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ABSTRACT

Gene transcription refers to the process in which coding regions on the genome are copied
into mRNA molecules through complex cellular mechanisms. This process is regulated
through mechanisms that are encoded in the genome and are activated by cellular sig-
nals, enzymes, and proteins. Transcriptional regulation often involves a class of proteins
called transcription factors regulating other genes. Although we have a limited understand-
ing of regulatory mechanisms and associations in human and other species, discerning such
characteristics of transcriptional regulation is of paramount importance in systems biology.
The recent advancements in experimental techniques for high throughput measurements of
cellular processes and their molecular signatures have led to increasingly growing biological
databases including various “omics” datasets. These resources give rise to the emergence
of novel computational models in systems biology that aim at understanding the genome of
human and other species from data. These efforts include the development of data-driven
methods for modeling transcriptional regulation using omics datasets. The general goal of
such studies is to understand regulatory mechanisms and molecular interactions that drive
transcriptional regulation. In practice, both the predictive accuracy and interpretability of
these quantitative models are crucial to improve their efficacy. Especially, interpretability
of the model is a key factor in various applications, from learning mechanistic regulatory in-
sights to inferring causal regulatory relationships. This thesis is focused on the applications
of interpretable computational models in learning and simulating transcriptional regulatory
systems. In this Ph.D. thesis, I develop novel interpretable machine learning models for
studying transcriptional regulations from two aspects: (1) learning biophysically-consistent
regulatory mechanisms, (2) inference of causal regulatory associations. The first aspect of
the study was pursued through quantitative and machine learning models that either ex-
plicitly encode regulatory mechanisms using biophysically-inspired functions or learn them
in meaningful higher-order representations. The second aspect was achieved through an
interpretation of non-linear machine learning models based on causal inference principles.
Additionally, I leverage an existing mechanistic model for stochastic expression of genes to
develop a novel framework for simulating gene expressions under causal regulatory networks
at the cell-level resolution. This tool is useful for assessing the strength and weaknesses of

causal regulatory inference algorithms.
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CHAPTER 1: INTRODUCTION

DNA contains the instructions required for cells to develop and perform their normal
functions. Although all cells of a living organism share copies of the same DNA, cells can
differentiate into various types that ultimately form distinct tissues and organs. Cell devel-
opment and differentiation is controlled by a complex “Transcriptional Regulatory Program”
which is triggered by cellular signals. Transcription is the process in which certain coding
regions on the DNA, which are referred to as genes, are copied into mRNA molecules. These
mRNA molecules will be later converted to protein molecules through a process called trans-
lation. Interestingly, although the non-coding regions of the DNA do not encode for proteins
they are believed to play a key role in regulating the process of transcription, and such reg-
ulations underlies the cell differentiation process noted above. Enhancers are segments in
the non-coding DNA regions that regulate the transcription of nearby or faraway genes. In
metazoans, transcriptional regulation involves the binding of certain proteins called “tran-
scription factors” (TF) to the enhancer regions and is followed by complex mechanisms and
interactions among DNA, bound TFs and other proteins. Genetic and environmental factors
can cause perturbations in this complex regulatory program which in turn can lead to dif-
ferent diseases such as cancer. Understanding transcriptional regulation not only elucidates
the disease mechanisms, but also enables effective prevention, treatment and targeted drug

design.

This thesis aims at understanding transcriptional regulation in a data-driven manner,
first, from a mechanistic perspective to decipher the mechanisms of gene regulation, and
second, from a causal perspective to identify perturbations in regulatory programs caused
by an intervention such as disease. In the remainder of this chapter, we will first discuss
the computational efforts to model transcriptional regulations. Next, we will formally de-
fine “Gene Regulatory Networks” (GRN) and will discuss the possibility of learning these

networks from single-cell RNA sequencing data.

1.1 COMPUTATIONAL MODELS OF TRANSCRIPTIONAL REGULATION

Developing quantitative models for transcriptional regulation through mathematical and
machine learning models has received significant attention over the past few years [1, 2, 3.
Especially, a significant effort has been made to incorporate prior biophysical knowledge into

these models in order to obtain models that are interpretable and can explain regulatory



mechanisms. Various computational studies have reached this goal by hard-coding mathe-
matical functions, which contain some representations for known regulatory mechanisms, into
their model architecture (e.g., GEMSTAT [4]). Nearly all of these biophysics-inspired func-
tions rely on some properties of the TFs’ cognate sites on the enhancer sequence; therefore,
quantitative models commonly take as input the enhancer sequence annotated by potential
transcription factor binding sites (TFBS). Identification of TFBSs on enhancer sequence is
achieved through matching different segments of the enhancer sequence against TFs’ binding

specificities represented by position weight matrices (PWM).

In 1985, Shea and Ackers [5] proposed a framework for quantitative modeling of tran-
scriptional regulation based on enumerating possible configurations of an enhancer where
each configuration is defined by indicating the bound or non-bound status of TFBSs on
the enhancer. In their model, relative probability of a configuration is computed by Boltz-
mann distribution principles from the TF-DNA binding energies and TF-TF interaction
energies present in the configuration. Shea and Ackers framework is often referred to as a
thermodynamics based model of transcriptional regulation due to its reliance on statistical
thermodynamics principles. Since then, several studies have employed variations of Shea
and Ackers model for quantitative modelling of transcriptional regulation and attempted
to modify, extend and improve the underlying thermodynamics model of this framework
4, 6, 7, 8.

In chapter 2, we will focus on a well-studied regulatory system in Drosophila melanogaster
and we will interrogate different formalisms of thermodynamics models to evaluate their
interpretations of regulatory mechanisms encoded in enhancers. Moreover, we will introduce
a novel convolutional neural network model for sequence encoding of transcriptional regula-
tion and will show that interpretability can be embedded inside the model architecture. In
particular, we focus on the distance-dependent pairwise interactions between TFBSs in the
enhancer and show that our model, which has a simple attention mechanism to capture this

effect, provides interesting interpretations for such pairwise interactions.

1.2 GENE REGULATORY NETWORKS

Proteins, including transcription factors that bind to the enhancer regions, are the final
products of a two-step process consisting of gene transcription and RNA translation. This
view of gene expression enables us to define directional associations A — B between gene A

and B, when the proteins produced from the transcription and translation of gene A play



a regulatory role in the transcription of gene B. Compiling all such associations results in a
Gene Regulatory Network (GRN) that summarizes all the regulatory relationships between
genes. An extensive effort has been made toward developing computational methods and
algorithms to infer GRNs from biological data [9]. These methods include statistical and
Machine Learning (ML) algorithms that aim at inferring GRNs from gene expression data

or from integrated multi-omics data [9].

The advent of single-cell RN A-sequencing (scRNA-seq) technologies has opened new doors
for GRN inference from transcriptomics data. In contrast to bulk RNA sequencing where
gene levels are profiled in an aggregated pool of heterogeneous cells, sScRNA-seq profiles the
expression of genes in individual cells, and therefore provides a high resolution profile on
genes’ expression. This higher resolution provides additional source of variation to be ex-
plained by the models, more samples for training complex ML models and greater statistical
power. On the other hand, this relatively new technology significantly suffers from technical
noise. Dropout is one of the most important types of technical noise in scRNA-seq which
introduces significant missing values (i.e., false zero expressions) to the gene expression pro-
files. While cell-level resolution offered by scRNA-seq is beneficial, technical noise present in
this technology is detrimental for GRN inference. There is an ongoing effort to develop novel
GRN inference methods which have higher tolerance toward technical noise in scRNA-seq

data and can achieve higher gains from the increased resolution in these data sets.

In chapter 3, we will borrow an existing stochastic model for gene regulation and transform
it to a model for transcriptional regulation at the single-cell level. Following an existing
paradigm for numerical simulations of such a stochastic model, we will introduce a novel
open-source package, SERGIO, for simulations of gene regulatory networks at the single-cell
resolution. This simulator is especially useful for benchmarking GRN inference algorithms
since the lack of information about the true underlying GRNs prevents a reliable evaluation
of GRN inference algorithms using real data sets. In addition to the benchmarking of GRN
inference algorithms, SERGIO is useful for evaluating the performance of a wide variety of
the emerging algorithms in the field of single-cell transcriptomic analysis. The applications
of this tool extend beyond benchmarking of single-cell analysis tools and it can be used to
analyze the expression dynamics under GRN perturbations. We will showcase this capability

of SERGIO by employing this tool to study the regulation of T-cell differentiation.

Another important challenge in GRN inference from bulk and single-cell transcriptomics

data is the presence of confounding variables. Confounders can potentially induce correla-



tions between gene pairs neither of which has any regulatory role in the transcription of the
other one. For example, two genes that are not directly associated might be correlated due
to a third gene that regulates both of them, or due to a third gene that regulates one of
them, but itself is regulated by the other. This implies that correlation-based metrics are
not necessarily sufficient for inference of causal regulatory associations. Some early GRN in-
ference algorithms attempted to address this issue by employing additional criteria alongside
correlation-based metrics to distinguish direct from non-direct regulatory associations (e.g.,
ARACNE [10]). More recent GRN inference algorithms have relied on machine learning
models that commonly employ regression or regularized regression (e.g., GENIE3 [11]). The
general goal of these methods is to model the expression of a target gene as a function of
the other genes’ expression, and infer a GRN based on downstream interpretation of these
models. However, it should be noted that machine learning models often rely on correlation
signals, and therefore suffer from the same limitations discussed above. In general, it can
be shown that when two genes are perfectly correlated, but only one of them regulates a
third gene, no quantitative method that only relies on expression data can identify the true
regulator of the third gene. Despite these fundamental challenges, a causal perspective in

GRN inference can potentially alleviate the problems arising from confounders.

In chapter 4, we will study GRN inference from a causal perspective. In particular, we
will focus on differential GRN inference between two groups or conditions, such as treatment
versus control group, or disease versus healthy condition. We will define a causal quantity
that measures the changes in causal gene associations and will propose a procedure for es-
timating this quantity from transcriptomic data. Through extensive benchmarking analysis
using simulated single-cell expression data, we will show that this method significantly out-
performs existing algorithms for differential GRN inference that are based on differential
correlation metrics. We will also showcase the application of our method in understanding
the differential regulatory program that underlies Alzheimer’s disease (AD). We will achieve
this by applying our method to one of the largest publicly available single-cell expression
data sets for AD to date.



CHAPTER 2: MECHANISTIC MODELING OF GENE REGULATION

This chapter is a reproduction of the work published in the Nucleic Acids Research journal

12].

2.1 ABSTRACT

Deciphering the sequence-function relationship encoded in enhancers holds the key to in-
terpreting non-coding variants and understanding mechanisms of transcriptomic variation.
Several quantitative models exist for predicting enhancer function and underlying mecha-
nisms; however, there has been no systematic comparison of these models characterizing
their relative strengths and shortcomings. Here, we interrogated a rich data set of neu-
roectodermal enhancers in Drosophila, representing cis- and trans- sources of expression
variation, with a suite of biophysical and machine learning models. We performed rigorous
comparisons of thermodynamics-based models implementing different mechanisms of activa-
tion, repression, and cooperativity. Moreover, we developed a convolutional neural network
(CNN) model, called CONSEPT, that learns enhancer “grammar” in an unbiased manner.
CoNSEPT is the first general-purpose CNN tool for predicting enhancer function in varying
conditions, such as different cell types and experimental conditions, and we show that such
complex models can suggest interpretable mechanisms. We found model-based evidence for
mechanisms previously established for the studied system, including cooperative activation
and short-range repression. The data also favored one hypothesized activation mechanism
over another and suggested an intriguing role for a direct, distance-independent repression
mechanism. Our modeling shows that while fundamentally different models can yield similar
fits to data, they vary in their utility for mechanistic inference. CoNSEPT is freely available
at: https://github.com/PayamDiba/CoNSEPT.

2.2 INTRODUCTION

Transcriptional regulation in metazoans is mediated by proteins called transcription fac-
tors (TF) that bind to specific sites in regulatory regions called enhancers [13], via TF-DNA
interactions and cooperative DNA binding [14]. Many TFs that occupy their respective
binding sites interact with each other and with the transcription start site over long and
short distances to influence the recruitment of transcription machinery and transcription

initiation [15]. These simultaneous interactions establish a complex regulatory code that



drives a gene’s expression in varying cellular conditions or cell types.

Gene regulatory mechanisms encoded in an enhancer can be fairly complex and have
been the subject of numerous studies, notably the detailed experimental dissection of de-
velopmental enhancers in Drosophila [16, 17, 18]. Such studies have significantly advanced
our understanding of regulatory mechanisms. For example, certain TFs that are known
to inhibit transcription (“repressors”) have been found to function only if bound at short
distances from activator binding sites [19, 20, 21]. As another example, TFs that are respon-
sible for promoting transcription (“activators”) have been shown in some cases to contribute
synergistically to the gene’s expression [22, 23], possibly due to cooperative DNA-binding by
TFs to adjacent binding sites. These complex regulatory mechanisms may be mirrored in
rules underlying the arrangement of binding sites in an enhancer, a phenomenon sometimes
called cis-regulatory “grammar” [24, 25, 26, 27]. Precise characterization of the sequence-
function relationship encoded in enhancers therefore requires interpreting how a collection
of binding sites for one or more TFs works together and how such combinatorial action is
influenced by site arrangements as well as varying TF concentrations in different cellular
contexts. The challenge goes beyond a general understanding of the underlying principles
(e.g., “TF X is a short-range repressor” or “TFs X and Y activate synergistically”): often,
one seeks a quantitative model capable of predicting a given enhancer’s regulatory output
in varying cellular conditions and the effect of sequence variations such as disease-related
non-coding polymorphisms within the enhancer [28]. Indeed, such “sequence-to-expression

models” are an active area of research today [1].

The most direct efforts to deciphering the cis-regulatory code of enhancers have been
through experiments that record expression readouts of many variants of an enhancer [7, 26]
or many enhancers under similar control [24, 29, 30]. Often, the variants are synthetic con-
structs that manifest a diversity of TF binding site composition and arrangement; in some
cases, their functions (expression level) are determined in a single cellular context [24] while
occasionally the expression readout is obtained in varying cellular contexts, e.g., nuclei of
the early Drosophila embryo [6, 17, 30, 31] or Ciona embryos. Such data sets are then an-
alyzed through a specialized mathematical model whose structure incorporates mechanistic
hypotheses and whose parameters represent quantitative details of those mechanisms, such
as activation strength and distance-dependence of cooperative and repressive interactions
among binding sites [1, 2, 6, 7, 8, 32, 33, 34]. The most effective frameworks for such math-
ematical mechanistic modeling have been based on equilibrium thermodynamics [4, 26, 35],

although non-equilibrium models have also been motivated and proposed [36, 37, 38].



Different thermodynamics-based models implement regulatory mechanisms in different
ways. For example, some models accord the activation by a TF exclusively to its DNA-
binding ability [7, 8], while others [4, 33] model activation by additional free parameters
(beyond those for TF-DNA binding) that explicitly represent long-range interactions between
activators and the basal transcription machinery (BTM). Similarly, different models employ
various representations of short-range repression, e.g., via quenching of a bound activator or
mediating local chromatin remodeling through recruitment of co-repressors [4, 6, 7, 8], and
some even accommodate longer-range repression via direct inhibitory interaction between
the bound repressor and BTM [4, 39]. Typically, an enhancer dataset is analyzed using
a mathematical model with a pre-determined structure (qualitative mechanisms) and its
parameters are tuned to fit the data. It is rare for the same study to investigate models with
varying assumptions about regulatory mechanisms to determine those best supported by the
data. Here, we sought to bridge this gap by asking if various existing formalisms differ in

their ability to model sequence-to-expression relationships.

In addition to thermodynamics-based models, statistical and machine learning (ML) mod-
els have also provided useful quantitative descriptions of cis-regulatory encoding [40, 41].
Such models typically avoid strong pre-conceptions about underlying mechanisms, provid-
ing a “data-driven” approach to quantitative modeling of enhancers, as a counterpoint to
the “hypothesis-driven” approach of thermodynamics-based models. Recently, Avsec et al.
[42] trained a deep neural network model on TF-DNA binding data and showed how interro-
gating the trained model can reveal mechanistic insights. While neural network models have
been frequently applied to TF-DNA binding and epigenomic data [43, 44, 45|, their utility
for sequence-to-expression modeling remains to be demonstrated. This is partly because
data sets with direct expression measurements on enhancers [4, 7, 26] in diverse conditions
are of relatively modest sizes and the models tend to be heavily parameterized. Thus, the
second major motivation of this study was to test if ML models and especially neural net-
work models provide a practical alternative to thermodynamics-based models for enhancer

sequence-function relationships, and to assess their relative merits and weaknesses.

Motivated by the above considerations, we tested a suite of quantitative models, including
linear models, thermodynamics-based models, and a newly developed convolutional neural
network (CNN) model, on a rich sequence-expression data set previously reported by Sayal
et al. [26]. The data include expression measurements of an enhancer that drives expression
of the rhomboid (rho) gene in the D. melanogaster embryo, along with several synthetic

variants of the enhancer and several endogenous enhancers with similar regulatory function.



The spatial expression patterns driven by these enhancers are known to be regulated by
two activators, Dorsal (DL) and Twist (TWI) and one repressor, Snail (SNA) [16, 26].
Importantly, the dataset not only represents variation of enhancer sequences, it also includes

changes in cellular conditions.

We used rigorous model comparisons and prior mechanistic studies of this regulatory
system to evaluate the suite of quantitative models. The thermodynamics-based models we
tested included two different activation mechanisms, three repression mechanisms, and the
presence or absence of cooperative activation via proximal binding sites. We tested linear
and generalized linear models that combine binding site contributions additively, as well as
an extension where pairwise TF interactions were allowed. Finally, we developed and tested a
new neural network model for the expression driven by a given enhancer sequence in varying
cellular conditions. This model, called “CoNSEPT” (Convolutional Neural Network-based
Sequence-to-Expression Prediction Tool), utilizes user-provided DNA binding motifs and
condition- or cell type-specific concentrations of TF's, and can thus quantify the regulatory
role of each TF. Importantly, it learns salient rules of binding site arrangement in a purely
data-driven manner, without presuming any particular distance-dependence function of TF-

TF interaction as is commonly done in thermodynamics-based models.

Our modeling shows that the three broad categories of models are competitive with each
other in terms of their ability to fit the enhancer-expression data set. We found that convo-
lutional neural networks can be reliably trained on relatively modest-sized training data and
can learn aspects of cis-regulatory grammar in a fully data-driven manner. To our knowledge,
this is the first demonstration of a CNN predicting expression variation across sequences as
well as across conditions. Our thermodynamics-based modeling showed that explicitly mod-
eling the strength of activators is advantageous compared to ascribing activator strength
solely to its DNA-binding, but that different biochemical mechanisms of short-range repres-
sion cannot be reliably distinguished based on the dataset. Both thermodynamics-based
and neural network models detected a significant role for cooperative interaction between
activator sites. Intriguingly, both types of models suggested a potential role for a direct
repression mechanism that is not short-range, the predominant theory of repressor action
for this system. Our baseline linear models showed good agreement with data but were, by
design, limited in offering mechanistic insights into the cis-regulatory code, including rules
of binding site arrangements and interactions. Overall, this work conveys a positive outlook
for the modeler, who has at their disposal a variety of tools of varying complexity with which

to understand a regulatory system at the level of enhancer sequences



2.3 MATERIALS AND METHODS

2.3.1 A gene expression data set with cis and trans variations

We analyzed a data set generated and first modeled by Sayal et. al. [26]. It includes
expression levels driven by a well-studied enhancer of the gene rho (Figure 2.1A, henceforth
called the Tho enhancer) in the early D. melanogaster embryo. This enhancer is regulated
by three transcription factors (TFs): Dorsal (DL), Twist (TWI) and Snail (SNA). DL and
TWI are known to activate and SNA represses rho expression [16, 26]. Binding sites of these
TFs in the rho enhancer are well mapped and shown in Figure 2.1A. The expression levels
of rho driven by the wild-type (WT) enhancer were measured by Sayal et al. as a function of
cellular (nuclear) position along the ventral-dorsal (V-D) axis of the embryo (Figure 2.1B),
using reporter assays. The enhancer’s expression profile is quantitatively represented by
a 17-dimensional vector, where the 17 dimensions represent uniformly spaced positions or
“bins” along the V-D axis from the ventral end to 40% of the V-D axis length. Concentra-
tion profiles of the three TF's are also available, as 17-dimensional vectors analogous to the
enhancer expression profiles (Figure 2.1B. Moreover, similar expression profiles were gener-
ated for 37 synthetic variants of the WT rho enhancer, where each variant was constructed
by mutagenesis of one or multiple TF binding sites (Figure 2.1C) (Our nomenclature for
the enhancers is different from that of Sayal et al., see Appendix A, Supplementary Table
A.1.). Thus, the data set captures expression variation across different trans contexts (cells
at different V-D axis positions, with varying TF levels) as well as different cis contexts (WT

enhancer and synthetic variants).

Figure 2.1D reports on a selection of the synthetic enhancers — those representing DL
and /or TWI site deletions, showing the difference in activation by each enhancer compared
to the WT enhancer. Interestingly, deleting the two sites with smallest individual effects
(“D3” and “D4”) simultaneously has the largest effect among all variants. Two other sites —
“D2” and “T1” — individually have at least as much contribution as D3 and D4 individually,
but their simultaneous deletion has a substantially smaller effect than the D3-D4 double
deletion. This and other aspects of Figure 2.1D suggest non-linear regulatory contributions
(Figure 2.1E) from sites in the rho enhancer, and present an interesting challenge for current
mathematical models of cis-regulatory encoding: can existing models capture the subtle
variations of function encoded in these variant enhancers, and if so, can they reveal new

insights about the underlying regulatory mechanisms?
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Figure 2.1: Overview of the data used in this study. (A) Schematic of the wild-type (WT)
enhancer of the Drosophila rho gene. Binding sites of the three TF's were identified using the
PWDMs employed in [26]. All annotated sites agree with those found in [26] and except for D1
and S2 all the sites match with the in vitro footprinted sites characterized previously [26]. (B)
The levels of the three regulators and the expression of rho driven by the wild-type enhancer
in 17 equidistant points along 0-40% of ventral-dorsal (V-D) axis. (C) The expression of rho
driven by perturbed enhancers (shown in brown) representing mutagenesis of binding sites
of one or more TFs. (D) Each activator’s site deletion (or combination thereof) is expected
to reduce peak expression of rho (at bin 8 on the V-D axis); we therefore defined the effect
of a variant enhancer (Y-axis) as the difference between the expression driven by it and the
wild-type expression at this position of the axis. The effect of T2 single site deletion is not
shown due to its overlap with the SNA site S5. (E) Schematic of synergistic activation,
where the activation driven by two bound activators (right) is greater than the sum of their
individual activation effects (left and middle).
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To meet the above challenge, we trained diverse mathematical models that map TF con-
centration profiles and enhancer sequence to the enhancer’s expression profile, for all 38
enhancers (WT and 37 variants, henceforth called the “training set”) simultaneously. The
accuracy, or “goodness-of-fit”, of a model was measured by the root mean squared error
(RMSE) between predicted and real expression profiles along the V-D axis, averaged over all
enhancers; this is referred to as the “train error” below. The data set also includes expres-
sion profiles of 13 other enhancers that have expression profiles similar to rho (Appendix A,
Supplementary Figure Al); these are orthologs of the rho enhancer from other Drosophila
species or enhancers of other D. melanogaster genes with a neuroectodermal expression pat-
tern similar to rho. We used these 13 enhancers, which represent greater sequence diversity
than do the 38 enhancers in the “training set” (above), as the “test set”. The average RMSE
of a model on these enhancers is referred to as “test error” below. By fitting, evaluating and
comparing various models that differ in their explicit encoding of biophysical mechanisms,

we hoped to draw inferences about specific mechanisms that are supported by the data set.

2.3.2 Linear models

We tested three variants of linear models, viz., basic Linear Model (LM), Generalized
Linear Model (GLM), and Generalized Linear Model with Quadratic terms (GLMQ).

LM Model: Expression (F) driven by an enhancer is a weighted sum of contributions from
TFs that bind to the enhancer:

E=> WilF+W, (2.1)

teT
where T' is the set of TFs, W, is a TF-specific weight that reflects its activating or repressive
role and strength, W}, is a “basal” expression parameter, [t] is the concentration of TF ¢, and

F;, reflects the total binding site presence of ¢ on the enhancer, defined as:

F, = exp(LLR(s) — LLR(S 1)) (2.2)
€S
where S; is the set of all putative binding sites of ¢ in the enhancer, S, opt) represents the
strongest possible binding site of ¢ and LLR(x) denotes the log likelihood score of site z,
calculated using the given Position Weight Matrix (PWM) of ¢ and a provided background
nucleotide distribution. This definition of site strength follows [46].

11



GLM Model: Expression driven by an enhancer is a sigmoid function of the LM model:

1
E pr—
Tt exp(— Syeq Wiltl s + W)

(2.3)

GLM@) Model: This defines the total contribution of TFs as a non-linear function of their
concentration [t] multiplied by their site strength F, and then applies a sigmoid function to

model saturation:

p—— 1 (2.4)
1+ exp(—FE)
E=> WillF, +> Vi[t1F.)* + Upr—rwi[DL[TWI|FpLFrw; + W, (2.5)

tel tel

where V; is a free parameter associated with ¢t —t cooperative interaction. In addition to linear
terms [t]F; and quadratic terms ([t]F})? for each TF, this includes a term for heterotypic
cooperativity of DL and TWI, as suggested in the literature [26, 47], with a tunable weight

Ubpr—rwr-

2.3.3 GEMSTAT Model

We tested seven thermodynamics-based models named after their main mechanistic as-
pects, namely Activation by Binding (AB), Activation by Potency (AP), repression by
Quenching (Q), repression by Neighborhood Remodeling (NR), Direct repression (DIR),
Cooperative binding (COOP), and No Cooperative binding (NO-COOP) models. All of
the thermodynamics-based models explored in this work are implemented in GEMSTAT
[4], except the AB model, for which the implementation of Sayal et al. was used [26].
Thermodynamics-based modeling of gene expression involves enumerating all “microstates”
(henceforth, states) of the enhancer under thermodynamic equilibrium. A state is defined
as a configuration specifying the bound or non-bound status of each TFBS. Therefore, an
enhancer containing n TFBSs has 2" states. In GEMSTAT, for each of these states the Basal
Transcriptional Machinery (BTM) may be in the bound or non-bound state, making 2(n +1)
states. We define “ON” states of the system as those where BTM is bound; other states are
called “OFF” states. The expression driven by the enhancer is assumed proportional to the

probability of the system being in ON state:
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ZSESON Q(S)

Ezpression < Pr(ONstate) = S Q(s)+ > Q(s)
s€Son s€SoFF

(2.6)

where Sony and Sppr denote the set of all ON and OFF states of the enhancer, respectively,
and Q(s) is the Boltzmann weight that prescribes the relative probability of state s in
equilibrium. (The denominator is the partition function.) For simplicity, we set the constant

of proportionality in the above equation to 1.

The Boltzmann weight of state s, Q(s), is calculated as the product of terms representing
each molecular interaction in that state; these interactions include TF-DNA interactions at
binding sites, BTM-DNA interaction at promoter, TF-BTM interactions representing acti-
vation or repression effects of TFs, and TF-TF interactions representing cooperativity or
antagonism between proximally DNA-bound TF pairs. See Appendix A, Supplementary
Table A.3 for the parameters used in different GEMSTAT models in this study.

TF-DNA interaction: The weight (term contributed to Q(s)) of a TF-DNA interaction at
site s for a TF ¢ is given by:

q(s,t) = [t|kiexp(LLR(s) — LLR(St opt)) (2.7)

where k; is a TF-specific free parameter that is learned from the data and other terms are

as defined above.

TF-BTM interaction: The weight (term contributed to Q(s)) of a TF-BTM interaction is
a TF-specific positive constant which is > 1 for activators (making the ON state more fa-
vorable than corresponding OFF state) and < 1 for repressors. This TF-specific constant
is referred to as the TF’s “potency” in the Results section. In this study, repressor’s po-
tency is present only in DIR model representing long-range repression. We employed the
GEMSTAT’s “limited contact” scheme of activation, where at most one bound activator can
interact with the BTM in any state.

TF-TF interaction: Any activator-activator or repressor-repressor pair (i.e., DL-DL, TWI-
TWI, SNA-SNA, DL-TWI) bound within 50 bp of each other is modeled as interacting,
with the weight contributed to Q(s) being a learnable free parameter. Such interactions
may be configured to be excluded from or included in the model e.g., when comparing the
“COOP” and “NO-COOP” settings of GEMSTAT. Separately, an activator-repressor pair
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(i.e., DL-SNA, TWI-SNA) bound within 100 bp of each other is modeled as interacting, with
a learnable weight (< 1). Such interactions represent short-range repression by quenching,

following Sayal et al [26], and may be configured to be excluded or included in the model.

BTM-DNA interaction: This interaction is modeled by a single learnable parameter.

2.3.4 Activation by Binding (AB) Model

We used the implementation of Sayal et al. [26] for the AB model. Here, the bound or
non-bound status of the BTM is not part of the state definition, and expression is assumed
proportional to the probability of states with at least one bound activator that is not re-
pressed by a bound TF nearby. The Boltzmann weight of a state is defined as the product of
terms representing TF-DNA and TF-TF cooperative interactions, defined as in GEMSTAT.
Terms involving BTM interactions are not part of the model and in particular TF-BTM
interaction parameters that capture activating and repressive influences in the GEMSTAT
model are not included. See [26] for details. We used the “binned” interaction scheme of
their model, using one bin and setting the ranges for TF-TF interactions to match those of

GEMSTAT (50 bp for cooperative interactions, 100 bp for short-range repression).

2.3.5 Alternative repression mechanisms in GEMSTAT

In the GEMSTAT model used for testing the AP mechanism of activation, repression is
modeled by short-range (< 100 bp) activator-repressor interactions (DL-SNA, TWI-SNA).
This repression mechanism is referred to as “Q” (for “quenching”). An alternative to this
is the “Neighborhood Remodeling” (NR) mechanism of short-range repression, where any
repressor site may be in one of three possible states (rather than two): “non-bound”, “bound-
only” and “bound-effective” [4]. In the bound-effective state, the bound repressor modifies
its neighborhood on the DNA such that the neighboring chromatin becomes inaccessible for
other TFs to bind. This modification is assumed to occur within a fixed distance d, from
the bound repressor site. States where a repressor site is in the “bound-effective” state and
another site (for any TF) within d, distance is in the bound state are considered invalid.
The “bound-only” state is akin to the usual “bound” state of a site, with no restrictions on
possible states of neighboring sites. A site in the bound-effective state contributes an addi-
tional factor 3, (a TF-specific free parameter) to the Boltzmann weight of the overall state; a
higher value of 5, (> 1) leads to lower fractional occupancy of proximal activator sites, thus

achieving greater repression. In this study we used a range parameter of d, =100 bp. A third
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alternative to the “Q” and “NR” mechanism is the “DIR” (for “direct” repression) mech-
anism, modeled by a repressor-BTM interaction regardless of distance of repressor binding

site from a bound activator site, thus making this a “long-range” repression mechanism [4].

2.3.6 CoNSEPT model

CoNSEPT (Convolutional Neural Network-based Sequence-to-Expression Prediction Tool)
is a neural network model that predicts the enhancer activity as a function of enhancer
sequence and TF concentration levels. The model is parameterized by user-provided PWMs

(motifs) representing TF binding preferences.

First, the enhancer sequence (of length L) is scanned with user-defined PWMs to score
the presence of each motif along the enhancer. The scanning module computes the com-
plementary sequence (negative strand) of the input enhancer and converts both strands
into a one-hot encoded representation by replacing each nucleotide (A, C, G, or T) with a

4-dimensional vector as follows:

A=1[1,0,0,0, C=][0,1,0,0, G=][0,0,1,0], T=1[0,0,0,1]  (2.8)

User-defined PWMs are formatted into a set of K x 4 matrices, m; for each TF ¢, rep-
resenting the probability of each nucleotide appearing at each position of the TF’s binding
site of length K. In this study, we used K = 10, and to do so we had to expand the TWI
and SNA PWMs we obtained from Sayal et al. [26] by three and two bases, respectively,
with a probability of 0.25 over A, C, G, and T.

Both encoded strands are then scanned with each motif using a convolution operation:

V=S, xmy (2.9)
bt o=~ (~ S_xmy) (2.10)
(2.11)

where 0!, and b" represent the binding score profiles of TF ¢ on the positive and negative
strands, respectively, S, and S_ denote the positive and negative encoded strands. More-
over, ~ (.) represents a “flip” operation that reverses the sequence. The flip operation

mimics how the negative strand is scanned for motif presence in previous work [4, 8, 26, 34],
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and as far as we know, this is the first time it has been included in a neural network model

of sequence-function.

Next, for each TF ¢, the positive and negative binding score profiles, represented by an
L x 2 matrix (L = L— K +1), are passed to a 2-dimensional max-pool layer that extracts the
strongest binding site score from the two strands within a window of a certain width. Since
we have three TFs (DL, TWI, and SNA) in this study, this step gives us three L-dimensional
vectors BY, where L < L is the reduced length due to max-pooling. These vectors are then

integrated with the TFs’ concentration values to obtain “occupancy” vectors Fy:

Fy = B" x [t] (2.12)

where F} is the vector representing occupancy of TF ¢ along the enhancer, [t| denotes the
concentration of TF ¢ in a particular cellular context, and “x” represents element-wise prod-

uct.

Next, CoNSEPT incorporates user-specified prior knowledge of TF-TF interactions. To
this end, for a specified interacting pair, (t1,t), an L x 2 “TF pair feature matrix” is
constructed by stacking Fj, and F},. The specified interactions may correspond to homotypic
or heterotypic cooperativity or short-range repression. Each TF pair feature matrix is passed
to a separate 2-dimensional convolutional kernel that moves along the enhancer length and
captures the short-range patterns in occupancies, producing an L-dimensional vector €

(L < L is the reduced length due to convolution):

Qi = (Fti,l&th’,Z) * K (213)

where i corresponds to a specified TF-TF interaction between ¢;; and ¢;2, k; denotes the
convolution kernel for this interaction and “&” is the stacking operation. The outputs €2;
of all convolutional kernels are stacked into a L x N matrix €, where N denotes the total

number of user-defined TF-TF interactions.

In this study, we used DL-DL, TWI-TWI, and SNA-SNA interactions, consistent with
the homotypic cooperativities in COOP model, also DL-TWTI interaction, consistent with
the heterotypic cooperativity in COOP model, and SNA-DL and SNA-TWTI interactions,
consistent with the short-range repressions in COOP model. The output of the convolu-
tional kernels, €2, is activated by a non-linear function. We also tested passing this activated

output into two additional convolutional layers with different number of kernels and acti-
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vated by a non-linear function after each layer to capture longer-range interactions. The
activated output of the last convolutional layer goes into a dropout layer that is widely used
for regularizing neural network models [48]. We did not use dropout in the previous layers
to maintain any positional feature on the enhancer that might contribute to short-range
and long-range regulations. The output of the dropout layer is passed to a non-overlapping
max-pool layer that extracts the strongest signals. Finally, the output of this pooling layer
is linearly combined through a fully connected layer and goes into a final activation func-
tion that outputs the expression value. For this last activation function, we tested sigmoid
and tanh functions suitably modified to ensure positive expression values upper-bounded by

one. We use the following naming conventions to fully demonstrate CONSEPT’s architecture:

BS: TF binding-site scanning module

PFC, : stacking of occupancy vector of each pair of TFs and passing the resulting TF
pair feature matrix to a 2-dimensional convolutional kernel of size («,2) and stride (3, 2).
This unit generates the output €2 described above. In this study we used @ = ; i.e. non-
overlapping convolution.

