic transcription factor causing facioscapulohumeral muscular dystrophy (FSHD). DUX4 induces HSATII
transcription (Shadle 2019), and FSHD patients have higher gastrointestinal cancer incidence (Kurashige 2023).

What was detected is ambiguous: a Xenium probe binds a single-stranded target that may be mRNA or genomic DNA. Quality
control cannot separate them: genomic-DNA controls decode as confidently as transcripts (median Q-value 40). We tried
two decompositions. Subtracting a copy-number-predicted DNA term works for ordinary genes but breaks down at high
copy number, the repeats of interest. Regressing on genomic controls fails differently: controls sit at stable-copy-number
loci and cannot track a target whose copy number varies. Both assume copy number is fixed; for HSATII it is an outcome of
transcription.

A H&E B joint factor model

Figure 1: One lung-metastasis sample, two views. (A) Cribriform tumor glands enclose lumina filled with eosinophilic necrotic
debris. (B) The same core under the joint 100-factor model, colored by program: tumor epithelium (indigo), stroma (green), immune
(magenta), host lung (gold), and the two repeat-dominated factors (red). The repeat program fills the necrotic lumina.
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The tumor microenvironment (TME) is organized into spatially distinct niches
whose immune composition shapes disease progression and treatment response,
but the regulatory programs and intercellular signals that establish this organi-
zation are not well characterized at spatial resolution. We present an integrated
computational framework linking cell-type composition, spatial niche architec-
ture, and regulatory network inference within the TME, extending recently
developed spatial gene-regulatory-network approaches from tumor-boundary
analysis to niche- and subtype-comparative immune architecture. We applied
this framework to publicly available spatial transcriptomics and matched
single-cell RNA-seq data from breast cancer patients spanning three molecular
subtypes: triple-negative, HER2-positive, and luminal. We deconvolve cell-
type composition at each spatial spot, define immune-infiltrated and immune-
excluded niches through spatial neighborhood analysis, and classify tumor-
boundary and non-malignant regions using copy-number-based malignant cell
identification. Within malignant cells stratified by niche and region type, we ap-
ply transcription-factor regulon inference and ligand-receptor signaling analy-
sis, using open, reproducible computational tools throughout. This approach
identifies candidate regulatory drivers and intercellular signals associated with
immune exclusion and tests whether these drivers are shared across molecular
subtypes or subtype-specific, validating candidates against established tumor-
immune biology. We present the resulting niche-specific regulatory candidates,
evaluate their concordance with known immune biology, and discuss their
relevance as immunotherapy biomarker candidates. Our findings illustrate how
integrating deconvolution, spatial niche mapping, and regulatory inference can
connect tumor spatial architecture to its underlying molecular drivers, with
implications for understanding subtype-specific immune evasion mechanisms
in breast cancer.

October 1-2, 2026 - Cambridge, MA 170 of 218
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The tumor microenvironment (TME) is organized into spatially distinct niches whose immune composition
shapes disease progression and treatment response, but the regulatory programs and intercellular signals
that establish this organization are not well characterized at spatial resolution. We present an integrated
computational framework linking cell-type composition, spatial niche architecture, and regulatory network
inference within the TME, extending recently developed spatial gene-regulatory-network approaches from
tumor-boundary analysis to niche- and subtype-comparative immune architecture. We applied this
framework to publicly available spatial transcriptomics and matched single-cell RNA-seq data from breast
cancer patients spanning three molecular subtypes: triple-negative, HER2-positive, and luminal. We
deconvolve cell-type composition at each spatial spot, define immune-infiltrated and immune-excluded
niches through spatial neighborhood analysis, and classify tumor-boundary and non-malignant regions
using copy-number-based malignant cell identification. Within malignant cells stratified by niche and
region type, we apply transcription-factor regulon inference and ligand-receptor signaling analysis, using
open, reproducible computational tools throughout. This approach identifies candidate regulatory drivers
and intercellular signals associated with immune exclusion and tests whether these drivers are shared across
molecular subtypes or subtype-specific, validating candidates against established tumor-immune biology.
We present the resulting niche-specific regulatory candidates, evaluate their concordance with known
immune biology, and discuss their relevance as immunotherapy biomarker candidates. Our findings
illustrate how integrating deconvolution, spatial niche mapping, and regulatory inference can connect tumor
spatial architecture to its underlying molecular drivers, with implications for understanding subtype-
specific immune evasion mechanisms in breast cancer.
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Most documented sex-biased genes reside on sex chromosomes, yet whether sex
differences in transcriptional signatures emerge in autosomal gene expression
remains a critical gap. Understanding these autosomal sex differences is partic-
ularly important in the context of Alzheimer’s Disease (AD), which affects about
twice as many females as males. However, it remains unclear whether this
sex disparity reflects biological differences in disease pathogenesis. To further
our understanding, it is important to identify underlying biological differences
between male and female brains during aging. We leveraged ROSMAP single-
nucleus RNA-sequencing (snRNA-seq) data from the prefrontal cortex of 427
donors (age >65) to characterize sex differences in transcriptional signatures of
the aged brain. We trained binary classification models on 2.3 million cells to test
whether donor sex can be predicted from autosomal gene expression in donors
diagnosed with no cognitive impairment (NCI) and Alzheimer’s Disease (AD).
Models for each major cell type were trained on the cohort stratified by diagno-
sis. This design allows us to (1) establish baseline sex differences in healthy aging,
and (2) distinguish aging-related from disease-related transcriptional changes.
To benchmark the statistical power of autosomal versus sex-chromosomal
features, we performed a sample complexity analysis characterizing classifier
performance as a function of cell count. By establishing these benchmarks, we
understand how technical limitations like zero-inflation and sparse sampling
affect biological interpretation in single-cell studies. Using statistical methods,
we determined which features are the most robust predictors of sex differences.
We hypothesize that these sex-predictive genes will reveal mechanisms driving
differential vulnerability to AD.
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Most documented sex-biased genes reside on sex chromosomes, yet whether sex differences in transcriptional signatures
emerge in autosomal gene expression remains a critical gap. Understanding these autosomal sex differences is particularly
important in the context of Alzheimer’s Disease (AD), which affects about twice as many females as males. However, it
remains unclear whether this sex disparity reflects biological differences in disease pathogenesis. To further our
understanding, it is important to identify underlying biological differences between male and female brains during aging.
We leveraged ROSMAP single-nucleus RNA-sequencing (snRNA-seq) data from the prefrontal cortex of 427 donors (age
>65) to characterize sex differences in transcriptional signatures of the aged brain. We trained binary classification models
on 2.3 million cells to test whether donor sex can be predicted from autosomal gene expression in donors diagnosed with
no cognitive impairment (NCI) and Alzheimer’s Disease (AD). Models for each major cell type were trained on the cohort
stratified by diagnosis. This design allows us to (1) establish baseline sex differences in healthy aging, and (2) distinguish
aging-related from disease-related transcriptional changes. To benchmark the statistical power of autosomal versus sex-
chromosomal features, we performed a sample complexity analysis characterizing classifier performance as a function of
cell count. By establishing these benchmarks, we understand how technical limitations like zero-inflation and sparse
sampling affect biological interpretation in single-cell studies. Using statistical methods, we determined which features are
the most robust predictors of sex differences. We hypothesize that these sex-predictive genes will reveal mechanisms
driving differential vulnerability to AD.
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Single-cell measurements are high-dimensional samples from latent biological
state spaces whose organization may contain branches, cycles, disconnected
populations, or mixtures of these structures. Detecting this organization without
first assuming clusters or a tree remains a central challenge for automated
analysis. We introduce a Reeb graph estimator that summarizes the evolution
of connected level sets across a sampled data manifold. The estimator requires
only a neighborhood graph and scalar filter; in our unsupervised implementa-
tion these are a k-nearest-neighbor graph and its first nontrivial diffusion
eigenfunction. The resulting Reeb edges index coherent cellular trajectories,
including branching and cyclic organization, without assuming either structure
in advance. The neighborhood size k is the only user-selected hyperparameter;
midpoint thresholds and degree-2 reduction are canonical.

We prove a deterministic consistency theorem. If increasingly dense samples
approximate a compact manifold, the observed scalar converges to a Morse
function, and the neighborhood graphs approximates the underlying manifold,
then the estimated filtered Reeb graphs converge to the manifold Reeb graph
in functional Gromov-Hausdorff distance. Thus, once the neighborhood graph
and filter are adequate, no additional Reeb-specific statistical estimation problem
remains. In included experiments, the implementation recovers the Reeb graph
of a sampled torus and a multi-branching organization in the expert-annotated
single-cell dataset SCD-0001; its cellular decomposition assigns cells directly to
recovered Reeb edges. The method provides an interpretable, topology-flexible
interface between diffusion geometry and downstream analysis of developmen-
tal trajectories and cyclic biological processes.
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Single-cell measurements are high-dimensional samples from latent biological state spaces whose organization may contain
branches, cycles, disconnected populations, or mixtures of these structures. Detecting this organization without first assuming
clusters or a tree remains a central challenge for automated analysis. We introduce a Reeb graph estimator that summarizes
the evolution of connected level sets across a sampled data manifold. It requires only a neighborhood graph and scalar filter;
in our unsupervised implementation these are a k-nearest-neighbor graph and its first nontrivial diffusion eigenfunction. Reeb
edges index coherent cellular trajectories, including branching and cyclic organization, without assuming either structure in
advance. The neighborhood size k is the only user-selected hyperparameter.

o Filtered neighborhood graph e Support-induced midpoint slices e Raw Reeb graph e Degree-2 reduction
e s oo

cycle preserved

Canonical thresholds are midpoints between observed filter values. At each threshold, connected components of the induced graph on crossing-edge endpoints become Reeb nodes.

Figure 1. Midpoint slices of a filtered neighborhood graph produce a raw Reeb graph whose degree-2 reduction preserves cycles.

No cover resolution, overlap, bin count, level-set bandwidth, or simplification cutoff is introduced. Thresholds are canonical,
degree-2 reduction is parameter-free, and neighborhood-graph construction is the remaining modeling choice.

A Reeb graph of a torus B Reeb graph of SCD-0001 cells

Figure 2. (A) A sampled upright torus under a generic vertical height, with its recovered Reeb graph overlaid; the two middle edges encode the loop. (B)
On a fixed 4,000-cell subsample of expert-annotated multi-branching dataset SCD-0001, a k = 28 graph and its first nontrivial diffusion eigenfunction
yield a five-edge Reeb tree. Cells and graph edges share colors by Reeb-edge assignment.

Theorem 1 (Consistency). Let .4 be a compact manifold, let f: .4 — R be Morse, let Z¢ () denote its Reeb graph, and
let digy denote functional Gromov—Hausdorff distance. If X,, are increasingly dense samples of M, f,, — f, and neighborhood
graphs G, become locally faithful to #, then dicn (%(G",ﬁ),ﬁf (///)) — 0. Here Z is our estimated Reeb graph. Thus,

once the scalar filter is consistent, Reeb estimation reduces to constructing a locally faithful neighborhood graph; kNN is one
such construction.

Context. This result supplies a consistency foundation for the scReebTower method introduced with scShapeBench. Code and formal proof artifacts are
available at https://github.com/KrishnaswamyLab/scReebTowver.
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Ribosome profiling, a technology that sequences ribosome-bound mRNA frag-
ments, has shown that one-third of human genes contain translation start
site protein isoforms. Previous research has identified divergent localization
patterns between canonical and isoform proteins and rare disease variants in
isoform-specific regions previously thought to be untranslated. While follow-
up experiments on specific translation isoforms can yield mechanistic insights
into gene function and connections to rare genetic disease, without systematic
characterization of these thousands of candidate isoforms, prioritizing ones for
further study is difficult.

To improve the accessibility of protein isoform research, we present SwissIso-
form, an online annotation database of 39,721 protein isoforms discovered in
ribosome profiling across six cell lines. We derived orthogonal evidence through
precomputed in silico experiments grouped into six categories (Predicted Struc-
ture, Mutational Landscape, Evolutionary Conservation, Localization, Structural
Characteristics, and Detection), each comparing an alternative isoform to its
annotated protein. For ease of interpretation, we implemented a two-pass LLM
framework: the initial pass evaluates metrics within each category for evidence
of divergences from the canonical protein and a subsequent pass reasons over
the canonical protein’s known context in tandem with each category’s results
to synthesize a holistic hypothesis for how the isoform functionally deviates. To
assist clinicians in understanding if variants of interest intersect differentially
translated regions, we included a variant querying option to identify affected
isoforms and the variant’s type and effect. SwissIsoform is the inaugural cata-
logue of translation start site isoforms, which will further enable research on
how isoforms influence human health and disease.
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Ribosome profiling, a technology that sequences ribosome-bound mRNA fragments, has shown that one-third of human
genes contain translation start site protein isoforms. Previous research has identified divergent localization patterns
between canonical and isoform proteins and rare disease variants in isoform-specific regions previously thought to be
untranslated. While follow-up experiments on specific translation isoforms can yield mechanistic insights into gene
function and connections to rare genetic disease, without systematic characterization of these thousands of candidate
isoforms, prioritizing ones for further study is difficult.

