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Abstract

Since the advances in the technology of high-throughput sequencing (HTS), scientists are
able to sequence several molecules at a time, having huge data sets of genes. Concretely, bulk
RNA sequencing (bRNA-seq) measures average gene expression across a population of hetero-
geneous cells and single-cell RNA sequencing (scRNA-seq) examines gene expression patterns
of individual cells. Tissue samples are still routinely processed in bulk due to the complexity
of scRNa-seq methodology, which makes it critical to determine the cell-type composition of
each sample and the gene expression profile (GEP) of each constituent cell type. By the pro-
cess of deconvolution, this can be achieved, and concretely, computational deconvolution has a
bright future in understanding the underlying mechanisms of many biological processes by its
cell type composition. Since 2016, many statistical-based approaches have tried to solve this

problem. In addition to all of them, currently, new deep-learning methods have appeared.

Given these circumstances, the main objective of this end-of-degree project (EDP) is to
compare the performance of the two more up-to-date methods of bRNA-seq deconvolution on
different scenarios and with different types of data, in order to ensure that the evaluation is as

thorough as possible.

Accordingly, two algorithms are tested, the SCDC method based on weighted non-negative
least squares (W-NNLS) and the Tissue-AdaPtive auto-Encoder (TAPE) method based on Deep
Neural Networks (DNNs). They are both tested with two types of data, pseudo bulk with known
solution, and real data of human pancreatic islets. For each experiment, different figures and
metrics are chosen depending on the type of data, such as can be Concordance Correlation Coef-
ficient (CCC), mean absolute error (MAE), absolute error plots, Bland-Altman plots, Wilcoxon

signed-rank test and linear regression algorithms.

After the completion of the EDP, it is concluded that, although SCDC shows better perfor-
mance on pseudo bulk experiments and TAPE performs badly on them, TAPE is a more robust
method that performs better for real data scenarios. However, it has been demonstrated that
both methods still have some way to go in terms of deconvolution across protocols. Given
the experiments conducted during this EDP, it is difficult to determine which method is better
for deconvolution performance, since both of them have their advantages and disadvantages

depending on the protocol, size and cell types of the data.
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Chapter 1
Introduction

This chapter presents the different topics on which the context and motivation of this end-of-
degree project (EDP) have been based. Moreover, general and specific objectives are listed.

Finally, a short description of the structure of the chapters is summarized.

1.1 Context and motivation

In recent years, we have had many advances in the field of medicine and genomics, even so,
there is still a great gap between current treatments and the cure for many genetic diseases,
such as cancer. The main feature of these diseases are the changes in gene regulation due to
mutations that modify the usual functions of the genes and proteins. This disruption in gene
regulation could lead to uncontrolled cell growth and proliferation, which is difficult to control
and stop once it begins. Therefore, the root of this issue begins with the understanding of gene

mutations, and thus, of human transcriptome [1].

Since the advances in the technology of high-throughput sequencing (HTS), scientists are
able to sequence several molecules at a time, having huge data sets of genes. Specifically,
focusing on human transcriptome we have two types of Ribonucleic acid (RNA) sequencing
(RNA-seq). The first type is bulk RNA sequencing (bRNA-seq), which measures average gene
expression across a population of heterogeneous cells, and the second type is single-cell RNA
sequencing (scRNA-seq), which examines gene expression patterns of individual cells. Re-
searchers can analyze the transcriptome of different cells within the same tissue type using
single-cell technologies. This method is very effective in the study of the heterogeneity of cells

in complex tissues, as in tumour heterogeneity research. However, having a more precise tool
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such as single-cell sequencing would give a more accurate methodology and quality control [1].

As a result, tissue samples are still routinely processed in bulk, making it critical to deter-
mine the cell-type composition of each sample and the gene expression profile (GEP) of each
constituent cell type. The term “deconvolution” in this field refers to a process that calculates the
proportion of each cell type in a bulk sample, as well as their corresponding cell-type-specific
GEPs. Apart from experimental deconvolution, computational deconvolution has a bright future
due to innovative approaches emerging in recent years. Since 2016, the first statistical-based
approaches were proposed to solve the GEP calculation problem, most of them being based
on traditional regression models such as non-negative least squares (NNLS) and support vector
regression (SVR) [2]. However, over the past few years, this field has taken a machine learning
path. It is well known that the use of big data and machine learning in medicine has revo-
lutionized the landscape of treatments, ushering in a new era of personalized and data-driven
healthcare. Furthermore, the use of machine learning in the analysis of transcriptomic data has
revolutionized our understanding of cell heterogeneity in different tissues. Machine learning al-
gorithms can analyze transcriptomic data from thousands of genes simultaneously and identify
distinct cell types and their states based on their gene expression profiles. Therefore, one of the
last approaches to solve what concerns us is the deconvolution of bulk data by using machine

learning models [3].

Hence, HT'S has allowed scientists to gather vast amounts of reliable datasets with excellent
quality, which hold within them the possible solution to genetic diseases such as cancer, they
just need to be processed in an appropriate manner. Having the appropriate computational
procedure, such as deconvolution, and the proper tools, the idea of joint them together with
single-cell and bulk data is a promising hypothesis, but in order for all to work correctly, the use
of the proper methods for each type of data is essential, as well as their evaluation. A correct
comparison between the last and most developed methods will bring us the best combination

for a correct understanding of the underlying mechanisms of many biological processes.

1.2 Objetives

Having in mind the relevance of the combination of both bulk and single-cell data for a nearly
absolute understanding of the human transcriptome, the main objective of this EDP is to com-
pare the two more up-to-date algorithms for bRNA-seq deconvolution, having in mind the two

groups of existing methods, namely, statistical-based learning method and deep learning based
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methods. The main objective is obtained from the following specific objectives:

* To analyze the methods proposed in the current literature in order to find the newest

approaches.

* To comprehend of the base of the methods to be tested. Firstly, the SCDC method based
on weighted non-negative least squares (W-NNLS) and later, the Tissue-AdaPtive auto-
Encoder (TAPE) method based on Deep Neural Networks (DNNss).

* To implement the methods on different datasets in order to compare their functioning in

different cases.

* To implement the methods across protocols and different data sizes for evaluating their

robustness.

1.3 Methodology

For the development of this EDP, the first step was the search for state-of-the-art methods with
more documentation and easy-of-use algorithms. After some research and filtering, the cho-
sen methods to experiment were SCDC and TAPE. The different experiments carried out have
needed distinct languages depending on their mode of action. Like most of the statistical-based
deconvolution methods, SCDC has a library on R, while TAPE, like most of the deep learning

algorithms, has been constructed on Python.

Moreover, each methodology worked with different types of data, so that conversion be-
tween types has been necessary. SCDC needs ExpressionSet objects with raw read counts as

input, while TAPE works with data frames of raw read counts.

Finally, for the evaluation and visualization of the experiments, the metrics of Concordance
Correlation Coefficient (CCC) and mean absolute error (MAE) were combined to compare the
algorithms, as well as a linear regression model for the evaluation of real data. Also, several 3D

representations of the data, box plots, and bar plots helped in the analysis of the experiments.

1.4 Structure of the memory

We next present an overview of the subjects that will be discussed in each chapter of this EDP:
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Chapter 1: Introduction and objectives. As an introduction to the EDP, the problem of
the study of transcriptomic data and the difficulty of single-cell sequencing are presented.
As a solution, some deconvolution algorithms have been developed in recent years and
the EDP is oriented to the evaluation and understanding of some of these methods, as a

main goal.

Chapter 2: Previous concepts. The main concepts to contextualize the EDP are ex-
plained here, from the HGS to the bulk and single-cell sequencing, finishing with cell-
type deconvolution methods. The most important methods to date are briefly described,
leaving aside for the Methods section the two of them that are used for evaluation pur-

poses.

Chapter 3: Data and methods. First, a detailed description of the data used in the
experiments is given, being pseudo-bulk data and real data. Then, an extensive overview
of the two methods evaluated is given. Finally, different metrics, plots and tests that will

be used for assessing the performance of the methods are explained.

Chapter 4: Results. This section contains the results of the several tests that were out.
There are two subsections, separating the type of data used. For each one, a first individual
evaluation of the two methods is given, finishing with a comparison between methods by

contrasting the different results on metrics given in the figures.

Chapter 5: Conclusions and future lines of action. The final conclusions that have
been reached throughout the development of this EDP and several of the possible future
lines that this project can cover are presented. Finally, this chapter also describes the
competencies from the degree needed to perform these experiments, as the ones acquired

during the process.



Chapter 2
Previous concepts

In this chapter, a more exhaustive review of the literature is made, presenting all the necessary

concepts to understand the deconvolution algorithms and their different approaches.

2.1 Introduction

HTS techniques, also known as next-generation sequencing (NGS), have become crucial in
genomics, epigenomics, and transcriptomics research. While Sanger sequencing has typically
been used to clarify sequencing information, NGS methods are capable of sequencing numer-
ous deoxyribonucleic acid (DNA) molecules in parallel, allowing hundreds of millions of DNA
molecules to be read at a time. As a consequence of this advantage, HTS may be utilized to
generate massive data sets, resulting in more thorough insights into the cellular genomic and
transcriptome markers of diverse illnesses and developmental phases. Within HTS technolo-
gies, the topic of this EDP relies on RNA-seq, which is used to analyze how the transcriptome
changes [4]. We can distinguish two types of RNA-seq, namely, bRNA-seq and scRNA-seq,
which are mainly differentiated by the volume and resolution with which they examine gene

expression. Apart from that, we can distinguish them by many other characteristics.

On the one hand, the average gene expression across a population of heterogeneous cells is
measured via bRNA-seq. RNA from several cell types is collected, pooled, and sequenced in
this approach. This yields an average expression profile for the total cell population, which can
be valuable for detecting differential expressed genes across tissues, circumstances, or time peri-
ods. Nevertheless, bRNA-seq cannot differentiate gene expression variations among individual

cells within a population and can obscure uncommon cell populations, minor transcriptional
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2012) Zong et al, 2012) .