P, 5: a max-pool layer of size v and stride o

CNg: a 1-dimensional convolutional layer with k kernels of size 3 and stride 1.

FC" a fully connected layer

DR,: a dropout layer with probability of p

LN: a layer-normalization layer [49]

o: an activation function

x[T'F): multiplication by TF concentration values to obtain occupancy as described above

Architecture: BS — LN — P, s — X[T'F| — PFCyo — 01 —{CNy, —01 — LN}, — DR, —
p373 - FC — 09

Above, {.} represents an optional block of convolutional kernels followed by activation and
normalization and ¢ denotes the number of blocks used in the model. Note that for ¢ = 0, the
additional convolutional layers inside the braces are not used. In this study, we tested 2016
different models for various settings of v, 9, «, o1, ¢, k1, ko, p, and oo and selected the best
model based on the performance on a validation data set. See Appendix A, Supplementary

Table A.4 for the parameter settings tested.
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2.3.7 Training CoNSEPT

To train a CONSEPT model we find the settings of parameters 6 that minimize the mean

squared error between the model output (F) and the ground-truth expression (F) over the

training data:

N

. ]- 1\ 2
0 =arg min — Z(Ez — E) (2.14)

i=1
where N is the total number of training samples, each representing a different combination
of enhancer and cellular context (bin along DV axis). For optimization, we employed a
stochastic gradient descent algorithm using Adam optimizer [50] for 1000 epochs and a batch
size of 20. The learning rate of the gradient descent was scheduled to be decreased during
the training. An ensemble of 2016 CoNSEPT models with different hyperparameter settings
was constructed and the optimal hyperparameter setting was selected based on training and

validation set performances (see the Results section).

2.3.8 Synthetic constructs for evaluation of DL-TWI synergistic activation

In order to guide the training of CoNSEPT models towards capturing the cooperative
activation by DL and TWI, we used data from Shirokawa et al. [47]. We constructed a DNA
sequence mimicking that tested by Shirokawa et al., consisting of a TWI and a DL binding

site located 6 bp apart on a construct of length 35 bp with a sequence shown in Figure 2.2.

5 NNNNNNNAACATATGAANNNNNNGGGAAAATCCNN 3
TWI binding site DL binding site

Figure 2.2: Schematic of the DNA sequence used in this study for in-silico evaluatation of
DL-TWTI synergistic activation (“N” denotes a dummy base). This DNA sequence is similar
to the synthetic constructs previously tested by Shirokawa et al. [47].

The DL binding site is slightly different than that used by Shirokawa et al. [47] since we
used the consensus DL binding site implied by the PWMs we obtained from Sayal et al.
study [26]. Also, the TWI site is four bp longer than that in Shirokawa et al. [47] due to
the padding of TWI PWM in our study.

Similar to the experiments of Shirokawa et al. [47], we next created a sequence with five
consecutive repeats of the above block. Since CONSEPT was trained on enhancers of length

635 bp (See Appendix A, Supplementary Note A.1.2), we expanded this construct of length
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175 bp to 635 bp by adding dummy bases (“N”) at both ends. To eliminate potential biases,
we repeated this expansion with 80 different random distributions of dummy bases at the
two ends; therefore, we obtained 80 different constructs of length 635 bp that only differ in

their distribution of dummy bases at the two ends.

Next, we selected the hyper-parameter settings of CONSEPT with the highest validation
set performance (referred to as “best-validated” CoNSEPT model) among the ensemble
of 2016 settings described above. Using these hyper-parameter settings, we re-trained an
ensemble of 200 CoNSEPT models on the training data with different random initializations
of free parameters. We examined the prediction of each of these 200 trained models on the
synthetic constructs defined above, assuming DL, and TWI concentrations in a 3:1 expression
ratio (similar to that in experiments of Shirokawa et al. [47]) as well as in the presence of
only one of the TFs and a basal level in the absence of both TFs. For each model, the
predicted expression values were averaged over the 80 constructs to obtain four expression
values corresponding to the four conditions of TF presence/absence — Basal, DL, TWI, DL
& TWIL

2.3.9 Synthetic constructs for evaluation of distance-dependent interactions

To characterize distance-dependent interactions learned by CoNSEPT models, we ex-
amined their predictions on additional synthetic constructs containing pairs of DL-TWI,
DL-SNA, TWI-SNA or DL-DL binding sites at progressively increasing separations (from
5 bp to 195 bp), located at a random location in a 635 bp long sequence. Thus, a collec-
tion of 3900 synthetic enhancers was tested, corresponding to 39 different inter-site spacings
and 100 different locations of the site pair in the enhancer. The TF binding sites were set
to consensus sites of corresponding PWMs and the remaining bases of the enhancers were
set to the dummy base “N” (see above). It is worth mentioning that we did not evaluate
TWI-TWI distance dependent interactions since the training enhancers contain a maximum
of two binding sites for this TF (Figure 2.1A), potentially preventing the reliable learning

of their distance-dependent interactions.

We used the trained CoNSEPT models to predict expression driven by each synthetic
construct with relative levels of DL, TWI, and SNA set to of 0.4, 0.3, and 0.4 respectively
(reflecting the 6 of the 17 “bins” along the V-D axis; this bin was selected as it represents
the dorsal boundary of SNA expression; Figure 2.1B). For each TF pair at a specific inter-

site spacing, we averaged the predicted expression over all 100 constructs with different
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placements of the TF pair. We evaluated the GEMSTAT model (NR/COOP) on the same
constructs containing pairs of TFs; however, we replaced the dummy bases “N” with random

draws from the set of four nucleotides (A, C, G, and T) with equal probability.

2.3.10 Data and code availability

We used the publicly available dataset (including enhancer sequences, gene expressions, TF
levels, and PWMs) first published and analyzed by Sayal et al. [26]. The GEMSTAT version
allowing “limited contact” scheme used in this study is available at: https://github.com/
PayamDiba/Manuscript_tools/tree/main/GEMSTAT _direct_limited. CoNSEPT is freely
available as a python package at: https://github.com/PayamDiba/CoNSEPT.

2.4 RESULTS

2.4.1 Linear models provide a good phenomenological baseline

We first trained a linear model (LM) to assess the baseline explanatory power of statistical
models on the Sayal et al. data set. In these models [41], expression driven by an enhancer
is the sum of contributions from all TFs (Figure 2.3A). The contribution of a TF is the
product of the TF’s concentration, its binding site strength at the enhancer estimated using
its Position Weight Matrix (PWM) (see Methods) and a tunable parameter that represents
the TF’s regulatory strength and direction (activator/repressor). We also tested a general-
ized linear model (GLM) [32, 51], where expression is a sigmoidal function of the sum of
TF contributions (see Methods), such that the response of a gene is less sensitive to the
concentration of its regulators at very low or high concentrations. Both LM and GLM have
only one free parameter per TF and are the simplest of the models evaluated here. To im-
pose our prior knowledge of TF roles, the trainable weights for DL and TWI were restricted
to positive values and the weight for SNA was restricted to negative values. For LM we
computed the globally optimal parameters (on the training set) while for GLM an ensemble

of 100 models was trained.

Figure 2.3B shows the train and test errors (RMSE) and correlation coefficient between
real and predicted expression profiles, for LM as well as the ensemble of GLM models. The
GLM model with the smallest train error (henceforth is referred to as “best-fit” model) was
selected from the ensemble and its performance was compared against the LM model (Figure
2.3C). The GLM model clearly shows better fits than LM model in terms of error (RMSE)
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Figure 2.3: Linear and generalized linear models of gene expression. (A) Schematic represen-
tation of linear model (LM). Each TF’s “feature” is obtained by aggregating the strengths of
all of its binding sites in the enhancer. Expression is modeled as the weighted (w) sum of all
TF features multiplied by their corresponding concentration profile ([.]). (B) Train and Test
RMSE for LM and the ensemble of GLM (generalized linear model) and GLMQ (GLM with
quadratic terms) models. (C) RMSE and correlation scores of LM and best-fit (smallest
train RMSE) GLM and GLMQ models in train and test data. (D) Predictions of best-fit
GLM model on select train enhancers (brown curves) shown versus true expressions (blue
curves). Left-most panel corresponds to the Wild-Type enhancer and the remaining panels
correspond to perturbed enhancers titled by the site deletion they represent (e.g., “D2-T1”
corresponds to simultaneous deletion of DL site D2 and TWI site T1). (E) Predictions of
best-fit GLM model on select test enhancers (brown curves) shown versus true expressions
(blue curves).
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and correlation on both train and test data sets. Examining its predictions more closely
(Figure 2.3D,E), we find that the GLM model often correctly predicts the main features of
an enhancer’s readout, e.g., location of expression peak along the axis, but is also prone to
predicting excessive expression at the dorsal end, which is due to inaccurate estimation of

the basal transcription level (the intercept term in the linear function).

The above models consider each enhancer as a “bag of sites” [52] where multiple TFs
and TF sites contribute additively to the regulatory output. In an attempt to capture
any non-additive contributions from pairs of TFs, as is believed to arise from cooperative
activity [23], we extended the GLM model (“GLMQ”) to include quadratic terms that rep-
resent products of TF concentrations (see Methods). Though the training RMSE improved
compared to GLM due to the additional parameters, the test RMSE and test correlation
deteriorated substantially (Figure 2.3C). Notably, GLMQ shows a negative trained coeffi-
cient corresponding to DL-TWI interaction (see Appendix A, Supplementary Table A.2 for
trained parameters) which contradicts the previous findings of the synergistic activity be-
tween these two activators reported in literature [47]. In summary, cooperative interactions
were not reliably learnt by simply adding quadratic terms to the generalized linear model.
This is not surprising, since this approach to modeling TF cooperativity does not consider

dependence of the interactions on inter-site distances [14].

2.4.2 Thermodynamics-based models reveal biochemical mechanisms

We next employed thermodynamics-based models of gene expression [4, 26] that explic-
itly incorporate biochemical mechanisms of gene regulation, including TF-DNA binding
affinities, activation and repression mechanisms, synergistic activity of multiple TFs, and
distance-dependent interactions between TFs bound at proximal sites. Different models,
representing different combinations of mechanisms, were implemented as variations of the
same thermodynamics-based sequence-to-expression modeling framework, called GEMSTAT
[4]. Evaluation of different GEMSTAT model variations was performed with the same pa-
rameter fitting techniques, and the compared models typically shared many parameters,

differing only in the desired mechanistic aspect, making their comparison more controlled.

Activation Mechanism

We first examined and compared two different activation mechanisms that have been

implemented in past modeling studies. In both mechanisms, activation is due to binding
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of activator TFs to the enhancer and stronger binding leads to greater activation. In one
class of models, e.g., that used by Sayal et al. in their original analysis of the data set
[26], the contribution of an activator binding site depends only on the binding affinity of
the site for its cognate TF and the TF’s concentration. (For now, we ignore effects of other
binding sites on this site’s contribution.) These two factors together determine the fractional

Y

“occupancy” of the site by the TF, and its contribution to expression depends solely on its
occupancy. In the second class of models, the site’s contribution additionally depends on
the particular TF’s “potency”, which may be different for different TFs. That is, two sites
with the same fractional occupancy by their respective TFs may contribute to the activation
to different extents. This adds additional freedom to the model, in the form of one extra
tunable parameter per TF. The mathematical formalisms of the two mechanisms outlined
here, called AB (Activation by Binding) and AP (Activation with Potency), are illustrated

in Figures 2.4A,B and explained in Methods.

We sought to determine if the AP and AB models differ in their ability to explain the data
set. In the AP model, an activator’s potency was modelled by stipulating an interaction
between a DNA-bound activator and the basal transcriptional machinery (BTM), as in
GEMSTAT. (This interaction is represented by a single free parameter per TF.) Other
mechanistic details such as cooperative binding, short-range repression, etc. are identical
between the two models. For a rigorous comparison, we trained ensembles of 100 AB models
and 100 AP models on the train set of 38 enhancers and evaluated them on the test set of 13
enhancers. Figure 2.4C shows the accuracy of all models on train and test sets and Figure
2.4D reports on the best-fit model (smallest train error) in both ensembles. In Figure 2.4D
we note that the AP model achieves lower error on the training set, which is not surprising
given that it has additional parameters (TF’s potency and basal transcription level). More
importantly, it achieves a substantially lower error (RMSE of 0.16 versus 0.32) and higher
correlation (correlation of 0.59 versus 0.20) on the test set than the AB model, where the
additional parameters do not confer an advantage. This performance gap on test data is
apparent at the ensemble level also (Figure 2.4C), suggesting that it is not an artifact of the
optimization step. For both models, the test error values are overall higher than training
error, but this is likely to be because the test enhancers are biologically more distinct from
the training enhancers than the variation within the training set. The gap between training
and test errors is much smaller for the AP model, which has more free parameters, which is

contrary to what we would expect if the gap was primarily due to overfitting.
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Figure 2.4: Evaluations of activation mechanisms. (A) Schematic representation of AB
model for an enhancer containing only one binding site for an activator TF. Shown are the
two possible configurations for this enhancer depending on whether the activator is bound or
not. The statistical weights (relative probabilities) of the two configurations are k& (bound)
and 1 (not bound), and expression is proportional to probability of the bound configuration.
(B) Schematic representation of AP model for an enhancer containing only one binding site
for an activator TF. Shown are the four possible configurations for this enhancer depending
on whether the activator and the BTM are bound (or not). Expression is proportional to
total probability of the two configurations in which BTM is bound. (C) Train and Test
RMSE for the ensemble of 100 AB and 100 AP models. (There is extensive overlap of
models (points) in each ensemble.) (D) RMSE and correlation scores of best-fit AB and AP
models in train and test data. (E) Predictions of best-fit AB and AP models on select train
enhancers (solid curves) are shown along with true expression profiles (dashed curves). (F)
Predictions of best-fit AB and AP models on select test enhancers (solid curves) are shown
along with true expression profiles (dashed curves).
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Figure 2.5: Evaluations of repression mechanisms. (A) Schematic representation of (3 model
that employs short-range quenching repression mechanism. A bound repressor diminishes
the activity of nearby bound activators. (B) Schematic representation of NR model that em-
ploys short-range neighborhood remodeling repression mechanism. A bound repressor can
be in either active or inactive state. An inactive bound repressor does not interfere with the
binding of activators to nearby regions or with the activity of the nearby bound activators,
while an active bound repressor prevents activators from binding to nearby regions. Any
configuration with an active bound repressor and an activator bound nearby is considered
invalid. (C) Schematic representation of DIR model that employs direct repression mech-
anism. A bound activator directly diminishes the activity of recruited BTM but does not
interfere with the binding of activators. (D) Train and Test RMSE for the ensemble of 6000
models for each of Q, NR, and DIR models. (E) RMSE and correlation scores of best-fit
NR, Q, and DIR models in train and test data.

25



A few illustrative examples of our evaluations are shown in Figure 2.4E F, where each
panel compares AP and AB model predictions to the real expression profiles. While both
models exhibit similar accuracy on training enhancers (Figure 2.4E), the AB model pre-
dicts ectopic expression in the ventral region (bins 0-5) for test enhancers ‘dmbrks’ (D.
melanogaster enhancer of gene brk) and ‘dmvnl’ (D. melanogaster enhancer of gene vn),
while the AP model correctly predicts the neuroectodermal peak (bins 7-10) of expression
for all shown test enhancers (Figure 2.4F, also see Appendix A, Supplementary Figure A.2).
In light of the above observations, we infer that the data set supports the AP model over the
AB model, arguing for separate “potency” for each activator TF, beyond its DNA-binding

strength, as an important aspect of the underlying activation mechanism.

Repression Mechanism

Previous studies have shown that SNA is a “short-range” repressor whose effect is mediated
by a co-repressor named CtBP [53, 54]. CtBP can bind to histone deacetylases, which in
turn causes DNA to wrap around the histone more tightly and prevents nearby TFs from
binding to DNA [55, 56]. It implies that a DNA-bound repressor co-bound with CtBP is
likely to be the only recruited TF within a small window (~ 100 bp) around its binding
site. Such a mechanism for short-range repression is implemented in GEMSTAT [4], and we
will refer to it as “neighborhood remodeling” (“NR”, Figure 2.5B) below. In this model, the
bound repressor makes the neighboring chromatin (within 100 bp in our tests) inaccessible for
activators to bind at. An alternative formulation of short-range repression is the “quenching”
mechanism (“Q”, Figure 2.5A) [7, 26], which states that a bound repressor will diminish or
“quench” the effectiveness of an activator bound nearby; in the thermodynamic model this is
achieved by a decreased equilibrium probability of the configuration where both the activator
and repressor are bound (see Methods). We tested if the data set can discriminate between
the NR and Q models of short-range repression using their implementations within the
GEMSTAT framework. We also tested a model with so-called “direct” repression (“DIR”,
Figure 2.5C), which, unlike NR and Q, is not a short-range mechanism. Here, the regulatory
effect of a bound repressor is due to interactions with the BTM (similar to how activation is
modeled in the AP model), and the binding site does not have to be within a short range of
any activator binding site for its repressive effect to materialize. Although literature evidence
points to short-range repression by SNA [7], we considered it worthwhile to test the direct
repression model as a simple phenomenological baseline against which more realistic short-
range repression models may be compared in light of the available data. DIR and NR are

the least complex of the three models, modelling repression using three free parameters for
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SNA (DNA-binding, repression potency, and homotypic cooperativity), while Q uses four

free parameters (see Methods).

Figure 2.5D compares the performance of trained ensembles of NR, Q and DIR models
and Figure 2.5FE summarizes the performance of the best-trained model in each ensemble.
We found both short-range repression models (NR and Q) to yield comparable fits and pre-
dictive ability, with the NR model being slightly better in terms of both correlation (0.62
vs 0.59) and RMSE (0.16 vs 0.15) on test enhancers (with one less free parameter than NR
model). Interestingly, predictions of the DIR model are as accurate as NR — they show the
same RMSE and better correlation on test enhancers, and a significantly better correlation
(0.76 vs. 0.68) on train enhancers while using the same number of free parameters. More-
over, correlation values on test enhancers are substantially better with the DIR model than
with the Q model. This suggests that in addition to short-range repression, SNA may have
long-range repressive effect on transcription of rho. We revisit this hypothesis below when

we discuss the predictions of our Neural Network-based model.
Cooperative Activation Mechanisms

An important mechanism studied in the context of enhancer function is that of cooperative
DNA binding by multiple TFs at proximally located binding sites [14], which results in a
synergistic effect greater than the sum of the individual site contributions [23, 47, 57]. To
test if such effects are reflected in the data, we compared a version of GEMSTAT that
models cooperativity between activators (“COOP” model, Figure 2.6B) with one that does
not (“NO-COOP”| Figure 2.6A). To implement cooperativity, GEMSTAT includes TF-TF
interaction energy terms in configurations where two TF's are bound within a certain distance
(set to 50 bp here) of each other. Such terms were presumed for DL-DL, TWI-TWI, and
DL-TWTI interactions, each represented by a free parameter, in the COOP model. (Both
tested versions use the NR model for repression and include homotypic interaction for the

repressor SNA.)
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Figure 2.6: Evaluations of synergistic activation through cooperative binding. (A,B)
Schematic representation of the difference between COOP (B) and NO-COOP (A) mod-
els. Shown are four of the possible configurations where at least one activator is bound
and the BTM is bound. In the COOP model, the two configurations where both activa-
tors are bound have favorable interaction between them, resulting in higher probability of
these configurations and hence increased expression. (Both COOP and NO-COOP employ
short-range neighborhood remodeling repression mechanism; not shown.) (C) RMSE and
correlation scores of best-fit COOP and NO-COOP models on training and test data. (D)
Effect-error of best-fit COOP versus NO-COOP models on the perturbed enhancers contain-
ing deletions of activators’ binding sites (similar to the enhancers shown in Figure 2.1D).
Effect error is defined as the absolute difference between the predicted and true effect of the
perturbation; effect of a sequence perturbation (activator site deletion) is defined as decrease
in peak (bin 8) expression due to the perturbation. Highlighted region shows perturbed en-
hancers for which COOP has a small effect error (close to the average training RMSE).

We trained ensembles of models for COOP and NO-COOP separately. The best-trained
COOP and NO-COOP models show train error of 0.09 and 0.11 and test error of 0.15
and 0.16 respectively (Figure 2.6C), thus providing some evidence in favor of the former.
To tease apart their differences further, we used a complementary evaluation metric: the
ability of trained models to predict the effects of activator site deletions (Figure 2.1D).
We defined a model’s “effect-error” as the difference between the predicted effect of the

site deletion(s) represented by an enhancer and the real effect captured in the data set.
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(Here, “effect” is calculated in the same way as in Figure 2.1D, i.e., the difference in peak
expression between wild type and variant enhancer.) Figure 2.6D compares the effect-error
of the best-trained COOP and NO-COOP models on each enhancer shown in Figure 2.1D,
where one or two activator sites in the wild type rho enhancer have been mutagenized.
For all enhancers, the effect-error in COOP is smaller or as low as that in NO-COOP. In
particular, in the highlighted region where the effect-error of the COOP model is relatively
small (smaller than 0.1), we note several enhancers where the NO-COOP model’s effect-error
is substantially worse. These results support the hypothesis that cooperative DNA-binding
at proximally located activator binding sites plays a significant role in regulatory function

of the rho enhancer.

2.4.3 CoNSEPT: a neural network model of enhancer function

For our final modeling of the data set, we implemented a model called CONSEPT (Convo-
lutional Neural Network-based Sequence-to-Expression Prediction Tool), that can accommo-
date highly non-linear contributions of TF binding sites to overall enhancer function (Figure
2.7). Our primary goal was to test if a convolutional neural network (CNN) model, which
does not explicitly incorporate known rules of cis-regulatory encoding, can learn such rules
(regulatory mechanisms, including distance-dependent interactions between sites) from the
data. This tool first uses pre-determined TF motifs (PWMs) to scan both strands of an
enhancer to identify putative binding sites and estimate their strengths (“PWM scores”). It
then integrates these strengths with respective TF concentration values to assess each TF’s
presence at varying locations in the enhancer, analogous but not identical to occupancy in
thermodynamics-based models (see Methods). Next, it assembles the presence scores of each
TF pair into a feature matrix, which is passed to a separate convolutional filter to capture
short-range interactions between the TF pair. Outputs of these filters are aggregated and
passed to the subsequent convolutional layers to capture long-range interactions. Finally, the
output of the last convolutional layer is combined linearly to predict the expression driven
by the enhancer (see Methods for details).

We used the training data comprising the WT rho enhancer and its 37 variants to train
CoNSEPT models; eleven of the 13 enhancers in the previously defined test data were used
for evaluating trained CoNSEPT models. (Two enhancers were removed from the original
test data due to their significant length difference with the training enhancers; see Methods.)
We used data on three additional enhancers (variants of the rho enhancer, regulated by the

same TFs) available from Sayal et al. [26] as a separate “validation set” for tuning hyper-
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Figure 2.7: Architecture of CoNSEPT. First, the input enhancers are scanned with user-
defined PWMs and passed to a pooling layer to extract the strongest matches. Next, TF
profiles are integrated (multiplied) with the extracted scores and pair-wise features are built
according to the user-defined TF-TF interactions. FEach pair-wise feature is passed to a
separate kernel capturing short-range regulatory interactions between pair of TFs. (Note: a
TF pair may be homotypic.) The concatenated output of interaction convolutional kernels is
passed to a sequence of activation functions (o) and optional additional convolutional layers.
The final activated output of the convolutional layers is passed to a dropout layer followed
by a fully-connected layer and an activation function to predict the expression.

parameters of CoONSEPT models. Previous applications of neural networks for regulatory
sequence interpretation had the benefit of large training data sets [43, 45], and the challenge

for us was to train a CNN on a far smaller data set without “overfitting”.

An ensemble of CoNSEPT models with varying architectures and hyperparameters (see
Appendix A, Supplementary Table A.4 for different settings used) was trained on training
data and evaluated on validation data (Figure 2.8A). A subset of the ensemble exhibits better
training and validation accuracy than the best-trained GEMSTAT model (NR repression,
COOP), and we selected among these the one with the smallest validation error (circled) for
further analysis (see Appendix A, Supplementary Table A.5 for the settings of this model).
Figure 2.8B compares the RMSE and correlation values for the predictions of this model on
train, validation and test data sets with predictions of GLM and GEMSTAT models learned
above as the best representatives of the linear and thermodynamics-based models. CoNSEPT
predictions on the test set are at least as accurate as GLM and GEMSTAT in terms of RMSE;,
and moderately better in terms of correlation values (Examples of its improved prediction

are shown in Figure 2.8C,D, also see Appendix A, Supplementary Table A.6 for p-values
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of Spearman’s correlation coefficients, which reveal that prediction of both CoNSEPT and
GLM significantly correlate with the true expressions for 10 out of 11 test enhancers.). Its
high accuracy values on the training set are not surprising given its higher number of free
parameters (1537, 11, and 4 for CONSEPT, GEMSTAT and GLM models respectively), but
its competitive test accuracy suggests that despite the vastly greater model complexity and
limited training data, CoNSEPT model fitting does not suffer from overfitting any more
than NR model does.

2.4.4 CoNSEPT learns distance-dependent interactions between TF binding sites

We saw above that CoNSEPT learns to predict expression from sequence with almost
no pre-determined notion of cis-regulatory grammar such as activation, repression or pair-
wise interactions between sites. We next interrogated the trained model to determine if
biophysically plausible cis-regulatory rules underlie its highly parameterized non-linear form.
We were particularly interested in whether it learns distance-dependent pairwise interactions
between TF binding sites. Recall that the linear models above do not allow such interactions
and our thermodynamics-based formulations must be “hard-coded” with a particular form

of distance-dependent interaction.

Prior to interrogating the CoNSEPT model, we refined it based on an additional data
set that specifically captures synergistic interactions between DL and TWI binding sites.
Shirokawa et al. [47] tested a synthetic enhancer consisting of 5 repeating blocks of a
sequence with DI, and TWI binding sites six bp apart (Figure 2.8E); a reporter assay was
used to show that expression driven in the presence of both DL and TWI (in 3:1 ratio) is
greater than the sum of expression by these TF's separately, suggesting synergistic activation
by these two TFs [47]. Our model refinement demanded that the CoNSEPT model with
architecture and hyper-parameter setting as determined above (circled model in Figure 2.8A)
additionally recapitulate the synergistic activation encoded by the construct of Shirokawa
et al. (We also required expression driven by TWI alone to be at least as high as that
driven by DL, another observation made by the authors.) This refinement step yielded
three CONSEPT models (parameterizations), whose predictions on the synthetic enhancer

of Shirokawa et al. are shown in Figure 7F. (See Methods for details of refinement steps.)
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Figure 2.8: (A) Train and validation RMSE for the ensemble of CONSEPT models. Best-fit
GEMSTAT (NR, COOP) model was used as a baseline (dashed lines). Among the CONSEPT
models with a better performance than the baseline, we selected the one with the smallest
validation RMSE (circled). (B) RMSE and correlation scores of the selected CoNSEPT
model on training, validation and test data. (C,D) Predictions of the selected CoNSEPT
model and the baseline GEMSTAT model on select train (C) and test(D) enhancers for
which CoNSEPT improves predictions. (E) In silico synthetic construct adopted from [47]
consists of 5 repeating blocks each containing one DL and one TWI binding site with a
length of 35 bp. The 5-block construct with a length of 175 bp is randomly padded by r
(random variable) “dummy” bases on the left and 460 — r dummy bases at the right end to
get a longer construct of length 635 bp consistent with the length of train enhancers. The
top table shows the four trans contexts for which this construct’s expression was predicted:
“DL & TWI” where both TFs are present with a 3:1 concentration ratio, “DL” where TWI
concentration is zeroed out, “TWI” where DL concentration is zeroed out, and “Basal” where
neither of the factors are present. (F) Predictions of the three selected CoNSEPT models on
the synthetic construct shown in E. The white dashed lines on DL & TWI bars correspond
to the sum of the expression driven by DL and TWI individually. (G-J) Predictions of the
three selected CoNSEPT models (G-I) and the baseline GEMSTAT model (J) on constructs
containing only one or two TF binding sites with different inter-site spacings (0-200 bp;
x-axis). Each column corresponds to a pair of interacting TFs. The dark blue curves show
predicted expression on constructs containing two binding sites for the TF pair. The brown
and light blue curves show predicted expression on construct with one DL site or one TWI
site respectively. Dashed lines show the expression obtained by summing the predicted
expression driven by individual factors (DL+TWTI in first columns and DL+DL in fourth
column).

We next used the three models derived above to predict the expression driven by constructs
harboring a single pair of TF binding sites (DL-DL, DL-TWI, DL-SNA, or TWI-SNA) at
varying inter-site distances (see Methods). The results, shown in Figure 2.8G-I, reveal the
distance-dependent interactions between TF binding sites, as learnt by CoNSEPT models.
Firstly, all three models predict synergistic activation by a DL-TWI site pair (first column)
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over short distances < 40 bp with a maximum effect at ~20 bp inter-site spacing consistent
with previous experimental findings [23]. The GEMSTAT model (NR, COOP), shown in
the bottom row for comparison, shows a similar trend; indeed, GEMSTAT training required
that cooperative binding be of a fixed strength within 50 bp and absent for greater inter-site
spacing. On the other hand, the trend was learnt by CoNSEPT models entirely from training
data. Notably, the DL-TWI spacing has been shown to be a key element of functional

organization of neuroectodermal enhancers [58].

We next examined learnt distance-dependencies for DL-SNA interactions (Figure 2.8G-I,
second column). All three models correctly predict SNA as a repressor, with two predicting
its effect to be exclusively short-range, decreasing linearly as the distance from DL (activator)
site increases from 0 to 40 bp or 80 bp. The third model (CoNSEPT 1, Figure 2.8G) also
shows the 80 bp short-range effect but predicts an additional long-range effect that extends to
the maximum spacing interrogated. The GEMSTAT model (bottom row) is consistent with
a short-range effect, as observed above (Figure 2.5), but its distance-dependence function
(range of 100 bp) was hard-coded into the model. Interestingly, our GEMSTAT modeling
had also indicated the possibility of longer-range effects of SNA (‘DIR’, Figure 2.5), akin to
that seen with the CONSEPT 1 model. Similar trends were seen with TWI-SNA interactions,
with two of the models predicting a short-range effect (range of 60 or 90 bp) (Figure 2.8G,H,
third column) and one model (CoNSEPT 3) also indicating a longer-range effect. The
consistent observation of long-range (beyond 100 bp) repressive effects of SNA sites, through
CoNSEPT models (DL-SNA as well as TWI-SNA interactions in Figure 2.8G-I) as well as
GEMSTAT models (Figure 2.5), suggest that mechanisms other than the documented short-

range repression by SNA may be at play in neuroectodermal enhancer function.

Intriguingly, all three CONSEPT models predict (Figure 2.8G-I, fourth column) that the
activation by two DL sites is less than twice the activation by a single site at shorter inter-
site spacing (< 50 bp). The GEMSTAT model’s predictions are similar (bottom row) —
when asked to tune a parameter representing DL-DL interaction (limited to sites within 50
bp), the model learnt an antagonistic interaction. The models mostly did not find evidence
of synergistic interaction between DL site pairs at any spacing. In fact, the CoNSEPT
models predict that two adjacently placed DL sites drive no more activation than either site
alone, while the GEMSTAT model, forced to assume fixed interaction strength within the
distance threshold (50 bp), differs in this prediction. We do not know of a plausible candidate
mechanism for the prediction of antagonistic DL-DL site interactions at short distances (<

50 bp), and the finding needs more direct confirmation and dissection in the future. We
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conducted additional analyses to provide an interpretation of what CoNSEPT model learns
about overlapping binding sites and about the relationship between TF binding affinities and
gene expression (Appendix A, Supplementary Figure A.3 and Supplementary Note A.1.1).
These analyses suggest that CoNSEPT learns a non-linear saturating relationship between

TF binding site strength and gene expression.

2.5 DISCUSSION

Sequence-to-expression modeling can reveal mechanistic details of an enhancer’s regula-
tory function as encoded in its sequence. The significance of such modeling is well argued in
the literature [28] and, with rapidly advancing technology for multiplexed assays of enhancer
function [59, 60, 61], a rigorous method for mechanistic inference and cis-regulatory decoding
is clearly needed. We were interested in a version of this problem where the model captures
variation of function across different enhancers as well as across cellular conditions; the latter
requires that the model utilize cellular TF concentrations in making predictions. Fortunately,
prior work offers several ways forward, from linear models [41, 51] to thermodynamics-based
models [4, 6, 7, 26, 62, 63]. Each of these modeling approaches has been shown to explain
one or more expression data sets and reveal useful insights into their underlying biology.
Typically, each approach has its own mechanistic assumptions baked into the implementa-
tion, with quantitative details of assumed mechanisms being left as trainable parameters.
To our knowledge, no study has attempted to fit models of fundamentally different form,
i.e., with different mechanistic assumptions (or lack thereof), to the same data set to assess
their relative potential to explain the data and provide mechanistic clues. This existing gap

was the primary motivation behind our work.

We tested linear and generalized linear models, thermodynamics-based models with vary-
ing biophysical assumptions, as well as a newly implemented convolutional neural network
on the same data set, evaluating their ability to fit the data and generalize to unseen (but
related) enhancers. We found these different modeling approaches to show similar predictive
ability overall in terms of the RMSE score, although the neural network model (CoNSEPT)
yields higher correlation coefficient on average (Figure 2.8B) compared to other models (See
Appendix A, Supplementary Table A.7). We found that linear models, which are simple to
implement and use, provide good fits to data but are by construction unable to discover non-
linear combinatorial contributions of multiple regulators. On the other hand, equilibrium
thermodynamics-based models allow incorporating various hypotheses regarding combined

action of multiple regulators in ways that depend on inter-site distance.
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In evaluating different thermodynamics-based frameworks [4, 26|, we found that modeling
the effects of activators via two separate interactions (TF-DNA binding and TF-BTM inter-
actions) provides a substantial benefit in terms of predictive power (Figure 2.4), compared
to modeling activator-DNA binding alone, at least within the context of our evaluations.
The choice of separating the DNA-binding aspect of a TF’s function from its expression
activation aspect is not arbitrary — these two aspects are typically encoded in different do-
mains of the protein, and such separation is common when modeling repressor TFs [7, 8].
Activator potency is often attributed to interactions between TF and the basal transcrip-
tional machinery (potentially mediated by co-factors), whose details are expected to differ
from one TF to another. Note that we used the implementation of Sayal et al. for the AB
model but set its TF-TF interaction rules to a simpler form than those of the original study
[26], in order to match those in the AP model (implemented in GEMSTAT). We expect that
replicating the more complex settings of interaction rules of Sayal et al. will yield better fits

to the data, but make direct comparison (of AP and AB) challenging.

We tested several additional thermodynamics-based formalisms within a common frame-
work (GEMSTAT), using the same parameter training algorithms. We saw evidence of
cooperative DNA-binding at proximal sites by TF pairs (Figure 2.6), as has been reported
extensively in the literature [14], including through thermodynamics-based models [4, 64].
Importantly, DL-TWI synergistic action has been experimentally observed [23, 47]. When
testing three different modes of repression, we were surprised to note that a “direct repres-
sion” mechanism, where a bound repressor’s regulatory contribution does not depend on
how far its binding site is from an activator’s site, has the same predictive ability as the two
“short-range repression” mechanisms tested. In light of literature evidence for short-range
repression [65, 66], this finding suggests that discerning true mechanisms from modeling of
experimental results ex post facto may not be adequately powered, and that active learning

approaches [67, 68] that suggest the most informative future experiments may be called for.