To improve the accessibility of protein isoform research, we present SwissIsoform, an online annotation database of
39,721 protein isoforms discovered in ribosome profiling across six cell lines. We derived orthogonal evidence through
precomputed in silico experiments grouped into six categories (Predicted Structure, Mutational Landscape, Evolutionary
Conservation, Localization, Structural Characteristics, and Detection), each comparing an alternative isoform to its
annotated protein. For ease of interpretation, we implemented a two-pass LLM framework: the initial pass evaluates
metrics within each category for evidence of divergences from the canonical protein and a subsequent pass reasons over
the canonical protein’s known context in tandem with each category’s results to synthesize a holistic hypothesis for how
the isoform functionally deviates. To assist clinicians in understanding if variants of interest intersect differentially
translated regions, we included a variant querying option to identify affected isoforms and the variant’s type and effect.
SwissIsoform is the inaugural catalogue of translation start site isoforms, which will further enable research on how
isoforms influence human health and disease.
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Rationale: Elucidating pneumonia sub-phenotypes can improve host-based ther-
apeutics. Pneumonia involves heterogenous and dysregulated histopathology
responses, but these histopathological changes within the lungs have not been
explored for sub-phenotyping. Objective: To investigate whether pneumonic
lungs can be clustered into sub-phenotypes based on histopathology and exam-
ine whether these sub-phenotypes re-emerge in a new cohort. Methods: H&E
slides from subjects with pneumonia diagnosis (n=276) or with no known lung
disease (n=16) at autopsy were scored across 18 histopathology features (Necro-
sis, Fibrosis, Edema etc.,) by two pathologists (discovery cohort). Consensus
clustering was used to group samples into clusters, and distance and variation-
based clustering metrics were used to select the optimum number of clusters.
5 different leukocytes were quantified in a subset of patients (n=159) using
multispectral immunofluorescence assay. A new cohort of samples were scored
(n=104) using the same framework (validation cohort). Both cohorts were co-
clustered to validate sub-phenotypes in the second cohort. Results: Our approach
showed pneumonia samples cluster into seven different sub-phenotypes with
distinct histopathology patterns including necrosuppurative, suppurative &
chronic interstitial pneumonias. These sub-phenotypes also vary in their com-
position of immune cell patterns. Validation using a different cohort showed that
when co-clustered with the original cohort, all seven sub-phenotypes re-emerge,
with consistent histopathology signatures. Conclusions: Human pneumonias
segregate into sub-phenotypes based on host responses and sub-phenotype
markers could be further explored for therapeutic purposes. By illuminating
a spectrum of histopathologies and discriminating discrete sub-phenotypes of
pneumonia, a foundational framework emerges for developing and testing host-
directed therapies for subsets of pneumonia patients.
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Rationale: Elucidating pneumonia sub-phenotypes can improve host-based therapeutics. Pneumonia involves
heterogenous and dysregulated histopathology responses, but these histopathological changes within the lungs have not
been explored for sub-phenotyping.

Objective: To investigate whether pneumonic lungs can be clustered into sub-phenotypes based on histopathology and
examine whether these sub-phenotypes re-emerge in a new cohort.

Methods: H&E slides from subjects with pneumonia diagnosis (n=276) or with no known lung disease (n=16) at autopsy
were scored across 18 histopathology features (Necrosis, Fibrosis, Edema etc.,) by two pathologists (discovery cohort).
Consensus clustering was used to group samples into clusters, and distance and variation-based clustering metrics were
used to select the optimum number of clusters. 5 different leukocytes were quantified in a subset of patients (n=159) using
multispectral immunofluorescence assay. A new cohort of samples were scored (n=104) using the same framework
(validation cohort). Both cohorts were co-clustered to validate sub-phenotypes in the second cohort.

Results: Our approach showed pneumonia samples cluster into seven different sub-phenotypes with distinct
histopathology patterns including necrosuppurative, suppurative & chronic interstitial pneumonias. These sub-phenotypes
also vary in their composition of immune cell patterns. Validation using a different cohort showed that when co-clustered
with the original cohort, all seven sub-phenotypes re-emerge, with consistent histopathology signatures.

Conclusions: Human pneumonias segregate into sub-phenotypes based on host responses and sub-phenotype markers
could be further explored for therapeutic purposes. By illuminating a spectrum of histopathologies and discriminating
discrete sub-phenotypes of pneumonia, a foundational framework emerges for developing and testing host-directed
therapies for subsets of pneumonia patients.
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The regulatory genome records both the conservation of essential biology
and the innovation required to meet new environmental challenges. Here, we
integrate an atlas of human immune-active cis-regulatory elements (i-cCREs),
brain-active elements, and a 447-species mammalian genome alignment to trace
how regulatory evolution differs across tissues, related myeloid lineages, and
immune states. Brain-active elements were more deeply conserved, whereas
immune-specific elements showed greater lineage specificity and turnover.
Elements shared by brain and immune cells were conserved, consistent with
foundational functions spanning both systems. Microglia, the resident immune
cells of the central nervous system, provided a bridge between these evolution-
ary trajectories. Although microglia and blood-derived macrophages share a
myeloid origin, their environments have shaped separable regulatory programs.
Microglial elements were typically more conserved across mammals than
macrophage elements, while macrophage regulation showed stronger signatures
of primate innovation. More broadly, immune-specific elements with actively
evolving or clade-restricted histories were consistently more likely than brain-
specific elements to show simian-associated sequence patterns across promoters,
enhancers, and other regulatory classes. This widespread shift suggests that
much of the immune regulatory landscape was remodeled after simians diverged
from earlier primates, rather than these elements arising entirely de novo.
Across most regulatory classes, elements activated by immune stimulation were
modestly more conserved than elements that decreased or remained unchanged,
linking dynamic immune responses to enduring regulatory sequences. These
patterns connect evolutionary history to the regulatory flexibility required for
immune adaptation. Together, these findings reveal immune regulation as a
combination of ancient foundations and lineage-specific innovations.

October 1-2, 2026 - Cambridge, MA 175 of 218



Evolutionary Remodeling of the Human Immune Regulatory Genome
Nicole Shedd'*, Greg Andrews', Jill Moore', Zhiping Weng'
! University of Massachusetts Chan Medical School

The regulatory genome records both the conservation of essential biology and the innovation required to meet new environmental
challenges. Here, we integrate an atlas of human immune-active cis-regulatory elements (i-cCREs), brain-active elements, and a
447-species mammalian genome alignment to trace how regulatory evolution differs across tissues, related myeloid lineages, and
immune states. Brain-active elements were more deeply conserved, whereas immune-specific elements showed greater lineage
specificity and turnover (Fig. 1B—C). Elements shared by brain and immune cells were conserved, consistent with foundational
functions spanning both systems (Fig. 1A,C). Microglia, the resident immune cells of the central nervous system, provided a
bridge between these evolutionary trajectories. Although microglia and blood-derived macrophages share a myeloid origin, their
environments have shaped separable regulatory programs. Microglial elements were typically more conserved across mammals
than macrophage elements, while macrophage regulation showed stronger signatures of primate innovation (Fig. 1B—C). More
broadly, immune-specific elements with actively evolving or clade-restricted histories were consistently more likely than brain-
specific elements to show simian-associated sequence patterns across promoters, enhancers, and other regulatory classes (Fig.
1C). This widespread shift suggests that much of the immune regulatory landscape was remodeled after simians diverged from
earlier primates, rather than these elements arising entirely de novo. Across most regulatory classes, elements activated by immune
stimulation were modestly more conserved than elements that decreased or remained unchanged, linking dynamic immune
responses to enduring regulatory sequences (Fig. 1D). These patterns connect evolutionary history to the regulatory flexibility
required for immune adaptation. Together, these findings reveal immune regulation as a combination of ancient foundations and
lineage-specific innovations.
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Perturbation response prediction is a central challenge in biology and drug
discovery. While reproducing scGPT, a widely used foundation model for
perturbation-response prediction, we identified a gene-subsampling issue in its
implementation. When the number of genes exceeds the model’s maximum se-
quence length, genes are randomly subsampled, which can remove the perturbed
gene from the input. With approximately 5,000 genes and a maximum sequence
length of 1,536, this occurs in roughly 70% of sampled training inputs. As a result,
the input representation becomes indistinguishable from that of an unperturbed
cell, even though the training target remains a perturbed expression profile. In
effect, the model often does not see the perturbation during training.

We corrected this behavior by always retaining perturbed genes during subsam-
pling and evaluated the train-mean baseline, original scGPT, and corrected
implementation on Adamson, Norman, and Replogle K562. Across five inde-
pendent runs with different data splits and random seeds, preserving the
perturbation signal produced little change across most metrics. Performance was
often unchanged or slightly lower, although some measurements improved; for
example, Pearson correlation on expression changes across all genes increased
15% on Replogle K562.

These results reveal a surprising disconnect between explicit perturbation condi-
tioning and measured predictive performance. They suggest that current models
may rely heavily on shared or average expression structure, that commonly
used metrics may be insensitive to perturbation-specific effects, or both. More
broadly, our findings highlight the importance of auditing evaluation metrics,
datasets, and training-data preparation in addition to modeling choices.
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Perturbation response prediction is a central challenge in biology and drug discovery. Perturbation models are
designed to predict transcriptional responses conditioned on the identity of an applied perturbation. While
reproducing scGPT [1], one of the most widely used foundation models for perturbation-response prediction, we
identified a gene-subsampling issue in its implementation. Specifically, scGPT takes as input genes, gene expression
values, and a perturbation mask in which perturbed genes are assigned a value of 1 and unperturbed genes a value
of 0. When the number of genes exceeds the model’s maximum sequence length, genes are randomly subsampled,
which can remove the perturbed gene from the input. With approximately 5,000 genes and a maximum sequence
length of 1,536, this occurs in roughly 70% of sampled training inputs. As a result, the input representation becomes
indistinguishable from that of an unperturbed cell in most cases, even though the corresponding training target
remains the expression values of a perturbed cell. In effect, the perturbation model does not see the perturbation
during training.

We fixed this bug by always retaining the perturbed genes during subsampling and evaluated the train mean
baseline, original scGPT and corrected implementations on Adamson [2|, Norman 3], and Replogle K562 datasets [4].
In addition to standard Pearson correlation metrics on expression changes, we evaluated perturbation distance
correlation and direction accuracy. Pearson on perturbation distance measures the correlation between ground
truth perturbation distances and the predicted distance, with perturbation distance defined as the Ly distance
between perturbation mean expressions. Across five independent runs with different data splits and random seeds,
preserving the perturbation signal produced little change across most metrics (Figure 1). Performance was often
approximately unchanged or slightly lower, although some measurements improved; for example, Pearson delta
across all genes increased 15% on Replogle K562.