Figure 2.1: Timeline of single cell sequencing methods milestones (from [7], licensed by CC
BY 4.0).

discrepancies, or changes in gene expression over time.

This technique is often used to analyze gene expression patterns in diverse tissues, cell types,
or experimental circumstances, such as disease states, medication treatments, or time-course
research. Also, researchers can detect differentially expressed genes by comparing gene ex-
pression patterns through this technique between different environments. This can give insights
into the biological processes and molecular pathways implicated in these settings. Furthermore,
bRNA-seq may be used to find novel transcripts, isoforms, and non-coding RNAs, as well as
annotate and revise current genome annotations. Finally, it can be used to analyze alterna-
tive splicing events, which can assist researchers in finding the functional effects of alternative

splicing and its control [5].

On the other hand, the gene expression patterns of individual cells originating from homo-
geneous and heterogeneous populations are examined using scRNA-seq. This method sepa-
rates single cells, generally through encapsulation or flow cytometry, and then amplifies and
sequences the RNA from each cell individually. scRNA-seq is a novel methodology as we
can observe in Figure 2.1, [6] from 2009 being one of the first papers published. Researchers
may identify cell kinds, states, and subpopulations using this high-resolution method. scRNA-
seq can also show cellular heterogeneity and unusual cell types that were previously hidden in
bRNA-seq data [5].

This type of sequencing is especially beneficial for researching cellular heterogeneity within
tissues, showing diverse cell populations and states that may be obscured in bRNA-seq data.

Also, this method is useful for discovering and describing novel or unusual cell types, as well as
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SINGLE-CELL SEQUENCING VS BULKSEQUENCING
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Figure 2.2: Comparison between single cell and bulk sequencing (edited from [10])

refining recognized cell types, by comparing GEPs of individual cells. Additionally, scRNA-seq
may be used to explore cellular differentiation, lineage tracing, and developmental trajectories
in diverse species, offering insights into the processes driving cellular destiny decisions [5].
As a summary of the properties of both bRNA-seq and scRNA-seq, Figure 2.2 shows some of

them.

Regarding scRNA-seq protocols, two popular scRNA-seq technologies are the droplet-
based 10X Genomics Chromium technique (10X) and the plate-based Smart-seq2 full-length
method. Smart-seq2 uses microtiter plates to isolate mRNA and reverse transcribe it to cDNA
for each cell. The number of reads mapped to a gene is used to assess its abundance in each cell,
and transcripts per kilobase million (TPM) is a typical metric for normalizing expression. 10X,
on the other hand, is a droplet-based scRNA-seq method that allows for genome-wide expres-
sion profiling of thousands of cells at once. The number of unique molecular identifiers (UMIs)
is thought to be a direct representation of the amount of gene expression. TPM (Smart-seq2)
and normalized UMI (10X) are both utilized to find highly variable genes (HVGs), which are
frequently employed for cellular phenotype categorization or the identification of novel subpop-
ulations [8]. Apart from them, there are many other protocols less used, for instance, the one

described by Klein et al. [9], or the proprietary sequencing protocols from [llumina.
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Although the development and innovation of scRNA-seq strategies may gradually lead to a
shift from bulk integrative analysis to a detailed investigation of individual cells, bulk strategies
complement scRNA-seq approaches in order to obtain whole-system and cell-based perspec-
tives and mechanisms for health and disease. Since bulk profiling approaches cannot correctly
detangle cellular heterogeneity, the single-cell investigation is critical for a better understanding
of cellular activities and cell-to-cell differences in both fundamental and clinical research. Nev-
ertheless, as compared to traditional bulk techniques, single-cell technologies for specific omics
are still in the early stages of development, with poorer capture efficiency and more technical
noise. Therefore, combining bulk and single-cell data with deconvolution methods could be a

viable way to investigate a huge number of people in a cell-type-specific manner [11].

The concept of “deconvolution” in this field refers to a process that calculates the corre-
sponding cell-type-specific GEPs by the assumption of an algebraic problem described as fol-
lows. We have a first matrix P of size n samples x k cell types, which represents the proportion
of each cell type in a bulk sample, a second matrix S of size k cell types x m genes representing
a basis or signature matrix (indicates the expression levels of the genes in the corresponding
cell types), and a third output matrix G of size n samples x m genes that represent the GEP of

a specific bulk data. Finally, the problem is defined as:

anm = ank : Skxm (2-1)

A simplified example with sizes n six samples, m five genes, and k four cell types and
random values is shown in Figure 2.3, but for better representation, a real example of a P matrix

is given on Figure A.1.

In the past few years, many single-cell profile-assisted techniques have emerged to ana-
lyze bRNA-seq data. Existing approaches may be broadly classified into two types: statistical
learning-based methods and deep learning-based methods. Based on classic regression models
such as NNLS and SVR, a number of approaches have been developed, including Bseq [12],
MUIti-Subject SIngle Cell (MuSiC) deconvolution [13], CIBERSORTx (CSx) [14], Dampened
Weighted Least Squares (DWLS) [15], CDseq [2], Bisque [16], and SCDC [17]. All of these
methods, except CDSeq, require pre-selected cell-type-specific GEPs or allocating different

weights to different genes based on statistic values, either mean or variance.

Contrary to them, deep learning methods such as Scaden [18] use simulated bulk data for
training rather than a pre-defined GEP, and they can automatically extract features from GEP.

Despite this advancement, these approaches neglect the operating time cost, which is especially
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Celll|Cell2|Cell3|Cell4

Samplel|0.680.22]0.04(0.06

Genel|Gene2 | Gene3 | Gene4 | Gene5 Sample2(0.94]0.05| 0.0 (0.01
Samplel| 0.41 | 0.67 | 0.85 | 0.33 | 0.79

Sample3|0.17[0.83| 0.0 | 0.0 Genel|Gene2|Gene3|Gene4 |Gene5
samplez| 045 | 065 | 091 | 023 | 082 cen1| 0.47 [ 064 [ 0.92 | 0.21 [ 0.83
sample3| 0.26 | 08 | 0.83 | 05 | 0.66 Sample4 (0.43]0.04|0.01(0.52
Cell2| 0.22 | 0.83 | 0.81 | 0.56 | 0.63
Sample4| 0.28 | 0.45 | 0.81 | 0.54 | 0.91 SampIeS 0.02]10.69] 0.1 |0.19
Cell3] 0.88 | 0.95 | 0.11 | 0.46 | 0.69
Sample5| 0.27 [ 0.73 | 0.73 | 0.59 | 0.71
Sample6|0.36]0.13(0.11| 0.4 celld| 012 | 026 | 073 | 081 | 1.0

Sample6| 0.34 | 0.55 | 0.74 | 0.52 | 0.86

(a) (b) ()
Figure 2.3: Example of matrices G (a), P (b) and S (c).

important given the increasing need to deal with large datasets. Moreover, many of these ap-
proaches cannot predict critical cell-type-specific gene expression. Because of this restriction,

Scaden and other approaches are difficult to interpret.

However, one of the latest papers about deep learning for cell-type deconvolution tries to
overcome these limitations by creating TAPE, using DNNs. It is based on an encoder that can
learn higher-order latent representations, and a decoder can realize the interpretability of the

output in the framework of the auto-encoder [3].

Having all in mind, in the following sections, most of the mentioned methods would be
further explained to have a better approach to the state of the art of deconvolution methods
for bulk data genetic expression. There are two methods not included here, SCDC and TAPE,
because they will be explained in detail later on in the Methods Section, as they have been

chosen for performing the comparison experiments during this EDP.

2.2 Statistical learning-based methods

Starting with the previously mentioned statistical learning-based methods, we can distinguish
several, sorted by publication date, although most of them are from 2019 and 2020.

2.2.1 Bseq-SC

Bseq-SC is one of the first deconvolution software packages, released in 2016. Bseq-SC is a
deconvolution method that identifies cell-type-specific GEPs from bRNA-seq data [12]. The
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software uses a Bayesian hierarchical model to estimate the cell-type-specific GEPs and the
proportion of each cell type in the bulk sample. The model incorporates prior information on the
cell-type-specific GEPs obtained from scRNA-seq data, which helps to improve the accuracy
of the deconvolution process by providing a basis for comparison with the bRNA-seq data. The
software output includes the estimated cell-type-specific GEPs and the proportion of each cell

type in the bulk sample.

It is worth noting that the model includes a term for technical noise, which is assumed to
be normally distributed with a mean of zero and a variance that is estimated from the data.
The model also includes a term for batch effects, which are assumed to be normally distributed
with a mean of zero and a variance that is estimated from the data. The batch effect term
is included to account for any systematic differences in gene expression that may be due to
differences in sample preparation or sequencing conditions. The model estimates the cell-type
specific expression and the proportion of each cell type in the bulk sample while accounting
for technical noise and batch effects. This helps to improve the accuracy of the deconvolution
process by reducing the impact of these sources of variation on the estimated GEPs and cell

type proportions.

However, this model has some disadvantages, for instance, the requirement of prior knowl-
edge of single-cell reference GEP, which may not be available for all cell types or tissues. Also,
it may be unable to account for all sources of variation in the bRNA-seq data, which may affect

the accuracy of the estimated cell-type specific GEPs and cell-type proportions.

2.2.2 MuSiC

The MuSiC method is a computational approach that utilizes cross-subject scRNA-seq data
to estimate cell type proportions in bRNA-seq data [13]. MuSiC addresses the challenge of
estimating cell type proportions in bulk samples when single-cell reference data is available

from multiple individuals or subjects.

MuSiC leverages the scRNA-seq data from multiple subjects to generate a shared cell type-
specific gene expression signature, which is then used to deconvolve the cell type proportions
in bRNA-seq data from a target subject. The method involves several steps, which can be
summarized in the overview in Figure 2.4. MuSiC creates a hierarchical clustering tree showing
the similarity between cell types. Using this tree structure, the user can identify the subsequent
steps of recursive estimation and determine the appropriate cell types to be grouped together

at each stage. Next, MuSiC identifies the genes that exhibit consistent grouping within each
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Figure 2.4: Overview of MuSiC framework (from [13], licensed by CC BY 4.0).

cluster and calculates the cross-subject mean (represented by a color gradient from red to blue)
as well as the cross-subject variance (represented by a color gradient from black to white) for

these genes within each cell type.

