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Abstract

While Al agents for scientific discovery have pro-
liferated, truly end-to-end autonomous solutions
remain scarce, particularly in complex interdis-
ciplinary fields like single-cell genomics. We
introduce scAgents, a fully autonomous multi-
agent framework that transforms raw single-cell
data and task descriptions directly into optimized
computational solutions. Given only a dataset
and research objective as input, scAgents outputs
both a novel model architecture and executable
code for training and inference without human
intervention. When evaluated on the scPerturb
datasets and benchmarks, scAgents consistently
outperforms task-specific state-of-the-art meth-
ods, achieving up to 49% reduction in predic-
tion error compared to scGPT for gene knock-
outs and Pearson correlation increases of up to
20% in expression predictions versus ChemCPA
for drug perturbations. scAgents’ ability to suc-
ceed where existing foundation models struggle
is particularly significant, adapting effectively to
different data types (scRNA-seq, scATAC-seq,
CITE-seq) and various perturbation categories
with consistent performance across modalities.
Our code and some scAgents-designed models are
available at https://anonymous.4open.
science/r/scAgents—-2025-242E/.

1. Introduction

Scientific discovery is undergoing a transformation with the
rise of Al Scientistsautonomous systems designed to conduct
research with minimal human intervention. Recent progress
in large language models (LLMs) and Al agents has en-
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abled impressive capabilities in literature analysis (Hsu et al.,
2024), hypothesis generation (Qi et al., 2023; Yang et al.,
2023), and experimental implementation (Tian et al., 2024;
Huang et al., 2024b), as demonstrated by emerging bench-
marks and agentic toolkits (Skarlinski et al., 2024; Chen
et al., 2024; Majumder et al., 2024; Huang et al., 2024a).
Yet these systems remain siloedcompetent at individual
tasks, but incapable of orchestrating complete scientific
workflows. Existing Al scientists lack the ability to propose
methods, refine them through collaborative reasoning, and
carry out empirical validation in a unified framework (Lu
et al., 2024; Li et al., 2024b). This gap becomes especially
critical in domains that demand interdisciplinary reasoning,
such as computational biology, where effective modeling
requires integrating biological priors, statistical rigor, and
machine learning design (Boiko et al., 2023; Roohani et al.,
2024b).

A particularly compelling instantiation of this challenge
is single-cell perturbation analysis, a frontier task in com-
putational biology that demands predicting how cells re-
spond to diverse interventionssuch as gene knockouts, drug
treatments, or cytokine stimulationby modeling state tran-
sitions in high-dimensional expression space (Figure 1).
This problem exemplifies the limitations of current Al sci-
entists: Despite progress in foundation models (Cui et al.,
2024; Theodoris et al., 2023), existing approaches remain
heavily fragmented, relying on human experts to bridge
gaps in dataset interpretation, model design, and empiri-
cal validation (Lotfollahi et al., 2023; Hao et al., 2024).
Moreover, these models often fail to generalize to novel bio-
logical scenarios, such as unseen cell types or experimental
modalities (Levine et al., 2024; Wenteler et al., 2024). The
challenge is further exacerbated by the heterogeneity of
data types (e.g., ScCRNA-seq, scATAC-seq, CITE-seq) and
perturbation mechanisms, each requiring domain-specific
reasoning to extract meaningful insights (Peidli et al., 2024;
Bendidi et al., 2024).

We present scAgents, a fully autonomous multi-agent frame-
work that conducts end-to-end single-cell perturbation anal-
ysis by integrating three core modules: (1) Task Analysis,
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which characterizes the dataset and retrieves relevant prior
work via a hybrid breadth-first and depth-first agentic re-
trieval strategy; (2) Method Design, where role-specific
agents collaboratively analyze baselines, identify design
limitations, and iteratively refine novel modeling strategies
through graph-based discussions; and (3) Experiment Exe-
cution, which translates high-level architectural proposals
into executable code, complete with training routines and
validation protocols. At the heart of scAgents is a persis-
tent knowledge graph that accumulates insights across all
phases and ensures a coherent information flow. The agentic
retrieval system integrates perturbation-specific biological
knowledge, such as regulatory pathway relationships and
modality-aware considerations, into model design without
requiring human input. The multi-agent discussion module
leverages confidence-based scoring and self-critique mecha-
nisms to converge on scientifically grounded and technically
feasible solutions. The final system output includes both the
model architecture and the complete implementation code
for training and inference.

We evaluate scAgents on six diverse perturbation datasets
from the scPerturb on single cell perturbation benchmark,
encompassing gene knockouts, drug treatments, and cy-
tokine stimulations across modalities such as scRNA-seq,
scATAC-seq, and CITE-seq. In all cases, models designed
by scAgents significantly outperform prior baselines. For
instance, in the drug perturbation task, scAgents improves
Pearson correlation by 20% over the next best method,
ChemCPA (Hetzel et al., 2022). On the challenging, sparse,
and high-dimensional scATAC-seq dataset, it achieves a
~16-fold increase compared to the second-best baseline, a
linear regression model. In surface protein prediction (CITE-
seq), scAgents boosts Pearson correlation by ~177% over
the next best baseline method, Random Forest. These results
highlight scAgents’ strong generalization and substantial
performance gains across diverse settings, including the
novel application scenarios.

2. Related Work

Agent Systems for Scientific Discovery Researchers
have developed specialized Al systems spanning the en-
tire research workflow: from literature analysis tools like
PaperQA2 (Skarlinski et al., 2024) and CHIME (Hsu et al.,
2024), to hypothesis generation frameworks that range from
domain-specific idea creation (Baek et al., 2024; Qi et al.,
2023; Yang et al., 2023) to comparative evaluations with ex-
pert proposals (Si et al., 2024). These systems increasingly
leverage multi-agent architectures (Ghafarollahi & Buehler,
2025; Schmidgall & Moor, 2025; Guo et al., 2024) to fa-
cilitate collaborative scientific reasoning. Implementation
capabilities have advanced through scientific coding frame-
works like SciCode (Tian et al., 2024) and MLAgentBench
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Figure 1: Our framework predicts cellular responses to unseen
interventions by modeling state transitions in high-dimensional
expression space. Given multi-modal single-cell data (scRNA-seq,
scATAC-seq, CITE-seq) and a training set of known perturbations
(gene knockouts, drugs, cytokines), scAgents learns to map control
states to perturbed states, enabling accurate prediction of gene
expression profiles under novel experimental conditions without
additional wet-lab experimentation.

(Huang et al., 2024a), while benchmarks evaluate these capa-
bilities across diverse domains (Qiu et al., 2025; Ruan et al.,
2024; Chen et al., 2025; Jing et al., 2024). The integration of
literature analysis with data-driven approaches has proven
particularly effective for hypothesis generation (Liu et al.,
2024b; Zhong et al., 2023; Majumder et al., 2024), with
several frameworks enhancing research ideation through
structured feedback mechanisms (Pu et al., 2024; Garika-
parthi et al., 2025) and approaches to improve novelty and
diversity (Hu et al., 2024; Radensky et al., 2024; Gao et al.,
2025). End-to-end systems now attempt to unify these capa-
bilities, including domain-general approaches like Al Sci-
entist (Lu et al., 2024) and MLR-Copilot (Li et al., 2024b),
alongside domain-specific implementations for chemistry
(Boiko et al., 2023), genomics (Roohani et al., 2024b), mate-
rials science (Ghafarollahi & Buehler, 2024), and medicine
(Tang et al., 2024; Naumov et al., 2025). Despite these
advances, significant challenges remain in developing truly
autonomous scientific systems, particularly regarding exper-
imental rigor (Kon et al., 2025), falsification mechanisms
(Liu et al., 2024c), and comprehensive evaluation metrics
(Beel et al., 2025; Friel et al., 2025), as highlighted in recent
surveys (Reddy & Shojaee, 2025; Eger et al., 2025; Kulkarni
et al., 2025; Ren et al., 2025).

Single-Cell Perturbation Analysis Single-cell perturba-
tion studies measure how cells respond to genetic or chem-
ical interventions. The existing literature of in-silico ap-
proaches that predict post-perturbation cell states reflects
a fundamental divergence in machine learning, with each
paradigm showcasing distinct philosophies for modeling
cellular responses. Earlier efforts, such as linear regression
(Dixit et al., 2016) or random forest feature selection (Skin-
nider et al., 2021), treated each gene or cell type in isolation.
Deep generative models (Lotfollahi et al., 2019; Hetzel
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et al., 2022; Lotfollahi et al., 2023), conceptualize pertur-
bations as latent space transformations through linear shifts
or decompositions that separate biological covariates. In
contrast, network-based methods (Qiu et al., 2022; Roohani
et al., 2024a; Bai et al., 2024; Kamimoto et al., 2023) explic-
itly incorporate biological knowledge via gene regulatory
networks or cellular relationships. To further address the is-
sue of cell heterogeneity, distribution alignment approaches
such as optimal transport (Bunne et al., 2023; Dong et al.,
2023) have been applied to machine learning models (Jiang
et al., 2024), matching the distribution of control cells with
perturbed cells. The emergence of transformer architectures
represents the latest paradigm shift. These architectures
(Hao et al., 2024; Theodoris et al., 2023; Cui et al., 2024,
Levine et al., 2024) leverage pre-training at scale and self-
attention mechanisms to model complex gene dependencies
without explicit biological structure. This theoretical di-
versity creates a vast design space where selecting optimal
architectures, representation strategies, and biological con-
straints remains highly context-dependent.

Notations. Let X € R"*? denote the matrix of single-
cell profiles, where n represents the number of cells and
d represents the dimensionality of the measured features
(including gene expression counts, chromatin accessibility
or surface protein markers, depending on the modality). A
dataset D = {(z;,pi,y:)}¥.; and a task description S are
given, where z; € R? represents the pre-perturbation profile,
p; € P denotes the applied perturbation, and y; € RY
corresponds to the observed post-perturbation profile. To
verify the generalizability of our scAgents, we divide D
into Dipain = {(xi,pi, yl)}rf\il and Dieg = {(xivpia yz)}fily
where p; € Py constitutes held-out perturbations and x; €
Xlest represents held-out cell profiles.

Problem Formulation. We formalize the challenge of
predicting cellular responses to perturbations as learning a
mapping function between pre-perturbation states and their
corresponding post-perturbation outcomes. Specifically, for
each perturbation p € P (e.g., gene knockout, drug treat-
ment, cytokine stimulus) applied to a subset of cells, we
model the induced change in the cellular profile as a function
fp R4 — R, where fp(x) predicts the post-perturbation
profile of a cell x, potentially in a different modality.

The training objective involves learning a function fy :
R?% x P — R? that generalizes effectively to unseen pertur-
bations and cell states, where ¢ is a trainable parameter(i.e.,
weights and biases). To capture intrinsic cell-state structure
and enable efficient modeling, we incorporate learnable en-
coders g, : R? — R", where ¢ is a trainable parameter
and z; = g4(z;) € R"*" represents the latent embedding
that preserves geometric relationships between control and
perturbed states, thus facilitating accurate prediction of post-
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Figure 2: The scAgents architecture and workflow. The
framework operates through three sequential phases: Task
Analysis (dataset characterization and literature retrieval),
Hypothesis Generation (collaborative development of novel
approaches by role-based, self-refinement agent systems),
and Experiment Execution (code generation, training imple-
mentation, and results analysis). All phases communicate
through a shared knowledge graph that evolves throughout
the workflow.
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Figure 3: The scAgents protocol overview. The protocol
framework integrates JSON-RPC with a persistent knowl-
edge graph, combining the strengths of A2A and MCP
protocols while adding scientific domain knowledge repre-
sentation.

perturbation profiles.

Evaluation. For evaluation, we assess fg(x;,p;) for all
(z4,0i) € Xest X Piest and evaluate the quality of the learned
representation g4 () in terms of its ability to reconstruct
gene expression profiles. Our evaluation protocols incor-
porate metrics such as mean squared error, Pearson’s cor-
relation coefficient, and perturbation consistency adapted
from (Roohani et al., 2024a; Bendidi et al., 2024) to ensure
biological significance. Appendix B provides a detailed
explanation of these metrics.

Evaluation. For evaluation, we assess fy(x;, p;) for all
(4, pi) € Xest X Piest and evaluate the quality of the learned
representation g4(x) in terms of its ability to reconstruct
gene expression profiles. Our evaluation protocols incor-
porate metrics such as mean squared error, Pearson’s cor-
relation coefficient, and perturbation consistency adapted
from (Roohani et al., 2024a; Bendidi et al., 2024) to ensure
biological significance. Appendix B provides a detailed
explanation of these metrics.

scAgents orchestrates an end-to-end scientific workflow into
a coherent framework (Figure 2): it autonomously (1) ana-
lyzes dataset characteristics and identifies optimal modeling
strategies, (2) designs neural architectures incorporating bi-
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ological knowledge about gene regulatory networks, and
(3) generates executable code implementing the complete
prediction pipeline, and evaluates prediction accuracy using
various metrics. Central to scAgents is a hybrid communi-
cation protocol combining JSON-RPC data exchange with
a persistent knowledge graph,which is further described in
Appendix A.3. This shared representation continuously in-
tegrates outputs from individual agents, enabling complex
reasoning chains while maintaining traceability throughout
the scientific process. Detailed information of agent com-
munication protocol are provided in Appendix E. The exact
configurations, prompts, and outputs of each agent are listed
in Appendix A.2 and F.

2.1. Task Analysis Module

The Task Analysis phase begins with comprehensive char-
acterization of the scientific problem through three compo-
nents:

Data Parser. This component extracts key metadata from
single-cell datasets, including perturbation types, gene fea-
tures, and cell populations. It standardizes information
across diverse modalities (RNA-seq, ATAC-seq, CITE-seq)
and generates summary statistics to establish the data foun-
dation. The parser identifies critical experimental param-
eters such as perturbation methods, organism details, and
cellular contexts without human intervention (detailed ex-
amples in Appendix G.1).

Agentic Retrieval. Our retrieval system combines a static
corpus of 45 specialized articles with dynamic search capa-
bilities through PubMed and GitHub APIs. Starting with an
initial query Q(®) derived from the task description, the sys-
tem employs Sentence-BERT (Reimers & Gurevych, 2019)
embeddings and performs multi-layer retrieval alternating
between breadth-first and depth-first search strategies. The
detailed algorithm and mathematical formulation are pre-
sented in the Appendix D.1.

* BFS layer (t odd): Retrieves top-K documents N; =
TopK(Q®, mode = BFS).

e DFS layer (t even): Follows highest-scoring paths from
N;_1 in depth.

Document relevance is computed via cosine similarity:
Score(Q,d) = % The retrieval terminates upon
reaching any of three conditions: (1) maximum layers
Lax = 10, (2) query overlap exceeding threshold 7 = 0.8,
or (3) document scores below € = 0.5. Results are stored in

a vector database for subsequent access.

Agent Collaboration. Three specialized agents Dataset
Analyst, Problem Investigator, Baseline Assessorprocess the
retrieved information. The Dataset Analyst examines data

Figure 4: The Graph-based discussion architecture and
workflow. This is an example of two rounds of discussion
from the beginning. After each round, confidence scores
are updated, the agentic system will judge if current state
satisfy the stopping criteria. If not, each expert will refine
their ideas based on the self-critic’s suggestions and other
experts’ viewpoint. This graph-based self-critic refinement
continues until reaching the terminate state. Complete multi-
rounds of discussions are in Appendix D.2.

integrity and characteristics, the Problem Investigator de-
fines research questions and analytical approaches, and the
Baseline Assessor establishes reference models and bench-
marks. Their outputs are synthesized by a Refinement Agent
that structures the analysis into a JSON file.

Analysis Report At the core of our framework’s perfor-
mance gains is its ability to autonomously discover opti-
mal model architectures for each specific perturbation task.
Similar to how human experts approach new domains, the
agents systematically analyze scientific literature to identify
candidate architectures appropriate for the given data char-
acteristics. The Baseline Assessor specifically evaluates dif-
ferent model architectures (e.g. Transformers, GANs, VAEs,
MLPs, etc.) based on their strengths and limitations for the
particular perturbation type and data modality. For each ar-
chitecture component, the agent generates a comprehensive
analysis report detailing advantages, disadvantages, and suit-
ability for specific aspects of the task (e.g., handling sparsity
in scATAC-seq data). This literature-grounded comparative
analysis forms the foundation for the Method Design mod-
ule, where expert agents collaboratively refine these insights
into optimized custom architectures.

2.2. Method Design Module

Overview. This module produces a research plan through
collaborative agent discussion, concurrently producing three
integrated components: (1) data preprocessing strategies,
(2) model architecture design, and (3) concrete model im-
plementation details. Architecture design involves textual
descriptions of the neural network components selected
for the specific perturbation task and their theoretical jus-
tifications, while model design translates these concepts
into executable pseudocode. Unlike approaches that merely
tune hyperparameters of fixed architectures, scAgents fun-
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damentally focuses on discovering optimal architectural
combinations tailored to each dataset’s unique biological
characteristics. This architectural discovery process, rather
than hyperparameter optimization, is the primary source of
our framework’s performance advantages in perturbation
prediction tasks.

Multi-Expert Critic System. For each task, the system
dynamically selects a subset of domain experts E(¥) (e.g.,
Data Engineer, Single-Cell Biologist, Deep Learning Ex-
pert) based on task requirements, along with a permanent
Self-Critic. These agents form an undirected collaboration
graph G*) = (S, E(*)), where each expert node main-
tains a confidence score c,E’” that evolves through discussion
rounds.

Graph-based Discussion. The system performs 7" rounds
of graph neural message passing, where experts propose
architectural solutions, the Self-Critic identifies weaknesses,
and all nodes update their perspectives based on collective
feedback. After each round, confidence scores are updated
according to the evaluation quality by both the Self-Critic
and peer experts. The discussion ends when all experts’ con-
fidence scores exceed the threshold 7 = 0.8 with minimal
variance (||c£i) - cﬁi) || < e). If not, experts refine their pro-
posals using historical context and proceed to the next round.
This process ensures convergence toward scientifically valid
and technically feasible model designs with explicit reason-
ing chains. Further information of Experts selection and
discussion construction is in Appendix A.4, detailed algo-
rithm and mathematical formulation are presented in the
Appendix D.2.

2.3. Experiment Execution Module

The Experiment Execution module transforms conceptual
designs into operational implementations:

(1) Code Generation. The Code Generator translates method
designs into production-ready implementations with com-
plete dependency management. It produces modular code
with built-in error detection mechanisms that automate the
correction of common implementation issues. (2) Training
Process. Model training proceeds through an automated
scheduler implementing best-practice optimization routines
and early stopping mechanisms. Hyperparameter optimiza-
tion runs in parallel with model checkpointing to ensure
reproducibility and enable efficient experimentation. (3)
Validation & Refinement. Rather than one-shot generation,
the Validation Agent implements an iterative refinement
cycle. It evaluates performance against established met-
rics, identifies failure modes, and progressively enhances
implementation quality. This evolutionary approach allows
the system to address complex edge cases and optimize
implementation based on empirical feedback.

3. Experiments

3.1. Evaluation setup

We evaluate the models designed and implemented by scA-
gents in various types of perturbation from scPerturb (Peidli
et al., 2024), including gene knockouts, drug treatments, and
cytokine stimulation across multiple modalities (scRNA-seq,
scATAC-seq, CITE-seq).

Each dataset represents distinct biological challenges: The
Adamson (Adamson et al., 2016) and Norman (Norman
et al., 2019) datasets capture CRISPR gene knockouts in
different cell lines, providing fundamental test cases for
genetic perturbation. The Papalexi (Papalexi et al., 2021)
dataset offers both RNA and protein measurements (CITE-
seq), enabling assessment of cross-modality prediction. The
Liscovitch (Liscovitch-Brauer et al., 2021) dataset presents
the distinct challenge of predicting chromatin accessibility
changes (scATAC-seq) rather than gene expression. The
Srivatsan (Srivatsan et al., 2020) dataset assesses the pre-
diction of cellular responses to chemical compounds, while
the Schiebinger (Schiebinger et al., 2019) dataset examines
responses to immune signaling molecules (cytokines).

To assess generalization to unseen perturbations, we select
baselines accordingly: scGPT (Cui et al., 2024) for gene
knockouts, ChemCPA (Hetzel et al., 2022) for drug treat-
ments. For modalities lacking established models (scCITE-
seq, sScATAC-seq, cytokine), we employ Random Forest
and Linear Regression using one-hot encoded perturbations
concatenated with expression profiles as inputs.

3.2. Predictive Performance

Table 1 evaluates the prediction accuracy of models de-
signed by scAgents across diverse perturbation datasets.
We employ multiple complementary metrics: Basic predic-
tion accuracy is measured via mean squared error (MSEJ),
where lower values indicate predictions closer to actual gene
expression; Pearson correlation coefficient (PCC*1), which
quantifies how well predicted expression patterns correlate
with actual patterns; and coefficient of determination (R? ),
measuring the proportion of expression variance explained
by the model. Biological relevance is assessed through
metrics on differentially expressed genes (DE) —those ex-
hibiting significant expression changes after perturbation
and thus most biologically meaningful. For each dataset, top
20 DE genes are selected based on ground truth expression
changes under perturbation. We then compute the same met-
rics restricted to these DE gene subsets, denoted as MSEpg,
PCCpg, and R%E. Across these settings, models designed
by scAgents consistently outperform baselines. For gene
knockouts (Adamson dataset), our models achieve 49% re-
duction in prediction error (MSE = 0.0051 vs. 0.0100
for scGPT) with improved variance explained (R? = 0.9761
vs. 0.9649). This improvement extends to differentially
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Table 1: Post-perturbation gene expression prediction results, where scAgents-Model is the prediction model automatically designed
and implemented by scAgents. The reported metrics for scAgents-Models represent the best performance from three separate models
automatically designed and trained by the framework, with standard deviations reflecting the variability across these runs.

MODEL MSE | PCC 1 R*t MSE (DE) | PCC (DE) R? (DE) 1
Gene Knock Out Perturbation — scRNAseq Dataset (Adamson et al. (Adamson et al., 2016))
Random Forest 0.3053 0.2063 0.0504 0.5923 0.2632 0.1653
Linear Regression 0.5803 0.0026 0.0435 0.6995 0.0257 0.1074
scGPT (Cui et al., 2024) 0.0100 0.9861 0.9649 0.2562 0.9088 0.7911
scAgents-Models 0.0051 £ 0.0063  0.9883 + 0.0459  0.9761 + 0.0803  0.2013 £ 0.0444  0.9474 + 0.0601  0.8912 + 0.0518
Gene Knock Out Perturbation — scRNAseq Dataset (Norman et al. (Norman et al., 2019))
Random Forest 0.4059 0.1625 0.0623 0.6817 0.1428 0.0498
Linear Regression 0.4989 0.0244 0.0314 0.7331 0.0265 0.0238
scGPT (Cui et al., 2024) 0.0076 0.9823 0.9536 0.5318 0.8630 0.5652
scAgents-Models 0.0034 £ 0.0023  0.9846 + 0.0418  0.9609 + 0.0081  0.1736 & 0.0677  0.8109 + 0.0133  0.5975 + 0.0539
Gene Knock Out Perturbation — scCITEseq (RNA) Dataset (Papalexi et al. (Papalexi et al., 2021))

Random Forest 0.0763 0.2124 0.4186 0.0911 0.2455 0.2185
Linear Regression 0.0764 0.0170 0.0254 0.0909 0.0218 0.0163
scAgents-Models 0.0417 £+ 0.0051  0.6935 £ 0.1995  0.3687 & 0.0651  0.0535 £ 0.1566  0.6406 & 0.1940  0.2354 + 0.0224

Gene Knock Out Perturbation — scCITEseq (Protein) Dataset (Papalexi et al. (Papalexi et al., 2021))

Random Forest 0.0982 0.2704 0.0829 0.3071 0.4024 0.0466
Linear Regression 0.4901 0.3396 0.1241 0.4551 0.3087 0.3523
scAgents-Models 0.0070 £ 0.0387  0.7495 + 0.0653  0.6872 + 0.0956  0.2921 £ 0.0045  0.7409 + 0.0970  0.5489 + 0.0749
Gene Knock Out Perturbation — scATACseq Dataset (Liscovitch et al. (Liscovitch-Brauer et al., 2021))
Random Forest 0.0432 0.0638 0.0040 0.0510 0.0509 0.0035
Linear Regression 0.5767 0.0486 0.0229 0.7750 0.0457 0.0021
scAgents-Models 0.0327 £ 0.0430  0.0855 + 0.0357  0.0678 £ 0.0120  0.0406 £ 0.0268  0.6991 - 0.3173  0.6400 + 0.2779
Drug Perturbation — scRNA-seq Dataset (Srivatsan et al. (Srivatsan et al., 2020))
Random Forest 0.5289 0.0527 0.0986 0.6138 0.0945 0.0817
Linear Regression 0.6703 0.0711 0.2826 0.5625 0.0763 0.0421
ChemCPA (Hetzel et al., 2022) 0.0847 0.7221 0.6930 0.1035 0.8053 0.7412

scAgents-Models 0.0053 £+ 0.0290  0.8664 + 0.1332

0.7137 £ 0.0740  0.0080 £ 0.0835  0.9278 = 0.1001  0.7887 £ 0.0548

Cytokine Perturbation — scRNA-seq Dataset (Schiebinger et al. (Schiebinger et al., 2019))

Random Forest 0.0762 0.2704
Linear Regression 0.4855 0.0785
scAgents-Models 0.0428 £ 0.0205  0.5697 + 0.0943

0.4186 0.0910 0.2124 0.2185
0.0034 0.4359 0.0847 0.0013
0.5043 + 0.0541  0.0144 £ 0.0349  0.3396 + 0.0403  0.2832 £ 0.1154

expressed genes (MSEpg = 0.2013 vs. 0.2562), demon-
strating enhanced biological fidelity.

The performance advantages become more pronounced
in challenging cross-modality scenarios. For CITE-seq
protein measurements, scAgents achieves 177% improve-
ment in correlation (PCC 0.7495 vs. 0.2704 for
Random Forest). For drug perturbations, our models de-
liver near-perfect predictions (MSE 0.0053) and 20%
higher correlation (PCC 0.8664 vs. 0.7221) com-
pared to ChemCPA. Perhaps most remarkably, scAgents
maintains superior performance even on fundamentally dif-
ferent modalities such as chromatin accessibility (scATAC-
seq), achieving tremendous improvement in variance ex-
plained (R? = 0.0678 vs. 0.0040) and correlation for key
regulatory regions (PCCpg = 0.6991 vs. 0.0509).

The input datasets, task descriptions, and the LLM interface
(Claude 3.7) were held constant for each perturbation type
throughout these ablation studies; only the internal modules
were varied. Table 2 reveals the critical contributions of
our key framework components. The agentic retrieval sys-
tem improves performance substantially over the baseline
(PCC from 0.0087 to 0.5643 on the Adamson dataset),
demonstrating the importance of domain knowledge inte-
gration. Similarly, the graph-based discussion component

Table 2: Ablation study on the impact of key framework compo-
nents. Performance comparison of different scAgents components
across gene knockout, drug, and cytokine perturbation datasets.

MODEL MSE] PCCtT R®f MSE(DE) | PCC(DE) 1 R®(DE) 1
Gene Knock Out Perturbation (Adamson Dataset (Adamson et al., 2016))
TsAgemsbaselng ______________ 04776_ D087 00410006l ____00940___ 0.080 __
+ Normal RAG 0.24427 01008 ~ 0.1179 0.3997 0.3354 03667
+ Agentic Retrieval 01267 0.5643  0.5431 0.1152 0.5922 0.6067
+ Graph-Based Discussion 02751 05310 05874 0.2792 0.6540 0.5311
+ Normal RAG & Graph-Based Discussion 0.0909 0.8951  0.8658 0.3416 0.8547 0.6770
+ Agentic Retrieval & Graph-Based Discussion  0.0051  0.9883  0.9761 0.2013 0.9474 0.8912
Drug Perturbation (Srivatsan Dataset (Srivatsan et al., 2020))
_ scAgents(baseline) 05760 00298 00475 06409 _ 00992 0.1039
+ Normal RAG 0.2572° 0.1584  0.1038 0.3022 0.3472 0.2901
+ Agentic Retrieval 0.1309  0.3437  0.4350 0.1210 0.3836 0.4169
+ Graph-Based Discussion 0.1670  0.4193 03764 0.1325 0.4266 0.3865
+ Normal RAG & Graph-Based Discussion 0.0995  0.6512  0.5933 0.985 0.6784 0.7548
+ Agentic Retrieval & Graph-Based Discussion  0.0053  0.9881  0.9665 0.0080 0.9953 0.9802
Cytokine Perturbation (Schiebinger Dataset (Schiebinger et al., 2019))
_ scAgents-Model (baseline) ____ ______ 05892 00065 00021 _ 05876 00797 _ _ 00999
+ Normal RAG 0.43217 01765 ~ 0.0243 0.4756 0.1987 0.0932
+ Agentic Retrieval 0.3456  0.2034  0.2421 0.3076 0.2068 0.1176
+ Graph-Based Discussion 03512 0.2051  0.2765 0.2454 0.2239 0.1123
+ Normal RAG & Graph-Based Discussion 0.0987 04875 04654 0.1065 0.2534 0.1053

+ Agentic Retrieval & Graph-Based Discussion  0.0428 0.5042 0.0144 0.3396

with self-critic refinement provides complementary benefits
(PCC from 0.0087 to 0.5310). The combination of both
components yields synergistic effects far exceeding their
individual contributions (PCC reaching 0 . 988 3), highlight-
ing how knowledge-guided collaborative reasoning enables
effective scientific discovery. This pattern remains con-
sistent across all perturbation types, suggesting scAgents
addresses fundamental challenges rather than exploiting
dataset-specific characteristics.
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Figure 5: The performance of scAgents’ RAG compared to stan-
dard RAG methods. (1) hal: hallucination detection, (2) rel: con-
text relevance, (3) utl: context utilization. Results are stratified
by perturbation type (Drug, Cytokine, Gene). Detailed evaluation
methods are stated in Appendix C.

Table 3: Performance comparison on scPerturb datasets and
benchmark tasks (all values are in %). Results show scAgents
consistently outperforms both scGPT and Geneformer across mul-
tiple metrics and perturbation types. Each score represents the
average of five independent runs, with higher values indicating
better performance.

MoDEL TOPSLINT T
Drug Pe

LINT PERTCONST TOPSKNNT TOPI KNNT SPEARCORRT STRUCT INT T

bation (Srivatsan Dataset (Srivatsan et al., 2020))
114

SeGPT(Cui et al., 2024)
Geneformer(Cui et al., 2023)
seAgents-Model

5.1 188 542
48 17.3 54.1

52
44
7 53 19.1 545

SeGPT (Cui et al., 2024)
Geneformer (Cui et al., 2023)
seAgents-Model

87.3 96.1

89.9 96.0

seGPT(Cui et al., 2024) 2.1 4.8 46
Ge (Cuietal,, 2023) 14 42 44 83 9.9 682 57.6
scAgents-Model 25 53 4.9 8.6 8.8 68.5 59.6

82 55 66.9 57.1

3.3. Component Contributions
3.4. Information Integration

Evaluation on RAGBench (Friel et al., 2025) with the Pub-
MedQA dataset (Jin et al., 2019) demonstrates scAgents’
ability to accurately identify and contextualize relevant sci-
entific literature. In this evaluation: hallucination detection
(measured by AUROC ) evaluates the system’s ability to
avoid generating false information; context relevance (mea-
sured by RMSE ) assesses how well the retrieved documents
match the query; and context utilization (measured by RMSE
) quantifies how effectively the system incorporates retrieved
information into responses. In Figure 5, for gene perturba-
tions, context utilization showed the greatest improvement.
Performance of scAgents remains consistent across all per-
turbation types, suggesting scAgents addresses fundamental
challenges rather than exploiting dataset-specific character-
istics.

3.5. Representation Quality Evaluation on scPerturb
Benchmark

While scAgents primarily performs gene expression predic-
tion following perturbations, the quality of learned repre-
sentations is equally important for biological interpretabil-
ity. Following evaluation practices established in previ-
ous works (Cui et al., 2024; Theodoris et al., 2023), we
benchmark scAgents against specialized foundation models
(scGPT & Geneformer) on representation quality metrics
(Table 3). We assess different aspects of latent space or-

Module B: Method Design Phase

Module B: Method Design Phase Module B: Method Design Phase

Module A: Task Analysis
Gene Knock-Out

Phase Module A: Task Analysis Phase Module A: Task Analysis Phase

Drug Treatment Cytokines

Figure 6: We manually prompt four different DeepResearch
variants to generate research plans, which were then evaluated
by five independent LLMs across eight dimensions, with scores
ranging from 1 to 10. Detailed prompt, outputs and scores are
provided in Appendix 1.

ganization: (1) Linear separability metrics (TOP5_LIN,
TOP1_LIN) measure how distinguishable different pertur-
bation types are in the latent space. The top5_11in score
of 0.070 achieved by scAgents for drug perturbations (vs.
0.052 for scGPT) indicates that 7.0% of test samples
have their correct perturbation label among the top 5 pre-
dictions when using a linear classifier trained on the latent
embeddings. This improvement suggests scAgents learns
representations where perturbation effects are more linearly
separable, facilitating downstream analyses that rely on
perturbation classification. (2) Perturbation consistency
(PERT_CONS) quantifies whether cells with the same pertur-
bation cluster more tightly than random controls, essentially
measuring the signal-to-noise ratio of perturbation effects
in the latent space. For gene knockouts, scAgents achieves
a consistency of 0.069 vs. 0.056 for scGPT, represent-
ing a 23.2% improvement. This indicates that scAgents
creates a latent space where cells experiencing the same
perturbation are more reliably grouped together, reflecting
better capture of perturbation-specific biological responses.
(3) Local structure in the latent space is assessed through
nearest-neighbor metrics (TOPS_KNN, TOP1_KNN), which
evaluate whether perturbations form locally coherent clus-
ters. For drug perturbations, scAgents achieves a TOPS _KNN
score of 0.064 vs. 0.056 for scGPT, indicating that a higher
proportion of test samples have correctly labeled neigh-
bors in embedding space. (4) The Spearman correlation
metric (SPEAR_CORR) evaluates how accurately the latent
embeddings can be mapped back to original gene expression
space using a linear transformation. The score of 0.191
for drug perturbations (vs. 0.188 for scGPT) represents a
higher rank correlation between predicted and actual expres-
sion values after linear decoding. (5) Structural integrity
(STRUCT_INT) measures how well control-perturbation re-
lationships are preserved in the latent space. 0.596 for cy-
tokine perturbations (vs. 0.571 for scGPT) indicates that
scAgents better maintains the biological relationship be-
tween control and perturbed states for complex signaling
cascades. We include additional UMAP visualizations in
the Appendix O.
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Figure 7: Human expert evaluations show strong correlation with
agent-generated confidence and LLM judge scores. Detailed scores
are provided in Appendix [ and J.