These results reveal a surprising disconnect between explicit perturbation conditioning and measured predictive
performance. They suggest that current models may rely heavily on shared or average expression structure, that
commonly used metrics may be insensitive to perturbation-specific effects, or both. More broadly, our findings
highlight the importance of auditing evaluation metrics, datasets, and training-data preparation, in addition to
modeling choices, when evaluating models for perturbation response prediction.

tainmean  mm ScGPT  mm ScGPT fix (preserves pertubation)

Pearson Delta (all genes) 1 Pearson Delta (DE genes) 1 Pearson on Perturbation Distance 1 Direction Accuracy (all genes) 1 Direction Accuracy (DE genes) 1
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Figure 1: Mean performance across five independent runs with different data splits and random seeds. Preserving the
perturbation signal has little effect on most standard benchmark metrics.
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Insertions and deletions (indels) represent a substantial source of human genetic
variation, yet remain less well characterized than missense variants, posing a
persistent challenge for variant classification. Relatedly, computational predic-
tors for in-frame indels have yet to be rigorously evaluated and calibrated for
clinical use, limiting their adoption in clinical variant interpretation workflows.
Here, we present a calibration framework, extending a previous approach
for missense predictors, for eight in-frame indel prediction tools, including
MutPred-Indel, VEST-indel, and CADD, enabling their integration into ACMG/
AMP-based clinical classification. We first estimated the prior probability of
pathogenicity for rare in-frame indels in disease-associated genes, finding dis-
tinct priors for insertions and deletions. Applying a likelihood ratio framework
based on local posterior probabilities, we established score thresholds for each
tool corresponding to distinct pathogenic and benign evidence strengths. All
tools achieved multiple calibrated evidence strengths, demonstrating that exist-
ing indel predictors carry measurable clinical utility. Combining these calibrated
computational thresholds with functional data we have separately generated and
calibrated, we assigned quantitative evidence to ClinVar variants of uncertain
significance (VUS), enabling reclassification of indels to a likely pathogenic/
pathogenic or likely benign/benign status. Across ten genes, we resolved up to
55% of the existing ClinVar VUS and further preclassified up to 5,500 in-frame
indels not yet reported in ClinVar, providing a precomputed resource for future
variant classification. Our results demonstrate that the combination of calibrated
computational and functional evidence can substantially reduce the VUS burden
of in-frame indels and ultimately improve clinical variant classification and
decision-making.
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In-frame (non-frameshifting) insertions and deletions (indels) constitute a substantial source of human genetic variation.
Nevertheless, they remain less well characterized than missense variants and continue to pose a challenge for clinical
variant classification. To address this challenge at scale, it is essential to develop accurate computational predictors and
generate high-throughput functional data for evaluating the effects of these variants, and to subsequently calibrate both
sources of evidence for clinical use. In this work, we present the results of two separate but related studies of in-frame
indels related to their clinical use for rare disease diagnosis. First, we recognized that computational predictors for
in-frame indels have yet to be rigorously calibrated for clinical use, which limits their adoption in clinical variant
interpretation workflows. We addressed this problem by extending a previously proposed framework for the calibration of
missense variant effect predictors,' and calibrating eight in-frame indel prediction tools (CADD, ESM1b, FATHMM-indel,
INDELpred, MutPred-Indel, ProGen2, PROVEAN, VEST-indel), enabling their integration into ACMG/AMP-based
clinical classification compatible with forthcoming SVCv4. We estimated the prior probability of pathogenicity for rare
in-frame indels in disease-associated genes, and found distinct priors for insertions and deletions. Applying a likelihood
ratio framework, we then established score thresholds for each tool corresponding to distinct pathogenic and benign
evidence strengths. All evaluated tools achieved multiple calibrated evidence strengths, demonstrating that existing indel
predictors carry measurable clinical utility. Second, we generated high-throughput functional data for ten
disease-associated genes using Saturation Genome Editing and calibrated these data using EXCALIBR?. We then
combined these two sources of evidence to assign quantitative scores to ClinVar variants of uncertain significance (VUS),
enabling reclassification of in-frame indels to a likely pathogenic/pathogenic or likely benign/benign status.> Across the
ten genes, we resolved up to 55% of the existing ClinVar VUS and further preclassified up to 5,500 in-frame indels not yet
reported in ClinVar, providing a precomputed resource for future variant classification. Our results demonstrate that the
combination of calibrated computational and functional evidence can substantially reduce the VUS burden of in-frame
indels and ultimately improve clinical variant classification and decision-making.
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Nuclear Magnetic Resonance (NMR) provides atomistic insights into the struc-
tures, dynamics and interactions of molecules and proteins under near-native
conditions. NMR observables, such as chemical shifts and J-couplings, are highly
sensitive to the local electronic environments that nuclei experience within a
molecule, and they can provide structural insights into atomic connectivity and
molecular conformation. However, directly mapping these local environments
to NMR observables is challenging, thereby motivating highly accurate predic-
tion methods. We develop NequIP-NMR, a physics-informed machine learning
framework to predict chemical shielding tensors and J-coupling tensors, as well
as energies and forces, from atomic coordinates. The formalism extends the
E(3)-equivariant NequlP architecture to NMR and ensures that exact differential
relationships between these quantities are satisfied: by learning a generalized
potential function and taking derivatives with respect to a magnetic field and
nuclear magnetic moments, the NMR observables arise as response functions.
To prepare training datasets, we compute energies, forces, chemical shieldings
and J-couplings using Density Functional Theory (DFT) for several biologically
relevant systems: two natural products, vindoline and 24-epibrassinolide, as well
as the neutral dipeptides from the SPICE dataset. Individual models trained
on natural products demonstrate sensitivity to conformation across complex
ensembles, while a multi-system model trained on the dipeptides demonstrates
predictive ability over hundreds of molecules. High-accuracy predictions of
NMR observables may enable more robust chemical and biophysical structure
determination approaches.
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Nuclear Magnetic Resonance (NMR) provides atomistic insights into the structures, dynamics and interactions of
molecules and proteins under near-native conditions. NMR observables, such as chemical shifts and J-couplings, are
highly sensitive to the local electronic environments that nuclei experience within a molecule, and they can provide
structural insights into atomic connectivity and molecular conformation. However, directly mapping these local
environments to NMR observables is challenging, thereby motivating highly accurate prediction methods. We develop
NequlP-NMR, a physics-informed machine learning framework to predict chemical shielding tensors and J-coupling
tensors, as well as energies and forces, from atomic coordinates. The formalism extends the E(3)-equivariant NequIP
architecture to NMR and ensures that exact differential relationships between these quantities are satisfied: by learning a
generalized potential function and taking derivatives with respect to a magnetic field and nuclear magnetic moments, the
NMR observables arise as response functions. To prepare training datasets, we compute energies, forces, chemical
shieldings and J-couplings using Density Functional Theory (DFT) for several biologically relevant systems: two natural
products, vindoline and 24-epibrassinolide, as well as the neutral dipeptides from the SPICE dataset. Individual models
trained on natural products demonstrate sensitivity to conformation across complex ensembles, while a multi-system
model trained on the dipeptides demonstrates predictive ability over hundreds of molecules. High-accuracy predictions of
NMR observables may enable more robust chemical and biophysical structure determination approaches.
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Generative protein-design models produce candidate binders without revealing
what internally distinguishes a strong binder from a weak one, limiting rational
improvement and failure diagnosis. We apply sparse autoencoders (SAEs), a
mechanistic-interpretability technique, to residue-level ESM-C activations of
Boltz-designed binder candidates against Vilip-1, a blood biomarker of acute
neurological injury, to identify human-interpretable features in these latent
representations without modifying any binder sequences. Mixing real, evolu-
tionarily distinct natural-protein sequences into SAE training was the largest
lever for generalization beyond synthetic designs alone, raising held-out natural-
protein reconstruction fidelity from 0.39 to 0.60 fraction of variance explained.
To test whether learned features reflect genuine protein structure rather than
training artifacts, we compared two independently trained SAE dictionaries:
binder-alone encoding versus encoding with full binder-target cross-attention
before target positions were discarded. Despite different encodings, each
dictionary’s most generic features converge on the same real-protein residues
at a rate chance cannot explain (hypergeometric test against the ~7M-residue
candidate space, p ~ 7 x 10"-28), confirming that cross-attention preserves the
learned signal. This convergence survives a shared-seed confound check (5 of
6 agreeing cases use different learned feature indices per dictionary) and is cor-
roborated by InterPro domain annotations and calibrated LLM-assisted labeling
that withholds a description when evidence is scattered. Together, these results
show that SAF features recovered from protein language model activations carry
real, reproducible structural signal, a necessary validation step before using such
features to inform or steer binder design.
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Motivation

Engineered protein biosensors offer real-time disease detection, but the current practice to develop these biosensors requires
extensive human effort to design and validate them. Protein language models (PLMs) are an evolving methodology that
alleviates the manual overhead involved in the design process, but generative binder-design models remain black boxes.
In their current state, PLMs produce candidate binders without characterizing the internal reasoning that separates a high-
affinity binder from a poor one. This opacity limits rational design improvement, failure-mode diagnosis, and cross-disease
adaptation.

Approach

We train sparse autoencoders (SAEs) on ESM-C PLM’s residue-level activations that we extracted from Boltz-designed
binder candidates, to recover human-readable features present in the PLM’s underlying latent representation. As proof-of-
concept, we validated this pipeline in silico on Vilip-1, a blood-circulating biomarker of acute neurological injury.

Results

* Best lever: natural-protein data mixing. Folding real, evolutionarily distinct natural-protein sequences into SAE
training alongside synthetic Boltz designs raised held-out natural-protein reconstruction fidelity from 0.39 to 0.60
fraction of variance explained (FVE) — the largest generalization gain of any lever tested, including added binder-
design data from additional targets (UCH-L1, B-FABP). The selected checkpoint keeps high fidelity on synthetic
designs (0.97 FVE) while nearly doubling generalization to real, unseen proteins.

Independent convergence on the same real residues. Two independently trained SAE dictionaries — one encoding
binders alone, one incorporating binder-target co-attention via ESM-C’s native chain-break token — converge on the
same real-protein residues at a rate statistically inconsistent with chance (hypergeometric test, p ~ 7 x 10~2%). Both
dictionaries stay healthy at scale: under 0.2% dead features out of 16,384.

Convergence maps onto known biology. Agreeing hotspot residues fall in real InterPro domains (e.g., Collagen,
Peptidase_A22A, and Myosin motor/cargo-binding domains), corroborated by InterPro annotations and calibrated
LLM-assisted labeling. In one case (Myosin-Vb/MYOS5B), both dictionaries independently flag two functionally dis-
tinct real sites within the same protein: its motor domain and its cargo-binding domain. Both dictionaries were trained
from the same default random seed, so we checked for that confound directly: in 5 of 6 agreeing cases, they rely on
different learned feature indices to detect the same real residues.

Ongoing & Future Work

This interpretability evaluation is a necessary precursor to our broader goal of steering generative design toward high-affinity
binding features, analogous to concept-guided steering in text-to-image diffusion models, rather than blindly sampling the
latent space. We plan to extend this pipeline to three clinical targets (UCH-L1, S100B, and B-FABP) and evaluate whether
SAE features predict binding-quality metrics (binding confidence, ipTM, ipSAE) directly. We are also wet-lab validating our
top 200 binders, selected via our own diversity-ranking method, helping establish the value of mechanistic interpretability in
accelerating PLM-informed biosensor design.
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Predicting protein stability is a central task in protein design. Recently, deep
learning based methods such as folding-model confidence scores and inverse-
folding likelihoods have largely displaced physics-based energy functions for
this task, trading physical motivation and interpretability for speed. Can we re-
cover that interpretability without sacrificing performance? Generative models
trained on molecular simulations are a natural bridge: they provide efficient,
steerable samplers of protein ensembles from which physical observables can
be computed. But the learned distribution can be biased by its training data,
and the generative trajectories that produce it are statistical constructs rather
than physical paths. Here we present a framework grounded in non-equilibrium
statistical physics that computes protein folding stability by importance sam-
pling from BioEmu, a machine-learning emulator of molecular dynamics (MD).
Treating BioEmu as a deterministic flow model, we integrate the likelihood ODE
along generation trajectories to obtain the non-equilibrium work performed
during sampling. Further evaluating the generated samples with physics-based
potentials yields accurate estimators of the free energy, enthalpy, and entropy
of folding. The likelihoods further decompose into per-residue contributions,
quantifying each residue’s share of the protein’s total conformational entropy.
We evaluate our pipeline against Protherm thermodynamic data and structural
data from the PDB. More broadly, non-equilibrium reweighting offers a general
route to physically grounded, interpretable observables from generative models
of biomolecules.
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Abstract

Predicting protein stability is a central task in protein design. Recently, deep learning based methods such as folding-
model confidence scores and inverse-folding likelihoods have largely displaced physics-based energy functions for this task,
trading physical motivation and interpretability for speed. Can we recover that interpretability without sacrificing perfor-
mance? Generative models trained on molecular simulations are a natural bridge: they provide efficient, steerable samplers
of protein ensembles from which physical observables can be computed. But the learned distribution can be biased by its
training data, and the generative trajectories that produce it are statistical constructs rather than physical paths. Here we
present a framework grounded in non-equilibrium statistical physics that computes protein folding stability by importance
sampling from BioEmu, a machine-learning emulator of molecular dynamics (MD). Treating BioEmu as a deterministic flow
model, we integrate the likelihood ODE along generation trajectories to obtain the non-equilibrium work performed during
sampling. Further evaluating the generated samples with physics-based potentials yields accurate estimators of the free
energy, enthalpy, and entropy of folding. The likelihoods further decompose into per-residue contributions, quantifying each
residue’s share of the protein’s total conformational entropy. We evaluate our pipeline against Protherm thermodynamic
data and structural data from the PDB. More broadly, non-equilibrium reweighting offers a general route to physically
grounded, interpretable observables from generative models of biomolecules.
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Genomic foundation models are increasingly positioned as general-purpose
systems that could reduce reliance on wet-lab validation and accelerate mech-
anistic discovery. This positioning assumes such models learn principles of
regulation rather than memorizing training data. We test that assumption by
asking whether AlphaGenome, a state-of-the-art sequence-to-function model,
supports variant interpretation in amyotrophic lateral sclerosis (ALS) without
any disease-specific training or fine-tuning. We evaluate the model on two
complementary tasks. First, we build a matched benchmark from NYGC ALS
Consortium splicing QTLs in cervical spinal cord, pairing each lead sQTL with
matched control variants and testing discrimination within junction. Second, at
the UNC13A locus, we ask whether predictions recover the well-characterized
ALS risk mechanism in which intronic variants exacerbate TDP-43-dependent
cryptic exon inclusion. AlphaGenome achieves high precision at stringent effect
thresholds but recovers only a limited fraction of experimentally supported
sQTLs, and predicted effect magnitude shows weak correspondence with mea-
sured effect size. Much of the apparent discrimination tracks proximity to
annotated splice sites. At UNC13A, the model captures part of the local splice-
regulatory signal but does not represent the TDP-43-dependent mechanism
itself, and predictions vary substantially with sequence-context window size.
These results position current genomic foundation models as high-confidence
rule-in tools rather than sensitive screens. For discovery the constraint is
sharper: much of the model’s discrimination tracks splice-site proximity, so it
mostly surfaces candidates that annotation alone would already reach.
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Biological foundation models are increasingly presented as general-purpose systems that could reduce wet-lab experi-
mentation and accelerate discovery [1]. This rests on an assumption: that they learn mechanisms of regulation rather than
interpolating over training data. Standard benchmarks, evaluated on held-out genomic regions, mostly test whether a model
recovers known effects. The claims that matter for discovery are harder—whether it prioritizes candidates annotation would
not already nominate, and whether it explains why a variant is disease-relevant. We test these by applying AlphaGenome [2]
to amyotrophic lateral sclerosis (ALS) without disease-specific training, benchmarking against splicing QTLs measured in
ALS cervical spinal cord [3] with junction-matched controls, and against the known TDP-43-dependent cryptic exon mech-
anism at UNC13A [4,5].