The method is based on W-NNLS that does not rely on previously chosen marker genes,
contrary to CSx, which is based on NNLS but uses a reference gene expression signature ma-
trix. Indeed, the iterative estimate technique gives more weight to informative genes (with low
cross-subject variance) and less weight to non-informative genes by default. As it is a linear
regression-based technique, genes with low cross-cell type changes will have limited leverage
and hence have less effect on the regression, whereas genes with significant weight and leverage

will have the strongest influence.

One of the key advantages of MuSiC is that it accounts for inter-individual variability in cell
type proportions, which can arise due to biological differences or technical variability between
individuals. By leveraging scRNA-seq data from multiple subjects, MuSiC aims to improve the
accuracy of cell type proportion estimation in bRNA-seq data by accounting for inter-subject

variability.

However, like any computational method, MuSiC also has some limitations. These may
include the reliance on the availability of scRNA-seq data from multiple subjects, which may

not always be feasible or readily available. MuSiC may also be sensitive to the quality and vari-
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Figure 2.5: Framework for in silico cell enumeration and purification (from [14], with
permission of the publisher).

ability of scRNA-seq and bRNA-seq data, and the accuracy of cell type proportion estimation
can be influenced by various factors, such as batch effects, cell type-specific gene expression
changes across individuals, and sample size. Additionally, MuSiC assumes that the cell type-
specific gene expression signature is shared across subjects, which may not always hold true in

certain biological or experimental contexts.

223 CSx

CSx is a computational method that allows the estimation of cell-type-specific GEPs from bulk
tissue gene expression data [14], without the need for physical cell isolation. It is important
to notice that it is an extension of the original CIBERSORT algorithm [19], a previous method

developed by the same researchers for enumerating cell composition from tissue GEP.

The CSx method is designed to deconvolve bulk tissue gene expression data, such as RNA-
seq or microarray data, into cell-type-specific expression profiles. It uses a reference gene

expression signature matrix that represents the GEPs of different cell types. This reference
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matrix is used to infer the relative abundance of different cell types in the bulk tissue sample, as

well as their corresponding GEP. In Figure 2.5 the described framework can be observed.

CSx utilizes the NNLS regression algorithm, an optimization framework to solve the least
squares problem with non-negativity constraints, to infer the cell-type-specific expression pro-

files while accounting for the mixed cell populations in the bulk tissue.

One of the strengths of CSx is its ability to infer cell-type-specific GEPs without requiring
physical cell isolation, which can be challenging and time-consuming in some cases. CSx has
been widely used in various fields of research, including cancer immunology, neurobiology,
and immunotherapy research, to study the composition and dynamics of cell populations within

complex tissues.

Nevertheless, it must be emphasised that while CSx can provide valuable insights into cell-
type-specific GEP, it has limitations. It relies on the availability of an appropriate reference gene
expression signature matrix, and its accuracy depends on the quality of the reference matrix and
the bulk tissue gene expression data. Also, as stated in the paper: ‘Although NNLS is robust on
simple mixtures and toy examples, its performance on more complex mixtures inherent within
real tissue samples can be affected by noise, imprecision, and missing data in the linear system’.
Then, this algorithm has limitations on sensitivity to noise and uncertainties in gene expression
data, and, due to the linearity, potential for bias, since it assumes that the relationship between

the gene expression data and the reference signatures is linear.

2.24 DWLS

DWLS method has been proposed to estimate cell-type composition from bulk gene expression
data using a sScRNA-seq-derived cell-type signature [15]. DWLS aims to address the challenges
of estimating cell-type composition from bulk gene expression data by using a weighted least
squares approach, where the gene expression data of bulk samples is modelled as a linear com-
bination of the scRNA-seq-derived cell-type signatures, with weights representing the cell-type

composition of the bulk samples.

The dampened word refers to the regularization step that is incorporated into the method to
prevent overfitting and improve estimation accuracy. This regularization is achieved through a
dampening factor, which is used to shrink the estimated cell-type composition towards a prior
expectation. The dampening factor is determined automatically based on the data and can be

adjusted by the user to control the level of regularization.
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DWLS has been shown to provide accurate estimates of cell-type composition from bulk
gene expression data, even in the presence of noise and uncertainties. It has been applied in
various studies to infer cell-type-specific gene expression and relative intra-cell type sparing,
which can be valuable in understanding cell-type-specific contributions in complex tissues and

diseases.

As occurs with CSx, one of the limitations of this approach is that DWLS relies on the
availability of accurate and representative sScRNA-seq-derived cell-type signatures. Another
limitation is the inability to capture cell-type heterogeneity and dynamics because it estimates
cell-type composition based on static GEPs of individual cell types, therefore, it may not fully
capture the heterogeneity and dynamics of cell types within a complex tissue or biological

system. This limitation is also present on CSx.

2.2.5 CDSeq

The proposed deconvolution method, CDSeq, estimates cell proportions and GEPs from mixed
RNA-Seq samples. It employs a generative model that explicitly considers how reads are gen-
erated and estimates cell proportions instead of RNA proportions [2]. The model employs
multinomial random variables to capture the stochastic nature of reads and therefore inherently
builds in the constraint that proportions are non-negative and sum to one on the parameters of
interest. CDSeq also accommodates possibly different amounts of RNA per cell from cell types
whose cells differ in size when estimating the proportion of cells of each type in the sample. In
addition, instead of specifying the number of cell types a priori, CDSeq provides an algorithm
that allows the data to guide the selection of the number of cell types. Finally, CDSeq proposed
a quasi-unsupervised learning strategy that augments the input data (GEPs from mixed samples)
with additional GEPs from pure cell lines that are anticipated to be components of the mixture.

In Figure 2.6 a schematic of the model approach can be observed.

Contrary to the rest of the models described until now, CDSeq does not require a single-
cell reference. It estimates cell proportions and gene GEPs from mixed RNA-Seq samples
using a generative model that explicitly considers how reads are generated and estimates cell
proportions instead of RNA proportions. This can be considered an advantage as you may not
have always the availability of single-cell reference. Another advantage is that the model is
designed to handle noise in the gene expression data because it employs multinomial random

variables to capture the stochastic nature of reads.

Some of the limitations and potential disadvantages are its limited ability to handle corre-
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Figure 2.6: Schematic of the CDSeq approach (from [2], licensed by CCO 1.0).

lated gene expression, as CDSeq assumes that gene expression counts are independent, which
may not be true in some cases where genetic pathways are regulated as units. Also, it has limited
ability to handle batch effects. Furthermore, this model is computationally intensive because it
uses a Gibbs sampler to iteratively assign a cell type to each read. However, the authors provide
a data dilution strategy to speed up the algorithm. Finally, CDSeq assumes that cell types do
not overlap, which may not be true in some cases where cell types share some gene expression

patterns.
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Figure 2.7: Overview of Bisque framework (from [16], licensed by CC BY 4.0).

2.2.6 Bisque

Bisque is a regression-based approach that utilizes scRNA-seq data to generate a reference ex-
pression profile and learn gene-specific bulk expression transformations to robustly decompose
RNA-seq data [16].

Bisque works by first constructing a reference expression profile from scRNA-seq data,
which serves as a representative expression profile for each gene in the sample. The reference
expression profile is generated by calculating the median expression of each gene across all
cells in the scRNA-seq data. This reference profile is then used as a basis to learn gene-specific
bulk expression transformations. Next, given both the reference and the bulk data, the system
learns gene-specific modifications of the data to account for technical biases between sequenc-
ing methods. Finally, it can employ NNLS regression to estimate cell proportions from the
bRNA-seq data using the reference and transformed bulk expression data. These steps can be

observed in the Figure 2.7, which shows on the right how the single-cell and bulk expressions
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Deconvolution Single cell Marker gene | Handles batch | Handles noise
method reference requirement effects
Bseq v Optional v v
MusSiC v No v v
CSx v No v v
DWLS v v No No
CDSeq No No No v
Bisque v Optional No No
SCDC v No v No

Table 2.1: Comparison table of statistical learning-based deconvolution methods.

are integrated by learning gene-specific bulk transformations that align the two datasets for

accurate decomposition.

Some of the characteristics that make this model worthwhile are that it learns gene-specific
bulk expression transformations, which can account for variability in gene expression across cell
types and technical differences between scRNA-seq and bRNA-seq data. Also, it can handle
multiple cell types simultaneously, allowing for the estimation of the proportions of multiple

cell types in bRNA-seq data.

Nevertheless, as with all the methods, it is limited by assuming a linear relationship between
scRNA-seq and bRNA-seq data, which may not always hold true in all biological contexts.
Furthermore, another fundamental assumption is that single-cell estimations of cell proportions
properly represent the real proportions to estimate. Then, if the fraction of cell types obtained
by single-cell tests differs greatly from the genuine physiological distributions, the accuracy

may be reduced.

To conclude with the statistical learning-based methods section, Table 2.1 shows the com-
parison of some of the characteristics for all the methods described. As it can be seen, most of
them need a single cell reference, but not of the marker gene. Also, it is curious to notice that
old methods have tools for handling bach effects and noise, but some of the newest do not have

them.