While thermodynamics-based models allow interactions between TFE binding sites to de-
pend on their relative arrangement in the sequence, the form of the dependence has to
be pre-determined. For example, commonly, cooperative DNA binding and short-range re-
pression are assumed to have a fixed strength as long as inter-site distance is less than a
pre-set threshold [6, 7, 8] and absent otherwise. This assumption reduces the complex-
ity of the model, though it may oversimplify the distance-dependence of TF interactions.
(Sayal et al. [26] considered a more flexible form for this dependence by using separate tun-

able interaction parameters for different intervals of inter-site spacings.) Moreover, typical
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thermodynamics-based models allow interactions only in configurations where the two TF
bound to proximal sites have no other bound TF in between; this is necessitated by consid-
erations of computational efficiency. These constraints of thermodynamics-based models led
us to encode a more flexible model of distance-dependent TF-TF interactions (cooperative
as well as antagonistic) in CoNSEPT, through layers of convolution kernels that process
all putative site pairs near each other. By examining the trained model’s predictions on a
simple synthetic enhancer with varying inter-site distances, we were then able to extract the
distance-dependence function learned by it (Figure 2.8G-J) in a data-driven manner. The
learned function is mostly in agreement with that used in the thermodynamics-based models,
e.g., both approaches suggest cooperative effects of DL-TWTI site pairs within 40 bp of each
other [23], as well as repressive effects of SNA sites located within 80 bp of an activator site.
Interestingly, one of the three CONSEPT models is consistent with “direct repression” (not
limited to short-range effects), an observation made also when fitting thermodynamics-based

models with this form of repression.

A key contribution of this work is the design and implementation of CoNSEPT, which
is a general-purpose tool for sequence-to-expression modeling using convolutional neural
networks. Our work demonstrates the feasibility of training such complex models (thousands
of free parameters) on limited data sets (hundreds rather than thousands of samples), and
we have tested that it can handle other data sets of much larger size (tens of thousands of
samples, data not shown). It stands in contrast to other available implementations of neural
networks for regulatory genomics, which are targeted to modeling epigenomic [45, 69, 70]
and genome-wide TF-DNA binding [42, 44] data, or do not explicitly model the dependence
of sequence function on cellular descriptors such as TF levels [71]. This feature allows
CoNSEPT to make predictions for varying cellular conditions. Moreover, its reliance on
pre-defined PWMs is different from previous applications of neural networks in regulatory
genomics where TF motifs were learned from the data using convolutional kernels [44, 45, 70].
We believe that using known PWMs, which are often reliably characterized experimentally

[72], reduces the number of free parameters and lowers the chance of overfitting.

The work most closely related to the CoNSEPT model is the neural network model pre-
sented by Liu et al. [73] who used it to model the expression driven by enhancers related
to the eve gene of Drosophila. Their model is a recasting of the thermodynamics-based
model of Kim et al. [64] and includes all of the latter’s mechanistic aspects. At the same
time, the model of Liu et al. is specialized for the biological system (eve enhancers) stud-

ied by them and encodes distance-dependence of interactions with pre-determined form and
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parameters motivated by that system. CoNSEPT, on the other hand, departs from the
thermodynamics-based formalism and takes a more data-driven approach to capturing cis-

regulatory “grammar” and distance-dependent interactions.

In summary, our work shows that there are multiple formalisms capable of explaining
the sequence-function mapping encoded in enhancers, with complementary strengths and
varying reliance on prior mechanistic knowledge. Although the mechanisms that we find are
specific to the regulation of trhomboid and other neuroectodermal enhancers, and might not
necessarily generalize to the regulation of other genes, our work gives a recipe for under-
standing the regulatory mechanisms in a data-driven or model-driven manner. In addition
to their explanatory role, the models tested here can also be useful for predicting the expres-
sion driven by unseen sequences and cellular contexts; this ability has several applications
in down-stream analysis such as predicting the effect of a particular TF’s knockout, site
mutagenesis, or effects of single nucleotide polymorphisms on the expression [74, 75]. We
also showed that convolutional neural networks can be a reliable expression prediction tool

capable of learning non-linear regulatory mechanisms from modest-sized training data.
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CHAPTER 3: SIMULATIONS OF REGULATORY NETWORKS

This chapter is a reproduction of the work published in the Cell Systems journal [76].

3.1 ABSTRACT

A common approach to benchmarking of single-cell transcriptomics tools is to generate
synthetic data sets that statistically resemble experimental data. However, most existing
single-cell simulators do not incorporate transcription factor-gene regulatory interactions
that underlie expression dynamics. Here we present SERGIO, a simulator of single-cell gene
expression data that models the stochastic nature of transcription as well as regulation of
genes by multiple transcription factors according to a user-provided gene regulatory network.
SERGIO can simulate any number of cell types in steady-state or cells differentiating to
multiple fates. We show that data sets generated by SERGIO are statistically comparable
to experimental data generated by Illumina HiSeq2000, Drop-seq, [llumina 10X chromium
and Smart-seq. We use SERGIO to benchmark several single-cell analysis tools, including
GRN inference methods, and identify Tcf7, Gata3, and Bclllb as key drivers of T-cell
differentiation by performing in silico knockout experiments. SERGIO is freely available at:
https://github.com/PayamDiba/SERGIO.

3.2 INTRODUCTION

Single-cell transcriptomics technologies are revolutionizing biology today [77, 78, 79, 80],
and have led to the rapid development of computational tools for analyzing the resulting
data sets [81, 82, 83, 84]. These tools, developed for a wide array of tasks such as clustering
(85, 86, 87], trajectory inference [88, 89] and gene regulatory network (GRN) reconstruc-
tion [85, 90, 91], as well as pre-processing operations such as imputation [92, 93, 94], adopt
complementary strategies whose relative merits and weaknesses are not clear a priori. In
some cases, single-cell data sets annotated using domain knowledge [95, 96] allow objective
evaluations of different strategies, but this is not a scalable approach to systematic bench-
marking. A promising alternative approach is to synthesize single-cell expression data sets
that mimic real data in their statistical properties and for which underlying biological rela-
tionships, e.g., cell type labels, regulatory influences, etc., are known by construction. One
advantage of such synthetic data sets is the ability to systematically modify the biological

and technical parameters underlying the data in order to understand their effects on a tool’s
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performance, as well as the ability to obtain replicates of data sets for robust statistical

estimates of performance.

Simulation tools (“simulators”) for single-cell expression data have been reported in vari-
ous forms. Several studies offering novel analysis tools use in-house simulators to benchmark
those tools [84, 97, 98, 99, 100, 101, 102], while other studies specifically develop simula-
tors for use by the community [103, 104, 105, 106, 107, 108]. Most of these simulators
are geared towards capturing the noise characteristics of technologies such as single-cell
RNA-seq (scRNA-seq), by first estimating statistical quantities describing real data sets and
then sampling single-cell expression profiles from probability distributions that mirror those
quantities. A crucial aspect of biology missing in current simulators is the gene regulatory
network (GRN): the set of transcription factor (TF)-gene relationships that underlies the
dynamics and steady states of gene expression in each cell. In other words, when sam-
pling an expression value for a gene in a cell, these simulators do not account for the fact
that the gene is expressed under the control of one or more TF's, whose concentrations in
the cell have a major role in determining the target gene’s expression. We thus sought to
develop a single-cell expression simulator that is guided by an underlying GRN, not only
because of the biological realism that it represents, but also because this is the only direct
way to benchmark tools specifically designed for GRN reconstruction. Some existing tools
do attempt to induce gene-gene relationships in synthetic data using multi-gene statistical
models for sampling purposes [104, 109], but these attempts do not explicitly incorporate
the special properties of gene regulatory networks that have been reported in the literature
[110, 111, 112, 113], including non-linear response to TFs, intrinsic fluctuations in expression

and propagation of such “biological noise” along the GRN.

In the realm of “bulk” transcriptomics, GRN-driven simulations are already the norm,
as exemplified by the simulation tool called GeneNetWeaver (GNW) [114], which was used
in a community-wide effort to benchmark numerous GRN reconstruction tools [115, 116,
117, 118]. GNW is not meant to simulate scRNA-seq data, and though some studies have
employed workarounds to use it for this purpose [90, 119], it is believed that such synthetic
data do not exhibit the statistical characteristics of contemporary single-cell data sets [119].
Furthermore, such workarounds do not offer key features necessary for a single cell expression
simulator, such as simulation of multiple cell types and cells differentiating from one cell type

to another.
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In this work, we develop a simulator tool that (1) uses a principled mathematical descrip-
tion of transcriptional regulatory processes to synthesize single-cell expression data associ-
ated with a specified GRN, (2) includes stochasticity of gene expression as an integral part
of the process, thus capturing biological noise expected to manifest in cell-to-cell variabil-
ity, and (3) incorporates various types of measurement errors (“technical noise”) that are
typical of single-cell technologies. The new tool, called SERGIO (Single-cell ExpRession of
Genes In silicO), is freely available as a stand-alone software package. It borrows some of
its modeling assumptions from the widely used GNW simulator, but relinquishes the more
complex features of GNW, such as a thermodynamics-based model of regulation and explicit
modeling of translation processes, which would have necessitated use of poorly-understood

parameters during simulation and slowed down simulations of large GRNs.

SERGIO uses a stochastic differential equation (SDE) called the chemical Langevin equa-
tion [120] to simulate a gene’s expression dynamics as a function of the changing (or fluctuat-
ing) levels of its regulators (TFs), as prescribed by a fixed GRN. It performs such simulations
for any pre-specified number of genes in parallel and generates single-cell expression “profiles”
(expression values of all genes) by sampling from these temporal simulations in steady-state,
thus mimicking established cell types. It allows users to specify the number of cell types to
be simulated, via steady-state levels of a few “master” regulators in the GRN. SERGIO also
allows users to simulate single-cell expression data from a specified differentiation program,
for which it samples cells from transient portions of temporal simulations. In this simula-
tion mode, SERGIO explicitly models the splicing step with an additional SDE, resulting
in simulations of unspliced and spliced transcript levels. SERGIO subjects the synthesized
expression data to a multi-step transformation where technical noise is incorporated in a

manner reflecting noise in real scRNA-seq data.

SERGIO is a stand-alone simulator tool for single-cell transcriptomics that offers all of the
above-mentioned features while basing its simulations on a given GRN. Here, we outline key
aspects of its model and implementation and show that it may be used to generate realistic
data sets that resemble experimental data obtained from popular scRNA-seq technologies,
by several statistical measures. We then showcase its use to benchmark a number of popular
single-cell analysis tools. We find that while modern tools are able to accurately identify cell
types and differentiation trajectories from suitable data sets, their ability to reconstruct gene
regulatory relationships remains severely limited. To demonstrate the use of SERGIO beyond
benchmarking studies, we apply it to simulate expression T-cell differentiation data at single-

cell resolution, using two different draft GRNs, show that the simulated data matches a
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recently published data set for this differentiation process, and also examine the effects of

specific perturbations on the process.

3.3 MATERIALS AND METHODS

3.3.1 Steady-State Simulations

The Chemical Master Equation (CME) offers a paradigm for modelling stochastic tran-
scription of genes [121, 122]. Gillespie’s stochastic simulation algorithm [123, 124] enables
the computation of trajectories according to CME. However, simulating trajectories of CME
for large biomolecular systems is computationally expensive [122]. Chemical Langevin equa-
tion (CLE) [120] that is derived from CME under two additional assumptions provides a
more tractable system of differential equations compared to CME; therefore, CLE can be
integrated with numerical methods in a computationally efficient manner and allows for
practical simulations. It has been shown that Gillespie’s stochastic simulations of CME and
numerical simulations of CLE generate trajectories that have comparable mean, variance
and correlations [122]. Hence, we model the dynamics of the concentration of genes us-
ing systems of stochastic differential equations (SDE) that have been previously employed
in GeneNetWeaver (GNW) [114, 116] and which are derived from the chemical Langevin
equation (CLE) [120]. The time-course of mRNA concentration of gene i is modeled by:

CZ? = P(t) — Nimi(t) + ¢ (v Pi(t)a + v/ Niwi(8) B) (3.1)

where z; is the expression of gene i, P; is its production rate, which reflects the influence of its
regulators as identified by the given GRN (details below), A; is the decay rate, and g; is the
noise amplitude in the transcription of gene 7. « and 8 are two independent Gaussian white
noise processes. This model relies on the assumption that there is no delay between TF-
mediated regulation and mRNA production. In order to obtain the mRNA concentrations

as a function of time, we integrate the above stochastic differential equation for all genes:

(xz>t = (xz'>t0 +/ (R(t) — )\zl’z(t))dt +/t qiN/ R(t)dWa +\/; qiN/ /\zl’z(t)dWﬂ (32)

to

where W, and Wj are two independent stochastic Wiener processes. We integrate this
equation in pre-defined time steps of duration , according to Euler—Maruyama method [125]

using the Ito scheme:

41



(xz')t—&—At = (LE'l)t —+ (R(t) — )\le(t))At -+ q;\/ H(t)AWa + aqi\/ )\Zl’l(t)AWg (33)
AW, = VAIN(0,1),  AWs = VAIN(0,1) (3.4)

Each iteration yields the mRNA concentrations of all genes at time step t + At using each
gene’s own concentration and all of its regulators’ concentrations at time step t. We model

each gene’s production rate, P;, as the sum of contributions from each of its regulators (as

prescribed by the GRN):

P = Z pij + b (3.5)

JER;
where R; is the set of all regulators of gene 4, b; is the basal production rate of gene i, and
pij is the regulatory effect of gene (TF) j on gene i. The latter is modeled as a non-linear
saturating Hill function of the mRNA concentration of the TF [126]:

T

”ﬁ, if requlator j is an activator of gene i (3.6)
hij] _'_ x] J

Pij =

i

— ﬁ), if requlator 7 is a repressor of gene i (3.7)
hij +

pij = Ki(1

where K; denotes the maximum contribution of regulator j to target gene 7, n;; is the
Hill coefficient that introduces non-linearity to the model and is the regulator concentration
that produces half-maximal regulatory effect (half-response). If gene i is a user-designated
“master regulator” (MR), i.e., no gene regulates it, then its production rate P; is entirely
determined by basal production rate b; which is a user-defined parameter. For simplicity, we
set b; = 0 for genes other than master regulators. K;; and h;; are user-defined parameters,
and the type of each interaction (activation or repression) is also user-specified. The h;;
parameter is set to be the average of the regulators’ expression among the cell types to be
simulated. The parameters a and [ in equation 1 characterize the intrinsic noise associated
with the production and decay processes of the mRNA transcript of gene i. Moreover,
the intrinsic noise in the transcription of regulators propagates along the GRN and thus
influences the production rate P; to become an extrinsic noise source in the transcription of

gene 1. We support three forms of noise:

1. Dual Production Decay (“dpd”): the form of stochastic noise that is shown in equation
3.1.
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2. Single Production (“sp”): including only the noise term associated with the production

process (equivalently, set § = 0).

3. Single Decay (“sd”): including only the noise term associated with the decay process

(equivalently, set a = 0)

We note that the current version of SERGIO is not capable of simulating GRNs containing
auto-regulatory edges or cycles. This is because of a topological sorting algorithm in SERGIO
that enables the automatic selection of half-response parameters and fails in the presence of
cycles in GRN. It is a shortcoming as cycles are often present in real GRNs, but it can be

resolved by eliminating the dependency of SERGIO on the topological sorting algorithm.

3.3.2 Sampling Single-Cells

We use the above system of equations (equation 3.3-3.7) to simulate the time-course of
each gene’s expression in a cell, starting with a given initial value, and record expression
values of all genes at randomly selected time points after the simulation has reached steady
state. Invoking the ergodic assumption [127], we treat the expression profiles at these time
points to represent single-cell profiles. In order to speed up the simulation, we estimate the
steady-state concentrations of all genes given the input parameters and initialize the time-
course simulation with those values. Also, we ensure that a sufficient number of time steps,
which is controlled by a user-defined parameter, are simulated in the steady state prior to

sampling cells.

3.3.3 Cell Types

The above simulation is performed for each “cell type” separately. We define a cell type (or
cell state) by the average concentration of master regulators. A cell type differs from another
cell type by the average concentration of one or more of the master regulators among the
population of cells belong to each cell type. This can be controlled by the basal production
rate b for master regulators. SERGIO takes as input the basal production rate of all master

regulators in each of the cell types to be simulated.

3.3.4 Estimating Steady-State Concentrations

In steady state-simulations, SERGIO approximates the steady-state concentrations of all

genes in all cell types prior to starting the simulations. Then, SERGIO initializes all the
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concentrations with their corresponding estimated stead-states values. This is particularly
useful for speeding up the simulations since initial concentrations are so close to the values
to which the numerical integration is supposed to converge. To do so, SERGIO applies a
topological sort algorithm on the gene regulatory network in order to layer the graph. After
layering the GRN graph using topological sorting, all the regulators of the genes of any layer
reside in the preceding layers. Sergio starts estimation of steady-state concentrations (as
well as half-response parameters of the hill functions) from the top most layer and continues
layer-by-layer until the very last layer of genes. Therefore, all information required for
estimating the steady-state concentrations (and half-responses) of genes in the current layer
is already available from the user-defined parameters and the estimated concentrations of
the genes in the previous layers. Below we demonstrate how Sergio estimates steady-state

concentrations.

We start with equation 3.1 that describes the rate of changes in mRNA concentration x;
of gene i. In order to reach the steady-state regime, we need to have dE[z;]/dt = 0, where
E[.] denotes the expectation operator. Since dx;/dt is well defined and is bounded, we have
dE[x;]/dt = E[%]. So, we get:

AL =0 (39
EIR(t) — Nizi(t) + ai(v/ Pt o + / Nii () B)] = (3.9)
E[P;(t)] — NiE[xi] + ¢ E[/ Pi()]Ela] + ¢ B[/ Aizi(t) | E[3] = 0 (3.10)

Also recall that o and 8 are two Gaussian white noise processes which have a zero mean,

so we get:
E[P(t)]
Ai

If gene ¢ is a master regulator, according to equation 3.5 its production rate is solely

E[P(t)] — MElz] =0 = Bl = (3.11)

determined by its user-defined production rate b; and therefore we can accurately estimate

the expected steady-state concentration x;:

Elz;] = = ifgenei is a master requlator (3.12)

However, if gene 7 is not a master regulator, according to equation 3.5 we get:
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E|P, er. E\pij
Elz;] = L = ZJER’ [pj]; if gene 1 is not a master requlator (3.13)

Yy Yy

where R; is the set of all regulators of gene ¢, and p;; is a hill function. We use the following

approximation for calculating E[p;;(x;)]:

Elpij(z;)] = pi;(Elz;]) (3.14)

Note that this a loose approximation as it clearly over-estimates or under-estimates the
true value of Ep;;(z;)], yet it is good enough for our ultimate goal which is initializing
mRNA concentrations. Substituting this back into the equation 3.13 we obtain an estimate

of the steady-state concentration of gene i:

2 jer, Pis(Elzs])
/\i 7

At the time we calculate the concentration of gene ¢ we have already calculated the steady-

Elz;] = if gene i is not a master requlator (3.15)

state concertation of all of its regulators (which reside in the preceding layers of the sorted
GRN), hence we have all the information required for this calculation. Note also that the goal
of the above estimation is not to find steady-state concentrations per se, but to find values
close to these concentrations so as to reduce simulation time by starting the simulations at

these concentrations.

3.3.5 Estimating Half-Response Parameter

We model each interaction with a Hill function that has a half-response parameter h that
needs to be pre-specified for the simulations. If we use a small value of half-response (h <

[TF)]), then the Hill function becomes a constant function independent of TF concentration:
[TF"

[TE]" + hn ™

On the other hand, if we use a very large value for half-response (h > [T'F]), then the Hill

(3.16)

function does not have its non-linear saturating form anymore (especially for n = 1, where

it becomes linear):

[TF]"
[TF]" + hn

~ K(@)" (3.17)

So, we considered it important to set the half-response parameter to a value that yields the

saturating non-linear behavior of Hill functions, across different cell types. While it is difficult
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for user to define this parameter (because, for an arbitrary TF—target interaction, user may
not know the expected concentration of TF a priori), SERGIO can determine reasonable
values of the half-response parameter using the concentration of all regulators of the current
target (that reside in the previous layers obtained by topological sorting algorithm). In the
current implementation of SERGIO, for each interaction, we set half-response to the mean
expression of the regulator in all cells (belonging to multiple cell types). This guarantees
that we see a large range of response over different cells and cell types. As explained in
“Estimating Steady-State Concentrations” section above, at the time we get to a new gene,
the expression of all of its regulators (which live in upper levels of sorted GRN) have been
already simulated because of the topological sorting algorithm. This enables the calculation
of half response parameter based on the expression of regulators. This design choice was
made so as to take the burden of setting the half-response parameter away from the user,
that also necessitates the topological sorting of the GRN graph and thus demands an acyclic
graph.

3.3.6  Simulation of Differentiation Trajectories

In addition to simulating one or more “cell types” in steady state, SERGIO may be used
to simulate cells on the differentiation trajectory from one cell type to another, i.e., between
two steady states. More generally, given a “differentiation graph” where nodes represent cell
types and directed edges indicate differentiation from one cell type to the other, SERGIO
can simulate expression profiles of cells spanning different stages of differentiation specified
by the graph. Such cells are either in one of the steady states represented by nodes or
have departed away from the steady-state of their “parent” cell type of an edge and are
migrating toward the steady-state of the corresponding “child” cell type. The differentiation
is presumed to commence when one or more master regulators change their expression from
that in the steady state of the parent cell type, e.g., due to a signaling event [128] or due to a
noise-driven switch [129]. Thus, given a differentiation graph and average expression levels of
master regulators for each cell type (nodes), we simulate each differentiation trajectory (edge)
as follows: 1) Cells representing the parent cell type are sampled from the corresponding
steady state. 2) Production rates (P;) of master regulators are changed from those specified
for the parent cell type to those of the child cell type, and time-course simulations are
performed following equations 3-4 as explained above. As these simulations proceed, all
genes ultimately converge to their steady-state concentrations in the child cell type. 3) Cells
(expression profiles) are sampled at random from the entire simulation, including cells in the

parent and child cell types (steady states) as well as cells on the differentiation trajectory

46



(transient states). Multiple such time-course simulations are performed and the sampled
cells are randomly chosen from the entire collection of such simulations. Also, after each
simulation reaches the steady-state of the child cell type, it may be continued for a user-
defined number of additional steps. This controls the ratio of the cells in the steady states

of the differentiation graph to the number of cells in differentiating (transient) states.

Simulations of differentiation trajectories in SERGIO generate not only the total mRNA
concentration of each gene (in a time-course), but the changing levels of spliced and unspliced
mRNA transcripts separately. To this end, we express the rate of change in the concentration
of unspliced and spliced RNA using ordinary differential equations (ODEs), following prior
work [130, 131]. Furthermore, we introduce noise terms to these ODEs in a manner similar
to steady-state simulations (equation 3.1). Thus, the time-course of the spliced (s) and

unspliced (u) transcript level of gene ¢ is modeled as:

dCZf = Bi(t) — (N 4 pa)ui(t) + ¢ (V Pi(t)oe+ V/(Ai 4 pa)us(£) ) (3.18)

Cf;si = piui(t) = visilt) + ¢ (v ()6 + Vrisi(t)w) (3.19)

where P;(t) is the production rate of pre-mRNA (unspliced transcript) that includes regula-

tory interactions, \; and u; are the degradation and splicing rate respectively of pre-mRNA
and ¢} is the noise amplitude associated with the transcription of pre-mRNA. For simplic-
ity, we assume the degradation rate \; of pre-mRNA is zero and all of its decay is due
to splicing (user-defined parameter ;). Also, v; is the degradation rate of spliced mRNA
and ¢; is the noise amplitude associated with the transcription of spliced mRNA. «a, S,
¢ and w are independent Gaussian white noise processes. All the three form of stochas-
tic noise (“dpd”, “sp”, “sd”) described for steady-state simulations are also supported in
dynamics simulation. Moreover, production-rate is modeled as in steady-state simulations
(equations 3.5-3.7 above). Both of the SDEs in equations 3.11-3.12 are integrated according
to Euler-Maruyama scheme to obtain time-courses of unspliced and spliced mRNA concen-

trations.

3.3.7 Technical Noise

SERGIO adopts methods similar to Splatter [107] for adding technical noise to the simu-
lated single-cell expression data. One module introduces the phenomenon of “outlier genes”,
which refers to the empirical observation that a small set of genes appear to have unusually

high expression measurements across cells in typical scRNA-seq data sets. A second module
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incorporates the noted phenomenon of different cells having different total counts (library
size), that follows a log-normal distribution. A third module introduces “dropouts”, which
refers to the observation that a high percentage of genes are recorded at zero expression in
any given cell, indicating an experimental failure to record their expression rather than true
non-expression. These three modules may be invoked optionally, and in any combination
and order specified by the user. Fach of the modules outlined below adds a single type of

technical noise to the data set provided to it.

Outlier genes: Fach gene is designated as an outlier with a user-defined probability. If so, its
expression (in every cell) is multiplied by a factor sampled from a log-normal distribution,
otherwise the expression is left unchanged. In the steady-state mode, outlier genes are

introduced as following:

Vie {1.G}: I ~ Ber(n9), 2 ~InN(u°,o°) (3.20)

Vie {1.G},Vee {1.C} 1 a5+ 19 £ + (1 — 19)a¢ (3.21)

where G and C' denote the total number of simulated genes and cells respectively, and xf
denotes the simulated expression of gene i in cell c. 19 is a binary variable indicating if gene
i is an outlier, and is sampled from a Bernoulli distribution with parameter 7¢. Also, u©
and 09 are user-defined mean and standard deviation of the lognormal distribution from
which the outlier scaling factor ff is sampled. We follow a similar scheme in differentiation

mode by changing both unspliced and spliced transcripts:

Vie {1.GY: 19~ Ber(n?), f0 ~InNu°, o°) (3.22)
Ve e {1.C},Vi € {1.G} :  uf « TI9fOus + (1 —T19)us, 8¢ <1925+ (1 —19)s¢ (3.23)

)

where uf and s denote the simulated unspliced and spliced concentrations respectively of

gene 7 in cell c.

Library size: For every cell (library) a library size parameter is sampled from a lognormal
distribution, and expression values of all genes in the cell are scaled by a constant factor
such that the resulting total cell depth matches the sampled library size. In steady-state

mode we have:
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Ve € {1.C}: L.~ InN(p* ") (3.24)

L.
xs (3.25)

Vie {1.G},Vee {1.C} 1 2} + 7}
2 jeqr.cy T

where p* and ol are the user-defined mean and standard deviation of the lognormal distri-
bution from which the desired library size of cell ¢ is sampled. Following the same approach,

we scale both unspliced and spliced transcripts in the differentiation mode:

Vee {1.C}: L.~ InN(p* o) (3.26)

L. L.
s s§ (3.27)

Vie {1.G},Vee {1.C} :  uf + —— Uy, S; T Si
> jefiay U5+ S5 D jeqr.cy Ui+ S5

Dropout: To introduce dropouts to the simulated data, we first assign a probability to the
expression of each gene in each of the simulated cells not being a dropout. This probability
is modeled as a logistic function of the expression of the gene in that cell, so that a high
expression value is less likely to be zeroed out. This probability is then used as the parameter
of a Bernoulli distribution from which a binary variable is sampled to indicate whether the

gene is not a dropout in the cell. Dropout is introduced to the steady-state simulations as

following;:
yo = q"percentile of Y (3.28)
1
Vie {1.G},Vee {1.C}: =P = , IP? ~ Ber(n}, 3.29
A oy M
§ 105 (3.30)

where Y is the expression matrix in logarithmic scale:

Y =log(X+1), X=A{zf; Vie{l.G},Vee{1..C}} (3.31)

Also, k and ¢ are two user-defined parameters that determine the logistic probability 7.
In real single-cell data, dropout impacts unspliced and spliced transcripts independently. To
model this in the differentiation mode, we employ a similar approach as we use for steady-

state simulations but add dropout to spliced and unspliced expressions independently:
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yo = q"percentile of Y (3.32)

1 1
Vie {1.G},Yee {1.C}: =2V , s
e G O RO o) T T eap(—h(YE — )
(3.33)
17V ~ Ber(zV), 12° ~ Ber(n)”) (3.34)
where denotes the total mRNA expression matrix in logarithmic scale:
Y =log(X +1), X =XV +X5 (3.35)

XY ={u8 Vie {1.G},Vee {1.CY}, X% ={s%; Viec {1.G},Veec {1.C}}  (3.36)

77

Also, we define:

YY =log(XY 4+ 1), Y¥ =log(X® +1) (3.37)

Conversion to UMI counts: In steady-state simulations, we generate UMI counts (UC) by
sampling from a Poisson distribution whose mean is the simulated expression level of the

gene in the cell:

Vie {1.G},Vee {1..C} : UC;. ~ Poisson(zy) (3.38)

In differentiation simulations, spliced (UC®) and unspliced (UCY) mRNA counts are
independently sampled from a Poisson distribution whose mean is the simulated expression

level of the gene in the cell:

Vi € {1.G},Ve€ {1.C}: UCY ~ Poisson(u), UC;?C ~ Poisson(s}) (3.39)

i,C

3.3.8 Controlling Spliced to Unspliced Count Ratio

We can estimate and control the ratio of the expected spliced to unspliced expression in

the stationary region of the stochastic transcription process. Using equation 3.19, under
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steady-state condition we get:

dfjigfsi] _ E[%] = 0= wEu) —vilsi] =0 (3.40)
Fla] = o (3.41)

SERGIO, as an input, takes the decay rate pu of the unspliced mRNA as well as the
splicing ratio E[s;]/E[u;]; these two together determine the degradation rate of spliced RNA
~ according to the last equation. This enables the user to simulate gene expressions with

any desired spliced to unspliced ratios in order to reproduce different experimental settings.

3.3.9 Synthetic Data Set Generation

We now describe how we set simulation parameters to generate the data sets analyzed in
this study. We sampled four gene regulatory networks (GRNs) from the known regulatory
networks in S. cerevisiae and E. coli using GNW [114] using the “random seed” argument
to select genes and the “random among top 20%” setting for neighbor selection. Two of
the networks consist of 100 genes and were separately sampled from Ecoli, a third network
containing 1200 genes was sampled from E. coli, and the fourth network comprising 400
genes was sampled from S. cerevisiae. We also used GNW to designate each TF-gene edge
as either an activating or a repressive interaction. Auto-regulatory edges were removed from
the sampled networks and cycles were broken at a randomly selected edge, since SERGIO
does not support these two graph properties. These four networks were used to simulate 15
data sets described in Table 3.1. Except for DS13 and DS14 that were simulated in only
one “replicate”, fifteen replicates of each data set were created that had identical simulation
parameters and differed due to the stochastic noise and random sampling. For all data sets,
interaction strengths K;; (equations 3.6-3.7) were uniformly sampled from the range 1 to
5. Each cell type to be simulated was specified by the expression state (high or low) of
each master regulator (MR); the basal production rate (b; in equation 3.5) of each MR was
sampled from a pre-defined range that depends on the expression state and varies among
different data sets (see Appendix B, Supplementary Table B.). We used a hill coefficient of 2
for all interactions in all data sets. We used the same noise amplitude parameter ¢ = 1 and
the same decay parameter A = 0.8 for all genes in all steady-state data sets. In dynamics
simulations, we used an unspliced noise parameter ¢* = 0.3 and a spliced noise parameter

q° = 0.07 for all genes. Also, we used an unspliced transcript decay rate of u = 0.8 and
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a spliced transcript decay rate of v = 0.2 that maintains a ratio of spliced to unspliced
expression of a gene at ~4. We used “dpd” setting of intrinsic noise and an integration time

step of 0.01 for both steady-state and dynamics simulations.

We compared the simulated expression matrices (genes x cells) of DS1, DS2, DS3, and DS9
to a single-cell RNA-seq data set from the mouse cerebral cortex [132], which includes 3005
cells from nine cell types, as a reference for adding technical noise. We sampled the mouse
cortex data set by drawing cells of each type at random: for cell types with less than 300
cells, we retained all the cells, while for the other cell types we randomly sampled 300 cells
such that a total of 2500 single cells were sampled. Our simulations generated expression
values for 100, 400 or 1200 genes depending on the data set, hence we randomly sampled
from the real data set the same number of genes as present in the synthetic data. Moreover,
we used five other published single-cell RNA-seq data sets as a reference for adding technical
noise to data sets, which respectively contain 16383 cells of mouse MGE, CGE, cortical
and subcortical regions [133], 3745 cells of human kidney [134], 12874 of Human Peripheral
blood mononuclear cells (PBMC) [135], 10360 cells of human lung [136], and 6002 cells of
mouse heart [96]. These resulted in the data sets DS4-8 respectively, and for each of these
we repeated the same sampling strategy described above to create comparison data sets,
sampling 1200 genes at random while preserving all the cells in each sample. We also we
used a published single-cell RNA-seq data set containing 24185 cells from developing mouse
dentate gyrus [137] as a reference for adding technical noise to the data set DS13. We
generated comparison data sets by sampling 100 genes at random, while all single-cells were

preserved.

To add technical noise, we used the above-mentioned modules for outlier genes, library size
effect and dropouts in that order, and finally converted the expression levels to UMI counts.
For each data set, we manually tuned the input parameters (see Appendix B, Supplementary
Table B.1) to each of the technical noise modules to obtain a comparable noise level between

the synthetic and real data.

3.3.10 Simulations with Cooperative Regulation

We also developed an in-house version of SERGIO that includes cooperative regulation.

In this mode of simulation, production rate of a target gene i is calculated as:
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Table 3.1: Description of the Synthetic Datasets Used in This Study

Dataset ID | Network ID | Species | #Genes | #Cells | #Regulators | #Edges | #Cell Types | Differentiation Matched Against
DS1 2 E. coli 100 2700 10 258 9 no mouse cerebral cortex (Illumina HiSeq 2000)
DS2 3 yeast 400 2700 37 1155 9 no mouse cerebral cortex (Illumina HiSeq 2000)
DS3 4 E. coli 1200 2700 127 2713 9 no mouse cerebral cortex (Illumina HiSeq 2000)
DS4 4 E. coli 1200 2700 127 2713 9 no mouse MGE, and ... (10X Chromium)
DS5 4 E. coli 1200 2700 127 2713 9 no human kidney (10X chromium)
DS6 4 E. coli 1200 2700 127 2713 9 no human PBMC (10X chromium)
DS7 4 E. coli 1200 2700 127 2713 9 no human lung (Drop-seq)
DS8 4 E. coli 1200 2700 127 2713 9 no mouse heart (Smart-seq2)
DS9 1 E. coli 100 900 10 137 3 yes
DS10 1 E. coli 100 1200 10 137 4 yes
DS11 1 E. coli 100 1800 10 137 6 yes -
DS12 1 E. coli 100 2100 10 137 7 yes -
DS13 1 E. coli 100 24000 10 137 4 yes mouse dentate gyrus (10X chromium)
DS14 1 E. coli 100 36000 10 137 6 yes mouse cerebral cortex (THumina HiSeq 2000)
DS15 1 E. coli 100 900 10 137 3 yes

P = sz‘j + Z Si,(mn) (3.42)

JER; (m,n)eC;
where R; is the set of all regulators of gene 7, and p;; is calculated using equations 3.6-3.7.
Also, C; denotes the set of all activator pairs (x,y),x € R;,y € R;,x # y that cooperatively
regulate gene 4, and s; (,) denotes contributions from cooperative regulation of gene 7 by

two of its activators, m and n, which is calculated as following:

hz’,(mn) )’I'Li,(mn) + (xmxn)ni,(mn)

Si,(mn) = i (mn) ( (3.43)

where K ;) denotes the maximum contribution of m —n cooperative interaction to regula-
tion of target gene i, z,, and x,, respectively represent the concentration of regulator m and
N, Ni(mn) is the product of concentration values that produces the half maximal response
and 7 (myn) is Hill coefficient that introduces non-linearity to the model. This cooperative
regulation term uses a similar Hill function form as was used to model individual regulatory
effects, p;;; however, it depends on both regulators’ concentration, and thus approximates

an AND operation.