a. Predicted S) vs sQTL effects b. Per-junction AUC distribution c. , [Norm.S)A| precision vs recall
J - 150 104 —— Precision
— Recal
2 ‘ . 125 0.8 051 Base rate
.
11 o 100 06 $ ool
a o . ” = 2 —
B s iy - 5 s o
E < Zoa £
o “ s0 11 £ |Mean ssu A| precision vs recall
D1 e 9 104
. 024 =
Spearman = 0.041 25
-2{ § pearson=0104 0s
L 4 - - 0.0
00 01 o2 Norm. 51 Mean SSUB| Distance Pemuted
Norm. S A Score definition 000 005 010 o015 020 025
o1 threshola
d CE acceptor in ALS-relevant neural CE acceptor in reference tissues e.
1e08 ° 1004 4 UNC13A mutations
1e05 - : 1e05 -7 ~
1le-06 1e-06 - - l
0 - 0ds -
“le0s | T “1e-06 | |
Corsbetum Nor-neural
s 5 1c e e & 5 & 8 15 & & ]
2 CE donor in ALS-relevant neural CE donor in reference tissues | |
le-04 - = 1e-04 4 - R S S
1e-05 . 105 { a~ Healthy (H)
1e06 ] 1e06 1 I Control SN (C: non Contot C: Exon Cont)
° * * 07 = B ovon 8P ()
1e06{ [ . 1006 | en rron SNP (9)
- 177 coobotum onnount Cryptc Bxon SNP (€8)
5 Ic ES  EC ES B IS ES B Eeon®

B s
Mutation Status
Figure 1: AlphaGenome splicing predictions benchmarked against ALS cervical spinal-cord sQTLs. Predicted splice junction
effects show no correspondence with measured sQTL effect sizes (a); per-junction discrimination exceeds both a permutation null and a
distance-only baseline but remains weak (b); high precision is reachable only at near-zero recall (c). At UNCI13A, the cryptic-exon SNP
dominates the predicted signal while the intronic GWAS lead receives a near-zero effect of opposite sign (d,e).

Results. AlphaGenome carries information beyond splice-site annotation, but that information is weak, uncalibrated,
and tissue-nonspecific. Under our within-junction matched design—sQTL positives at ¢ < 0.01 paired 1:5 with LD-pruned
controls drawn from the same junction, a 0.167 base rate—a distance-only baseline falls below chance, confirming that the
design strips out trivial positional cues. Against this, both scores we test, the normalized splice junction change [Norm. SJ A|
and the mean splice-site-usage change [Mean SSU A|, reach a median per-junction AUC of =~ 0.59 against a permutation
null at 0.50 (Fig. la,b). The signal is genuine but only marginal, and it is uncalibrated: predicted magnitude does not
track measured effect size (Spearman p = 0.041, Pearson r = 0.104), so a larger predicted A implies neither a larger nor
an equally-signed regulatory effect. Its precision—recall structure is that of a rule-in filter rather than a screen—precision
rises above the 0.167 base rate only in a narrow high-magnitude tail and collapses as soon as recall becomes non-trivial
(Fig. Ic). At UNC13A the model separates both risk variants from their matched controls, yet essentially all predicted signal
comes from the SNP inside the cryptic exon; the intronic GWAS lead receives an effect two orders of magnitude smaller
and of opposite sign to the measured increase in cryptic-exon inclusion (Fig. 1d,e). The same shifts appear in cerebellum
and non-neural tissue as in ALS-relevant neural context, so the prediction reflects a static sequence property rather than the
disease-relevant regulatory state. In summary, AlphaGenome identifies a subset of variants with high confidence but fails to

recover the majority of true effects, yielding informative predictions at a precision that precludes its use as a sensitive screen.
References. [1] Bommasani ef al. On the opportunities and risks of foundation models. 2021. [2] Avsec er al. AlphaGenome. 2026. [3] NYGC ALS
Consortium. Cervical spinal cord sQTL resource. [4] Ma et al. TDP-43 represses cryptic exon inclusion in UNC13A. Nature, 2022. [5] Brown et al.
TDP-43 loss and ALS-risk SNPs drive mis-splicing of UNC13A. Nature, 2022.
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Recurrent glioblastoma (GBM) develops within a tissue ecosystem altered by
surgery, radiation, temozolomide, injury, hypoxia, and inflammation, yet how
malignant-state evolution relates to spatial microenvironmental remodeling
remains poorly understood. We profiled a GLASS Consortium cohort using
10x Visium HD spatial transcriptomics, including 27 matched primary/recur-
rent GBM pairs and one additional primary tumor. At 16-um resolution, we
integrated copy number based malignancy inference, cell-type deconvolution,
lineage and functional-state scoring, and non-negative matrix factorization to
resolve malignant, non-malignant, and mixed tumor microenvironment com-
partments. Spatial neighborhood enrichment was then used to quantify patient-
level changes in cellular and transcriptional program organization. Rather
than converging on a uniform recurrent phenotype, matched tumors followed
divergent trajectories along a mesenchymal (MES) versus astrocytic/progenitor
(AC/progenitor) remodeling axis. Some recurrences showed coordinated gain
of MES programs and loss of AC/progenitor programs, whereas others showed
the reciprocal trajectory, with additional tumors remaining intermediate or
mixed. These opposing transcriptional trajectories were accompanied by reci-
procal spatial reorganization involving malignant-state neighborhoods and
myeloid, vascular/stromal, and glial programs. Across patients, the magnitude
and direction of malignant-state remodeling tracked the extent and topology
of spatial ecosystem remodeling, revealing strong patient-level changes that
were obscured by cohort-level primary-versus-recurrent comparisons. Spatial
changes prominently involved interactions with activated macrophage/myeloid
and extracellular-matrix-associated programs, while changes in program abun-
dance did not simply equate to increased spatial self-clustering. Together, these
findings support a model in which recurrent GBM follows multiple patient-
specific evolutionary trajectories, with malignant transcriptional adaptation and
spatial ecosystem remodeling occurring as coordinated features of recurrence.
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and myeloid, vascular/stromal, and glial programs. Across patients, the magnitude and
direction of malignant-state remodeling tracked the extent and topology of spatial
ecosystem remodeling, revealing strong patient-level changes that were obscured by
cohort-level primary-versus-recurrent comparisons. Spatial changes prominently involved
interactions with activated macrophage/myeloid and extracellular-matrix-associated
programs, while changes in program abundance did not simply equate to increased spatial
self-clustering. Together, these findings support a model in which recurrent GBM follows
multiple patient-specific evolutionary trajectories, with malignant transcriptional
adaptation and spatial ecosystem remodeling occurring as coordinated features of
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Similarity networks have seen widespread application in biology. A similarity
network is a graph where nodes represent biological entities and edges are
drawn between nodes with similarity scores above a given threshold. Examples
include Blast scores between protein sequences, TM-scores between protein
structures, and neighborhood similarity scores between gene loci. Similarity
networks are useful for grouping the vastness of biological diversity into clusters
(connected components in the graph) that can be individually investigated and
compared to each other. Similarity networks can comprise tens or hundreds
of thousands of nodes, presenting computational challenges for efficient gener-
ation, storage, and visualization. In this work, we suggest storing networks as
maximum spanning trees (MSTs) in sparse matrices, with the optional addition
of k-nearest neighbor edges (KNN). We develop software for generating simi-
larity matrices for a variety of input file types and distance metrics, and for
visualizing and exploring the resulting networks.
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Circular RNAs (circRNAs) remain an underexplored layer of transcriptomic
regulation in psychiatric disorders. We quantified circRNA expression from
1,022 [518 neurotypical, 365 schizophrenia (SCZ) and 139 bipolar disorder
(BIP)] postmortem cortex samples from PsychENCODE consortium cohorts
and integrated these profiles with matched linear RNA and genotype profiles.
We identified 23 SCZ-associated and 3 BIP-associated differentially expressed
circRNAs (FDR<0.05; FDR-circDEG). We trained genetically regulated circRNA
expression (circGReX) models using neurotypicals and applied them to SCZ
and BIP GWAS to perform Transcriptomic Wide association analysis (TWAS)
which identified 22 and 4 circGReX trait associations (circGTAs), respectively.
Pathway enrichment of circDEGs and circGTAs implicated neuronal and synap-
tic processes for both disorders. In UK Biobank, circGReX-imaging associations
were predominantly negatively correlated with SCZ and BIP circGTAs, but
positively correlated with Alzheimer’s disease circGTAs. circKLHL24 isoforms
showed the most prominent imaging associations. Many co-expression modules
containing our FDR-circDEGs were enriched for psychiatric and neurodegen-
erative risk genes, including our identified circGTAs, and these modules were
enriched for cognitive and neurodevelopmental traits. To conclude, circRNAs
represent a distinct regulatory layer in psychiatric disorders, linking genetic
risk to synaptic biology, brain structure and cognition through disease-specific
expression, TWAS prioritization, and imaging associations.
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Designing proteins to recognize user-specified genomic sequences requires
learning the complex relationship between protein sequence, DNA recognition,
and catalytic function. Here, we formulate genome-targeted integrase design as a
conditional sequence-generation problem and use EDEN, a 28-billion-parameter
genomic foundation model trained on 9.7 trillion nucleotide tokens from diverse
metagenomes (BaseData), to generate de novo large serine recombinases (LSRs).
LSRs and their cognate attachment sites mined from BaseData provide naturally
occurring paired protein-DNA sequences from which to learn the evolutionary
constraints linking recombinase sequence to target specificity. We condition
EDEN on only 30 nucleotides representing a desired attB target site and generate
corresponding LSR protein sequences. To test generalization to unseen sequence
specifications, we prompted EDEN with human genomic sequences absent from
the training data, spanning ten disease-associated loci and four potential safe-
harbor sites. EDEN generated multiple experimentally active recombinases for
every tested genomic locus, achieving a 63.2% functional hit rate across diverse
DNA prompts. High-performing generated proteins diverged substantially from
their parental sequences, reaching as low as 52% sequence identity while retain-
ing biochemical activity. Generated LSRs also translated to cellular function:
50% of tested designs were active in human cells, including targeted integration
of CAR constructs in primary human T cells. These results demonstrate that
genomic foundation models can learn conditional relationships between short
DNA sequences and the proteins that recognize them, enabling functional
protein generation directly from user-specified genomic targets.
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Integration site datasets, obtained from blood samples for clone tracking of indi-
viduals treated with lentiviral gene therapy, offer important insights into human
hematopoiesis. In particular, the long follow-up period of gene therapy patients
allows the study of long-term effects on hematopoietic reconstitution for various
genetic diseases. Clinical applications include the discovery of novel drivers of
hematopoietic differentiation, whose effects may be enhanced by interactions
with an integrated transgene. Identifying such drivers may contribute to the
development of more specific therapies targeting disease-relevant hematopoietic
subtypes.

We are developing algorithms to detect and test genomic windows with a rate
of lentiviral integration, clone survival, or clone fitness higher than the baseline,
or with large differences in rates across two or more groups (cell types, clinical
trials). The first phase (window detection) is based on fused lasso estimation,
which is extended to generalized linear models (with the response function
depending on the rate type) and includes covariates to account for dataset
heterogeneity (patient- or cell-type-specific effects). For multi-group analyses,
the fused lasso graph penalty is extended to sparse graphs of integration sites.