2.3 Deep-learning-based methods

Most of the previous algorithms rely on GEPs of cell type-specifically expressed genes to es-
timate cellular fractions using linear regression. It has been shown that the design of the GEP
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is the most crucial factor in most deconvolution methods, as it results from different algorithms
strongly correlated given the same GEP. Ideally, an optimal GEP should contain a set of genes
that are predominantly expressed within each cell population of a complex sample. These genes
should exhibit stable expression across experimental conditions, such as in health and disease,
and be resilient to experimental noise and bias. However, bias is typically inherent in biomed-
ical data and can arise from factors such as intersubject variability, species variations, different
data acquisition methods, experimenters, or data types. The negative impact of bias on perfor-
mance can be somewhat improved by using large heterogeneous GEP matrices. Consequently,
recent advancements in cell deconvolution have relied primarily on sophisticated algorithms
for data normalization and engineering optimal GEPs. While GEP-based approaches form the
foundational basis of modern cell deconvolution algorithms, it has been proposed that DNNs
could create optimal features for cell deconvolution without relying on the complex generation
of GEPs [18].

DNNs are a class of machine learning models capable of learning and extracting intricate
patterns and relationships from complex data. At the core of a neural network are artificial
neurons, which receive input signals, apply mathematical transformations to them, and produce
output signals. The strength of neural networks lies in their ability to learn from data through a
process called training. During training, the network adjusts the weights and biases associated
with each neuron based on the input data and the desired output. This adjustment is performed
using optimization algorithms, such as backpropagation, which calculate the gradients and up-
date the parameters to minimize the difference between the network predictions and the true
values [20].

The depth of a neural network refers to the number of hidden layers it possesses. Deep neu-
ral networks, or deep learning models, typically have multiple hidden layers, allowing them to
learn hierarchical representations of the input data. This hierarchical representation enables the
network to capture intricate and abstract features, leading to improved performance in complex
tasks, as the deconvolution of bulk data. Therefore, since 2020 the deconvolution algorithms
have taken a machine learning-driven path, which may be compared favourably to existing de-

convolution algorithms in both prediction robustness and accuracy [20].

2.3.1 Scaden

Scaden is a deep neural network algorithm that is trained on scRNA-seq data to accurately

determine the cellular composition of tissues using gene expression information [18]. The
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Figure 2.8: Overview of training data generation and cell type deconvolution with Scaden
(from [18], licensed by CC BY-NC 4.0).

algorithm uses simulated bRNA-seq data generated from scRNA-seq data to predict cell type
fractions in bRNA-seq samples. To obtain simulated data, Scaden uses scRNA-seq data to create
in silico bRNA-seq data of a predefined type (target tissue) with known composition, across
datasets. This is done by simulating bRNA-seq data from scRNA-seq data using a statistical
model that accounts for technical noise and biological variability. The simulated data is then

used to train the Scaden model, as can be observed in Figure 2.8.

The Scaden model is an ensemble of three deep neural networks with varying architectures
and degrees of dropout regularization. Dropout randomly drops out a fraction of the neurons in
the network during training, which forces the remaining neurons to learn more robust features

that are less sensitive to noise in the data. The models are trained independently for 5000 steps
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using supervised learning on datasets of simulated bRNA-seq samples. Model selection aims to
find architecture and hyper-parameters that robustly deconvolve simulated tissue RNA-seq data
and real bRNA-seq data. To perform deconvolution with Scaden, a bRNA-seq sample is fed
into a trained Scaden ensemble, and the trained DNNs generate three independent predictions
for the cell type fractions of this sample. These three predictions are then averaged per cell type

to yield the final cell type composition for the input bRNA-seq sample.

The model selection process is optimized on simulated peripheral blood mononuclear cells
(PBMCs) datasets to capture inter-experimental variation and simulate batch effects between
datasets. Scaden uses leave-one-dataset-out cross-validation for model optimization, where a
model is trained on simulated data from all but one dataset, and performance is tested on sim-
ulated samples from the left-out dataset. This allows Scaden to simulate batch effects between
datasets and helps to test the generalizability of the model. However, it is important to note that
Scaden is not specifically designed to handle batch effects, and its ability for it may depend on

the extent and nature of the batch effects present in the data.

Nevertheless, Scaden is designed to handle noise in the data. The algorithm uses deep neural
networks trained on simulated bRNA-seq data generated from scRNA-seq data to predict cell-
type fractions in bRNA-seq samples. The simulated data is generated to account for technical
noise and biological variability, which are common sources of noise in gene expression data.
In addition, Scaden uses a regularization technique called dropout to prevent overfitting and to
improve the ability of the model to handle noise. Overall, Scaden is designed to handle noise in
the data and has been shown to outperform existing deconvolution algorithms in both precision

and robustness.

Another strength of the model is the ability to deconvolve across data types, as it can seam-
lessly deconvolve microarray data of the same tissue, which is noteworthy as microarray data
are known to have a reduced dynamic range and several hybridization-based biases compared
to RNA-seq data. Furthermore, once trained, the prediction runtime scales linearly with sample
numbers and is usually in the order of seconds, making Scaden a useful tool if deconvolution is

to be performed on very large datasets.

Continuing with some limitations, although the novelty of this model is that it does not rely
on GEPs, it still needs single-cell data reference for the creation of the simulated data, so, until
here, there is still a challenge for deconvolution methods to only work from bulk data to single
cell. Moreover, it is necessary to train a new model for deconvolution if no perfect overlap in
the feature space exists. This constraint limits the usefulness of pre-trained models. Finally,

the most prominent and obvious issue of Scaden is the difference between simulated scRNA-
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seq data used for training and the bRNA-seq data subject to inference. While Scaden is able
to transfer the learned deconvolution between the two data types and achieves state-of-the-art
performance, efforts to improve this translatability could improve Scaden prediction accuracy

even further.

Notwithstanding the foregoing, Scaden outperforms existing algorithms on simulated and
real tissue datasets, including postmortem human brain tissue, and is robust to training data bias
and species differences. Scaden also allows for the inclusion and mixing of different scRNA-
seq experiments in the training dataset, further increasing its robustness. The algorithm has

potential applications in understanding disease mechanisms and developing targeted therapies.

In summary, deep-learning-based methods are a groundbreaking approach that is gathering
momentum nowadays, not only in this field. The algorithms described have clear advantages,
however, their performance must be properly evaluated before falling into the false myth that

deep learning can solve everything.

To conclude, all of these descriptions of the different algorithms have given a broad view of
what the topic is about, understanding the problem of deconvolution and the several approaches
that can it take. Henceforth, we will be able to explain the most current methods and their

novelties, to determine if they are really worthwhile.
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Chapter 3

Data and Methods

In this chapter, the methods and data description are collected. First of all, an overview of the
origin and content of the datasets used is given. Next, the two algorithms tested in this EDP are
exposed in detail, including the basic and fundamental equations, as well as the description of

the libraries to be used.

3.1 Description of the data

Regarding the data, there are two databases needed for the accomplishment of our experiments,
namely, pseudo bulk data and real bulk data. Additionally, for the normalization of data types
on the TAPE method, a third element is needed. A gene length file that has the information of
gene name, transcript start (base pair) and transcript end (base pair), obtained from the GitHub

repository of [3].

3.1.1 Pseudo bulk data

The pseudo bulk data was obtained from the data used in the pseudobulk test from TAPE [3].
The authors rely on a single-cell dataset of mouse atlas from Tabular Muris [21], which consists
of 20 organs and tissues with cell-type labels. The pseudo-bulk test was performed using data
from three tissues (Limb Muscle, Marrow, and Lung). Additional data was not chosen since
the shared cell types throughout procedures are extremely restricted (less than four cell types),
making it impossible to mimic a real-life scenario. Specifically, “Limb Muscle” has 6 cell types,

“Marrow” has 7 cell types, and “Lung” has 9 cell types. Furthermore, as the cell-type labels

23
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are given for this dataset, also the label matrices for the pseudo bulk data was generated for

evaluation purposes.

Pseudo-bulk expression data are defined as the sum of single-cell expression data from a
selection of cells. As aresult, in order to obtain pseudo-bulk data, cells need to be sampled with
a predetermined cell type percentage (ground truth) and total cell number, similar to stratified
sampling. When users have some prior knowledge about cell-type fractions in a certain tissue,
the authors created cell-type fractions using the Dirichlet distribution. If they have no previous
information, each prior weight will be the same (normal samples). Additionally, half of the
produced samples corresponding to cell-type fractions contain zeros (sparse samples), because
training with both normal and sparse data improves deconvolution performance. Next, the
overall cell number is then multiplied by the cell fractions obtained for each sample to obtain
the precise sampling number for each cell type. After, using the provided number of cells, a
stratified sampling approach is employed to sample cells of each cell type. Lastly, the pseudo-
bulk expression profile is generated by adding the expression values of each randomly selected

single-cell expression profile of the sample [3].

Once the data is generated, it is critical to consider the data shift across different sequencing
algorithms to ensure that the approaches work optimally. Therefore, all pseudo bulk datasets
are generated using two separate sequencing protocols, namely, 10X-seq (UMI-based method)
and Smart-seq (counts-based method), to perform further tests in both cross-protocol and same-
protocol deconvolution. To maintain consistency, the authors processed all representations into

gene names through BioMart [22].

3.1.2 Real bulk data

With respect to real data, these were the datasets used: scRNA-seq data of human pancreatic
islets from Baron et al. [12] with GEO accession number GSE84133 and from Segerstolpe et
al. [23] with accession number E-MTAB-5061; bulk RNA-seq of human pancreatic islet from
Fadista et al. [24] with GEO accession number GSE50244. As they were all obtained from
the experiments performed on the SCDC article, following the guideline in [25], and the data
was firstly downloaded with raw read-count metrics. Therefore, its use is possible on both

algorithms without further processing.


https://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE84133
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3.2 Methods

The methodology followed for the performance of the experiments was mainly based on the
implementation of the two algorithms to be compared, SCDC and TAPE, and a later calculation
of validation metrics from the results obtained. The reason for choosing these algorithms is
because they are the lastest state-of-the-art methods for each of their categories, and therefore, it
is assumed that they are the most updated and innovative algorithms. Some steps were followed
for the implementation and use of each of them, described in the following sections. Finally,

the metrics for the validation chosen are explained.

3.2.1 Method 1: SCDC

The SCDC method is a deconvolution approach that utilizes scRNA-seq data from multiple
references to estimate cell-type proportions in bRNA-seq data. SCDC primarily adheres to
the W-NNLS framework proposed by MuSiC, although it incorporates several distinct features

concerning constructing the basis matrix [17].