We used a GRN containing 1200 genes and 2713 regulatory interactions (the same GRN as
in DS3-8) to simulate synthetic data sets via the cooperative regulation mode of SERGIO.
To this end, for each target gene i that at least has two activators we selected one or
more pairs at random from its regulators set R; to construct ;. As a result of this step,
we incorporated 268 cooperative regulation in the GRN. For calculating p;; and master
regulators’ concentration we used the exact same parametrization as that we used for DS3.
For calculating s; (m,n) terms we set h; (mn) to the Elz,,]E[z,], where E[.] denotes average

over all cells and cell types, also we set n; (mn) = 2 for all cooperative interactions. Moreover,
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we sampled the maximum cooperative effect parameter K (,,,) in one set of simulations from
range 1 to 5 (moderate cooperative regulation; referred to as “w/ Coop”) and from range
50 to 100 in another set of simulations (large cooperative regulation; “w/ large Coop”) with

15 replicates for each set (see Appendix B, Supplementary Figure B.6 and B.7).

3.3.11 A Comparison Between Running Time of SERGIO and BoolODE

We compared the running time of SERGIO with that of BoolODE [138] on the same
networks with varying numbers of genes. To this end, we converted the gene regulatory
networks prepared for SERGIO to a format suitable for running BoolODE. Since BoolODE
requires the explicit regulatory rules for each target gene, we combined all of the activators of
each target gene with “AND” operands and we did the same for all repressors of each target
gene. For a fair comparison, in each experiment we set the “number of cell type” parameter
in SERGIO and “number of simulation time” parameter in BoolODE to the same number.
We conducted four comparisons, and results are summarized in Supplementary Table B.4
(Appendix B). SERGIO runs significantly faster than BoolODE on the same networks.
Since BoolODE cannot handle more than ~10 regulators for a target gene, in the third
experiment (400 genes) we removed 63 interactions from BoolODE’s network to satisfy this
constraint. These interactions were not removed from SERGIO’s network (see Appendix B,

Supplementary Table B.4).

3.3.12  Settings of Single-Cell Analysis Tools

In this study we applied several tools to the real or synthetic data sets to mimic real-world
analysis of such data and to benchmark these tools. We did not normalize the data sets
prior to using these tools unless otherwise specified. We note below the specific settings used

for each of the tools we tested:

SC3 [86]: We did not run SC3 to infer the number of cell types, instead we treated the

number of cell types as a known quantity and required SC3 to cluster data sets into 9 cell

types.

GENIES [11] v1.4.3: We provided the identities of true regulators to the GENIE3 tool ex-
cept when analyzing the differentiation data sets where we used all the genes as potential
regulators. Also, for differentiation analysis GENIE3 was run on the exact same expression

matrices as used for the other GRN inference tools in this study.
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MAGIC [92] v1.10.1: Prior to running MAGIC, we filtered the synthetic data for rare genes
(those expressed in less than 5 cells), and performed library size normalization as well as a
square root transformation. We used MAGIC with the parameter t = 2, ¢t = 7, and default

setting where ¢ is inferred from data.

SLINGSHOT [89] v1.0.0: We used the first two PCs as a low-dimensional representation of
single-cells, and provided these as input to SLINGSHO'T, along with the cell type labels. We

did not provide any further prior information about origin and end cell types of trajectories.

VELOCYTO [130] v0.17.17: In addition to velocity inference from clean and noisy expres-
sion matrices, we used Velocyto to pre-process and normalize data sets. In particular, we
used Velocyto to filter low-quality cells and normalize the two noisy differentiation data sets,
i.e. DS13 and DS14, prior to using Slingshot and GRN reconstruction tools. We performed
all of the filtering and normalization steps for spliced and unspliced counts that are recom-
mended by developers of the software. We removed all cells whose total unspliced count
is smaller than the 70" percentiles of unspliced counts for noisy differentiation data sets.
We also performed K-nearest neighbor imputation on 20-dimensional PCA representations
of single cells with K = 5 for clean and K = 400 for noisy differentiation data sets. The
“constant velocity” model was employed for inferring velocity fields, and square root trans-
formation was used for estimating transition probabilities from PCA representation of clean

data sets, while log-transformation was used for noisy data sets.

SCODE [139]: For each differentiation trajectory, we used SCODE with D = 2,4,6,8, and
10 to infer regulatory relationships and report the results that produce the highest AUROC.
Also, for each differentiation trajectory and setting of D parameter, we ran SCODE for 100
iterations and averaged results over 5 trials as recommended by the tool’s developers. All
genes were considered as potential regulators. The inferred sign of interactions (activating
or repressing) was ignored in evaluation of the tool’s performance: we sorted all gene-gene
interactions by the absolute value of their inferred scores and assessed this ranked list for
accuracy. Thus, the reported performance values are an overestimate of GRN inference ac-

curacy in our setting.

SINCERITIES [140] v2.0: For each differentiation trajectory, we used the tool with param-
eters specifying Kolmogorov-Smirnov distance, Ridge regularization, and no auto-regulatory

edge setting for unsigned GRN inference. As for SCODE, performance evaluation ignored
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signs in the true GRN.

SINGE [141] v0.4.1: For each differentiation trajectory, we executed the tool with A = 0,
0.01, 0.1. For each setting of A, we evaluated the tool on an ensemble of 200 hyper-parameter
settings (see Appendix B, Supplementary Table B.2). For each A\, we aggregated the results
over its ensemble of 200 parameter settings and reported the result that produced the best
AUROC (in clean data sets, all three settings of A showed equal AUROC, in noisy data sets
A =0, 0.01 showed an equal but better AUROC than A = 0.1).

Data sets for evaluating GRN inference on differentiation data: For each differentiation
simulation data set, we generated sub-matrices that represent cells belonging to a single
lineage. Therefore, we obtained 1, 2, and 3 sub-matrices for clean data sets DS9, DS10, and
DS11 respectively, and 2 and 3 sub-matrices for noisy data sets DS13 and DS14 respectively.
Assignment of cells to different lineages was performed according to the pseudotime inferred
by Slingshot, and the assigned sets of cells need not be mutually exclusive (i.e., some single
cells might be assigned to more than one lineage). GRN inference was performed for each

of the lineages separately.

3.3.13 Technical Definitions

Here, we briefly explain some of the technical terms and quantities used throughout this

study:

Total Variation (TV): It is a measure for the distance between two probability distributions.
For two probability distributions P and @) over a finite countable set X, total variation is
defined as:

V(P.Q) = 5IP @l = 3 3 IP() - Q) (341

zeX

where ||.||; denotes the L1 norm. Note that total variations varies in range [0 1].
Total Deviation (TD): It is a measure for evaluating the difference between two functions

of the same variable. For two bounded continuous function F' and G, the normalized total

deviation in range [a b is defined as:

56



TD(F,G) - bia / F(z) — G(x)|dz (3.45)

Note that if F' and G are lower-bounded by zero and upper-bounded by h, the normalized
total deviation TD(F, G) is also bounded similarly.

Coefficient of Variation (CV): Characterizes the dispersion of data around its mean and is
defined as the ratio of the standard deviation to the mean:

CV = (3.46)

o
i

3.3.14 Data and code availability

This study used several published and publicly available data sets. We obtained the
raw mouse cortex data set [132] from Gene Expression Omnibus (GEO) with accession
GEO: GSE60361. The raw 10X genomics expression for mouse MGE, CGE, and corti-
cal regions [133] obtained from GEO with accession GEO: GSE104156. The raw 10X ge-
nomics expressions for human kidney [134] and human PBMC cells [135] obtained from
GEO with accession GEO:GSE102596 and GEO: GSE117988, respectively. The raw Drop-
seq expression for human lung [136] obtained from GEO with accession GEO: GSE130148.
The raw Smart-seq2 expression for mouse heart [96] obtained from GEO with accession
GEO: GSE109774. Also, we obtained raw 10X genomics expression data for dentate gyrus
of mouse hippocampus from GEO with accession GEO: GSE104323 [137]. SERGIO v1.0.0
used to generate synthetic data sets in this study is available as a python package on GitHub:
https://github.com/PayamDiba/SERGIO.

3.4 RESULTS

We developed SERGIO to simulate how expression values of a specified number of genes
vary from cell to cell under the control of a given GRN, and how such information is cap-
tured in modern single-cell RNA-seq data sets. We first simulate “clean” gene expression
data based on the GRN and mathematical models of transcriptional processes, including
stochasticity of such processes (“biological noise”). We then add “technical noise” to the
clean data, mimicking the nature of measurement errors attributed to scRNA-seq technology
[142] (Figure 3.1).
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3.4.1 Simulation of “clean” data

We generate expression profiles of single cells by sampling them from the steady state
of a dynamical process that involves genes expressing at rates influenced by other genes
(transcription factors) (Figure 3.1, top). A select few of the genes are pre-designated as
master regulators (MRs); these have no regulatory inputs in the GRN and their expression
evolves over time under constant production and decay rates (see Methods). Expression of
every other gene (non-MR) evolves under a production rate determined by adding contri-
butions from its GRN-specified regulators (equation 3.5 in Methods) and a constant decay
rate. Each regulator’s contribution to a gene depends on the former’s current concentration
and an interaction parameter (strength of activation or repression) specific to the regulator
and regulated gene. This dependence is described by a Hill function [126], thus allowing for

non-linear effects.

Each gene’s time course is simulated while incorporating biological noise, using the chem-
ical Langevin equation [120], as adopted in the GeneNetWeaver (GNW) simulator [114].
Once the system of evolving expression profiles reaches steady state, we sample profiles from
randomly selected time points. Variation in expression profiles across cells of the same type
is assumed to mimic variation across time points in the steady state (the “ergodic assump-
tion” [127]), hence the temporally sampled cells are used as the collection of cells in the

synthetic data.

Specifying the fixed production rates of MRs determines the average steady state expres-
sion profile of the sampled cells and is used to generate data for a single cell type. In order
to synthesize a data set with multiple cell types, the above simulation is performed as many
times, with each simulation using a different setting of MR production rates. The aggregate
of expression profiles sampled (from steady state) across all simulations forms the “clean”
synthetic data set. Due to the underlying simulation model being stochastic, distinct runs

of the entire process provide distinct “replicates” of the data set.

The clean expression data resulting from the above-mentioned step form a matrix of
continuous values that represent mRNA concentrations of each gene in each cell. Unlike data
obtained from RNA-seq technologies, the clean data do not comprise discrete mRNA “count”
values; simulating such counts to mimic experimental data involves a further sampling step

described below.
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Figure 3.1: Overview of steady-state simulation pipeline. SERGIO uses stochastic differen-
tial equations (SDE) to describe the dynamics of mRNA transcripts of each gene (A,B,C,D)
in a specified GRN (top left). Each gene’s SDE consists of a production rate which is mod-
eled as the sum of contributions the gene receives from its regulators (e.g., from A and B
for gene C). Such a contribution is modeled as a regulatory function (Rgen.) of the con-
centration of the TF except for “master regulators” (genes without regulators) for which
the production rate is a constant (e.g., R4). Also, each SDE contains a term representing
the decay of mRNA transcripts (e.g. A:]C]) and a term representing biological noise (e.g.,
oc([A],[B],[C])). A cell type is specified by the production rates of MRs, and SERGIO per-
forms separate simulations for each cell type using these MR production rates. It initializes
the concentration of genes to their estimated averaged steady-state concentrations and con-
tinues simulations in steady-state region for all genes simultaneously to generate time-course
expression data (top right). Finally, it samples single-cells from the time-course uniformly
at random over the steady-state region and outputs the “clean” expression matrix. A car-
toon illustration of the clean data generated by SERGIO (after dimensionality reduction)
shows single-cells tightly clustered by cell type. Bottom panel: Clean expression matrix is
fed into the technical noise module. Parameters of this module are manually tuned so that
the noise level in simulated data is similar to that in a user-selected reference (“reference”)
data set. Multiple statistical measures are used to compare the noise level between reference
and simulated data sets. Upon adding technical noise, cells of different types become less
well-separated but are still distinguishable by clustering algorithms.
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3.4.2 Incorporation of technical noise

In the second phase (Figure 3.1, bottom), we use the clean data to simulate integer-valued
“count” data, as are produced in current scRNA-seq technologies, by sampling from a Poisson
distribution whose mean is the real-valued expression level. However, prior to this conversion,
the real-valued expression data matrix (genes x cells) is operated upon by modules that
incorporate three different types of technical noise — outlier genes, library size effects, and
dropouts (see Methods). The statistical details of these modules are borrowed from the
Splatter simulation tool ([107]) and re-implemented in SERGIO. A user-provided real single-
cell data set is used as a reference for adding technical noise. In particular, parameters of
the technical noise modules are iteratively tuned until a level of noise comparable to that
in the real data is achieved (Figure 3.1). Comparison of noise levels between the simulated
noisy data and the provided real data is performed using multiple statistical summaries of

the two data sets, as explained in the next section.

It is worth noting here that several existing single-cell expression simulators employ a
probabilistic model whose parameters are directly estimated from a real data set, and then
sample synthetic data from the model. This approach is not feasible in SERGIO since the
true GRN underlying the real data set is unknown and notoriously hard to reconstruct, and
the explicit use of a GRN is a crucial distinguishing feature of SERGIO. As such, SERGIO
uses a randomly generated GRN to first synthesize clean expression data, and uses the real
data set only in the second phase, to determine the extent of technical noise to add to the

clean data.

3.4.3 SERGIO simulates realistic data sets

We used SERGIO to generate eight synthetic data sets under three different settings of the
underlying GRN (Table 3.1, Network IDs 2-4). These three settings use GRNs with 100, 400
and 1200 genes, that were sampled from real regulatory networks in E. coli or S. cerevisae
(Table 3.1, also see Appendix B, Supplementary Figure B.1 for graphical representation of
the extracted networks). The motivation for this sampling is not to mimic expression data
from these species, but to use a realistic regulatory network for simulations. All of the
eight simulations included 300 cells for each of 9 cell types, for a total of 2700 single cells.
Each data set was synthesized in 15 “replicates” by re-executing SERGIO with identical

parameters multiple times.
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For each of the simulated data sets, we configured SERGIO to introduce technical noise to
an extent that matches published real scRNA-seq data sets. Our goal was to compare data
generated by SERGIO against various scRNA-seq technologies including Illumina HiSeq2000,
Drop-seq, Illumina 10X chromium and Smart-seq. We matched data sets DS1-3 against a
published data from mouse brain sequenced by Illumina HiSeq2000 comprising expression
profiles of cells that are categorized into nine cell types with high confidence [132]. DS4 was
compared against a published single-cell RNA-seq data from Medial Ganglionic Eminences
(MGE), Caudal Ganglionic Eminences (CGE), and cortical regions of mouse sequenced by
10X chromium [133], while DS5 and DS6 were respectively compared against data from
human kidney [134] and human Peripheral Blood Mononuclear Cells (PBMC) [135], both
sequenced by 10X chromium. DS7 was matched against a single-cell RNA-seq data from
human Lung [136] sequenced by Drop-seq, and DS8 was matched against single-cell ex-
pression from mouse heart obtained from the Tabula Muris Consortium [96], sequenced by
Smart-seq2. These comparisons were done through manual iteration of the technical noise
parameters (see Methods), and comparison of statistical properties between the synthetic
and real data sets, as described next. First, we sampled from each of the real data sets the
same number of genes as in the corresponding synthetic data, repeating this 50 times to
obtain 50 “replicates” for each of the (sampled) real data sets, each of which was compared
to the 15 replicates of the corresponding synthetic data set. All comparisons were performed
using synthetic data with or without technical noise, referred to as the “noisy” and “clean”
forms of the data set respectively. Note that DS3-8 share the same settings of GRN topol-
ogy and parameters (Network ID 4), and therefore they all correspond to the same “clean”

simulated data.

We used several commonly used summary statistics, reflecting coverage and noise levels in
scRNA-seq, to compare each synthetic data set with a matching real data set (Figure 3.2).
These include two cell-level statistics — “library size” and “zero count per cell” (number of
genes with zero recorded expression in a cell) — and three gene-level statistics — “zero count
per gene” (number of cells in which a gene has zero recorded expression), “mean count”
and “variance count” (mean and variance of expression of genes). As shown in Figure 3.2A-
J, there is a strong qualitative agreement between real and synthetic (noisy) data sets in
terms of each of these five statistics. (The noise level used in generating the synthetic data
sets shown were obtained after tuning the noise parameters.) This qualitative agreement
is consistently observed across different scRNA-seq technologies. As expected, the clean
form of each synthetic data set has substantially different statistical properties from real

data. (For a more intuitive interpretation of the “total variation” metric used to compare
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distributions, see Appendix B, Supplementary Figure B.2.).

An empirical observation about scRNA-seq data reported in the literature is that there is
an inverse relationship between the number of zeros in the recorded expression of a gene and
its mean expression level across cells [143, 144]. This inverse relationship is clearly seen in our
(noisy) synthetic data sets and their corresponding real data sets (Figure 3.2K,L), and arises
not only because genes with lower expression levels are more likely to result in sampled zero
counts, but also because the simulator creates “dropouts” (a form of technical noise) with
higher probability for such genes. Similarly, an inverse relationship between the coefficient of
variation (CV) — a common measure of expression noise — and mean expression of a gene has
been extensively discussed in the literature [145, 146, 147]. Figure 3.2M shows the existence
of this relationship in a representative synthetic data set as well as in a corresponding
real data set. This inverse relationship is not the result of adding technical noise and is
present in the clean synthetic data sets as well (Figure 3.2N). It arises naturally from the
gene regulatory model implemented in SERGIO, in contrast to other single cell simulators
that explicitly add such a relationship to their statistical sampling procedures [107]. In other
words, the synthetic data sets generated by SERGIO not only exhibit realistic distributions of
key summary statistics (Figure 3.2A-J), they also exhibit second-order relationships between

pairs of variables that are characteristic of real data sets (Figure 3.2K-N).

The simulation capability of SERGIO is not limited to small GRNs sampled from E. coli
or S. cerevisiae and it can be used to simulate large mammalian networks also. To illustrate
this, we obtained a curated regulatory network for mouse from RegNetwork database [148],
which included 15272 genes (43 are master regulators) and 76483 gene-gene interactions
after preprocessing. This GRN was used in SERGIO to simulate a single-cell data set
containing 3600 single-cells, resulting in a simulated data comparable in size with a real
scRNA-seq data of mouse brain [132]. By adding technical noise, we were able to match
key summary statistics, CV-vs-mean and zero-vs-mean relationships between the simulated
data and mouse brain HiSeq2000 data [132] (Appendix B, Supplementary Figure B.3), with

a similar quality of match as that seen in DS1-8.
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Figure 3.2: Comparisons between synthetic data generated by SERGIO and real scRNA-seq
data sets. We show the distributions of per-cell quantities in (A,C), and per-gene quantities
in (E, G, I), for DS1-8 separated by dashed lines. These comparisons are shown between one
sample from the real data set (“real”), one replicate of clean simulated data (“clean”), and
its technical noise-added version (“synth”). DS4-8 have the same underlying “clean” data as
DS3 (only shown for DS3). More comprehensive comparisons — between every pair of a noisy
simulated replicate and a real sample — are shown in panels to the right: the total variation
(see Methods) is calculated to compare the real and synthetic distributions and the average
total variation across all such pairs is shown in panels (B, D, F, H, J). (A,B) Distributions and
total variation of library sizes. (C,D) Distributions and total variation of zero counts per cell
(normalized by number of genes). (E,F) Distributions and total variations of zero counts per
gene (normalized by total number of cells). (G,H) Distributions and total variations of genes’
mean expression. (I,J) Distributions and total variations of genes’ expression variances. (K)
Inverse relation between normalized zero count of each gene and its mean expression. Data
are shown for one of the simulated replicates of DS3 and one sample from the real data
containing 2500 single cells and 1200 genes selected at random. (L) Total deviation (see
Methods) is calculated between two curves derived from real and synthetic points shown in
(K) repeated for every pair of a noisy simulated replicate and a real sample, and the average
total deviation is shown. (M) Inverse relation between squared coefficient of variation (see
Methods) and mean expression of genes over all single-cells. Data are shown for one of the
simulated replicates of DS3 and one sample from the real data containing 2500 single cells
and 1200 genes selected at random. The black line shows an arbitrary function of form
y ~ 1/x which completely matches with the observed behavior in both real and synthetic
data. (N) The inverse relation of form y ~ 1/x is not a result of technical noise and is also
observed in clean simulated data. See also Appendix B, Supplementary Figure B.2.
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3.4.4 Simulated data exhibit cell heterogeneity similar to real data

Motivated by the growing use of single cell RNA-seq data to characterize cellular hetero-
geneity in biological samples, we next asked if the synthetic data sets from SERGIO exhibit
heterogeneity similar to real ones. We first used Principal Components Analysis (PCA) to
reduce each cell’s representation (without any pre-processing on data) to ten dimensions (by
using the first 10 PCs). Then the popular tSNE [149] algorithm was used to reduce the 10
dimensional representation of cells into 2 dimensions for visualization. Figures 3.3A,B show
such tSNE plots for a representative synthetic data set (in the DS3 setting) in their clean
and noisy forms respectively. It is clear that in the absence of technical noise the nine cell
types (as specified during simulation) are highly distinguishable, and that the noisy data
sets smear this visual separability significantly. In addition to tSNE, we tested an alternative
non-linear dimensionality reduction algorithm called Uniform Manifold Approximation and
Projection (UMAP) [150] that has been recently shown to outperform tSNE in capturing
local and global structures in single-cell data [151]. As above, we applied UMAP on the
10-dimensional PC space of data to obtain a two dimensional representation of cells. Figure
3.3C,D show these representations in clean and noisy versions respectively of the represen-
tative data set. A comparison between Figure 3.3B,D reveals the better ability of UMAP to

resolve cellular heterogeneity.

However, cell type detection in practice does not rely only on visual separation, and
specialized high-dimensional clustering algorithms are being developed for the purpose. One
such algorithm is SC3 [86], which has been shown to have high accuracy for the task. It was
used by Aibar et al. [85] to cluster mouse cortex cells in the “real data set” of our study
[132] and the clusters were found to closely correspond to the true cell types present in the
sample (Adjusted Rand Index, ARI, of ~0.8). If our synthetic data sets exhibit similar levels
of cellular heterogeneity as the real set, then we expect SC3-reported clusters to have similar
levels of concordance with “true” cell types as known to the simulator. Figure 3.3E shows
the composition of nine clusters found by SC3 on the (noisy) synthetic data set visualized in
Figures 3.3B,D, in terms of the true cell types present in each cluster. We note that seven of
the nine reported clusters predominantly comprise cells of one (distinct) type, and only two
of the clusters are of mixed composition, thus suggesting a high accuracy of clustering. To
make this observation more formal, we computed the Adjusted Rand Index (ARI) between
SC3-reported clusters and true cell types for each of the 15 replicates of the DS3 data set,
noting an average ARI of 0.78. We repeated this for each of the 50 sampled subsets of the

real data set corresponding to DS3 settings (using prior knowledge of true cell types in these
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Figure 3.3: Cell heterogeneity in synthetic data generated by SERGIO. (A) tSNE plot of
the single-cells in one clean simulated replicate of DS3. All cells of the same cell type are
correctly clustered together. (B) tSNE plot of the same data set after adding technical noise.
Cells are scattered such that two dimensions of tSNE representation are not sufficient for
the human eye to distinguish different cell types. (C) UMAP plot of the clean simulated
replicated of DS3 shown in (A). (D) UMAP plot of the noisy data set shown in (B). In
contrast to tSNE, cell types are visually distinguishable in the UMAP representation of
single-cells. (Data sets were not normalized for library sizes or filtered for rare genes prior
to applying tSNE and UMAP.) (E) The noisy data set shown in (B and D) was clustered
into nine groups using SC3 clustering method. Cell type compositions of all nine groups
are shown, revealing that SC3 can correctly separate 7 of 9 cell types. Clusters 4 and 6
are less homogeneous and comprise a mixture of multiple cell types. (F) SC3 was applied
to all 50 real samples (random subsets of the real data set), each containing 2500 cells and
1200 genes, as well as to all 15 simulated replicates of DS3. The adjusted rand index (ARI)
was calculated for each clustering task, comparing the SC3 clusters to (known) true clusters
defined by cell types and the average ARI is shown for each type of data (real or synthetic).
ARI values obtained from simulated data are very close to those observed in real data sets.

data), and found the average ARI to be 0.80, very close to that seen in synthetic data. This
exercise demonstrates that synthetic data sets generated by SERGIO exhibit realistic levels
of cellular heterogeneity, and also illustrates the use of SERGIO to benchmark clustering

methods.

3.4.5 Benchmarking GRN reconstruction methods

A unique aspect of the simulator is that the generated gene expression values, prior to

adding technical noise, are the result of direct regulatory influence of transcription factors,
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and a comprehensive GRN comprising these TF-gene relationships is at the core of its
simulations. We next illustrate how this unique feature makes SERGIO-simulated data sets
ideal for benchmarking GRN reconstruction tools. In our first tests we worked with clean
data sets generated by SERGIO, reasoning that these should provide an upper bound for
performance on noisy realistic data sets. We evaluated the popular GRN inference algorithm
called GENIE3 [11], which was originally developed for analyzing bulk RNA-seq data but
has since been used successfully on single cell data as well. We applied GENIE3 on the
(clean) data sets DS1 (100 genes) and DS3 (1200 genes) and evaluated the predicted TF-
gene pairs based on the underlying GRNs in these data sets, using the common metrics
Area Under Receiver Operating Characteristics (AUROC) and Area Under Precision-Recall
Curve (AUPRC). Recall that these data sets were synthesized to include 300 cells for each
of nine cell types. To assess the impact of data set size, we created smaller sets by sampling
200, 100 or 10 cells per cell type from the original simulated data (for each replicate of
DS1 and DS3), and repeated the GRN reconstruction assessments for these. We also sought
to assess the advantage of having single cell resolution in the data, and thus synthesized
“bulk” expression data sets by averaging the expression of each gene in all cells of the same
type, mimicking a situation where each cell type has been sorted separately and subjected to
traditional expression profiling. (The resulting synthetic data sets included nine conditions
with “bulk” expression values of each of 100 or 1200 genes, depending on the original data
set.)

Figures 3.4A B show the ROC and PRC respectively for a representative replicate of
the DS3 data set, in its original setting (300 cells per type) as well as its sampled smaller
versions and their respective “bulk” data set versions. A more comprehensive view, spanning
all replicates of DS1 and DS3, is shown in Figure 3.4C-F. Several points are apparent from
these figures. First, in nearly all versions of the data sets, GENIE3 performs significantly
better than random, as is evident from AUROC values well above the 0.5 value expected
from a random predictor. Second, we note that while performance is significantly better
on larger data sets than on the smallest data set (10 cells per type), there is not a clear
difference among the data sets with 100 cells per type or more. This suggests that, at least
in the absence of technical noise, the benefits of greater cell count for GRN reconstruction
accuracy saturate at commonly seen data set sizes. Third, the “bulk” data sets consistently
yielded lower accuracy than the single-cell data sets, regardless of the numbers of cells,
confirming the potential value of single-cell data for regulatory inference. Finally, we noted
that although the DS1 and DS3 data sets had similar AUROC values, the AUPRC values
revealed significantly worse predictions in the larger (DS3, 1200 genes) data sets. This is
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expected, in part because the random baseline is lower for DS3 (random AUPRC of 0.002)
than for DS1 (random AUPRC of 0.026), but also suggests that high levels of gene co-

expression may confound methods such as GENIE3 more for larger data sets.

We next examined the impact of cellular heterogeneity on GRN reconstruction accuracy,
using our clean synthetic data sets. For this, we sampled from each replicate of DS1 and
DS3 (at their original setting of 300 cells per type) smaller data sets comprising 6, 3 or 1 cell
type rather than the 9 cell types simulated. As shown via AUROC and AUPRC measures
in Figures 3.4I-L (with representative ROC and PRC curves in Figures 3.4G,H), we found
data sets with greater heterogeneity to consistently improve GENIE3 performance, which
remained clearly above the random baseline (AUROC of 0.5 and AUPRC of 0.026 and 0.002
for DS1 and DS3 respectively) for all but the “1 cell type” setting. This is expected, since
the latter setting includes gene expression variation resulting only from biological noise, and
even though extrinsic noise (fluctuations in TF levels reflected in target gene levels [152])
may be exploited to infer TF-gene relationships, such correlations are diluted by the presence
of intrinsic gene expression noise in the simulations (see Methods). On the other hand, in
settings with 3 — 9 different cell types, the dominant form of expression variation arises from
differences in the steady state profiles of the cell types, making regulatory inferences more

effective.

We next examined the effect of technical noise on GRN reconstruction. For this, we com-
pared GENIE3 performance on clean and noisy versions of each replicate of DS3 (1200 genes),
in the original setting of 300 cells per type as well as a sampled version thereof with 100 cells
per type. The complete results are shown in Figures 3.40,P, with representative ROC and
PRC curves shown in Figures 3.4M,N. Both performance metrics (AUROC and AUPRC)
deteriorate to levels expected from random prediction when analyzing noisy synthetic data,
in contrast to the very high levels seen prior to introducing technical noise. Notably, in-
creasing the number of cells (from 100 per type to 300) does not change our conclusion.
Such nearly-random performance of GENIE3 on noisy single-cell expression data has been
reported in previous studies conducted based on real as well as synthetic single-cell expres-
sion data sets [119, 139]. Tt also provides support for the need to combine expression-based

inference with cis-regulatory data such as TF-ChIP during GRN reconstruction [85, 153].

In light of the above finding, we considered the possibility of using imputation tools
specialized for single cell RNA-seq data as a means to improve the signal necessary for GRN

reconstruction. We thus utilized the popular imputation tool called MAGIC [92] to pre-
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Figure 3.4: GRN inference from synthetic data generated by SERGIO. (A,B) Receiver Oper-
ating Characteristic (ROC) curves and Precision-Recall Curves (PRC) respectively of GRN
inferred by GENIE3 on one replicate of clean synthetic data (DS3) and various subsets
thereof consisting of varying number of cells per cell type. “300c¢” setting refers to the entire
DS3 replicate, including 300 cells per cell type. The other settings (“200¢”, “100¢”, “10c¢”)
refer to data sets where we sampled 200, 100, or 10 cells respectively from each cell type in
DS3. For each data set, we evaluated GENIE3 on single-cell data (“sc” setting), and bulk
data (“bulk” setting) which are obtained by averaging expression profiles of all cells of the
same type in the corresponding single-cell data set. (C-F) Area under ROC curve (AUROC)
and area under PR curve (AUPRC) of the GRN inferred by GENIE3, averaged over all
clean replicates of DS1 (C,D) or DS3 (E,F) and their subsets comprising varying number
of cells per cell type in both single-cell and bulk settings. (G,H) Similar to (A,B), except
that subsets of the clean synthetic data set DS3 were created to have varying numbers of cell
types; every cell type retains all of its 300 simulated single-cells in the original DS3 replicate.
(I-L) AUROC and AUPRC of GRN inference by GENIE3, averaged overall all replicates of
DS1 (I,J) or DS3 (K,L), as well as their subsets comprising varying numbers of cell types; as
in (C-F), evaluations were done for the single-cell data set as well as bulk data sets derived
from them. (M,N) ROC and PRC of the GRN inferred by GENIE3 on one noisy replicate
of DS3 (“300c¢”) with 300 cells per type and a sub-sample of it (“100c¢”) containing 100
cells per type. Also shown are results of GRN inference by the same method on the same
data sets, but using data imputation by MAGIC in three different settings (¢t = 2, t = 7,
t =default). (O,P) AUROC and AUPRC of the inferred GRN by GENIE3 on all replicates
of the data sets used in (M,N) as well as all the clean replicates of DS3 (“300c, clean” and
“100c, clean”).

process the noisy synthetic data sets prior to analyzing them with GENIE3, and compared
the performance metrics to those obtained above. Results were only modestly improved from
those without imputation, with AUROC values ~0.65 in the 300 cell/type setting and ~0.52
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in the 100 cell/type setting (Figures 3.4M-P). Closer examination revealed that the default
settings of MAGIC made the data overly structured, resulting in unrealistically large gene-
gene correlations (see Appendix B, Supplementary Figure B.4 and B.5), similar to previous
reports [11, 154, 155]. In order to address this issue, we employed two smaller values of the
“t” parameter in MAGIC (¢t = 2 or 7), in separate runs, prior to GRN reconstruction. Both
of these settings resulted in improved performance over the default setting of MAGIC, and
substantially better than that seen in noisy data sets without imputation (Figures 3.4M-P).
For instance, AUROC values for the 300 cell/type setting were at ~0.70 (t = 7), squarely
in the middle of those without imputation (~0.46) and those on clean data sets (~0.86).
AUPRC values (~0.08) were also significantly above random expectation (~0.002), though
far from the high values ~0.4 observed on clean data sets. Although we noted above that
GRN reconstruction accuracy on clean data sets did not improve when increasing the cell
counts (300 versus 100 cells per type), we do notice a significant and consistent effect of cell
counts in performance on imputed data (Figures 3.40,P). Presumably, greater cell counts are
beneficial for the imputation step, which in turn results in higher performance of GENIE3.
Our overall conclusion from the above tests (Figure 3.4) is that a state-of-the-art GRN
reconstruction method such as GENIE3 [11] can perform accurately on single cell expression
data in the hypothetical scenario where technical noise is absent, but falls to near-random
performance in the face of realistic levels of technical noise. The accuracy does improve
above random baseline if the data are imputed with specialized tools but remains far short
from the upper bar observed in clean data, making technical noise a major factor for future

GRN reconstruction methods to address.

SERGIO’s simulation model relies on the assumption that the combined effect of multiple
regulators is simply the sum of their individual effects. Cooperative regulation by multiple
regulators is not considered, so as to reduce the number of parameters that need to be speci-
fied and to facilitate the simulation of large regulatory networks where first-order regulatory
effects may be known but second-order effects (dependent on pairs of regulators) are mostly
unknown. However, to investigate the impact of this simplifying assumption on benchmarks
of GRN inference, we conducted a set of simulations using an in-house version of SERGIO
that includes cooperative regulation by pairs of activators (see Methods). Upon addition
of technical noise, the resulting synthetic data sets were comparable to a real mouse brain
scRNA-seq data set [132] in terms of overall statistical characteristics, with the quality of
match being similar to that seen in DS1-8 (see Appendix B, Supplementary Figure B.6).
Moreover, we confirmed that the performance of GRN inference by GENIES is not different

between synthetic data sets that do or do not include cooperative regulation. This was
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observed in our evaluations on clean and noisy (with technical noise) simulated data sets as
well as noisy simulated data imputed by MAGIC (see Appendix B, Supplementary Figure
B.7).