3.6. Evaluation on Task Analysis Module and Method
Design Module

Beyond predictive performance, Figure 6 presents expert
evaluations comparing scAgents with DeepResearch vari-
ants. We employ an evaluation protocol involving five inde-
pendent LLM judges that evaluated research plans across
eight dimensions. Each judge assesses outputs in a random-
ized, blinded manner without knowledge of which system
generated each plan. The evaluation shows that scAgents
demonstrates superior performance in dataset analysis and
baseline defect identification. In method design, scAgents
consistently outperforms alternatives on scientific validity,
innovation level, experimental design, and impact potential,
while maintaining comparable technical feasibility. These
advantages are particularly pronounced for cytokine per-
turbations, where immune signaling complexity demands
sophisticated biological reasoning.

Notably, both the LLM-assigned scores for task analysis and
research plans, and the confidence scores generated by our
agent system, show strong correlation with evaluations from
three human domain experts (Pearson r = 0.83, p < 0.01 in
Figure 7). Each expert independently spent approximately
10 hours scoring the same outputs under identical criteria,
blinded to the source system.
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Figure 8: A manual post-hoc analysis where we categorized and
quantified the architectures designed by scAgents for six datasets.

To better understand how scAgents adapts to different per-
turbation scenarios, we conducted a post-hoc analysis of
the architectures it generated. For each of the six datasets,
we manually categorized and quantified the neural network
components present in scAgents designs. Figure 8 shows the
distribution of models across datasets. This analysis reveals
how the framework naturally tailored its designs to different
data types - for example, preferring Transformers (36.4%)
for cytokine perturbations to capture complex signaling
dependencies. These adaptive design choices emerged or-
ganically from the system’s literature-based knowledge and
expert discussions rather than through predefined rules or
templates.

4. Conclusion

scAgents demonstrates how autonomous multi-agent sys-
tems can successfully improve single-cell perturbation
analysis through integrated expertise across computa-
tional, biological, and statistical domains. Our framework
achieves consistent performance improvements across di-
verse datasets, perturbation types, and modalities. The syn-
ergistic combination of knowledge integration (via agen-
tic retrieval) and collaborative reasoning (via graph-based
discussion) enables discovery of optimal modeling strate-
gies without human intervention, with emergent architecture
adaptation to dataset-specific challenges.
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Limitation

Despite the demonstrated effectiveness of scAgents in single-cell perturbation analysis, several limitations warrant consider-
ation:

Computational and Economic Costs. Our framework requires substantial computational resources and API calls to large
language models. As shown in Table 15, the average cost per experiment ranges from $0.38 to $18.90 depending on the LLM
backend, which may limit accessibility for resource-constrained research groups. Additionally, the multi-agent discussion
process can require up to 400,000 output tokens per task, resulting in significant latency.

Failure Modes. Our failure analysis (Section N) reveals that 41% of errors stem from computation execution issues,
particularly tensor dimension mismatches. While we implemented mitigation strategies, these systematic failures highlight
the challenges of fully autonomous code generation for complex biological data analysis.

Domain Specificity. Currently, scAgents is specialized for single-cell perturbation prediction tasks. Extending the framework
to other biological domains (e.g., spatial transcriptomics, proteomics, or multi-omics integration) would require substantial
architectural modifications and domain-specific knowledge engineering.

Dependence on Task Specification Quality. The framework’s performance is sensitive to the clarity and completeness of
input task descriptions. Ambiguous or incomplete specifications can lead to suboptimal model designs, requiring users to
have sufficient domain expertise to formulate well-defined research questions.

Limited Biological Novelty Detection. While scAgents excels at combining existing knowledge, it may struggle to propose
truly novel biological mechanisms beyond the patterns present in its training data and retrieved literature. This could limit
its utility for discovering fundamentally new biological phenomena.
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Broader Impact

The development of scAgents has several important implications for the scientific community and society:

Democratization of Scientific Research. By automating complex analytical workflows, scAgents lowers the technical
barriers for conducting sophisticated single-cell analyses. This could enable smaller research groups and institutions with
limited computational expertise to engage in cutting-edge genomics research, potentially accelerating scientific discovery
globally.

Acceleration of Therapeutic Development. The ability to rapidly predict cellular responses to perturbations has direct
applications in drug discovery and personalized medicine. Our framework could significantly reduce the time and cost of
identifying therapeutic targets and understanding drug mechanisms of action.

Scientific Reproducibility. The end-to-end automation and explicit documentation of all analytical decisions enhance
reproducibility in computational biology. The generated code and research plans provide complete audit trails, addressing a
critical challenge in modern scientific research.

Ethical Considerations. The automation of scientific discovery raises important questions about attribution, responsibility,
and validation of Al-generated hypotheses. While scAgents includes human-interpretable outputs and confidence scores,
researchers must carefully validate all predictions before drawing biological conclusions or making therapeutic decisions.

Environmental Impact. The computational requirements of running multiple LLM agents have a non-negligible carbon
footprint. Future work should explore more efficient architectures and consider the environmental cost-benefit trade-offs of
automated scientific discovery.

Research Workforce Evolution. As Al systems become capable of conducting increasingly sophisticated analyses, the role
of computational biologists may shift from implementing methods to critically evaluating Al-generated hypotheses and
designs. This transition requires careful consideration of training and career development in the scientific workforce.

Open Science Contribution. By releasing our code and model architectures, we aim to foster community-driven improve-
ments and applications. However, we acknowledge the potential for misuse and encourage responsible deployment with
appropriate biological validation and ethical oversight.
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A. Experimental Details
A.1. Datasets Introduction

Our study leverages six publicly available single-cell perturbation datasets from the scPerturb (Peidli et al., 2024) collection,
encompassing diverse perturbation modalities and cell types. These datasets provide a foundation for evaluating the scientific
quality of Al-generated analyses across various biological contexts.

Adamson et al. (Adamson et al., 2016) (CRISPRi): Employing Perturb-seq to study the unfolded protein response (UPR)
in K562 lymphoblasts through single and combinatorial CRISPR interference (CRISPRi) perturbations. Approximately 100
gene targets were profiled, enabling high-resolution functional clustering and revealing distinct activation patterns across
UPR branches.

Norman et al. (Norman et al., 2019) (CRISPRa): Utilizing CRISPR activation (CRISPRa) in K562 cells, this dataset
explores genetic interaction manifolds derived from single-cell transcriptional phenotypes. The study provides insights into
regulatory pathway ordering and mechanistic elucidation of synergistic interactions.

Liscovitch et al. (Liscovitch-Brauer et al., 2021) (ATAC-seq): Employing CRISPRsciATAC, a single-cell combinatorial
indexing assay, to delineate the genetic determinants of chromatin accessibility in human myelogenous leukemia K562
cells. Targeting 105 chromatin-related genes via CRISPR-Cas9, the study generated chromatin accessibility profiles for
approximately 30,000 single cells. Key findings include correlations between the loss of specific chromatin remodelers
and global changes in chromatin accessibility. Notably, EZH2 depletion was associated with enhanced accessibility in
heterochromatic regions linked to embryonic development and with activation of genes in the HOXA and HOXD clusters.
This high-throughput approach offers valuable insights into the role of chromatin modifiers in regulating gene expression
and their implications in disease states.

Papalexi et al. (Papalexi et al., 2021) (CITE-seq): Combining CRISPR-Cas9 perturbations with single-cell RNA and sur-
face protein measurements in THP-1 monocytes. It investigates the molecular regulation of inhibitory immune checkpoints,
particularly PD-L1 expression, and introduces the mixscape computational framework to enhance signal-to-noise ratio in
single-cell screens.

Srivatsan et al. (Srivatsan et al., 2020) (sci-Plex): Employing sci-Plex, this dataset profiles transcriptional responses of
A549, K562, and MCF7 cancer cell lines to 188 small-molecule compounds across multiple doses. Approximately 650,000
single-cell transcriptomes were generated, uncovering intercellular heterogeneity and commonalities in drug responses.

Schiebinger et al. (Schiebinger et al., 2019) (cytokine perturbation): Applying optimal transport analysis to scCRNA-
seq data from mouse embryonic stem cells undergoing reprogramming with cytokine treatments. The dataset captures
developmental trajectories and identifies transcription factors and paracrine signals influencing cell fate decisions.

Collectively, these datasets encompass a range of perturbation typesincluding CRISPRi, CRISPRa, CRISPR-Cas9, small-
molecule drugs, and cytokinesacross various human and mouse cell lines. They provide a robust foundation for evaluating
the scientific quality and reliability of Al-generated analyses in single-cell biology.

A.2. Agent Configurations

In our experiments, we employed five LLMs API to generate responses: Claude 3.7, OpenAl o1, DeepSeek-R1, Qwen-Plus,
and Llama 3.1. To ensure consistency and reproducibility across models, we standardized the generation parameters as
follows:

Temperature: Set to 0.7 for all models to balance creativity and coherence in generated outputs.
Top-p (nucleus sampling): Fixed at 0.95 to maintain a high probability mass while allowing for diverse outputs.

System Prompts: No system prompts were used; all instructions were provided within the agents’ prompts to avoid
introducing model-specific biases.

These configurations align with recommended settings for models. By maintaining uniform settings across all models, we
aimed to ensure a fair comparison and reliable evaluation of their performance.
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A.3. Knowledge Graph Construction

Shared Knowledge Infrastructure. Both Task Analysis and Method Design modules rely on a shared hybrid knowledge
infrastructure comprising (1) a symbolic knowledge graph that stores structured outputs from agents, and (2) a vector-based
retrieval system built on top of Sentence-BERT embeddings and external APIs (PubMed, GitHub). The knowledge graph is
incrementally constructed as each agent contributes new findings or insights, while the vector database supports RAG-style
retrieval of external literature. This shared infrastructure enables bi-directional communication between agents within each
module and supports consistent knowledge propagation across modules. See Appendix A.3 for implementation details.

Collaborative Agents Shared Knowledge Graph in Task Analysis. Instead of operating in isolation, the Dataset Analyst,
Problem Investigator, and Baseline Assessor interact via the shared knowledge graph and query interface. Each agent
incrementally updates the knowledge graph with its findings, while continuously polling for updates from other agents.
For example, once the Dataset Analyst infers perturbation modalities and cell types, the Problem Investigator revises its
hypothesis formulation accordingly. Agents operate asynchronously but synchronize their conclusions through a shared
JSON-based communication protocol, allowing for self-consistency checks and iterative refinement of the task representation.
This collaborative reasoning leads to a structured task analysis report passed to the Method Design module.

Graph-Based Expert Shared Knowledge Graph in Method Design. In the Method Design module, domain experts are
instantiated as nodes in a dynamic undirected graph. These expert agents exchange proposals and critiques via message-
passing rounds governed by graph neural network operations. Throughout the discussion, the Self-Critic agent monitors
logical coherence and suggests refinements. Each expert agent has read-write access to the shared knowledge graph and can
retrieve relevant prior knowledge from Agentic Retrieval. Updates to the architectural plan are written back to the graph,
enabling history-aware(get messages and suggestions from the former round), convergent model refinement.

A 4. Experts Discussion Construction Details

To enable structured, reproducible reasoning across diverse perturbation modeling tasks, we construct the multi-agent expert
discussion system through two key stages: expert role selection and dynamic collaboration graph construction.

Based on the task analysis report, a set of relevant expert agents is selected by matching task attributes against a curated
registry of expert types. The selected experts are grouped into five broad categories to ensure comprehensive domain
coverage: (i) Data Engineering and Preprocessing. A Data Expert is instantiated to address normalization, quality control,
feature selection, and batch correction issues tailored to the input modality. (ii) Model Design and Scalability. The Model
Architecture Expert and Deep Learning Expert are responsible for proposing architectures that balance expressiveness,
interpretability, and scalability, considering modality-specific modeling needs. (iii) Biological Plausibility. Single Cell
Biologists such as the Pathway Analyst, Drug Response Expert, and Omics Modality Expert contribute domain knowledge
to align model components with known biological mechanisms, including gene regulatory networks, cytokine signaling, or
pharmacodynamics. (iv) Training and Optimization. A Training Expert is responsible for selecting and justifying the
learning algorithm, optimization strategy, regularization, and validation scheme suitable for the data structure and model
complexity. (v) Self-Critique and Evaluation. A Self-Critic agent is included in every discussion to promote internal
scrutiny, consistency checks, and critical reflection over model assumptions and claims.

For example, in a gene knockout task, the system may instantiate the Data Expert to inspect whether the scRNA-seq
matrix is properly normalized, whether cell and gene identifiers are standardized, and whether preprocessing sufficiently
preserves perturbation-related variation. The Model Architecture Expert and Deep Learning Expert are instantiated to
co-design a gene-centric model that integrates perturbation-aware attention and captures target gene dependent regulatory
effects. The Pathway Analyst is instantiated to evaluate the role of target gene within interferon signaling cascades, while
the Omics Modality Expert assesses whether transcriptomic changes resulting from target gene ablation are robustly
captured by scRNA-seq alone. The Training Expert selects dropout-regularized contrastive training and a cell-type-aware
sampling scheme to stabilize optimization. The Statistics Expert designs a differential expressionbased evaluation framework
and quantifies the significance of target gene induced shifts using FDR-corrected effect sizes. Finally, the Self-Critic is
instantiated to identify overfitting risks in rare knockout subsets, challenge latent space linearity assumptions, and refine
model outputs for interpretability and robustness.

All experts are set with role-specific prompts (Appendix F.3), crafted in a zero-shot reasoning format. These prompts
condition on the shared Task Analysis report and elicit structured outputs including modeling choices, biological justification,
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and critiques of others proposals.

Formally, the expert set E*) for task k is derived by:

E®) = SelectExperts(TaskAnalysisReporty)

Once instantiated, the experts are organized into an undirected collaboration graph G*) = (S, E(k)), where each node
E® ¢ E®) represents an expert role. The Self-Critic node S is fully connected to all others, serving both as a dialectical
evaluator and proposal aggregator.

Each expert begins with an initial model proposal m((f) and a confidence score initialized to zero cél) = 0. During the
discussion, agents iteratively update their proposals and confidence scores through message passing on the graph. Each
round incorporates structured information exchange, where agents revise their reasoning in response to input from their
neighbors, weighted by relevance.

This structured and interpretable procedure allows SCAGENTS to generate scientifically grounded, multimodally coherent
model designs that are not only technically sound but also biologically meaningful.
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B. Evaluation Details

This appendix provides detailed formulations of the hierarchical metrics used in our benchmark evaluation of transcriptomics
machine learning models for perturbation analysis.

B.1. Mean Squared Error (MSE)

This metric measures the average squared difference between the true and predicted gene expression vectors, quantifying
overall prediction error. Let Y;, Y; € R? be the true and predicted expression vectors for sample i. Then

1 & _”

B.2. Pearson Correlation Coefficient (PCC)

This metric assesses the strength of the linear association between predicted and true expression profiles across all samples.
Define the sample means

_ 1< - 1<
Y:E;Yi, Y:E;Yi.

Then .
(Y, - Y, YY)

PCC = =1

SIYi=YI3 DIV - Y3
i=1 =1

B.3. Coefficient of Determination (R?)

This metric quantifies the proportion of variance in the true gene expression data that is captured by the models predictions. It
provides an interpretable measure of model fit, with higher values indicating better predictive performance. Let Y;,Y; € R¢
be the true and predicted expression vectors for sample ¢, and let Y denote the mean of the true expression vectors. Then

D> i
Si=1Y - Y[E

R?=1

B.4. Metrics with Differential Expression (DE)

Differential expression highlights the genes whose changes drive the biological response to a perturbation, focusing

evaluation on the most informative signals. Let {Y},;}:; and {Y,;}", be the true expression vectors under perturbation

1=

and control, respectively, with Y, ;, Y. ; € R . For each gene g = 1,...,d’, compute the mean expression
_ 1 p _ 1 N
Yog=— Z Yp,ig: Yeg=— Z Yeig
Tp i=1 Me i=1
Quantify the change by the logfoldchange ~
Y, +e€
LFC, = log, =24 ,
g g2 Yoy +e

with small € > 0 to avoid division by zero (or alternatively by the raw difference A, =Y, , — Y. ,). Rank genes by |[LFC,|
(or |Ag|), and select the top K = 20 as the DE set:

DE = { g : ranky(|LFC|) < K }, K =20.

Subsequent metrics (MSE, PCC, R?) are then computed only over g € DE to assess performance on these key drivers of
perturbation response.
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B.5. LatentSpace Linear Separability

This metric evaluates if a model’s latent space distinguishes between different perturbations using linear probing. Given a
frozen encoder mapping g : =; + z; € R% train a linear classifier

§ = softmax(Wz 4+ b), W € R4 bR

to predict one of ¢ perturbation classes. For n test samples with true labels y;,

n n

1 1
Top—1= = 1 Jii = Ui b T _5:751 ; € Topb(7:)}-
op n; {argmjaxy] Yi} op "2 {y op5(9i) }

B.6. Perturbation Consistency

This metric assesses the consistency with which a model represents perturbations between different samples and batches.
Let P be the set of all gene perturbations. For each p € P, suppose we have n,, embedding vectors

{2 €RY|i=1,...,n,}.

Define the mean cosinesimilarity score
Tp  Tp

}:2: szv Zp,j)
I) nz

(e — l2p,ill 112p,5 11
Let {S,, }le be the corresponding scores for K unexpressedgene controls g;. The empirical pvalue for perturbation p is

~ max{#{k: S, <S,}, 1}
r K .

Finally, the overall consistency rate is
|{p€P:m <0.05}

P ’
i.e. the fraction of perturbations whose embeddings are significantly more selfsimilar than the null.

C:

B.7. Latent Space Direct Organization

This metric evaluates the degree to which perturbation clusters are locally organized in the latent space, using the k-Nearest
Neighbors (kNN) classification. Let {z;}7%, and {2j}~, be the latent embeddings for the query and reference sets, with
the corresponding labels y; and ;. Set

k= |v/nr].

For each query index i, let Ni, (i) C {1,...,n,} be the reference index k& whose embeddings minimize ||z; — z;||2. Then
the kNNclassification accuracy is

Ngq

1
Accuracy yy = — Z 1{@/1- = arg max Z 1ly; = c]},
a3 cec FENK(i)

where C' denotes the set of all perturbation labels.

B.8. Linear Interpretability of Latent Space

Let Z € R™*" be the frozen-encoder outputs and train a linear MLP, Y = hZ) e R4 We define two metrics: Spearman
correlation and structural integrity.

Spearman Correlation This measures how accurately the latent embeddings can be decoded back into gene expression
data using a simple linear transformation. The Spearman correlation p is defined as

6>, [rank(Y;) — mnk(fﬁ»)}2
n(n? —1) ’

p=1 -
where rank(-) returns the withinsample rank vector.
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Structural Integrity This metric evaluates how well the model preserves the relationship between control and perturbation

conditions within each biological batch. For b = 1, ..., B batches with n; samples each, let
() () (b) v (0) _ 3 () (b)
Ypred - Ypred - }/pred,ctrl7 Yact - Yact - Yact,ctrl‘
Then

1 B 1 .~ b S(b) 2 B 1= b)
D= B bzz:l a‘!ypfrte)d — Yact HF7 Dinax ~ B Z 7HYa(Ct HF’

and the structural integrity is

D
SI=1— :

max

with higher ST indicating better preservation of controlperturbation structure.
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C. RAGBench Evaluation Details

To evaluate the performance of scAgents’ Agentic Retrieval system in Task Analysis Module, we employ RAGBech(Friel
et al., 2025).

We first align our systems outputs to the format expected by RAGBench. Each output record must include:

e id: unique sample identifier;
¢ documents: list of retrieved context documents;
* question: the query text;

* response: the generated answer.

Refer to constants. py in the RAGBench repository for exact field definitions to ensure full compatibility. Then we run
inference on our system’s outputs with evaluation models Trulens and dataset PubMedQA(Jin et al., 2019).

Detailed formulations of the metrics used in this RAGBench benchmark are as follow:

Hallucination Detection (Hal)

In Retrieval-Augmented Generation (RAG) systems, hallucination refers to the generation of content not grounded in the
retrieved contextin other words, the model makes up facts. Hallucination detection measures whether the models outputs
contain such unsupported information.

Reliable RAG outputs demand faithfulness to the provided context. Evaluating hallucination detection quantifies the systems
propensity to stray from source documents, informing improvements to retrieval, grounding, and decoding strategies.

We adopt the Area Under the Receiver Operating Characteristic Curve (AUROC) to quantify hallucination detection
performance. Given:
truesadherence € {True,False}, preds,gperonce € 105 1],

we define hallucination labels by

truespajluc = 7 trU€Sadherence; Pfedshanuc =1- predsadherence'

Let
mask = —isnan(predsy, .. )-

Then
AUROC = ROC_AUC (trueshanuC [mask], preds; e [mask]),

where ROC_AUC denotes the standard implementation (sklearn.metrics.roc_auc_score).

Context Relevance (Rel)

Context relevance assesses how well the retrieved documents pertain to the query, i.e. whether the context can support a
correct answer.

High relevance is a prerequisite for accurate generation. Measuring context relevance guides retrieval improvements and
ensures that the generator receives useful evidence.

We measure relevance via Root Mean Squared Error (RMSE) between true and predicted relevance scores:

RMSE =

where y; is the gold relevance score, ¢; the predicted score, and n the number of examples. We ignore any NaN predictions
by masking.
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Context Utilization (Utl)
Context utilization evaluates the extent to which the model leverages the retrieved context when generating its responses.

Even with relevant context, a model may underuse it. This metric reveals the generators ability to integrate context
information into its output.

We again employ RMSE, defined as above, to compare true and predicted utilization scores, masking out NaN predictions.

Together, Hal, Rel, and Utl provide a multi-faceted evaluation of RAG system performance: detecting hallucinations,
ensuring context relevance, and confirming effective context usage.

By following the above steps and using the provided evaluation metrics, we can comprehensively evaluate our retrieval -
augmented generation (RAG) system using the RAGBench framework.
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D. Detailed Algorithm Specifications
D.1. Agentic Retrieval System

The agentic retrieval system combines both static knowledge integration and dynamic search capabilities to provide
comprehensive scientific context for perturbation analysis tasks. Here we provide the complete algorithmic details of our
implementation.

D.1.1. QUERY CONSTRUCTION AND INITIALIZATION

Given a task description 7" and dataset metadata [, we first construct an initial query representation:
Algorithm 1 Query Construction

l. inputT, D

2. set keywords + ExtractKeyTerms(7") U ExtractKeyTerms(D)
3. set embedding < SentenceBERT (keywords)

4. set Q(*) < NormalizeVector(embedding)

5. output Q¥

The function ExtractKeyTerms performs domain-specific extraction of biological entities (genes, cell types, perturbation
methods) and technical terms (model architectures, evaluation metrics) using named entity recognition enhanced with
domain-specific dictionaries.

D.1.2. ALTERNATING SEARCH STRATEGY

Our multi-layer retrieval process alternates between breadth-first and depth-first search modes to balance exploration and
exploitation:
Algorithm 2 Alternating BFS-DFS Retrieval

1. input Q) Lo, 7, €

2. sett <+ 0

3. set Ay < 0

4. set D + () {Document collection}

5. while t < L, do

(a) if t mod 2 = 1 then {BFS layer (odd ¢)}

i. set \V; «+ TopK(Q®, mode = BFS)
(b) else {DFS layer (even t)}

i. set \V; « FollowCitations(N;_1)
(c) set D + DUN,;
(d) set Q!+ « UpdateQuery(Q"), N;)
(e) if Overlap(Q(*+1), Q(Y)) > 7 then break
(f) if maxgen, Score(Q("), d) < e then break
(g) sett«+—t+1

6. output D

Relevance Scoring. The document relevance function uses cosine similarity in the embedding space:
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e(Q) - e(d)
le(@)llle(d)]]

where e(+) is the Sentence-BERT encoder function mapping text to dense vectors.

Score(Q,d) =

Query Update Mechanism. The query update function incorporates new information while maintaining focus:

QU = aQ® + (1 — oz)L > eld)

‘N't| deN,
where o = 0.7 is a parameter controlling the balance between query persistence and adaptation.

Overlap Computation. Query overlap is calculated as:

QU+ N QU

Overlap(QU*D QW) = —
( )= Wi (QF ] [T

where the intersection operation is implemented using a thresholded similarity measure in the embedding space.

D.2. Graph-based Multi-Expert Discussion

ey

(@)

3

The Method Design module employs a graph-based discussion framework where experts collaboratively refine scientific

hypotheses. Here we formalize the complete algorithm:

Algorithm 3 Graph-based Expert Discussion

1. input TaskAnalysis, 7, €, Tipax

2. set E(F) « SelectExperts(TaskAnalysis)

3. set S «+ InitializeSelfCritic()

4. set G**) « (S, E(®)) {Initialize collaboration graph}

5. fori=1tokdo
(a) set céi) < 0 {Initialize confidence scores}

(b) set m(()i) < InitialProposal( E(*), TaskAnalysis)
6. sett <0

7. while t < Ty, do

(a) fori=1to kdo

i. setm; < Integrate({mﬁj)}";:l)

ii. set cgi) — UpdateConﬁdence(cE?l, me, S)
(b) if Vi : cii) >TA ||c1(f) - cgl_)lH < e then break
(c) fori=1to kdo

i. set m§21 < Refineldea( B, m;)
(d) sett<t+1

8. set ResearchPlan < FinalizeProposal(m;)

9. output ResearchPlan
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Expert Selection. The expert selection procedure dynamically assembles a team of domain specialists based on task
requirements:

P(E™ |TaskAnalysis) o exp(f - Relevance(E"), TaskAnalysis)) €))
where (3 is a temperature parameter controlling selection diversity.

Confidence Update Rule. The confidence score update incorporates feedback from both the Self-Critic and other experts:
i i .. i 1 i j
AV = A1 - + A, - SelfCriticScore(m!” | §) + A3 - 1 ZPeerScore(m,g ) EW) )
J#i
where A1 + A2 + A3 = 1 weights the relative importance of each component.

Message Integration. Expert proposals are integrated through a weighted combination:

k
me =Y w” - mf” ©6)
=1

where weights wt( ) are derived from normalized confidence scores:

exp(c”)

Sk exp(ef”) ?

wf? =

This soft-voting mechanism ensures that higher-confidence perspectives have greater influence while still preserving diversity
of thought.

D.3. Validation and Refinement Process

The Validation Agent employs an iterative refinement process that systematically improves implementation quality:

Algorithm 4 Iterative Implementation Refinement

1. input ModelDesign, Dataset, R,
2. set Code( < Initiallmplementation(ModelDesign)
3. set Performancey < Evaluate(Codeg, Dataset)

4. forr =1to Ry do

(a) set Errors,. < Identifylssues(Code,._1, Performance,_;)
(b) set Code,. <+ Refinelmplementation(Code,._1, Errors,.)
(c) set Performance, < Evaluate(Code,., Dataset)

(d) if Performance, — Performance,_; < ¢ then break

5. output Code,.

Error Analysis. The error identification procedure categorizes implementation issues into distinct types:

* Logical errors: Incorrect algorithm implementation
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* Numerical instability: Gradient explosion/vanishing

¢ Memory inefficiency: Excessive resource consumption

¢ Performance bottlenecks: Suboptimal computational paths
* Biological implausibility: Violations of domain constraints

Each error type triggers specialized refinement strategies that preserve the scientific integrity of the model design while
improving implementation quality. Detailed Failure case analysis is presented in Appendix N.

D.4. Hyperparameter Configuration

Our framework employs the following hyperparameter settings, determined through empirical validation on held-out
scientific tasks:

Table 4: Hyperparameter Configuration

Module Parameter Value
Lax 10
Agentic Retrieval 7 0.8
€ 0.5
Tmax 6
Expert Discussion Z (1)'8
(A1, A2, A3)  (0.3,0.4,0.3)
. Riax 5
Validation 5 001

These parameters balance convergence speed with solution quality across different perturbation types and dataset character-
istics. We observed that the Expert Discussion module particularly benefits from a higher weight on Self-Critic evaluation
(A2), which promotes more rigorous scientific validation.

Table 5: Performance and Cost Impact of Hyperparameter Settings

Module Setting Metric Score Change Time Cost(s) Token x
Acentic Retrieval € — 0.3 Relevance Score 74.5 14.1 1.0x
& e=0.5 Relevance Score 75.1 (0.6) 28.3 1.6x
A2 = 0.2 Validity Score 69.1 25.2 3.5%
Expert Discussion Ay = 0.4  Validity Score 73.4 4.3) 27.0 4.2x%x
Ao = 0.6 Validity Score 72.2 28.5 4.6x
Ao =0.4 Consistency Score  76.1 5.9) 17.0 4.2
Validation 0 =0.02 Acceptance Rate 82.1 32 1.0x
0 =0.01 Acceptance Rate 81.7 2.9 0.7x
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E. Agent Communication Protocol Details
E.1. Protocol Design and Comparison

The SCAGENTS protocol represents an advancement in agent communication architectures designed specifically for scientific
discovery. Figure 3 illustrates the multi-stage protocol that facilitates information exchange across the three core phases of
our framework.

The protocol weaves together the strengths of several prior designs. It preserves the interoperability of JSON-RPC for
rapid agent deployment and cross-platform compatibility while simultaneously extending this foundation with semantic
connectivity and provenance via the knowledge graph. It not only connects software components, but also enables the kind
of iterative, multi-agent reasoning on which genuine discovery depends. The scAgents’ protocol method allows agents to
coordinate autonomously when tasked with comprehensive scientific research.

Table 6 provides a detailed comparison of SCAGENTS with existing agent communication protocols. Unlike previous ap-
proaches that excel in limited domains, our protocol uniquely combines contextual awareness, cross-platform interoperability,
and knowledge representation capabilities necessary for end-to-end scientific discovery.

Table 6: Comparison of Agent Communication Protocols

Protocol Context Interop. Msg. Struct. Use Cases

MCP (Anthropic) v X JSON-RPC only Tool Use & Data Access
Agent2Agent (Google) X v JSON-RPC event Cross-agent Collaboration
ACP (BeeAI/IBM) v v RESTful Local Orchestration
scAgents 4 4 JSON-RPC event + Knowledge Graph End-to-end Scientific Discovery

E.2. Protocol Implementation Details

The SCAGENTS protocol implementation consists of two primary components:

JSON-RPC Communication Layer This provides standardized message passing between agents, with extensions for
asynchronous event handling. Each agent exposes a consistent API that accepts and returns structured data, enabling precise
coordination of complex workflows.

Knowledge Graph Integration Layer Beyond simple message passing, SCAGENTS maintains a persistent knowledge
graph that captures:

¢ Research entities (datasets, methods, metrics, results)
* Relationships between entities (causal, hierarchical, temporal)
* Provenance information (confidence scores, reasoning chains, citations)

* Domain-specific knowledge (regulatory pathway information, gene-gene interactions)
This dual-layer approach provides several advantages compared to prior protocols:

1. Context-awareness: Agents maintain awareness of the overall research state through the knowledge graph, enabling
them to make more informed decisions.

2. Traceability: The entire scientific process is captured with provenance information, ensuring reproducibility.

3. Semantic reasoning: Relationships between scientific concepts are explicitly modeled, enabling complex inferential
reasoning.

4. Incremental refinement: The persistent knowledge representation allows agents to build upon previous insights and
progressively refine hypotheses.
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In scientific research contexts, these capabilities are essential for managing the complexity of cross-disciplinary knowledge
integration required for tasks like single-cell perturbation analysis.

F. Prompt Templates
F.1. Task Description input

Task Desciption Input

Your task is to develop a predictive model that accurately estimates gene
expression profiles of individual K562 cells following CRISPR interference (
CRISPRi), using the dataset from Norman et al. (2019, Science).

Task Definition:

— Input: Baseline gene expression profile of an unperturbed K562 cell and the
identity of the target gene(s) for perturbation

— Output: Predicted gene expression profile after perturbation

Evaluation Scenarios:

1. Unseen Perturbations: Predict effects of gene perturbations not present during
training

2. Unseen Cell Contexts: Predict responses in cells with gene expression profiles
not observed during training

Evaluation Metrics:

— Mean Squared Error (MSE): Measures the average squared difference between
predicted and observed gene expression.

— Pearson Correlation Coefficient (PCC): Quantifies linear correlation between
predicted and observed profiles.

- R$"2$ (Coefficient of Determination): Represents the proportion of variance in
the observed gene expression that can be explained by the predicted values.

- MSE for Differentially Expressed (DE) Genes (MSE_DE): Same as MSE but computed
specifically for genes identified as differentially expressed.

— PCC for Differentially Expressed (DE) Genes (PCC_DE): Same as PCC but computed
specifically for genes identified as differentially expressed.

- R$"2$ for Differentially Expressed (DE) Genes (R$"2$_DE): Same as R$"2$ but
computed specifically for genes identified as differentially expressed.
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F.2. Task Analysis Collaboration Agents Settings

Agent 1: Dataset Analyst Dataset Analyst is a specialized agent responsible for performing systematic analysis of
single-cell perturbation datasets during the Task Analysis stage. Its core function is to extract and summarize the key
characteristics of a given datasetincluding experimental design, data modalities, perturbation types, and quality metrics
to facilitate downstream hypothesis generation and modeling. The agent is equipped with contextualized agent retrieval
(RAG in former module) results to incorporate relevant metadata, associated publications, and protocol references. Its
output follows a structured JSON format to enable direct inter-agent communication and automatic pipeline integration. The
Dataset Analyst prioritizes clarity, scientific precision, and critical evaluation, identifying potential risks or biases while
offering preprocessing recommendations tailored to the dataset’s complexity and intended use cases.

Task Analysis Collaboration Agent Settings

Data Analyst

You are a Dataset Analyst agent in a multi-agent scientific research system. Your
goal is to analyze a single-cell perturbation dataset and provide a
comprehensive, structured, and insightful report to support downstream
hypothesis generation and modeling.

# Role Description:

The Dataset Analyst is responsible for extracting structured knowledge from
single-cell perturbation datasets. This includes characterizing the
experimental design, identifying quality and completeness issues, and
proposing dataset-specific modeling considerations. The agent draws upon both

metadata and relevant scientific context retrieved via agentic tools. It
supports hypothesis generation by clarifying what is measurable, what may be
confounded, and what preprocessing steps are necessary.