The second phase consists of formally testing the set of windows selected in the
first phase, in order to identify those with a statistically significant effect and
provide a biological interpretation of the results. The test statistics we are devel-
oping are permutation-based, to account for misspecification of the generative
model (regression-based approximations of hematopoiesis). We are currently
analyzing all published integration site datasets from gene therapy clinical trials.
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A systemic exploration of the protein-protein and protein-ligand interactions
involves a series of tedious and customized code until any actionable insights are
generated, some of which are quality control, normalization, statistical inference
and visualization, often requiring extreme caution at each of those steps from
naming conventions to formatting them. Especially in studies involving Deep
Mutational Screening (DMS), which involves studying large numbers of Next
Gen Sequencing (NGS) samples simultaneously, it becomes even more complex.
We introduce an end-to-end computational platform MUTARA that integrates
the complete DMS analysis and streamlines the design-test-iterate cycles. The
platform provides: (1) interactive data exploration and replicate-level QC; (2)
preprocessing and batch normalization; (3) per-substitution statistical analysis
(GLM-based enrichment estimation with handling of sparse counts); (4) compar-
ative testing across experimental conditions; and (5) interactive visualization
of mutation landscapes and functional consequences. The platform synergizes
JavaScript’s interactivity, Python’s large-scale data handling, and R’s statistical
inference. The platform has a Dual-mode architecture, an interactive web inter-
face for exploratory analysis and filtering, and a command-line interface for
high-throughput batch processing and pipeline integration, supporting seamless
downstream structural or functional validation. Its applications range from
directed protein evolution, particularly for antibody epitope mapping, non-
genotoxic conditioning strategies, and base editor engineering. The modular
architecture supports custom statistical models and integration with structural
prediction tools (Boltz-2, AlphaFold). MUTARA addresses a critical computa-
tional bottleneck in functional genomics and protein engineering by providing
an accessible, reproducible pipeline for DMS data analysis. Open deployment
and validation across multiple protein systems will facilitate broader adoption.
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Microorganisms are shaped by both metabolic capabilities and ecological
dynamics that emerge as organisms compete for, transform, and exchange
resources. Most computational models capture only one scale, which is often in-
adequate to capture the full mechanisms of community dynamics. For instance,
Consumer-Resource Models (CRMs) [1,2] describe ecological dynamics but
lack biochemical resolution, whereas Genome-Scale Metabolic Models (GSMMs)
[3-5] provide metabolic detail but often rely on static Flux Balance Analysis
(FBA), limiting their use in fluctuating environments. Here, we introduce a
hybrid genome-scale consumer-resource framework, CRM-FBA, that combines
genome-scale metabolism with dynamic adaptive ecology. We first augment the
microbial Consumer-Resource Model (MiCRM) from Marsland et al. [2] with
adaptive uptake strategies from Pacciani-Mori et al. [1], to form an adaptive
MiCRM. Because adaptive MiCRM lacks stoichiometric and genome-scale meta-
bolic detail, we next coupled it to GSMMs through real-time FBA feedback. CRM-
FBA reproduced diauxic shifts and predicted secretion and reconsumption of
metabolic byproducts. We further scaled the CRM-FBA framework to microbial
communities. In a 12-species synthetic gut consortium, we implemented a CRM-
FBA community model in which genome-scale metabolism determined yields
and cross-feeding stoichiometry while species-specific uptake kinetics were fit
from data. We successfully predicted held-out leave-one-out community com-
position better than phenomenological CRM and a global-kinetics community
GSMM model alone. We then validated this with a 10-species Db-MM consor-
tium with measured community metabolites. We show that our framework
successfully enabled us to predict microbial composition and function from this
community. Together, CRM-FBA occupies the intersection that neither baseline
CRM nor FBA reaches.
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Inferring active regulators from perturbation readouts is a central problem in
systems biology. Network propagation methods such as MOON (Meta-fOOtprint
aNalysis) propagate activity signals through a directed prior knowledge network
(PKN) to score candidate upstream regulators, but performance is constrained
by network coverage and quality. Most PKNs aggregate manually curated data-
bases, which are high confidence but incomplete. We benchmarked PKN expan-
sion using INDRA (Integrated Network and Dynamical Reasoning Assembler),
an automated system that extracts mechanistically resolved molecular interac-
tion statements from biomedical literature with associated confidence scores.
Candidate edges were ranked by confidence and evaluated at thresholds span-
ning the top 0.1% to 10% of INDRA’s 11 million edges. We evaluated perturbation
inference across four independent benchmarks: CytoSig and CellSig (cytokine
and growth factor stimulation), the NicheNet ligand treatment validation com-
pendium (51 ligands, 101 experiments), and CREED (single drug perturbation
profiles with drug target ground truth). Integrating the top 0.3-0.4% highest
confidence INDRA edges consistently improved performance across all datasets.
AUCs increased from 0.554 to 0.707 (+27.7%) on CytoSig, 0.609 to 0.715 (+17.4%)
on CellSig, 0.573 to 0.737 (+28.6%) on NicheNet, and 0.502 to 0.55 (+9.5%) on
CREED. Performance declined monotonically beyond 0.5%, as lower confidence
edges introduced contradictory signals. A belief score ablation confirmed that
randomly selected edges of equivalent size yielded no consistent gain, demon-
strating that confidence ranked selection drives the improvement. These results
show that selective integration of high confidence literature derived knowledge
enhances network based perturbation inference across diverse contexts, and that
edge confidence matters more than coverage.
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Predicting interactions between proteins is crucial to understanding the causes
of disease and developing targeted therapeutic interventions. While highly
accurate models such as AlphaFold exist for protein structure prediction, current
structure-based approaches to protein interaction prediction rely on post-hoc
analyses of these structural models or on small-scale models designed for
proteome-wide predictions that lack pre-training advantages. To fill this gap,
we fine-tuned the trunk of Boltz-1, an open-source reproduction of AF3, with
a training data set of interacting and non-interacting domain pairs constructed
to prevent the model from exploiting class-specific domain identities or paired
MSA depth as shortcuts for interaction prediction.

We benchmarked our method B1-PPI with Boltz-1, Boltz-2, RF2-PPI, and three
protein language model-based predictors. On a standard data set of human PPIs,
all methods performed similarly, but restricting to subsets of proteins revealed
heterogeneity: for example, RF2-PPI underperformed on longer proteins and
PLM-interact underperformed on cell surface proteins. To compare methods on
the more challenging task of distinguishing positive and negative pairs with high
sequence similarity, we constructed a new benchmark and found that B1-PPI and
RF2-PPI outperformed other methods. Consistent with this result, B1-PPI was
a top-performing method for distinguishing among interacting and non-inter-
acting paralogs in datasets of histidine kinase-response regulator interactions
and MALG/MALK interactions. In addition, we found B1-PPI to be the top
predictor of success in binder design, although differences among methods were
non-significant. Our results demonstrate the power of modern structure-based
modeling for protein interaction prediction.
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In Baker’s yeast, there exists a comprehensive collection of pairwise epistasis
experiments that, for nearly every pair of non-essential genes, measure the
growth of the double-knockout strain as compared to its component single
knockouts. This data can be represented as a weighted signed graph termed the
genetic interaction network, and we introduce a new ILP-based method named
GIDEON to search for a diverse collection of Between-Pathway Models (BPMs)
in this network, where BPMs are a graph motif signature that indicates potential
compensatory pathways in the genetic interaction network.

With both an improved distribution-informed edge weighting scheme and an
improved ILP method, GIDEON produces BPM collections that are substantially
larger and with better functional enrichment compared to previous methods. We
find some interesting new BPM gene sets including one with potential insights
into antifungal drug targets through ties between ergosterol and aromatic amino
acid biosynthesis.
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Single-cell RNA sequencing (scRNA-seq) pipelines typically rely on fixed scripts
and predefined parameters, while real datasets often require analyst judgment.
This work presents an open-source agentic workflow in which a large language
model (Claude, via the Anthropic API) drives scRNA-seq analysis through pre-
defined tool functions. Tools return structured summaries to the model, which
selects subsequent analysis steps and parameters, while code-level guardrails
enforce workflow constraints and all decisions are recorded in a JSONL audit
trail.

On PBMC datasets, the model made data-dependent analysis choices rather
than following a fixed script. For a single-batch PBMC3k dataset, it selected
PCA for dimensionality reduction. For a two-batch dataset, it detected batch
structure and selected scVI for batch correction, and relaxed the mitochondrial
QC threshold after determining that the standard cutoff would remove most
cells. Doublet thresholds were selected from the observed score distribution. The
model also identified a small cluster dominated by mitochondrial rather than
canonical lineage markers, flagging it as likely stressed or degraded despite
CellTypist annotating it as T cells.

The workflow produced biologically plausible cell-type annotations supported
by canonical markers. This demonstrates a lightweight framework for adaptive
first-pass scRNA-seq analysis in which analyst-like decisions are constrained,
reproducible, and auditable.

Code and decision logs are available under the MIT license at github.com/
lucrafrancis/agentic-scrna-workflow.
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Generative models for protein backbones typically commit to one geometric
representation: rigid SE(3) frames per residue via globally consistent poses or
internal torsion angles reconstructed via NeRF. The former provides globally
well-posed structure but lacks explicit chemical bond constraints, while the
latter yields chemically valid bonds by construction but suffers from recursive
error propagation.

We quantify this tradeoff directly on a sub-quadratic, O(L-K)-attention SE(3)
Riemannian flow-matching backbone generator. FATCAT’s hinge-tolerant struc-
tural alignment shows that torsion-generated chains need on average 1.91 rigid-
body ‘twists’ to align well against 0.61 for frame-generated chains. A controlled
noise-injection sweep shows dihedral error compounds superlinearly along the
chain (growth exponent 1.0 — 1.3) while bond-length error does not (=0.65 -
0.7) — a mechanistic account of why each representation fails the way it does.

We then tested five mechanisms for combining strengths of the two represen-
tations. Two of five toy-scale positives (a model-capacity increase; an anchor-
constrained hinge-inpainting scheme) vanished completely at larger scales. This
underscores that the inherent ease with which torsion-based models encode
secondary structure at small scales often fails to translate to larger, data-rich
architectures. The strongest surviving mechanism, a differentiable Lie-Trotter
operator-splitting scheme that alternates one frame-space and one torsion-
space integration step and is fine-tuned end-to-end via short bridge-supervised
windows, is the first to outperform both single-representation baselines outright
(TM-score 0.41 vs. 0.34/0.34) with no exposed tradeoff. Production-scale verifi-
cation of this result is in progress.
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Background: Short-read and long-read tandem repeat (TR) genotyping tools
are now routinely used to detect pathogenic expansions at many of the ~70
known disease-associated TR loci. However, there is not yet consensus on how
to effectively use these tools to detect pathogenic expansions at novel TR loci
genome-wide.

Material and Methods: We present a TR analysis pipeline that we have developed
and applied to discover two novel candidate TR loci. This pipeline starts with the
latest version of the genome-wide TR catalog described in [Weisburd, Dolzhenko
etal. 2025, PMID:41279208] and runs TRGT as well as TRGT-LPS on this catalog
for long-read datasets, while using a modified version of ExpansionHunter along
with ExpansionHunter Denovo for short-read datasets. It then annotates the
TR genotypes using population data and other publicly-available information
provided by our trexplorer.broadinstitute.org portal. Finally, it loads the data into
a novel analysis tool with a graphical user interface that enables users to filter
and prioritize the annotated TR calls.

Results: The two candidates identified to date include a CAG repeat in the coding
region of the EP400 gene identified in two unrelated families with cerebellar
ataxia. The second candidate is a TGC repeat in the intron of the CNTN4 gene
where expansions may explain a development delay and autism phenotype in a
single family.

Conclusion: We anticipate that these publicly available tools and pipeline will
enable discovery of additional novel TR candidate loci in cohorts ranging in size
from a single genome to over 100,000 samples.
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Pancreatic $-cell dysfunction is central to both type 1 (T1D) and type 2 diabetes
(T2D), yet the regulatory programs underlying -cell identity and failure remain
incompletely characterized. The scarcity of primary human pancreatic tissue
has further limited our ability to define P-cell and other endocrine cell states.
Despite numerous efforts to profile chromatin accessibility in human islets, these
datasets remain fragmented across studies and biological contexts, limiting a
systematic view of the pancreatic regulatory landscape.

To address this gap, we systematically collected and uniformly processed over
20 publicly available bulk and single-cell chromatin accessibility datasets com-
prising more than 250 human donors. Using a standardized framework based on
ENCODE protocols, we constructed a unified map of candidate cis-regulatory
elements (cCREs) across pancreatic endocrine (f, o, and 8) and exocrine cell
types. This resource spans healthy, prediabetic, T1D, and T2D states, as well as
ex vivo perturbation models that mimic disease-relevant conditions, including
inflammation and endoplasmic reticulum stress.