To understand the W-NNLS framework on which this method is based, it is necessary to
return to the root algorithm, the NNLS algorithm. It is a numerical optimization method used
to solve linear regression problems where the coefficients are constrained to be non-negative.
The algorithm works by iteratively solving a sequence of unconstrained least squares problems
subject to the non-negativity constraint. That is, given a matrix A and a (column) vector of

response variables y, the objective is to find
argmin, ||Ax — y||3 subject to x > 0 (3.1)

where [-ll, denotes the Euclidean norm [26].

From here, W-NNLS is a modification of NNLS that incorporates weights to adjust the
contribution of each subject to the construction of a basis matrix. Specifically, the first distinct
feature from MuSiC basis matrix construction relies here upon when W-NNLS calculates the
maximal variance weight (MVW) per gene, which reflects the data quality, and scales the raw
single-cell read-count matrix so that residuals from genes with larger weights have a more
negligible impact on cell-type composition estimation. Extensively, SCDC first estimates 6§k i

which is a term that captures the cross-cell variation for gene g of cell type k within individual
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d. Within-subject variance for subject d is then calculated as

Gg*f = m]?x(fr;kd) (3.2)
and the MVW A, is given by:
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o
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This adjustment ensures that residuals from genes with higher weights have a lesser impact on
the estimation of cell-type composition, which improves the accuracy of cell-type proportion
estimation by reducing the impact of noisy or low-quality data. Continuing with the differences
from MuSiC, SCDC does not presume cell-type memberships as given, instead, it employs an
initial SCDC run to identify and eliminate potentially misclassified cells and doublets, thereby
enhancing its robustness. And finally, SCDC accommodates single-subject scRNA-seq input,

wherein the direct estimation of cross-subject variance is not possible [17].

As established in the introduction, SCDC also deconvolutes the bulk gene expression data
as a matrix decomposition problem, so, the gene expression levels can be found by solving the
Equation 2.1 through the W-NNLS approach. However, during this algorithm, the matrices get
transformed, which does not affect the final result, just it must consider the position of the rows

and columns. So the final equation for the SCDC approach is:

Gl=p-§" (3.4)

Additionally, what makes SCDC stand out is the ENSEMBLE approach (Figure 3.1). When
multiple scRNA-seq reference sets are accessible, by assigning greater weights to the scRNA-
seq data that exhibit closer resemblance to the bRNA-seq data, SCDC consolidates deconvolu-
tion outcomes across datasets, implicitly tackling the issue of batch-effect interference. There-
fore, by optimizing the predicted gene expression levels, ENSEMBLE integrates all deconvo-
lution results [17] as:

(W1, W2,...,WR) = ( argmin )HG—Wl(A}l —wyGy— ... —wR(A}RHl (3.5
wWi,Wo,...;.WR

The SCDC method has been demonstrated to perform well in handling complex and di-
verse cell types, making it suitable for various biological contexts where accurate estimation

of cell-type proportions from bRNA-seq data is challenging. However, it also has limitations.
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Figure 3.1: Overview of deconvolution via ENSEMBLE by SCDC (from [17], licensed by CC
BY-NC 4.0).

It requires scRNA-seq data from multiple references, assumes a linear relationship between
bRNA-seq and scRNA-seq data, and may be influenced by data quality and experimental de-
sign. These limitations should be considered when interpreting the results obtained from SCDC

or any other deconvolution method.

Continuing with its implementation, the SCDC algorithm is collected as an R module as
described on [25]. The main function for bRNA-seq data deconvolution receives three important
inputs: bRNA-seq data, scRNA-seq and a list of names of the cell types. For both bRNA-seq
data and scRNA-seq data, SCDC takes ExpressionSet objects with raw read counts as input.
An ExpressionSet object is based on the package Biobase, which mainly stores data matrix
(genes by samples), featureData (information about genes), and phenoData (information about
samples, like the clustering results, subjects, and conditions). Although the module SCDC also
has a function for generating pseudo bulk data, the data used was the one already generated
from the TAPE article.

Therefore, regarding the pseudo bulk experiment, all data counts were processed to gener-
ate adequate ExpressionSet objects, which were then introduced into the main deconvolution
function joint with the list of cell types, which were obtained from the label matrix correspond-

ing to each pseudo bulk data. Concretely, for Limb Muscle tissue, the cells evaluated are the
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skeletal muscle satellite cell, mesenchymal stem cell, endothelial cell, B cell, macrophage, and
T cell; for Lung tissue cell types they are the lung endothelial cell, stromal cell, classical mono-
cyte, myeloid cell, B cell, T cell, natural killer cell, leukocyte, and ciliated columnar cell of
the tracheobronchial tree; and for Marrow tissue, we have the hematopoietic precursor cell,

granulocyte, immature B cell, late pro-B cell, monocyte, macrophage, and basophil.

As mentioned, SCDC takes ExpressionSet objects with raw read counts, which were present
in the pseudo bulk data obtained by the Smart-Seq protocol (count-based method). However,

UMI-based data was also tested in order to evaluate cross-protocol performance.

Concerning the real data experiment, bBRNA-seq data and scRNA-seq datasets were directly
obtained as ExpressionSet objects, so further preprocessing was not needed. Next, data is in-
troduced on the function jointly with the list of cell types, in this case, as we are talking of
pancreatic islets datasets, the cell types were alpha, beta, delta, gamma, acinar, and ductal. Fi-
nally, the outputs of the SCDC deconvolution function are the proportion estimation matrix, the
basis matrix, and the GEP of bulk data.

3.2.2 Method 2: TAPE

TAPE is a deep-learning algorithm for digital tissue dissection that aims to accurately and sensi-
tively deconvolve bulk gene expression data into cell-type-specific gene expression profiles. Its
innovative approach based on encoder-decoder architecture enables an interpretable result, con-
trary to many other deep learning-based solutions. Also, it introduces a new training scheme in
the adaptive stage, where the model is trained on real bulk data. This architecture makes TAPE
highly accurate and sensitive in capturing biologically significant changes in clinical data, and

it allows for the identification of potential gene expression differences at the cell-type level [3].

The use of TAPE needs three stages. The first one involves generating pseudo-bulk data
from a single-cell dataset to train the model. The goal is to create a dataset that represents bulk

gene expression data, which is the sum of single-cell expression data from a subset of cells.

To generate the pseudo-bulk data, the authors use single-cell expression data with cell type
fractions. They first generate cell-type fractions using the Dirichlet distribution, which is a
probability distribution over the simplex of non-negative real numbers that sum to one. The
Dirichlet distribution allows users to define the prior cell fractions by setting the parameters in
the Dirichlet function. If users do not have prior knowledge, the prior weight of each cell type

will be the same (normal samples).
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Next, the authors multiply the total cell number with the generated cell fractions for each
sample to acquire the exact sampling number for each cell type. After that, they use a stratified
sampling method to sample cells of each cell type with the given number. Finally, the pseudo-
bulk expression profile is created by summing the expression values of the randomly selected

single-cell expression profiles for each sample.

The second stage is the training stage, where authors try to train the model to return the
adequate cell fractions after the encoder, for later use of the cell fractions to reconstruct the bulk
profile. Following the problem described in the introduction and Equation 2.1, the architecture
of TAPE can be defined as:

f6(G)=P
fu(P)=P-S (3.6)
fv (f6(G)) =G

where fy and fy, are two coordinated deep neural networks, and the tilde on symbols represents
the outputs. The encoder (fy) takes the bulk gene expression data as input and compresses it
into a lower-dimensional representation, which is a set of cell-type proportions being trained to
predict the cell-type ratios accurately. The decoder (fy) takes the cell-type proportions as input
and reconstructs the bulk gene expression data. It is a natural cell-type-specific signature matrix
that can be learned after the training stage and then adapted to the bulk data after the adaptive

stage.

Finally, the last stage is the adaptive stage, where the model is fine-tuned on new data using
an unsupervised training scheme. In this stage, the model is required to predict the cell-type-
specific gene expression profiles and cell-type proportions on real bulk data. To achieve this,

TAPE uses a greedily iterative optimizing method. Having the loss functions defined as:

MAE(P,P):—Z”} ’k d
. "1(; G 3.7)
MAE(G,G) = =/ L1
nxk

In the first step, the decoder is optimized with the mean absolute error (MAE) loss function
between the ground truth bulk gene expression data and the predicted bulk gene expression
data, as well as the MAE loss function between the predicted cell-type-specific gene expression

profiles and the cell-type-specific gene expression profiles learned during the training stage.

In the second step, the encoder is optimized with the MAE loss function between the ground



30 CHAPTER 3. DATA AND METHODS

input : Encoder parameters E and decoder parameters DD from the initial training stage,
GEPs of bulk RNA-seq B of size n x m, step number «, max iteration [
output: signature matrix S of size £ x m,
predicted fractions X of size n x k,
training loss L
1 S(],)—(n +— model (B);
2 for k+ 1to 5do

3 fori + 1toado
4 B, X + model (B);
5 L + MAE (B,B) + MAE (S, Sp);
6 D« D— %
end
for j + 1to ado
9 B.S«'—model(B}:
10 L « MAE (B,B) + MAE (X, Xo);
11 E+ FE— %
12 end
13 end

14 S, X + model (B);

Figure 3.2: TAPE adaptive training procedure (from [3], licensed by CC BY 4.0).

truth cell-type proportions and the predicted cell-type proportions. The optimization continues
until the MAE loss function between the ground truth cell-type proportions and the predicted
cell-type proportions does not decrease. This procedure can be better visualized in Figure 3.2,

where there is a representation of the algorithm operation.

Regarding its implementation and use, TAPE can be installed as a Python library as ex-

plained on [27]. In contrast to SCDC, its use requires more than three inputs:

scRNA-seq data (cell types should be labeled) in either TPM (recommended), FPKM or

counts measurement. The indices are cell types, the columns are gene names.

bRNA-seq data with indices of sample name and columns of gene names.