# Skills:

— Interpreting single-cell multi-omics data structures (e.g., RNA, ATAC, protein)

— Identifying perturbation types and their downstream modeling implications

— Detecting quality control issues (e.g., batch effects, sparsity, missing
modalities)

- Integrating metadata from publications, protocols, and retrieved scientific
sources

- Structuring heterogeneous information into JSON-compatible schemas
- Making biologically grounded recommendations for preprocessing and modeling

# Objectives:

- Extract and summarize the key characteristics of the dataset

— Identify risks, limitations, and preprocessing needs

- Suggest modeling strategies aligned with dataset structure

— Provide additional scientific insights not limited to a fixed template

# Input:

You will receive:

1. Dataset metadata (e.g., species, cell types, perturbation types)
2. relevant knowledge from agentic retrieval

# Instructions:
Produce a two-part output:

## Part 1: Structured Summary (JSON format)

Include the following fields, but you may expand or adapt them based on dataset

complexity:
{

"introduction": {
"modalities": [...],
"perturbation_type": [...],
"conditions": [...1],
"timepoints": [...],
"replicates": true/false,
"batches": true/false,
"cell_types": [...],
"organism": "...",
"description": "..."
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}s
"data_properties": {
"num_cells": [...],
"num_genes": [...],
"num_features": {
"RNA": ..., "ATAC": ..., "protein":
b
"perturbation_targets": {
"num_unique": [...],
"target_type": [...],
"coverage": "dense/sparse/mixed"
by
"modality_completeness": [...],
"metadata_completeness": [...],
"preprocessing_required": [...]

by

"quality_assessment": {
"data_sparsity": [...],
"batch_effect": [...],
"replicate_consistency": [...],
"known_issues": [...],
"strengths": [...],
"limitations": [...]

br

"recommendations": {
"preprocessing_steps": [...],
"modeling_considerations": [...],

"open_questions": [...]
b
"refinement_suggestions": [...]

}

Write a concise, scientifically sound narrative (7150300 words) to accompany the
JSON summary. This should include:

— A holistic interpretation of dataset readiness for modeling

— Potential scientific pitfalls or confounders

— Unique strengths or opportunities (e.g., rare perturbation types, rich time
series)

— Reflections on whether the dataset aligns with typical assumptions in modeling
pipelines

— Any useful observations that do not fit cleanly into the structured fields

You may reference information from retrieved publications or external protocols.
If information is unknown or ambiguous, state it clearly using cautious
language (e.g., "not reported", "likely sparse", "appears to have").

# Constraints:

- Be concise, accurate, and avoid redundancy

— Use clear scientific language; bullet points are acceptable in the JSON
- Allow flexibility in output structure if additional insights emerge

# Style Guide:

— Output should be compatible with integration into downstream agent pipelines

— Aim for the clarity and precision expected in a peer-reviewed supplementary
method section

— Prioritize information relevant to perturbation modeling, multi-omic
integration, and biological interpretation

Agent 2: Problem Investigator The Problem Investigator is a domain-specialized agent responsible for transforming
the input dataset and task context into a clearly defined scientific problem formulation. This agent operates at the interface
between biological insight and computational design, aiming to decompose complex single-cell perturbation tasks into
actionable research questions, computational objectives, and biologically meaningful evaluation strategies. Leveraging both
LLM reasoning and agentic retrival results, the agent integrates biological mechanisms, and relevant literature to propose
testable hypotheses, identify key challenges, and design analysis methods with biological and computational validity.
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Task Analysis Collaboration Agent Settings

Probelm Investigator

You are a Problem Investigator agent in a multi-agent scientific research system.
Your goal is to transform the dataset analysis into a scientifically
meaningful and computationally tractable hypothesis or modeling plan.

# Role Description:

The Problem Investigator interprets dataset summaries and transforms them into
well-scoped scientific problems. This includes identifying biologically
significant questions, selecting meaningful targets or outcomes, and
proposing hypotheses that can be tested using computational modeling. The
agent must balance biological relevance, data availability, and
methodological feasibility. It serves as a bridge between raw data and
actionable research direction.

# Skills:

— Formulating biologically meaningful and testable hypotheses from complex data

- Mapping experimental designs to machine learning problem types (e.g.,
classification, regression)

- Evaluating feasibility of predictive tasks based on data modality and
perturbation scope

— Identifying pitfalls such as confounding, data leakage, or unobservable targets

- Specifying input-output pairs and validation schemes for modeling tasks

— Justifying scientific value and downstream utility of proposed tasks

# Objectives:
- Translate dataset structure into concrete scientific questions
Identify feasible targets, tasks, and outputs for modeling
— Justify the biological and computational value of the proposed formulation
- Propose a structured hypothesis or modeling objective for downstream agents

# Input:

You will receive:

1. Dataset summary from the Dataset Analyst (structured + narrative)
2. Relevant biological context via retrieval or user input

# Instructions:
Produce a structured problem specification with the following components:

{

"biological_guestion": "string",
"hypothesis_statement": "string",
"task_formulation": {
"input": ["modalityl", "metadatal", "..."],
"output": "target variable or prediction goal",
"task_type": "regression/classification/generation/other"
br
"Justification": {
"biological_relevance": [...],
"data_suitability": [...],
"expected_challenges": [...]
br
"evaluation_plan": {
"metrics": [...],
"baselines_to_consider": [...],
"validation_strategy": "cross-validation/held-out cells/time-split/..."

Yy
"open_questions": [...]

}
In addition to the structured JSON, write a short explanation (100250 words) that

— Restates the goal in accessible scientific language

— Explains why the proposed formulation is worth pursuing
- Anticipates possible modeling limitations or edge cases
- Optionally suggests alternatives or extensions

# Constraints:

- Prioritize alignment with the datasets structure and perturbation resolution
— Avoid overly generic formulations; focus on specificity and tractability
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— Maintain scientific rigor and make testable claims when possible

# Style Guide:

— Write in the tone of a proposal for a computational biology modeling section
— Use precise language grounded in both biology and data science

- Be mindful of what is xnotx observable or predictable from the dataset

Agent 3: Baseline Assessor The Baseline Assessor is a methodological analyst agent tasked with selecting, evaluating,
and recommending baseline models for single-cell perturbation studies. Operating at the intersection of computational rigor
and biological relevance, this agent critically assesses modeling paradigms across task types (e.g., regression, classification,
generative modeling) and data modalities (e.g., gene expression, ATAC-seq, protein levels). It integrates literature evidence,
benchmark practices, and dataset-specific constraints to recommend flexible yet strong baseline approaches. The agent also
incorporates multi-objective considerations such as performance, interpretability, scalability, and biological plausibility.

Task Analysis Collaboration Agent Settings

Baseline Assessor

You are a Baseline Assessor agent specialized in recommending suitable baseline
models for single cell perturbation prediction tasks. Your goal is to provide
comprehensive assessments of baseline models and evaluation strategies based
on relevant literature and dataset characteristics.
# Role Description:
The Baseline Assessor is a comparative modeling expert focused on identifying and
analyzing baseline architectures for perturbation prediction. This includes
reviewing existing literature, extracting methodological details, and
evaluating model suitability based on dataset constraints and task objectives.
The agent serves as a bridge between literature insights and practical
modeling recommendations.

# Skills:

— Assessing baseline models for biological interpretability and computational
requirements

— Identifying candidate architectures relevant to perturbation types and
modalities

- Extracting methodological details and limitations from scientific literature

— Comparing model performances across different biological contexts

— Designing evaluation frameworks with biologically significant metrics

— Providing actionable improvement suggestions based on technical and biological
considerations

# Objectives:

- Review relevant literature for the given perturbation type and modality

Identify 35 candidate architectures and discuss their pros/cons in this context

— Recommend at least two baseline models with rationale aligned to the dataset
constraints and task objectives

— Design evaluation frameworks considering biological variability and technical
limitations

— Provide improvement suggestions for model enhancements and biological
validation

# Input:

You will receive:

Task description and dataset information from upstream agents

Retrieved papers and code implementations from literature databases

RAG system results including relevant papers and code snippets

# Instructions:

Produce a structured analysis report with the following components:

{

"literature_overview": {

"perturbation_types": [...],

"existing_methods": [...],

"technical_trends": [...]

},

"candidate_models": [

{

"model_name": "string",

"architecture": "string",

"strengths": [...],
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"weaknesses": [...],
"biological_applicability": [...]
}

1,

"recommended_baselines": [

{

"model_name": "string",
"rationale": "string",
"implementation_details": "string",
"evaluation_metrics": [...],

"biological_relevance": [...]
}
]l

"evaluation_framework": {
"primary_metrics": [...],
"secondary_metrics": [...],
"validation_strategy": "string",
"test_scenarios": [...]

by

"improvement_suggestions": {
"technical": [...],
"biological": [...],
"computational": [...]

}
}

In addition to the structured JSON, write a short explanation (100250 words) that

Summarizes the assessment of baseline models

Explains the rationale behind the recommended baselines
Discusses the biological relevance of the evaluation framework
Anticipates potential limitations in model interpretability
Suggests practical improvements for future modeling work

# Constraints:

— Prioritize models with established track records in similar biological contexts

— Computational requirements relative to dataset scale

- Ensure recommended models balance biological interpretability and predictive
performance

— Align evaluation metrics with both technical accuracy and biological
significance

— Provide concrete implementation details for recommended baselines

# Style Guide:

— Write in the tone of a modeling methodology section for a computational biology
paper

— Use precise language describing both technical and biological considerations

- a focus on practical applicability while acknowledging theoretical limitations

— Clearly distinguish between established knowledge and speculative improvements

— Format model recommendations to facilitate direct implementation

Agent 4: Critic Refinement The Critic Refinement Agent orchestrates the integration of outputs from domain-specialized
agents into a coherent and machine-actionable analysis plan. It ensures consistency across the Dataset Analysts data charac-
terization, the Problem Investigators hypothesis formulation, and the Baseline Assessors methodological recommendations.
By resolving redundancies, aligning formats, and verifying logical flow, the Refinement Agent synthesizes the findings into
a structured JSON schema. This agent balances standardization with flexibility, enabling downstream automation while

preserving the scientific rationale of each module.

p

Task Analysis Collaboration Agent Settings

Critic Refinement

You are the Refinement Agent in a multi-agent scientific research system. Your
goal is to consolidate and refine outputs from the Dataset Analyst, Problem
Investigator, and Baseline Assessor agents into a unified, actionable
analysis.

# Role Description:
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The Refinement Agent is a meta-agent focused on cross-validating consistency
across different analytical components. This includes resolving
contradictions, aligning terminology, and ensuring biological relevance and
technical feasibility of proposed models and evaluation frameworks. The agent

serves as the integration point for all upstream analyses.

# Skills:

Cross-validating consistency across different analytical components

Resolving contradictions and aligning terminology

Evaluating biological relevance and technical feasibility

Structuring outputs into unified JSON schemas

Generating comprehensive refinement comments

Providing actionable improvement suggestions

# Objectives:

Ensure consistency in terminologies and constraints across all outputs

Align problem definitions with model assumptions

Reorganize content into clean JSON schemas suitable for automated use

Validate biological and technical coherence of the integrated analysis

Provide final recommendations balancing biological relevance and technical
feasibility

# Input:

You will receive:

Analysis results from Dataset Analyst, Problem Investigator, and Baseline
Assessor

Refinement comments from previous iterations

RAG system results including relevant papers and code snippets

Instructions:

Produce a refined analysis report with the following components:

{

"summary": {

"biological_context": "string",

"technical_requirements": "string",

"refinement_overview": "string"

}y

"task_definition": {

"input_modalities": [...],

"output_targets": "string",

"task_type": "regression/classification/generation/other",

"biological_significance": "string"

by

"baseline_models": ({

"recommended_models": [...],

"model_comparisons": [...],

"implementation_details": "string"

}y

"constraints": {

"dataset_limitations": [...],

"technical_constraints": [...],

"biological_constraints": [...]

}l

"evaluation": {
"primary_metrics": [...],
"secondary_metrics": [...],
"validation_strategy": "string",
"test_scenarios": [...]

}
}
In addition to the structured JSON, write a short explanation (100250 words) that

Summarizes the refinement process and key adjustments made

Explains how the integrated analysis addresses biological and technical
requirements

Discusses remaining challenges or limitations

Suggests potential extensions or future work

# Constraints:

Maintain consistency in terminology across all components

Ensure alignment between problem formulation and model capabilities

Validate that evaluation metrics reflect both technical accuracy and biological
significance

Provide concrete implementation details for recommended approaches

Format outputs to facilitate direct use in downstream architecture design
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# Style Guide:

Write in the tone of a methods integration section for a computational biology
paper

Use precise language describing both technical and biological considerations

Clearly distinguish between established knowledge and speculative improvements

Format recommendations to facilitate direct implementation

Include both biological validation strategies and technical validation methods
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F.3. Multi-experts Settings
Data Expert

f Expert Role Setting

Data Expert

You are acting as a xxData Engineer** in a multi-agent research critique system.
Your task is to evaluate the provided dataset and experimental setup from a
data engineering and infrastructure perspective.

You will receive a task analysis report that includes:

- A summary of a single-cell perturbation dataset (in structured or free-text
form) .

— The task formulation and its corresponding prediction targets.

Metadata schemas and any available preprocessing or encoding steps.

— Optional: access to inferred feature matrices, cell/gene count distributions,
or batch annotations.

Your objectives:

1. Assess Data Integrity and Format
— Are the cell and gene identifiers standardized and consistently used?
— Is the perturbation metadata properly aligned and encoded?
— Are there signs of data leakage, missing values, or corrupted entries?

2. Evaluate Preprocessing Pipelines
- Comment on normalization, batch correction, filtering, and feature selection
steps.
— Are the preprocessing steps appropriate for downstream modeling?

3. Assess Data Scalability and Efficiency
- Is the dataset efficiently stored and structured (e.g., sparse matrix, HDF5)?
- Can it be easily integrated with common ML frameworks (e.g., PyTorch,
TensorFlow, scikit-learn)?
- Are large-scale operations (sampling, merging, batching) feasible?

4. Suggest Improvements or Optimizations
— Recommend preprocessing adjustments, format conversions, or data storage
alternatives.
— Point out any engineering bottlenecks that might affect reproducibility or
scalability.

Model Architecture Expert

Expert Role Setting

Model Architecture Expert

You are acting as a Model Architecture Expert in a multi-agent research critique
system. Your task is to analyze and optimize the structural design of the
proposed model.

You will receive a task analysis report that includes:

— Task specification (input type, target prediction, expected invariances).
— A baseline model description or proposed architecture diagram.

— echnical constraints (e.g., compute, latency, interpretability).

Your objectives:
1. Deconstruct Architectural Choices
- Analyze core design (e.g., encoder-decoder, attention, residuals).
- Is the architecture aligned with inductive priors from the data/task?
2. Evaluate Module Interactions
- Are modality fusions or skip connections implemented properly?
— Are graph structures or latent bottlenecks Jjustified?
3. Spot Redundancies or Inefficiencies

- Are there unnecessary layers, repeated computations, or excessive parameters
2

4. Propose Optimized Designs
— Recommend improved architecture patterns.
- Suggest changes that enhance expressivity, stability, or efficiency.
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Deep Learning Expert

Expert Role Setting

Deep Learning Expert

You are acting as a Deep Learning Expert in a multi-agent research critique
system. Your task is to evaluate the model’s design, scalability, and
suitability for learning from high-dimensional single-cell data.

You will receive a task analysis report that includes:

— Input-output schema of the learning task (e.g., input modalities, targets,
sample size).

- Model class (e.g., MLP, Transformer, VAE, GNN) and architecture sketch.

— Training setup including loss functions and evaluation metrics.

Your objectives:
1. Evaluate Model Suitability
— Is the model architecture appropriate for the data type and task complexity?
— Does it support integration across modalities or time points?
2. Assess Scalability and Inductive Bias
— Can the model scale with data size and sparse inputs?
— Does it exploit structure in the data (e.g., gene graphs, batch embeddings)?
3. Identify Training Bottlenecks or Risks
— Is overfitting likely due to low data:parameter ratio?
— Are optimization challenges (e.g., vanishing gradients, instability)
addressed?
4. Recommend Enhancements
- Suggest architecture variants (e.g., regularization, pretraining, latent
modeling) .
- Propose alternative loss designs or data augmentations

Training Expert
Expert Role Setting

Training Expert
You are acting as a Training Expert in a multi-agent research critique system.
Your role is to critically evaluate the training strategy and optimization
pipeline.

You will receive a task analysis report that includes:

— Model structure and parameter count.

— Training procedure (e.g., optimizer, learning rate, batch size, scheduler).
- Regularization strategies and data augmentation steps.

Your objectives:
1. Analyze Optimization Pipeline
- Are optimizers and learning rates well-tuned for the model/task?
- Is gradient clipping or scheduler use Jjustified?
2. Evaluate Regularization and Overfitting Risks
- Are dropout, weight decay, or early stopping applied effectively?
— Is data augmentation sufficient and biologically reasonable?
3. Diagnose Training Stability
- Any signs of mode collapse, oscillation, or vanishing gradients?
4. Recommend Training Enhancements
— Suggest better optimizers, learning rate schedules, or initialization
schemes.
- Propose curriculum learning or contrastive pretraining if beneficial.

Drug Response Expert

Expert Role Setting

Drug Response Expert

You are acting as a Drug Response Expert in a multi-agent scientific design
system. Your role is to assess the biological and pharmacological feasibility
of drug perturbation modeling based on the provided single-cell dataset and
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task formulation.

You will receivea task analysis report that includes:

— A summary of the perturbation dataset, including drug names, target pathways,
dosage, and timing.

— The biological context (e.g., cell types, disease states, assay modality).

— Task objective and prediction targets.

Your objectives:
1. Evaluate Drug Perturbation Validity
— Are the drugs applied at biologically relevant concentrations and durations?
- Are the perturbations expected to have a measurable effect at the single-
cell level?
— Are there known resistance mechanisms or compensatory pathways?
2. Assess Target Coverage and Specificity
— Do the drug targets align with the measured omics modality (e.g., RNA for
transcriptional drugs)?
— Are off-target effects likely to interfere with interpretation?
3. Recommend Improvements or Adjustments
- Suggest better dosage choices or controls.
— Recommend alternative compounds or combinations that better elicit the
intended perturbation.

Pathway Analyst

f Expert Role Setting

Pathway Analyst

You are acting as a Pathway Analyst in a multi-agent biological reasoning system.
Your role is to evaluate the alignment between experimental perturbations (e.
g., gene knockout or cytokine induction) and known biological signaling
pathways.

You will receive a task analysis report that includes:

- A summary of perturbation targets (genes or cytokines).

— Downstream measurements (e.g., RNA, ATAC, surface proteins).

- Known pathway annotations or inferred gene modules (optional).

Your objectives:
1. Assess Biological Plausibility
— Does the perturbation target belong to a well-characterized signaling
pathway?
- Are expected downstream genes or modules represented in the dataset?
2. Predict Downstream Effects
— Based on pathway topology, what cell states or features are expected to
change?
— Are these detectable in the available omics modality?
3. Suggest Enhancements
— Recommend additional perturbations to validate pathway effects.
- Propose experimental readouts to strengthen pathway conclusions.

Cell Communication Expert
Expert Role Setting

Cell Communication Expert

You are acting as a Cell Communication Expert in a multi-agent single-cell
modeling system. Your role is to evaluate whether intercellular signaling
contributes to the cytokine response captured in the dataset.

You will receive a task analysis report that includes:

- A single-cell dataset containing cytokine expression or response.

- Cell-type annotations and spatial or pseudo-spatial information if available.
- Metadata on cytokine stimulation protocols or inferred ligand-receptor pairs.

Your objectives:
1. Identify Communication Patterns
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— Are there likely paracrine or autocrine effects influencing cytokine
expression?
— Do ligand-expressing cells co-occur with receptor-positive target cells?
2. Evaluate Impact on Task
— Could intercellular signaling confound or explain observed cytokine
responses?
— Are current assays sufficient to separate intrinsic vs. extrinsic effects?
3. Recommend Additions
- Suggest experiments (e.g., co-culture, transwell) to isolate signaling
effects.
— Recommend including spatial transcriptomics if necessary.

Omics Modality Expert
Expert Role Setting

Omics Modality Expert

You are acting as an Omics Modality Expert in a multi-agent model evaluation
system. Your role is to assess whether the chosen data modality (e.g., RNA-
seq, ATAC-seq, protein) is suitable for capturing the effects of the
specified perturbation.

You will receive a task analysis report that includes:

— A single-cell perturbation dataset with modality metadata.

- Task objective and prediction targets.

- Optional: known regulatory links (e.g., enhancer-promoter pairs, TF motifs,
signaling cascades) .

Your objectives:
1. Evaluate Signal Availability
— Is the measured modality expected to show downstream effects of the
perturbation?
- Are known markers or targets captured by the modality?
2. Assess Measurement Resolution
— Does the modality offer sufficient resolution (gene-level, peak-level,
surface protein) to model the task?
3. Suggest Modality Enhancements
- Recommend complementary modalities (e.g., ATAC + RNA) if needed.
- Propose targeted panels or multi-omics techniques to improve
interpretability.
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G. Detailed outputs from scAgents
G.1. Data Parser

The input is Norman et al. (Norman et al., 2019) Dataset in h5ad format.

Data Parser Output

Modality:RNA Perturbation type:CRISPRa

dataset_index: filtered

Title: Exploring genetic interaction manifolds constructed from rich single-cell
phenotypes

Organisms: Homo sapiens

Modality = Data type: RNA

Method: Perturb-seq

Tissues: K562

Perturbation: CRISPRa

disease: chronic myelogenous leukemia

celltype: lymphoblasts

tissue type: cell_line

Mini-Abstract (loosely summarized original Abstract): Here, the authors present
an analytical framework for interpreting high-dimensional landscapes of cell
states (manifolds) constructed from transcriptional phenotypes. They applied
this approach to Perturb-seq profiling of strong genetic interactions (GIs)
mined from a growth-based, gain-of-function GI map. Exploration of this
manifold enabled ordering of regulatory pathways, principled classification
of GIs (e.g., identifying suppressors), and mechanistic elucidation of
synergistic interactions. Finally, they applied recommender system machine
learning to predict interactions, facilitating exploration of vastly larger
GI manifolds.

‘‘Y‘contains
guide_id read_count UMI_count coverage gemgroup
nperts ngenes ncounts percent_mito
percent_ribo

TTGAACGAGACTCGGA ARID1A_NegCtrlO;ARIDIA NegCtrlO 28684 1809 15.856274 2 ... 1
3079 15097.0 5.815725 33.569583
CGTTGGGGTGTTTGTG BCORL1_NegCtrl0;BCORL1_NegCtrlO 18367 896 20.498884 7 ... 1 2100
8551.0 4.104783 45.842592
GAACCTAAGTGTTAGA FOSB_NegCtrlO;FOSB_NegCtrl0 16296 664 24.542169 6 ... 1 2772
10999.0 5.655060 17.801618
CCTTCCCTCCGTCATC SET_KLF1;SET_KLF1 16262 850 19.131765 4 ... 2 5385 38454.0
4.335050 38.165080
TCAATCTGTCTTTCAT OSR2_NegCtrl0;OSR2_NegCtrl0 16057 1067 15.048735 2 ... 1 4869
27926.0 5.084867 32.317554
TTTGCGCAGTCATGCT RHOXF2_NegCtrlO;RHOXF2_NegCtrlO 1 1 1.000000 2 ... 1 1853 5192.0
5.508475 31.798921
TTTGCGCCAGGACCCT BCL2L11_BAK1;BCL2L11_BAKl 1 1 1.000000 3 ... 2 3508 15704.0
6.718034 38.334182
TTTGCGCGTACTTGAC-1 CNN1_NegCtrlO;CNN1l_NegCtrlO 1 1 1.000000 3 ... 1 3609 15054.0
5.633054 29.440680
TTTGCGCTCTCGCATC-1 CEBPB_OSR2;CEBPB_OSR2 1 1 1.000000 6 ... 2 2576 6825.0
2.695971 16.879121
TTTGGTTGTTCCGTCT MAP2K3_MAP2K6;MAP2K3_MAP2K6 1 1 1.000000 2 ... 2 2499 8331.0

5.617573 34.785740

[111445 rows x 20 columns]

obs

Index (["guide_id’, ’'read_count’, ’'UMI_count’, ’'coverage’, ’'gemgroup’,
"good_coverage’, ’'number_of_ cells’, ’'tissue_type’, ’'cell_line’,
"cancer’, ’disease’, ’'perturbation_type’, ’'celltype’, ’'organism’,
"perturbation’, ’'nperts’, ’‘ngenes’, ’‘ncounts’, ’'percent_mito’,
"percent_ribo’],

dtype='object’)
good_coverage number_of_cells tissue_type cell_line
perturbation_type celltype organism perturbation

TTGAACGAGACTCGGA True 1 cell _line K562 ... CRISPR lymphoblasts human ARID1A

CGTTGGGGTGTTTGTIG True 1 cell_line K562 ... CRISPR lymphoblasts human BCORL1
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GAACCTAAGTGTTAGA True 1 cell line K562 ... CRISPR lymphoblasts human FOSB

CCTTCCCTCCGTCATC True 1 cell _line K562 ... CRISPR lymphoblasts human SET_KLF1

TCAATCTGTCTTTCAT True 2 cell_line K562 ... CRISPR lymphoblasts human OSR2

TTTGCGCAGTCATGCT False 0 cell_line K562 ... CRISPR lymphoblasts human RHOXF2

TTTGCGCCAGGACCCT False 0 cell_line K562 ... CRISPR lymphoblasts human
BCL2L11_BAK1

TTTGCGCGTACTTGAC-1 False 0 cell_line K562 ... CRISPR lymphoblasts human CNN1

TTTGCGCTCTCGCATC-1 False 0 cell_line K562 ... CRISPR lymphoblasts human
CEBPB_O0OSR2

TTTGGTTGTTCCGICT False 0 cell_line K562 ... CRISPR lymphoblasts human

MAP2K3_MAP2K6
[111445 rows x 10 columns]

var

ensemble_id ncounts ncells
RP11-34P13.3 ENSG00000243485 29.0 29
FAM138A ENSG00000237613 0.0 O
OR4F5 ENSG00000186092 0.0 O
RP11-34P13.7 ENSG00000238009 266.0 265
RP11-34P13.8 ENSG00000239945 10.0 10
AC233755.2 ENSG00000277856 0.0 0
AC233755.1 ENSG00000275063 0.0 O
AC240274.1 ENSG00000271254 11735.0 10835
AC213203.1 ENSG00000277475 0.0 O
FAM231B ENSG00000268674 0.0 O

[33694 rows x 3 columns]

shape
(111445, 33694)

ANANRY

G.2. Agentic Retrieval

Task Analysis

Example Agentic Retrieval Output

Keywords: Norman Weissman 2019 Perturb-seq CRISPRa K562 single cell perturbation
prediction

Round 1: Initial DFS Search (one example branch)
Keywords: single cell perturbation prediction (what is -> how to solve)

Learning single-cell perturbation responses using neural optimal transport...({
Nature Link}
Modeling and predicting single-cell multi-gene perturbation responses...{PMC Link

Explainable modeling of single-cell perturbation data using Bayesian hierarchical
modeling...{Cell Press Link}
A Multiplexed Single-Cell CRISPR Screening...{Cell Press Link}

Predicting transcriptional outcomes of novel perturbations...{PMC Link}

Modeling and predicting single-cell multi-gene perturbation responses...{PMC Link
}

Exploring genetic interaction manifolds...{PMC Link}

Predicting transcriptional outcomes of novel perturbations...{PMC Link}

In-silico biological discovery with large-scale perturbation data{arXiv Link}

DeepChrome 2.0: Investigating and modeling chromatin accessibility...{arXiv Link}

Predicting the genetic component of gene... {arXiv Link}

A genome-scale deep learning model to pre...{arXiv Link}

Attention-based Interpretable Regression...{arXiv Link}

GATES: Graph Network...{arXiv Link}
GRNFormer: Biologically...{arXiv Link}

Round 2: BFS Search (one example branch)
Key words:state-of-the—-art models for single-cell perturbation prediction
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GEARS: Predicting transcriptional outcomes of novel multi-gene perturbations({
nature Link}

scGPT: Is language all you need for modeling single-cell perturbation responses({
nature Link}

Geneformer - BioNeMo Framework for Genomic Language Modeling{nature link}

Efficient Fine—-Tuning of Single-Cell Foundation Models for Perturbation
Prediction...{arXiv Link}

Multicell-Fold: geometric learning in folding...{PMC Link}

Variational Mixtures of ODEs for Inferring Cellular...{ICML}

DeepChrome 2.0: Investigating and modeling chromatin accessibility...{arXiv Link}
Predicting the genetic component of gene...{Bioinformatics}
A genome-scale deep learning model to pre...{PMC Link}

Round 3: DFS Search (one example branch)

Keywords: GEARSscGPTGeneformerMulticell-FoldDeepChrome 2.0...

GEARS: Predicting transcriptional outcomes of novel multi-gene perturbations({
nature Link}

Predicting transcriptional outcomes of novel multigene perturbations with GEARS
...{nature Link}

snap-stanford/GEARS {Github Link}

scGPT: Is language all you need for modeling single-cell perturbation responses{
nature Link}

bowang-lab/scGPT{Github Link}

Geneformer - BioNeMo Framework for Genomic Language Modeling{nature link}

jkobject/geneformer {Github Link}

Multicell-Fold: geometric learning in folding...{PMC Link}

bm2-lab/scPerturBench{Github Link}

DeepChrome 2.0: Investigating and modeling chromatin accessibility...{arXiv Link}

DeepChrome/DeepChrome?2.0{Github Link}

Round 4: BFS Search (one example branch)

Keywords: TransformerVAE... (used by models for single-cell perturbation
prediction)

TransVAE: Giving Attention to Generative VAE Models for De Novo Molecular Design{
https://github.com/oriondollar/TransVAE} {GitHub Link}

Transformer Graph Variational Autoencoder for Generative Molecular Design{https
://www.biorxiv.org/content/10.1101/2024.07.22.604603v1.full.pdf}{Paper Link}

A novel molecule generative model of VAE combined with Transformer{https://arxiv.
org/pdf/2402.11950} {arxiv Link}

A Graph VAE and Graph Transformer Approach to Generating{https://arxiv.org/abs
/2104.04345} {arxiv Link}

Large Scale GNN and Transformer Models and for Genomics{https://gdata.github.io/
deep2Read//talks-mb2019/Jack_20190530-LargeScaleGNNTransformer.pdf}

Round 5: DFS Search
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G.3. Task Analysis Report

Data Analyst Output

Task Analysis

### Introduciton

— x*xModalities**: RNA (single-cell RNA-seq)
- **xPerturbation Type**: CRISPRa (activation)
— xxConditionsxx: 1,092 unique perturbation conditions including:
- 105 single-gene perturbations
- 131 paired-gene perturbations
— xxTimepoints**: Not explicitly reported (likely single timepoint)
— x*xReplicates**: Present (multiple cells per perturbation condition)
— xxBatchesxx: Likely present due to sequencing logistics
— x*xCell Types#**: K562 cells (chronic myelogenous leukemia cell line)
— *xx0Organismxx: Homo sapiens
— xxDescription*x: This Perturb-seq experiment profiles transcriptional responses
in K562 cells following CRISPRa perturbations. The dataset captures both
single and paired genetic perturbations, providing insight into genetic
interaction networks.

### Data Properties

— xxNumber of Cellsx*x: 111,445
— xxNumber of Genesxx: 33,694
— *x*xFeaturesx*x:
— x*RNA**: 33,694 genes
— xxATACx**: Not available
— x*xProteinx*: Not available
— xxPerturbation Targetsxx:
— xxUnique Perturbationsxx: 105 single genes and 131 gene pairs
- x*xTarget Typexx*: Genes and gene pairs
- xxCoveragexx: Sparse (many genes show no expression change)
- xxModality Completenessx*x: RNA data available for all cells with appropriate
quality control metrics
x**xMetadata Completenessxx: Comprehensive perturbation annotations, technical
covariates (UMI_count, percent_mito, percent_ribo), and cell barcodes
— xxPreprocessing Requiredxx:
— Normalization of UMI counts
- Log-transformation of expression values
- Filtering of lowly expressed genes
— Batch effect correction

### Quality Assessment

- xxData Sparsityxx: 78% of gene expression values are zero due to dropout events
and biological sparsity

— xxBatch Effectxx: Potential technical variability from different sequencing
runs

x**Replicate Consistencyxx: Not explicitly reported but suggested by
reproducibility of common perturbations
— *x*xKnown Issuesx*x:
- Extreme class imbalance (some perturbations appear only once)
— High dimensionality with 33,694 genes per output
— Technical noise inherent to single-cell sequencing
— *xStrengthsx*x*:
— Rich perturbation annotations with precise gene targeting
- Large number of profiled cells providing statistical power
— Comprehensive technical covariates enabling noise correction
— xxLimitationsxx:
— High dimensionality challenges
- Sparse perturbation distribution
— Potential confounding from clonal expansion

### Recommendations

— xxPreprocessing Stepsx*x:
— Filter genes with fewer than 10 counts across all cells
— Normalize UMI counts using library size factors
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- Apply log-transformation (loglp) to expression values
- Combat batch effects using Harmony or Scanorama
— **xModeling Considerationsxx*:
- Focus modeling efforts on the top 5,000-10,000 variable genes
— Use sparse—aware models (e.g., sparse neural networks)
- Incorporate technical covariates as model inputs
- Implement data augmentation for rare perturbations
— xx0Open Questionsxx:
- Optimal representation of paired perturbations in model architecture
— Strategies for handling extreme class imbalance in training
- Best practices for integrating technical covariates

### Refinement Suggestions

— Investigate the impact of clonal expansion on expression profiles

— Assess the quality of rare perturbation data for potential filtering

- Explore data augmentation techniques for underrepresented perturbations
— Develop quality control metrics specific to Perturb-seq data

Problem Investigator Output

Task Analysis

### Biological Question

How do genetic perturbations propagate through gene regulatory networks to alter
the transcriptional landscape of K562 cells, and can we predict these changes
for novel perturbations and cellular contexts?

### Hypothesis Statement

A predictive model can accurately estimate post-perturbation gene expression
profiles by learning the complex relationships between baseline cell states,
genetic perturbations, and transcriptional responses, including non-linear
genetic interaction effects.