We expanded the pancreatic regulatory landscape at cell-type resolution, iden-
tifying thousands of cCREs selectively accessible in f cells across diabetic and
stress conditions. Importantly, we recovered additional cCREs absent from the
existing ENCODE registry, many selectively active in endocrine and disease-
associated states, suggesting that these rare contexts remain underrepresented
in existing references. Applying sequence-based deep learning models of chro-
matin accessibility, we further nominated regulatory sequence features and
candidate transcription factors that distinguish p cells in disease-relevant states.
Together, this resource provides a more complete picture of -cell regulation in
the context of diabetes.
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A140 - POLARIS: concordance-aware joint analysis of cells and
features in single-cell multiomic data
Presenter: Ziqi Fu — Harvard University, Department of Biostatistics

Authors: Ziqi Fu, Xihong Lin, Rong Ma
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Single-cell multiomic assays jointly profile gene expression and chromatin ac-
cessibility in the same cell, enabling direct study of cross-layer coordination. Yet
how strongly these layers agree varies across cells, and most integration meth-
ods prioritize shared structure, integrating this partial decoupling away even
though it may carry biological signal. Here we present POLARIS, a concordance-
aware spectral framework that quantifies cross-modality agreement and carries
it into downstream analysis. From one paired low-rank cell representation,
POLARIS computes per-cell concordance, a joint cell embedding, and an induced
cross-modal feature embedding. In the cell embedding, separations strong in
either modality are retained rather than averaged away, sharpening cell-type and
state resolution. The feature embedding scores regulatory element-gene (RE-
G) candidates without repeated pairwise model fitting, each with a closed-form
jackknife standard error. Across immune, neural and developmental datasets,
concordance is reproducible and cell-resolved, and cells with low concordance
are enriched for modality-specific structure. The RE-G map includes distal links
supported by Hi-C contacts and fine-mapped eQTL. Because it is linear and low-
rank, POLARIS is computationally efficient, and extends directly to other paired
assays such as CITE-seq, linking surface proteins to genes. POLARIS is available
as open-source software for unified cell- and feature-level analysis of paired data.
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A146 - Comparative Analysis of ZRS-SHH Genomic Architecture
Across Vertebrates

Presenter: Ziyan Rao — Department of Genomics and Computational Biology,
UMass Chan Medical School

Authors: Ziyan Rao, Zhiping Weng
Session: Day 2 - Fri Oct 2, 2026 - 2:15-4:15 PM

Distal enhancers can regulate developmental genes over large genomic
distances, but the extent to which enhancer-gene genomic architecture is
conserved during vertebrate evolution remains unclear. The Zone of Polarizing
Activity Regulatory Sequence (ZRS) is a well-characterized limb enhancer that
regulates Sonic Hedgehog (SHH) expression, providing a model for investigating
the evolution of long-range gene regulation. Here, we developed a comparative-
genomics framework to map the human ZRS enhancer and the SHH promoter
across Vertebrate Genomes Project (VGP) assemblies and quantify their genomic
distance across species. We evaluated 577 VGP species and classified cross-
species mappings according to whether homologous regions mapped to a single
chromosome, multiple alignment blocks, or multiple chromosomes/scaffolds.
We retained species in which both ZRS and the SHH promoter mapped to the
same chromosome for downstream distance analysis. Among these species, we
observed substantial variation in ZRS-SHH genomic distance across vertebrate
lineages, with distinct distance distributions among mammals, birds, reptiles,
and amphibians. We further examine the relationship of the ZRS-SHH distance
and evolutionary divergence from humans and assess the distance relative to
chromosome-scale genomic organization. This analysis provides a comparative
framework for distinguishing conserved from divergent aspects of long-range
enhancer—gene genomic architecture. By integrating cross-species sequence
mapping with evolutionary and genomic-context information, we aim to deter-
mine whether the long-range genomic relationship between ZRS and SHH is
evolutionarily constrained and to identify patterns of regulatory architecture
associated with the conservation of long-range gene regulation.
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A147 - Interactional experimental design for the efficient demon-
stration of the Plasmodium inhibitory property of an endosym-
biont Ex alone or in association in Anopheles mosquitoes within
a context of endosymbiotic diversity for the success of biological
control

Presenter: Richard Bationo — Institute of Health Science Research

Authors: Richard Bationo
Session: Day 2 - Fri Oct 2, 2026 - 2:15-4:15 PM

The fight against malaria has led to the development of several control strategies,
among which biological control currently holds great promise. However, the
remarkable performances of certain endosymbionts, particularly their Plasmod-
ium-inhibitory properties and their ability to restore mosquito susceptibility to
insecticides remain subject to debate due to the lack of a suitable experimental
design specifically tailored to this type of study. Such investigations, given their
high level of complexity, require approaches consistent with computational
biology, which is often not considered in laboratory evaluations or in natural
transmission studies. Indeed, by integrating factors such as the diversity of the
mosquito microbiota, its various immune expressions, and its insecticide resis-
tance genes, it becomes necessary to adopt a scientific methodology that em-
braces the interactional concept proposed by this new experimental approach,
modeled on the Direct Membrane Feeding Assay (DMFA) system. The scientific
relevance of the proposed interactional design, in relation to the predefined set
of hypotheses, would enable the elucidation of several observed mechanisms and
the identification of the specific role of each endosymbiont (whether in associ-
ation or not) previously characterized as candidate symbionts. Another key
outcome would be the establishment of an endosymbiotic database, supporting
more informed choices by different scientific teams according to their specific
objectives, thereby contributing to the overall success of biological malaria
control programs. Keywords: Malaria, computational biology, inhibitory prop-
erty, endosymbiont, genes, resistance, interaction, biological control, causality,
correlation
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Cognitive and Physical Phenotypes: Implications for Precision
Nutrition
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Authors: Daniel DiCorpo, Zeyuan Song, Harold Bae, Stacy Andersen, Michael
Lustgarten, Andres Ardisson Korat, Thomas Perls, Paola Sebastiani

Session: Day 2 - Fri Oct 2, 2026 - 2:15-4:15 PM

BACKGROUND: Plasma tryptophan is associated with cognitive test scores
(semantic fluency, Digit Symbol Substitution Test, Digit Span Forward) and
physical function (gait speed, grip strength) in the Long Life Family Study
(LLES). Cognitive and physical performance are only partly genetically inher-
ited, suggesting that gene-dietary interactions influence these outcomes. While
enzymes in tryptophan metabolism have been extensively studied, tryptophan
transporters, critical regulators of substrate availability, remain understudied.

METHODS: We analyzed data from 4682 LLFS participants with cognitive and
physical function, genetic, transcriptomic, metabolomic, and food frequency
questionnaire data. We identified tryptophan metabolism pathway components
(enzymes from KEGG; transporters validated against peer-reviewed literature)
and constructed hierarchical predictive models reflecting known relationships
between pathway components. Due to limited samples with complete multi-
omics data, we applied forward-backward stepwise selection minimizing
Bayesian Information Criteria, requiring final model variables to meet Benjamini
Hochberg adjusted significance. Non-significant predictor terms were retained
if their interaction term was significant. Models predicted three cognitive test
scores and two physical function phenotypes adjusted for age, sex, and educa-
tion.

RESULTS: SNP-diet and transcript-diet interaction terms were consistently
selected as predictors of tryptophan metabolism components, including inter-
actions between SLC3A2 SNP rs2507820 and several measures of amino acid
distribution, and conditional amino acid distribution and both SLC3A2 and
SLC7AS5 transcript expression. These interactions emerged as predictive features
in complex multi-omics models.

CONCLUSION: These findings highlight the importance of considering amino
acid transporter regulation and dietary composition when modeling the effects
of metabolism on phenotypes, and support further investigation into trans-
porter-diet interactions in precision nutrition.
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A154 - A Bayesian approach to dose-response modeling in sparse

data regimes
Presenter: Sameer Rawat — Northeastern University
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Dose-response curves are usually generated from assays to understand key
biological mechanistic relationships. Typically, measurements and replicates are
collected at a dense series of doses to derive biological parameters of interest.
However, when designing large-scale experiments over multi-protein, multi-
ligand assay panels, it becomes prohibitively expensive to gather data at many
different doses. As a motivating example, we examine the readouts from a
large-scale experiment testing all combinations of 192 chemically diverse kinase
inhibitors against 468 kinases, which measures response only at a limited set of
doses (between 2 and 4 for each inhibitor-kinase pair).

The sparsity and spread of concentrations pose strong challenges for standard
dose-response fitting algorithms which assume dense coverage of the relevant
dose range. To overcome this, we propose a Bayesian framework over a 2-para-
meter Hill-curve model, representing broad and physically realistic parameter
priors and heteroscedastic noise coupled to a chosen numerical sampler or
maximum a posteriori probability estimator to reconstruct model parameters.

We compared the proposed framework against 13 existing dose-response log-
logistic and sigmoidal style models (from R packages dr4pl, drc, drda, and nplr)
spanning 2 to 5 parameters. Results show the Bayesian model remains robust
under degenerate and noisy measurements where other methods often fail to
converge in these settings. Further, when validating Kd’s inferred from dose-
response curves against experimental assay data from the ChEMBL database, the
Bayesian model outperforms existing approaches both in number of inhibitor-
kinase combinations for which it predicts a Kd and mean squared error of
predicted Kd’s against the experimental reference.
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A165 - MiLaSol: Modeling Protein Solubility by Mixing Up Mul-

tiple Protein Language Models
Presenter: Weiwei Lou — Tufts University

Authors: Weiwei Lou
Session: Day 2 - Fri Oct 2, 2026 - 2:15-4:15 PM

Motivation: Protein solubility is a critical property that significantly impacts
therapeutic efficacy and protein reengineering applications. Recent advances in
machine learning and deep learning techniques provide unprecedented oppor-
tunities to de- velop predictive models for solubility, enabling more efficient
protein design and optimization. This work is motivated by the potential of
leveraging deep learning to address the solubility prediction challenge and to
accelerate protein engineering workflows. Results: Leveraging and combining
multiple protein language model representations, our MiLaSol model attains 81%
ac- curacy, outperforming prior methods, with the highest Matthews Correlation
Coefficient (MCC) score of 0.63 demonstrating balanced performance across
both soluble and insoluble proteins. Through simulated annealing optimization
coupled with the Raygun model, we also present a computational method
to reengineer insoluble protein variants into soluble forms, with predictions
confirmed by multiple independent solubility prediction methods. Our results
demonstrate the effectiveness of combining machine learning-based solubility
prediction with generative optimization for protein engineering.
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A171-Bridging Time-to-Event and Generative Deep Learning for
Longitudinal Cardiovascular Digital Twins

Presenter: Siying (Avon) Yang — Department of Epidemiology & Biostatistics ,
Harvard T.H. Chan School of Public Health

Authors: Siying (Avon) Yang
Session: Day 2 - Fri Oct 2, 2026 - 2:15-4:15 PM

Longitudinal digital twins should both predict when disease occurs and simulate
how health evolves, yet these objectives are usually studied separately. We
develop a deep learning framework for cardiovascular digital twins using the
Health Professionals Follow-up Study (HPFS), with repeated questionnaires
from 1986 onward.

We represent each questionnaire wave as a structured health state containing
demographics, anthropometrics, smoking, physical activity, diet, and blood-
pressure measures. Among 51,387 participants, we constructed 547,699 predic-
tion origins and supported cohorts of 531,277, 506,863, and 434,822 origins for
2-, 5-, and 10-year cardiovascular disease (CVD) prediction. Participant-level
splitting, training-only preprocessing, time-support restrictions, and explicit
competing-risk labels prevent temporal and cross-participant leakage.

On this common benchmark, we compare three Transformer-based strategies:
(1) a MOTOR-style time-to-event model that learns task-conditioned survival
representations across multiple endpoints; (2) a Delphi-style autoregressive
model that predicts subsequent health states and event timing, enabling stochas-
tic rollouts of future trajectories; and (3) a joint model optimized for both time-
to-event and next-state prediction. The joint objective tests whether simulation-
aware representation learning improves risk prediction and whether survival
supervision improves the clinical validity of generated futures.