3.4.6 Simulating single-cell expression dynamics of early T-cell development

T-cell development and the gene regulatory processes that underlie the T lineage dynam-
ics have been extensively studied, most recently through a comprehensive analysis involving
bulk and single-cell RNA-seq profiling [156]. Zhou et al. [156] used highly sensitive, sequen-
tial single molecule fluorescent in situ hybridization (seqFISH) to profile the expression of
65 marker genes, including important regulators of T-cell development, in 4551 cells belong-
ing to different stages ranging from “early T-cell precursor” (ETP) to committed T-cells.
Clustering analysis of these data revealed nine cell clusters, eight of which were associated
with one of the developmental stages according to expression of the marker genes. These
seqFISH data have far less technical noise than that observed with scRNA-seq technologies,
providing us with a unique opportunity to simulate them through the “clean” simulation
mode of SERGIO.

To simulate T-cell development expression dynamics as captured by Zhou et al., we first
used GENIE3 on the seqFISH data from that study to obtain a GRN containing 108 in-
teractions among the 65 genes (see section 3.4.7 below). We then used this network to fit
a regression model for each gene as a function of its regulators prescribed by the GRN,
such that its average predicted expression in each cluster matches seqFISH data (see section
3.4.7 below). Regression parameters thus obtained, along with the GRN (henceforth called
“parameterized GRN"”), were used in SERGIO to simulate nine cell types, each of which
was represented by a similar number of cells as in the seqFISH data. Figure 3.5A shows
the PC plots of real and synthetic data sets. Note that we used the same cluster IDs and
developmental stage labels as in [156]. This plot reveals a qualitative agreement between

the simulated and real data in terms of ordering of cell types (stages) in development.

We speculated on the possibility of erroneous inferences in the GENIE3 network due to the
small number of genes in the training data set. We therefore repeated the simulations with
a literature-based GRN for early T-cell differentiation, reported by Longabaugh et al. [157].
This GRN model contains 22 of the 65 genes present in the seqFISH data, including T'cf7,
Bel11b, and Gatad that are known to be important regulators of T-cell differentiation. The

GRN contains 32 interactions involving a total of 10 regulators, of which four are master
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regulators (as defined above). We used the same regression-based approach as used for
GENIE3 network (above) to parameterize this GRN model. Figure 3.5B shows the PC plot
of the expression of the 22 genes in seqFISH and simulated data generated by SERGIO
using this literature-based GRN model. Again, a good qualitative match between real and
synthetic data is observed in terms of the ordering of developmental stages, although the
three cell types belonging to DN2 stages (cluster 3-5) are less well separated in the simulated
data. Interestingly, we noted that the two-dimensional representation of the data set with 22
genes (Figure 3.5B) shows a correct ordering of stages at the right end of the lineage (DN3a
(cluster 0) — DN3a (cluster 6) — DN3b (cluster 7)), while PC representation of the data
with all 65 genes (Figure 3.5A) shows an opposite ordering of these stages at the end of the
lineage. In the rest of this section, we discuss findings using the simulated data generated

using the literature-based 22 gene GRN model.

Figure 3.5C shows the relationship between coefficient of variation and mean of gene
expression values across cells of each cluster, in real (teal) and synthetic (orange) data.
Also, Figure 3.5D directly compares the mean expression values of genes in each cluster,
between real and synthetic data. Both comparisons revealed a reasonable level of agreement
between real and synthetic data. Note that our only objective during the simulation was to
match a gene’s mean expression value between the two data sets using a very simple model
of regulation. Future studies may employ more complex optimization strategies to improve

the quality of match.

Next, we sought to use SERGIO simulations to evaluate the significance of different regu-
lators in T-cell development. We performed “in silico knockout” of eight regulators including
the four master-regulators, i.e. Tecf7, Runzl, Hesl, Gfilb (Figure 3.5E). In order to visu-
alize the effect of knockouts, we projected the single-cell trajectory of each knockout (KO)
simulation onto the two-dimensional PC space of the simulated wild-type expression (Figure
3.5E, top left). The most pronounced effect on the trajectory is observed in the knockouts
of Tcf7, Bell1b, and Runxl. Tcf7 and Bell1b are known to be major regulators of T-cell
differentiation [156, 157], and Runx! is also known to play a role via up-regulation of Bel11b
[157]. In order to accurately quantify the contribution of each regulator in T-cell differentia-
tion, we projected the single-cell trajectory of its KO simulation onto the 10-dimensional PC
space of the simulated wild-type data and measured, for each cluster (excluding cluster 8),
the Fuclidian distance between the cluster centers of the wild-type and KO trajectories. As
shown in Figure 3.5F, Tcf7 has the most prominent effect on the differentiation trajectory,
on average, followed by Gata3, Runxi, Bell1b and Spil. Four of these TFs (Tcf7, Gata3,
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Bel11b and Spil) are known to have important roles in T-cell differentiation [156, 157]. In-
terestingly, KO of Tcf7, Gata3, and Spil in the network obtained by GENIE3 show smaller
effects on the differentiation trajectory compared to the network obtained from Longabaugh

et al. (See Appendix B, Supplementary Figure B.8).

In addition to seqFISH profiling, Zhou et al. carried whole-transcript single-cell RNA se-
quencing using Smart-seq2 as well as 10X Chromium v2 [156]. In all three profiling methods,
their clustering analysis consistently revealed an outlier cluster (e.g., cluster 8 in the seqFISH
analysis) that was not identified as any of the established differentiation stages [156]. We
sought to utilize SERGIO simulations to better understand this phenomenon, in particular
the outlier status of cluster 8 in seqFISH data. This cluster lacks expression of T¢f7 — the
key regulator of T-cell development. For our simulations, we defined nine artificial stages
(cell types), each matching cluster 8 of real data in its master regulator profile except that
Tcf7 that is gradually overexpressed across different stages. We simulated 300 cells per arti-
ficial stage and visualized the simulated single-cell trajectory (Figure 3.5G, upper-left) in the
same two-dimensional space as that used for wild-type simulated data (Figure 3.5B, right).
Although the overexpression of T¢f7 causes cluster 8 to migrate toward committed T-cells,
the overall trajectory does not resemble the differentiation trajectory of T-cells. We noticed
that cluster 8 also lacks expression of Runxz! — the other important regulator according to our
KO analysis above. We performed a similar simulation of artificial stages as above, but now
driven by overexpression of Runz!, and found (Figure 3.5G, upper-right) that expression of
this TF alone is not sufficient for triggering cluster 8 to follow the wild-type differentiation
trajectory. A similar result was observed when Tcf7 and Runxl were both overexpressed
in a completely correlated manner (Figure 3.5G, bottom left). However, when we induced
an overexpression pattern for Tcf7 and Runxzl similar to their expressions in the eight es-
tablished stages (clusters) in the seqFISH data, we observed a developmental trajectory
(Figure 3.5G, bottom-right) similar to wild-type T-cell differentiation. This suggests that
the down-regulation of T'c¢f7 and Runxl contribute to the divergence of cluster 8 from the

T-cell differentiation program, a hypothesis that merits future experimental investigation.

3.4.7 Detalils of T-cell differentiation simulations

Simulations of T-cell development involved two important steps: first obtaining a GRN
model and second parameterizing the GRN and tuning other parameters of SERGIO. Here

we describe these two steps in detail.
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Figure 3.5: Simulations of T-cell differentiation. (A) Left: Principal Components (PC) rep-
resentation of seqFISH data based on expression of all 65 genes in the data set. Right:
PC representation of simulated data using the GRN inferred by GENIE3 on seqFISH data.
Clusters are labeled by the IDs (stages) used in the original study by Zhou et al., and cells
are colored by their cluster IDs. (B) Left: PC representation of seqFISH data based on
expression of 22 genes present in the Longabaugh et al. GRN model. Right: PC representa-
tion of simulated data using the GRN obtained from Longabaugh et al. Cells are colored by
the same scheme as in (A). (C) Coefficient of variation and mean expression of genes, across
cells in a cluster, shown for each of the 9 clusters, for real and synthetic data (corresponding
to (B)). (D) Mean expression of genes, across all cells in a cluster, from real and synthetic
data (corresponding to (B)), shown for each of the 9 clusters. (E) PC representation of the
simulated data generated as in (B) (Wild-type; WT), and upon in silico knockout (KO)
of each TF. (The two-dimensional projection is identical in all nine plots.) (F) For each
TF, Euclidean distance is computed between a cluster’s center in the simulations under that
TF’s in silico knockout and those under wild-type conditions, in a 10-dimensional projection.
This Euclidean distance is shown for each cluster, representing the impact of the TF’s KO
on the average profile of that cluster. The mean across all nine clusters is also shown. (G)
Movement of cluster 8 upon in silico overexpression of Tecf7 (upper-left), or Runx1 (upper-
right), both, in fully correlated manner (bottom-left), and with expression of both factors
set to their cluster-specific levels in wild-type conditions (bottom-right). See also Appendix
B, Figure B.8.
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GRN model: We considered two GRN models for regulation of T-cell development. One
model was obtained from [157], which provides a GRN model for pre (stages ETP to DN2a)
and post commitment (DN2b to later stages) in BioTapestry format. We assembled the part
of this GRN that involves genes present in the seqFISH data. GRN edges (regulatory inter-
actions) in the pre and post commitment stages were combined to obtain a single GRN that
includes 32 interactions among 22 genes, four of which are master regulators, i.e., do not have
regulators in the GRN. Another GRN model was obtained from the sorted list of possible
interactions inferred by GENIE3 on the seqFISH data. We considered the top 126 interac-
tions, and since SERGIO requires GRNs to be acyclic, we opened up the cycles by removing
an interaction in each cycle, making sure that the removed interaction is not present in the
literature-based GRN of Longabaugh et al. This resulted in a GRN containing 108 interac-

tions among the 65 genes in the seqFISH data, of which 23 are modeled as master regulators.

Parameterizing GRN model: Our goal was to parameterize either GRN discussed above such
that the simulated data resembles the real seqFISH data. For this, we tuned the interaction
parameters such that the mean gene expression values in each cluster match between the
real and simulated data. Based on the structure of a GRN, we first separated the master
regulators (MR) — genes without any incoming regulatory edge — from “non-MR” genes.
For each MR gene i, the production rate is determined only by a basal production rate b;
which is defined per each cluster separately. According to equation 3.12, for each gene ¢,
we computed the basal production rate b; in each of the clusters (stage) from the real mean
expression of gene ¢ in the same cluster, which is known from the seqFISH data, and an

assumed decay rate of A = 0.8.

where E[.] denotes the expectation operator. However, for non-MR genes, the production
rate is a function of its regulators’ concentrations as shown in equations 3.5-3.7. By using a
relatively large value for half-response parameters in all interactions, for a non-MR gene 1,

equations 3.5-3.7 are simplified to the following equation:

P = ZKH W +ZKM h"k) +b (3.48)
ik

JEA; keR;

where A; and R; are the set of all activators and repressors of gene 7, respectively. Similar to
equation 3.13, we can express mean expression values as a function of production and decay

rates:
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Note that this equation holds for each cluster, where expectation is calculated over the
cells of that cluster only. So, the expectation appearing on the left-hand side of the above
equation can be calculated for every target gene ¢ in each cluster from the seqFISH data.
Also, for any fixed value of the Hill coefficient parameter n, the expectations appearing on
the right-hand side can be similarly computed for each of the regulators of gene i known
from the GRN model. Therefore, with an assumed decay rate (e.g., we used \; = 0.8 for all
genes), large enough half-response parameters h, and fixed Hill coefficients n we can solve this
regression problem for each target non-MR gene i over the 9 clusters to determine interaction
strengths A, and the basal production rate b;. In contrast to the other simulations in this
study, we allowed non-MR genes to have a non-zero basal production rate, shared among all

clusters, in order to improve the fitting accuracies.

For both GRN models, we solved these regression problems by minimizing the least square
errors. For each target gene ¢ we used the sign of the regression coefficient to determine the
role (activator or repressor) of its regulators (i.e., whether the regulator belongs to set A;
or R;). Also, various values of Hill coefficient n were tested, while requiring the same
value to be used for all interactions. The smallest fitting error was obtained with n = 2
for the GENIE3 network and with n = 1 for Longabaugh et al. network. The obtained
interaction parameters and basal production rates for non-MR and MR genes, together with
the optimal Hill coefficients and half-response parameters and decay rates used for fitting
the model, formed a “parameterized GRN model” that was used by SERGIO to perform
simulations. Moreover, a noise amplitude parameter ¢ = 0.5 and ¢ = 1 was used for all genes
in simulations of GENIE3 and Longabaugh et al. GRNs respectively. For each cluster, we
simulated the same number of single-cells as in the seqFISH data. Although our simplified
optimization strategy produced fitting errors sufficiently small for our down-stream analysis,
future studies with SERGIO may employ more sophisticated optimization strategies. This
might involve the optimization of all hyper-parameters including n,h,K and ¢, especially

when enough data are available.

3.4.8 Benchmarking differentiation trajectory inference tools

Our analysis so far involved using SERGIO to synthesize steady-state expression profiles

representing different established cell types. We were able to use steady-state simulations
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even for reproducing the dynamics of T-cell differentiation, by utilizing data and knowledge
of established cell types located on the differentiation trajectory and simulating those cell
types in steady-state. However, this approach is infeasible in the absence of real data and
a well-characterized GRN tied to those data. We next sought to demonstrate how to use
SERGIO for simulating a differentiation program using any given GRN. SERGIO offers the
capability of synthesizing dynamic expression data on a set of genes controlled by a given
regulatory network in single cells differentiating along a given trajectory. In this mode the
simulator is provided with a differentiation graph whose nodes represent established cell
types in a differentiation program and whose edges represent differentiation from the parent
cell type to child cell type (Figure 3.6A). The simulator samples expression profiles from the
steady state represented by the parent cell type, and then simulates a dynamical process
(identical to that described above) that begins with one of these expression profiles and
evolves into the steady state represented by the child cell type. It then samples expression
profiles from the temporal duration when the cells are transitioning from the initial to final
cell type (Figure 3.6B). The entire “clean” data set is synthesized by repeating this simulation
process for each edge in the differentiation graph. Technical noise is then added in a manner

identical to the steady state simulation mode.

An emerging approach to describe the dynamics of differentiation programs through single-
cell expression profiling involves examination of spliced as well as unspliced transcript levels
in the data and inferring “RNA velocity” of each cell [130]. To allow synthesizing data
sets amenable to such analysis, the differentiation simulation mode uses a variation on the
underlying model described above. In particular, it invokes two chemical Langevin equa-
tions (CLE) similar to equation 3.1 to generate unspliced and spliced transcript levels (see
equations 3.11 and 3.12 in Methods). It reports the simulated expression values as levels of
unspliced as well as spliced transcripts, whose sum may be considered the total expression

of a gene.

To illustrate these features of the simulator, we generated four synthetic differentiation
data sets (DS9 — DS12), each containing 100 genes controlled by the same GRN, but obeying
different differentiation graphs — linear (DS9), bifurcation (DS10), trifurcation (DS11) and
tree (DS12) (Figure 3.6C). Figure 3.6C also shows the two dimensional PCA plot of the
clean total transcriptome (without technical noise added) for the four types of differentiation
graphs. It is visually evident that these two-dimensional representations of cells based on
their gene expression profiles match their corresponding graphs used in the simulations. We

note that the dispersion of cells of each type (end points of each branch of a graph) as well
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as the width of the differentiation path from one type to another in the clean simulated data
can be controlled by user-specified parameters in SERGIO (see Appendix B, Supplementary
Figure B.9).

In order to obtain synthetic data comparable in sizes with data sets obtained from single-
cell RNAseq technologies, we simulated larger versions of DS10 (bifurcation) and DS11
(trifurcation), containing 6000 cells per cell type. This gives us a clean bifurcation data
set containing 100 genes and 24000 single cells (DS13) and a clean trifurcation data set
containing 100 genes and 36000 single cells (DS14). Supplementary Figure B.10 (Appendix
B) shows the PCA plots of these two data sets, which closely resemble their respective
smaller versions (DS10 and DS11) since the same simulation parameters were used for the
small and large versions. Next, DS13 and DS14 were used to synthesize noisy expression
data for the bifurcation and trifurcation trajectories. We used a recently published 10X
genomics single-cell data set representing dentate gyrus of mouse hippocampus [137] as a
reference for calibrating technical noise in DS13 (bifurcation). Separately, we employed the
mouse cortex data set [132] that we used in steady-state simulations above as the reference
for adding technical noise to DS14 (trifurcation). In both cases, similar to our approach in
steady-state simulations, we sampled 50 comparison data sets from the real data each having
100 genes randomly selected out the pool of all genes. These sampled data sets were then
compared against the noisy data generated by SERGIO to calibrate the level of technical
noise (Appendix B, Supplementary Figure B.11). We confirmed once again that with the
appropriate parameter settings noisy data sets synthesized can match real data sets in their

statistical properties.

In order to visualize the above data sets, we used the preprocessing functions of Velocyto
[130] to normalize expression matrices and filter low quality cells from noisy versions of
DS13 and DS14, preserving only the top 2999 and 6560 high quality cells in bifurcation and
trifurcation trajectories, respectively. We used PCA to reduce the dimensionality of these
data to the first 10 PCs, and then applied UMAP to obtain a two dimensional representation
of single cells. Figures 3.6D,E show these data in their PCA-based (top two PCs) and UMAP-
based representations. Although significant amount of technical noise has been added to the
simulated data, the underlying bifurcation and trifurcation trajectories of cells are clearly

evident in the noisy versions of DS13 and DS14.
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Figure 3.6: Overview of differentiation simulation pipeline. (A) Inputs required for simula-
tion of differentiation programs: in addition to master regulators’ profiles defining cell types
and the GRN, this simulation mode requires a differentiation graph as an input (right).
(B) Differentiation simulation is started from the origin of differentiation trajectory (cell
type 1 here). Since the origin cell type is not differentiated from any other cell type, its
samples (cells) are drawn from steady-state simulations (left). For each child cell type (cell
type 2 in this case), SERGIO initializes transcript levels to values close to their steady-state
concentrations in the parent cell type (cell type 1 here). Simulations are then performed
so that transcript levels reach their steady-state concentrations in the child cell type, after
which simulations continue for a user-defined number of additional steps so as to collect
sufficient time-course data in steady-state. SERGIO repeats simulation of the child cell type
(from initialization until steady-state) for a user-defined number of times to sample enough
paths between the parent and the child cell type. (Two such repeats are shown here.) Fi-
nally, single-cells belonging to the child cell type are sampled from the aggregated pool of
all time-course data from the initial to the last simulation time point. Temporal fluctua-
tions of expression in the transient region are often negligible in amplitude compared to the
overall change in expression from initial to new steady state, hence the transient region is
shown with a straight line in this cartoon illustration. (C) PCA plots of single-cell data sets
synthesized for differentiation graphs shown at top: DS9 (linear), DS10 (bifurcation), DS11
(trifurcation), and DS12 (tree). Cells of or differentiating into each cell type are shown by
a distinct color. (D,E) PCA and UMAP representation of noisy data set DS13 synthesized
for bifurcation differentiation graph (D) and noisy data set DS14 synthesized for trifurcation
differentiation graph (E). See also Appendix B, Supplementary Figure B.9-B.11.
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Differentiation data sets synthesized by SERGIO can be used to benchmark trajectory
inference algorithms since the underlying differentiation trajectory (graph) is known for
these data. To illustrate this, we applied the Slingshot [89] tool on the clean as well as noisy
data sets synthesized based on bifurcation and trifurcation trajectories. Slingshot is a tool
specifically developed for trajectory inference, with published reports of high accuracy. For
the clean data sets DS10 (bifurcation) and DS11 (trifurcation), Slingshot infers the correct
lineages (Figures 3.7A,B); however, it did not fully reconstruct the underlying trajectories
for the noisy data sets DS13 and DS14, failing to separate one of the lineages in either
case (data not shown). On the other hand, once we provide prior information about the
undetected terminal cell types to Slingshot, it correctly infers the trajectories for the noisy
data sets DS13 and DS14 (Figures 3.7A,B).

We also analyzed the above synthetic data sets with the Velocyto [130] tool, which infers
an “RNA velocity” field in a low dimensional representation of single cells that indicates the
direction in which each cell’s expression profile appears to be changing. The velocity field
also provides an intuitive visualization of differentiation trajectories. Figures 3.7C,D depict
the inferred velocity fields for clean as well as noisy data sets with bifurcation or trifurcation
trajectories, demonstrating how Velocyto correctly captures these differentiation trajectories.
We found that for the more complex differentiation trajectory of DS12 (tree) Slingshot is
unable to recover correct lineages, while Veloycto infers a velocity filed that is indicative of
the correct underlying trajectory (Figure 3.7E). Thus, we find that use of an additional layer
of information — separation of spliced and unspliced mRNA counts — can improve trajectory
inference from single cell transcriptomic data. This is not limited to data sets with complex
underlying trajectories — Figure 3.7F shows an example data set (“DS15”) generated using a
simple bifurcation graph for which Slingshot infers a linear trajectory while Velocyto reports
a velocity field clearly indicative of the true bifurcation trajectory. It is worth noting that
here we did not provide any prior information regarding terminal cell types to Slingshot,
which may resolve the errors noted above. To summarize, synthetic data sets generated by
SERGIO show that, at least in the absence of prior information on established cell types,
RNA velocity-based approaches may have an advantage in terms of trajectory inference on

single cell data.
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Figure 3.7: Evaluation of differentiation data sets generated by SERGIO. (A,B) Differen-
tiation trajectories inferred by Slingshot on clean and noisy simulated data for bifurcation
(A) and trifurcation (B) trajectories of differentiation programs. Each line with a slightly
different grayscale color denotes a distinct inferred path. Slingshot infers correct trajectory
without any prior knowledge for clean data, and with knowledge of one of the terminal cell
types (green cell type in DS13, and orange cell type in DS14 marked by asterisks) for noisy
data. (C,D) Velocity fields inferred by Velocyto on clean and noisy simulated data for bi-
furcation (C) and trifurcation (D) differentiation trajectories. In all four cases, the inferred
velocity field is consistent with the underlying differentiation trajectory. (E) Differentiation
trajectory inferred by Slingshot (left) and the velocity field inferred by Velocyto (right) on
clean simulated expression data set DS12. (F) Differentiation trajectory inferred by Sling-
shot (left) and the velocity field inferred by Velocyto (right) on a simple bifurcation data set
(DS15) synthesize by SERGIO. (G) Pseudotime inferred by Slingshot from noisy versus clean
simulated data of DS14 (see Appendix B, Supplementary Figure B.10 for clean version of
DS14) on four separate segments of the underlying differentiation trajectory. (H,I) AUROC
and AUPRC respectively of the GRN inferred by various methods on the pseudotime-ordered
single cells in clean data sets DS9, DS10, and DS11. GRN inference was performed on each
differentiation branch separately and AUROC and AUPRC is calculated and shown for each
branch of DS10 and DS11. (J,K) AUROC and AUPRC respectively of the GRN inferred by
various methods on the pseudotime-ordered single cells in noisy data sets DS13 and DS14.
GRN inference was performed on each differentiation branch separately and AUROC and
AUPRC is calculated and shown for each branch.
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Trajectory inference in differentiation data sets allows researchers to assign a (partial)
ordering among single cells along the differentiation trajectories, resulting in assignment
of a so-called “pseudotime” value to the cell [158]. We noted above (Figures 3.7A,B) that
differentiation trajectories can be inferred with reasonable accuracy using Slingshot, but also
observed that the reduced dimension representation places individual cells more diffusely
along the trajectory when analyzing noisy data sets than for clean data sets. This suggests
that the technical noise present in single cell data may affect the inferred temporal ordering
(pseudotime) of cells. To quantify this effect, we simulated clean and noisy data for a
trifurcation trajectory similar to DS9 and used Slingshot to assign pseudotime labels to cells
in the two data sets (These two versions have synthetic expression data for the same cells,
differing only in the presence of technical noise.) Figure 3.7G depicts the correlation between
these two pseudotime labels, separately for four segments of the underlying differentiation
trajectory. We noted that for three of the four segments the pseudotime inference is relatively
robust to presence of technical noise (correlation coefficient  being 0.89, 0.70 and 0.80), but
for one of the segments — the lineage leading specifically to the cell type shown in orange in
Figure 3.7D — the pseudotime inferences on clean and noisy data sets were poorly correlated
(r = 0.24). We noted that the dropout rate was higher for cells in this lineage (see Appendix
B, Supplementary Figure B.12) compared to the three other lineages, providing a plausible
explanation for the above observation and suggesting that the pseudotime inference on cells

with high dropout rate may need to be interpreted with greater caution.

3.4.9 Benchmarking GRN reconstruction on differentiation data

Single-cell transcriptomic profiles of differentiation processes offer unique opportunities for
GRN reconstruction, since pseudotime labels can be exploited to infer causal relationships
between TF's and target genes. Several methods have been recently proposed that specifically
channel this opportunity, including SCODE [139], SINCERITIES [140] and SINGE [141].
We used the differentiation data simulated by SERGIO to benchmark these specialized
GRN-reconstruction algorithms, using Slingshot for pseudotime inference. In particular,
we used one simulated replicate of clean data sets DS9 (linear), DS10 (bifurcation) and
DS11 (trifurcation) and two noisy data sets DS13 (bifurcation) and DS14 (trifurcation) for
which we verified above that Slingshot infers correct trajectories. For each data set, we
evaluated and compared the three above-mentioned GRN reconstruction methods on single
cells associated with a single branch of the inferred differentiation trajectory (see Methods).
We also used GENIE3 as a baseline method to infer TF-gene relationships without utilizing

pseudotime information. Interestingly, in the absence of technical noise, GENIE3 clearly
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outperforms the three specialized algorithms in five out of six evaluations (Figure 3.7H, I).
However, for DS9 (linear) SINGE outperforms SCODE and SINCERITIES, and performs as
well as GENIES in terms of AUPRC. In general, the use of temporal ordering of single cells
does not seem to help GRN reconstruction in the absence of technical noise. This result is
consistent with findings of Pratapa et al. [138], where GENIE3 was placed among the top
three GRN inference methods evaluated, above SCODE, SINCERITIES, and SINGE, when
applied on synthetic data sets based on curated Boolean networks and without technical
noise. Interestingly, the authors found that GENIE3 is among the best performing GRN

inference methods even when evaluated on real scRNA-seq expression data sets.

On the other hand, for noisy data sets DS13 and DS14, performance of GENIE3 (in
terms of AUROC) falls down to random levels (Figure 3.7J, K) similar to what we observed
for steady-state data sets. Here, SINGE clearly outperforms the other methods, including
GENIE3S, in four out of five evaluations, and in the fifth evaluation both SINCERTIES and
SINGE show equally strong performance. Interestingly, the performance of SINGE here
is significantly above random and is even better than its performance on the clean data
sets DS9-11, at least in terms of AUROC. This suggests that SINGE is robust to technical
noise present in the single-cell RNA-seq technologies. Next to SINGE, GENIE3 has the
best overall performance in terms of AUPRC, followed by SCODE and SINCERITIES. The
same overall performance order among the last three methods was reported by Pratapa
et al. [138] in evaluations on real scRNA-seq data sets (SINGE was excluded from these
evaluations in [138]). In four out of our five evaluations, performance of SINCERITIES in
terms of AUPRC is worse than the other methods and is close to random. This is also

consistent with evaluations of this tool on real scRNA-seq data sets by Pratapa et al. [138].

3.5 DISCUSSION

The main distinguishing quality of SERGIO is its ability to simulate single-cell expression
data based on a specified GRN. Its implementation strikes a balance between a biologically
realistic model of transcriptional processes and simplifying assumptions that facilitate fast
simulation, capable of scaling to thousands of genes and regulatory interactions. To mimic
cellular heterogeneity commonly seen in single-cell data, SERGIO employs an intuitive defi-
nition of cell types as steady states of GRN dynamics (Huang et al., 2005). The steady-state
assumption is admittedly a simplification, and in reality, some genes in a cell type might
have out-of-equilibrium expression states. However, this simplification allows for a more

robust benchmarking of single-cell tools that do not examine cell state transitions and dif-
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ferentiation information. On the other hand, SERGIO can also simulate collections of cells
differentiating from one cell type to another, an important feature not available in GNW

(Schaffter et al., 2011) even after modifications to simulate single-cell data.

We showed that with a reliable and properly parameterized GRN, SERGIO can reproduce
the expression dynamics of early T-cell development, capturing the significant regulatory
effects of key regulators of T-cells, such as Tcf7, Gata3, and Bcl11b, and suggesting an im-
portant role for Runzl. These observations were made using a well-studied GRN model we
attained from the literature (Longabaugh et al., 2017), but could not be fully reproduced
when using a GRN reconstructed with GENIE3 (see Appendix B, Supplementary Figure
B.8). This suggests that SERGIO can be utilized to examine alternative networks of tran-
scription regulation in light of single-cell expression data and prior knowledge, and to rank
or exclude possible interactions. In addition, we showed how SERGIO can be used to predict
the broader effects of a perturbation in the GRN model.

Furthermore, we demonstrated that SERGIO is a powerful tool for benchmarking a wide
variety of single-cell analysis tools. For instance, our assessment of a leading GRN infer-
ence tool found that it is rendered largely inaccurate (close to random performance) due to
technical noise typical of contemporary data sets, even though it is capable of far greater
accuracy in the absence of measurement errors. We also evaluated GRN inference methods
designed specifically for time-ordered single-cell expression data (Deshpande et al., 2019;
Matsumoto et al., 2017; Papili Gao et al., 2018), and found that in the absence of technical
noise, a more general-purpose method — GENIE3 (Huynh-Thu et al., 2010) — outperforms
these specialized methods; however, SINGE (Deshpande et al., 2019) shows the best per-
formance when technical noise is present. Future studies can use SERGIO to study the
effect of technical noise on GRN inference. Moreover, the performance of these specialized
tools depends on the type of differentiation trajectories, number of single-cells and other
factors. For example, SCODE has a hyper-parameter named D, whose appropriate value is
not known a priori and might vary from one data set to another. Similarly, SINGE uses a
hyper-parameter named lambda to control the sparsity of the inferred network. It is common
for GRN inference tools to resort to user-defined hyper-parameters, and future studies on
GRN inference can utilize SERGIO to examine such hyper-parameters as a function of data

set properties.

An important work related to ours is the BoolODE simulator developed by Pratapa et al.
(Pratapa et al., 2020), which adapts the model of GeneNetWeaver (GNW), but allows the
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user to provide a Boolean function to describe combinatorial influence of multiple regulators
on each gene, thereby making the GNW model more configurable. SERGIO, on the other
hand, simplifies the GNW model in its treatment of combinatorial regulation, modeling the
influence of multiple regulators as the sum of their independent contributions. This differ-
ence has the following practical consequences: (1) The time complexity of simulating a target
gene in SERGIO is linear in the number of regulators while that in BoolODE is exponential
in this number. We found SERGIO to run significantly faster than BoolODE for the same
networks (see Methods and Appendix B, Supplementary Table B.4); (2) When simulating
data sets from a random network, the rules of combinatorial regulation are much simpler
to specify in SERGIO than in BoolODE (influence of multiple TF's is additive in SERGIO,
while BoolODE requires combination rules to be explicitly specified for each target gene).
The SERGIO model also ignores protein translation and degradation, which are featured in
BoolODE;, thus marking another difference between the simulators in their tradeoffs between
model simplicity and realism. We believe the simplifications made in SERGIO to be a prac-
tical advantage since large GRNs are rarely characterized in the necessary detail. Secondly,
stochastic expression in BoolODE arises only from the biological noise term in the GNW
model, and a dropout rate. SERGIO on the other hand incorporates multiple sources/types
of noise beyond the biological noise, viz., outlier expressions, library size effects and dropout
through appropriate statistical distributions discussed in the literature (Zappia et al., 2017).
Thirdly, the dynamic mode of SERGIO enables simulations of spliced and unspliced mRNA
counts for user-defined differentiation trajectories (a feature not included in BoolODE cur-

rently), which allows the benchmarking of RNA velocity and trajectory inference algorithms.

Recent work has also examined the related but distinct task of learning a generative model
from a given scRNA-seq data set, to be then used for simulations. Marouf et al. (Marouf
et al., 2020) employed a neural network to automatically learn the underlying distributions
of gene expression from a real single-cell data set and used the learnt model to generate
synthetic expression profiles (cells) that are indistinguishable from real profiles. Interestingly,
they showed that this machine learning approach captures gene-gene dependencies in its
latent space, therefore implicitly including regulatory relationships in the model. Our work
differs fundamentally from (Marouf et al., 2020) in that we seek to simulate data with
an explicit GRN as input (a forward simulation goal), rather than attempt to estimate it
from data (a reverse engineering goal). This key difference allows SERGIO to be useful for

benchmarking of GRN inference tools.
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It should be noted that the GRN benchmarking in this study considered methods based
on expression only, while better accuracy can result from existing tools that use additional
information such as TF-DNA binding data (Aibar et al., 2017). Future work can combine
SERGIO simulations of single-cell expression with existing ideas on benchmarking GRN
inference from bulk data and prior information (Siahpirani and Roy, 2017). Expression data
from TF knockout experiments can also be exploited by GRN inference algorithms (Bonneau
et al., 2006), and knockout of regulators can be easily simulated in SERGIO to assess such

algorithms.

In conclusion, we believe that SERGIO will prove useful to a number of researchers devel-
oping tools for the rapidly developing field of single-cell transcriptomics. It will be especially
useful for testing GRN reconstruction methods, which according to our assessments is the
analytical task most in need of future improvements. But its usefulness will extend to future
tools for other popular tasks as well, since synthetic data sets that capture real data more
closely naturally provide more reliable assessments of those tools. Moreover, the “clean”
simulated data sets (without technical noise) generated by SERGIO should be useful in
their own right, since they also capture realistic expression variation due to biological noise
and can provide upper bounds on accuracy in the idealized scenario where measurement

noise has been eliminated.
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CHAPTER 4: INFERENCE OF DIFFERENTIAL CAUSAL GENE
NETWORKS

This chapter is largely based on a manuscript that at the time of writing this thesis is in

preparation for submission to a journal. This manuscript is co-authored by Saurabh Sinha.

41 ABSTRACT

The discovery of causal relationships from high-dimensional data is a major open prob-
lem in bioinformatics. Machine learning and feature attribution models have shown great
promise in this context but lack causal interpretation. Here, we show that a popular fea-
ture attribution model estimates a causal quantity reflecting the influence of one variable
on another, under certain assumptions. We leverage this insight to implement a new tool,
CIMLA, for discovering condition-dependent changes in causal relationships. We then use
CIMLA to identify differences in gene regulatory networks between biological conditions, a
problem that has received great attention in recent years. Using extensive benchmarking on
simulated data sets, we show that CIMLA is more robust to confounding variables and is
more accurate than leading methods. Finally, we employ CIMLA to analyze a previously
published single-cell RNA-seq data set collected from subjects with and without Alzheimer’s

disease (AD), discovering several potential regulators of AD.

4.2 INTRODUCTION

A key challenge in bioinformatics today is to extract causal relationships from omics data.
A common approach involves calculating statistical associations between pairs of variables,
such as between expression levels of two genes [159], between alleles and phenotype [160]
or gene expression [161], etc. Pairwise associations are error-prone due to the presence of
confounding variables [162]. This has led to multivariable regression and machine learning
(ML) models that learn a mapping between the target variable (e.g., gene expression) and
multiple potentially causal variables or “features” (e.g., expression levels of transcription
factors) [163, 164, 165, 166]. After model training, various approaches are used to extract
the importance of each feature to the model [164, 166, 167|, a process informally known
as “interpretation” of the model. Model interpretation is straight-forward in case of linear
models, where the coefficient of each feature serves as its importance score, but is challenging

for non-linear ML models (e.g., Random Forests and Convolutional Neural Networks) with
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intense on-going efforts towards improvement of “local” [168, 169, 170, 171] (for each sample)

and “global” [172, 173, 174, 175] (across all samples) feature attribution models.