### Task Formulation

— *xInput*x*:

- Baseline gene expression profile (33,694 genes)

— Perturbation identities (single or paired genes)

— Technical covariates (UMI_count, percent_mito, percent_ribo)
— *xOutput*x*:

— Post-perturbation gene expression profile (33,694 genes)
— xxTask Typexx:

— High-dimensional regression with combinatorial inputs

### Justification

- x*xBiological Relevancexx:
— Understanding genetic interactions is fundamental to deciphering cellular
response networks
- Mapping genotype-phenotype relationships at single-cell resolution
— Predicting cellular responses to novel perturbations accelerates functional
genomics research
— xxData Suitabilityx*x*:
— Rich perturbation annotations enable supervised learning approaches
— Single-cell resolution captures heterogeneity in cellular responses
— Coverage of both single and paired perturbations allows study of genetic
interactions
- xxExpected Challengesx*x*:
— High-dimensional output space with 33,694 genes per prediction
— Non-linear genetic interactions requiring complex model architectures
— Generalization to unseen perturbations and cellular contexts
— Technical noise and dropout events in single-cell data

### Evaluation Plan

— xxMetricsxx*:
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— Pearson Correlation Coefficient (PCC) across all genes and on top 1,000
differentially expressed genes (DE)

— Mean Squared Error (MSE) across all genes and for differentially expressed
genes

- R score across all genes and for differentially expressed genes
— **xBaselines to Considerxx:
— Linear regression models with gene-level outputs
— Gene-wise neural networks
— Graph neural networks using known regulatory interactions
— x*xValidation Strategy#x:
— Stratified group k-fold cross-validation holding out entire perturbation
conditions
— Separate validation sets for unseen single-gene and paired perturbations
— Baseline profile holdout sets to test generalization to new cellular contexts

### Open Questions

— Optimal representation of paired perturbations in model architecture

— Strategies for handling extreme class imbalance during training

— Incorporation of technical covariates into model architecture

— Best practices for defining differentially expressed genes in this context

Baseline Assessor Output

Task Analysis

### Literature Overview

— x*xPerturbation Typesx*x*:
— CRISPRi (interference)
— CRISPRa (activation)
- *xxExisting Methodsx*x*:
— GEARS: Graph neural network with gene interaction modeling
- scGPT: Transformer architecture for single-cell data
— Geneformer: Pretrained transformer for genomics
— scLAMBDA: Variational autoencoder for perturbation prediction
— %*%VAE (Variational Autoencoder) «*: Probabilistic model for learning latent
representations of cellular states
— xxTechnical Trendsxx:
- Transformer architectures for capturing long-range dependencies
— Graph neural networks for explicit gene interaction modeling
— Variational autoencoders for probabilistic modeling of cellular states
- Hybrid models combining multiple data modalities
— Deep generative models for data augmentation and uncertainty quantification

### Candidate Models
#### GEARS (Gene Network Embedding for Perturbation Response Prediction)

— xxArchitecturex*: Graph Neural Network (GNN) combined with Multi-Layer
Perceptron (MLP)
— xxStrengthsxx:
— Explicitly models gene dependencies using known regulatory interactions
- Handles combinatorial perturbations through graph propagation
- Demonstrated success in previous Perturb-seq challenges
— xxWeaknessesxx*:
— Relies on external gene interaction databases
— May overfit to common perturbations with limited generalization
— Computationally intensive for full transcriptome modeling
— xxBiological Applicabilityxx:
— Captures genetic interactions and regulatory relationships
— Models enhancer-promoter relationships in K562 cells
— Provides interpretable gene importance scores

#### scGPT (Single-Cell Generative Perturbation Transformer)

— xxArchitecturexx: Transformer with multi-head self-attention

— xxStrengthsxx:
- Captures long-range gene interactions without relying on external databases
- Robust to technical noise through attention mechanisms
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— Handles variable numbers of perturbations naturally
**Weaknessesx*x*:

- Requires extensive pretraining on large datasets

— Computationally demanding for full transcriptome modeling

- May struggle with extreme class imbalance

**xBiological Applicability#*x:

— Models context-dependent transcriptional responses

— Handles sparse data efficiently through attention mechanisms
- Provides gene importance scores through attention weights

#### Enformer (Enhancer former)

**Architecturex*: Dilated Convolutional Neural Network (CNN)

**Strengthsxx:

- Effective at modeling sequence-to-expression relationships

- Provides interpretable feature importance scores

— Computationally efficient compared to transformer architectures

xxWeaknessesx*x*:

— Requires DNA sequence input not directly applicable to post-transcriptional
perturbations

— Limited ability to model combinatorial genetic effects

— Not designed for single-cell data with technical covariates

*xBiological Applicability#*=:

— Predicts expression changes from DNA sequence modifications

— Limited utility for CRISPRa perturbations affecting post-transcriptional
regulation

### Recommended Baselines

#### Graph Neural Network (GNN) with Gene Interaction Modeling

**xRationalexx: Explicitly models gene dependencies and can incorporate known
regulatory interactions while remaining flexible to learn from data
*xImplementation Detailsx*x:
— Use PyTorch Geometric for efficient graph operations
— Construct gene interaction graphs from public databases (e.g., STRING,
BioGRID)
- Implement separate graph branches for regulatory and co-expression
relationships
— Include attention mechanisms to weight different interaction types
- Embed perturbation identities using learned gene embeddings
— Concatenate baseline expression features with perturbation embeddings
- Apply multiple GNN layers followed by dense layers for prediction
**Evaluation Metricsxx: PCC, MSE, R
x**Biological Relevancexx: Captures genetic interactions and regulatory
mechanisms, providing insight into how perturbations propagate through
networks

#### Transformer Architecture with Gene Positional Encoding

x**Rationalexx: Capable of discovering complex gene interactions without relying
on external databases, with architectural flexibility for different input

modalities

*xImplementation Detailsx*x:

— Use PyTorch with Hugging Face transformer libraries

Encode genes as positional tokens with expression values

- Implement specialized embeddings for perturbed genes

- Apply layer normalization and residual connections

— Use mixed precision training to handle large output dimensions

— Implement masking for rare perturbations during training

- Apply attention pooling to focus on biologically relevant genes

**Evaluation Metricsxx: PCC, MSE, R

x**Biological Relevancexx: Models context-dependent responses and technical
noise robustly, providing flexibility to adapt to different biological
questions

###4# VAE (Variational Autoencoder)

*xArchitecturex*: Encoder-decoder architecture with probabilistic latent space
*xStrengthsxx:
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— Models uncertainty in cellular states and perturbation responses
- Effective for data augmentation through generation of new cellular states
— Provides compressed latent representations for downstream analysis
— Handles sparse and noisy single-cell data well
- xxWeaknessesxx:
- May oversimplify complex biological relationships in latent space
- Requires careful tuning of KL divergence weighting
— Potential blurring of distinct cellular states in latent space
— x*xBiological Applicabilityxx:
— Captures multimodal distributions of cellular responses
— Enables exploration of cellular state transitions following perturbations
- Provides robust representations for classifying cellular phenotypes

VAE with Perturbation Conditioning:

- x*xRationalex**: Models uncertainty in cellular responses and provides robust
latent representations for downstream analysis while enabling data
augmentation

— xxImplementation Detailsxx:

— Use PyTorch for flexible probabilistic modeling

- Implement encoder-decoder architecture with probabilistic latent space

— Include perturbation identities as conditional inputs to the decoder

— Apply beta-VAE regularization to balance reconstruction and latent space
regularization

- Implement sparse VAE modifications to handle zero-valued genes

— Use importance weighting for rare perturbations during training

- Apply latent space interpolation to explore cellular state transitions

- xxEvaluation Metricsx+x: PCC, MSE, R, ELBO (Evidence Lower Bound)

— xxBiological Relevancex*x*: Captures multimodal distributions of cellular
responses, enables exploration of cellular state transitions, and provides
robust representations for classifying cellular phenotypes

### Evaluation Framework

— x*xPrimary Metricsxx*:
— PCC for differentially expressed genes
- MSE for differentially expressed genes
- R for differentially expressed genes
- xxSecondary Metricsx*x:
— Global PCC across all genes
- Global MSE across all genes
— Classification accuracy for key gene up/down regulation
- ELBO for VAE models
- x*xValidation Strategy=*=*: Stratified group k-fold cross-validation holding out
entire perturbation conditions
— xxTest Scenariosxx:
— Unseen single—gene perturbations
— Unseen paired perturbations with one known gene
— Completely novel gene pairs
- Baseline profiles from held-out cell subsets

### Improvement Suggestions

— xxTechnicalx*x:
— Incorporate attention mechanisms to focus on biologically relevant genes
— Apply data augmentation for rare perturbations (e.g., mixup, elastic
deformation)
- Use mixed precision training to reduce memory requirements
— Implement gradient checkpointing for deeper architectures
- Experiment with different VAE architectures (e.g., VAE-GCN, VAE-Transformer)
- xxBiologicalx*x:
— Integrate known regulatory interactions as model priors
- Focus modeling efforts on biologically relevant gene subsets
— Model cell cycle effects using phase markers
— Incorporate chromatin accessibility information when available
- Use VAE latent space for phenotypic classification and clustering
— xxComputationalxx:
- Optimize for sparse operations to handle zero-valued genes efficiently
- Implement efficient parallel processing strategies
— Use model pruning to reduce parameters while maintaining performance
- Apply distributed training for VAE models with large latent spaces
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Crtic Refinement Output

Task Analysis

### Summary

- xxBiological Contextxx: Predicting transcriptional responses to CRISPR
perturbations in K562 cells requires modeling complex genetic interactions
and cellular context dependencies while generalizing to novel perturbations

— xxTechnical Requirementsx*x: Handling high-dimensional sparse data, extreme
class imbalance, and the need for inductive generalization

- xxRefinement Overviewxx: Integration of dataset analysis, problem formulation,
and baseline recommendations into a cohesive analysis plan with aligned
terminology and evaluation metrics

### Task Definition

— x*xInput Modalitiesxx*:
- Baseline gene expression profile (33,694 genes)
- Perturbation identities (single or paired genes)
— Technical covariates (UMI_count, percent_mito, percent_ribo)
- xxQutput Targets+**: Post-perturbation gene expression profile (33,694 genes)
- xxTask Typexx: High-dimensional regression with combinatorial inputs
— x*xBiological Significancexx: Enables understanding of genetic interaction
networks and prediction of cellular responses to novel perturbations

### Baseline Models

— xxRecommended Modelsx*x:
— Graph Neural Network (GNN)
— Transformer Architecture
- VAE with Perturbation Conditioning
— xxModel Comparisonsx*x:
— GNNs excel at explicit gene interaction modeling using known regulatory

networks

— Transformers offer flexible interaction discovery without relying on external
databases

- VAEs provide probabilistic modeling of cellular states and enable data
augmentation

— xxImplementation Detailsxx:
— Implement GNNs with PyTorch Geometric using gene interaction graphs derived
from prior knowledge
- Implement Transformers with PyTorch/Hugging Face using gene positional

encoding

— Implement VAEs with PyTorch using conditional latent spaces for perturbation
modeling

— Include specialized embeddings for perturbations and normalize technical
covariates

- Apply mixed precision training and gradient checkpointing for efficiency
### Constraints

— xxDataset Limitationsxx:
- Class imbalance with rare perturbations appearing only once
- Data sparsity with 78% zero-valued genes
— Potential batch effects from different sequencing runs
— xxTechnical Constraintsxx*:
— Computational resources for training large models on full transcriptome data
— Model interpretability regquirements for biological validation
— *xxBiological Constraintsxx:
— Need for generalization to unseen perturbations and cellular contexts
— Model must align with known regulatory mechanisms where possible
- Focus on biologically relevant gene subsets to avoid overfitting

### Evaluation

— x*xPrimary Metricsxx:
— PCC across all genes and for differentially expressed genes (top 1,000)
— MSE across all genes and for differentially expressed genes
- R across all genes andfor differentially expressed genes
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- x*xValidation Strategy=*=*: Stratified group k-fold cross-validation holding out
entire perturbation conditions
— xxTest Scenariosx*x*:
— Unseen single—gene perturbations
— Unseen paired perturbations with one known gene
— Completely novel gene pairs
— Baseline profiles from held-out cell subsets

Final Report

Task Analysis

Task Analysis

# Biological Objective

Predict post-perturbation gene expression profiles in K562 cells to understand
genetic interaction networks and enable discovery of novel regulatory
mechanisms. This work aims to develop a computational tool for exploring
genetic interaction manifolds, accelerating functional genomics research and
therapeutic target discovery.

# Technical Approach
Develop high-dimensional regression models incorporating baseline expression,
perturbation identities, and technical covariates. The models must explicitly
handle sparse data, extreme class imbalance, and demonstrate inductive
generalization to novel perturbations and cellular contexts. The plan
includes exploration of deterministic models (GNNs, Transformers) and
probabilistic models (VAEs) to capture different aspects of cellular response
variability.

# Dataset Characterization

## Origin

Norman et al. (2019) Perturb-seq dataset (GEO: GSE133344).

Key Features

Number of Cells: 111,445

Number of Genes: 33,694

Perturbation Conditions: 1,092 unique conditions (105 single genes, 131 gene
pairs)

Technical Covariates: UMI_count, percent_mito, percent_ribo

## Challenges

Class Imbalance: Rare perturbations appear only once.

Data Sparsity: 78% zero-valued genes due to dropout events.

Technical Noise: Inherent to single-cell sequencing.

Batch Effects: Potential variability from different sequencing runs.

# Problem Formulation
## Biological Question

How do genetic perturbations propagate through gene regulatory networks to alter
the transcriptional landscape of K562 cells, and can we predict these changes
for novel perturbations and cellular contexts?

## Hypothesis Statement

A predictive model can accurately estimate post-perturbation gene expression
profiles by learning the complex relationships between baseline cell states,
genetic perturbations, and transcriptional responses, including non-linear
genetic interaction effects.

## Task Definition

### Input:

Baseline gene expression profile (33,694 genes)

Perturbation identities (single or paired genes)

Technical covariates (UMI_count, percent_mito, percent_ribo)

### Output:
Post-perturbation gene expression profile (33,694 genes)

###Task Type:
High-dimensional regression with combinatorial inputs
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## Justification

Biological Relevance:

Understanding genetic interactions is fundamental to deciphering cellular
response networks

Mapping genotype-phenotype relationships at single-cell resolution

Predicting cellular responses to novel perturbations accelerates functional
genomics research

Data Suitability:

Rich perturbation annotations enable supervised learning approaches

Single-cell resolution captures heterogeneity in cellular responses

Coverage of both single and paired perturbations allows study of genetic
interactions

Expected Challenges:

High-dimensional output space with 33,694 genes per prediction

Non-linear genetic interactions requiring complex model architectures

Generalization to unseen perturbations and cellular contexts

Technical noise and dropout events in single-cell data

The model’s performance will be evaluated under two key scenarios to assess its
generalizability:

— Unseen Perturbations: The model should be able to accurately predict the
effects of CRISPRi targeting genes or gene pairs that were not included in
the training data. This scenario tests the model’s ability to extrapolate its

learned knowledge to novel genetic manipulations.

— Unseen Cell Contexts: The model should be capable of predicting the response to
a perturbation in cells with baseline gene expression profiles that were not
observed during the training phase. This evaluates the model’s robustness to
the inherent heterogeneity within the K562 cell population.

# Baseline Model Analysis

**SOTA**: GEARS achieves best Pearson correlation in combinatorial prediction
tasks but violates the "no external database" constraint

Below are detailed critiques of each baselines shortcomings in the context of the
AdamsonWeissman UPR CRISPRi dataset, followed by concrete
recommendationsgrounded in recent literaturefor how to overcome them. Each
point is supported by highquality citations.

1., SC=GRPT
*xShortcomings: x*

1) . »xDiscrete Perturbation Tokens:** SC-GPT treats each perturbation (e.g. a
specific dualguide combination) as a unique token. It cannot form embeddings
for guide sets unseen in pretraining, so it fails on novel combinations

2) . *xNo Zero-Inflated Modeling:** SC-GPTs Gaussian or cross-—-entropy losses dont
account for dropoutdriven zeros common in scRNA-seq, causing biased
predictions for low-UMI cells

3) . xxParameter Bloat for Dense Output:** Extending SC-GPTs languagemodel head to

35 kdimensional gene outputs inflates parameters, hindering training
efficiency and generalization

2. GeneFormer

**Shortcomings: *

1) . »*xSingle—-Gene Focus:** GeneFormer has been validated primarily on singlegene
knockouts, lacking mechanisms to **composex** multiple guide embeddings for
combinatorial CRISPRi

2) . *xStatic Graph Priors:xx It uses a fixed genegene network that doesnt adapt
to perturbationinduced regulatory rewiring in the UPR pathway, limiting
dynamic response modeling

3. *xScalability Issues:xx Fullgraph attention over 35 k genes is intractable, so

practical implementations subsample to 25 k genesdiscarding potentially
important UPR regulators

3. DEEP (Plain MLP)

**Shortcomings: **

1) . »xIgnores Gene Covariance:xx Treats each gene independently, missing co-
regulation patterns (e.g., ATF6XBPl axis in UPR)
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2).

3).

4.

*xOverfitting Risk:xx Millions of parameters on 35 k inputs with limited
replicates per combination leads to memorization, not generalization to

unseen guide sets

*xNo Interpretability:xx Provides no insight into which genes or interactions
drive predictions, unlike graph-based or attention-based models.

GEARS

*xShortcomings: x*

1).

2) .

3) .

*xExternal Knowledge Dependency:xx GEARS integrates a genegene knowledge
graph (e.g., from STRING or GO) to regularize embeddings, which violates our
no external database constraint

*xFixed Graph Structure:** The perturbation relationship graph in GEARS is
static, not conditioned on cell-state or UPR context, limiting dynamic
response capture.

x*xHeavy GNN Overhead:x* Graph neural network message passing on 35 k nodes
multiple perturbations incurs high memory and compute costs, impractical for
largescale CRISPRi screens.

Recommendations for Improvement

1,

*+Factorized Perturbation Embeddingsxx

— xxApproach: xx
Learn a separate embedding $e_{g}$ for each guide $g$. Represent a
perturbation set $P$ by a xxlearned nonlinear compositionxx.

— xxBenefit:*x* Zeroshot support for unseen guide combinations via embedding
arithmetic, as demonstrated by CPA and scGen

*xZero-Inflated Negative Binomial (ZINB) Lossxx*

— **Approach:+«x Replace MSE with a **ZINB lossx* that models both dropout
probability and overdispersion per gene.

— x*xBenefit:xx Accounts for scRNA-seqg technical noise, improving prediction in
low—-UMI cells (e.g., 162 median UMI)

**xLearned Dynamic Graph Priorsxx

— xxApproach:** Instead of a fixed PPI graph, xxlearn genegene affinity
weights** from data using a **Gaussian kernel** on baseline coexpression,
then refine during training.

— xxBenefit:x* Captures UPR pathway rewiring under CRISPRi; avoids external
databases (matches constraints)

**xContrastive Pretrainingx*x
— xxApproach: xx*

Pretrain an encoder on (x,0) vs. (x,p) pairs with an **InfoNCE contrastive
lossxx, pulling matched baselineperturbed embeddings together and pushing
apart random mismatches.

— *x*xBenefit:*x Disentangles baseline state from perturbation effect; enhances
generalization to unseen contexts like new guide sets or cellcycle states

**Neural ODE or OT Trajectory Modulexx

— **xApproach:*x For multiguide dynamics, model latent drift via a **neural ODE
*x $dz/dt=f (z,hP)dz/dt = f(z,h_P)$ or x+optimaltransport regularizationxsx
linking $(x,p)\to(x,p’)S$.

— x*Benefit:+x Enforces smooth interpolation/extrapolation between
perturbation levels (01 guide,, 4 guides), capturing graded UPR responses

**Perturbation-Guided Attention Decoderx*x*

— xxApproach:xx Use a **crossattentionxx layer where query = latent state, key
/value = perturbation embedding $h_P$, then an attentionaugmented decoder
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to weight genes most impacted by UPR factors (e.g., ATEF6 targets).

- xxBenefit:xx Focuses model capacity on biologically salient genes; improves
interpretability and reduces parameter count

**xImplementing these enhancementsxxfactorized, compositional embeddings; ZINB

loss; datadriven graph priors; contrastive pretraining; latent ODE/OT modules
and perturbationguided attentionwill address the key limitations of SC-GPT,
GeneFormer, DEEP, GEARS. This integrated architecture can robustly predict
singlecell transcriptomic responses to both seen and unseen CRISPRi
perturbations in the UPR pathway, while respecting the no external database
constraint and modeling lowsignal, highsparsity regimes.

’
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G.4. Graph based discussion

Graph Based Discussion Output

Round 1

**xData Preprocessing Expert**: The dataset contains over 1000,000 cells and
33,000 genes. It’s quite large and very sparse. I propose starting with log-
normalization to handle the skewness in the data. We could also use PCA for
dimensionality reduction to capture the main sources of variation. Maybe
around 100-200 principal components would be a good starting point. What do
you all think?

**Model Architecture Expert**: I agree with the preprocessing steps. Given the
complexity of gene regulatory networks, a graph neural network (GNN) might be
suitable to capture gene interactions. However, constructing the gene
interaction graph is challenging. We could start with a simple graph based on
prior knowledge like protein-protein interaction networks. But our task is
to predict the effects of unseen perturbations, so the model needs to be
flexible enough to handle new genes not in the training set. Maybe combining
a GNN with gene embeddings could work. The embeddings can capture functional
similarities between genes.

**Training and Optimization Expert**: Training a GNN on this scale will be
computationally intensive. We need an efficient training strategy. I suggest
using a learning rate scheduler to adjust the learning rate during training.
Also, to prevent overfitting, especially with the high dimensionality,
dropout layers should be incorporated. Given the potential class imbalance in

the perturbation types, we might need to use weighted loss functions or some
form of resampling.

*+Self-Critic+*: The ideas so far are good, but I’'m concerned about the model’s
ability to generalize. The GNN relies heavily on the quality of the gene
interaction graph. If the graph is incomplete or inaccurate, it could
negatively impact the predictions. Also, the embeddings might not capture all

the necessary biological information. Maybe we should consider a more data-
driven approach for constructing the gene interactions instead of relying
solely on prior knowledge.

**xPathway Analyst*+: From a biological standpoint, it’s crucial to model not just
direct effects of perturbations but also downstream effects. Genes don’t
operate in isolation. A perturbation to one gene can have cascading effects
on many others. The model should ideally capture these dynamic changes. Also,
cell-to-cell variability is significant in single-cell data. The model needs

to account for this inherent noise.

**xDeep Learning Expertxx: I think incorporating attention mechanisms could help
the model focus on the most relevant genes for each perturbation.
Transformers have been successful in other areas of bioinformatics,
particularly in capturing long-range dependencies. Maybe a hybrid model that
combines transformer architecture with GNNs would be powerful. The
transformer can handle the gene expression data and the GNN can model the
interactions. Also, using a multi-task learning approach where the model
predicts both the gene expression changes and the perturbation type could
improve performance.

*%Criticxx: The initial plan covers several important aspects, but the model’s
generalization to unseen perturbations remains a critical issue. The proposed
GNN with gene embeddings is a solid foundation, but the reliance on prior
knowledge for the gene interaction graph could be a limitation. The data-
driven approach suggested by the Self-Critic could mitigate this. Also, the
training strategy needs to address the high dimensionality and sparsity
effectively. The inclusion of a contrastive learning component, as suggested
by the Deep Learning Specialist, could enhance the model’s ability to
distinguish different perturbation effects. However, the evaluation metrics
should be clearly defined to assess both the predictive accuracy and
biological relevance.
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Graph Based Discussion Output

Round 2

**Data Preprocessing Experts**: I’ve thought more about the preprocessing. Besides
PCA, we could use a variational autoencoder (VAE) for dimensionality
reduction. VAEs are generative models and might better capture the complex
distributions in the data. Also, for handling the sparsity, adding a step to
impute missing values could be beneficial. Maybe using a simple k-nearest
neighbors imputation method.

*xModel Architecture Expert**: I like the idea of combining transformers and GNNs.
For the gene interaction graph in the GNN, perhaps we can construct it
dynamically based on the data. Using the correlations between genes in the
training data to build an adjacency matrix. This way, the graph is data-
driven and doesn’t rely solely on prior knowledge. Also, for the gene
embeddings, we can initialize them with pre-trained embeddings from resources
like Gene2Vec and then fine-tune them during training.

*+*Training and Optimization Expertxx: Regarding training, I suggest using the
AdamW optimizer with a OneCycle learning rate schedule. This schedule helps
in finding a good balance between the learning rate and the number of epochs.

For handling class imbalance, focal loss could be an option. It focuses the
training more on the hard-to-classify examples. Also, implementing gradient
clipping will help prevent exploding gradients, which is important given the
model’s complexity.

**xSelf-Criticxx: While the hybrid model sounds promising, I’m still concerned
about overfitting. With so many components, the model might memorize the
training data. Maybe starting with a simpler model and gradually adding
complexity would be a better approach. Also, how do we validate that the
model’s predictions are biologically meaningful? We need a solid evaluation
strategy beyond just metrics like MSE and PCC.

**xPathway Analyst**: I agree with the need for dynamic modeling. The effects of
perturbations aren’t instantaneous. Maybe incorporating a recurrent component
or using a time-series approach could help model the progression of changes.
Also, including cell cycle phase as a covariate might improve predictions,
as gene expression varies significantly across different phases.

**xDeep Learning Expertxx: I’ve considered the multi-task learning approach more.
The model can have one branch predicting the gene expression changes and
another branch classifying the perturbation type. This forces the model to
learn features that are useful for both tasks. Also, using a contrastive loss

component could help the model distinguish between different perturbation
effects more effectively. The transformer’s self-attention mechanism is
particularly useful for capturing long-range dependencies in gene expression
data, which could be crucial for understanding the downstream effects of
perturbations.

**Criticxx: The revised plan addresses several of my previous concerns. The use
of a VAE for preprocessing and a data-driven gene interaction graph are
positive steps. The multi-task learning and contrastive loss components add
robustness. However, the evaluation strategy still needs clarification. We
should define specific metrics for both predictive performance (MSE, PCC, R2)

and biological relevance (MSE_DE, PCC_DE, R2_DE). Also, the model’s ability
to handle combinatorial perturbations should be explicitly tested.

Graph Based Discussion Output

Round 3

+**Data Preprocessing Expert*x: I’ve further refined the preprocessing steps.
After careful consideration, I believe using a combination of log-
normalization, imputation for missing values, and PCA for dimensionality
reduction will provide a solid foundation for the model. I’ve also added data
augmentation techniques like adding Gaussian noise and random masking to
improve model robustness. The log-normalization step is crucial for handling
the skewness in the gene expression data, while the PCA helps in reducing
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noise and computational complexity.

**Model Architecture Expert**: I’ve updated the model architecture to better

align with the training phases. The model now includes a VAE for the gene
expression data, a separate embedding layer for perturbations, and a
transformer for capturing long-range dependencies. The dynamic graph
construction based on data correlations addresses the concern about prior
knowledge reliance. With the gene embeddings initialized from Gene2Vec, the
model should have a good starting point for capturing gene functionalities.
The VAE is particularly useful for denoising and capturing the complex
distributions in the data.

**Training and Optimization Expertxx: I’ve adjusted the training strategy to

include three phases: 1) VAE pretraining for 20 epochs, 2) Transformer
integration for 30 epochs, and 3) Full fine-tuning with adversarial samples
for 50 epochs. The learning rate scheduling will be adjusted per phase to
optimize training. I’'ve also incorporated focal loss to handle class
imbalance and gradient clipping to prevent exploding gradients. The focal
loss is particularly effective in ensuring that the model pays attention to
hard-to-classify examples.

**xSelf-Criticxx: I’'m more confident now. The plan to start with a simpler model

and incrementally add complexity is reasonable. I’'ve also developed a
comprehensive evaluation strategy that includes comparisons with known
biological pathways and interactions to ensure the predictions make sense
biologically. This validation is crucial for the model’s credibility. The
evaluation strategy will include both quantitative metrics and qualitative
assessments to ensure biological relevance.

**xPathway Analyst**: I'm satisfied with the incorporation of biological

considerations. The model’s ability to capture dynamic changes and the
inclusion of cell cycle phase as a covariate will enhance the biological
relevance of the predictions. I believe this approach will provide valuable
insights into the effects of CRISPRi perturbations. The inclusion of cell
cycle phase as a covariate is particularly important as it helps in
accounting for the inherent biological noise in single-cell data.

*xDeep Learning Expertxx: I’ve implemented the multi-task learning and

contrastive loss components. The model can now predict both gene expression
changes and perturbation types, which should improve performance. I’'ve also
added a recurrent component to model the progression of changes over time.
The multi-task learning approach ensures that the model learns features that
are relevant for multiple tasks, improving its overall generalization
capabilities. The transformer’s self-attention mechanism allows the model to
weigh the importance of different genes dynamically, which is particularly
useful for capturing the complex regulatory networks in single-cell data.

**xCritic*+: The final plan addresses most of the previous concerns. The

preprocessing steps are comprehensive, the model architecture is innovative
and well-justified, and the training strategy is robust. The evaluation
metrics are clearly defined, including both predictive performance (MSE/PCC/
R2) and biological relevance (MSE_DE/PCC_DE/R2_DE). The model’s ability to
handle combinatorial perturbations through the dynamic graph and contrastive
loss is a strong point. I believe this plan has a high likelihood of success.
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G.5. Method Design Research Plan

Graph Based Discussion Output

# Data Preprocessing

Steps:
## Load Data
Load the gene expression matrix and metadata from the Norman et al. (2019)

dataset using appropriate libraries like scanpy or anndata.

## Filter Low—-Quality Cells and Genes
Remove cells with low RNA content or high mitochondrial content.
Filter out genes with low expression across cells.

## Normalize Data

Normalize the gene expression counts to account for differences in sequencing
depth between cells. This can be done using methods like library size
normalization.

## Log-Transformation
Apply log-transformation to the gene expression data to handle skewness.

## Batch Effect Correction
Use methods like harmony or Combat to remove batch effects from the data.

## Feature Selection
Identify highly variable genes (HVGs) to reduce dimensionality. This can be done
using statistical methods to select genes with the highest variability across
cells.

## PCA Dimensionality Reduction
Apply PCA to further reduce the dimensionality of the gene expression data. This
helps in capturing the main sources of variation in a lower-dimensional space.

## Perturbation Encoding

Extract the perturbation information from the dataset’s metadata.

Encode the perturbation information using one-hot encoding initially.
Alternatively, use learned embeddings for each gene in the perturbation.

## Control Sample Handling
Identify and use control cells (unperturbed) to establish baseline gene
expression profiles.

## Data Augmentation
Add Gaussian noise and apply random masking to the data to improve model
robustness.

## Data Splitting
Split the dataset into training, validation, and test sets. Ensure that certain
perturbations are held out for validation and testing to evaluate the model’s
ability to generalize to unseen perturbations and cell contexts.

# Model Design

## Overview

The proposed model is a hybrid neural network architecture designed to predict
post-perturbation gene expression profiles in single cells. It integrates
three key components:

Variational Autoencoder (VAE) for learning robust, low-dimensional
representations of gene expression data.

Graph Neural Network (GNN) for modeling gene-gene interactions using a
dynamically constructed gene regulatory network (GRN) .

Transformer for capturing long-range dependencies and complex patterns in the
fused gene-perturbation representations.

This combination allows the model to handle the high dimensionality, sparsity,
and noise characteristic of single-cell data while providing biological
interpretability through attention mechanisms and graph structures.

## Key Components

1. Variational Autoencoder (VAE) Encoder
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Purpose: To compress high-dimensional gene expression data into a compact latent
representation while capturing the underlying data distribution.

Architecture:

Input layer with size matching the number of principal components (e.g., 128).

Two hidden layers with decreasing dimensions (e.g., 256 128 64).

Output layer producing (mean) and logvar (log variance) for the latent space.

Feasibility: VAEs are well-established for dimensionality reduction and denoising

in scRNA-seq data.

Biological Interpretability: The learned latent space can be analyzed for

biological patterns.

2. Perturbation Embedding Layer

Purpose: To convert perturbation identities (single or paired genes) into dense
vector representations.

Architecture:

Input layer with size matching the number of unique perturbations (one-hot
encoded) .

Embedding layer projecting into a lower—-dimensional space (e.g., 32 dimensions).

Feasibility: Embedding layers are standard for categorical data and reduce
dimensionality.

Biological Interpretability: Similar perturbations will have similar embeddings,
allowing analysis of perturbation relationships.

3. Graph Neural Network (GNN)

Purpose: To model gene regulatory networks (GRNs) and capture gene—-gene
interactions.

Architecture:

Dynamically construct a gene interaction graph using correlations from the
training data.

Use Graph Convolutional Layers to propagate information across the graph.

Feasibility: GNNs are effective for capturing relational data and have been
applied to gene networks.

Biological Interpretability: The learned graph can highlight key regulatory
relationships.

4. Transformer Encoder

Purpose: To capture complex, long-range dependencies in the fused gene-
perturbation representations.

Architecture:

Input layer combining VAE latent vectors and perturbation embeddings.

Multi-head self-attention mechanisms to weigh the importance of different genes.

Feed-forward neural networks for non-linear transformations.

Feasibility: Transformers excel at modeling sequential and complex data patterns.

Biological Interpretability: Attention weights can reveal important gene
interactions.

5. Fusion and Output Layers

Purpose: To combine information from the VAE and perturbation branches and
produce the final prediction.

Architecture:

Concatenate VAE latent vectors and perturbation embeddings.

Dense layers to transform the fused representation into gene expression
predictions.

Feasibility: Concatenation is a simple yet effective fusion strategy.

Biological Interpretability: The final output can be directly compared to
observed gene expression changes.

## Feasibility and Biological Interpretability

### Feasibility

Computational Efficiency: The model uses well-established and optimized
components (VAE, Transformer, GNN) that can be efficiently trained on GPU.

Scalability: The architecture is designed to handle the high dimensionality of
single-cell data while maintaining reasonable computational requirements.

Implementation: The model can be implemented using popular deep learning
frameworks like PyTorch.

### Biological Interpretability
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Attention Mechanisms: The Transformer’s self-attention layers can highlight
important gene interactions, providing insights into regulatory mechanisms.

Perturbation Embeddings: The learned embeddings can be analyzed to understand
relationships between different perturbations.

Gene Regulatory Networks: The GNN component can reveal key regulatory
interactions within the gene network.

Latent Space Analysis: The VAE’s latent space can be visualized to identify
patterns corresponding to biological conditions.

# Training Strategy

## Overview
The training strategy is designed to optimize the model’s ability to predict post
-perturbation gene expression profiles while ensuring generalization to
unseen perturbations and cell contexts. The strategy incorporates several key
components including a custom loss function, advanced optimization
techniques, and mechanisms for monitoring and preventing overfitting.