Gene length file: TAPE has the ability to normalize data into TPM/FPKM format thanks
to this data.

Datatype: ‘TPM’, ‘FPKM’ or ‘counts’. The parameter specifies the method to normalize

pseudo-bulk data for training.

Mode: ‘overall’ or ‘high-resolution’. The returned signature matrix in the ‘high-resolution’
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mode will be a dictionary-like ‘cell type’: gene expression data,..., and the gene expres-
sion data is a data frame. In the ‘overall’ mode, the signature matrix is a data frame with
cell types as indices and gene names as columns. Set to ‘overall’ for comparison with the

other method.

* Adaptive: True or False. If adaptive is False, it will not estimate the signature matrix
and will return None. If adaptable is set to True, the mode determines the format of
the returned signature matrix. Set to True during the experiments because we need the

signature matrix for calculation of the GEP.
* Batch size: integer related to training result.

* Epochs: integer related to training result.

Regarding our pseudo bulk experiment, TAPE deconvolution function was used with the
following parameters: datatype ‘counts’ for either UMI method or counts method, mode over-
all, adaptive true, batch size and epochs 128 (default value). With respect to our real data
experiment, after adapting the Expressionset data to data frames (adequate for this function),

the function was used with the same parameters.

Finally, the model outputs two data frames representing the proportion estimation matrix
and the basis matrix. Contrary to SCDC, the GEP is not calculated implicitly on the model but

can be easily get by solving the matrix problem of Equation 2.1.

3.2.3 Error and correlation validation

In order to evaluate the performance of the algorithms, it is difficult to measure it fairly in all
cases using only one metric, so both error and correlation are calculated. For instance, assume
that there are only two cell types in the tissue and that the percentage of one type in ground
truth ranges from 80-90%. If the model forecasts that this cell type proportion is 100%, the
correlation value may suggest satisfactory performance, but the error value may indicate the
reverse. To prevent the problem of rejecting fractions of minor cell types, both metrics are

combined [3].

On the one hand, regarding correlation values, we can find several metrics. The CCC score
measures the agreement between two continuous variables. It takes into account both the cor-
relation (strength) and the bias (deviation from the line of perfect agreement) between the two

variables. It is often used in inter-rater reliability studies or when comparing two measurement
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methods. The CCC score ranges from -1 to 1, where 1 indicates perfect agreement, O indicates
no agreement, and -1 indicates perfect disagreement [28]

The Pearson correlation coefficient measures the linear relationship between two continuous
variables. It assumes that the relationship between the variables is linear and that the data
follows a bivariate normal distribution. It quantifies both the strength and the direction of the
linear relationship between the variables. The Pearson correlation coefficient ranges from -1 to
1 [29].

Finally, Spearman’s correlation coefficient assesses the monotonic relationship between two
variables, which means it measures the consistency of the rank order of the data. It calculates
the correlation based on the ranks of the data rather than the actual values. Spearman’s correla-
tion coefficient also ranges from -1 to 1, with similar interpretations to the Pearson correlation
coefficient [29].

Having all in mind, the most accurate metric for the matter of hand is the CCC as it mea-
sures the concordance between the predicted fraction and the ground truth, not assuming linear

relationships and using only the real values.

On the other hand, we can find several error metrics. The MAE calculates the average ab-
solute difference between the predicted proportions and the true proportions for each cell type.
It provides a measure of the overall magnitude of the errors. Mean Squared Error (MSE) calcu-
lates the average squared difference between the predicted proportions and the true proportions
for each cell type. It gives more weight to larger errors and is useful when you want to penalize
larger deviations. Finally, the Root Mean Squared Error (RMSE) is the square root of the MSE
and provides a measure of the average magnitude of the errors, similar to the MAE but giving
more weight to larger errors. for the sake of our experiments, the most adequate metric is the
MAE as measures the absolute errors, not penalising deviations, which in the case of cell types

proportions could be a normal scenario.

To conclude, the combination of CCC and MAE metrics could result in a suitable scenario

for the evaluation of our methods, so we define MAE as on Equation 3.7 and CCC as:

2 x cov(p,p)

CCC(p, p) =
0 + 05+ (Hp — Hip)

(3.8)

where cov(p, p) stands for the covariance between these two vectors. These two measures are
applied to all predicted matrix P and ground truth matrix P data points. To be more precise, we

restructure the matrix into a vector and then calculate the total CCC between two vectors. This
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style of computation frequently yields a greater CCC value than computing the average CCC

value for each cell type [3].

3.2.4 Bland-Altman plot

The Bland-Altman plot, also known as a Tukey mean-difference plot, is a graphical method used
to assess the agreement or disagreement between two measurement methods or assays. In this
case, it will be used to assess the agreement between predicted and ground truth proportions. So,
it provides a visual representation of the differences between the two types of data by plotting
the average of the measurements, or the ground truth values, on the x-axis and the differences
between the measurements on the y-axis. The plot typically consists of a scatter plot of the data

points, with the mean difference and limits of agreement displayed as reference lines.

To construct a Bland-Altman plot, the first step is to gather a set of paired measurements
from the two methods or instruments being compared. In this case, ground truth proportions
of cell types and predicted proportions by each deconvolution method. Then, for each pair of
measurements, the difference is calculated. Finally, a scatter plot is created with the ground
truth values on the x-axis and the differences between the measurements on the y-axis. It is
essential for the comprehension of the plot to add reference lines, representing the differences
between the two measures and the limits of agreement, which are typically set as the mean
difference + 1.96 times the standard deviation of the differences. These lines help identify the

range within which most of the differences between the measures lie.

By examining the plot, any systematic bias can be identified, like consistent over- or under-
estimation by one method, the presence of outliers, or heteroscedasticity, which refers to the

unequal spread of differences across the range of measurements [30].

3.2.5 Wilcoxon signed-rank test

The Wilcoxon signed-rank test is a non-parametric statistical hypothesis test where the average
of two dependent samples is statistically analyzed to see whether there are any significant dif-
ferences. It is a paired difference test, similar to the paired Student’s t-test, but it is used when

the data distribution is not normal, a condition to be met on T-test.

The hypotheses established for the Wilcoxon signed-rank test for paired data are:

* Null hypothesis (HO): the difference between the paired observations in the population is
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zero. In our case, the absolute errors on method TAPE are equal to the absolute errors on
method SCDC.

* Alternative hypothesis (H1): the difference between the paired observations is not equal
to zero, that is, the absolute errors on method TAPE are not equal to the absolute errors
on method SCDC.

This type of test is used to compare the final performance of both methods on the pseudo
bulk experiments, as is where the ground truth data is known. Then, as the data for the Wilcoxon
test consists of a set of paired observations, in our case, the first pair consists of a vector created
from the concatenation of absolute errors from method TAPE, for each protocol scenario, and
the second pair consists of another vector from the concatenation of absolute errors but from
SCDC.

As a summary of how the test is calculated, first, the differences between the paired observa-
tions are ranked in absolute terms. Then, the positive and negative ranks are summed separately.
Finally, the test statistic is calculated as the smaller of the two sums. Considering o = 0.05,
if the calculated p value is smaller than 0.05, we would have sufficient evidence to reject the
null hypothesis and accept the alternative, having the conclusion that absolute errors on method
TAPE are not equal to the absolute errors on method SCDC [31].



Chapter 4

Results

The findings of the many experiments undertaken in the present EDP are provided in this sec-
tion. Firstly, in the experiment with pseudo bulk data, the deconvolution results of each tissue
are examined independently for both approaches, and a final comparison of both methods is
provided. Continuing with the real-data experiment, the results are analyzed independently
having in mind the conclusions taken from the previous experiment, and a final comparison is

described given these results.

4.1 Experiment with pseudo bulk data

As stated in Section 3.1.1, pseudo bulk data is a known solution dataset built to verify the per-
formance of the methods by comparing with ground truth data. Then, the objective of this
experiment is to try all different data from different tissues on both algorithms and, by calculat-
ing MAE and CCC and observing Bland-Altman plots, to compare the performance of the two
methods. Furthermore, library preparation techniques differ amongst laboratories, and bulk de-
convolution studies are frequently carried out utilizing single-cell reference supplied by others.
So, to have a more realistic scenario, a cross-protocol experiment is also performed for all the

tissues and algorithms, having a more global vision of how the algorithms operate.

4.1.1 SCDC pseudo bulk experiment

For the statistical learning-based method of choice, the first step in the pseudo bulk experiment

was processing the data. Raw read counts on txt format were transformed into ExpressionSet

35



36 CHAPTER 4. RESULTS

Limb Muscle UMI

Limb Muscle counts

lute Error
Absolute Error

Lung counts

g 3
0.6 0.6
045 0.4 %
023 02§
0.0% 0.0 <
0 0
< e
\\%‘ﬁ&& 52(&\2&; W \ Q’y\ 5(2&\@%
[O)
oG 100 @

Marrow UMI

bsolute Error

2 q

bsolute Error

2 q

0.5 0.6 0.7

0.2 0.3 0.4

0.0 0.1 .. ..
Absolute Error

Figure 4.1: Absolute error for SCDC P matrix and same protocol scenario.

objects for both bRNA-seq data and scRNA-seq data. Then, the cell types list was obtained
from the known solution label matrix dataset. Finally, the experiment concludes with the de-
convolution function, which outputs the needed files, saved as comma-separated values (CSV)
files for later evaluation. These steps are repeated on the three types of tissues and changing the
inputs of the function to conduct the same protocol and cross-protocol experiment.
Continuing with the evaluation of the experiment, we focus on evaluating the accuracy and
reliability of predicted data of proportions of cell types (matrix P) by comparing it with the
available ground truth of the matrix of labels. An initial visualization in 3D of the absolute er-

ror for the predicted proportions on each scenario is shown in Figures 4.1 and 4.2. Each figure
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Figure 4.2: Absolute error for SCDC P matrix and cross-protocol scenario.

represents six subplots for each of the tissues and protocols tested in the experiments. X-axis
is representing the cell types, being acronyms following this rule: B cell (BC), T cell (TC),
endothelial cell (EC), macrophage (Ma), mesenchymal stem cell (MSC), skeletal muscle satel-
lite cell (SMSC), ciliated columnar cell of tracheobronchial tree (CiCC), classical monocyte
(CM), leukocyte (L), lung endothelial cell (LEC), myeloid cell (MC), basophil (Ba), granulo-
cyte (Gr), hematopoietic precursor cell (HPC), immature B cell (iBC), late pro-B cell (IpBC),

and monocyte (Mo).
Regarding the first figure, it refers to the same-protocol scenario, and it can be observed that

most of the absolute error values lie from 0 to 0.4, with low peaks on the plots. However, the
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Figure 4.3: Bland-Altman plots for SCDC approach and same-protocol scenario

second figure represents the cross-protocol scenario, where more yellow (near 0.7 error) peaks
are observed. Between tissues, the Marrow tissue has, in general, less absolute error than the
other two. In summary, there is a clear difference between the absolute error of cross-protocol

and the same-protocol scenario, being the cross-protocol much higher.