The ultimate goal of model interpretation in bioinformatics is to infer “causal” relation-
ships that can provide biological hypotheses testable via experimental perturbation. Indeed,
the search for causal relationships is a hallmark of much of natural and social sciences,
and successful paradigms include interventions in randomized control trials (RCT) [176]
and temporal data modeling [177]. However, causality is not explicitly addressed in the
above-mentioned approaches to ML model interpretation. ML models themselves are al-
ready recognized as tools for counterfactual reasoning [178, 179], but the feature attribution
models used with them lack a formal causal interpretation, focusing instead on quantifying
the importance of a variable to the ML model’s output [169, 180, 181]. We believe this
is a significant conceptual gap in the modern “interpretable AI” movement and has led to
confusion about the relative strengths and weaknesses of different feature attribution models
[182]. Our work is an attempt to bridge this gap and use the resulting insights to address

an important bioinformatics goal.

In recent times, a popular formalism for causal relationships and counterfactual inference
with observational data has emerged in the form of Pearl’s do-calculus [183]. It provides a
mathematical framework to clearly describe causal relationships and, when possible, infer
their strengths from data. This is referred to as calculating the value of a “causal estimand”
from data. On the other hand, a recent breakthrough in model interpretation is the “SHap-
ley Additive exPlanations (SHAP)” feature attribution model [180], which adopts a game
theoretic approach to provide a measure of local feature importance in an ML model. SHAP
unifies and improves on an important group of existing feature attribution models. Our
main theoretical contribution is to show that the SHAP score estimates a causal quantity
defined in Pearl’s causal inference framework. We define this causal estimand and present

the conditions under which it is estimated by the SHAP score.

Building on the newfound intuition about the SHAP score as a measure of causal in-
fluence, we propose a framework to quantify how much a feature’s influence on a target
variable differs between two data sets. The causal interpretation of SHAP scores is critical
here, as it enables us to directly compare these scores between models trained on different
data sets. We present a tool called CIMLA (Counterfactual Inference by Machine Learning
and Attribution Models) that implements this framework for inferring differential associa-

tions. CIMLA can be a powerful tool for a variety of bioinformatics challenges where one
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seeks to identify biological relationships that have changed between conditions (such as dis-
ease and healthy, treatment and control, etc.). To demonstrate this, we use the CIMLA
score to recover regulatory relationships that differ between transcriptomics data sets from
two conditions, a problem also known as differential gene regulatory network (“dGRN”)

reconstruction [184].

The common approach to dGRN reconstruction is based on pairwise co-expression analysis
to identify regulatory relationships in each data set, followed by tests of significance of the
change in their regulatory strength between the data sets (reviewed by Bhuva et al. [184]).
To address the well-known limitations of pairwise association analysis, multivariable linear
regression models are sometimes used [185, 186], with comparison of corresponding regression
coefficients to infer differential regulation. Other authors have explored joint modeling of
two data sets in search of shared as well as exclusive regulatory associations [187, 188]. All of
the above strategies have relied on linear modeling of gene expression as a function of other
genes’ or transcription factors’ expression. Yet, it is known that GRN reconstruction (on a
single data set) benefits from incorporating non-linear dependencies, and leading methods
rely on ML approaches such as Regression Random Forests (GENIE3 [11]), or Gradient
Boosting Regression (GRNBoost2 [189], ENNET [190]) to achieve cutting-edge performance
on standard benchmarks. Thus, it is natural to ask if dGRN reconstruction can be improved
by training an ML model on either data set and comparing feature importance scores between
the two models. This is exactly the task that CIMLA is designed to perform, making it an

ideal test case for the new measure of differential feature importance.

To summarize, we make the following main contributions in this work. First, we define
a quantity that measures the causal influence of a variable on an outcome, in the presence
of other causal covariates and confounders, and show that under certain assumptions this
quantity is estimated by the SHAP score of Lundberg et al. [168, 180]. Second, we present
the CIMLA score to measure changes in feature importance between two observational data
sets. It is based on the SHAP score and thus inherits its desirable feature attribution prop-
erties, while also having an intuitive causal interpretation for changes in influence. Third, we
systematically assess CIMLA for the task of dGRN inference, using synthetic benchmarks
based on state-of-the-art expression simulators, and demonstrate its advantages over exist-
ing methods, especially in scenarios where conditional differences in GRN are confounded by
other changes. Finally, we employ CIMLA to study the dGRN underlying Alzheimer’s dis-
ease (AD), using one of the largest published single-nucleus RNA-seq (snRNA-seq) datasets
for AD, and find two known regulators of AD — CREB3 and NEURODG6 — to undergo sub-
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stantial changes in their respective regulons.

4.3 MATERIALS AND METHODS

4.3.1 A causal estimand for detection of differential regulatory relationships

We present a formulation of GRN reconstruction in the language of causal inference, with
the ulterior goal of defining a differential regulatory edge as a causal influence that changes
between two groups of samples. For simplicity, the GRN will be reconstructed one target
gene at a time, i.e., we will attempt to identify the TF's regulating a given gene; repeating

the process for each gene furnishes the full complement of TF-gene regulatory edges in the
GRN.

Suppose there are m candidate TFs denoted by indices M = {1..m}, and the variables
{ X }1enr represent the expression levels of these TFs. Let Y represent the expression of the
target gene. Informally, the causal inference problem is to quantify the causal influence of

each covariate X; on Y. The common approach to this is to employ the “average treatment

effect (ATE)”:

ATE, = E[Y|do(X; = 1)] — E[Y|do(X, = 0)] (4.1)

where do(.) represents Pearl’s “do-operator”[191]. In the common case, do(X; = 1) denotes
a binary “treatment” (intervention) such as administering a drug to an individual, while
do(X; = 0) denotes a “control” condition such as administering a placebo. The two expecta-
tions are taken over the same population of individuals. This formula also bears resemblance
to how a TF’s influence on a gene is assessed by a biologist: e.g., the expression of the gene
upon knockout of the TF is compared to the wild-type expression, which may loosely be
considered as the “do(X; = 0)” and “do(X; = 1)” conditions, respectively. The average
effect over biological “samples” (e.g., different cells or different biospecimens) is interpreted
as the strength of the TF’s regulatory (causal) influence on the gene. We note the similarity

of this approach to that of Xing and ven der Laan[192].

The above formulation presents an immediate challenge in our context: knocking out a
TF t will typically lead to other TFs’ levels being affected as well, and an effect may be
seen on the target gene due to one of these other TFs regulating the gene, i.e., an indirect

effect. However, a TF-gene edge in a GRN is expected to represent direct causal influence,
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as implemented via the TF binding to enhancers associated with the gene, and indirect
effects should not be included. The use of TF binding sites as evidence of direct regulation
is the ideal solution to this problem, but not considered here since our goal is to reconstruct
GRNs from expression data alone, without access to cis-regulatory information. Thus, we
reformulate the above formal definition of the TF’s influence on a gene as follows. We first
define a “local” version of the ATE that quantifies the effect of a covariate X; on Y for
an arbitrary biological sample © = {z;};ep. At this point, x does not necessarily refer to
a sample in any given observational data set. This “Local Treatment Effect” or “LTE” is

given by:

LTE,(z) =

E[Y|do(X; = 1),do(Xjeanqty = Tjem\iy)] — E[Y |do(X; = 0), do(Xjern gy = Tjenn\i1))]
(4.2)

where the intervention “do(X;)” is now accompanied by additional interventions
“do(Xjem\q13)”- In other words, to estimate the causal effect of TF ¢ on the target gene
in a particular biological sample characterized by TF levels X = x, the above definition
demands that all TFs other than ¢ be fixed at their levels seen prior to the intervention on
X;. We note that such a precise intervention is not likely to be straight-forward or even
feasible in practice, but the re-definition of equation 4.2 will help clarify the causal inference

problem mathematically.

Another challenge with the initial formulation of equation 4.1 is the use of a binary “treat-
ment” variable to represent the regulatory action of a TF, whose effect on a gene depends,
possibly non-linearly, on its concentration in the cellular context. To address this, we redefine

LTE (equation 4.2) to be parameterized by &, a baseline level of TF ¢, as follows:

LTE(z,;) =

E[Y|do(X; = x4), do(Xjem\ity = Tjemnyey)] — E[Y |do(X; = 24), do(Xjean 1y = Tjeangey)]
(4.3)

where the effect on the gene in a sample is quantified by the difference between setting X; to
the level observed in the sample (z;) versus setting X; to the baseline level (Z;). Note that

the baseline level may be greater than or less than x;, corresponding to experimental knock-
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down or overexpression, respectively, of a TF. Since a single reference value z; may be hard
to specify or justify a priori, we marginalize it out over a suitable probability distribution
P(Xt) that may, for instance, be learnt from data. The final definition of the local treatment

effect thus becomes:

LTE (x) = By, _ps,[LTEi(x,21)] (4.4)

We show in the next section how LT E;(x) can be estimated from a given observational
dataset. The procedure will allow LTE estimation for an arbitrary z, not only those present
in the dataset.

Our goal is to define and calculate the change of a TF’s causal effect on a gene between
two conditions (e.g. case and control), represented by a binary variable C'. To this end, we
first define the change in LTE, i.e. “differential LTE”, for a single biological sample z as

follows:

Ay(z) = LTE(z|C = 1) — LTE(z|C = 0) (4.5)

where LT E;(x|C = ¢) is the estimated LTE in condition ¢. Finally, we define the change in a
TF’s causal influence on a gene for a given population of biological samples x by aggregating

over differential LTE for samples in that population:

As = VE[D(2)7] (4.6)

i.e., root mean square of changes (A4(x)) in all samples of the population. This is the causal
estimand we define as the measure of change in a TF’s regulatory effect on a gene, between

two conditions.

4.3.2 A procedure for estimating A; from observational data

We assume we are given observational data on the target gene expression Y and the
TF expression levels {X;}ien in a collection of biological samples (e.g., individual cells or
biospecimens), for conditions C' =1 and C' = 0. Let D, denote the data for condition C' = c.
We present here a procedure that calculates LT Ey(xz|C = ¢) for a given t € M, based on the

observational data D..

First, we use dataset D, to train a machine learning model f. capable of predicting Y from
X =A{Xi}tiem, ie., fo(X) = E.[Y|X], where E.[.] denotes expectation over the distribution
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underlying dataset D.. We then calculate the SHAP value [168, 180] ¢;( f., x) that quantifies
the contribution of covariate X; to the model’s output at X = x. We show (see below) that
under certain assumptions, ¢;(f., r) provides an estimate of E; _ Pa(X0) [LTE(x, 2)], i.e., the

SHAP score estimates LT E;(z|C = ¢) for the dataset D..

We use the above procedure to estimate LT FEy(x|C' = ¢) for ¢ = 0 and ¢ = 1 separately
(using separate datasets and respective machine learning models fy and f), and thus obtain
A¢(z) of equation 4.5. We finally estimate A; as the root-mean-squared value of A;(x) over
samples x of a dataset. Throughout this study, we use only the samples x € D, = 1, to
estimate the expectation of squared differential LTEs in equation 4.6, but future studies
might consider using data from both groups. Although it is common to aggregate local
SHAP values using a “mean-absolute” function [168], we argue that “root-mean-square”

aggregation is more useful in our context (see below).

4.3.3 SHAP score estimates a causal quantity

As above, assume there exists an observational dataset of m + 1 variables consisting of
a set of covariates (i.e., features) Xy = {X;;i € M = {l..m}} and an outcome variable
Y. We also assume that there exists an unobserved confounder variable Z’; that is causally
associated with the covariate set X, (Figure 4.1), but that there are no other unobserved
confounders that are associated with the observed covariates X,;, but there are no other
unobserved confounders that are associated with the observed covariates X;; and outcome
Y (Appendix C, Supplementary Figure C.2). Moreover, we allow for causal associations
between covariates, with unknown directionality. For each i € M = {1..m}, we will assume
there exists a causal association between X; and Y and attempt to quantify it (Appendix C,
Supplementary Figure C.2, solid arrow), while the associations between Xyn gy and Y are
not assumed known (Appendix C, Supplementary Figure C.2, dashed arrows). With these

assumptions, we consider the estimand:

where Z; is an arbitrary baseline value of X;. Estimation of «;(z, ;) is challenging as the
underlying causal diagram is not fully resolved. To address this, we borrow ideas from causal

discovery [193, 194], enumerating all possible causal structures that are consistent with the

underlying causal diagram (Appendix C, Supplementary Figure C.2), computing «;(z, Z;)
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for each structure ¢/ and taking an average. Thus, the estimand of equation 4.7 is modified

to the following:

where the expectation Ey[.] is taken over a suitable distribution over structures ¢ and the
notation LT E;(x, &;,) is introduced to refer to LTE as defined in equation 4.3 but under a

particular causal structure :

LTE;(x,%,v) =
E[Yldo(XZ = Ty, XM\{i} = JJM\{,-}), ’QD] — E[Y|d0(Xl = i‘i, XM\{i} = xM\{Z-}), w] (49)

There are 2™~ ! distinct causal structures, in all of which feature X; is causally associated
with the outcome Y and in each of which a subset of features S C M\{i} (0 <|S| <m—1)
is causally associated with Y. Let A(1)) denotes the subset S of features (excluding feature
X;) associated with Y in causal structure 1) and NA(¢) denotes the subset M \ ({i} US) of
features that are not associated with Y. To simplify equation 4.9, we use two lemmas proved
in Appendix C (Supplementary Notes C.1.2 and C.1.3). Using Lemma 4.1 we can simplify

equation 4.9 as follows:

E[Y|do(X; = i, Xaw) = zaw)), ¥] — E[Y|do(X; = &i, Xaw) = Taw)),¥] (4.10)

Using Lemma 4.2 we can further simplify the causal estimand in equation 4.9 into a

statistical quantity:
LTE(x,3,¢) = E[Y |Xi = i, Xaw) = zaw)] = EY|Xs = 2, Xaw) = zaw)]  (4.11)
Using law of total expectation, the above equation can be written as:

LTE(x,2,¢) = Exy,, [E[Y]Xi = 25, Xaw) = Taw), Xvaw)]]—
Exya [EY|Xi = i, Xaw) = Taw), Xnvaw)]] (4.12)

Given an ML model f(x) that was trained on the data to estimate f(x) = E[Y|X = z],
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we can further simplify this equation as follows:

Exy i lf(Xi = @i, Xag) = Taw), Xnaw)] (4.13)

Seperately, as in equation 4.4, we marginalize the reference value Z; in «;(z, &;) defined in

~

equation (4.8), over a distribution P(X;) to define the estimand:

(4.14)

where the last equality is obtained by reordering the expectations. If we further assume
that a suitable distribution of reference value #; depends on the causal structure v, and in

A

particular, that P(X;) = P(X;|Xna()), equation 4.14 simplifies to:

ai(z) = By s p( VLT E; (%, 35,7) =

XilXna)

Ey[Esin P Xy (o) [EX gy L (Xi = i, Xy = Taw)s Xnaw))]
= Exyai [ (X = &4, Xa) = za), Xvaw)]l]

= Ey[Exy a0 [f(Xi = 23, Xaw) = 2a@): Xnaw))]

= Exi Xy ac Exnaw) (X, Xaw) = Taw), Xnaw))l] (4.15)

By combining the latter two expectations Ex;|xy ., Exya, 1to an expectation under

the joint probability we obtain:

ai(2) = Ey[Exy ) [[(Xi = @i, Xaw) = Taw), Xvaw)] -
Ex yona U (Xiponvaw), Xaw) = Taw))l]  (4.16)

An obvious choice for the probability distribution over v is the uniform distribution, i.e.,

P(¢) = 5. However, we use P(1)) = ———, ie., all causal structures where the same

m—1 1"
Al
number of covariates k = |A(¢))| in Xy ) are causally associated with Y together receive
a probability of 1/m and each such causal structure receives equal probability. With this

choice of P(1), we obtain:
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1
a(@) = Y — e (Bxyan (X = 20, Xaw) = 2agw), Xnaw))—
A(p)CM\{3} m(\A(w)\)

EX{i}UNA(u;) [f(X{i}UNAW)? XA(“J’) - xAW))]) (417>

which is equivalent to the local SHAP value of the i’ feature in model f(X) at X = x under

the adjustment proposed by Janzing et al. [168, 182] (See Appendix C, Supplementary Notes
C.1.4 and C.1.5), i.e., a;(x) = ¢;(f, x). Thus,

oi(f x) = ay(z) = EasiNP(Xi)[ai(%iiﬂ = E:eiNP(Xi)[LTEi(% )] (4.18)

assuming the modified definition of LTE;(x,2;) = Ey|[LTE;(x,2;,1)] (equation 4.8) as an
average over causal structures ¢. Therefore, SHAP[168] provides an estimate for LTE defined

in equation 4.4 under the following assumptions:

1. A machine learning model, f, can reliably predict f(z) = E[Y|X = z].

2. Averaging over the 2™~! defined causal structures ¢ with P(v) = L ) reliably

()
estimates LTE, i.e., LTE;(x,%;) = Ey[LTE;(x,%;,v)].

3. P(X;|Xnaq)) is a reasonable distribution for the reference value ;.

Additionally, ignorability (or unconfoundedness, i.e., there exist no important unmeasured
confounders) and positivity (i.e., under any settings of X;, the distribution of the remaining
covariates has a similar support), which are the two fundamental assumptions of causal

inference [195], are implicitly assumed.

4.3.4 Aggregating local SHAP values into a global score

The average of absolute local SHAP values, i.e. E.[|¢i(z, f)|], is commonly used to obtain
global SHAP scores [168]. However, here we adopted a root-mean-square aggregation, i.e.
E.¢i(x, f)? — a second moment of SHAP values. We motivate this through a discussion

of linear models: when f is a linear model, under the feature independence assumption, we
have [180]

¢i(z, ) = wi(z; — E[X)]) (4.19)
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where w; is the coefficient of the i" covariate in the trained model. The root-mean-square

of these SHAP values, assuming all the covariates are normalized to have a unit variance, is:

VE.bi(x, f)? = \Jwivar(X;) = |w;] (4.20)

which is commonly used as the global feature importance in linear models (assuming
normalized features). By extension from this specific case, we aggregate local CIMLA
scores A(z) (equation 4.5) into a global measure using root-mean-square. We train ML

models using normalized features with unit variance and employ equation 4.6 to obtain

A = VEB(2)F.

4.3.5 Synthetic data generation with SERGIO

We used our previously published single-cell RNA-seq data simulator, SERGIO [76], to
generate all synthetic datasets in this study. We first obtained a published GRN from
yeast through GeneNetWeaver [114, 116], comprising 400 genes of which 20 are master
regulators (MR, genes with no upstream regulators) and 17 are non-MR regulators (a total
of 37 regulators) and 1155 regulatory interactions. We removed a subset of regulatory
interactions in this GRN at random to obtain two sub-GRNs Go—; and Go—g, corresponding
to case and control, sharing n% of their edges. We repeated this process to obtain 15 GRN
pairs with extent of shared edges ranging from n = 43% to n = 94%. All other parameters
necessary for simulation of expression data from these GRNs were selected according to
our previously published instructions associated with SERGIO [76]. Each GRN pair was
simulated in two settings: low-confounding and high-confounding, as follows. SERGIO
simulations require MR profiles as input. An MR profile reflects the expected steady-state
expression of MRs in a “cell type”. To impose the low-confounding setting, we assumed
that simulated cells belong to only one cell type that has the same statistical characteristics
(MR profile) in case and control simulations. To achieve this, we generate both case and
control profiles, MRS“7™ and MRS“;°™, in one cell-type by sampling all MR levels
from the same distribution (specifically, a uniform distribution over the same predefined
range for both case and control). On the other hand, to impose a high-confounding setting,
we assumed that single cells belong to 10 different cell types that are distinct in case and
control simulations. Therefore, we devised two profiles, M R?;i}{_conf and M R}gi’é_cmf , in
10 cell-types by sampling MR levels from two distinct distributions in case and control
(specifically, uniform distributions over distinct ranges in case and control). Each of the 15

GRN pairs were separately simulated using the MR profiles in the two confounding settings
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to obtain 15 pairs of single-cell expression profiles in low-confounding and 15 pairs of profiles

in high-confounding settings with each profile containing 3000 simulated cells.

To generate noisy datasets, we selected one of the GRN pairs (sharing 94% of their edges)
and their corresponding simulated profiles in the high-confounding setting and added various
levels (10%, 20%, ..., 70%) of dropout using the technical noise module of SERGIO [76]. For
each dropout level, we generated five simulated replicates by repeatedly using the SERGIO’s

noise module.

4.3.6  Comparing global CIMLA scores of different target genes

Global CIMLA scores, A,, for different genes are derived from separate pairs of ML mod-
els trained on each gene. This complicates the comparisons between A;’s of different genes,
which are required when prioritizing top differential regulatory edges accross all target genes.
To facilitate such comparisons across different genes, we standardize target gene expressions
to have zero mean and unit variance prior to training ML models. Considering the “local
accuracy” property of SHAP values [180], i.e. f(z) — E[f(X)] = Y%, ¢i(z, f), and the
standardization that enforces E[f(X)] ~ E[Y] = 0, local SHAP values sum to f(z), which
is distributed with a zero mean and unit variance for all genes. This makes the local SHAP
values, and hence their difference between case and control groups, as well as their root-
mean-square aggregate roughly comparable between different genes. Although this does not
provide a mathematical guarantee for comparability of global CIMLA scores of different
genes, our benchmarking results on clean simulated datasets suggest reasonable comparabil-
ity in practice. However, when data are noisy, especially when the noise characteristics are
not identical for different genes (for instance, dropout in single-cell RNA-seq has a stronger
impact on lowly expressed genes compared to highly expressed ones) the comparability as-
sumption can be weakened. To address this, we also employed a per-gene analysis in our
synthetic data evaluations where we assessed the differential regulatory relationships of each
gene separately from the others. Similarly, for analysis of the AD dataset, we employed a
per-gene approach by relying on a background distribution of global CIMLA scores for each
gene (see below) to extract the differential regulatory edges of that gene separately from the

other target genes.
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4.3.7 Pre-processing of AD snRNA-seq data

The snRNA-seq data we used in this study was obtained from [196] and profiles 48 in-
dividuals who were assigned a score between 1-6 representing the final clinical diagnosis of
cognitive status at time of death (“cogdx” score). We assigned individuals with a cogdx
score of 1 or 2 (no to mild cognitive impairment) to the control group and individuals with
a cogdx score of 4 or 5 (Alzheimer’s disease as the primary cause of dementia) to the AD
group. We excluded the remaining individuals with a cogdx score of 3 or 6 from this study
since we could not confidently assign them to control or AD groups. Finally, the AD group
consists of 30853 single-cells from 22 individuals and the control group consists of 34852
single-cells from 22 individuals. Single-cell expression profiles in each group were separately
imputed using MAGIC (with ¢ = 2)[92] after a library-size normalization and a “square-root”
transformation (as recommended by MAGIC [92]). Genes with low variance in imputed ex-
pression (in the bottom 5% in terms of variance over cells of both conditions) were excluded

from the target gene sets in the downstream analysis.

4.3.8 Background distribution of CIMLA scores

In our analysis of AD snRNA-seq data we relied on a background distribution of CIMLA
scores reflecting a scenario where we expect no differential regulations. For this, we randomly
shuffled the cells between AD and control groups to reconstruct two groups with the same
size as the original groups. For each gene and each of the ML model types (RF and NN)
we applied CIMLA on this randomly shuffled dataset to obtain a background distribution of
global CIMLA scores over all TFs. The maximum background score, representing the TF-
gene edge with the highest CIMLA score, for a gene and ML type was used as a threshold to
filter the differential regulatory edges for that gene and ML type obtained from the original
data. For each target gene, a differential regulatory edge whose CIMLA score survives this
threshold was assigned a “dGRN score” of —log(r/|TF's|) where r denotes the rank of that
edge in the sorted list of edges for the gene, and |T'F's| denotes the total number of TFs
which is the same for all genes and ML types.

4.3.9 DEGs in snRNA-seq data

The original analysis of snRNA-seq data [196] published DEGs in each of the six identified
cell-types by comparing cells in AD and control. We used the union of the published DEGs

in each cell type as a comprehensive DEG set in this study.
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4.3.10 Constructing PsychGRN

We used “GRN1” that was published by PsychENCODE project [197] and is available
from PsychENCODE resource website (http://resource.psychencode.org/). This GRN
includes TF-gene edges such that the TF has direct evidence of binding site on the cis-
regulatory elements of the target gene. TF-gene edges are weighted by the coefficient of the
elastic-net regressions trained to predict the target genes expression using the expression of
their identified regulators [197]. We constructed PsychGRN by extracting the top 20% of
TF-gene edges with the highest absolute edge weights (i.e., regression coefficient). Finally,
edge weights in PsychGRN were converted to percentile for better presentation in Figure
4.5F.

4.3.11 Details of CIMLA runs

We used two machine learning models in the “ML module” of CIMLA, random forests
(RF) and fully connected neural networks (NN). To train RF, CIMLA first performs 3-fold
cross-validation (on training data) to select the best hyper-parameter values. These hyper-
parameters included the number and maximum depth of decision trees in evaluations on
simulated data; and additionally, the “maximum feature” in the case of noisy simulated data.
In our analysis of real snRNA-seq data the RF hyper-parameters tuned included the number
of decision trees and their maximum depth, minimum samples in leaf nodes and maximum
number of leaves. The NN model in CIMLA is a fully connected multi-layer perceptron with
2 (in real data analysis) or 3 (in simulated data analysis) hidden layers and ReLU activation.
Additionally, in real data analysis, a dropout layer with P = 0.5 was used following the input
layer. We used mini-batch training (of size 128) and ADAM optimizer[50] to train the NN
models. All ML models were trained in the regression setting using the Mean Square Error
loss. For both simulated and real datasets we randomly selected 80% of cells in each group
for training ML models, except for training RF on clean and noisy datasets simulated in the
high-confounding setting where we used 90% of the data for training. Expressions of the
target genes and TFs are normalized to have a zero mean and unit variance prior to training
ML models and other downstream analyses. Moreover, when the target gene is also present
in the TF list, CIMLA randomly shuffles its corresponding feature column (over cells) to

decorrelate the target variable and its corresponding TF column.

CIMLA uses scikit-learn [198] for cross-validation and training RF, and TensorFlow [199]
for training NN models. Also, for explaining RF and NN models CIMLA uses TreeSHAP
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[168] and DeepSHAP [180], respectively. In the case of simulated datasets, we computed
and aggregated local CIMLA scores over all training data in one of the groups. For real
data analysis we randomly sampled 75% of the training data in AD group for computing

and aggregating local CIMLA score.

4.3.12 Details of dGRN tools compared to CIMLA

Co-expression-based methods: All co-expression methods we used in this study [200, 201,
202, 203, 204] were tested using their corresponding implementation in dcanr package [184].
Scores for TF-gene pairs were extracted from the gene-by-gene score matrix outputted by
these methods. We used the absolute value of TF-gene scores to produce rankings over
TF-gene pairs for calculations of performance metrics. The alternative option for producing
rankings is to use —log(.) of adjusted p-values generated by dcanr package which we did
not pursue as it results in poorer dGRN inference performances for nearly all co-expression
methods and simulated datasets tested (data not shown). EBcoexpress [205] is among the
top-performing methods in Bhuva et al. study [184] but was excluded from our analysis
as they reported that dGRNs recovered by EBcoexpress and z-score methods are highly

comparable.

BoostDiff: For every simulated dataset, BoostDiff [206] was tested using case and control
expression data with a hyper-parameter setting of 100 estimators, 10 features, and 500
subsamples. The true TF list was used as input for regulators in all runs of the tool. Current
version of BoostDiff (v0.0.1) outputs two dGRNs corresponding to two different settings of
targeting case and control data. For every TF-gene pair, we extracted their maximum score
from the two dGRNs and used it to build a ranking over all TF-gene pairs for calculations

of performance metrics.

GENIES3: This method [11] was used to infer separate GRNs in case and control condi-
tions. For every simulated dataset, GENIE3 was separately run on each condition using gene
expression data for that condition. For a fair comparison with other methods, the true TF
list was used as an input to this method. Weights of TF-gene pairs outputted by GENIE3
in case and control conditions were used for dGRN inference (GENIE3-diff). A TF-gene
pair “tf,g” with GENIE3 weights of wo—; and we—g in case and control conditions, receives

a differential regulation score as follows:
GENIE3 — def = |wC:1 — Wce=0 (421)
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GENIES3-diff scores provide a ranking over TF-gene pairs which reflects their importance

in the final dGRN and is used to calculate performance metrics.

4.3.13 Data and code availability

CIMLA is freely available as a Python package at: https://github.com/PayamDiba/
CIMLA. The single-cell transcriptomic data for Alzheimer’s disease used in this
study was provided by The Rush Alzheimer’s Disease Center (RADC) and was ob-
tained from Synapse (https://www.synapse.org/#!Synapse:syn18485175) under the doi
10.7303/syn18485175. All simulated data used in this study (prior to imputation by MAGIC)
are available at: https://github.com/PayamDiba/CIMLA_data

4.4 RESULTS

4.4.1 Overview of CIMLA

Our goal is to identify features (variables) whose association with a measurable trait
changes between two populations, using observational data. The two populations may differ
in terms of some condition such as disease treatment status, and we seek to quantify the
impact of this varying condition on the feature-trait associations. For instance, in the context
of dGRN inference the features are expressions of a set of transcription factors (Figure
4.1A, X = {X,}icq1.m) and the trait of interest is a target gene’s expression (Figure 4.1A,
Y). The observational data comprise expression profiles (X = {Xi}ie{l”m}, Y) of multiple
samples in each condition, and the task is to detect if an association between say X; and Y
changes between the two populations. We call such an association a “differential association”.
There are likely to be unobserved confounders (Figure 4.1A, Z’) that may lead to spurious
detection of differential associations. CIMLA approaches differential association detection
from a causal inference perspective, for enhanced robustness toward confounders. We present
here a procedural overview of CIMLA, with accompanying details included in Methods.
The terminology here is tailored to the dGRN inference problem but the procedure applies

broadly to other applications of differential association detection.

Step 1 (“ML module”): Given transcriptomic data from two populations (Figure 4.1B),
CIMLA first trains an ML model to predict a target gene’s expression (i.e., outcome variable)
as a function of TFs’ expression (covariates), separately for each population (Figure 4.1C).

Formally, let D, denote the data for the population under condition C' = ¢ , ¢ € {0,1}.
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This step trains, for each D., an ML model f. capable of predicting Y from X. The current
CIMLA implementation relies on random forest (RF) [207] and Neural Networks (NN) with
dropout [208] to better tackle multi-collinearity among covariates. (Gradient Boosting is

also supported but it was not tested here.)

Step 2 (“Interpretation module”): Next, trained ML models and the data are passed to an
interpretation module to assess the contribution of each covariate to the predicted outcome
under the two ML models, locally at each sample (Figure 4.1D). Formally, it calculates, for
either model f, (¢ € {0,1}), the SHAP value [168, 180] ¢;( f., x) that quantifies the contribu-
tion of covariate X; to the model’s output at X = x. This step relies on TreeSHAP [168] and
DeepSHAP [180] to estimate local contributions for RF and NN models respectively. This
step is where CIMLA adopts a causal inference framework, as we show that the SHAP value
¢1(fe, x) approximates a well-defined causal quantity reflecting the influence of covariate X;

on outcome Y for sample x, under a reasonable set of assumptions (see Methods).

Step 3 (“Aggregation module”): Finally, the difference in local contribution scores for the
two models is computed for each sample and aggregated across all samples in D.—; using
a “root mean square” function (Figure 4.1E). Specifically, for each sample z in D._;, we
calculate Ay (x) = ¢;(fo1, ©)—¢i(fozo, ), and then compute the aggregate A; = \/F, A, ().
This aggregate (/) is called the “CIMLA score” of covariate X;, and represents the extent
to which a causal association (if any) between X; and outcome Y has changed between the

two populations.

The CIMLA implementation has separate modules for the three steps outlined above,

allowing for future developers to modify or improve each step independently.
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Figure 4.1: Schematic of CIMLA pipeline. (A) Given m observed covariates
({X1,Xs,...,Xn}) and an outcome of interest (V) in two conditions, case and control,
CIMLA’s goal is to identify whether the causal association (if any) between a covariate of
interest (e.g., X;) and Y has changed between the two conditions. The causal associations
between other covariates and Y are generally not known (dashed arrows), and an unobserved
confounder (Z’) may be involved. (B) Observational data for the outcome of interest (V)
and important covariates (X) are available for two populations that are different in terms
of some condition (e.g., disease status). (C) In each population, the outcome variable is
separately modeled as a (non-linear) function of covariates using random forests or neural
networks. (D) CIMLA relies on SHAP to approximate a causal measure of association be-
tween each covariate and the outcome, in each population. Given a sample from the data
and any trained ML model, SHAP searches over possible covariate coalitions to compute
the contribution of each covariate to the output of the model locally around the provided
sample. This “local SHAP score” is obtained for all provided samples, resulting in matrices
of local SHAP scores. (E) The population-specific local SHAP scores of covariates, obtained
in the previous step, are compared between the two populations and aggregated over sam-
ples into a global CIMLA score for each covariate, representing the strength of differential
association between that covariate and the outcome variable. The global CIMLA scores are
used to obtain a ranking over covariates by their differential association with outcome.
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4.4.2 Benchmarking on simulated transcriptomics data

As there are no gold standard datasets for evaluating dGRN inference methods, we relied
on synthetic data to benchmark CIMLA and compare it with existing methods. We used
SERGIO [76] to simulate single-cell expression datasets representing two distinct conditions,
arbitrarily termed “case” (C' = 1) and “control” (C' = 0), with similar but non-identical
GRNs underlying the two datasets. SERGIO is a single-cell expression simulator that syn-
thesizes transcriptomics profiles according to a provided GRN, modeling transcriptional reg-
ulation through stochastic differential equations similar to those employed in GeneNetWeaver
[114, 116]. We used a “reference GRN” previously reported for yeast (see Methods) to con-
struct the case and control GRNs, each containing a subset of the edges in the reference
GRN such that the extent of difference between the two GRNs is controlled. The two GRNs
were then used by SERGIO for generating case and control expression datasets respectively,
with pre-defined profiles of master regulators (“MRs” — TFs that are not targeted by other
regulators in the GRN). We repeated this process 15 times to obtain as many GRN pairs,
each pair sharing 43 — 94% of edges (Figure 4.2A), and corresponding pairs of case and con-
trol datasets, each dataset comprising a matrix of expression values with rows representing
genes and columns representing cells. The two expression datasets can be provided to a
dGRN inference method and since the differences between GRNs are known, it is possible

to precisely evaluate its predictions.