Models will be evaluated at 2-, 5-, and 10-year horizons using time-dependent
discrimination, calibration, and Brier scores. For the generative model, CVD risk
will be estimated from Monte Carlo trajectory rollouts and compared with direct
survival estimates. This framework tests whether deep generative models can
produce calibrated epidemiologic risks, rather than merely plausible trajectories,
and establishes a foundation for longitudinal population-health digital twins.
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A188 - Expression of Cardiac Vagal Sensory Neuron Markers in
Human Dilated Cardiomyopathy: A Reanalysis of Public scRNA-

seq/snRNA-seq Data
Presenter: Tetsuo Momiy Nakama — Universidad de Ingenieria y Tecnologia

Authors: Tetsuo Gabriel Alonso Momiy Nakama, Evely Blas Rodriguez, Fiorella
Falcon Paredes
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Vagal sensory neurons (VSNs) innervating the heart play a central role in the
heart-brain axis, displaying complex molecular signatures tied to where their
nerve endings land. Previous mouse studies pinpointed Piezo2, Drd2, and Agtrla
as key markers for these neural connections. To test whether these candidate
genes alter during pathology, a re-analysis of a public human cardiac transcrip-
tomic atlas (scRNA-seq/snRNA-seq) from 27 healthy donors and 18 patients
with dilated cardiomyopathy (DCM) was performed. While Drd2 could not be
analyzed due to ID matching issues across files, Agtrla was heavily expressed in
pericytes and fibroblasts, dropping significantly in DCM hearts (p,q; < 0.001).
Piezo2 showed low, scattered expression across most cell types, but revealed
a focal neuronal signal exclusive to DCM, including a small cell population.
These results suggest potential remodeling in the perivascular space linked to
vagal-cardiac signaling during heart disease, providing preliminary, hypothesis-
generating evidence on the role of cardiac VSN markers in DCM.
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A190 - An ILP Framework for Repertoire-Scale Antibody Lineage

Tracking
Presenter: Faith Abiria Ocitti — Tufts University

Authors: Faith Abiria Ocitti, William White, Lenore Cowen Tufts
Session: Day 2 - Fri Oct 2, 2026 - 2:15-4:15 PM

Tracking how antibody clonal families evolve across immunisation timepoints is
central to understanding affinity maturation, yet existing tools cluster sequences
within a single timepoint and offer little support for matching families across
timepoints at repertoire scale. We present a method for cross-timepoint lineage
tracking that treats lineage reconstruction as a global optimisation over candi-
date progenitor-descendant pairs and solves it with an integer linear program.
We analyse nanobody sequences from a five-timepoint phage display panning
experiment against SARS-CoV-2 and hACE2. Our framework works first by
clustering the data into clonal families to reduce the assignment problem
from millions of individual sequences to tens of thousands of families using
NanoMap, our nanobody clonal clustering framework. The ILP then minimises
total dissimilarity across all assignments subject to constraints on clonal expan-
sion, with explicit penalties for families that acquire no progenitor or spawn
no descendants, yielding a globally optimal assignment rather than a greedy
one. We evaluate assignments by panning target concordance, CDR k-mer
Jaccard similarity, and the Adjusted Rand Index. We further use a parameter
sweep characterises the trade-off between assignment coverage and precision.
This approach offers a tractable route to repertoire-scale lineage reconstruction
where phylogenetic methods are computationally infeasible, and yields paired
progenitor-descendant assignments suitable as training data for repertoire evo-
lution.
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A197-Timing the onset of homologous recombination deficiency
before breast cancer diagnosis

Presenter: Michail Andreopoulos — Department of Biomedical Informatics,
Harvard Medical School

Authors: Michail Andreopoulos, Muchun Niu, Yang Zhang, Vinayak V.
Viswanadham, Doga C. Gulhan, Hu Jin, Felipe Batalini, Gerburg Wulf, Cheng-
hang Zong, Peter J. Park, Dominik Glodzik
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Mutations in BRCA1 and BRCA2 genes, whether inherited or somatically
acquired, cause homologous recombination deficiency (HRD) in tumor cells.
The timing of HRD onset in the emerging tumor lineage is unknown. Here, we
present HRDTimer, an algorithm to infer the onset of HRD-driven mutagenesis
prior to cancer diagnosis. We estimate that HRD arises at 34% of SBS1-based
molecular time — corresponding to a median of 8.3 years (IQR 7.1-10.4) prior to
diagnosis in triple-negative breast cancers, and 15.0 years (IQR 12.0-20.6) in ER-
positive breast cancers. Bulk sequencing reveals accelerated SBS1 accumulation
following neoplastic transformation compared to normal tissue, influencing the
estimated age of HRD onset. Single-cell duplex sequencing confirms SBS1 accel-
eration in tumors and further shows that non-tumor cells largely lack the HRD
signature, indicating that HRD is rare in pre-malignant cells, even in BRCA1/2
mutation carriers. Together, our analysis pinpoints the onset of HRD before
diagnosis, defining a window for detection and potential interception.
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A198 - OMNIA: Structural Graph Autoencoder Mapping of Mi-
croplastic-Induced Respiratory Gene Regulation
Presenter: Sahen Tapar — Lone Star College

Authors: Sahen Tapar
Session: Day 2 - Fri Oct 2, 2026 - 2:15-4:15 PM

Micro- and nanoplastics (MNP) are a rapidly escalating global exposure burden,
with airborne concentrations reaching tens of thousands of particles per day and
polymer fragments detected in over 80% of examined human lung specimens.
No structural, cross-cell-type regulatory map exists for how MNP rewire respi-
ratory biology, and standard differential expression and WGCNA pipelines fail
to recover reproducible signal across heterogeneous datasets.

We present the OMNIA Microplastic Regulatory Network, a reproducibility-
first pipeline integrating three independent human respiratory transcriptomics
datasets (nasal epithelium, bronchial epithelium, pulmonary fibroblasts; 63 sam-
ples) into a unified 9,829-gene, 408,913-edge co-expression graph. A two-layer
Graph Convolutional Network autoencoder (GCN-GAE) trained on PCA-derived
node features achieves high-fidelity structural encoding (Test AUC = 0.9766; AP
= 0.9684; F1 = 0.9336), outperforming feature-only baselines (>0.03 AUC gain)
and ablation controls while maintaining strict adjacency-leakage isolation.

PGExplainer across 2,000 nodes extracts a 25,000-edge Core Regulatory Back-
bone, yielding six global-hub Leiden modules (n > 100 genes, q <= 0.05)
after pathway enrichment (GO, KEGG, REACTOME): ciliary IFT-B disruption
(q=1.2e-11; q=1.1e-10), metabolic-stress/autophagy (q=0.036), RNA/translational
overload (q=1.9e-15), genomic instability (q=0.0036), G1/S checkpoint (q=1.7e-5),
and MET-FAK remodeling (q=0.021). Hub and driver genes across modules
were consolidated into a 55-gene OMNIA signature, enabling LINCS L1000FWD
drug-reversal analysis; naproxen and zileuton show reversal similarity <= —0.20
(Bonferroni q < 0.05), nominating them as candidate compounds for experimen-
tal validation.

OMNIA demonstrates how graph autoencoding and GNN explainability resolve
reproducible cross-dataset regulatory structure, providing a scalable, generaliz-
able framework for environmental toxicogenomics research.
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A199 - Leveraging Mutational Coldspots to Build an Atlas of
Variant Effects
Presenter: Mariam Benazouz — University of Washington
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Approximately 90% of missense variants in ClinVar remain classified as Variants
of Uncertain Significance (VUS), limiting their clinical utility for diagnosis and
risk assessment. Although most VUS are predicted to be benign, the current
clinical variant classification framework provides limited opportunities to accu-
mulate sufficient benign evidence for reclassification. While mutational hotspots
are well-characterized, mutational coldspots—regions enriched for benign mis-
sense variation—remain underutilized across disease-associated genes. Here, we
present a multivariate Hidden Markov Model (mvHMM) trained on the estab-
lished BRCAL1 exon 11 coldspot to identify similar mutationally tolerant regions
across genes by integrating four unsupervised predictive and evolutionary
tracks: AlphaMissense, ESM1b, EVE, and phyloP. Applied across 2,748 disease-
associated genes with at least one pathogenic missense variant in ClinVar, the
mvHMM identified 2,729 coldspots across 1,336 genes, capturing 17% of ClinVar
VUS. In ClinVar, coldspots contained 26% of benign variants but only 0.58% of
pathogenic variants, corresponding to an odds ratio (OR) of 60.3. Independent
validation using experimentally derived functional data showed that 43% of
functionally normal variants fell within predicted coldspots, compared with 1.4%
of functionally abnormal variants (OR = 50.08). Coldspot membership yielded
a negative likelihood ratio (LR-) of 0.022, corresponding to very strong benign
evidence under the Bayesian adaptation of the current clinical variant classifica-
tion framework. Incorporating coldspot membership as strong benign evidence
reduced VUS by 95% among ClinGen-curated variants and could provide addi-
tional evidence for reclassification of 85,929 VUS across these disease-associated
genes.

October 1-2, 2026 - Cambridge, MA 207 of 218



Poster Presentations - Abstracts - Day 2 - Fri Oct 2, 2026 NECB 2026

A200 - A top-down/bottom-up pipeline for the automatic con-
struction of mechanistic mathematical models: reconstructing
the regulatory network of tamoxifen resistance in breast cancer
Presenter: Vikas Pandey — The University of Osaka

Authors: Vikas Pandey, Shigeyuki Magi, Mariko Okada, Elisa Dominguez-
Hiittinger
Session: Day 2 - Fri Oct 2, 2026 - 2:15-4:15 PM

Tamoxifen resistance develops in approximately 30% of breast cancer patients,
limiting the long-term efficacy of endocrine therapy; however, the regulatory
logic that drives the transition from a drug-sensitive to a resistant state remains
poorly resolved. Herein, we present an automated top-down/bottom-up pipeline
that reconstructs a mechanistic, interpretable model of resistance directly from
longitudinal transcriptomic data. The top-down stage performs dimensionality
reduction, from~20,000 genes down to a core regulatory module of ~20 genes that
carries the dynamics of the phenotypic switch. The bottom-up stage then assem-
bles these components into an ordinary-differential-equation network whose
edges correspond to explicit biochemical pathways, yielding a compact model
in which network topology, kinetic parameters, and phenotype are mechanisti-
cally linked. We apply the pipeline to MCF?7 cell line over a 12-week course of
resistance development, and recover the core network underlying the sensitive-
to-resistant transition. To validate the reconstructed model, we use proliferation
measurements as a proxy for a drug-holiday (‘holiday’) experiment and compare
model predictions against data withheld from calibration, confirming that the
inferred network generalizes beyond its training conditions. The resulting
framework reveals how kinetic changes and biochemical conditions partition
cells among sensitive, pre-resistant, and resistant states, and enables in silico
exploration of induction-maintenance tamoxifen dosing schedules as candidate
optimal interventions. The same pipeline has previously reconstructed mecha-
nistic models of osteoarthritis progression and of the cellular response to vitamin
D, indicating this pipeline is generalizable strategy for turning high-dimensional
omics data into predictive, mechanistically grounded models of disease.
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A202 - LOCALE: Local-Alignment Embeddings for Noise-Robust
DNA Search at SRA Scale
Presenter: Ryan Synk — University of Maryland
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Searching petabase-scale repositories of raw sequencing data such as the NIH
Sequence Read Archive (SRA) could transform biological discovery, but existing
methods either do not scale well or rely on exact k-mer matching that is brittle to
sequencing errors and biological divergence. We recast sequence search as dense
retrieval: we learn vector embeddings whose inner-product similarity ranks
locally aligned sequences above unaligned ones. Our key observation is that
effective retrieval does not require accurate regression of global edit distance—
it only requires that sequences with better local alignments score higher than
sequences with worse ones. We train a DNABERT-2 encoder with an InfoNCE
objective on biologically informed augmentations: overlapping crops of parent
sequences corrupted with substitutions, insertions, and deletions. On a 50-
accession SRA benchmark, LOCALE maintains 62.4% average Recall@Rq at a
10% mutation rate, while every baseline we evaluated falls below 60% Recall@Rq
in the noisy-query setting. The advantage holds at scale: on a 500-accession, 15-
Gbp benchmark, LOCALE achieves AUPRC 0.508 at 10% mutation versus 0.129
for MetaGraph.
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A205 - SIGMA: interface-aware spectral graph learning for meta-
bolic transitions across pathological tissue boundaries
Presenter: Bingxue Du — The University of Hong Kong

Authors: Jason Wing Hon Wong, Bingxue Du, Yuanhua Huang
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Pathological annotations often capture only visible lesions, whereas molecular
alterations can extend into surrounding tissue. Here we present SIGMA, an inter-
face-aware spectral graph method integrating spatial metabolomics, tissue coor-
dinates and, where available, spatial transcriptomics and pathological anchors to
resolve continuous metabolic transitions. SIGMA separates broad tissue organ-
isation from local interface-associated variation and quantifies signed distance,
influence range, transition sharpness and directional anisotropy. In simulations,
SIGMA distinguished interface-associated features from regional and generic
spatial patterns. Across five cancers, SIGMA identified metabolic programmes
under direct pathological annotations, transcriptomics-informed weak anchors,
transferred annotations and metabolomics-only settings. Cross-cancer analysis
revealed continuous, overlapping interface phenotypes rather than discrete
classes. Matched spatial transcriptomics further supported feature prioritisation
and biological interpretation. Beyond cancer, SIGMA captured metabolic organ-
isation across a broad dopamine-associated transition in Parkinson’s disease
striatum. SIGMA thus provides a quantitative approach for mapping metabolic
transitions beyond conventionally annotated pathological boundaries.
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A206 - AI/ML-enabled screening of FDA-approved drugs against
neglected tropic disease targets

Presenter: Daniel Korkin — Student at Massachusetts Academy of Math and
Science

Authors: Daniel Korkin, Student at Massachusetts, Dmitry Korkin, Worcester
Polytechnic