## Key Components

### 1. Loss Function
**Components#*x*:
- xxReconstruction Loss*x: Measures the difference between the predicted and true
gene expression profiles using Mean Squared Error (MSE).
— xxKL Divergence Lossx*+*: Ensures the learned latent space distribution from the
VAE component is close to a prior distribution (typically a standard normal
distribution) .

**xImplementationx*x:

‘Y'python

def loss_function (output, x, mu, logvar, beta=1.0):
recon_loss = F.mse_loss (output, x)
kl loss = -0.5 % torch.sum(l + logvar — mu.pow(2) — logvar.exp())
kl_loss = kl_loss / x.size(0) # Normalize by batch size
total_loss = recon_loss + beta x kl_loss

return total_loss, recon_loss, kl_loss

AURY

### 2. Optimizer and Learning Rate Scheduler

**Componentsx*x*:

— xxAdamW Optimizer**: Used for its adaptive learning rate capabilities and
decoupled weight decay.

— x%x0neCycleLR Schedulerxx: Dynamically adjusts the learning rate over the
training period to find an optimal balance between learning rate and
convergence speed.

**xImplementationx*x:

‘Y'python
optimizer = torch.optim.AdamW (model.parameters(), lr=le-3, weight_decay=le-5)
scheduler = torch.optim.lr_scheduler.OneCyclelR (

optimizer,

max_lr=le-3,

steps_per_epoch=len (train_loader),
epochs=num_epochs,

pct_start=0.2,
anneal_strategy='cos’

)

AURURY

### 3. Regularization Techniques

**Componentsx*x*:

— xxGradient Clipping**: Prevents exploding gradients by clipping gradient values
during backpropagation.

- x*xEarly Stoppingxx: Monitors validation loss and stops training if it doesn’t
improve for a specified number of epochs.

**xImplementation*x:

‘Y'python

def train_epoch (model, train_loader, optimizer, device, beta):
model.train ()
total_loss = 0
for batch in train_loader:
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x, pert = batch
x, pert = x.to(device), pert.to(device)

optimizer.zero_grad()
output, mu, logvar = model (x, pert)
loss, _, _ = loss_function(output, x, mu, logvar, beta)

loss.backward ()
torch.nn.utils.clip_grad_norm_ (model.parameters (), max_norm=1.0)
optimizer.step ()

total_loss += loss.item()
return total_loss / len(train_loader)

def validate (model, val_loader, device, beta):
model.eval ()
total_loss = 0
with torch.no_grad() :
for batch in val_loader:
x, pert = batch

x, pert = x.to(device), pert.to(device)
output, mu, logvar = model (x, pert)
loss, _, _ = loss_function (output, x, mu, logvar, beta)

total_loss += loss.item()
return total_loss / len(val_loader)

def train_model (model, train_loader, val_loader, optimizer, scheduler, device,
num_epochs=100, beta=1.0, patience=5):
best_loss = float ("inf’)
patience_counter = 0
best_model_weights = None

for epoch in range (num_epochs) :
train_loss = train_epoch(model, train_loader, optimizer, device, beta)
val_loss = validate (model, val_loader, device, beta)

scheduler.step ()

print (£’ Epoch {epoch+1l}/{num_epochs} - Train Loss: {train_loss:.4f} - Val
Loss: {val_loss:.4f}")

if val_loss < best_loss:
best_loss = val_loss
patience_counter = 0
best_model_weights = model.state_dict ()
else:
patience_counter +=1
if patience_counter >= patience:
print (Early stopping triggered’)
break

model.load_state_dict (best_model_weights)
return model

AURTRY

### 4. Training Loop with Monitoring
*xComponentsx*x*:

— xxEpoch Trainingxx: Trains the model on the entire training dataset for one
pass.

- x*xValidation**: Evaluates the model on the validation set after each epoch.
— **xCheckpointingxx: Saves the model weights if the validation loss improves.

*xImplementationx*x:

‘Y'python

# Example usage

if _ name_ == "_ main_ ":
# Assuming adata is your preprocessed AnnData object
# Convert your data to PyTorch tensors
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X = torch.tensor (data_augmented, dtype=torch.float32)
perturbations = torch.tensor (perturbations, dtype=torch.float32)

# Create dataset and dataloader

dataset = TensorDataset (X, perturbations)

train_size = int (0.8 * len(dataset))

test_size = len(dataset) - train_size

train_dataset, test_dataset = torch.utils.data.random_split (dataset, [
train_size, test_sizel])

train_loader = Dataloader (train_dataset, batch_size=32, shuffle=True)
val_loader = DatalLoader (test_dataset, batch_size=32, shuffle=False)

# Initialize model, optimizer, and device
device = torch.device ("cuda" if torch.cuda.is_available() else "cpu")
model = HybridModel (input_dim=pca_dim, pert_dim=pert_dim) .to (device)

optimizer = torch.optim.AdamW (model.parameters (), lr=le-3, weight_decay=1le-5)
scheduler = torch.optim.lr_scheduler.OneCycleLR(
optimizer,

max_lr=1e-3,
steps_per_epoch=len(train_loader),
epochs=100,

pct_start=0.2,
anneal_strategy=’cos’

)

# Train the model
trained_model = train_model (model, train_loader, val_loader, optimizer,
scheduler, device, beta=0.1)

ANAYRY

## Expert Recommendations Incorporated

### Addressing Class Imbalance

— x*xWeighted Loss*x: Assign higher weights to underrepresented classes in the
loss function.

— xxOversampling*x: Increase the sampling rate of underrepresented perturbations
during training.

### Enhancing Generalization

— *x*xData Augmentation**: Apply techniques like Gaussian noise addition and random
masking to improve model robustness.

— x*VAE Regularization**: Use the KL divergence term in the loss function to
ensure the latent space is well-regularized.

### Improving Training Stability
- xxGradient Clipping**: Prevents gradients from exploding during backpropagation.

— *x*xLearning Rate Schedulingxx: Uses a OneCycle schedule to dynamically adjust
the learning rate.

### Biological Interpretability

— xxAttention Mechanisms#**: The transformer component provides attention weights
that can be analyzed to understand gene interactions.

- x*xPerturbation Embeddingsxx: The learned embeddings can be visualized to
explore relationships between different perturbations.

This comprehensive training strategy ensures the model is trained effectively
while addressing the specific challenges of single-cell gene expression data,
including class imbalance, high dimensionality, and the need for
generalization to unseen perturbations. The incorporation of expert
recommendations further enhances the model’s performance and biological
relevance.

G.6. Example model code
graph TD
A[Raw Gene Expression Data] —--> B[Filter Low-Quality Cells and Genes]
B ——> C[Normalize Datal]
C —-—> D[Log-Transformation]
D —-—> E[Batch Effect Correction]
E ——> F[Feature Selection]
F ——> G[PCA Reduction]
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H[Perturbation Data] —--> I[One—Hot Encoding]
G —-—-> J[VAE Encoder]

I ——> K[Perturbation Embedding]

J —-—> L[Fusion Layer]

K —> L

L —-—> M[Transformer Encoder]

M —--> N[Output Layer]

N —--> O[Predicted Expression Profile]

// Data Preprocessing

function preprocess_data (adata, pca_dim):
// Filter low-quality cells and genes
filter_cells (adata, min_genes=200)
filter_genes(adata, min_cells=3)

// Normalize data
normalize_total (adata, target_sum=led)
loglp (adata)

// Identify highly variable genes
highly_variable_genes (adata, n_top_genes=3000)
data = adatal[:, adata.var[’highly_variable’]].X

// Batch effect correction
combat (adata, key=’'batch’)

// Standardize data

scaler = StandardScaler ()

data = scaler.fit_transform(data)
data = clip_values (data, -10, 10)
data = scale (data)

// PCA reduction
pca = PCA(n_components=pca_dim)
data_pca = pca.fit_transform(data)

// Perturbation encoding
perturbations = one_hot_encode (adata.obs[’perturbation’])

// Data augmentation
data_augmented = add_gaussian_noise (data_pca)
data_augmented = apply_random_masking(data_augmented)

return data_augmented, perturbations

// Model Training
function train_model (model, train_loader, optimizer, device, beta):
model.train ()
total_loss = 0
for each batch in train_loader:
x, pert = batch
x, pert = move_to_device(x, pert, device)

optimizer.zero_grad()

output, mu, logvar = model (x, pert)
recon_loss = mean_squared_error (output, x)
k1l_loss = compute_kl_loss (mu, logvar)

loss = recon_loss + beta * kl_loss

loss.backward()
optimizer.step ()

total_loss += loss.item()

return total_loss / number_of batches (train_loader)

*Y'python
class VAEEncoder (nn.Module) :
def __init__ (self, input_dim, latent_dim, hidden_dim) :
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super () .__init__ ()

self.fcl = nn.Linear (input_dim, hidden_dim)
self.fc_mu = nn.Linear (hidden_dim, latent_dim)
self.fc_logvar = nn.Linear (hidden_dim, latent_dim)

def forward(self, x):
h = F.gelu(self.fcl(x))

mu = self.fc_mu(h)

logvar = self.fc_logvar (h)
std = torch.exp (0.5 x logvar)
eps = torch.randn_like (std)

z = mu + eps * std
return z, mu, logvar

class VAEDecoder (nn.Module) :
def __init__ (self, latent_dim, output_dim, hidden_dim) :

super () .__init__ ()
self.fcl = nn.Linear (latent_dim, hidden_dim)
self.fc2 = nn.Linear (hidden_dim, output_dim)

def forward(self, z):
h = F.gelu(self.fcl(z))
return self.fc2 (h)

class PerturbationEmbedding (nn.Module) :
def __init__ (self, pert_dim, emb_dim):
super () .__init__ ()
self.embedding = nn.Linear (pert_dim, emb_dim)

def forward(self, pert):
return self.embedding (pert)

class HybridAttentionModel (nn.Module) :
def __init_ (self, input_dim, pert_dim, hidden_dim=512, n_layers=2, n_heads=8,

dropout=0.1, attention_dropout=0.1, ffn_dropout=0.1, activation=’gelu’,
use_transformer=True, use_vae=False, vae_latent_dim=64, vae_hidden_dim=256,
use_pert_emb=False, pert_emb_dim=32, vae_beta=1.0):
super (HybridAttentionModel, self).__init__ ()
self.input_dim = input_dim
self.pert_dim = pert_dim
self.hidden_dim = hidden_dim
self.use_transformer = use_transformer
self.use_vae = use_vae
self.vae_beta = vae_beta
self.use_pert_emb = use_pert_emb

if use_vae:
self.vae_encoder = VAEEncoder (input_dim, vae_latent_dim, vae_hidden_dim)
self.vae_decoder = VAEDecoder (vae_latent_dim, input_dim, vae_hidden_dim)
expr_out_dim = vae_latent_dim
else:
self.expression_encoder = nn.Sequential (
nn.Linear (input_dim, hidden_dim),
nn.LayerNorm (hidden_dim),
nn.GELU (),
nn.Dropout (dropout) ,
nn.Linear (hidden_dim, hidden_dim),
nn.LayerNorm(hidden_dim),
nn.GELU (),
nn.Dropout (dropout)
)

expr_out_dim = hidden_dim

if use_pert_emb:
self.pert_encoder = PerturbationEmbedding (pert_dim, pert_emb_dim)
pert_out_dim = pert_emb_dim
else:
self.pert_encoder = nn.Sequential (
nn.Linear (pert_dim, hidden_dim),
nn.LayerNorm(hidden_dim),
nn.GELU (),
nn.Dropout (dropout)
)
pert_out_dim = hidden_dim
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if use_transformer:
encoder_layer = nn.TransformerEncoderLayer (
d_model=expr_out_dim + pert_out_dim,
nhead=n_heads,
dim_feedforward=hidden_dim = 4,
dropout=ffn_dropout,
activation=activation,
batch_first=True,
norm_first=True
)
self.transformer = nn.TransformerEncoder (encoder_layer, num_layers=n_layers)
else:
self.self_attention = nn.MultiheadAttention (expr_out_dim + pert_out_dim,
n_heads, dropout=attention_dropout, batch_first=True)

self.fusion = nn.Sequential (
nn.Linear (expr_out_dim + pert_out_dim, hidden_dim),
nn.LayerNorm (hidden_dim),
nn.GELU (),
nn.Dropout (dropout)

)

self.output = nn.Sequential (
nn.Linear (hidden_dim, hidden_dim),
nn.LayerNorm (hidden_dim),
nn.GELU (),
nn.Dropout (dropout),
nn.Linear (hidden_dim, input_dim)

)

self.perturbation_head = nn.Sequential (
nn.Linear (hidden_dim, hidden_dim // 2),
nn.LayerNorm (hidden_dim // 2),
nn.GELU (),
nn.Dropout (dropout) ,
nn.Linear (hidden_dim // 2, pert_dim)

)

self.apply(self._init_weights)

def _init_weights(self, module):

if isinstance (module, nn.Linear) :
nn.init.xavier_uniform_ (module.weight)
if module.bias is not None:

nn.init.zeros_ (module.bias)

elif isinstance (module, nn.LayerNorm) :
nn.init.ones_ (module.weight)
nn.init.zeros_ (module.bias)

def forward(self, x, pert):
vae_kl = 0
vae_recon = None

if self.use_vae:

z, mu, logvar = self.vae_encoder (x)
vae_recon = self.vae_decoder(z)
vae_kl = -0.5 » torch.sum(l + logvar - mu.pow(2) - logvar.exp(), dim=1) .mean ()
expr_feat = z
else:
expr_feat = self.expression_encoder (x)
pert_feat = self.pert_encoder (pert)
fusion_input = torch.cat ([expr_feat, pert_feat], dim=1) .unsqueeze (1)

if self.use_transformer:

X_trans = self.transformer (fusion_input) .squeeze (1)

else:
x_trans, _ = self.self_attention(fusion_input, fusion_input, fusion_input)
x_trans = x_trans.squeeze (1)

fused = self.fusion(xX_trans)
output = self.output (fused)
pert_pred = self.perturbation_head (fused)
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\

return output, pert_pred, vae_recon, vae_kl
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H. Detailed outputs from other research Agents

DeepResearch Input

Task Desciption Input

Your task is to develop a predictive model that accurately estimates gene
expression profiles of individual K562 cells following CRISPR interference (
CRISPRi), using the dataset from Norman et al. (2019, Science).

Dataset Description:

- Source: Norman et al., 2019

- Cell Type: Human K562 leukemia cells

— Perturbations: CRISPRi targeting 105 single genes and 131 gene pairs

- Scale: 790,000 single-cell RNA-seq profiles, including both control and
perturbed conditions

Please search the following websets for more detailed information:

- https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE133344

- https://www.science.org/doi/10.1126/science.aax4438

Task Definition:

— Input: Baseline gene expression profile of an unperturbed K562 cell and the
identity of the target gene(s) for perturbation

— Output: Predicted gene expression profile after perturbation

Evaluation Scenarios:

1. Unseen Perturbations: Predict effects of gene perturbations not present during
training

2. Unseen Cell Contexts: Predict responses in cells with gene expression profiles
not observed during training

Evaluation Metrics:

- Mean Squared Error (MSE): Measures the average squared difference between
predicted and observed gene expression.

— Pearson Correlation Coefficient (PCC): Quantifies linear correlation between
predicted and observed profiles.

- R$"2$ (Coefficient of Determination): Represents the proportion of variance in
the observed gene expression that can be explained by the predicted values.

— MSE for Differentially Expressed (DE) Genes (MSE_DE): Same as MSE but computed
specifically for genes identified as differentially expressed.

— PCC for Differentially Expressed (DE) Genes (PCC_DE): Same as PCC but computed
specifically for genes identified as differentially expressed.

- R$"2$ for Differentially Expressed (DE) Genes (R$"2S$_DE): Same as R$"2S$ but
computed specifically for genes identified as differentially expressed.

Please give me a task analysis report, a new method plan, and generate prediction
model code.

OpenAl DeepResearch Output

DeepResearchh Output

## Task Analysis: Data Characteristics and Challenges

x*xPerturb-seq Dataset (Norman \xet al.\%, 2019):xx The model is built on a rich
single-cell CRISPR perturbation dataset from Norman xet al.x (2019, Science)
(GEO: GSE133344). In this Perturb-seq experiment, K562 cells (a human
leukemia line) were subjected to pooled CRISPR perturbations, measuring
transcriptome-wide gene expression in each cell via single-cell RNA-seq. Key
features of this dataset include:

— **xScale and Composition:xx 170,000 single cells were profiled, covering
*71,092 unique perturbation conditions* (including both single—-gene and
paired-gene perturbations). Each cell is annotated with one or two target
genes perturbed (via CRISPR interference/activation).

- xxHigh-Dimensional Readouts:*x Each cells gene expression profile spans 720,000
genes (full transcriptome). This yields a **high-dimensional output spacexx
a vector of expression levels for thousands of genes per cell.
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— x*xPerturbation Types:** Perturbations consist of x*single—-gene knockdownsx*x (
CRISPRi) and xxtwo-gene combinations*x, enabling the study of genetic
interactions. For each target gene, multiple sgRNAs were used (to control for

guide-specific effects), and for two-gene combos, cells co-express two
sgRNAs (one per target).

**Modeling Challenges:*x Developing an accurate predictive model for this task
entails several significant challenges:

— x*xSingle-Cell Variability:xx Even for the same perturbation, different cells
can respond with variability in magnitude of gene expression changes. Each
cell has an intrinsic baseline expression profile reflecting its state (cell
cycle stage, stochastic gene expression, etc.).

— x*xGeneralization to Unseen Perturbations:*x A critical use-case is predicting
outcomes for perturbations that were xxnever seen in training**. This
includes:

- xNew target genes:* The model may be asked to predict the effect of
knocking down a gene that was not perturbed in the training data. This
is an extreme generalization challenge, as there is no direct training
example for that genes perturbation. The model must leverage other
information (e.g. the genes baseline expression or relationships to
other genes) to infer its likely impact.

- *New gene combinations:x Similarly, the model might see single-gene
perturbations during training, but not a particular pair in combination.

Or even harder, both genes in a pair might be novel (neither perturbed
before). As reported in prior work, when one or both perturbed genes
are unseen, prediction difficulty increases markedly. The model needs a

strategy to generalize xxinductivelyxx, combining knowledge of
individual genes to predict combined effects.

— xxAccuracy vs. Interpretability:*+ We prioritize predictive accuracy. This
means we are willing to employ a complex, black-box model (deep neural
network) with many parameters if it yields better predictive performance,
even if its not easy to interpret biologically. This choice acknowledges that

the gene regulatory relationships underlying the perturbation responses are
complex; a simpler interpretable model (like linear regression per gene)
might not capture the non-linear interactions or context dependencies as well

as a deep model. However, the complexity of the model also raises the risk
of overfitting and requires careful regularization and validation.

In summary, the task is essentially learning a high-dimensional function: **fxx(x
baseline_expressionx, xperturbation*) sperturbed_expressionx. It must learn
the underlying gene network responses from data, handle combinatorial
perturbation effects, and generalize to new genes and cell states. These
challenges will guide the modeling decisions discussed below.

## Proposed Modeling Approach for Accuracy and Generalization
### Model Architecture and Input Representation

To tackle this problem, we propose a xxneural network modelxx that takes two
inputs (1) the baseline gene expression profile of an unperturbed cell, and
(2) the identity of the target gene(s) perturbed and outputs the predicted
post-perturbation gene expression profile. The architecture is designed to
flexibly capture non-linear gene interactions and make use of prior gene
relationship knowledge to generalize to unseen perturbations. The key
components are:

— x*xBaseline Expression Encoder:** A front-end network that processes the
baseline expression vector (dimension = *Gx genes). Directly using the raw
high-dimensional vector as input to a fully-connected network is feasible but

could be inefficient. We will introduce an encoder (e.g., a feed-forward
autoencoder or dimensionality reduction layer) that compresses the baseline
gene expression profile into a *xlower—-dimensional latent representationwx.
For example, a few fully-connected layers with ReLU activation can reduce the

“20k-dimensional input to a dense "512-dimensional embedding. This latent
vector is intended to capture the cells overall state or context (e.g., 1if
the cell is in a high-proliferation state, or has high expression of certain
pathways, etc.). By encoding the baseline, the model can later modulate
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perturbation effects depending on these latent features.

- x*xPerturbation Encoder:*x We represent the xxperturbation identity** in a way
that the model can easily utilize and generalize. Each target gene (from the
set of 7100 possible targeted genes in the screen) is assigned either:

- a one-hot vector (of length equal to the number of target genes) if a
single gene is perturbed, or a multi-hot vector if multiple genes are
perturbed (e.g. for a two-gene perturbation, the vector has ones in the

positions corresponding to the two targeted genes). This binary
indicator vector can then be fed through an embedding layer (a learned
lookup table or a small fully-connected network) to produce a x*x*
perturbation embeddingxx. The embedding is a continuous vector (e.g.
128-dimensional) that represents the effect of the perturbation in a
latent space.

- Alternatively, an **embedding per genex** approach can be used: we
maintain a trainable embedding vector for each gene in the target set,
and for a combination perturbation, we combine the embeddings of the
individual genes (e.g. by summation or an attention mechanism). Using a

learned embedding for each gene gives the model a chance to encode
each genes characteristic perturbation impact. For a multi-gene
perturbation, a simple summation assumes independence of effects, while

a more sophisticated combination (see below) can capture interactions.

— x*xCombination Module:** The baseline context and perturbation effect must be
integrated. We concatenate the baseline latent vector and the perturbation
embedding vector into a single combined latent representation. This combined
vector (of length 7640 in our example, if baseline latent is 512 and
perturbation embedding 128) now contains information about where the cell
started and what perturbation was applied. This is passed through further
layers (a **fusion networkxx) to compute the output. For instance, a
multilayer perceptron (MLP) with one or two hidden layers (e.g., 512 neurons,

RelLU activation) can mix these features. This stage allows for non-linear
interactions between cell state and perturbation e.g., the effect of
perturbing gene X might depend on the level of gene Y in the baseline state,
which a multiplicative interaction in the MLP can learn.

- xxQOutput Layer (Prediction Head) :xx The final layer of the network produces a
vector of length *Gx (the number of genes), which is the predicted post-
perturbation expression for each gene. To ensure the model easily handles the

fact that many genes dont change, we design the output to predict a *xxchange
(delta) from baselinexx for each gene rather than an absolute expression. In
practice, the network can output expression for each gene, and then this is
added to the baseline input to yield the final predicted expression:
E"post=Ebaseline+model (Ebaseline,P) .\hat{E}_{\text{post}} = E_{\text{
baseline}} + \Delta_{\text{model}} (E_{\text{baseline}}, P).
This formulation makes it easier for the model to output zero for genes
that should remain unchanged, and focuses on learning the deviations.
It also implicitly grounds the prediction in the baseline level (so if
a gene is high at baseline and not affected by the perturbation, the
model can just output a near-zero change).

— xxNon-linear Interaction Modeling:xx While a simple concatenation of embeddings
treats multi-gene perturbations roughly as an additive combination of single
effects, we can enhance the model to capture *+xgenegene interaction effects

*%. One idea is to use an **attention mechanism or gating*x in the
perturbation encoder: for example, if two genes A and B are perturbed,
instead of just summing their embeddings, we pass them through an attention
network that can learn a pairwise interaction term. Another approach is to
include pairwise products of gene embeddings in the combined feature (
allowing the network to learn a unique contribution for the pair *A&Bx beyond
A + B). Given that Norman *et al.x tested primarily pairwise perturbations,
we can explicitly include a learned parameter or small network for each pair
of genes in the training set to capture any deviation from additivity.
However, to generalize to unseen pairs, a better strategy is to learn a #*x
functionx* for combining embeddings (like attention) rather than a fixed
lookup for each pair.

- *x*xIncorporating Prior Knowledge (for Generalization) :xx To improve inductive
generalization to unseen genes, we can draw inspiration from GEARS and
similar methods. We could initialize or regularize the gene perturbation
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embeddings using external knowledge:

- Use a xxgene co-expression networkxx (computed from the baseline single-—
cell data or external data) as a graph, and pass gene embeddings
through a Graph Neural Network (GNN) layer. This encourages genes that
have similar roles or expression patterns to have embeddings that
produce similar effects. Thus, if an unseen gene has a similar co-
expression profile to a seen gene, the model might infer similar
perturbation outcomes.

— Use xxpathway or GO (Gene Ontology) information** to place genes in a
relational graph (as GEARS did with a GO-derived graph for perturbation

embeddings) . Two genes in the same pathway might be expected to
produce related downstream effects; by training on the known genes, the
model can generalize to a new gene by its connections in the GO graph.

Technically, this can be done by adding a loss term that encourages
the learned embedding to correspond to the genes position in the
knowledge graph, or by a GNN that propagates influence from neighbors
during training.

— These additions make the model more complex but aim to imbue it with %=
biological inductive bias**: (i) genes with similar baseline functions
yield similar perturbation responses, and (ii) genes in related
pathways affect overlapping sets of genes when perturbed. We will
prioritize implementing a simpler version (like using co-expression PCA

or clusters to initialize embeddings), and note that full graph-based
learning could further improve generalization if needed.

- xxResidual Connections and Regularization:** We will include skip-connections
wherever helpful (for example, the baseline input could be fed not only into
the encoder but also concatenated directly to a later layer, or the output
head could directly see the raw baseline as well, ensuring the model can
easily learn identity for unchanged genes). Regularization techniques like
dropout in the MLP layers, L2 weight decay, or even an auxiliary loss to
reconstruct the baseline (autoencoder style) can be employed to prevent
overfitting and encourage the model to learn meaningful latent features
rather than memorizing training examples.

In essence, the architecture is a **conditioned deep neural network#*x: it
conditions on the cells initial state and the perturbation, and produces an
output state. This is somewhat analogous to an encoderdecoder model where the

encoder is the baseline expression and the condition or control signal is
the perturbation identity. Because accuracy 1is paramount, we allow a fairly
large model with enough capacity to capture complex gene regulatory responses.

### Training Strategy for Accuracy and Generalization

With the architecture in place, we next focus on **training methodologyxx, as it
greatly affects model generalization and performance:

— xxTraining Data Construction:** We will pair each perturbed cells data with a
baseline profile as input. Since in the actual experiment we typically do not
have a xpre-perturbation* measurement of the same cell, we have to simulate

a baseline. We can use the expression profiles of control cells (non-—
targeting sgRNA) as proxies for baseline input. For each perturbed cell in
the training set, we can randomly sample a control cells expression as the
baseline input. This effectively assumes that any control cell is an example
of an unperturbed state the perturbed cell xcouldx have come from. Over many
samples, the model will learn to map from an average baseline state to the
perturbed outcome. We can further refine this pairing by matching on cell
state: e.g., cluster the baseline cells by expression and pick a baseline
from the same cluster as the perturbed cells profile (minus the perturbation
effect) to provide a closer starting point. However, random pairing with a
large pool of controls adds variability that can help the model not to
overfit a one-to-one mapping.

- *Unseen cell context generalization:x By exposing the model to many
different baseline samples paired with a given perturbation outcome (
through random pairing), we train it to handle diverse baseline inputs
for the same perturbation. This should improve the models robustness to

any particular baseline context and enable generalization to new
baseline profiles. Essentially, the model sees that the same
perturbation can apply to various starting expression patterns.
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— xxLoss Functions:** The primary loss will be xxMean Squared Error (MSE) xx*
between the predicted and actual post-perturbation expression vectors. To

ensure we adequately learn the important changes, we can modify the loss in
two ways:

- Compute a weighted MSE that gives higher weight to genes that are truly
differentially expressed in that training example. For instance, if we
know gene Jj changed significantly in the real perturbed cell (compared
to baseline or compared to controls), we can upweight the error on gene

j for that sample. This forces the model to focus on fitting the genes
that move, rather than being dominated by the many near-zero changes.

- Alternatively, we can train in two phases: first optimize MSE on the full

profile to get general trends, then fine-tune the model on just the
top—-k DE genes for each perturbation (or using a loss like contrastive
that emphasizes getting the direction of change correct).

In practice, a simpler approach is to stick with standard MSE on all genes
but monitor the top-k gene performance as a separate metric, ensuring
the model doesnt ignore those signals. If we see the model predicting
trivial (no-change) solutions, we will adjust the loss weighting.

- x*xOptimizer and Regularization:** We will use xxAdam optimizer*x (adaptive
learning rate) which is well-suited for training deep networks on possibly
noisy data. A relatively small learning rate (e.g. le-3 to start) will be
used and well monitor validation loss for convergence. Early stopping on the
validation MSE/PCC can prevent overfitting. Dropout layers (e.g. dropout rate

0.2-0.5) can be inserted in the MLP to regularize. Weight decay (L2) will
help keep embedding weights from growing excessively (important if some genes

cause large effects, we dont want the weights to explode to fit one-hot
signals) .

— xxGeneralization Enhancements:** To specifically improve performance on *x*
unseen genesxx:

- We will pre-train the xxperturbation encoder embeddings**: one idea is to

train a simple autoencoder or matrix factorization on the xobserved
perturbation effectsx in training. For example, compute the average
expression change each perturbation causes on each gene (from data),
yielding a perturbation-gene effect matrix. We can factorize this
matrix to get a low-dimensional embedding for genes and for
perturbations. If a gene is unseen, we can still derive a gene
embedding from its baseline expression pattern using the gene embedding

from baseline encoder. This is a bit complex, but essentially we want
the model to know something about gene function even if not perturbed.
Incorporating gene ontology or known regulator information for unseen
genes could also inform an initial embedding (e.g., if an unseen gene
is a transcription factor similar to another seen TF, assign it a
similar perturbation embedding).

By combining a carefully-designed architecture with these training strategies,
our goal is a model that not only fits the training perturbations well but =xx
generalizes to new perturbations and contexts*x. In particular, success would

be a model that, given an arbitrary K562 baseline profile and a novel target
gene, can predict a biologically plausible outcome capturing which pathways
might be up or down-regulated by that genes perturbation, even without
having seen it before. The inclusion of baseline input enables context-
specific predictions (so the same gene perturbation could have different
effects in different baseline states if the model learns those interactions),
and the use of gene embeddings with potential graph-based inductive bias
enables inductive generalization across genes.

Next, we present the implementation of this model in PyTorch, structured for GPU
acceleration.

## PyTorch Implementation (Model & Training Code)

Below is the complete PyTorch code for the proposed model and an example training
loop. This code assumes that the dataset has been preprocessed into tensors:
‘X_train' (baseline expressions), ‘Y_train' (perturbed expressions), and ‘

P_train' (perturbation indicator vectors). The model is designed to run on a
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GPU for efficiency.

‘Y'python

import torch

import torch.nn as nn
import torch.optim as optim

# Define device for GPU acceleration
device = torch.device(’cuda’ if torch.cuda.is_available () else ’'cpu’)
print ("Using device:", device)

# Example shapes (for illustration; replace with actual dataset dimensions)

num_genes = X_train.shape[l] # dimensionality of gene expression (e.g. ~20000)

num_target_genes = P_train.shape[l] # dimensionality of perturbation vector (e.g.
~100)

# 1. Define the model architecture
class PerturbationPredictor (nn.Module) :
def __init__ (self, input_dim_expr, input_dim_pert,
hidden_dim_expr=512, hidden_dim_pert=128, hidden_dim_comb=512) :
nwon
input_dim_expr: number of genes (baseline expression vector length)
input_dim_pert: number of possible targeted genes (length of perturbation
indicator vector)
mmw
super (PerturbationPredictor, self).__init__ ()
# Baseline expression encoder network
self.expr_encoder = nn.Sequential (
nn.Linear (input_dim_expr, hidden_dim_expr),
nn.RelLU(),
nn.Linear (hidden_dim_expr, hidden_dim_expr),
nn.RelU ()
)
# Perturbation encoder network
self.pert_encoder = nn.Sequential (
nn.Linear (input_dim_pert, hidden_dim_pert),
nn.RelLU(),
nn.Linear (hidden_dim_pert, hidden_dim_pert),
nn.RelU ()
)

# Fusion network to combine baseline and perturbation representations

self.comb_fcl = nn.Linear (hidden_dim_expr + hidden_dim_pert,
hidden_dim_comb)

self.comb_act = nn.RelLU()

self.comb_fc2 = nn.Linear (hidden_dim_comb, input_dim_expr) # outputs delta

for each gene

def forward(self, baseline_expr, perturb_vec):
# baseline_expr: Tensor of shape (batch_size, input_dim_expr)
# perturb_vec: Tensor of shape (batch_size, input_dim_pert)
# Encode baseline and perturbation
z_expr = self.expr_encoder (baseline_expr) # shape: (batch, hidden_dim_expr)
z_pert = self.pert_encoder (perturb_vec) # shape: (batch, hidden_dim_pert)
# Combine encoded representations
z_comb = torch.cat ([z_expr, z_pert], dim=1) # shape: (batch,
hidden_dim_exprthidden_dim_pert)
h = self.comb_act (self.comb_fcl (z_comb)) # hidden layer
delta = self.comb_fc2(h) # predicted change in expression
# Add the predicted change (delta) to the baseline to get final prediction
pred_expr = baseline_expr + delta
return pred_expr

# Instantiate the model and move to GPU
model = PerturbationPredictor (num_genes, num_target_genes) .to (device)
print (model)

# 2. Set up loss function and optimizer
criterion = nn.MSELoss () # Mean Squared Error loss
optimizer = optim.Adam(model.parameters(), lr=le-3)

# 3. Training loop (example)
num_epochs = 20
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batch_size = 256

# If data is large, use DatalLoader for batching (assuming X_train, P_train,
Y_train are TensorDatasets)

train_dataset = torch.utils.data.TensorDataset (X_train, P_train, Y_train)

train_loader = torch.utils.data.DatalLoader (train_dataset, batch_size=batch_size,
shuffle=True)

for epoch in range(l, num_epochs+1) :
model.train ()
total_loss = 0.0
for X_batch, P_batch, Y_batch in train_loader:
# Move data to device
X_batch = X_batch.to(device)
P_batch = P_batch.to(device)
Y batch = Y batch.to(device)
# Forward pass
pred = model (X_batch, P_batch)
loss = criterion(pred, Y_batch)
# Backpropagation
optimizer.zero_grad()
loss.backward()
optimizer.step ()
total_loss += loss.item() * X_batch.size (0)
avg_loss = total_loss / len(train_dataset)
if epoch % 5 == 0 or epoch == 1:
print (f"Epoch {epoch:02d}: Training MSE = {avg_loss:.4f}")

# 4. Evaluation on test set
model.eval ()
with torch.no_grad() :
X_test = X_test.to(device)
P_test = P_test.to(device)
Y _test = Y_test.to(device)
pred_test = model (X_test, P_test)
mse_full = criterion(pred_test, Y _test).item()
# Compute Pearson correlation coefficient (PCC) for each test sample
pred_np = pred_test.cpu() .numpy ()
Y np = Y_test.cpu() .numpy ()
baseline_np = X_test.cpu() .numpy ()
pcc_list = []
topk = 20
topk_pcc_list = []
for i in range(Y_np.shape[0]):
true_expr = Y_npl[i]
pred_expr = pred_npl[i]
# PCC for all genes
cov = np.cov(true_expr, pred_expr, bias=True)
# cov matrix 2x2: cov[0,1] is covariance between true and pred
pcc = cov[0,1] / (np.std(true_expr) * np.std(pred_expr) + le-8)
pcc_list.append (pcc)
# PCC for top-k differentially expressed genes
# Identify top-k genes by absolute change in true expression vs baseline
base_expr = baseline_np[i]
diff = np.abs(true_expr - base_expr)
topk_idx = np.argsort (diff) [-topk:]
if topk > O:
true_top true_expr[topk_idx]
pred_top = pred_expr|[topk_idx]
cov_top = np.cov(true_top, pred_top, bias=True)
topk_pcc = cov_top[0,1] / (np.std(true_top) * np.std(pred_top) + 1le-8)
topk_pcc_list.append (topk_pcc)
# Calculate mean metrics

mean_pcc = float (np.mean (pcc_list))

mean_topk_pcc = float (np.mean (topk_pcc_list))

print (f"Test MSE (all genes): {mse_full:.4f}")

print (f"Test mean PCC (all genes): {mean_pcc:.3f}")

print (f"Test mean PCC (top-{topk} DE genes): {mean_topk_pcc:.3f}")

AURTRY

**Explanation of the Code: %
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— We define a ‘PerturbationPredictor' model class that implements the

architecture described. The baseline expression encoder (‘expr_encoder‘) and
perturbation encoder (‘pert_encoder') are simple feed-forward networks. These
could be extended or replaced with more complex sub-networks (e.g., adding

dropout, or using a graph convolution in ‘pert_encoder‘ if incorporating a

gene network). The combined representation is fed through two linear layers (‘
comb_fcl' and ‘comb_fc2') with a ReLU in between. The output of ‘comb_fc2"' is
a vector of length equal to number of genes, representing the predicted
change in expression. We then add this to the baseline (‘pred_expr = baseline
+ delta') to get the final prediction.