After evaluating the absolute error, the Bland-Altman plots show the level of agreement be-
tween predicted and ground truth proportions. By observing this kind of plot, the heteroscedas-
ticity or homoscedasticity of the samples can be deduced. A model presents heteroscedasticity
when the variance of the errors is not constant in all the observations made, which usually im-

plies non-compliance with one of the basic hypotheses on which the linear regression model is
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Figure 4.4: Bland-Altman plots for SCDC approach and cross-protocol scenario

based. However, in the case of the study, as we are working with proportions, homoscedasticity
could not be the theoretically ideal situation, as if the variance is constant for all the proportions,
the same value would not have the same impact on a small proportion as on a bigger one. Be-
fore evaluating the figures, note that y-axis limits are between -0.5 and 0.5 on the same protocol
plots, while between -1 and 1 on cross-protocol plots. This is important to notice as the shape

of the data is strongly influenced by the limits of the axes chosen.

Having all in mind, Figure 4.3 shows the experiments plots regarding the same-protocol
scenario. If we focus on the first subplot, the first pattern to notice is an oblique line limiting
the points from below. This pattern is repeated for all the subplots. This may be because we are
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Figure 4.5: Results on SCDC method, for CCC (a) and MAE (b) values.

working with proportions, which cannot be lower than zero value when estimating. Therefore,

it will be ignored from now on when analyzing error variance, as may lead to misleadings.

Continuing with the first subplot, we can visualize a horn shape where the values are het-
eroscedastic, having greater differences on bigger proportions. This pattern is repeated on the
fifth (‘Marrow counts’) subplot. Compared to the absolute error subplots of ‘Limb muscle
counts’ and "Marrow counts’ in Figure 4.1, they show more or less constant low values of er-
rors (corresponding to dark blue areas) which represent the beginning of the horn, while there
are small high error peaks (yellow peaks), that correspond to the greater differences on bigger

proportions of the end of the horn.

On the contrary, on subplots fourth (‘Lung umi’), fith (‘Lung umi’), and sixth (‘Marrow
umi’), again contrasting info of both Figures 4.3 and 4.1, the Altman plots show a homoscedas-
tic pattern, while the absolute error plots represent constant values, smaller in the case of the

last subplot. Again, both figures are consistent with each other.

Regarding the experiments on the cross-protocol scenario, represented in Figure 4.4, the
first columns subplots follow a pattern of homoscedasticity again, which is consistent with the
absolute error plots on Figure 4.1, representing constant values. However, it is worth noting
that second column plots, corresponding to ‘UMI to counts’ experiment, show an oblique linear
pattern that represents a bias on positive error for low proportions and negative one for larger
proportions. This is shown on the absolute error as a plot with very uneven values, forming

sharp peaks.
To finish with the SCDC evaluation, the CCC and MAE values were calculated for the
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predicted P and it is ground truth for the three different tissues, and both protocols are shown in
Figure 4.5. CCC comparison shows clear higher values for the same-protocol scenario, which
represents a higher concordance between predicted and ground truth proportions. Furthermore,
MAE values, consistently with the absolute error plots, are much lower for the same protocol

scenario.

In summary, this first evaluation of the SCDC method gives the clear deduction that the
method works much better for the same-protocol scenario, having much lower values of abso-
lute error and MAE, and higher CCC. Additionally, the Bland-Altman plots show a tendency
to homoscedasticity on the same-protocol scenario, having also some bias in the cross-protocol

one.

4.1.2 TAPE pseudo bulk experiment

For the deep learning-based method of choice, there was no necessary processing of the data as
it was already on read raw counts, so the datatype parameter was set to "counts’. After all of
the parameters were set as explained in Section 3.2.2, the experiment finishes with the decon-
volution function, which outputs the needed files, saved as CSV files for later evaluation. As in
the previous experiment, these steps are repeated on the three types of tissues, and changing the

inputs of the function to conduct the same-protocol and cross-protocol experiments.

As before, for the evaluation of the experiment, we focus on evaluating the accuracy and
reliability of predicted data of proportions of cell types (matrix P) by comparing it with the
available ground truth of label matrix. The 3D representation of the absolute error for each
scenario on TAPE can be visualized on Figures 4.6 and 4.7. Each figure represents six subplots
for each of the tissues and protocols tested in the experiments. In the same-protocol scenario,
the errors lie between 0 and 0.5, having some higher peaks of 0.7 error. Something similar
is shown in the cross-protocol scenario, where the errors are more or less consistent with the
before experiment. Although TAPE shows larger errors for the same-protocol scenario than

SCDC, it is more consistent with the cross-protocol scenario.

Next, the Bland-Altman plots reveal the level of agreement between predicted and ground
truth proportions. Similar to the absolute error plots, we can observe certain consistency be-
tween the Figures 4.8 and 4.9. All of the plots follow an oblique linear tendency already vi-
sualize in the cross-protocol experiment on SCDC. As explained, this tendency shows a bias
toward positive error for small proportions and toward negative error for big proportions. Con-

trary to SCDC, which showed different patterns depending on the experiment, TAPE follows
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Figure 4.6: Absolute error for TAPE P matrix and same protocol scenario.

this pattern for all the experiments. As TAPE is a deep learning model, it is more consistent and
robust across experiments, however, in this case, the results are not adequate as we are looking
for heteroscedasticity. As occurs on SCDC, these figures are also consistent with the absolute

error plots, Figures 4.6 and 4.7, which in general represent the sharp peaks already described.

Finally, CCC and MAE values were also calculated for TAPE experiments, resulting in the
plots in Figure 4.10. Although these values also show a tendency for better performance on
the same-protocol scenario, similar to SCDC, in this case, the differences are not so marked.
In the case of CCC values, for instance, the value for Lung tissue on the same protocol is
almost the same as the value of Limb Muscle tissue for the cross-protocol scenario. Similarly,
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Figure 4.7: Absolute error for TAPE P matrix and cross-protocol scenario

all of the MAE of the same protocol experiment is near to the value of MAE for the Lung
tissue experiment on cross-protocol. In general, TAPE did not work well on the Lung tissue

experiment, which may be due to the fact that this is the tissue with the higher number of cells

among the ones studied.
To sum up, TAPE has shown to be a more consistent method across protocols, however, the

absolute error values are higher than in SCDC. Additionally, the Bland-Altman plots confirm
its robustness but at the cost of showing the bias of the model towards proportion estimation,

which stated this method as a non-valid deconvolution method.
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Figure 4.8: Bland-Altman plots for TAPE approach and same-protocol scenario.

4.1.3 Comparison of methodologies: TAPE vs SCDC

To compare both algorithms, we would evaluate their performance by the CCC and MAE cal-

culations on the two approaches having in mind the protocols crossing, mixing the results of all

three tissues. Then, we would focus on their best performance protocol approach to evaluate

their differences across tissues. Furthermore, the differences across Bland-Altman plots would

be also commented on and justified. To finish with the comparison, the results of the Wilcoxon

test would be discussed.

Consequently, Figures 4.11 and 4.12 represent the CCC and MAE values as box plots where
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Figure 4.9: Bland-Altman plots for TAPE approach and cross-protocol scenario.

each box contains metric values for all the cell types considered in all the tissues, and the

different colours refer to the different algorithms. Important to highlight the y-axis limits, that

in case of CCC values vary from O to 1, which refers to some kind of agreement (remember that

1 indicates perfect agreement, O indicates no agreement, and -1 indicates perfect disagreement).

In case of MAE, y-axis limits vary from 0 to 0.2, which in general are low values that indicate

more or less accurate predictions.

Therefore, without considering differences across tissues experiments, the first observation

is that CCC values of the SCDC method are slightly higher than on TAPE. However, it is worth

noting that TAPE presents outliers on both protocol scenarios, positively, that is, higher, in the
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Figure 4.11: CCC values comparison between SCDC and TAPE

case of the cross-protocol scenario, and negatively in the case of the same-protocol scenario.
Another observation is that TAPE maintains the variance between values on both protocols,

having the same size boxes, while SCDC is much more consistent on the same-protocol than in
the cross-protocol scenarios, having great variance on the last one.

Continuing with the MAE boxplots, the first observation is that, although SCDC obtains
less MAE altogether, the differences between method in this case are not that as remarkable as
in the case of CCC. Nevertheless, we observe again the consistency in TAPE values and the
inconsistency between protocols on SCDC, having much greater variance on the cross-protocol
scenario, even showing a big outlier.

As a summary, observing the general values of CCC and MAE on both methods, we can
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Figure 4.12: MAE values comparison between SCDC and TAPE
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Figure 4.13: CCC values for same protocol scenario on TAPE and SCDC

conclude that, although the SCDC method works better in general, the TAPE method has the

advantage of greater consistency across protocol experiments.