For each of the 15 tests, we used CIMLA and other methods to infer dGRN edges. In
the results presented in this section, we used RF as the underlying ML model and the
TreeSHAP [168] method for interpretation. (We later show the performance of CIMLA
with NN models.) For comparison, we tested six co-expression-based methods for dGRN
inference (henceforth called “co-expression methods”) that were found by Bhuva et al. [184]
to be the leaders among all evaluated methods in recovering differential associations. These
methods quantify pairwise associations between genes and test for statistical significance of
the changes in association metrics between the two datasets in the test. Four of the selected
methods rely on correlation metrics (z-score-Pearson, z-score-Spearman [200], MAGIC [201],
and DICER [202]), one method uses entropy (entropy method [203]) and the other employs
F-statistics (ECF method [204]) to measure pairwise associations. Each method, including
CIMLA, is capable of reporting a sorted list of dGRN edges that can be evaluated using

standard metrics of classifier performance given a ground truth list of dGRN edges.
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Figure 4.2: Benchmarking on clean simulated data. (A) Two of the 15 dGRNs used for simu-
lations of gene expression data and benchmarking of GRN reconstruction in this study. The
dGRNs shows are those with the least (43%) and most (94%) fraction of shared regulatory
edges between conditions. Gray and colored edges represent shared and condition-specific
edges, respectively. (B) Underlying causal diagram for the low-confounding simulation set-
ting including master regulators (MR), non-MR TFs and target gene of interest. Node g
represents the target gene and nodes ? fjcf1..m) represent transcription factors, some of which
are master regulators (dark blue nodes). Node C' represents disease status, which can impact
the associations between a subset of TFs and the target gene (marked with diamonds hit
by green arrows). We used MR profiles drawn from the same distribution for simulations of
the two conditions, to rule out extraneous associations between C' and g through backdoor
paths. (C) Underlying causal diagram for the high-confounding simulation setting. We used
different MR profiles (in 10 cell-types) for the simulations of the two conditions to mimic
an unobserved confounder, Z’, that controls both C' and MR expressions. Here, in contrast
to (B), there exist backdoor paths of association between C' and g (which pass through
Z"), thus creating a confounding effect for detection of direct causal associations between
C' and TF-target gene associations. (D) Area under the receiver operating characteristic
curve (AUROC) for CIMLA and co-expression methods on low-confounding simulated data.
(E) Area under the precision-recall curve (AUPRC), normalized by the expected AUPRC
of a random classifier, for CIMLA and co-expression methods. In (D) and (E), each box
plot shows performance measures for the 15 data sets. (F,G) Performance of CIMLA ver-
sus z-score-P on each of the low-confounding data sets, in terms of (F) AUROC, and (G)
normalized AUPRC. (H) Performance of CIMLA and z-score method for varying levels of
similarity (shared edges) between the case and control GRNs. (I,J) Performance of CIMLA
and co-expression methods on high-confounding simulated data sets, in terms of (I) AU-
ROC, and (J) normalized AUPRC. (K,L) Performance of CIMLA versus z-score-S on each
of the high-confounding simulated data sets, in terms of (K) AUROC, and (L) normalized
AUPRC. (M,N) Comparison of CIMLA with non-linear, multivariable modeling methods
on the high-confounding simulated datasets, in terms of (M) AUROC, and (N) normalized
AUPRC.
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We performed our evaluations in two settings — “low-confounding” and “high-confounding”
(Figures 4.2B,C). In the low-confounding setting, we used comparable Master Regulator
(MR) expression profiles in generating transcriptomic data from the case and control GRNs;
thus, the only difference between the groups was due to differences in their GRNs. On the
other hand, for the high-confounding setting (Figure 4.2C), we set the MR expression profiles
to be different in the two groups, mimicking the presence of an unobserved confounder
that creates backdoor paths of associations (via Z’' in Figure 4.2C) between population-
specific condition (C') and target genes (g). Figure 4.2D,E compare the performance of
the evaluated methods in terms of AUROC and normalized AUPRC (AUPRC divided by
expected AUPRC of random, class size-aware prediction) in the low-confounding setting.
We find CIMLA to be competitive with the other methods. (The ECF method performed
poorly and was excluded from further analysis.) This is consistent with our expectation that
in the absence of confounders, causal inference can be made from associative quantities such
as correlation metrics. The z-score-Spearman (z-score-S) method, which has the second-best
median normalized AUPRC after CIMLA, is highly competitive with CIMLA on each of the
15 tests (Figure 4.2F,G). Also, the performance of both methods generally improves as the

extent of difference between case and control GRNs decreases (Figure 4.2H).

Next, we repeated the above evaluations in the “high-confounding” setting, where the
inter-condition difference in GRNs is confounded by differences in the MR profiles that
serve as “inputs” to the GRN in generating expression data (see Methods). In this case,
as is evident from Figure 4.21,J; the performance (AUROC and normalized AUPRC) of
all competing methods dropped compared to the low-confounding setting (Figure 4.2D,E),
leaving a large gap between these methods and CIMLA. Even the second-best method (based
on normalized AUPRC) — z-score-Pearson (z-score-P) — is greatly outperformed by CIMLA
on every individual dataset tested (Figure 4.2K,L). Notably, CIMLA’s performance remains
robust to the confounder effect (Figure 4.2H). This robustness to confounders was one of the
main motivations behind the causal framework of CIMLA. As the high-confounding setting
represents a more realistic scenario, our benchmarking results indicate the importance of

causal approaches for dGRN inference.

While co-expression methods explore linear associations, CIMLA can capture non-linear
relationships due to its underlying ML models. This motivated us to next compare CIMLA
with methods — GENIE3 [11] and BoostDiff [206] — that consider the non-linearities of
regulatory relationships. BoostDiff [206] employs differential boosted trees using a novel

criterion for growing trees based on the difference of the predictive power of regulators in two
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conditions. GENIE3 [11], a leading GRN (not dGRN) inference tool, uses random forests to
model each gene’s expression in terms of TFs” expression profiles, and uses importance of TFs
in the trained model, assessed via an information theoretic tree-based feature importance
metric, to score TF-gene pairs. We adapted GENIE3 for dGRN inference by applying it
separately on case and control data and comparing the scores of corresponding edges in
the two inferred GRNs to rank dGRN edges (“GENIE3-diff”). As shown in Figures 4.2M,N,
CIMLA convincingly outperforms both BoostDiff and GENIE3-diff in terms of both AUROC
and normalized AUPRC.

In summary, benchmarking on synthetic data sets demonstrates the advantage of CIMLA
over pairwise association as well as multivariable regression-based, linear as well as non-linear

modeling approaches to dGRN inference.

4.4.3 CIMLA prioritizes causation among correlations

Our results so far suggest that confounders can significantly hinder current methods for
dGRN inference and CIMLA is relatively robust to their effect. Our next analyses probed
deeper into the source of CIMLA’s empirical advantage. First, we defined “delta-correlation”
for a TF-gene pair “tf,g”, as the absolute difference of their pairwise correlations in case
and control groups; this is a simple measure of the “correlation signal” that points to differ-
ential regulation. Figure 4.3A compares these delta-correlation values for all TF-gene pairs
that belong to the true dGRNs (“differential pairs”) and those that do not (“non-differential
pairs”). We noted that in the low-confounding setting the distribution of delta-correlation
values is clearly different between the two groups of TF-gene pairs; this enables easy de-
tection of differential pairs. In the high-confounding setting, on the other hand, the two
distributions are much more similar. Notably, non-differential TF-gene pairs show higher
delta-correlations in the high-confounding setting compared to the low-confounding one.
This implies that confounders introduce many non-causal group-specific associations that

can cause correlation-based methods to err.

Next, we examined (Figures 4.3B,C) the scores assigned by CIMLA and a correlation-
based method, z-score-S, (both converted to percentile) to the differential TF-gene pairs,
along with the delta-correlations of those pairs. We noticed, in the low-confounding setting,
that z-score-S is largely driven by delta-correlation, as expected (Figure 4.3B). On the other
hand, CIMLA scores are less tightly determined by delta-correlation, and we noted high

scores being assigned to many of the differential pairs with small delta-correlations. In high-
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Figure 4.3: (A) Distributions of delta-correlations (dCORR, difference of TF-gene correlation
coefficient between case and control populations), for true differential and non-differential
edges, across all 15 simulated data sets, in low- and high-confounding settings. The non-
differential edges consist of the TF-gene edges that are present in (shared by) both case and
control GRNs, as well as those that are absent in both GRNs. (B,C) Relationships between
delta-correlation (ACORR) and scores (converted to percentile) assigned to the true differ-
ential edges by CIMLA (blue) and z-score-S (burgundy) methods in (B) low-confounding,
and (C) high-confounding settings. Panel (C) additionally shows z-score-S assigned scores
from the low-confounding setting for comparison. Insets show zoomed-in views of the top
10 percentile scores suggesting that in high-confounding setting, CIMLA assigns high scores
to differential pairs with even smaller delta-correlations compared to low-confounding set-
ting, while z-score-S demands relatively larger delta-correlations to assign high scores. (D,E)
True Positive Rate (TPR) for the top 5% predictions of CIMLA and z-score-S for the task
of discriminating differential edges from non-differential edges. Evaluations are done sepa-
rately for all TF-gene pairs with small delta-correlations (dCorr<0.16) and those with large
delta-correlations (dCorr>0.16), shown as two groups in (D) low-confounding, and (E) high-
confounding settings. The 0.16 cutoff was used based on the median of delta-correlations
over the union of true differential edges in all low- and high-confounding simulated datasets.

confounding settings, CIMLA is even less dictated by the delta correlation signal (compared
to the low-confounding setting), resulting in a larger gap between the two methods in their
ability to identify differential pairs with small delta-correlations (Figure 4.3C). This enlarged
gap is also apparent when we examine the True Positive Rates (TPR) of either method in
the high-confounding setting (Figures 4.3D,E), and is likely the reason behind the greater
precision and recall exhibited by CIMLA compared to z-score-S in this setting (Appendix
C, Supplementary Figure C.3A,B). Interestingly, when we compare the false positive rate
(FPR) of the two methods (Appendix C, Supplementary Figure C.3C,D), z-score-S shows

108



significantly larger FPRs compared to CIMLA for detecting the large delta-correlation pairs,
suggesting that even in low-confounding settings, co-expression methods may be prone to

reporting non-causal correlations (Appendix C, Supplementary Figure C.3C).

4.4.4 Evaluations on noisy simulated data

The evaluations reported above were performed with “clean” simulated datasets, where
SERGIO does not introduce any technical noise to the generated data. However, real single-
cell RNA-seq data suffer from significant technical noise, especially “dropout”, which incor-
rectly introduces significant numbers of zero values to the expression matrix. To explore the
impact of technical noise we repeated parts of the above evaluations on synthetic single-cell
expression datasets with dropout. Specifically, starting with one of the 15 tests from above
(with fraction of shared GRN edges = 94%), in the high-confounding setting, we added
increasing levels of dropout (10%, 20%, ..., 70%), with 5 “replicates” per dropout level.
Following recommendations from previous work [76], we imputed missing values (zeros) in
the expression matrix using MAGIC [92] (with t=2) prior to applying dGRN methods.
Moreover, in addition to RF, we also tested a fully connected neural network (NN) as the

underlying ML model and DeepSHAP [180] for SHAP score calculations in CIMLA.

We compared the performance of CIMLA with the co-expression methods as well as Boost-
Diff and GENIE3-diff at varying dropout levels. As expected, dGRN inference deteriorates
as the level of noise increases (Appendix C, Supplementary Figure C.4A,B). In terms of
both AUROC and AUPRC, the two versions of CIMLA — CIMLA-RF and CIMLA-NN —
outperform co-expression methods at almost all levels of dropout; however, GENIE3-diff
shows competitive performances in terms of AUPRC. These results were obtained for the
task of predicting all differential regulators of all genes, i.e., the entire dGRN. In an alter-
native evaluation, we calculated the AUROC and AUPRC for each target gene separately
and examined the per-gene performance metrics over all genes. (Genes with no differential
regulators in the ground truth were excluded.) Figures 4.4A B compare all methods by the
median per-gene AUROC and (normalized) AUPRC respectively, revealing an even clearer
advantage for the two CIMLA versions (also see Appendix C, Supplementary Figure C.4C-
E). We noted that at the highest level of dropout CIMLA-NN achieves better performances
compared to CIMLA-RF which suggests greater tolerance of CIMLA-NN to technical noise
in the data.
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Figure 4.4: Benchmarking on noisy simulated data. (A,B) Performance of CIMLA and other
methods in terms of (A) AUROC, and (B) Normalized AUPRC, at varying dropout levels.
Performance is assessed for each gene separately and each bar represents the median over
all differentially regulated genes (every gene with at least one true differential regulation
was included) and five simulated replicates. (C) Pearson’s correlation between CIMLA-
RF and CIMLA-NN scores of all candidate transcription factors of each target gene, at
different dropout levels. At each dropout level, distribution of correlation values is shown
over all target genes and simulated replicates. (D) Relationship between CIMLA-NN and
CIMLA-RF scores across all TF-gene pairs and all (noisy) simulated data sets. Scores in each
simulated dataset were max-normalized (with respect to the maximum score in that dataset)
for both methods separately. (G) Performance (F1 score) of dGRN inference derived from
the intersection or union of the top 10% scoring TF-gene pairs predicted by CIMLA-RF
and CIMLA-NN is compared with the performance of the individual methods and z-score-S
method at their top 10% scoring TF-gene pairs.

We observed that the CIMLA-RF and CIMLA-NN scores of candidate TF's for a gene show
relatively small correlation with each other for many of the target genes (Figure 4.4C, e.g.,
median Pearson’s correlation of 0.25 at 70% dropout) and also at a more global level (Figure
4.4D | Pearson’s correlation of 0.30). This suggests some complementarity between the two
methods, which may allow a combination of the two methods to yield superior performance
compared to either alone. We thus defined two related methods — CIMLA-intersection and
CIMLA-union — whose dGRN output is the intersection and union respectively of the top
10% scoring TF-gene pairs of CIMLA-RF and CIMLA-NN. We compared their F1 scores

with those of the individual methods and z-score-S (also restricted to top 10% predictions)
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and found that CIMLA-union outperforms the predictions made by other methods, especially

at the higher dropout level that is a more realistic scenario for single cell data (Figure 4.4E).

4.4.5 Differential GRN of Alzheimer’s disease: a case study

We used CIMLA for the inference of regulatory changes underlying Alzheimer’s disease
(AD), analyzing a previously published single-nucleus RNA-seq data obtained from the pre-
frontal cortex of individuals with or without AD pathology [196]. We used the expression
profiles of 44 individuals (see Methods), spanning 16,004 genes in 30,853 cells from 22 indi-
viduals in the AD group and 34,852 cells from 22 individuals in the control group. Missing
values in the expression matrices of AD and control groups were separately imputed using
MAGIC (with ¢t = 2) [92]. GRN reconstruction was focused on a set of 2652 target genes
associated with AD according to the DisGeNET database [209] and an unbiased list of 1289
transcription factors annotated in the AnimalTFDB database [210]. We employed both
CIMLA-RF and CIMLA-NN (separately) to identify differential TF-gene pairs between the

two groups.

The first step of CIMLA is to train an ML model (Random Forest or Neural Network) to
predict each target gene’s expression using all TFs as covariates. We assessed the accuracy
of these ML models with train-test splits (Figures 4.5A,B) and noted 1803 (resp. 2079) of
the 2652 genes to be reliably modeled by RF (resp. NN) in both AD and control groups, as
suggested by their R-squared, R? > 0.5, on both train and test data. The remaining genes
and low variance genes were not analyzed further. We assessed the statistical significance of
predicted differential regulators, using a background distribution of CIMLA scores obtained
on randomized data where group labels (AD/control) of cells had been shuffled (see Meth-
ods), and selecting the highest CIMLA score seen for a gene as the significance threshold.
Figure 4.5C shows the distribution of the number of differential regulators of the reliably
modeled genes, as predicted by CIMLA-RF and CIMLA-NN, showing that the former is
more conservative in its predictions. We limited the resulting dGRNs to target genes that
are differentially expressed between AD and control (see Methods) and identified the hub
TFs and highly targeted genes (TFs and genes respectively included in greatest number
of differential pairs) that may play important roles in AD-related dysregulation (Figures
4.5D,E and Supplementary Figures C.5A,B in Appendix C). A survey of the literature re-
vealed evidence in favor of eight of the top 10 hub TFs and nine of the top 10 highly targeted
genes in CIMLA-NN’s dGRN to be associated with AD and other neurodegenerative diseases
(Appendix C, Supplementary Tables C.1,2).
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Figure 4.5: Case study of Alzheimer’s disease. (A) Training and test data performance
(R-squared, R?) of the RF and NN models trained in step 1 of CIMLA for each of the
target genes, in the AD and control groups. (Genes with negative test R-squared are not
shown. Note that R-squared for nonlinear regression can have negative values indicating
significant overfitting.) (B) Comparing the test performance (R-squared, R?) of NN with
that of RF for genes that are reliably modeled (r? > 0.5 on both train and test data in
both AD and control groups) by both models. NN yields more accurate predictions than RF
in general, suggesting that it is less prone to overfitting. (C) Distributions of the number
of differential regulatory edges found for each target gene (after thresholding by maximum
background score) by CIMLA-NN and CIMLA-RF. (D) Top 20 “hub” TFs (those targeting
greatest number of DEGs) found by CIMLA-NN. (E) Top 20 differentially regulated DEGs,
i.e., those with greatest number of differential regulators ({AREGs) found by CIMLA-NN. (F)
Summary of the top 40 largest “regulons” (targets of individual TFs) in the dGRN of AD
obtained by intersecting the predictions of CIMLA-union with PsychGRN. For each regulon,
its dGRN score (average of dGRN scores of the TF-gene pairs in the regulon), PsychGRN
score (average of PsychGRN percentile scores of the TF-gene pairs in the regulon) and its
size (number of target genes in the regulon) are shown. (G-I) Predicted regulons for (G)
CREB3, (H) NEURODG6, and (I) ELK1 transcription factors. Predicted target genes that
are differentially expressed between AD and control groups (i.e. DEGs) are shown by orange-
colored nodes. Edges are labeled by their CIMLA dGRN score.
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4.4.6 CIMLA reveals CREB3 and NEURODG as potential key regulators of AD

The TF-gene pairs identified by CIMLA above are likely to include many indirect regu-
latory relationships, as mechanistic information such as TF-DNA binding was not included
in the reconstruction. Thus, we integrated our results with a published GRN for the human
brain (from PsychENCODE project [197]), in order to enrich the dGRN for direct regulatory
relationships. This GRN (henceforth called “PsychGRN”) is based on multi-omics (DNasel
hypersensitivity, Hi-C, TF motifs, RNA-seq) data on multiple psychiatric disorders. We
focused on the 2055 TF-gene edges shared between PsychGRN and the dGRN derived using
the CIMLA-union method, involving 401 TFs and 1114 genes which we refer to collectively
as the “high-confidence dGRN”.

For each TF, we extracted its “regulon” (all predicted targets) in the high-confidence
dGRN, and assigned it a dGRN and a PsychGRN score based on the average dGRN scores
and average PsychGRN weights (see Methods) of the included TF-gene relationships, re-
spectively. Figure 4.5F shows the top 40 largest regulons in the high-confidence dGRN. We
find the TF CREB3 to have the largest regulon, targeting 40 genes (Figure 4.5G), with a
dGRN score that is among the top five. CREB3 (cAMP response element binding protein
3) is involved in regulation of Golgi homeostasis and significantly contributes to Central
Nervous System (CNS) function and development [211, 212, 213]. It is involved in unfolded
protein response to endoplasmic reticulum (ER) stress [214], a response activated in AD
[215]. CREB3 is also known to regulate GLUT3, a neuronal glucose transporter that is
related to AD [216].

NEURODG6 (neuronal differentiation 6) has the third top regulon in terms of dGRN score
(Figure 4.5F) targeting 24 genes (Figure 4.5H). It is involved in nervous system development
and differentiation [217]. Its downregulation is a biomarker of AD [218] and a significant
predictor of cognitive decline [219]. SNPs in its locus are associated with AD in a sex-specific
manner [220, 221]. ELK1, a member of the TCF subfamily of ETS-domain transcription
factors, is another TF whose regulon is in the top five in terms of dGRN score (Figure
4.5F), comprising 14 genes (Figure 4.51). ELK1 is implicated in neuronal differentiation [222]
and has been associated with neuronal death and Alzheimer’s disease [223]. Elk1 inhibits
presenilin 1 (PS1), which is important for making variants of beta amyloid, a trigger for
Alzheimer’s Disease [224]. Signaling involving Elk1, Rasl and CentA1l has been reported to
connect beta amyloids and synaptic dysfunction, a hallmark of AD [225].

113



It is also interesting to examine TFs whose predicted regulons have a high dGRN score
but a relatively low PsychGRN score, possibly pointing to regulators for which mechanistic
evidence is under-represented in PsychENCODE. One such TF is GATA3 (Figure 4.5F),
a pioneer TF [226] involved in signaling pathways associated with neuronal development
[227] and control of immune T-cell fate [226]. Donepezil, a drug used for AD, modulates
immune response in part by inducing GATA3 [228]. GWAS SNPs associated with late
onset AD show allele-specific binding of GATA3 [229]. Moreover, a GWAS for resilience to
cognitive consequences of AD revealed a female-specific locus that interacts with GATA3
and suggested GATA3 as a candidate gene [230].

In summary, differential regulation detected by CIMLA, combined with evidence from the
PsychENCODE project, points to regulatory programs that have been reported to play a

role in AD and also reveals novel potential regulatory pathologies of AD.

4.5 DISCUSSION

Inference of the differential associations in comparisons of two or multiple groups is of
paramount importance in systems biology, with potential applications ranging from tissue-
, sex- or population-specific genetic association analysis [231, 232, 233] to contrasting the
regulatory programs of different populations [184, 206]. In recent years, association analysis
in genetics and genomics has increasingly relied on complex statistical and ML models [163,
164, 165, 166, 167]. However, inference of causal (and differential causal) associations from
observational data is fundamentally hindered by confounding variables that are introduced
by limitations and biases in data collection or are intrinsic to the problem at hand. This
motivated us to approach the inference of differential associations from a causal perspective
and develop CIMLA, employing non-linear, multivariable models and model interpretation
based on SHAP values [168, 180] to approximate a causal estimand of association and changes
thereof.

We demonstrated the application of CIMLA for differential gene regulatory network
(dGRN) inference from gene expression data. On realistic synthetic data sets CIMLA out-
performs existing methods that are based on linear as well as non-linear models, especially
in simulations including strong confounders, which are a realistic reflection of biological
systems. Our results suggest that CIMLA, in contrast to co-expression methods, can even

identify differential regulatory relationships that show relatively small differences in TF-gene
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correlation between the two populations. Finally, we used CIMLA to infer the differen-
tial regulatory program underly Alzheimer’s Disease (AD). The resulting dGRN points to
CREB3 and NEURODG6 as two important regulators of AD which is in concordance with
previous reports for the important role of these TFs in AD [212, 218], and also suggests
novel potential regulators such as LYL1 and HOXD1 (Figure 4.5F).

CIMLA employs ML models to impute counterfactuals, i.e., to predict the hypothetical
outcome if a sample had belonged to the alternative condition or intervention of interest.
This relies on the strong assumption of transferability of the ML models to data distributions
that have not been seen during training. While this transferability assumption is consistent
with the positivity assumption [195], which is crucial for causal inference, the tradeoff be-
tween positivity and conditional ignorability assumptions [234] raises concerns about the
transferability of ML models in practice. This defines a future direction for improving
CIMLA by employing ML models that can simultaneously learn from the two populations
via training jointly on their observational data. (See Shalit et al. [235] and Baur et al.
[236].) These advancements in CIMLA may better separate the regulators that are common
between conditions from differential associations and also facilitate the extension of this tool

to dGRN inference from more than two conditions.

Although we used data from two conditions to train ML models, throughout this study we
have used samples of only one of the conditions to quantify local differential scores (equation
(4.5) in Methods) before aggregating them into a global score (equation (4.6) in Methods).
However, a rigorous incorporation of samples from both conditions in the local interpretation
step can further enhance the performance of dGRN inference and can be a potential direction

for improving CIMLA in future studies.

A broader implication of this work lies in the causal interpretation we provide for SHAP
values [168, 180]. Causal notations were first introduced to SHAP by Janzing et al. [182]
and have been later adopted by other studies [168, 237]. However, a rigorous mathematical
interpretation of the SHAP feature attribution score as the solution to a causal inference
problem has been lacking. We bridged this gap by formulating feature attribution as a causal
problem and positing a precise set of assumptions under which it simplifies to a statistical
quantity that can be approximated from observational data by SHAP. Interestingly, our
causal formulation, under three clearly stated assumptions (see Methods), is resolved into a
format that is in concordance with the viewpoint of Janzing et al. [182]. But we note that

using machine learning and feature attribution methods to draw conclusions about causal
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relationships needs extreme care. Any of the three stated assumptions can be impacted by
problem characteristics and observational data. For example, significant multi-collinearity
in data can negatively impact the accuracy of ML models (assumption 1), though this
impact can be relieved by regularization techniques during the training of ML models. Data
characteristics, including multi-collinearity, might also adversely impact the distributions
assumed over causal structures and reference values (assumptions 2 and 3). For example,
although the particular distribution assumed over different causal structures guarantees the
“local accuracy” property of SHAP [180], recently Kwon and Zou [238] showed that it can
lead to suboptimal feature attributions. We hope that the causal interpretation we provided
for SHAP and its three underlying assumptions help future studies to further guide feature

attribution models toward capturing genuine causal effects.
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CHAPTER 5: CONCLUSIONS

Many intra-cellular relationships are inherently non-linear, motivating corresponding non-
linearities in the mathematical functions used for modeling them. These non-linearities for
example include non-linear regulatory effects of TFs’ on their target genes’ transcription, and
non-linearities in interaction energies between proteins and cis-regulatory elements resulting
in significant variabilities in TF binding specificities. Computational models that attempt
to learn various aspects of transcriptional regulation form data have been provably benefited
from including non-linearities in their underlying models [13, 16, 23, 49, 239]. But as the
underlying model deviates from linearity, its interpretation becomes more ambiguous. This
imposes an immediate challenge on computational studies of transcriptional regulation that
on the one hand attempt to capture higher-order relationships via non-linear models, and on
the other hand rely on some degree of interpretability of the learnt models. In this work, we
adopted existing ideas in interpretable machine learning to study transcriptional regulation
through non-linear models whose proper interpretation can provide mechanistic and causal

insights in regulatory genomics.

In chapter 2, we first studied a group of existing quantitative models of gene expression,
namely thermodynamics models, through an extensive benchmark on the various settings
of such models. These models provide some level of interpretability for transcriptional reg-
ulatory mechanisms while employing a non-linear underlying model that is learned from
omics data. Interpretability in these models is achieved by relying on hardcoded mathe-
matical formalisms that are biophysics inspired representation of regulatory mechanisms.
Next, we expanded on this mechanistic perspective by developing an interpretable neural
network model of gene expression — CoNSEPT [12], whose greater flexibility compared to
thermodynamics models enables the learning of regulatory mechanisms in a free-form man-
ner. We focused on learning distance-dependent regulatory mechanisms by employing a
simple attention mechanism using convolutional kernels that explicitly enforces CoNSEPT
to learn meaningful higher-order representations for pairs of TF bindings sites (TFBS) on
cis-regulatory elements. Using a previously published dataset for Drosophila melanogaster,
we showed that the interpretations of properly trained CoNSEPT models reveal meaning-
ful non-linear patterns of interactions between TFBSs, activating and repressing regulatory
effects, and a few characteristics of regulatory functions such as effective ranges of pair-
wise interactions. While CoONSEPT learns such biological insights solely from data, earlier

thermodynamics models commonly offer simpler insights that are confined by user-defined
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regulatory relationships and rules.

In chapter 3, we proposed a model of transcriptional regulatory networks for simulations
of collective expressions of genes comprising a regulatory system. To achieve this, first we
leveraged an existing model for stochastic gene expression, which explicitly encodes the
causal regulatory effects between genes to develop a probabilistic model for gene expressions
under regulatory networks. Next, using statistical assumption of ergodicity we extended
this framework to single-cell level. Finally, through biophysical assumptions and numeri-
cal methods we adopted this framework for scalable simulations of gene expressions under
GRNSs at the cell resolution. Due to the lack of gold-standard annotations for true regulatory
associations in most of the mammalian systems, such forward modeling of transcriptional
regulation is particularly useful for benchmarking the GRN inference algorithms that at-
tempt to learn causal regulatory interactions from gene expression datasets. This publicly
available simulator-SERGIO [76], due to its underlying biophysical model of transcriptional
regulation, also provides a useful framework for benchmarking other single-cell analysis tools
such as cell clustering, trajectory, and velocity inference algorithms. The interpretable tran-
scriptional model of SERGIO extends its applications beyond benchmarking and make it
useful for in silico analysis of regulatory dynamics as we showed with our analysis of T-cell
differentiation. Moreover, in practice, SERGIO is useful for benchmarking general causal

inference algorithms (from observational data) in various domains [240, 241].

In chapter 4, we approached the inference of regulatory associations from a causal perspec-
tive. We pursued this direction by defining an estimand that measures the causal associations
between genes and proposed a procedure for estimating it through non-linear machine learn-
ing models and proper interpretations of the learned models. We showed that under clearly
stated assumptions, this procedure immediately connects to feature attribution in machine
learning using a specific class of models, SHAP [168, 180]. Therefore, by relying on SHAP
as a tool to approximate our defined causal attributions, we extended this procedure toward
the inference of differential regulatory associations between two conditions. Consequently,
we developed CIMLA that approximates causal differential GRNs (dGRN) using gene ex-
pression data in two different conditions of case and control. CIMLA relies on non-linear
machine learning models such as neural networks and random forests to model genes’ ex-
pression as functions of regulators’ expression profiles and SHAP [168, 180] to approximate
differential association by a proper interpretation of the trained models. We showed that
CIMLA is more robust to the confounding effects compared to simpler models that rely on

univariate co-expression measures for dGRN inference. Additionally, we used CIMLA to
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study the differential regulatory program of Alzheimer’s disease (AD) and identified tran-
scription factors with potential roles in AD. An additional implication of this work is the
causal intuition it provides for SHAP values [168, 180] that supports one of the previous
interpretations of SHAP [182].

In summary, this thesis provides a data-driven study of transcriptional regulations with
an emphasis on model interpretability. We showed that interpretability can provide mecha-
nistic insights about cellular interactions and can improve the inference of causal regulatory

assoclations.
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APPENDIX A: SUPPLEMENTARY MATERIALS FOR CHAPTER 2

A1 SUPPLEMENTARY NOTES

A.1.1 Analysis of binding affinities and overlapping binding sites in CoNSEPT

We examined the sensitivity of a trained CoNSEPT model to TFs’ binding affinities by
using it to predict the output of an enhancer containing a single binding site for the TF
DL that was learnt as an activator. We repeated this with varying strength (affinity) of
the singleton binding site, using the site’s likelihood score per the TF’s known PWM as a
measure of site strength. We tested 35 binding sites with site likelihoods ranging from weak
(close to zero) to strong (optimal site). Moreover, in order to rule out any bias arising from
the position of the singleton site along the enhancer, for each tested binding site we generated
19 enhancers with different placements of the site and averaged the predictions over the 19
enhancers. In all tests, we used a fixed concentration for the TF and we evaluated the trained
“CoNSEPT 1”7 model discussed in Figure 2.8F,G. As expected, the predicted expression
driven by one DL site increases as the likelihood of the site increases (Supplementary Figure
A3A). Specifically, we observed a non-linear saturating relationship between expression and
site’s likelihood score. The precise relationship, e.g., point of saturation, will depend on the

TF concentration also, which is not shown.

The same trend is observed for the TF TWI, which was also correctly learnt as an activator.
The expression increases non-linearly with site strength for sites with likelihood ratios in the
range 0.07 to 1 (Supplementary Figure A3B). However, we see an anomaly in the predictions
for enhancers with extremely weak TWI sites (likelihood ratio < 0.07). One explanation for
this anomaly is that the training enhancers have at most two sites for TWI, one with a
likelihood ratio of 1 (i.e. an optimal TWI site) and one with a likelihood ratio of 0.23.
This may have prevented CoNSEPT from learning the proper use of binding affinities for

extremely weak TWI sites.

Next, we performed a similar analysis for the TF SNA. Since SNA is (correctly) learnt
to act as a repressor, we expect no predicted expression from enhancers with only one SNA
binding site. Therefore, we placed a SNA binding site at a 20 bp distance from an optimal
DL (activator) site and repeated this for 29 different SNA sites whose likelihood scores range
from weak to strong according to the SNA PWM. Similar to the above analysis, for each
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SNA site we generated 18 synthetic enhancers that differ in their placement of DL-SNA
pair along the sequence and averaged the predicted expression over the 18 enhancers. In all
tests we used fixed concentrations for DL and SNA. As expected, the predicted expression
decreases as the strength of the SNA site (likelihood ratio to the optimal site) increases
(Supplementary Figure A3C). Also, similar to the above analysis, we see that CoNSEPT
learnt a non-linear saturating relationship between expression and the strength of SNA site
where sites with a likelihood ratio of 0.4 or stronger have the same repressive power (this

point of saturation will depend on the TF concentrations used).

Finally, to interpret the predictions of CONSEPT regarding overlapping binding sites, we
assessed the expression predicted by a trained CONSEPT model (CoNSEPT 1 model shown
in Figure 2.8F,G, and used in analyses above) for an overlapping pair of TWI and SNA sites
and compared it with the expression driven by enhancers with the same TWI and SNA sites
at various inter-site spacings. To guarantee an overlap we used and optimal TWI site (on
the negative strand) and a sub-optimal SNA site (on the positive strand). Also, similar to
the above analysis, for each inter-site spacing as well as for the overlapping site we generated
multiple synthetic enhancers with different placements of the sites pair in the enhancer and
averaged the expression over these enhancers. Supplementary Figure A3D illustrates the
predicted expression where the left most point; i.e., “distance = -1”, corresponds to the
enhancer with the overlapping sites. Predicted expression at distances > 0 are essentially
analogous to Figure 2.8G (third column) in the manuscript except that here we used a sub-
optimal SNA site (which explains the overall higher predicted expression here). We noted
that the expression driven by the overlapping site is no different from the expression driven
by a single TWTI site (red dashed line). This suggests that SNA site that overlaps with a TWI
site is not able to repress the activation at all, possibly because occupancy is dominated by
TWI at the tested settings of TF concentrations and site strengths. However, this finding
might not be necessary reliable because the training enhancers harbor at most a single
overlapping site pair (for TWI and SNA). Having a richer dataset containing many enhancers
with multiple overlapping sites can strengthen the accuracy of our findings. Therefore, by
no means we intend to imply here that our finding is “the correct” mechanism that underlies
the overlapping sites, especially that a significant amount of research has already aimed
at addressing this question and suggested various underlying mechanisms for the effects of

overlapping sites.
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A.1.2 Enhancer length constraints and data augmentation

CoNSEPT model requires each enhancer to be of the same length. The common length
of all enhancers in the Sayal et al. training set is 332 bp [26]. Enhancers in the Sayal et
al. test data set however have varying lengths and some are longer than 332 bp [26]. We
excluded two such enhancers significantly longer than 332 bp (855 bp and 893 bp long).
After this pruning, the longest enhancer in the remaining of test data set has a length of 635
bp which is nearly two times longer than training set enhancers. In order to make all the
enhancers have the same length, we expanded all of the enhancers shorter than 635 bp by
adding “dummy” bases at both ends. During one-hot encoding of the enhancer sequence,
this dummy base is encoded into a vector of zeros, [0, 0, 0, 0], to guarantee the detection of no
binding site in these regions. Moreover, in order to decrease any bias toward the placement
of these dummy bases during training, for each enhancer we repeat expansion for ~10 times
each with a different random number of dummy bases at the two ends, while keeping the
total length at 635 bp. Therefore, after expansion we obtain an augmented training data
set with a total size of up to 7107 (38 enhancers in 17 trans contexts with up to 11 different

expansions).