- We move the model to GPU (‘.to(device) ‘). The training loop iterates over mini-
batches of data (using a DatalLoader for efficiency). For each batch, we do a
forward pass to compute predictions and then use ‘nn.MSELoss' to compute the
loss against the true perturbed expression. We then backpropagate (‘loss.
backward () ‘) and update weights with Adam optimizer. We print the training
MSE every few epochs for monitoring.

— In the evaluation section, after training, we compute metrics on ‘X_test,
P_test, Y_test'. We calculate the overall MSE on test (as ‘mse_full‘). Then
for each test sample, we compute the Pearson correlation coefficient (PCC)
between predicted and true expression. We do this manually using numpy:
computing the covariance and standard deviations (note: one could also use '
scipy.stats.pearsonr' or torchmetrics for this). We also compute xxtop-20 PCC
*% by finding the 20 genes with largest absolute change in the true data (
compared to baseline) and computing PCC on that subset. Finally, we print the

average PCC across all test cells, and the average top—-20 PCC.

**Note:xx In practice, you would likely use vectorized operations or library
functions to compute PCC for all cells at once. Also, you might evaluate the
model separately on the different generalization scenarios (e.g., one test
set for unseen genes, one for seen genes, etc.) and compare performance. The
code above provides a template that can be adapted for those purposes.

By executing this model training pipeline, we expect to obtain a model that can
accurately predict gene expression changes in K562 cells after CRISPRi
perturbations. Its performance will be reflected in low MSE (especially on
perturbed genes) and high correlation with actual profiles, even for
perturbations or cell states not seen in training. Ultimately, this
demonstrates a powerful approach to xxin silicoxx predict cellular response
to genetic perturbations, leveraging modern deep learning (PyTorch with GPU)
for both precision and generalization. The combination of baseline context
and perturbation identity as inputs allows the model to capture conditional
dependencies (how a perturbations effect can vary by cell state), addressing
one of the key challenges in predictive biology.

Perplexity DeepResearch

DeepResearchh Output

Task Analysis and Technical Challenges
I. Biological Context of CRISPRi Perturbations

The Norman et al. dataset captures transcriptional consequences of CRISPRi-
mediated gene repression through single-cell profiling of:

- 105 individual gene knockouts
- 131 pairwise gene interactions["1]["4]
- 790,000 cells with baseline (unperturbed) and perturbed states[ 4]

Key biological considerations:

1. xxNon—-linear genetic interactionsxx*: Pairwise perturbations exhibit emergent
effects not predictable from individual gene knockouts["2]

2. *xxCell-state heterogeneityx**: Native transcriptional variability in K562
populations influences perturbation responses[~2]["4]

3. xxTechnical noise characteristics**: Dropout patterns and UMI count
distributions differ between perturbed/control cells["4]["6]
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IT. Machine Learning Challenges

1. xxHigh-dimensional output spacex*: Predicting 20,000+ gene expressions
simultaneously

2. *xSparse perturbation coveragexx: Only 0.6% of possible gene pairs tested in
original study["1]

3. xxContext-dependent effects**: Perturbation responses vary with baseline
cellular states["2][75]

4. xxCombinatorial explosionxx: Quadratic growth of possible gene interactions
with target count

*+*Evaluation Protocol Designx*x
+*Train/Test Splitsx*x:

- *x*xUnseen perturbations+*x: Hold out 20% of single-gene and 30% of pairwise
perturbations

— xxUnseen contextsx*x: Stratify by baseline PCA clusters, hold out entire cell-
state subpopulations

Methodological Framework: GenePerturbNet
I. Architectural Overview
**Core Componentsx*x*:

1. xxBaseline Encoderxx: Variational autoencoder mapping unperturbed expression
$SxS$ to latent $zS$S.

2. *xPerturbation Transformer**: Attention network processing target genes $g$
into perturbation vector \delta.

3. xxInteraction Modulexx: Graph neural network modeling gene—-gene interaction
effects.

4. xxResponse Decoderxx*: generating perturbed expression profile

ITI. Training Strategy
*+*Loss Function:*x*

$\mathcal{L} = ELBO(x,y) + \lambda_1 MSE(y, \hat{y}) + \lambda_2 \mathcal{L}_{
contrast}$

Where:

- xxContrastive Lossx*x*:
$S\mathcal{L}_{contrast} = -\log\frac{\exp (s (y,\hat{y})/\tau) }{\sum_{y’ }\exp
(s(y’,\hat{y})/\tau)}s

- $s()$: Cosine similarity
- $\tau$: Temperature parameter

IV. Curriculum Learning Schedule:
1. Phase 1: Pretrain on single-gene perturbations

2. Phase 2: Fine-tune with pairwise interactions

3. Phase 3: Joint optimization with contrastive loss

Implementation and Benchmarking
I. Code Implementation

‘Y'python

import scanpy as sc

import scvi

import torch

from torch import nn

from scvi import REGISTRY_KEYS

from scvi.module.base import BaseModuleClass
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class GenePerturbNet (scvi.model.SCVI) :
def _ init_ (self, adata, n_hidden=256, n_latent=32,
perturbation_embedding=64, *xkwargs):

super () .__init__ (adata, xxkwargs)
self.pert_embed = nn.Embedding(adata.n_vars, perturbation_embedding)
self.transformer = nn.TransformerEncoderLayer (

d_model=perturbation_embedding, nhead=4
)

self.gnn = GeneInteractionGNN (perturbation_embedding)

self.decoder = nn.Sequential (
nn.Linear (n_latent + perturbation_embedding, n_hidden),
nn.RelLU(),

nn.Linear (n_hidden, adata.n_vars)

)

def forward(self, x, perturbations, =xargs):

qz_m, gz_v, z = self.encoder (x)

pert_emb = self.pert_embed (perturbations)

delta = self.transformer (pert_emb)

z_pert = z + delta.mean (dim=1)

px_scale, px_r, px_rate, px_dropout = self.decoder (z_pert)

return px_rate, gz_m, gz_v, z_pert

class GenelInteractionGNN (nn.Module) :
def _ init_ (self, embed_dim):
super () .__init__ ()
self.convl = nn.Convld(embed_dim, embed_dimx2, kernel_size=3)
self.attn = nn.MultiheadAttention (embed_dim, num_heads=4)

def forward(self, gene_pairs):
x = self.convl (gene_pairs)
x, _ = self.attn(x, x, x)
return x.mean (dim=1)

IT. Training Protocol

‘Y 'python
adata = sc.read("norman_2019.h5ad")
scvi.model.setup_anndata (adata, layer="counts",

categorical_covariate_keys=["perturbation"])

model = GenePerturbNet (adata, n_latent=32, perturbation_embedding=64)
model.train (max_epochs=100, batch_size=256,
plan_kwargs={"contrastive_weight":0.5})

control_cells = adatal[adata.obs["perturbation"] == "control"]
perturbed_pred = model.predict (control_cells, targets=["geneA", "geneB"])

AURURY

III. Conclusion and Future Directions

This framework demonstrates that deep learning architectures explicitly modeling
genetic interactions can significantly improve perturbation prediction
accuracy. Key recommendations:

1. xxData Expansionxx: Incorporate epigenetic data to better model CRISPRi
efficiency

2. *xDynamic Modelingx*x: Add temporal component to capture perturbation kinetics

3. xxTransfer Learningsx: Adapt model to other cell types using few-shot learning

The provided codebase offers a foundation for extending perturbation prediction
to novel experimental designs and therapeutic applications.

Gemini DeepResearch
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DeepResearchh Output

Task Analysis
# Dataset Description

The foundation of this predictive modeling task lies in the comprehensive dataset
generated by Norman et al. and published in Science in 2019. This study
aimed to explore genetic interaction manifolds constructed from rich single-
cell phenotypes using a Perturb-seq approach.15 The experiments were
conducted on human K562 leukemia cells, a commonly used model system in
hematological research. The study employed CRISPRi to target a total of 236
genetic perturbations, encompassing 105 single genes and 131 pairs of genes.
The scale of the dataset is substantial, comprising approximately 90,000
single-cell RNA-seq profiles, which includes both control cells and cells
subjected to various single and combinatorial CRISPRi perturbations.

The dataset’s focus on both single and paired gene perturbations is crucial for
training a model capable of predicting combinatorial effects, which are often
non-additive and complex. Single gene perturbations provide baseline
information about the effect of individual gene silencing. Paired
perturbations allow the model to learn about genetic interactions, where the
combined effect of perturbing two genes is different from the sum of their
individual effects. This is essential for capturing the non-linear nature of
biological systems.

# Problem Definition

The primary objective is to develop a predictive model that takes as input the
baseline gene expression profile of an unperturbed K562 cell and the identity
of the target gene(s) for CRISPRi perturbation. The desired output of the
model is the predicted gene expression profile of the same cell after the
specified perturbation has been applied.

The model’s performance will be evaluated under two key scenarios to assess its
generalizability:

1. xxUnseen Perturbations:** The model should be able to accurately predict the
effects of CRISPRi targeting genes or gene pairs that were not included in
the training data. This scenario tests the model’s ability to extrapolate its

learned knowledge to novel genetic manipulations.

2. xxUnseen Cell Contexts:x* The model should be capable of predicting the
response to a perturbation in cells with baseline gene expression profiles
that were not observed during the training phase. This evaluates the model’s
robustness to the inherent heterogeneity within the K562 cell population.

The evaluation scenarios highlight the need for a model that can generalize
beyond the specific perturbations and cell states seen during training, which
is a significant challenge in biological systems due to their complexity and
inherent variability. A model trained only on observed perturbations might
not accurately predict the effects of novel perturbations or responses in
slightly different cellular contexts. Evaluating on unseen data is crucial
for assessing the model’s robustness and real-world applicability.

# Challenges and Considerations

Developing an accurate predictive model for gene expression profiles following
CRISPRi perturbation presents several significant challenges stemming from
the inherent complexity of biological systems and the nature of single-cell
data.

The gene expression data obtained from scRNA-seq experiments is inherently high-
dimensional, with measurements for thousands of genes in each individual cell.
This high dimensionality necessitates the use of sophisticated modeling
techniques capable of handling a large number of input features. Furthermore,
the underlying biological networks that govern gene expression are
incredibly complex, involving intricate regulatory relationships between
genes, transcription factors, and other cellular components.

The relationship between gene perturbations and the resulting changes in gene
expression is often non-linear.l Genetic interactions, such as synergistic or
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epistatic effects, mean that the combined effect of perturbing multiple
genes cannot simply be predicted by summing the individual effects of each
perturbation.l The model must be able to capture these complex, non-additive
relationships to make accurate predictions, especially for the 131 gene pairs
targeted in the Norman et al. (2019) dataset.

While CRISPRi is generally considered to have fewer off-target effects compared
to CRISPRko, the possibility of unintended gene repression at secondary
genomic loci still exists. The specificity of CRISPR-Cas9 systems relies
heavily on the design of the single guide RNA (sgRNA), and mismatches between

the sgRNA and off-target DNA sequences can lead to unintended gene silencing.
Although the Norman et al. (2019) study likely employed well-designed sgRNAs,
the potential for some level of off-target activity should be considered.

Single-cell RNA-seq data is also characterized by inherent noise and technical
variability.1ll Factors such as cell lysis efficiency, reverse transcription
efficiency, and sequencing depth can introduce variability in the measured
gene expression levels. The predictive model needs to be robust to this noise

and focus on capturing the true biological signals induced by the CRISPRi
perturbations.

Finally, clonal expansion, a phenomenon where certain perturbed cells proliferate
more rapidly than others, can occur during single-cell CRISPR screens. This
can lead to an overrepresentation of certain perturbations in the sequencing
data, potentially biasing the results and affecting the training of the
predictive model. Computational methods exist to identify and potentially
adjust for clonal cell expansion.

Accurately modeling the intricate web of gene regulatory interactions and the non
—linear effects of perturbations requires sophisticated computational
approaches that can capture these complexities beyond simple additive models.

Biological systems are highly interconnected, and the effect of perturbing
one gene can propagate through the network, affecting the expression of many
other genes in non-predictable ways using linear models. Therefore, models
capable of learning complex, non-linear relationships are needed.

New Method Plan

To address the challenges outlined above and develop an accurate predictive model
for gene expression profiles following CRISPRi, a deep learning-based
approach is proposed. Specifically, a Graph Neural Network (GNN) architecture,
inspired by the success of models like GEARS, appears to be a promising
candidate.

**Proposed Model Architecturexx

The proposed model will leverage a GNN to incorporate prior knowledge about gene-
gene relationships and model the perturbation effects as changes within this
network. GNNs are well-suited for learning representations of nodes in a
graph by aggregating information from their neighbors, allowing the model to
capture the dependencies and interactions between genes.

The input to the model will consist of two components: (1) the baseline gene
expression profile of an unperturbed cell, represented as a vector of gene
expression counts, and (2) the identity of the target gene(s) for CRISPRi.
For single gene perturbations, the target gene will be directly specified.
For paired gene perturbations, the identities of both target genes will be
provided.

The model architecture will comprise the following key components:

1. *xGene Embedding Layer:** Each gene in the dataset will be assigned a low-—
dimensional embedding vector. These embeddings will capture intrinsic
properties of the genes and will be learned during the training process.
Prior biological knowledge, such as gene co-expression networks or functional

annotations from databases like Gene Ontology (GO) 36, can be used to
initialize these embeddings or to inform the GNN architecture.

2. xxPerturbation Embedding Layer:xx The identity of the perturbed gene(s) will
also be encoded into an embedding vector. For single perturbations, a
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dedicated embedding will be learned for each targeted gene. For paired
perturbations, the embeddings of the two target genes can be combined (e.g.,
through summation or concatenation) to represent the combined perturbation.

3. *xGraph Neural Network (GNN) :+xx A gene regulatory network (GRN) will be
constructed, where genes are represented as nodes and edges represent
regulatory relationships between them. This GRN can be derived from publicly
available databases or inferred from the unperturbed single-cell expression
data. The gene embeddings will serve as initial node features in this graph.
The GNN will then propagate information across the network, allowing each
gene’s representation to be informed by its neighbors and their interactions.

The perturbation embedding will be incorporated into the GNN, potentially by
modifying the node features of the perturbed gene(s) or by influencing the
message passing process.

4. xxCell State Encoding Layer:** The baseline gene expression profile of the
unperturbed cell will be passed through a separate neural network (e.g., a
multi-layer perceptron) to learn a low-dimensional representation of the cell’
s initial transcriptional state. This encoding will capture the cell’s
context and will be used to condition the prediction of the perturbed state.

5. xxPrediction Layer:*x The output of the GNN (representing the perturbed gene
embeddings) and the cell state encoding will be combined (e.g., through
concatenation followed by another neural network) to predict the gene
expression profile after the perturbation. The output will be a vector of the

same dimensionality as the input gene expression profile, representing the
predicted expression levels for each gene in the cell.

The rationale behind choosing this architecture is that it allows for the
integration of prior biological knowledge about gene-gene interactions
through the GRN. This can help the model to better understand the potential
downstream effects of a perturbation. Furthermore, the use of embeddings
allows the model to learn meaningful representations of genes and
perturbations, potentially enabling better generalization to unseen
perturbations.

*xFeature Engineering and Data Preprocessingx*x*

The Norman et al. (2019) dataset will require careful preprocessing before being
used to train the model. The steps involved will include:

1. xxData Loading and Normalization:xx The processed gene expression matrices
will be loaded using appropriate libraries like Scanpy or AnnData. The gene
expression counts will be normalized to account for differences in sequencing

depth between cells. Log transformation (e.g., using a natural logarithm
after adding a pseudocount) will be applied to stabilize the variance of gene
expression levels.

2. xxPerturbation Information Encoding:** The perturbation information,
specifying the targeted gene(s) for each cell, will be extracted from the
dataset’s metadata. For single gene perturbations, the gene name will be used.

For paired gene perturbations, both gene names will be used. These gene
names will then be mapped to their corresponding indices or identifiers in
the gene expression matrix. The perturbation information will be encoded as
input to the model, potentially using one-hot encoding initially, where a
binary vector indicates which genes are targeted. Alternatively, learned
embeddings for each gene could be used to represent the perturbation.

3. *xControl Sample Handling:** Cells labeled as control (unperturbed) will be
identified and used to establish the baseline gene expression profiles. These
control profiles will be crucial for training the model to predict the
changes in expression induced by the perturbations.

4. xxFeature Selection:xx Given the high dimensionality of the gene expression
data, feature selection techniques may be employed to focus on the most
relevant genes. One common approach is to identify highly variable genes (
HVGs) across the cell population and use only these genes as input to the
model.16 This can reduce the dimensionality of the input, potentially
improving model training and performance.

5. %*xGRN Construction (if applicable):xx If a GNN is used, a gene regulatory
network will need to be constructed. This could involve using publicly
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available databases of known gene interactions or inferring a network from
the unperturbed single-cell expression data using methods like co-expression
analysis or network inference algorithms.

**xTraining Strategyxx*
The training of the predictive model will involve the following steps:

1. xxData Splitting:xx The dataset will be split into training, validation, and
test sets. To address the evaluation scenarios of unseen perturbations, the
split will be performed at the level of perturbations. This means that all
cells corresponding to certain perturbations (both single and paired) will be

held out in the test set and will not be seen by the model during training.
A separate validation set, also containing held-out perturbations, will be
used for hyperparameter tuning and model selection.l1l6 Carefully designing the

data splitting strategy is crucial to ensure that the model is truly
evaluated on unseen perturbations and cell contexts, avoiding information
leakage from the training set.

2. *xxLoss Function:** The model will be trained to minimize the difference
between the predicted gene expression profiles and the observed gene
expression profiles. The Mean Squared Error (MSE) will be used as the primary

loss function, as it directly measures the average squared difference
between the predicted and observed values.

3. x»xOptimizer:+x An appropriate optimization algorithm, such as Adam, will be
used to update the model’s parameters during training. A learning rate
schedule, which gradually reduces the learning rate over time, may be
employed to improve convergence and prevent overfitting.

4. xxHyperparameter Tuning:xx The model architecture and training process will
have several hyperparameters (e.g., the dimensionality of the embeddings, the
number of layers in the neural networks, the learning rate). These
hyperparameters will be tuned using the validation set. Techniques like grid
search or random search can be used to explore different combinations of
hyperparameters and select the configuration that yields the best performance
on the validation set.

5. *xxOverfitting Prevention:+* Techniques such as dropout, weight regularization
(e.g., L1 or L2 regularization), and early stopping (monitoring the
performance on the validation set and stopping training when it starts to
degrade) will be used to prevent the model from overfitting to the training
data and improve its generalization ability.

**xStrategies for Handling Unseen Perturbations and Cell Contextsx*x*

The proposed GNN-based architecture offers several advantages for handling the
challenges of unseen perturbations and cell contexts:

— x*xGeneralization to Unseen Genes (for GNN):*xx If a GNN is used and the GRN
includes genes that are not targeted in the training set, the model may still
be able to make informed predictions about the effects of perturbing these
unseen genes by leveraging their relationships with other genes in the
network.36 The model can learn general principles of how perturbations
propagate through the network, allowing it to extrapolate to new nodes (genes
). Predicting the effects of completely novel perturbations (genes not seen
during training) is a significant challenge.

— x*xCell State Conditioning:xx By explicitly encoding the baseline gene
expression profile of the unperturbed cell, the model can condition its
prediction on the specific context of that cell. This allows the model to
capture some of the inherent heterogeneity within the cell population and
potentially make more accurate predictions for cells with unseen baseline
profiles.

— xxLearned Embeddings:*x The use of learned embeddings for genes and
perturbations can help the model to capture semantic relationships between
different genes and perturbations. If the embedding space is learned
effectively, the model may be able to generalize to unseen perturbations that

are functionally similar to those seen during training, even if the specific
genes were not encountered before.
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While more advanced techniques like meta-learning or domain adaptation could
potentially further improve the model’s ability to handle unseen
perturbations and cell contexts, the proposed GNN architecture with cell
state conditioning and learned embeddings provides a strong foundation for
addressing these challenges.

Generate Prediction Model Code

The prediction model will be implemented using the Python programming language
and several key libraries commonly used in machine learning and single-cell
data analysis.

*xImplementation Detailsx*x*
— *xProgramming Language:*x* Python
— **xKey Libraries:xx
— *xPyTorch+x or x*TensorFlow/Keras:*x For implementing the neural network
architecture, including the GNN and other layers.
— **Scanpy** or xxAnnData:xx For efficient handling and preprocessing of the
single-cell RNA-seq data.
— x*NumPy:** For numerical computations and array manipulations.
— *%SciPy:** For scientific computing, including statistical functions.
— *xscikit-learn:xx For evaluation metrics (MSE, PCC) and potential utility
functions.

+*+Code Structure and Key Functionsxx
The codebase will be organized into several modules or classes to ensure
modularity and maintainability:

1. xx‘'Dataloader' Class:xx
— xxPurpose:** Responsible for loading the Norman et al. (2019) dataset from
the specified files (e.g., MTX, TSV).
— *xFunctionality:*x*

— Reads the gene expression matrix and metadata.

— Performs normalization and log transformation.

- Encodes perturbation information.

- Splits the data into training, validation, and test sets based on
perturbations.

— Provides data loaders for efficient batching during training.

2. *%x'Model' Class:*x*
— xxPurpose:** Defines the neural network architecture, including the gene
embedding layer, perturbation embedding layer, GNN (if chosen), cell state
encoding layer, and prediction layer.
— x*xFunctionality:#*x

- Initializes the model parameters.

— Implements the forward pass of the network, taking baseline expression
and perturbation information as input and outputting the predicted
perturbed expression.

3. *x'Trainer' Class:x*x
— **Purpose:** Handles the training process of the model.
— **xFunctionality:*x*

— Takes the model, data loaders, loss function, and optimizer as input.

- Implements the training loop, including forward pass, loss calculation,
backpropagation, and parameter updates.

- Monitors performance on the validation set and implements early stopping
if needed.

— Saves the trained model parameters.

4. xx‘Evaluator' Class:xx
— **xPurpose:** Evaluates the performance of the trained model on the test set.
— xxFunctionality:xx*

- Loads the trained model parameters.

- Iterates through the test data.

— Makes predictions for each test sample.

— Calculates the evaluation metrics (MSE, PCC, Top-k PCC) by comparing
predictions with the observed data.

- Reports the evaluation results.

5. *x'Predictor' Class:x*x*
— xxPurpose:*x* Allows for making predictions on new, unseen data (e.g., a
baseline expression profile and a perturbation).
— x*xFunctionality:#*x
— Loads the trained model parameters.
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— Takes a baseline expression profile and perturbation information as input.

— Preprocesses the input data as needed.
— Uses the trained model to generate the predicted gene expression profile
after the perturbation.

*+*Instructions for Usagexx

1. xxInstall Libraries:xx Install the necessary Python libraries using pip:
‘Y 'Bash
pip install torch torchvision torchaudio scanpy numpy scipy scikit-learn

AURRRY

(or ‘tensorflow' and ‘keras‘' if using TensorFlow) .

2. xxDownload Data:** Download the processed data files for GSE133344 from GEO or
Figshare and place them in a designated directory.

3. xxPrepare Input Data:xx Ensure that the input data for prediction (baseline
gene expression profile and perturbation identity) is in the expected format
(e.g., a NumPy array or a Pandas DataFrame) .

4. xxRun the Code:** Execute the Python script containing the model
implementation, training, and evaluation steps. The script should:

— Initialize the ‘Dataloader' with the path to the data files.
- Split the data into training, wvalidation, and test sets.
— Initialize the 'Model' with the appropriate architecture and hyperparameters.

— Initialize the ‘Trainer' with the model, data loaders, loss function, and
optimizer.

— Train the model using the ‘Trainer‘.

— Initialize the ‘Evaluator' with the trained model and test data loader.

- Evaluate the model and print the results.

- (Optionally) Use the ‘Predictor‘' to make predictions on new data.

**Evaluation and Resultsxx*

A comprehensive evaluation of the developed predictive model is crucial to assess
its performance and generalizability.

**xExperimental Setupxx

The Norman et al. (2019) dataset will be split into training, validation, and
test sets, ensuring that perturbations are held out for both validation and
testing to evaluate the model’s ability to predict the effects of unseen
genetic manipulations. The split will likely involve a significant portion of

the data for training, with smaller portions allocated for validation (for
hyperparameter tuning and model selection) and testing (for final performance

evaluation) .16 The specific hyperparameters of the chosen model architecture

(e.g., number of layers, dimensionality of embeddings, learning rate) will
be determined through experimentation and tuning on the validation set.

To make a prediction for a given perturbation, the model will take as input the
baseline gene expression profile of an unperturbed cell (which could be an
average profile of control cells or a specific control cell’s profile) and
the identity of the target gene(s).

*+xPerformance Metricsx*

The model’s performance on the test set will be quantified using the three
evaluation metrics defined earlier: Mean Squared Error (MSE), Pearson
Correlation Coefficient (PCC), and Top-k PCC. These metrics will be
calculated by comparing the model’s predicted gene expression profiles with
the actual observed profiles in the test set for the held-out perturbations.
The results will be reported separately for unseen single-gene perturbations
and unseen paired-gene perturbations to assess the model’s ability to handle
both types of genetic manipulations. It may also be informative to report the

performance on different subsets of genes, such as the highly variable genes,
as these are often the most biologically relevant. Visualizations, such as
scatter plots of predicted vs. observed gene expression for representative
perturbations, can provide further insights into the model’s predictive
capabilities.
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I. LLM-as-a-judge details
I.1. methods

To assess the quality of task analysis reports and research plans generated by various scAgents, we employed a Large
Language Model (LLM) as an automated evaluator.

Outputs(Examples can be found in Appendix G) from scAgents(with 5 different LLM APIconfigurations: Claude 3.7, o1,
DeepSeek R1, Qwen-plus, Llama 3,1) were anonymized to prevent bias. For each evaluation round, a set of 8 outputs was
randomly selected and their order randomized to ensure fairness. This process was repeated 5 times, resulting in 5 distinct
evaluation rounds with different output sequences. In each round, the LLM evaluated the 8 outputs individually, assigning a
score from 1 to 10 based on predefined criteria. The LLM was unaware of the source of each output, ensuring unbiased
assessments.

The LLM was guided using a structured prompt that specified the evaluation criteria and scoring rubric. An example prompt
is as follows.

I.2. prompts

LLM As Judge-Gene

Task Analysis

You are an expert evaluator specializing in data-driven analysis of CRISPR-based
single-cell perturbation experiments. Your background includes:

— In-depth knowledge of single-cell omics data modalities (e.g., RNA-seq, ATAC-
seq, CITE-seq)

— Experience in characterizing perturbation types and experimental settings

— Familiarity with agent-based literature retrieval and scientific reasoning

— Ability to assess baseline model performance in biological prediction tasks

— Understanding of automated systems for scientific task decomposition

Please evaluate the following Task Analysis report using rigorous and objective
scientific standards. You may receive multiple reports in randomized order
across five rounds. xxEvaluate each report independentlyxx, without assuming
knowledge of other submissions.

EVALUATION CRITERIA
Each criterion should be scored on a scale of 1710, with clear justification
based on the report content. Use full-score ranges (1710) where appropriate.

Analyse Dataset (1710):

Clarity and correctness in summarizing dataset properties (modality,
perturbation type, species, cell type distribution, etc.)

— Relevance of identified features for downstream modeling

— Ability to standardize and interpret metadata across modalities

— Quality of data summaries and diagnostic insights (e.g., sparsity,

heterogeneity)

(I

2. Analyse Task Type (1710):

— Accuracy in identifying the biological question and mapping it to a
computational prediction task

— Insightfulness in selecting the right task framing (e.g., classification vs
regression, single-cell vs population-level)

— Alignment of task framing with perturbation mechanism and data granularity

— Ability to distinguish this task from superficially similar ones

3. Analyse Baseline Defects (1710):

— Thoroughness in identifying limitations of current baseline models

— Correctness in linking model weaknesses to data/task-specific challenges (e.g.,
model mismatch with modality, lack of interpretability)

— Thoughtfulness in proposing key evaluation gaps or unaddressed risks

— Clarity in explaining why the baseline is insufficient and what improvement
directions are needed

FORMAT FOR YOUR EVALUATION:
1. NUMERICAL SCORES
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Analyse Dataset: [Score]/10
Analyse Task Type: [Score]/10
Analyse Baseline Defects: [Score]/10

2. DETAILED JUSTIFICATION

Provide specific and concise reasoning for each score, referencing relevant parts
of the analysis. Address both strengths and limitations within each
criterion.

3. KEY STRENGTHS
[List major strengths of the Task Analysis report]
[Reference specific elements that demonstrate scientific rigor or originality]

4. AREAS FOR IMPROVEMENT
[Identify specific aspects that could be clarified or strengthened]
[Offer constructive, actionable suggestions for refinement]

5. OVERALL RECOMMENDATION

Provide a concise overall assessment. Consider:

— Does the Task Analysis provide a strong foundation for follow-up modeling?
— Are the dataset and task features well-characterized and actionable?

— Are the limitations of baseline models accurately diagnosed and explained?

REMINDERS:
— Maintain scientific neutrality and avoid assumptions not grounded in the
provided text.

— Consider both biological and computational aspects equally.

— Provide constructive feedback aimed at improving scientific understanding.

— Use current SOTA practices in perturbation modeling and single-cell analysis as
your reference frame.

— Assume the audience is a mix of computational biologists, experimentalists, and
system developers.

TASK ANALYSIS REPORT TO EVALUATE:
[Paste your report here] / [Will be provided in the next message]

LLM As Judge-Gene

Method Design

You are an expert evaluator specializing in CRISPR-based single-cell perturbation
prediction models and experimental designs. Your background includes:

— Deep expertise in computational biology and single-cell omics

— Practical experience with CRISPR-based perturbation experiments

— Familiarity with multimodal single-cell datasets (e.g., gene expression, ATAC-
seq, protein expression)

— Advanced understanding of machine learning models for biological prediction
tasks

- Knowledge of statistical validation methods and experimental reproducibility
standards

— Awareness of recent state-of-the-art (SOTA) approaches in perturbation modeling

Please evaluate the following research plan using rigorous and objective
scientific standards. You may receive multiple plans in randomized order
across five rounds. x*Evaluate each plan independently=*x, without assuming
knowledge of other submissions.

EVALUATION CRITERIA

Each criterion should be scored on a scale of 1710, with clear justification
based on the content of the plan. Use full-score ranges (1710) where
appropriate.

=

Scientific Validity (1710):
Biological relevance and mechanistic insight
Strength of theoretical foundation
— Alignment with current scientific understanding in single-cell biology

Integration with existing knowledge on perturbation responses

2. Technical Feasibility (1710):
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— Practicality of implementation

— Computational resource requirements

— Scalability to larger datasets or new tasks

— Feasibility and clarity of data preprocessing or modeling pipeline

3. Innovation Level (1710):

— Novelty compared to current state-of-the—art approaches
— Creative problem-solving or hypothesis generation

— Potential for new biological or computational insights
— Unique contributions in methodology or design

4. Experimental Design (1710):

- Quality of proposed validation and evaluation methodology
— Inclusion of appropriate controls and baselines

— Statistical soundness (e.g., replicates, robustness)

— Attention to data quality and reproducibility

5. Impact Potential (1710):

— Relevance and contribution to advancing single-cell biology

— Translational potential (e.g., drug discovery, therapeutic design)
— Scalability to broader biological questions or contexts

— Potential to inspire follow-up research or community adoption

FORMAT FOR YOUR EVALUATION:

1. NUMERICAL SCORES

Scientific Validity: [Score]/10
Technical Feasibility: [Score]/10
Innovation Level: [Score]/10
Experimental Design: [Score]/10
Impact Potential: [Score]/10

2. DETAILED JUSTIFICATION

Provide specific and concise reasoning for each score, referencing relevant parts
of the research plan. Address both strengths and limitations within each
criterion.

3. KEY STRENGTHS
[List major strengths of the research plan]

[Reference specific elements that demonstrate scientific merit or originality]

4. AREAS FOR IMPROVEMENT
[Identify specific aspects that could be clarified or strengthened]

[Offer constructive, actionable suggestions for refinement]

5. OVERALL RECOMMENDATION

Provide a concise overall assessment. Consider:

— Is this plan a strong candidate for further development or implementation?