Session: Day 2 - Fri Oct 2, 2026 - 2:15-4:15 PM

Neglected tropical diseases (NTDs) disproportionately affect populations in low-
income regions, where limited funding and infrastructure have constrained
traditional drug discovery and slowed the development of effective therapies.
While conventional treatments are often outdated, toxic, or non-existent for
many NTDs, drug repurposing has recently emerged as a promising alternative,
as illustrated by fexinidazole for sleeping sickness. Advances in Al and machine
learning (ML), particularly recent progress in foundation and other deep
learning models for structural biology, are creating scalable and cost-efficient
opportunities, offering a powerful alternative to the conventional drug design.
Here, we developed a high-throughput deep learning pipeline to characterize
druggable protein targets across a broad range of NTDs and FDA-approved
drugs that may be repurposed against them. The pipeline builds on a recently
published graph neural network (GNN) and long-short-term memory (LSTM)
architecture for predicting protein-ligand binding affinity, combined with two
foundation models for structural biology: AlphaFold 3 (AF3) for modeling target
protein structures and Chai-1 for modeling protein-ligand complexes. Specifi-
cally, we trained two independent GNN-LSTM models on the gold-standard
protein-ligand binding affinity experimental datasets, Davis and KIBA, using
contact maps derived from AF3 models to represent proteins, and SMILES
strings to represent ligands. The newly trained Davis-AF3 and KIBA-AF3 models
were used to predict binding affinities of 8.4 million putative protein-drug pairs
between 2,939 NTD protein targets and 2,854 FDA-approved drugs or bioactive
compounds. We applied a conservative target-selection criterion and restricted
the analysis to the DG5 druggability class of NTD targets from the Tropical
Disease Research Targets database.
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A207 - Ensemble convergence identifies recurrent structural so-

lutions for pH-responsive CXCL8 antibody design
Presenter: Hung-Pin Peng — Clinical Data Center, Office of Data Science, Taipei
Medical University, Taipei, Taiwan

Authors: Hung-Pin Peng, Hung-Ju Chang, Fei-Hung Hung
Session: Day 2 - Fri Oct 2, 2026 - 2:15-4:15 PM
Abstract

CXCLS8 is an ELR+ CXC chemokine involved in inflammation, immune-cell
recruitment and tumour-associated signalling. Its receptor-binding surface is
highly polar and dynamic, making it challenging to target with antibodies using
conventional hydrophobic interface assumptions. We asked whether repeated
complex prediction could distinguish recurrent structural solutions within a
GH2-constrained generative antibody design space and prioritise candidates
with putative pH-responsive interface features.

RFantibody was used to generate GH2-constrained antibody backbones, fol-
lowed by ProteinMPNN- and AbMPNN-based sequence design. From approxi-
mately 510,000 designed sequences, 1,360 candidates passed initial filtering.
For each candidate, we generated 50 independent Protenix predictions of
the antibody-CXCL8 complex and quantified ensemble convergence from the
dispersion of predicted interface confidence and structural RMSD across predic-
tions.

Two hundred sixty-five candidates formed GH2-convergent groups, charac-
terised by low-RMSD, relatively high-confidence basins repeatedly recovered
across the prediction ensemble. In contrast, GH2-divergent candidates displayed
broader distributions and extended RMSD tails. Sequence-landscape analysis
identified recurrent position-specific residue preferences, particularly in CDR
H2 and H3, that distinguished convergent from divergent candidates.

PROPKA analysis prioritised candidates with interfacial histidines predicted
to have pKa values of 5.5-7.5, or with multiple perturbed Asp/Glu residues.
Representative complexes suggested alternative protonation-sensitive interface
hypotheses, including His-Phe packing, His—Pro metastable packing and acid-
induced His+-Arg+ repulsion. Molecular-dynamics simulations further differ-
entiated stable and metastable behaviours in representatives D31 and D66.
Together, ensemble convergence provides a reproducibility-oriented criterion
for prioritising generated CXCL8 antibody designs, linking recurrent binding-
mode hypotheses to CDR sequence features and putative protonation-sensitive
interfaces for future experimental evaluation.
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A209 - A Computational Framework for Recovering Molecular

Relationships from Biological Pathway Diagrams
Presenter: Xiwen Zhao — Northeastern University

Authors: Xiwen Zhao, Benjamin King, Mingyang Lu
Session: Day 2 - Fri Oct 2, 2026 - 2:15-4:15 PM

Biological pathways contain rich mechanistic knowledge about molecular inter-
actions; however, much of this information exists primarily in static images
rather than structured, machine-readable representations. Although some data-
bases provide pathway annotations in structured formats, many regulatory and
signaling relationships explicitly depicted in pathway diagrams are not fully
captured in these representations. Existing methods for automated parsing
of biological pathway diagrams largely focus on local relationship extraction
rather than modeling the global structure of pathway diagrams as a whole, and
therefore struggle to resolve complex topological patterns such as branching
structures and feedback loops.

Here, we propose a computational framework that fine-tunes visual recognition
models on manually labeled KEGG pathway diagrams to recognize key visual
elements, including line segments, oriented junction points, and biological
symbols, and subsequently assembles these elements into a graph representa-
tion, thereby recovering molecular relationships directly from pathway image.
For visual element recognition, our framework achieves a structural average
precision (sAP15) of 81.4% for line segment detection, representing the best
performance among the compared methods. It also achieves OKS AP50 scores
0f 0.95 and 1.00 for junction and symbol recognition, respectively, for which no
directly comparable baseline is currently available. This work provides a scalable
computational approach for extracting molecular relationships directly from
pathway diagrams, with the potential to augment existing pathway resources
and support downstream computational analyses.
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A212 - Only Two of Ten Nucleic Acid Foundation Models Encode

Base-Pairing Partners
Presenter: Elliot Tower — University of Edinburgh

Authors: Elliot Tower
Session: Day 2 - Fri Oct 2, 2026 - 2:15-4:15 PM

Claims that RNA language models encode secondary structure rest on evalua-
tions that do not control for composition. Stems are GC-rich and loops are
AU-rich, so any composition-sensitive embedding inherits that enrichment as
apparent structure awareness.

We apply a three-rung ladder to ten nucleic acid foundation models, five RNA-
pretrained and five DNA-pretrained, across 47 Rfam families. Rung 1 asks
whether mutating a base to its Watson-Crick complement perturbs stems more
than loops; nine of ten models do, and a nucleotide-stratified null absorbs most of
it. Rung 2 tightens the null to preserve dinucleotide composition, leaving ERNIE-
RNA with 30 families and RINALMo with 15, every other model below nine.
Rung 3 asks whether a mutation perturbs its own base-pairing partner more than
that partner’s stem neighbors, against a null permuting partner assignments
within each stem.

Two models resolve which position pairs with which. RINALMo reaches 0.872
per-pair precision and ERNIE-RNA 0.888, where that null puts chance at 0.102
and 0.124. Choosing the readout layer on held-out families leaves these at
0.882 and 0.885 and places the other eight at or below their own chance rates.
Pretraining domain does not order those eight: Evo at 7B parameters sits with
the DNA-pretrained models.

A randomly initialized ERNIE-RNA clears every rung, reaching 0.490 against
chance 0.241. Its architecture holds a hardcoded Watson-Crick table in a buffer
that weight randomization does not reach. Ablating it drops the untrained model
to its own chance rate while the trained model retains most of its excess.
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A213 - Bayesian Negative Binomial Softmax Regression for Com-
positional Sequencing Count Data
Presenter: Seong-Hwan Jun — University of Rochester

Authors: Seong-Hwan Jun, Xiangyi Chen
Session: Day 2 - Fri Oct 2, 2026 - 2:15-4:15 PM

High-throughput sequencing assays generate count vectors that are inherently
compositional, making differential expression and differential abundance analy-
sis sensitive to normalization choices and global shifts in the measured system.
We consider extit{Negative Binomial Softmax Regression} (NBSR), a Bayesian
model-based CoDA framework for compositional sequencing count data. NBSR
combines a negative binomial likelihood with a softmax link function that
constrains fitted proportions to the simplex. We show that the softmax link is
algebraically equivalent to the inverse centered log-ratio (CLR) map applied to
the centered linear predictor, establishing NBSR as a generative log-ratio model
and unifying additive log-ratio (ALR) and CLR parameterizations through differ-
ent identifiability constraints. The negative binomial likelihood allows feature-
specific, and potentially covariate-dependent, dispersion modeling, providing
flexibility beyond multinomial or transformation-based CoDA approaches for
overdispersed sequencing counts. We further develop a fully Bayesian formu-
lation fit with Hamiltonian Monte Carlo, incorporating latent factor adjustment
for unmeasured sample-level heterogeneity and posterior bias correction for
absolute-abundance-oriented differential abundance effects. By applying the
bias correction directly to posterior draws, NBSR propagates uncertainty from
regression effects, dispersion parameters, latent factors, and the estimated
compositional bias into downstream inference. We evaluate NBSR in simula-
tion studies and applications to miRNA-seq and microbiome sequencing data,
demonstrating a general framework for CoDA-aware differential abundance
analysis of sequencing counts.
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A215 - Selection of oncogenic and CNS-associated programs

during breast cancer brain metastasis evolution
Presenter: Philipp Héhnel — Mass General Brigham
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Breast cancer brain metastases (BCBM) are enriched in HER2+ and HR- sub-
type-specific tumors which are associated with distinct genomic programs and
metastatic risk. We hypothesized that BCBM arise through layered evolutionary
selection, in which oncogenic pathways establish malignant growth capacity
while neural-adaptive programs facilitate colonization of the central nervous
system (CNS). To test this model, we performed whole-exome sequencing on 311
BCBM from 257 patients, including patient-matched primary tumors, extracra-
nial metastases. Tumors were further compared with 920 primary breast cancers
from TCGA using propensity matching for age, genetic ancestry, HR and HER2
status.

BCBM demonstrated increased genomic instability and enrichment of pathways
associated with metastatic fitness, including cell-cycle dysregulation, RTK-RAS
and Hippo signaling. Somatic alterations converged on two classes of neural-
adaptive processes: neuronal migration and cytoskeletal remodeling, as well as
synaptic and calcium signaling. These findings suggest that BCBM are defined
by coordinated selection of programs that may alter tumor-cell morphology,
motility, signaling, and interactions within the CNS microenvironment.

To define when these alterations emerged during metastatic evolution, we
reconstructed tumor phylogenies across matched primary tumors, brain metas-
tases, and extracranial metastases. Canonical proliferation drivers typically
represented early events shared across tumor sites, whereas neuronal- and
synaptic program alterations emerged later. Yet, those alterations frequently
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preexisted within the tumor, suggesting that neural-adaptive features arise
during metastatic lineage evolution, before or during CNS colonization.

These findings support a model in which BCBM emerge from tumor lineages
that co-select canonical oncogenic pathways and neural-adaptive programs that
enable growth and persistence within the CNS.
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A219 - Rethinking Large-scale phylogenomics with EukPhylo
v.1.0.
Presenter: Godwin Ani — UMass Amherst and Smith College

Authors: Godwin Ani, Auden Cote-L’Heureux, Marie Leleu, Rebecca Gawron,
Laura Katz

Session: Day 2 - Fri Oct 2, 2026 - 2:15-4:15 PM

Eukaryotic diversity is largely microbial, with macroscopic lineages (plants,
animals, and fungi) nesting among a plethora of diverse protists. Our under-
standing of the evolutionary relationships among eukaryotes is rapidly advanc-
ing through ‘omics analyses, but phylogenomic analyses are challenging for
microeukaryotes, particularly uncultivable lineages, as single-cell sequencing
approaches generate a mixture of sequences from hosts, associated microbiomes,
and contaminants. Moreover, many analyses of eukaryotic gene families and
phylogenies rely on boutique data sets and methods that are challenging for
other research groups to replicate. To address these challenges, we present
EukPhylo v.1.0, a modular, user-friendly pipeline that enables effective data
curation through phylogeny-informed contamination removal, estimation of
homologous gene families (GFs), and generation of both multisequence align-
ments and gene trees. For the GF assignment, we provide the “Hook Database” of
~15,000 ancient GFs, which users can easily replace with a set of gene families of
interest. We demonstrate the power of EukPhylo, including a suite of stand-alone
utilities, through phylogenomic analyses of 500 conserved GFs sampled from
1,000 diverse species of eukaryotes, bacteria, and archaea. We show improve-
ments in estimates of the eukaryotic tree of life, recovering clades that are well
established in the literature, through successive rounds of curation using the
EukPhylo contamination loop. The final trees corroborate numerous hypotheses
in the literature (e.g., Opisthokonta, Rhizaria, Amoebozoa) while challenging
others (e.g., CRuMs, Obazoa, Diaphoretickes). The flexibility and transparency
of EukPhylo set new standards for curation of ‘omics data for future studies.
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