A.2 SUPPLEMENTARY FIGURES
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Figure A.1: Expression driven by 13 test enhancers along 17 V-D bins, as per data from
26].
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Figure A.2: Predictions of AB and AP models for test enhancers.
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Figure A.3: (Also see Appendix A.1.1) Effect of binding affinities and overlapping binding
sites on expression predicted by a trained CONSEPT model. (A,B) Predicted expression for
enhancers containing a single DL site (A) or a single TWI site (B) with varying strengths.
(C) Predicted expression for enhancers containing a single SNA site with varying strengths
placed at a distance of 20 bp from an optimal DL site. (D) Predicted expression for enhancers
with an optimal TWI site and a sub-optimal SNA site (Pr(site)/Pr(optimal site) = 0.01) at
various inter-site spacings (Blue), enhancer with an overlapping TWI and SNA site (orange
point), and enhancers with a TWI and a SNA site but with SNA at zero concentration (red
dashed line).
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A.3 SUPPLEMENTARY TABLES

Table A.1: Mapping between names used for enhancers in this study and Sayal et al. [26]

study.
Construct’s Name in current Construct’s Name in current
name in [26] study name in [26] study
dmrw Wild-Type 20dmrt2d3 D4-S5-T2
02dmrd1 D2 21dmrt2d4 D5-S5-T2
03dmrd2 D3 22dmrd3d4 D4-D5
04dmrt1 T1 23dmr4sm S1-S3-S4-S5
05dmrt2 S55-T2 24dmrsl 53-54-5S5
06dmrd3 D4 25dmrs2 S1-S4-S5
07dmrd4 D5 26dmrs3 S1-S3-SH
08dmrd1d2 D2-D3 27dmrs4 S1-S3-S4
09dmrd1t1 D2-T1 28dmrs1s2 S4-S5
10dmrd1t2 D2-S5-T2 29dmrs1s3 S3-S5
11dmrd1d3 D2-D4 30dmrsls4 S3-54
12dmrd1d4 D2-D5 31dmrs2s3 S1-S5
13dmrd2t1 D3-T1 32dmrs2s4 S1-S4
14dmrd2t2 D3-S5-T2 33dmrs3s4 S1-S3
15dmrd2d3 D3-D4 34dmrb S2
16dmrd2d4 D3-Db 35dmrd1b D2-52
17dmrt1t2 S5-T1-T2 36dmrbt2 S2-S5-T2
18dmrt1d3 D4-T1 37dmrbd3 D4-52
19dmrt1d4 D5-T1 38dmrbd4 D5-S2

Table A.2: Trained parameters for LM, GLM and GLMQ models.
the model with the smallest training error is shown).

(For GLM and GLMQ

Model | Wpr, Wrwr Wena WpL-pL Wrwr—rwi | Wsna—sna | Wor—rwr | Wp
LM 8.40e-1 | 7.20e-2 | -3.40e-1 | - - - - 1.44e-1
GLM | le-b le-5 -4.35el | - - - - -6.21el
GLMQ| 8.11el | le-5 -8.32e2 | -2.68e2 | 7.82¢2 2.33 -1.01e2 | -6.09




Table A.3: Parameters used in different GEMSTAT models in this study.

Model Repression Parame- | Activator Common Parame-
ters Coopera- ters
tivity
AP DL-SNA & TWI-SNA gsry; DNA-binding
short-range  interac- | DL-DL, parameters for DL,
tions TWI-TWI, TWI, SNA; Activator
Q DL-SNA & TWI-SNA DL-TWI potency parameters
short-range  interac- for DL, TWI;
; SNA-SNA
ions .
cooperativity
NR B, for SNA
DIR SNA-BTM direct in-
teraction
COOP (same as NR) g, for
SNA
NO-COOP | (same as NR) f, for | none
SNA

Table A.4: Hyper-parameter values used for constructing and training an ensemble of 2016
CoNSEPT models.

Parameter Values

—cAct (cooperativity activation function) | Tanh , ReLLU

—csc (size of cooperativity kernels) (4,2) , (5,2) , (8,2), (10,2)
—dr (dropout rate) 0,0.25,0.5

—nChans (number of channels in the addi-
tional convolutional layers)

(36,6) , (24,6) , (24,4) , (12,3), (6,3), 0

—0Act (output activation function) Tanh , sigmoid

(4,2) , (5,2) , (6,2) , (7,2) , (82) , (9,2) ,
(10,2)

—psb (pool size for extracting strongest
binding sites)
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Table A.5:

error.

Hyper-parameter setting of the CoNSEPT

model with the smallest validation

Model Parameters Value
~bs (batch size) 20
—nEpoch (number of training epochs) 1000
—cAct (cooperativity activation function) | relu
—csc (size of cooperativity kernels) 4,2
—dr (dropout rate) 0.5
-nChans (number of channels in the addi- | 36,6
tional convolutional layers)

—0Act (output activation function) sigmoid
—psb (pool size for extracting strongest | 5,2
binding sites)

—sc (stride of cooperativity kernels) 4,2

Table A.6: P-values of Spearman’s correlation between the predicted and true expression
driven by each of the train, validation and test enhancers for the best-trained GLM, GEM-
STAT and CoNSEPT models discussed in Figure 2.8B. Number of significant p-values (No.
significant) were computed using a significance threshold of 0.05. The aggregated p-values
were computed for each of the train, validation and test groups using Fisher’s method.

Model Train (38 enhancers) | Validation (3 enhancers) | Test (11 enhancers)
No. Sig- | Aggregated No. Sig- | Aggregated | No. Sig- | Aggregated
nificant p-value nificant p-value nificant p-value

GLM 34 1.3e-50 3 2.5e-9 10 7.1e-32

GEMSTAT | 34 7.2e-72 2 1.1e-6 8 2.0e-20

CoNSEPT | 37 9.2e-262 3 1.0e-12 10 4.0e-36
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Table A.7: A comparison between the performance of different models used in this study.
Asterisks (*) indicate performance on a test set with 11 enhancers that is a subset of the
default test set with 13 enhancers. The smaller test set was used since two of the default
test enhancers could not be subjected to the CONSEPT model due to their lengths.

Model Train Validation| Test Train Validation| Test
RMSE | RMSE RMSE Correla- | Correla- Correla-

tion tion tion

LM 0.17 - 0.20 0.61 - 0.66
GLM 0.15 - 0.15 0.63 - 0.72
GLMQ 0.13 - 0.18 0.73 - 0.54
AB 0.10 - 0.32 0.84 - 0.20
AP 0.09 - 0.16 0.72 - 0.59
NR 0.09 - 0.15 0.68 - 0.62
0.16* 0.58%*

Q 0.09 - 0.16 0.72 - 0.59
DIR 0.10 - 0.15 0.76 - 0.65
COOP (same | 0.09 - 0.15 0.68 - 0.62
as NR) 0.16* 0.58*
NO-COOP 0.11 - 0.16 0.63 - 0.65
CoNSEPT 0.08 0.15 0.15* 0.91 0.78 0.75%*
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APPENDIX B: SUPPLEMENTARY MATERIALS FOR CHAPTER 3

B.1 SUPPLEMENTARY FIGURES

Network 1 Network 2

Figure B.1: The structure of four gene regulatory networks used in this study titled by
their network ID. These figures were generated using GNW package [114]. Note that all the
auto-regulatory edges as well as cycles were removed prior to feeding networks to SERGIO
although they are present in this figure. (a) Shows network 1, sampled from E.coli, containing
100 genes and 137 regulatory edges. (b) Shows network ID 2, sampled from E.coli, containing
100 genes and 258 regulatory edges. (c¢) Shows network ID 3, sampled from S. cerevisiae,
containing 400 genes and 1155 regulatory edges. (d) Shows network ID 4, sampled from E.
coli, containing 1200 genes and 2713 regulatory edges.
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Figure B.2: To interpret the total variation values and assess the quality of match between
the real and synthetic data, for each statistic we looked at a pair of simulated replicate
of DS3 and a real sample which their total variation is close to the median of the total
variations of the corresponding statistic. This figure gives a qualitative understanding of the
total variation score, which is a number between 0 and 1 reflecting how well two distributions
match. Continued on next page. Each row represents one of the quantities studied in Figure
3.2, and shows the distribution of that quantity in one of the simulated replicates and one
of the real data sets; the two data sets selected for display here have a total variation (“tv”)
that is typical for that quantity. (i) This column compares the distribution of synthetic
against the real data as a box plot. (ii) This column shows an alternative visualization of
the distribution of the quantity of interest in real data. (iii) This column shows an alternative
visualization of the distribution of quantity of interest in the synthetic data. The quantities
examined include (a) library sizes (b) zero counts per cell (¢) zero counts per gene (d) mean
mRNA counts and (e) variance of mRNA counts.
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Figure B.3: A curated gene regulatory network for mouse was obtained from RegNetwork
database [148]. After preprocessing and excluding the genes that are not present in the
mouse brain scRNA-seq data [132] we obtained a gene regulatory network (GRN) containing
15272 genes and 76483 gene-gene interactions. Due to the absence of prior knowledge about
the regulatory role of the majority of these interactions, for each interaction we randomly
assigned either an activation (probability of 75%) or a repression role (probability of 25%).
The interaction strengths were uniformly sampled from the range 1 to 5 (similar to DS1-15)
and master regulators’ production rates were sampled using the same settings used for DS2-8
to represent nine established cell types. We simulated this GRN using SERGIO to obtain
one synthetic expression data containing 15272 genes and 3600 single-cells. Subsequently,
we added technical noise by comparing this data against the mouse brain scRNA-seq data
set [132] which contains the expression of the same 15272 genes (genes that are not present
in the RegNetwork’s GRN were excluded) in 3005 single-cells. The quantities examined for
adding technical noise include (a) library sizes (b) zero counts per cell (¢) zero counts per
gene (d) mean mRNA counts and (e) variance of mRNA counts. (f) Total variation between
the real and simulated data after adding technical noise (synth) are small (<0.2) and are as
good as total variations for the same statistics in DS1-8. (g) The inverse relation between
genes’ mean expression and zero counts (per gene) present in the real data was reproduced
after adding technical noise. (h) Inverse relation between squared coefficient of variation and
mean expression of genes over all single-cells is matched between real and simulated data
after adding technical noise. The black line shows an arbitrary function of form y ~ 1/x
which matches with the observed behavior in both real and synthetic data. As is evident
from this plot, highly variable genes in the real data with mean expression >0.15 were not
captured in the simulated data. Addition tuning of parameters of SERGIO might help tune
the variance of genes and improve the quality of match between the real and synthetic data.
(i) The inverse relation of form y ~ 1/x is not a result of technical noise and is also observed
in clean simulated data.
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Figure B.4: Shows the distribution of correlation coefficients between all pairs of interact-
ing genes (regulator — target pairs present in the “ground truth” GRN that was used for
simulations) in clean and noisy data of one simulated replicate of DS3, as well as in data
imputed by MAGIC [92]. (a) Represents the distribution of TF-gene expression correla-
tion coefficients in the clean simulated data. (b) Represents correlation coefficients in the
noisy data. After adding technical noise, the co-expression signal in the data (panel a) is
severely distorted. (c) Distribution of correlation coefficients in the data underlying panel
b, after imputation with MAGIC [92] using parameter setting ¢ = 2. Even upon setting
t to such a small value, several spurious co-expression signals (right tail of distribution as
compared to panel a) emerged in the data, compared to the ground truth shown in panel a.
(d) Distribution of correlation coefficients after imputation with MAGIC using ¢ = 7. This
introduces even more false co-expression signals compared to panel ¢. (¢) MAGIC imputed
data with default ¢ setting. We observe almost a uniform distribution over the whole range
of correlation coefficients, showing a large number of false positives of co-expressed TF-gene
pairs.
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Figure B.5: Correlation structures in clean and noisy simulated data sets as well as imputed
versions of the latter. Columns correspond to four arbitrarily selected regulatory interactions
(TF-gene pairs) in DS3 (network 4). (a) Clean simulated data. Each panel shows the
expressions of the chosen regulator and target pair, in single cells, and the Pearson correlation
coefficient between these two observables is noted in caption at the top. (b) TF and target
gene expression values for the same TF-gene pairs as in (a), after technical noise has been
added. The simulated UMI counts are shown. (c¢) TF and target gene expression values for
the same TF-gene pairs as in (b), after imputed using MAGIC with ¢t = 2. Note that level
of co-expression appears greater than that in clean data (“ground truth”). (d-e) Same as
(¢), but with MAGIC run using ¢ = 7 and ¢t = default respectively.
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Figure B.6: We used the GRN containing 1200 genes (the same network as that used for DS3-
8) to simulate data sets with 15 replicates using the mode of SERGIO that includes activator-
activator cooperative regulation. Subsequently, we added technical noise by comparing this
data set against 50 samples obtained from the mouse brain scRNA-seq data set [132] (the
same samples as those used for adding noise to DS3). The quantities examined for adding
technical noise include (a) library sizes, (b) zero counts per cell, (c) zero counts per gene, (d)
mean mRNA counts, and (e) variance of mRNA counts. (f) Total variation between each
sample and simulated replicate after adding technical noise. (g) The inverse relation between
genes’ mean expression and zero counts (per gene) present in the real data was reproduced
after adding technical noise. (h) Inverse relation between squared coefficient of variation and
mean expression of genes over all single-cells is matched between real and simulated data
after adding technical noise. The black line shows an arbitrary function of form y ~ 1/x
which completely matches with the observed behavior in both real and synthetic data. (i)
The inverse relation of form y ~ 1/x is not a result of technical noise and is also observed
in clean simulated data.

133



(@ ROC, 1200 Genes (b) PRC, 1200 Genes (e) ) AUROC, 1200 Genes (f)‘ AUPRC, 1200 Gones _(8) Ratio of the targeted interactions predicted
1

075
050 05

025

woGoo 2 S ry o 00 5
— wews ~ R o o o
e S~—}—_ F W W
00 02 04 06 08 70 00 0z 0 06 08 ™ (h) o i) o )
ate

00, _AUROC, 1200 Genes *'' || AUPRC, 1200 Genes o

0
0 20000 40000 60000 80000
Top predicts

Ratio of the targeted interactions predicted

075 . 075

050 050 05

025 025

0.00 o 0
2 0 20000 40000 60000 80000 100000 120000140000
=02 Top predicted interactions

P
W/ Coop Noisy.
Wlo Coop MAGIC
wi Coop MAGIC.
/o Coop Noisy
Wi Coop Noisy.
wlo Coop MAGIC {Jb
wi Coop MAGIC Jf§

Figure B.7: Comparing the performance of GENIE3 on three clean simulated data sets,
namely a data set without cooperative regulation (DS3; called “w/o Coop” here), a data set
with moderate cooperative regulation (“w/ Coop”), and a data set with large cooperative
regulation (“w/ large Coop”) dominating non-cooperative effects. All three data sets were
simulated with the same underlying GRN (Network ID 4) and in 15 replicates. (a) ROC
and (b) PRC of GRN prediction by GENIE3 (on one simulated replicate from each data
set) shows that inclusion of cooperative regulation does not impact GRN inference. We
next added technical noise to the data set with moderate cooperativity (w/ Coop), in a way
that matches the noise in a mouse brain scRNA-seq data set [132] (Figure B6). GENIE3
was applied on this noisy data set before and after imputation by MAGIC (¢t = 2). (c)
ROC and (d) PRC of GRN prediction by GENIE3 (on one simulated replicate from each
data set) confirms that without imputation, GRN inference from noisy data is not impacted
by inclusion of cooperative regulation (compare “w/o Coop noisy” to “w/ Coop noisy”).
Moreover, similar to our observations on data without cooperative regulation, using MAGIC
(t = 2) to impute noisy data increases signal for GRN inference by GENIE3, even when the
data was generated by a GRN with cooperative regulation (compare “w/ Coop noisy” to “w/
Coop MAGIC(t=2)")). Mean AUROC (e) and AUPRC (f) over 15 replicates of each of the
three clean simulated data sets and mean AUROC (h) and AUPRC (i) over 15 replicates of
each of the four noisy simulated data sets (two before imputation and two after imputation
by MAGIC) show the same trend discussed in (a-d). We next evaluated the enrichment
of regulator-target interactions that are affected by cooperativity (e.g., interactions B-A
and C-A are said to be affected by cooperativity if B and C cooperatively regulate A)
among the top-k predictions of GENIE3 obtained from data sets simulated with cooperative
regulation. Also, to assess the impact of cooperativity on this enrichment, we collected
the interactions affected by cooperativity (in cooperativity simulations) and evaluated their
enrichments among GENIE3 predictions obtained from simulated data in the absence of
cooperativity. Note that this is feasible because we used the same GRN topology in the two
modes of simulation. (g) Shown is the fraction of such interactions recovered in the top-k
predictions (x axis) of GENIE3 applied to clean simulated data sets. Although inclusion
of cooperative regulation does not impact GRN inference from simulated data (e.g., Figure
B7 a-b), interactions that were affected by cooperativity are more enriched among the top
GENIE3 predictions as compared to the same interactions in the absence of cooperativity. (j)
Shows the enrichment of interactions affected by cooperativity among the top-k predictions
of GENIE3 applied to noisy simulated data sets before and after imputation by MAGIC.
Imputation by MAGIC increases the enrichment of such interactions (purple versus red
curve).
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Figure B.8: PC representation of wild-type (WT) and knockout (KO) simulated trajectories
using GRN obtained by GENIE3 (a) Two-dimensional PC representation of WT trajectory
(identical to Figure 3.5A, right). (b) Projection of Tcf7-KO simulated trajectory on the PC
space of WT trajectory. The average Euclidean distance between cluster centers of Tcf7-
KO and WT trajectories in 10 dimensional PC space is 8.2. (c) Projection of Gata3-KO
simulated trajectory on the PC space of WT trajectory. The average Euclidean distance
between cluster centers of Gata3-KO and WT trajectories in 10 dimensional PC space is
1.0. (d) Projection of Spi-KO simulated trajectory on the PC space of WT trajectory. The
average Euclidean distance between cluster centers of Spi-KO and W'T trajectories in 10
dimensional PC space is 1.2.
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Figure B.9: User can control the thickness of differentiation path and the dispersion of cells
around the trajectory. The user defined migration rate r controls the number of paths that
are simulated between two cell types (each edge in the provided differentiation graph). For a
given number of cells per cell type (nCells) and migration rate r, a total number of r x nCells
paths is simulated between the two cell types. Finally, single-cells are randomly sampled
from the aggregation of all simulated paths. (a,b,c) For fixed unspliced and spliced noise
amplitudes ¢* and ¢° respectively, increasing the migration rate r increases the thickness of
the simulated differentiation path as single-cells are sampled from a bigger pool of cells in
between the two origin and end cell types. (d,e,f) For a fixed migration rate r, increasing
the spliced and unspliced noise amplitudes increases the dispersion of single cells because
the higher stochastic noise increases the variance among single-cells.
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Figure B.10: (a) PCA representation of single cells in the clean simulated version of DS13.
This data set contains 24000 cells in total. For simulating DS13 we used the same GRN,
parameter settings, and differentiation graph as we used for DS10. (b) PCA representation
of single cells in the clean simulated version of DS14. This data set contains 36000 cells in
total. For simulating DS14 we used the same GRN, parameter settings, and differentiation
graph as we used for DS11.
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Figure B.11: Comparisons between differentiation data sets generated by SERGIO and real
scRNA-seq data sets. We show the distributions of per-cell quantities in (a,c), and per-gene
quantities in (e, g, i), for DS13 and DS14 separated by dashed lines. These comparisons
are shown between one sample from the real data set (“real”), the clean simulated data
(“clean”), and its technical noise-added version (“synth”). The real data used for DS13 is a
published 10X genomics single-cell data of dentate gyrus of mouse hippocampus [137], and
for DS14 we used a single-cell RNA-seq data set from the mouse cerebral cortex [132]. More
comprehensive comparisons — between the noisy simulated data and every real sample — are
shown in panels to the right: the total variation (see section 3.3) is calculated to compare
the real and synthetic distributions and the average total variation across all comparisons
is shown in panels (b, d, f, h, j). (a,b) Distributions and total variation of library sizes.
(c,d) Distributions and total variation of zero counts per cell (normalized by number of
genes). (e,f) Distributions and total variations of zero counts per gene (normalized by total
number of cells). (g,h) Distributions and total variations of genes’ mean expression. (i,j)
Distributions and total variations of genes’ expression variances.
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Figure B.12: Distributions of dropout rates in single cells belonging to (a) red, (b) blue, (c)
green, (d) purple, (e) orange, and (f) yellow, cell types shown in Figure 3.7. For each cell type,
the ratio of cells which have 80% or more dropout rate is denoted. The orange cell type suffers
the most from dropout and its distribution shows the most skewness toward large dropout
rates as compared to other cell types. This is consistent with the poor correlation observed
for this cell type, between the inferred pseudotime from the noisy and clean expression
matrices (Figure 3.7G).
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B.2 SUPPLEMENTARY TABLES

Table B.1: Technical noise parameters used in this study.

DS-ID Outlier Genes Library Size Dropouts g(l)lv;lity
thresh-
old *
0 e e Lt oL L q -
1 0.01 0.8 1 4.8 0.3 20 82 5
2 0.01 0.8 1 6 0.4 12 80 5
3 0.01 0.8 1 7 0.4 8 80 5
4 0.01 3 1 6 0.3 8 74 5
5 0.01 3 1 6 0.4 8 82 5
6 0.01 5 1 4.5 0.7 8 45 5
7 0.01 3 1 4.4 0.8 8 85 5
8 0.01 4.5 1 10.8 0.55 2 92 2500
13 0.01 0.8 1 3.6 0.4 8 70 5
14 0.01 0.8 1 5 0.4 4 80 5

( * ) Cells with a total count < 7 were considered as low quality cells and were removed

from both real samples and synthetic replicates.

Table B.2: Parameter settings used for running Singe [141].

Parameter Value

A 0, 0.1, 0.01

(dT num_lags) (3,5), (5,9), (9,5), (5,15), (15,5)
kernel_width 0.5,1,2,4

prob_zero_removal 0

prob_remove_samples 0.2

num_replicates 10
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Table B.3: Low and high expression ranges from which the master regulators’ production

rates were sampled.

DS-ID Low Expression Range | High Expression Range
DS1 [0.2 0.5] (0.7 1]

DS2-8 [0 2] 2 4]

DS9-15 [0 1] (3 4]

Table B.4: A comparison between running times of SERGIO and BoolODE.

Experiment | Network | Number | Number SERGIO | BoolODE
ID Genes Cell Type- | time (s) | time (s)

/Simulation
Time

1 4 1200 9 4607 8179

2 4 1200 1 733 1058

3 3 400 1 132 1145

4 2 100 1 28 75
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APPENDIX C: SUPPLEMENTARY MATERIALS FOR CHAPTER 4

C.1 SUPPLEMENTARY NOTES

C.1.1 Rules of do-calculus

Assume all the causal associations between pairs of variables are represented by a Directed
Acyclic Graph (DAG) G. Let Y denote the outcome variable of interest and 7,7, and W
represent three disjoint set of nodes, excluding Y, in G. Also, let Gy, represent the graph
obtained by removing all the incoming edges of V', where V' denotes a subset of nodes in G,
and Gy represent the graph obtained by removing all the outgoing edges of V. Using these

notations, we may write the second and third rules of do-calculus [183] as:

Rule 2:
P(Y|do(T),do(Z),W) = P(Y|do(T), Z,W) if YGTZZ\T,W (C.1)

The notation Y Z|T, W should be read as: Y and Z are d-separated by conditioning on
T UW in graph Gy, i.e., the graph obtained by removing all the incoming edges of T" and
all the outgoing edges of Z. Two variables a and b are ”d-separated” by c if there exists no
collider-free path between a and b in the causal graph that does not visit ¢, i.e., if ¢ ”blocks”
every collider-free path between the variables. (A ”collider” is a node in a graph where two

arrows ”collide head-to-head”.)

Rule 3:

P(Y|do(T),do(Z),W) = P(Y|do(T), W) it Yig, _ Z|T,W (C.2)

Z(W)

The notation Y(GT)WZ |T, W should be read as: Y and Z are d-separated by conditioning
on T'UW in graph (GT)TW)f i.e., the graph obtained by first removing all incoming edges to
T, obtaining the graph G, and then removing all incoming edges into the set Z(W), defined

as the set of nodes in Z that are not an ancestor of any node in W in graph Gz.

Informally speaking, rule 2 of do-calculus allows the conversion of a do-term to a conven-

tional statistical conditioning and rule 3 allows the elimination of a do-term from the causal
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quantity.

C.1.2 Lemma 4.1 and proof

Lemma 4.1: Consider the causal structure ¢/ shown as a DAG G in Figure C.1A, where a
subset of the variables { X} influence the outcome variable Y, and the variables { X} are in
turn influenced by a variable Z’. The variable X; influences Y, A(v) represents the indices
of other variables that are associated with Y, and N A(v)) represents the indices of variables
that are not associated with Y. The union of all directed associations from variables in
Xna() to nodes in Xapyugy (resp. from nodes in X4y to nodes in Xy aqy)) is shown
by a directed edge from XyA(v)) to Xawugy (resp. from Xuupy to Xna)). (Note:
although the directed edges shown between X 4(y)uqip and Xy aey) suggest the existence of a
cycle, the actual directed edges represented by these two edges are assumed not to form a

cycle.) For this causal structure,

E [Y]do (Xawutiy = Tawyuriy) »do (Xvaw) = Txaw)] = E [Y]do (Xawury = Taw)]
(C.3)

Proof: This lemma is a direct result of the third rule of do-calculus. We define Z = Xy 4y,

T = Xawyugy, and W = 0; thus, in G, all direct edges into Y are from T' = X 4y and
none from Z = Xpyyu). We first obtain graph Gz of equation C.2 by removing edges
incoming into 7" = X oy (Figure C.1B). Since W is empty, we have Z (W) = Z, where
Z(W) is defined as the set of nodes in Z that are not an ancestor of any node in W = ().
Thus, (GT)W is obtained from G7 by further removing all edges coming into Z = X 4(y),
giving us the graph shown in Figure C.1C. Note that this derivation of (GT>W also removes
all causal dependencies among variables {X}, regardless of their direction. Thus, in the
resulting graph shown in Figure C.1C, there is no path of association between Z = Xy 4(y)

and Y and therefore the condition of the third rule of do-calculus is satisfied and we get:

E[Y|do(T),do(Z),W] = E[Y|do (T), W] (C.4)

and thus, by substituting the definitions T = X4 yyugiy, £ = Xnaw), W = 0, we have

E [Y|do (Xawyog = Tawgy) > do (Xnaw) = tvaw)] = E [Y]do (Xawug = Tawory) ]
(C.5)

This completes the proof of Lemma 4.1.
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Figure C.1: (A) Causal DAG, G, representing the causal structure 1 consistent with graph
in Supplementary Figure C.2. Associations between X syyuqy and Xy a(y) are represented
by two ”— @” edges to emphasize that they do not introduce cycles. (B) Graph Gz in the
notations used for the proof of Lemma 4.1. (C) Graph (G7)zqpy in the notations used for
the proof of Lemma 4.1. (D) Graph Gz in the notations used for the proof of Lemma 4.2.

C.1.3 Lemma 4.2 and proof

Lemma 2: Consider the causal structure 1, represented by DAG G (Figure C.1A), with
variables and associations as defined in Lemma 4.1. Then

E [Yldo (Xawpy = Tawom)] = B [Y]Xawou = Tawor] (C.6)

Proof: This Lemma is a direct result of the second rule of do-calculus. Using the notations
of equation C.1, we define Z = X (yuq}, and T = W = (. We obtain graph G7yz = Gz of
equation C.1 by removing edges outgoing from Z = X ,y)ugy in G. Since in the resulting
graph shown in Figure C.1D, there is no path of association between Z = X 4(y)uqy and Y,

the condition of the second rule of do-calculus is satisfied and we get:

E[Y|do(T),do(Z),W] = E[Y|do(T), Z, W] (C.7)

and thus, by substituting the definitions T'=W =0, Z = X a(p)ug}, we have

E [Ydo (Xawty = Tawom)] = B [V Xawou = Tawo] (C.8)

This completes the proof of Lemma 2.
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C.1.4 Shapley Value: explaining a multi-player game

Assume M = {l..m} is a set of m players contributing to a game whose outcome is

measured by a value function v:

v(S)eR VSCM and v(@)=0 (C.9)

Contribution of player ¢ € M to the game’s outcome can be computed by Shapley value
[242] of the " player:

1 .
b= 3 W(msu i) - v<s>) (C.10)

SCM\{:} 1S|
Shapley value defined as above is a fair contribution allocation method as it satisfies several

desirable properties discussed elsewhere [180, 242].

C.1.5  SHAP value: Explaining an arbitrary function

Next, the question is how to use Shapley value for explaining the output of an arbi-

trary function. Assume we have an observational dataset D = {(DX,Dy)j} ) =
je{l.n

{({Xi}ieM, {Y})]} Ly’ where M = {1..m}, containing n observations for an outcome
je{l.n

of interest Y and m covariates X = {X,};,cps that are independent and identically dis-

tributed (IID) samples from a distribution P(X,Y), X € R™ Y € R. Also, we trained a

machine learning model f on the data through regression to predict Y from X, so we have:

Vi~ P(X), f(z)=E[Y|X = 1] (C.11)

where P(X) denotes the marginal distribution of covariates. The goal is to measure the
contribution of the " dimension (henceforth called “feature i”) of input # € Dx to the
function’s output at X = z, i.e., f(z). In order to employ the idea underlying equation
C.10, we need to define how a function f may be evaluated on a subset S C M of features,
i.e., f(zs). By having a well-defined notion for f(zg) we can extend equation C.10 to

measure the contribution of feature 7 to the output of function f locally at X = x as follows:

¢i(f,x) = Z ﬁ (f(ﬂUSU{i}) - f(ﬂﬂs)) (C.12)

SCM\{i} S|
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Lundberg and Lee [180] proposed to define

flzs) = E[f(X)[Xs = @s] = Ep(xg|xs=as)[ [ (¥5, X5)] (C.13)

where S = M \ S. Later, Janzing et al. [182] modified this notion by defining
f(zs) = FE[Y|do(Xs = xg)] which under their assumed causal graph is simplified to
E[Y|do(Xs = wxs5)] = Epxy|f(rs, Xg)], where do(.) represents the Pearl’s do-operator
[191]. This interpretation of SHAP values was later adopted by Lundberg et al. [168]. By

using the notion proposed by Janzing et al. in equation C.12 we obtain:

Gi(f,m)= > ﬁ (EXS\{Z-} [f (@sugay, Xa\giy)] — Exg [f($s,Xs)]) (C.14)

scangy U]

In order to relate to the language used in Methods (section 4.3), we define S = A(v),
where 1 is the causal structure in which only the subset S C M\ {i} of covariates (i.e., Xg)
and feature i (i.e., X;) are associated with outcome Y. Thus, we have S = NA(¢)U{i}. By

substituting these notations in equation C.14 we get:

1
oi(f,x) = Z W(EXNAW,) Lf(Xi = i, Xaw) = Taw), Xvaw))]—
A(p)CM\{i} M| a)|

Ex pacoi [ (Xaw) = 2aw), Xvawyuy)l)  (C.15)

which is equivalent to our approximation, «;(z) formalized in Methods (section 4.3), for
estimating local causal feature association defined by LT FE;(x) in equation 4.4 in Meth-
ods (subsection 4.3.1). Therefore, SHAP value [168, 180] ¢;(f, ), under the interpretation
provided by Janzing et al. [182], is equivalent to a;(x) defined in equation 4.14.
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C.2 SUPPLEMENTARY FIGURES

Figure C.2: A causal diagram for feature attribution problem. The diagram includes m
observed covariates, {X;},. (1.m}s and an outcome of interest, Y. The goal is to identify
the causal association between covariate X;, and Y (solid arrow), while the associations
between other covariates and Y are not known (dashed arrows). Causal dependencies among
covariates are assumed with unknown directionality (lines with square ends). Confounder
variable Z' is not observed and is assumed to be causally associated with all covariates but
not with the outcome.
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Figure C.3: (A,B) Precision and recall rates for various cutoffs on the top predictions made
by CIMLA and z-score-S on (A) low-confounding, and (B) high-confounding simulated data
(error bars reflect variations among 15 simulated datasets). (C,D) False Positive Rate (FPR)
for the top 5% predictions of CIMLA and z-score-S for the task of discriminating differential
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small delta-correlations (dCorr<0.16) and those with large delta-correlations (dCorr>0.16),
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Figure C.4: (A,B) Performance of CIMLA and other methods for the “entire dGRN” pre-
diction task on noisy simulated data at varying dropout levels in terms of (A) AUROC,
and (B) Normalized AUPRC. Each bar represents the median over five simulated replicates.
(C-E) Comparing the performance of different methods in terms of normalized AURPC for
predicting the differential regulations of each gene in the “per-gene” prediction task. Darker
colors show higher counts of genes in the 2-dimensional histogram.
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Figure C.5: (A) Top hub TFs, i.e., those targeting greatest number of DEGs, in the dGRN
found by CIMLA-RF. (B) Top differentially regulated DEGs, i.e., those with greatest number
of differential regulations (AREGs) found by CIMLA-RF.
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C.3 SUPPLEMENTARY TABLES

Table C.1: Literature survey supporting Figure 4.5D

TF /Gene
Name

Evidence

ZFY

One of ~25 genes differentially expressed in superior parietal lobule of
male and female AD patients [243]. The parietal cortex is important
in AD [244].

ZNF433

Not known to be associated with AD, but evidence for being a suscep-
tibility gene for Multiple Sclerosis [245], a neurodegenerative disease.

SCX

Known to be downregulated in AD and speculated to be involved in
impaired neuronal plasticity and wiring [246].

ZNF154

One of 15 differentially methylated regions associated with conversion
to AD [247]. One of 166 genes differentially expressed between older
adults with dementia and younger adults with dementia, in a cohort
of Down syndrome patients [248].

HMGB2

Plays a key role in neuroinflammation, which is associated with mi-
croglial activation and can lead to neurodegenerative diseases includ-
ing AD [249]. Involved in regulation of LRP1 [250], a protein involved
in pathogenesis of AD [251].

KLF16

One of 68 loci identified in GWAS study of AD [252].

FOXP4

One of nine proteins identified as AD-associated by a machine learn-
ing method and found to have higher expression in AD brains and its
knockdown was shown to reduce inflammation-induced tau phospho-
rylation [253].

ZNF408

One of 28 genes differentially expressed between Mild Cognitive Dis-
order (thought to be an early form of AD in a subset of individuals)
and controls, in olfactory mucosa (OM) cells [254]. (OM cells are
studied in AD context because they show pathological features com-
mon with AD brains, and olfactory dysfunction is an early symptom

of AD).
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Table C.2: Literature survey supporting Figure 4.5E

TF /Gene | Evidence

Name

KATS Involved in syndromic intellectual disability [255]. Involved in regu-
lation of H3K16ac and AD S-amyloid generation [256]. KATS8 locus
is linked to AD via multiple GWAS studies [257, 258, 259].

MTR This is Methionine synthase, and methionine metabolism has been
associated with AD [260]. Polymorphism in MTR is risk factor for
AD [261, 262].

GPI Modifier of neurodegeneration in Parkinson’s models [263]. One of
10 hub genes in entorhinal cortex and hippocampus of patients with
AD [264]. Related to metabolic differences in AD brains [265].

GART Important candidate gene in Down syndrome-related AD [266].

HAGH Associated with AD in APOE €4 carriers [267].

AP4M1 One of 11 candidate genes identified based on integration of AD
GWAS and multi-omics analysis [268]. One of five biomarkers of
AD identified based on coexpression analysis and molecular signa-
tures [269)].

CHCHDI10 | Mutation in gene identified in patients with AD [270, 271].

CDKNI1B | Up-regulated in pre-frontal cortex of mouse models of AD [272].

ADAMTS2 | Member of the ADAMTS family of ECM proteases, that are increased

at early age in AD mice model [273]. Identified as potential target
for AD [274].
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