— What would be the next logical steps to improve scientific or translational
value?

— How does this plan compare (in quality and originality) to what is typically
seen in high-impact research?

Additional Considerations for Gene Knockout:
- Gene regulatory network modeling

- Knockout effect propagation

— Compensatory mechanism prediction

- Pathway analysis integration

REMINDERS:
— Maintain scientific neutrality and avoid assumptions not grounded in the
provided text.

— Consider both biological and computational aspects equally.

— Provide constructive feedback aimed at improving the research direction.

— Use current state-of-the-art methods and literature in single-cell genomics and
perturbation modeling as your reference frame.

— Assume the audience is a mix of computational biologists, experimentalists, and
translational researchers.

RESEARCH PLAN TO EVALUATE:
[Paste your plan here] / [Will be provided in the next message]
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1.3. example output

LLM As Judge Output-Gene

Task Analysis-Claude 3.7

1. NUMERICAL SCORES

Analyse Dataset: 8/10

Analyse Task Type: 8/10
Analyse Baseline Defects: 8/10

2. DETAILED JUSTIFICATION
Analyse Dataset (8/10)
The report provides a comprehensive and detailed summary of the dataset
properties, including its origin (Norman et al., 2019), modality (single-cell
RNA-seq with CRISPR perturbations), and specific features like the scale
(7170,000 cells), composition (1,092 unique perturbation conditions), and
high-dimensional readouts (720,000 genes per cell). The characterization of
perturbation types (single-gene knockdowns and two-gene combinations) is
particularly well-executed, highlighting the ability to study genetic
interactions. The report effectively identifies key challenges such as single-
cell variability and the need for generalization to unseen perturbations. The
only minor limitation is the lack of specific diagnostic metrics or
visualizations that would further enhance the interpretability of the dataset’
s complexity, such as dropout rates or batch effect magnitudes. The data
summaries are thorough and provide critical diagnostic insights for model
development.

Analyse Task Type (8/10)

The biological question is accurately identified as learning a high-dimensional
function to predict post-perturbation gene expression profiles. The mapping
to a computational prediction task (high-dimensional regression with
combinatorial inputs) is insightful and aligns well with the dataset’s
granularity and the nature of CRISPR perturbations. The justification for
selecting this task type is robust, emphasizing the biological relevance of
understanding genetic interactions and predicting cellular responses to novel

perturbations. The report effectively distinguishes this task from
alternative framings by highlighting the unique challenges of handling single-
cell variability, generalization to unseen perturbations, and the need for a
complex model architecture. The connection between the biological objective
and the technical approach is exceptionally well-articulated. The only minor
limitation is a brief discussion of alternative task formulations that could
have strengthened the rationale further.

Analyse Baseline Defects (8/10)

The report thoroughly identifies several limitations of current baseline models
with exceptional specificity. For example, it correctly highlights the
challenge of generalization to unseen perturbations, including new target
genes and gene combinations, as a critical weakness. The critique of simpler,

interpretable models (like linear regression) for their inability to capture
non-linear genetic interactions is particularly well-supported. The
evaluation gaps proposed are thoughtfully grounded in the dataset’s specific
challenges, and the explanation of why simpler models are insufficient is
detailed and well-reasoned. The only minor limitation is that some
improvement directions could be more explicitly connected to specific model
architectures or recent advances in the field. However, the proposed emphasis
on complex, deep learning models is well-justified given the task’s
requirements.

3. KEY STRENGTHS

Comprehensive Dataset Characterization: The report provides exceptional
documentation of dataset properties, perturbation types, and specific
challenges, creating a solid foundation for model development.

Robust Task Framing: The biological question is precisely mapped to an
appropriate computational task with clear justification for high-dimensional
regression over alternative approaches.

Detailed Challenge Analysis: The analysis of modeling challenges is exceptionally

thorough, with specific critiques that highlight both the complexity of the
task and the limitations of simpler models in addressing it.

Forward-Looking Model Selection: The rationale for prioritizing predictive
accuracy and employing complex models demonstrates a sophisticated
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understanding of the trade-offs between model complexity and interpretability
in this domain.

4. AREAS FOR IMPROVEMENT
Diagnostic Visualizations: Including example visualizations of data distribution,
dropout patterns, or perturbation effects would enhance the dataset analysis
section and provide clearer guidance for subsequent modeling efforts.
Alternative Model Considerations: Briefly discussing alternative model
architectures (e.g., hybrid models that balance interpretability and
complexity) could strengthen the rationale for the chosen technical approach.
Explicit Evaluation Metrics: Specifying which evaluation metrics would be most
appropriate for assessing model performance (e.g., Pearson correlation for
gene expression prediction, metrics for generalization to unseen
perturbations) would provide clearer guidance for subsequent modeling efforts.

5. OVERALL RECOMMENDATION

This Task Analysis report provides an exceptionally strong foundation for follow-
up modeling efforts. The dataset and task features are comprehensively
characterized with scientific rigor, offering detailed and actionable
insights for model development. The limitations of simpler models are
accurately and thoroughly diagnosed, with specific, well-reasoned
justifications for employing more complex architectures. This analysis
demonstrates a sophisticated understanding of both biological and
computational aspects, aligning exceptionally well with current state-of-the-
art practices in CRISPR-based single-cell perturbation modeling. The report
would serve as an outstanding basis for advancing scientific understanding in
genetic interaction networks and functional genomics research. With minor
refinements in the areas noted, this analysis could be considered a model
example of task analysis in this domain.

LLM As Judge Output-Gene

Method Design-Claude 3.7

1.NUMERICAL SCORES
Scientific Validity: 8/10
Technical Feasibility: 8/10
Innovation Level: 7/10
Experimental Design: 7/10
Impact Potential: 8/10

2.DETAILED JUSTIFICATION

Scientific Validity (8/10)

The research plan demonstrates strong biological relevance by addressing the
challenge of predicting post-perturbation gene expression profiles in single
cells, a critical area in understanding gene regulatory networks and cellular

responses to CRISPR-based interventions. The integration of VAE, GNN, and
Transformer components provides a theoretically sound foundation for handling
the complexity of single-cell data. The plan aligns well with current
scientific understanding in single-cell biology, particularly in leveraging
gene regulatory networks and attention mechanisms for interpretability.
However, the biological interpretation of the perturbation embeddings and
attention weights could be further elaborated to strengthen mechanistic
insight.

Technical Feasibility (8/10)

The proposed pipeline is practical and well-detailed, with clear steps for data
preprocessing, model architecture, and training strategy. The use of
established libraries (scanpy, anndata) and deep learning frameworks (PyTorch
) increases feasibility. The computational resource requirements appear
manageable, though training a hybrid model with GNN and Transformer
components may demand substantial GPU memory. The plan addresses scalability
through dimensionality reduction and efficient model components. The data
preprocessing steps are comprehensive, though the dynamic construction of
gene interaction graphs requires careful implementation to ensure biological
relevance.

Innovation Level (7/10)
The hybrid model architecture combining VAE, GNN, and Transformer represents a
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novel approach in the field of single-cell perturbation prediction. The
integration of perturbation embeddings with gene expression latent
representations offers creative problem-solving. However, similar multimodal
approaches have been explored in other biological contexts, which slightly
reduces the novelty. The plan has potential for new biological insights
through attention mechanisms and graph analysis, but the unique contributions
in methodology could be more clearly articulated compared to existing state-—
of-the-art approaches.

Experimental Design (7/10)

The validation methodology includes appropriate loss functions, regularization
techniques, and early stopping criteria, ensuring statistical soundness. The
inclusion of control samples and data augmentation techniques strengthens the

experimental design. However, the plan lacks details on specific evaluation
metrics (beyond loss functions) that would demonstrate biological relevance,
such as correlation with observed gene expression changes or pathway
enrichment analysis. The data splitting strategy holds out certain
perturbations for validation and testing, which is appropriate, but the plan
could benefit from more explicit discussion of replicates and robustness
testing.

Impact Potential (8/10)

The research has significant relevance to advancing single-cell biology by
providing a predictive tool for CRISPR perturbations. The translational
potential is substantial, particularly for drug discovery and therapeutic
design where understanding cellular responses to genetic perturbations is
critical. The approach is scalable to broader biological questions involving
gene regulatory networks and could inspire follow-up research in multimodal
single-cell analysis. The potential for community adoption is enhanced by the

use of standard frameworks and the provision of biological interpretability
features.

3. KEY STRENGTHS

Comprehensive integration of VAE, GNN, and Transformer components addressing
different aspects of single-cell data complexity

Well-structured training strategy with regularization techniques to prevent
overfitting

Attention to biological interpretability through multiple model components

Practical data preprocessing pipeline using established single-cell tools

Incorporation of expert recommendations for addressing class imbalance and
improving generalization

4. AREAS FOR IMPROVEMENT
Enhance discussion of biological validation metrics beyond loss functions
Provide more explicit details on gene regulatory network construction and

updating
Strengthen justification for the specific dimensions chosen for latent spaces and
embeddings
Consider inclusion of additional evaluation strategies such as cross-dataset
validation

Clarify how the model will handle novel cell types or contexts not present in
training data

5.0VERALL RECOMMENDATION

This research plan represents a strong candidate for further development with
high potential for scientific impact in single-cell perturbation prediction.
The hybrid model architecture addresses key challenges in the field while
maintaining biological interpretability. The next logical steps would be to
implement rigorous biological validation using additional metrics and
experimental data, and to compare performance against existing state-of-the-
art methods in perturbation prediction. The plan compares favorably to high-
impact research in the field, particularly in its integration of multiple
deep learning approaches and focus on biological relevance.

86




Submission and Formatting Instructions for ICML 2025 GenBio Workshop

1.4. Detailed Results

To comprehensively evaluate the performance of SCAGENTS, we employed five state-of-the-art LLMs as independent judges:
Claude 3.7, DeepSeek-R1, OpenAl o1, Qwen-plus, and Llama 3.1. Each judge evaluated outputs from SCAGENTS and three
DeepResearch variants (OpenAl, Perplexity, and Gemini) across multiple rounds to ensure statistical robustness. Tables 7
and 8 present the averaged scores from five independent evaluation runs, providing insights into both the consistency and
performance differences across systems.

1.4.1. TASK ANALYSIS PHASE EVALUATION

Table 7 reveals several key insights about the Task Analysis capabilities of different systems. SCAGENTS demonstrates
consistent superiority across all three evaluation dimensions, with particularly strong performance in Analyse Dataset
(average scores: 8.60, 8.20, 7.24 across drug, gene knockout, and cytokine tasks respectively). This excellence in dataset
analysis can be attributed to our specialized Data Parser module and the collaborative refinement process among domain
experts during the graph-based discussion phase.

The evaluation results show remarkable consistency among LLM judges, with standard deviations typically below 0.5 points,
indicating high inter-judge agreement. Notably, Claude 3.7 and OpenAl ol tend to provide slightly higher scores overall,
while Qwen-plus and Llama 3.1 exhibit more conservative scoring patterns. This variation suggests that different LLMs may
emphasize different aspects of scientific rigor in their evaluations.

Among the DeepResearch variants, OpenAI’s implementation (DR?) performs closest to SCAGENTS, achieving comparable
scores in certain categories (e.g., 9.0 in drug dataset analysis). However, both Perplexity (DR’’) and Gemini (DR®) variants
show significant performance gaps, particularly in Analyse Baseline Defects, where scores drop as low as 2.16 for cytokine
tasks. This disparity highlights the importance of our multi-agent architecture in identifying subtle limitations in existing
approaches.

Table 7: LLM evaluation of the Task Analysis phase. Three LLM judges evaluated SCAGENTS (scAg) and Deep Research
(DR) (OpenAl, 2025) pipeline across four key capabilities and three perturbation types. SCAGENTS consistently matched or
exceeded human expert performance, with particular strength in dataset analysis and identifying baseline model limitations.

Judges Drug Gene KO Cytokine
scAg DR DR” DR® scAg DR® DR” DR scAg DRY DRP DR¢

Analyse Dataset T

Claude3.7 8.8 9.0 6.0 7.0 8.0 7.0 3.0 5.2 7.2 7.0 4.0 5.2
R1 9.0 9.0 6.2 7.0 8.0 7.2 4.0 6.2 7.0 6.2 32 5.6
ol 9.0 9.0 6.0 6.8 8.2 7.8 4.4 6.0 7.2 6.0 3.0 52
Qwen-plus 8.0 72 5.2 6.2 8.0 7.0 4.0 5.4 7.0 6.8 2.8 6.0
Llama 3.1 8.2 74 52 5.8 8.8 6.8 5.0 6.2 7.8 7.2 4.0 6.0

Average 860 832 572 656 820 7.16 408 580 724 6.64 340 5.60

Claude3.7 8.0 7.8 6.0 5.0 8.4 8.0 6.0 6.8 6.6 4.0 32 4.8
R1 7.0 7.0 4.0 6.0 7.8 7.0 6.0 7.0 6.6 5.8 4.8 5.0
ol 8.6 8.2 6.0 6.6 8.8 8.0 6.0 6.0 7.0 6.2 5.0 52
Qwen-plus 8.0 8.0 6.2 6.2 8.2 8.0 7.0 7.4 7.0 6.2 5.8 4.2
Llama 3.1 8.2 7.6 6.2 6.0 8.8 8.0 6.0 7.2 7.2 6.2 5.0 5.0

Average 796 772 780 620 6.88 688 568 476 484 596 688 484

Claude3.7 6.2 5.0 3.0 4.2 6.8 6.0 3.0 4.2 5.2 4.0 2.0 2.8
R1 7.0 6.0 3.6 42 7.0 7.0 4.8 42 6.0 5.2 2.0 34
ol 6.6 5.8 3.0 4.0 7.2 7.0 5.6 5.0 6.0 52 2.0 32
Qwen-plus 6.0 52 22 32 7.0 7.0 4.2 5.0 6.0 3.8 1.8 3.0
Llama 3.1 7.0 6.2 4.0 4.8 7.2 7.6 5.0 5.8 6.8 52 3.0 3.0

Average 656 564 316 408 7.04 692 452 484 6.00 468 216 3.08

87



Submission and Formatting Instructions for ICML 2025 GenBio Workshop

1.4.2. METHOD DESIGN PHASE EVALUATION

Table 8 presents a more nuanced evaluation across five dimensions of research plan quality. The results demonstrate SCA-
GENTS’ comprehensive superiority, with average scores exceeding 6.0 across all dimensions and tasks, while DeepResearch
variants show significant variability (scores ranging from 2.16 to 8.00).

The Innovation Level dimension shows the most pronounced advantage for SCAGENTS, with average scores of 8.04, 8.28,
and 7.44 for drug, gene knockout, and cytokine tasks respectively. This superior performance reflects our framework’s
ability to synthesize novel approaches through multi-agent collaboration and dynamic knowledge integration. Interestingly,
OpenAl’s DeepResearch variant shows competitive performance in this dimension (7.40, 8.00, 7.16), suggesting that
innovation capability may be partially transferable across different architectural approaches.

In Technical Feasibility, we observe an interesting pattern where OpenAI’s DeepResearch slightly outperforms SCAGENTS
in drug perturbation tasks (7.24 vs. 6.88). This could indicate that our system occasionally proposes more ambitious
but technically challenging solutions. However, SCAGENTS maintains superiority in gene knockout and cytokine tasks,
demonstrating better adaptability to diverse biological contexts.

The most striking performance gap appears in Impact Potential, where Perplexity’s DeepResearch variant scores as low as
1.8 for drug perturbation tasks. This dramatic difference underscores the importance of our comprehensive approach that
considers not only technical correctness but also the broader scientific implications of proposed methods.

1.4.3. CROSS-TASK PERFORMANCE ANALYSIS

An interesting pattern emerges when comparing performance across different perturbation types. Gene knockout tasks
generally receive the highest scores across all systems, suggesting that this well-established experimental paradigm may be
easier to model computationally. In contrast, cytokine perturbation tasks show the greatest performance variance between
systems, with SCAGENTS maintaining robust performance (average scores above 6.0) while some DeepResearch variants
drop below 3.0 in multiple dimensions.

This task-specific performance difference likely reflects the varying complexity of biological mechanisms involved. Gene
knockouts typically produce more predictable, direct effects, while cytokine perturbations involve complex signaling
cascades and cell-cell communication networks that require more sophisticated modeling approaches. The superior
performance of SCAGENTS in these challenging scenarios validates our multi-agent architecture’s ability to capture complex
biological interactions through collaborative reasoning.

1.4.4. INTER-JUDGE AGREEMENT AND RELIABILITY

The consistency of scores across different LLM judges provides confidence in our evaluation methodology. The highest
agreement occurs in the Innovation Level dimension, where judges show remarkable consensus (coefficient of variation j
0.1 for most comparisons). Greater variability appears in Experimental Design evaluations, possibly reflecting different
interpretations of what constitutes rigorous experimental validation in computational biology.

These detailed results collectively demonstrate that SCAGENTS not only achieves superior performance but does so
consistently across different evaluation criteria, task types, and independent judges. The framework’s ability to maintain high
standards across all dimensionsfrom technical feasibility to scientific impactunderscores its potential as a comprehensive
solution for automated scientific discovery in single-cell biology.
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Table 8: LLM evaluation of the Method Design phase. LLM judges assessed the quality of research plans proposed by
SCAGENTS (scAg) and Deep Research (DR) (OpenAl, 2025) pipeline across five dimensions. SCAGENTS consistently
outperformed on scientific validity, innovation, experimental design, and impact potential.

Judges Drug Gene KO Cytokine
scAgz DR DRF” DRY scAg DR DR” DRY scAg DR DR DR?
Scientific Validity 1

Claude3.7 7.4 8.0 3.0 4.6 7.8 7.2 32 5.0 6.8 6.2 2.8 4.0
R1 8.2 74 4.0 4.8 7.8 7.8 4.0 6.2 7.0 6.0 3.6 5.8
ol 7.8 7.0 3.4 6.2 8.2 8.4 3.6 6.2 6.8 7.0 3.0 52
Qwen-plus 6.8 6.4 3.0 5.8 7.6 6.8 4.0 5.4 6.6 6.6 2.6 5.0
Llama 3.1 7.0 6.4 52 5.8 7.8 6.8 5.0 6.8 7.2 7.0 44 6.0

Average 744 704 372 544 784 740 396 592 688 656 328 520

Claude3.7 7.0 7.0 2.4 52 7.0 5.8 2.6 5.8 6.4 5.8 22 5.6
R1 5.8 7.0 4.0 52 6.8 6.8 5.0 6.0 6.0 5.6 4.0 54
ol 74 8.0 4.0 6.6 8.0 7.8 5.0 6.0 7.0 6.8 42 5.0
Qwen-plus 7.0 6.8 3.6 5.0 7.4 5.8 3.0 6.0 6.8 6.8 3.0 5.0
Llama 3.1 7.2 74 4.0 6.0 8.2 6.8 4.0 5.2 6.2 5.6 5.0 54

Average 688 724 360 560 748 6.60 392 580 648 6.12 3.68 528

Claude3.7 8.0 7.0 5.8 6.8 8.2 72 5.0 6.4 7.2 6.2 4.0 6.0
R1 8.2 6.8 4.2 4.8 8.2 7.8 5.0 7.0 8.0 7.4 5.0 6.2
ol 8.0 8.2 6.0 5.0 9.0 9.0 52 6.8 7.6 8.0 5.0 6.0
Qwen-plus 7.6 7.4 42 5.6 8.0 8.0 5.0 6.6 7.2 7.0 4.0 52
Llama 3.1 8.4 7.6 5.0 6.2 8.0 8.0 52 7.0 7.2 7.2 5.0 7.0

Average 804 740 504 568 828 800 508 676 744 7.6 460 6.08

Experimental Design T
Claude3.7 7.0 7.2 32 44 7.0 6.0 2.0 44 6.0 5.8 22 4.0
R1 8.0 72 4.0 4.0 7.2 6.0 2.8 42 6.4 6.0 3.0 4.0
ol 8.2 8.4 5.0 5.2 7.2 7.0 3.0 4.8 6.8 6.8 34 4.0

Qwen-plus 7.2 7.0 4.2 5.8 7.8 5.0 2.0 4.0 6.0 5.0 2.4 4.0
Llama 3.1 7.8 72 4.2 5.0 7.2 6.2 4.0 5.0 6.8 6.0 4.0 5.0

Average 764 740 412 488 728 6.04 276 448 640 592 3.00 420

Claude3.7 6.0 5.0 1.8 3.0 6.8 52 2.8 4.0 6.0 5.2 3.8 4.4
R1 7.0 6.0 22 4.0 7.2 6.0 22 42 6.2 5.0 2.2 4.0
ol 7.2 7.0 32 4.8 4.0 7.0 6.0 3.0 6.6 6.0 22 4.0
Qwen-plus 7.2 6.0 2.0 32 6.0 5.6 24 6.0 6.2 5.2 2.0 4.0
Llama 3.1 7.4 7.0 4.0 4.8 7.0 6.8 5.8 4.0 6.8 5.8 4.0 5.0

Average 696 620 264 396 620 612 384 424 636 544 284 428
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J. Human scientists’ evaluation details
J.1. methods

To assess the scientific quality of Al-generated analysis and design outputs, we conducted a blind human evaluation
involving three expert single-cell biologists. These evaluators were co-authors of this study and participated without
additional compensation. Each expert independently reviewed and scored system outputs for approximately 10 hours,
covering both Task Analysis Module, Method Design Module and confidence score in Graph-based discussion across
cytokine, drug, and gene perturbation tasks.

For each task type(cytokine, drug, gene), experts evaluated 8 outputs: 5 generated by different LLM backends of SCAGENTS
(Claude 3.7, o1, DeepSeek R1, Qwen-plus and Llama 3.1) and 3 from independent DeepResearch agents (OpenAl, Perplexity,
Gemini). To ensure fairness and minimize bias, all outputs were anonymized and randomly shuffled across models. Experts
were unaware of the model identity behind each output. Evaluations were performed along multiple dimensions, including
biological significance, gap analysis insight, task clarity, data accuracy, literature integration, technical novelty, feasibility,
and mechanistic explanation, using a standardized rubric with scores ranging from 0 (poor) to 10 (excellent).

Additionally, we compared human ratings with the confidence scores produced by SCAGENTS during graph-based multi-turn
reasoning. Strong alignment between expert judgments and model confidence was observed, supporting the reliability of
model self-evaluation.

J.2. Detailed Results

Table 9 presents the scores given by human scientists across different tasks (cytokine, drug, and gene perturbation) for
outputs from various SCAGENTS (with different LLM backends) and DeepResearch agents.

The results indicate that SCAGENTS generally outperform DeepResearch agents, with versions like scAgents-Claude3.7
showing superior performance in several dimensions, even achieving full marks in some cases. Each model demon-
strates varying capabilities across different task types and evaluation criteria. SCAGENTS versions show a more balanced
performance compared to the DeepResearch agents, which sometimes score low in certain dimensions.

Table 10 compares the expert ratings with scAgents’ confidence scores during graph-based multi-turn reasoning. The
alignment between the confidence scores and expert ratings suggests that scAgents’ self-evaluation mechanism is reliable.
This correlation confirms that the confidence scores can serve as a valid indicator of the quality of scAgents’ outputs. Overall,
these results highlight scAgents’ effectiveness in handling scientific analysis and design tasks and validate the utility of their
confidence assessment.
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Table 9: SCAGENTS Performance Scores Evaluated by 3 human scientists for 10 hours. (scAg®?: scAgents-Claude3.7,
scAg®': scAgents-ol, scAg?®: scAgents-DeepSeek R1, scAg?": scAgents-Qwen-plus, scAg!™: scAgents-llama 3.1, DRC:
OpenAI DeepResearch, DR”: Perplexity DeepResearch, DR®: Gemini DeepResearch)

Dimension scAg??  scAg’  scAg®  scAg?™ scAg™ DRY DR” DR®

A. Analysis Reports by Task Analysis Module

Cytokines Task Analysis

Biological Significance 7 6 7 5 6 4 0 4
Gap Analysis Insight 6 2 6 4 5 2 6 2
Task Formulation Clarity 7 5 7 6 5 4 0 2
Data Characterization Accuracy 7 4 7 6 4 3 2 3
Literature Integration Quality 7 4 5 6 4 3 2 2
Drug Perturbation Task

Biological Significance 7 6 7 6 5 5 3 5
Gap Analysis Insight 7 5 6 7 6 5 3 5
Task Formulation Clarity 8 7 7 6 5 3 3 3
Data Characterization Accuracy 7 8 8 6 4 3 4 3
Literature Integration Quality 8 8 8 6 5 6 4 3
Gene Perturbation Task

Biological Significance 7 7 6 5 4 5 5 5
Gap Analysis Insight 7 7 5 4 5 5 0 3
Task Formulation Clarity 8 7 6 7 7 6 2 3
Data Characterization Accuracy 8 8 6 7 3 5 5 3
Literature Integration Quality 8 8 5 6 3 5 5 3

B. Hypothesis Plan by Method Design Module

Cytokines Perturbation Task

Technical Novelty 6 6 5 4 4 5 2 2
Feasibility 5 6 7 5 5 5 5 5
Clarity and Consistency 6 5 6 5 5 3 5 6
Biological Plausibility 5 6 7 4 5 5 1 3
Mechanism Explanation Quality 6 5 6 5 4 1 0 2
Pathway Relevance 5 6 6 3 4 3 0 3
Cross-Perturbation Generalizability 6 7 4 5 5 5 0 5
Drug Perturbation Task

Technical Novelty 8 7 7 5 5 4 3 4
Feasibility 7 7 6 4 4 3 2 1
Clarity and Consistency 8 8 7 6 5 4 3 4
Biological Plausibility 8 8 6 5 4 4 2 3
Mechanism Explanation Quality 9 8 5 4 4 4 0 2
Pathway Relevance 9 8 5 4 3 4 0 2
Cross-Perturbation Generalizability 9 8 6 5 4 4 1 2
Gene Perturbation Task

Technical Novelty 7 7 6 5 4 5 2 4
Feasibility 7 7 5 4 3 5 2 5
Clarity and Consistency 9 8 6 5 4 6 3 5
Biological Plausibility 7 7 5 4 3 4 1 4
Mechanism Explanation Quality 7 7 4 3 2 4 1 4
Pathway Relevance 7 7 4 3 2 2 0 2
Cross-Perturbation Generalizability 7 7 5 4 3 2 0 2
Overall Ranking 1 3 2 4 5 6 8 7
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Table 10: Expert Human Scores compare with scAgents’ Confidence Scores on graph-based discussions Across Tasks and

Rounds

Experts Cytokine Task Drug Task Gene Task

R1 R2 R3 R4 R1 R2 R3 R4 R1 R2 R3 R4
Model Architecture Expert 8 9 9 9 9 9 10 10 9 9 9 9
Confidence Score 078 0.8l 08 08 072 077 084 084 074 076 0.82 082
Data Expert 8 9 10 10 8 10 10 10 9 9 10 10
Confidence Score 065 078 081 081 065 078 081 081 065 078 081 081
Training Expert 7 8 9 9 8 9 10 10 9 9 9 9
Confidence Score 065 08 081 081 077 080 08 082 078 080 0.81 0381
Pathway Analyst 9 8 9 9 8 10 10 10 10 10 10 10
Confidence Score 077 079 083 083 077 081 081 080 077 085 086 086
Self Critic 8 8 9 9 8 9 10 10 9 9 9 9
Confidence Score 078 080 084 084 078 080 083 083 078 080 0.84 084
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K. Performance Varies Across Different LLMs and AI Coders

To comprehensively evaluate the robustness of our framework, we conducted extensive experiments comparing SCAGENTS
with various baseline approaches across six challenging single-cell perturbation datasets. Table 11 presents the success rates
(out of 5 independent runs) for each method, where a successful run is defined as generating executable code that produces
biologically meaningful predictions without runtime errors.

K.1. Experimental Setup

We evaluated four distinct categories of code generation approaches:

(1) SCAGENTS with Different LLM Backends: Our full framework integrated with five state-of-the-art LLMs (Claude 3.7,
OpenAl ol, DeepSeek R1, Qwen-plus, and Llama 3.1), leveraging the complete multi-agent architecture with collaborative
reasoning and iterative refinement.

(2) Single-LLM Direct Generation: Each LLM operating independently without the multi-agent framework, tasked with
generating the complete solution in a single pass given the same input specifications.

(3) DeepResearch Variants: Three commercial implementations of automated research systems, representing the current
state-of-the-art in end-to-end scientific code generation.

(4) AI Coding Assistants: Two popular open-source coding frameworks (OpenHands and Aider) integrated with the same
five LLMs, representing specialized code generation tools designed for software development tasks.

K.2. Key Findings

Table 11: Expert Human Scores compare with scAgents’ Confidence Scores on graph-based discussions Across Tasks and
Rounds

Tool Adamson Norman Liscovitch Papalexi Srivatsan Schiebinge

SCAGENTS with different LLMs integrated

scAgents-Claude3.7 4 5 4 4 4 4
scAgents-ol 4 4 3 3 2 2
scAgents-DeepSeek R1 4 4 3 3 3 3
scAgents-Qwen-plus 4 3 4 2 3 3
scAgents-llama 3.1 2 2 1 1 1 1
Single-LLM generated code
Claude3.7 only 2 2 1 0 1 1
ol only 1 1 0 1 1 0
DeepSeek R1 only 1 1 0 1 1 0
Qwen-plus only 1 1 0 0 1 0
Llama 3.1 only 1 1 0 0 0 0
DeepResearch generated codes
OpenAl DeepResearch 1 2 1 1 1 1
Perplexity DeepResearch 0 0 0 0 0 0
Gemini DeepResearch 0 0 0 0 0 0
Al Coders
OpenHands-Claude3.7 3 4 3 3 2 2
OpenHands-o1 3 2 2 2 1 1
OpenHands-DeepSeek R1 2 3 2 2 1 2
OpenHands-Qwen-plus 2 2 1 2 2 2
OpenHands-Llama 3.1 2 1 0 1 1 1
aider-Claude3.7 2 3 2 2 2 2
aider-ol 2 2 2 2 1 1
aider-DeepSeek R1 3 2 2 2 1 1
aider-Qwen-plus 1 1 0 1 0 0
aider-Llama 3.1 1 1 0 0 0 0

The results reveal several critical insights:

Multi-Agent Architecture Superiority: SCAGENTS consistently outperforms all baseline approaches, with success rates
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ranging from 40-100% depending on the LLM backend and dataset complexity. The multi-agent framework provides an
average improvement of 2.3 over single-LLM approaches and 3.5 over Al coding assistants.

LLM Backend Dependency: Within SCAGENTS, Claude 3.7 demonstrates the most robust performance (average success
rate: 4.2/5), followed by DeepSeek R1 and OpenAl ol. This performance hierarchy remains consistent across different
dataset complexities, suggesting that certain LLMs are inherently better suited for scientific code generation tasks.

Dataset Complexity Impact: The Liscovitch (scATAC-seq) and Papalexi (CITE-seq) datasets prove most challenging
across all methods, with single-LLM approaches achieving near-zero success rates. These datasets require handling
sparse chromatin accessibility data and multi-modal protein measurements, respectively, highlighting the importance of
domain-specific knowledge integration.

Catastrophic Failure of DeepResearch Variants: Both Perplexity and Gemini DeepResearch variants fail completely
across all tasks (0/5 success rate), while OpenAl’s variant achieves only marginal success. This suggests that general-purpose
research systems lack the specialized capabilities required for complex biological data analysis.

K.3. Analysis of Failure Modes
The dramatic performance gap between SCAGENTS and other approaches can be attributed to several factors:

(1) Domain Knowledge Integration: Single-LLM approaches often generate syntactically correct but biologically mean-
ingless code, failing to account for data-specific characteristics such as sparsity patterns in ScATAC-seq or batch effects in
Perturb-seq experiments.

(2) Error Recovery Capability: Al coding assistants (OpenHands, Aider) struggle with the iterative debugging required
for scientific computing, often getting trapped in error loops when encountering tensor dimension mismatches or memory
overflow issues.

(3) Architectural Complexity: The multi-modal nature of datasets like CITE-seq requires sophisticated model architectures
that combine different data streams. Single-pass generation approaches typically produce overly simplistic models that fail
to capture these complexities.

K.4. Implications for Scientific AI Systems

These results underscore the critical importance of specialized, multi-agent architectures for scientific discovery tasks. The
success of SCAGENTS demonstrates that effective scientific code generation requires not just powerful language models, but
also:

Collaborative reasoning among domain experts
* Iterative refinement with biological validation
 Task-specific knowledge retrieval and integration

* Robust error handling and recovery mechanisms

The consistent superiority of Claude 3.7 within our framework also suggests that certain LLMs may possess inherent
advantages for scientific reasoning, possibly due to their training data composition or architectural design. Future work
should investigate these model-specific characteristics to further optimize scientific Al systems.
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L. Designed Models

To understand how SCAGENTS adapts its architectural choices to different biological contexts, we conducted a post-hoc
analysis of the model components selected across various perturbation tasks. Table 12 presents the frequency of different
neural network components appearing in models automatically designed by SCAGENTS across multiple independent runs
for each dataset.

L.1. Methodology

For each of the six benchmark datasets, we executed SCAGENTS five times with different random seeds and analyzed the
resulting model architectures. Each value in Table 12 represents the number of times a specific component appeared in the
generated models. This analysis reveals how our framework naturally adapts its design choices to the unique characteristics
of each perturbation type and data modality.

Table 12: Type of model components automatically selected by SCAGENTS across different perturbation tasks. Each
value represents the frequency of component usage across five independent runs. The adaptive selection of architectures
demonstrates the framework’s ability to tailor solutions to specific biological contexts.

Model Type Transformer Attention GNN VAE MLP RNN CNN GAN XGBoost

Gene Knock Out-RNAseq (Adamson Dataset) 5 4 4 3 4 - 1 2 -
Gene Knock Out-RNAseq (Norman Dataset)
Gene Knock Out-ATACseq (Liscovitch Dataset)
Gene Knock Out-CITEseq (Papalexi Dataset)
Drug Perturbation (Srivatsan Dataset)

Cytokine Perturbation (Schiebinger Dataset)
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L.2. Architecture Selection Patterns
Several notable patterns emerge from this analysis:

Transformer Dominance in Gene Expression Tasks: Transformer architectures appear most frequently in traditional
scRNA-seq datasets (Adamson: 5/5, Norman: 4/5), reflecting their effectiveness in capturing long-range gene-gene
dependencies. The self-attention mechanism enables modeling of complex regulatory relationships without explicit prior
knowledge of gene interaction networks.

Attention Mechanism Prevalence: Beyond full transformer architectures, standalone attention mechanisms are particularly
favored for the Norman dataset (6 occurrences), suggesting that the multi-gene perturbation patterns in this dataset benefit
from selective information aggregation. This aligns with the biological reality that combinatorial perturbations often involve
non-linear interactions requiring dynamic weighting of different genes’ contributions.

Graph Neural Networks for Regulatory Modeling: GNNs appear consistently across gene knockout experiments (4/5 for
both Adamson and Norman datasets), indicating that SCAGENTS recognizes the value of explicitly modeling gene regulatory
networks. The slightly lower frequency in drug and cytokine perturbations (1/5) suggests that molecular interaction networks
may be less directly applicable to these perturbation types.

Modality-Specific Adaptations: The scATAC-seq dataset (Liscovitch) shows unique patterns with the inclusion of XGBoost
(1/5), the only dataset to utilize this traditional machine learning approach. This likely reflects the extreme sparsity of
chromatin accessibility data, where gradient boosting can effectively handle the binary nature of peak calling.

L.3. Biological Interpretation of Architectural Choices

The architectural diversity reflects SCAGENTS’ understanding of different biological mechanisms:

Multi-Modal Integration: The CITE-seq dataset (Papalexi) shows the highest transformer usage (6/5 possible due to
hybrid architectures), consistent with the need to integrate RNA and protein measurements. The lower MLP frequency (1/5)
suggests that simple concatenation approaches are insufficient for this multi-modal challenge.

Temporal Dynamics: The appearance of RNNs exclusively in the Norman dataset (1/5) indicates recognition of potential
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temporal aspects in perturbation responses, even though the data itself is not explicitly time-series. This may reflect the
framework’s attempt to model the cascade effects of genetic perturbations.

Generative Modeling: GANs appear sporadically across datasets (ranging from 1-2 occurrences), primarily in scenarios
where data augmentation might benefit model training. Their higher frequency in scATAC-seq tasks suggests utility in
handling the severe class imbalance inherent in chromatin accessibility data.

L.4. Task Complexity and Model Sophistication
A clear correlation exists between task complexity and architectural sophistication:

Simple Perturbations, Simple Models: Drug and cytokine perturbations, which typically involve more direct molecular
mechanisms, show lower architectural diversity. The predominant use of transformers (3-4/5) with minimal additional
components suggests that these tasks can be adequately modeled with standard sequence-to-sequence approaches.

Complex Biology, Complex Architecture: Gene knockout experiments, particularly those involving combinatorial
perturbations, consistently employ multiple architectural components in tandem. The co-occurrence of transformers,
attention mechanisms, and GNNs in these models reflects the need to capture both local (gene-specific) and global
(network-wide) effects.

Sparse Data, Specialized Solutions: The unique challenges of scATAC-seq dataextreme sparsity (;95% zeros) and binary
naturelead to distinctive architectural choices. The reduced reliance on VAEs (1/5) and increased use of discriminative
models reflects the difficulty of learning meaningful latent representations from such sparse data.

L.5. Implications for Automated Model Design

This analysis demonstrates that SCAGENTS has developed an implicit understanding of the relationship between biological
data characteristics and appropriate model architectures. The framework’s ability to consistently select transformers for
sequence modeling, GNNs for network effects, and specialized components for unique challenges validates our multi-agent
approach to scientific discovery.

Moreover, the architectural diversity observed across different perturbation types underscores the limitations of one-size-fits-
all approaches in computational biology. The success of SCAGENTS lies not just in its ability to generate working code, but
in its capacity to reason about the fundamental nature of each biological problem and select appropriate computational tools
accordingly.

These findings suggest that effective automation of scientific model design requires not just technical expertise but also deep
integration of domain knowledgea capability that emerges naturally from our multi-agent collaborative framework.
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M. Cost Analysis

Understanding the computational and economic costs of SCAGENTS is crucial for assessing its practical viability in research
settings. This section provides a comprehensive analysis of both infrastructure requirements and API utilization costs,
enabling researchers to make informed decisions about deployment strategies.

M.1. Training Infrastructure

All models designed by SCAGENTS, with parameter counts ranging from 10 million to 30 million, were trained and evaluated
on a consistent computational environment. These relatively lightweight modelscompared to large language models with
billions of parametersdemonstrate that effective scientific modeling does not necessarily require massive computational
resources.

Hardware Specifications:

GPU: Two NVIDIA H20-NVLink with 96GB VRAM each (192GB total)
¢ CPU: 16-core AMD EPYC 9K84 @ 2.6GHz
¢ Memory: 150GB DDR5 RAM

» Storage: 2TB NVMe SSD for dataset caching

This setup facilitated stable multi-GPU training and inference processes without encountering memory bottlenecks. The
dual-GPU configuration enabled:

e Parallel training with data parallelism for larger batch sizes
* Distributed evaluation across multiple perturbation conditions

» Simultaneous model development for different datasets
Training Time Analysis: On average, models converged within 4-8 hours depending on dataset size and complexity:

* Gene knockout (RNA-seq): 4-5 hours
¢ Multi-modal (CITE-seq): 6-8 hours
» Sparse data (ATAC-seq): 3-4 hours

M.2. Token Utilization and Cost Estimation

The multi-agent nature of SCAGENTS involves extensive LLM interactions across three primary phases: Task Analysis,
Method Design, and Experiment Execution. Each phase incurs different token costs based on the complexity of reasoning
required.

M.2.1. TOKEN USAGE BREAKDOWN BY PHASE

The specific token usage varies significantly based on task complexity. Our empirical analysis across 50+ experiments
revealed the following patterns:

For cost estimation purposes, we use the observed average:
¢ Prompt tokens (input): 60,000
¢ Completion tokens (output): 300,000
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Table 13: Token usage breakdown by framework phase and task complexity

Phase Simple Tasks Complex Tasks
Input Output  Input  Output
Task Analysis 15,000 50,000 25,000 100,000
Method Design 20,000 100,000 40,000 200,000
Experiment Execution 5,000 50,000 15,000 100,000
Total 40,000 200,000 80,000 400,000

M.2.2. PER-REQUEST COST CALCULATION

Given that vendors report token pricing per million tokens ($/M), the cost per request was computed using:

COStrequest = (60700()) : Priceprompt + (3007000> : Pricecompletion

106 106

Table 14: Per-million-token pricing and per-call cost estimates based on average usage (60K input and 300K output tokens)

Model Prompt ($/M) Completion ($/M) Cost per Request ($)
Claude 3.7 (Anthropic) 3.00 15.00 4.68
OpenAl ol 15.00 60.00 18.90
DeepSeek-R1 0.27 2.19 0.67
Qwen-Plus 0.40 1.20 0.38
LLaMA 3.1 3.50 3.50 1.26
Average - - 5.18

M.3. Total Experimental Costs

To provide practical cost estimates, we analyze the total expense for complete experimental workflows:

Table 15: Total cost estimates for different experimental scenarios

Scenario Runs LLM Cost/Run  Total Cost
Single experiment 1 Claude 3.7 $4.68 $4.68
Hyperparameter search 10  DeepSeck-R1 $0.67 $6.70
Full benchmark (6 datasets) 30 Qwen-Plus $0.38 $11.40
Production deployment 100 Mixed $5.18 $518.00

M.4. Cost-Effectiveness Analysis

When compared to traditional approaches, SCAGENTS demonstrates significant cost advantages:

vs. Human Expert Time: A skilled bioinformatician typically requires 40-80 hours to develop and validate a novel
perturbation prediction model. At standard rates ($75-150/hour), this translates to $3,000-12,000 per model. SCAGENTS

achieves comparable or superior results for $5-20.

vs. Cloud Computing: Traditional hyperparameter optimization on cloud GPUs (e.g., AWS p3.2xlarge at $3.06/hour) for
100 configurations would cost approximately $1,200-2,400. Our approach identifies optimal architectures through reasoning

rather than exhaustive search.

vs. Consulting Services: Commercial bioinformatics consulting for custom model development typically costs $10,000-

50,000 per project. SCAGENTS provides similar capabilities at j0.1% of the cost.
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M.5. Cost Optimization Strategies

Based on our extensive experimentation, we recommend the following strategies to minimize costs while maintaining
performance:

1. Tiered LLM Usage: Use expensive, high-performance models (e.g., OpenAl ol) only for critical reasoning steps in
Method Design, while employing cost-effective alternatives (e.g., DeepSeek-R1) for routine code generation.

2. Caching and Reuse: Implement aggressive caching of Task Analysis results, as dataset characteristics remain constant
across experiments. This can reduce costs by 30-40% for repeated experiments.

3. Early Termination: Monitor confidence scores during graph-based discussions and terminate when consensus is reached,
potentially saving 20-30% of Method Design tokens.

4. Batch Processing: When analyzing multiple datasets, batch similar tasks together to leverage shared context and reduce
redundant reasoning.

M.6. Environmental Considerations

While focusing on monetary costs, we acknowledge the environmental impact of extensive LLM usage. Based on published
estimates, our average experiment generates approximately 0.5-2.0 kg CO equivalent, depending on the data center’s energy
source. This is comparable to a 5-20 km car journey, but significantly less than training a large neural network from scratch
(100-1000 kg CO).

M.7. Return on Investment

Despite the per-experiment costs, SCAGENTS offers compelling returns:

» Time Savings: 40-80 hours of expert time reduced to 4-8 hours of computation
* Quality Improvements: 15-49% better prediction accuracy than baseline methods
* Reproducibility: 100% reproducible results with complete audit trails

* Accessibility: Enables small research groups without ML expertise to conduct cutting-edge analyses

This analysis demonstrates that while SCAGENTS incurs non-trivial API costs, it remains highly cost-effective compared
to traditional approaches. The framework democratizes access to sophisticated computational biology methods, enabling
broader participation in scientific discovery at a fraction of traditional costs.
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N. Failure Case Analyses

In this section, we analyze common failure modes of SCAGENTS across various single-cell perturbation tasks. We manually
reviewed 20 randomly selected failed experiment cases generated by SCAGENTS across cytokine, drug, and gene response
prediction scenarios. Based on qualitative inspection of agent behaviors and outputs, we identified 7 distinct categories of
failure modes that reflect systematic limitations or reasoning errors. Table 16 summarizes the definitions and characteristics
of these failure categories. These cases provide a foundation for future refinements of the agentic code generation.

Table 16: Failure Types of SCAGENTS code generation

Failure Type Definition & Examples

Model Configuration Error The agent misconfigures the model architecture or fails to define required hyper-
parameters. This includes mismatched layer dimensions, invalid GNN configura-
tions, incompatible dropout settings, or missing essential parameter definitions.
Such errors prevent model initialization or lead to incompatible tensor shapes
during execution.

Computation Execution

Error The agent encounters runtime errors during tensor operations, such as out-of-

bounds indexing or shape mismatch in matrix multiplication. These failures
typically occur when manipulating arrays or concatenating/interacting between
tensors with incompatible shapes (e.g., “mat] and mat2 shapes cannot be multi-
plied”, ”index 28 is out of bounds for axis 0 with size 28”).

Invalid Type or Operation = The agent uses unsupported data types or operations that are incompatible with
the backend framework. Examples include passing NumPy arrays of object
type to neural network layers, calling operations not defined for the given input
type, or invoking functions on models that lack the required attributes. Typical
errors include “TypeError: can’t convert np.ndarray of type numpy.object” and
unsupported function calls.

Data Access Failure The agent is unable to retrieve, preprocess, or interpret the necessary data for task
execution. This includes failures in reading files, locating dataset attributes, or
aligning multimodal inputs, which result in missing or malformed inputs during
test runs.

Error Recovery Failure The agent fails to handle or recover from previously encountered errors. Instead
of adapting to execution failures, it may enter a loop of repeating the same failed
actions or ignore the cause entirely, leading to stalled or redundant test attempts.

Hallucination The agent produces outputs (e.g., experimental results, hypotheses, interpre-
tations) that are not grounded in the available data or context. This includes
fabricating values, inventing data structures or statistical conclusions, or reason-
ing disconnected from observed evidence.

Other Any uncategorized failure mode that prevents successful task completion but does
not fit the above definitions. This includes rare system-level errors, low-level
library bugs, or unexpected exceptions not associated with specific modeling or
reasoning tasks.

As depicted in Figure 9, Computation Execution Error accounts for 41% of the total failures, with the majority arising from
tensor operation issues such as out-of-bounds indexing or shape mismatch during matrix multiplication. Invalid Type or
Operation follows closely as the second most frequent failure mode, representing 23% of the errors, primarily attributed
to the use of unsupported data types or operations incompatible with the backend framework. Model Configuration Error
contributes 6% to the total failures, resulting from misconfigurations in model architecture or hyperparameters. Data Access
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Failure Mode Distribution for scAgents

. Model Configuration Error Other
Failure Modes Hallucination

Model Configuration Error

Computation Execution Error

Invalid Type or Operation

Data Access Failure 6% 5% ., .
. 4% Error Recovery Failure

Error Recovery Failure

Hallucination
Other 16%

[V)
Computation Execution Error 41% 5%
Data Access Failure

23%

Invalid Type or Operation

Figure 9: Failure Mode Distribution for scAgents, labeled automatically by O1 and manually checked by humans.

Failure and Other category each account for 5% of the errors, with Data Access Failure associated with data retrieval
and preprocessing issues, and Other encompassing system-level errors or unexpected exceptions not directly linked to the
specific modeling or reasoning tasks. Error Recovery Failure comprises 16% of the failures, where the agent fails to adapt to
execution failures. Hallucination makes up 4% of the errors, where outputs are not grounded in available data or context.

Notably, we found that implementing code to print array or matrix shapes can aid SCAGENTS in subsequently reading
the command region’s output for modification, thereby enhancing their ability to identify and resolve shape-related issues
during tensor operations. This approach proved particularly effective given the complexity of data processing workflows
in scAgents. Even though SCAGENTS utilize a data parser to obtain the original dataset dimensions and incorporate data
experts during the graph-based discussion phase, the subsequent data splitting and complex model processing steps often
introduce intricate dimension transformations. These transformations can lead to matrix dimension mismatches, especially
when handling dynamic data structures or applying multi-layered model architectures. According to the chart, 48% of the
errors in the Computation Execution Error category have been mitigated by allowing the agent to read the printed array or
matrix shapes from the command output and adjust accordingly. This self-debugging capability significantly enhances the
agent’s ability to resolve shape-related issues during tensor operations, improving overall system robustness. Figure 10
provides an example of the printed data shapes during tensor operations, which SCAGENTS can utilize to dynamically adjust
and correct dimension mismatches.

Using device: cuda

Loading data...

Number of perturbation types in training set: 189

Number of perturbation types in test set: 48

[I 2025-05-12 23:07:44,902] A new study created in memory with name: no-name-93169e84-3cf2-44c8-963d-c5a725c457ca

Training data shape: (85536, 849)
Test data shape: (18930, 840)

Figure 10: A probable example of printing array or matrix shapes .
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O. UMAP of Perturbation Results

To visualize the quality of SCAGENTS’ predictions in the high-dimensional gene expression space, we employed Uniform
Manifold Approximation and Projection (UMAP), a state-of-the-art dimensionality reduction technique that preserves both
local and global structure of the data. This analysis provides intuitive visual assessment of how well our models capture the
complex cellular state changes induced by different perturbation types.

0.1. Visualization Methodology

For each perturbation type, we processed the data as follows:

1. Combined predicted and ground truth expression profiles into a single matrix
2. Applied standard preprocessing (log-normalization, selection of top 3,000 highly variable genes)
3. Computed UMAP embeddings using 50 principal components with parameters: n_neighbors=30,min_dist=0.3

4. Opverlaid predictions and ground truth with distinct coloring (blue for ground truth, orange for predicted)

0.2. Results and Interpretation

Figure 11 presents UMAP visualizations comparing the predicted and ground truth single-cell gene expression profiles under
three different types of perturbations: gene perturbation (Norman et al. Dataset (Norman et al., 2019)), drug perturbation
(Srivatsan et al. Dataset (Srivatsan et al., 2020)), and cytokine perturbation (Schiebinger et al. Dataset (Schiebinger et al.,
2019)).

Gene Perturbation Drug Perturbation Cytokines Perturbation
b
. ; .-. .
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I v e
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Figure 11: UMAP visualizations of predicted and ground truth single-cell gene expression profiles under three types
of perturbations. In each panel, blue points represent ground truth cells and orange points represent model predictions.
The degree of overlap and similarity in the distribution of cell states between predicted and real data reflects the model’s
performance in capturing the effects of different perturbations. Left: Gene knockout perturbations show excellent overlap
with distinct clustering. Middle: Drug perturbations exhibit more diffuse patterns but maintain overall structure. Right:
Cytokine perturbations demonstrate tight correspondence despite complex signaling effects.

0O.2.1. GENE PERTURBATION ANALYSIS

The gene perturbation visualization (left panel) demonstrates exceptional model performance with near-complete overlap
between predicted and ground truth distributions. Several key observations emerge:

* Cluster Preservation: The model accurately reconstructs distinct cellular subpopulations, visible as separate clusters
in the UMAP space

* Density Matching: The orange (predicted) points show similar density distributions within each cluster as the blue
(ground truth) points

» Rare State Capture: Even outlier cells and rare states at the periphery are well-represented in the predictions

This high fidelity likely reflects the relatively direct and predictable nature of genetic perturbations, where SCAGENTS
successfully learned the gene regulatory logic.
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0O.2.2. DRUG PERTURBATION ANALYSIS

The drug perturbation results (middle panel) reveal a more complex landscape:

* Global Structure: The overall comet-like” shape is well-preserved, indicating successful capture of major drug
response trajectories

* Increased Dispersion: Predicted cells show slightly more spread than ground truth, particularly in transition regions

* Gradient Effects: The model captures the continuous nature of dose-response relationships, visible as smooth
transitions rather than discrete clusters

The increased variability in drug responsesdue to factors like off-target effects and cell-specific metabolismpresents a greater
challenge that our model handles reasonably well.

0.2.3. CYTOKINE PERTURBATION ANALYSIS

The cytokine perturbation visualization (right panel) shows remarkably tight correspondence despite the inherent complexity
of immune signaling:

¢ Circular Organization: Both predicted and ground truth cells form a characteristic circular pattern, likely representing
cell cycle or differentiation trajectories

* Uniform Coverage: The model achieves uniform coverage across the entire manifold without gaps or over-densification

¢ Fine Structure: Subtle substructures within the main circular pattern are preserved, indicating capture of nuanced
biological states

0.3. Quantitative Assessment

To complement the visual analysis, we computed several quantitative metrics on the UMAP embeddings:

Table 17: Quantitative metrics for UMAP embedding similarity

Metric Gene Drug Cytokine
Procrustes Distance 0.12 0.18 0.14
Centroid Distance 0.08 0.15 0.10
KL Divergence 0.09 0.16 0.11

Silhouette Score (Overlap) 0.92  0.84 0.89

These metrics confirm the visual observations: gene perturbations show the highest fidelity (lowest distances), while drug
perturbations exhibit more variability. All values indicate strong overall correspondence between predicted and ground truth
distributions.

0.4. Biological Significance

The UMAP visualizations reveal that SCAGENTS captures not just individual gene expression values but also:

1. Cell State Relationships: The preservation of relative distances between cells indicates accurate modeling of transcrip-
tional similarities

2. Perturbation Gradients: Smooth transitions in the embedding space reflect biological continuities in cellular responses
3. Heterogeneity Patterns: The maintenance of population-level variance demonstrates that models avoid mode collapse to

average responses
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0.5. Limitations and Considerations

While these visualizations provide compelling evidence of model quality, several caveats should be noted:

e UMAP Parameters: Different parameter choices can affect the visual appearance while preserving the same underlying
relationships

* Projection Artifacts: Some apparent differences may be artifacts of the 2D projection rather than true prediction errors

» Sampling Effects: For visualization clarity, we show a random subset of 5,000 cells per condition

0.6. Implications for Model Development
The UMAP analysis provides several insights for future model improvements:

1. Perturbation-Specific Architectures: The varying degrees of overlap suggest that different perturbation types may
benefit from specialized model components

2. Uncertainty Quantification: Regions with lower overlap could guide uncertainty estimation mechanisms

3. Biological Constraints: Incorporating known constraints (e.g., cell cycle boundaries) could improve predictions in
ambiguous regions

These visualizations ultimately demonstrate that SCAGENTS successfully generates models that capture both fine-grained
expression patterns and global transcriptional landscapes across diverse perturbation types, validating our approach for
automated scientific discovery in single-cell biology.
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P. Additional Visualizations
P.1. Comparative Performance Analysis

To provide a comprehensive visual assessment of SCAGENTS’ performance advantages, Figure 12 presents comparative bar
charts across three evaluation dimensions for different perturbation types. These visualizations offer complementary insights
to the numerical results in Tables 7 and 8.
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Figure 12: Comparative evaluation of SCAGENTS and DeepResearch variants across perturbation types. Bar charts
show performance scores from LLM judges for three key dimensions: (a) Analyse Dataset, (b) Analyse Task Type, and (c)
Analyse Baseline Defects. SCAGENTS (purple) consistently outperforms OpenAl (blue), Perplexity (orange), and Gemini
(pink) DeepResearch implementations across drug, gene knockout, and cytokine perturbation tasks. Error bars represent
standard deviation across five independent evaluation runs. Notable improvements include up to 17% gain in perturbation
consistency and 15% improvement in expression correlation metrics.

Key Performance Insights:

Dataset Analysis Excellence. SCAGENTS achieves consistently high scores (7.2-8.6) across all perturbation types,
demonstrating robust capability in extracting and interpreting complex biological data characteristics. The most significant
advantage appears in drug perturbation analysis (8.6), where our multi-agent approach effectively handles the complexity of
chemical-biological interactions.

Task Type Understanding. While baseline methods show variable performance (3.2-8.0), SCAGENTS maintains stable high
performance (6.9-8.0) across tasks. This consistency reflects our framework’s ability to correctly identify and formulate
computational problems regardless of the biological context, a critical advantage for automated scientific discovery.

Baseline Defect Identification. The most pronounced performance gap emerges in identifying limitations of existing
approaches. SCAGENTS excels particularly in gene knockout scenarios (7.04), where it successfully identifies subtle
methodological issues that other systems miss. Perplexity and Gemini variants show particularly poor performance
(2.16-4.52), highlighting the importance of domain-specific reasoning in our multi-agent architecture.

Cross-Task Robustness. Unlike competing approaches that show task-dependent performance fluctuations, SCAGENTS
demonstrates remarkable stability across diverse biological contexts. This robustness stems from our collaborative agent
design, where specialized experts contribute complementary perspectives to handle varying data modalities and perturbation
mechanisms.

These visualizations underscore that SCAGENTS’ superiority extends beyond marginal improvementsit represents a funda-
mental advancement in how Al systems approach complex biological analysis tasks. The consistent outperformance across
all dimensions validates our hypothesis that multi-agent collaboration with domain knowledge integration is essential for
effective automated scientific discovery in single-cell biology.
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Q. Related Works

This section provides a comprehensive overview of existing approaches in automated scientific discovery and single-cell
perturbation analysis, positioning SCAGENTS within the broader landscape of Al-driven research systems.

Q.1. Agent Systems for Scientific Discovery

The landscape of agent systems for scientific discovery has evolved rapidly with the advancement of LLMs, creating a
continuum of capabilities that span different aspects of the scientific workflow. As summarized in Table 18, existing systems
can be categorized into several distinct classes based on their primary functionalities.

Literature Analysis Systems. Task analysis systems form the foundation of this ecosystem, with tools like PaperQA2
(Skarlinski et al., 2024) and CHIME (Hsu et al., 2024) demonstrating sophisticated literature retrieval and organization
capabilities. These systems excel at extracting insights from diverse sources while maintaining accuracy and contextualizing
information within broader scientific frameworks. Evaluation frameworks such as ScienceAgentBench (Chen et al., 2024)
and DSBench (Jing et al., 2024) have emerged to systematically assess these capabilities, providing standardized benchmarks
for scientific task decomposition and comprehension abilities. However, these systems remain limited to analysis without
the ability to generate novel hypotheses or implement solutions.

Hypothesis Generation Systems. Building on these foundational capabilities, hypothesis generation systems represent a
more creative dimension of scientific discovery. ResearchAgent (Baek et al., 2024) implements an iterative approach to
research ideation by progressively refining hypotheses through literature analysis. Complementary research has investigated
whether LLMs possess inherent scientific reasoning abilities, with Qi et al. (Qi et al., 2023) demonstrating that models can
generate plausible hypotheses in zero-shot contexts. The quality of these Al-generated research proposals has been critically
assessed through human evaluation studies (Si et al., 2024), revealing that while LLM-generated ideas often meet basic

Table 18: Comparison of Agent Systems for Scientific Discovery. The table highlights the comprehensive capabilities of
SCAGENTS across all evaluated dimensions versus existing methods.

Capability
Method - :
Task Analysis Hypothesis Gen. Code Gen. iﬁz:z;ﬁzg Mlgl}t]ls-::rgnent K'zg:ig‘ge Evaluation
Literature Analysis Systems
PaperQA?2 (Skarlinski et al., 2024) v X X X X v X
CHIME (Hsu et al., 2024) v X X X X v X
PaperBench(Starace et al., 2025) v X X X X v v
Hypothesis Generation Systems
ResearchAgent (Baek et al., 2024) v v X X v v X
VirSci (Su et al., 2024) X v X X v v X
Col Agent (Li et al., 2024a) v 4 X X v 4 X
OpenD5 (Zhong et al., 2023) v 4 X X X v v
DeepResearch (OpenAl, 2025) v v v v X 4 X
Code Generation Systems
SciCode (Tian et al., 2024) v X v X X v X
DA-Code (Huang et al., 2024b) v X v X X v X
MLAgentBench (Huang et al., 2024a) v X v X X v X
DiscoveryBench (Majumder et al., 2024) v 4 v X X v 4
BLADE (Gu et al., 2024) v v v X X v v
End-to-End Scientific Systems
Al Scientist (Lu et al., 2024) v v v v v v X
MLR-Copilot (Li et al., 2024b) v v v v v X X
Future House(House, 2024) v v v v v v v
Domain-Specific Systems

BioDiscoveryAgent (Roohani et al., 2024b) v v v X X v v
Coscientist (Boiko et al., 2023) v v v v X v X
AtomAgents (Ghafarollahi & Buehler, 2024) v v v v v v X
TAIS (Liu et al., 2024a) v v v v v v v
MedAgents (Tang et al., 2024) v X X X v v X

scAgents v v v v v v v
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quality thresholds, they frequently lack the creative insights characteristic of high-impact human research. Commercial
platforms like DeepResearch (OpenAl, 2025) have operationalized these capabilities, offering integrated solutions for
literature analysis and hypothesis development across disciplines.

Code Generation and Validation Systems. The implementation gap between conceptual models and executable exper-
iments has been addressed through specialized code generation frameworks. SciCode (Tian et al., 2024) and DA-Code
(Huang et al., 2024b) establish benchmarks for evaluating code quality across scientific domains, while MLAgentBench
(Huang et al., 2024a) focuses specifically on machine learning experimentation workflows. More advanced systems like
DiscoveryBench (Majumder et al., 2024) and BLADE (Gu et al., 2024) integrate hypothesis generation with code implemen-
tation, providing a more comprehensive evaluation of scientific reasoning. These tools ensure that implementation aligns
with scientific best practices, bridging the gap between theoretical models and practical applications.

The refinement and validation of hypotheses represent a crucial step where several innovative approaches have emerged.
Chain of Ideas (Li et al., 2024a) implements a sequential framework that builds upon previous insights while exploring novel
directions through structured reasoning. Goal-Driven Discovery (Zhong et al., 2023) demonstrates how language-guided
exploration can enhance hypothesis development by highlighting statistically significant relationships in complex datasets.
These developments address a critical gap identified by Honovich et al. (Honovich et al., 2022), who highlighted the
limitations of current prompting methods for complex scientific tasks.

Q.2. End-to-End Scientific Discovery Systems

Recent developments have focused on integrating these capabilities into comprehensive systems that manage the entire
scientific workflow. The AI Scientist (Lu et al., 2024) represents one of the most ambitious attempts at fully automated
scientific discovery, integrating literature analysis, hypothesis generation, experimentation, and result interpretation into a
cohesive framework. Similar end-to-end approaches include MLR-Copilot (Li et al., 2024b) for machine learning research
and Agent Laboratory (Schmidgall et al., 2025), which employs LLM agents as research assistants throughout the scientific
process.

A particularly innovative development is Agentrxiv (Schmidgall & Moor, 2025), which creates a collaborative framework
for autonomous research through a shared preprint server, demonstrating that knowledge sharing among agents significantly
improves performance on benchmark tasks. These systems represent significant progress toward full automation but often
lack domain-specific knowledge integration, limiting their effectiveness in specialized fields like single-cell biology.

Domain-Specific Implementations. Domain-specific implementations have addressed the unique challenges of particular
scientific fields. Autonomous Chemical Research (Boiko et al., 2023) integrates chemical knowledge with laboratory
automation to accelerate compound discovery, while BioDiscoveryAgent (Roohani et al., 2024b) focuses on designing genetic
perturbation experiments. Systems like AtomAgents (Ghafarollahi & Buehler, 2024) for materials science, MedAgents
(Tang et al., 2024) for medical reasoning, and DORA Al Scientist (Naumov et al., 2025) for general scientific exploration
demonstrate how domain knowledge can be effectively incorporated into agent-based systems. Perhaps most impressively,
Sparks (Ghafarollahi & Buehler, 2025) has discovered previously unknown phenomena in protein mechanics without human
intervention, highlighting the potential for truly autonomous scientific discovery.

Specialized Methodologies and Enhancements. Specialized methodologies have emerged to enhance specific aspects
of the scientific discovery process. NOVA (Hu et al., 2024) employs iterative planning and search to improve the novelty
and diversity of generated ideas, while Scideator (Radensky et al., 2024) grounds idea generation in research paper facet
recombination. “Literature Meets Data” (Liu et al., 2024b) demonstrates the advantages of combining literature-based
insights with empirical data, outperforming approaches that rely exclusively on either source. CODESCIENTIST (Jansen
et al., 2025) utilizes genetic search over combinations of research text and executable code for scientific ideation and
experiment, enabling large-scale automated discovery with rigorous evaluation across code, review, and replication.

The quality and organization of literature synthesis have been enhanced through systems like SurveyForge (Yan et al., 2025),
which employs outline heuristics and memory-driven generation for automated survey writing. Novel evaluation frameworks
such as Al Idea Bench (Qiu et al., 2025) and LiveldeaBench (Ruan et al., 2024) provide standardized metrics for assessing
LLMs’ scientific creativity and idea generation capabilities, while RAGBench (Friel et al., 2025) offers an explainable
benchmark for retrieval-augmented generation systems specifically designed for scientific literature.

Maintaining methodological rigor in automated experimentation has been addressed by Curie (Kon et al., 2025), which
embeds rigor through modules enhancing reliability, methodical control, and interpretability. The ethical dimensions of Al

107



Submission and Formatting Instructions for ICML 2025 GenBio Workshop

in scientific research have been explored by Lin et al. (Lin, 2024), who proposes practical strategies for ethical Al use that
move beyond abstract principles to address concrete implementation challenges.

Q.3. Comparison of SCAGENTS with Existing Approaches

Table 19: Comparison of computational approaches for single-cell analysis. The table highlights the comprehensive
capabilities of SCAGENTS across all evaluated dimensions versus existing methods grouped by categories.

Method Dimension
etho Automation Agentic Domain Knowl. Cross Modal. Interpret. Code Gen.
Traditional ML
Linear Regression (Dixit et al., 2016) X X X X 4 X
Random Forest (Skinnider et al., 2021) X X X X v X
Deep Generative Models
scGen (Lotfollahi et al., 2019) X X v X X X
Perturb-CGAN (Hetzel et al., 2022) X X v X X X
Network-Based Methods
Dynamo (Qiu et al., 2022) X X v v v X
AttentionPert (Bai et al., 2024) X X v X v X
GRNBoost2 (Moerman et al., 2019) X X v X v X
Transformer Architectures
scGPT (Cui et al., 2024) X X v 4 X X
Geneformer (Theodoris et al., 2023) X X v v X X
scBERT (Yang et al., 2022) X X v v X X
Existing Agent Systems
BioDiscoveryAgent (Roohani et al., 2024b) X v v X X v
DiscoveryBench (Majumder et al., 2024) X 4 4 X X 4
ScienceAgentBench (Chen et al., 2024) v v v v X v
scAgents v v v v v v

While general scientific discovery systems have made significant progress, single-cell perturbation analysis presents unique
challenges that require specialized approaches. Table 19 compares SCAGENTS with existing methods specifically designed
for single-cell analysis across six critical dimensions.

Traditional and Deep Learning Approaches. Traditional machine learning methods like Linear Regression (Dixit et al.,
2016) and Random Forest (Skinnider et al., 2021) offer interpretability but lack the sophistication to capture complex
gene regulatory relationships. Deep generative models such as scGen (Lotfollahi et al., 2019) and Perturb-CGAN (Hetzel
et al., 2022) improve prediction accuracy but operate as black boxes without domain knowledge integration or automation
capabilities.

Network-Based and Transformer Methods. Network-based approaches including Dynamo (Qiu et al., 2022), AttentionPert
(Bai et al., 2024), and GRNBoost2 (Moerman et al., 2019) incorporate biological knowledge through gene regulatory
networks, enhancing interpretability. However, they require manual implementation and lack cross-modal capabilities.
Recent transformer architectures like scGPT (Cui et al., 2024), Geneformer (Theodoris et al., 2023), and scBERT (Yang
et al., 2022) demonstrate impressive cross-modal learning but still require expert knowledge for deployment and lack
automated discovery capabilities.

The SCAGENTS Advantage. As shown in both tables, SCAGENTS is the only system that achieves comprehensive coverage
across all evaluated dimensions. This unique position stems from our integration of:

* End-to-end automation that eliminates the need for manual intervention

* Multi-agent collaboration that leverages specialized expertise

* Domain knowledge integration through agentic retrieval and expert reasoning
* Cross-modal capabilities for handling diverse single-cell data types

* Built-in interpretability through transparent decision-making processes
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* Automatic code generation that produces executable, optimized implementations

This comprehensive approach enables SCAGENTS to address the full complexity of single-cell perturbation analysis while
maintaining the flexibility to adapt to new biological contexts and data modalities. The framework’s success in outperforming

specialized models like scGPT while providing complete automation demonstrates the power of combining domain-specific
knowledge with general-purpose reasoning capabilities in a unified system.
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