Leaving aside the cross-protocol scenario, where both methods have proven to have much
worse performance, we would focus on the same-protocol scenario to see differences across
tissues and methods. Thereafter, Figure 4.13 represents the same values of CCC but only for
the same protocol approach, as has been observed to be the best performance. Can be observed
in the differences across tissues, where a clear downgrade in performance is present in Lung
tissue for both methods. Remembering the data described in Section 3.1.1, Lung tissue has

9 cell types, which explains the worst performance on both methods when having a greater
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number of cells. Specifically, in the case of TAPE, this difference across tissues is more evident,
as CCC values vary clearly with the number of cell types: 0.83 for 6 cell types, 0.58 for 9 cell
types and 0.75 for 7 cell types. In the case of SCDC the difference is only notable on Lung
tissue. In conclusion, both methods present clear dependence on performance with the number

of cell types, however, this dependence is greater on TAPE than in SCDC.

Next, differences across Bland-Altman plots between methods again reveal their great dis-
parity. Focusing on the same-protocol scenario, Figure 4.3 of SCDC represents many differ-
ences across the subplots. Some have a tendency to heteroscedasticity while others to ho-
moscedasticity, but in general they do not show any unusual patterns. However, Figure 4.8 of
TAPE method represents a linear tendency for all the experiments that reveals a clear bias of
the method.

Finally, some statistical approach was taken to evaluate the predicted proportions. Referring
to the Wilcoxon test described in Section 3.2.5, this approach was taken due to the not normal
distribution of the data evaluated. As an example, one of the sets of data used during this test
is represented in Figure 4.14, where we can observe how the values do not follow the usual
Gaussian distribution. Furthermore, the Shapiro-Wilk normality test [32] was also performed
for security, resulting in a not normal distribution. Then, the p values obtained for each set of

data are:
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+ SCDC vs TAPE same-protocol scenario: p =9.77 x 107100

* SCDC vs TAPE cross-protocol scenario: p = 0.72

Evaluating the given results, we can conclude that for the same protocol scenario, p value
is way smaller than the established o = 0.05, therefore, there is sufficient evidence to reject the
null hypothesis and accept the alternative one, having the conclusion TAPE and SCDC absolute
errors are not equal on same protocol scenario. However, in the other case the p value is greater
than o, so the deduction is that in the cross-protocol scenario, both methods can be said to have
similar absolute error values. Relating this to the before conclusion, both methods work poorly

for the same protocol scenario.

Having all in mind, although TAPE shows robustness across protocol-changing scenarios, it
is not accurate enough for deconvolution and, additionally, it shows bias on proportion estima-
tion. On the other hand, SCDC is less consistent across protocols but has a good performance
on the same-protocol scenario, which leaves SCDC as the more adequate method in terms of

this experiment on pseudo bulk data.

4.2 Experiment with real data

In contrast to the experiment with pseudo bulk data, this experiment is not oriented towards
ground truth comparison, as it is not available. However, the benefit of real data is that it rep-
resents real tissue expression. Then, it was decided to reproduce prior findings on the negative
connection between haemoglobin Alc (HbAlc) levels, an essential biomarker for type 2 dia-
betes, and 3 cell function in order to test the effectiveness of the study techniques on real data
[33] [34]. A linear model was built using the estimated cell-type proportions as the response

variable and the other covariates (age, gender, BMI and HbAIc) as predictors.

The objective of this experiment is to extrapolate some of the conclusions obtained from the
pseudo bulk data experiment, as the best performance of SCDC or the differences in deconvo-
lution across the number of cells chosen. Regarding the data used, described in Section 3.1.2,
the first dataset from Baron [12] consists of a total of 14 cell types, being: acinar, beta, delta,
activated stellate, ductal, alpha, epsilon, gamma, endothelial, quiescent stellate, macrophage,
Schwann, mast, and T cell. Secondly, the dataset from Segerstolpe [23] consists of another
14 cell types: delta, alpha, gamma, ductal, acinar, beta, unclassified endocrine, co-expression,
MHC class II, PSC, endothelial, epsilon, mast, and unclassified.
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Having this in mind, the common cells are chosen: alpha, beta, delta, gamma, acinar, ductal,
mast, epsilon and endothelial. Mast cells were excluded due to low quantity among all. Finally,
for the six cell types experiment the first six were chosen due to the high percentage of appear-
ance, leaving a final dataset with a total of 995 cells for the Segerstolpe data, and 6517 for the
Baron data. Second, for the eighth cell types experiment, all of the common cells (but the mast)

were used, leaving a dataset with 1013 cells of Segerstolpe, and 6779 cells of Baron data.

To perform the experiment on SCDC, the process was simple to follow as data was already
on ExpressionSet object type. Cell types were obtained from the experiments performed on
[17], and the final files were saved as CSV. For the real data experiment on TAPE, the data was
extracted from the ExpressionSet object to be used in Python. Then, all parameters were set
as explained in Section 3.2.2 and the final files are saved as CSV files. Finally, with all the

proportion matrix saved files, the regression models were constructed and plotted.

The hypotheses established for regression models obtained for the evaluation of the experi-

ments are the following:

 Null hypothesis (HO): there is no association between 3 cells and HbAlc.

¢ Alternative hypothesis (H1): there is association between f3 cells and HbA lc.

If the alternative hypothesis can be evidenced by the p values obtained, that experiment
would result successfully in deconvolution performance, as the negative connection between

HbAlc and B cell function would have been obtained from predicted proportion values.

4.2.1 SCDC pancreatic islets experiment

To evaluate the performance of the methods further than using two different data sets, we per-
form another distinction between the number of cell types deconvoluted. In previous experi-
ments on pseudo bulk data, some deductions about the worst performance when increasing the
number of cell types were made, so, we would like to compare it with the real data deconvolu-

tion.

Therefore, starting with the SCDC algorithm, we observe the regression results from both
datasets for the six cell types experiment in Figure 4.15. The first thing to notice in this Figure
is that the negative correlation between 8 cell proportions and HbAlc only has been proven
with the Segerstolpe dataset, obtaining a sufficient low p value. However, in the case of the

Baron dataset, it failed to detect the association. If we focus on Figure 4.16 where the eighth
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Figure 4.15: Beta cell proportions and HbAlc levels linear models for six cell types
deconvolution on SCDC of two sets of real data.
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Figure 4.16: Beta cell proportions and HbAlc levels linear models for eighth cell types
deconvolution on SCDC of two sets of real data.

cell types experiment is shown, this tendency is repeated. The sizes of the datasets can explain
this, because, as stated at the beginning of this section, Baron dataset contains way more cell
info than Segerstolpe. In the case of SCDC, the massive amount of data works against it,

complicating the computation and therefore the final result of the deconvolution.

Next, focusing on the differences between the cell input size, for the Baron dataset the
influence is higher than in Segerstolpe, having a way smaller p value for six cells than for the
eighth. On the contrary, Segerstolpe results are similar on both cases. Therefore, SCDC is more
robust in cell input size when the scRNA-seq data input size tends to be small rather than large.

In summary, the SCDC method generally has better performance and robustness when the

real data inputs are not massive but medium. This can be explained by the algorithm that relies
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Figure 4.17: Beta cell proportions and HbAlc levels linear models for six cell types
deconvolution on TAPE of two sets of real data.
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Figure 4.18: Beta cell proportions and HbAlc levels linear models for eighth cell types
deconvolution on TAPE of two sets of real data.

on, W-NNLS, a statistical-based approach that works based on MVW and may get complex

with large datasets.

4.2.2 TAPE pancreatic islets experiment

Continuing with the deep learning-based method, TAPE, the results of the six and eight-cell
types experiment are shown in Figures 4.17 and 4.18. Contrary to the previous section, for
TAPE the results on the Baron dataset are more promising. On all of these plots the association
between B cell proportions and HbAlc, with all p values smaller than 0.05. Moreover, the
negative correlation is more evident for the Baron dataset in both cases. Then, referring to the
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dataset sizes, we can conclude that TAPE works better on massive data inputs. Furthermore,
comparing the results between six and eight cells, p values are smaller in the case of eight cells,
so0, again, the larger the input size and the greater the number of cells, the more robust the model
is and the better it performs. TAPE is a deep learning method that works by a deep network that
is trained with the inputs to output a result, therefore, it is meaningful that the more data you

have, the better the model trains.

4.2.3 Comparison of methodologies: TAPE vs SCDC

After the individual evaluation of both methods, we must compare their performance with each
other. Focusing again on the results of the linear regression between f3 cell function and HbA lc,
the first thing to notice is that TAPE has been able to detect the association in the four cases of
the experiment, while SCDC only has been able to do it for the Segerstolpe dataset. Besides
that, the mean p value for TAPE is 0.0083, while the mean p value for SCDC is 0.1059, mainly
due to the bad performance on the eight cell experiment for Baron dataset, where the p value
has increased until 0.3472. A plus for SCDC is that in the Segerstolpe experiments, the p values
are slightly smaller than in TAPE, however, this does not compensate for its poor performance

elsewhere.

In conclusion, contrary to the pseudo bulk experiments, TAPE has appear to have better
performance on real data experiments. Moreover, the robustness proven with the cross-protocol
experiments has been confirmed for the different datasets shown in the real data experiment,
proving that TAPE is way more robust than SCDC. Regarding the cell types input size, although
for SCDC the pseudo bulk deductions persist, in this case of real pancreatic islets for TAPE, the
method has proven to perform better with more cells, maybe due to its deep network algorithm.
Ultimately, the objective of proving the pseudo bulk experiment conclusions has met with either

failures and successes.



54

CHAPTER 4. RESULTS




Chapter 5
Conclusions and future lines of action

This last chapter presents the conclusions that have been reached throughout this EDP and its

possible and future lines of study of deconvolution algorithms for bulk genetic expression.

5.1 Conclusions

The main objective of this EDP was to compare the two more up-to-date algorithms for bRNA-
seq deconvolution, namely, SCDC and TAPE. In order to do it accurately, several types of
data, scenarios and evaluation methods were needed, and they all resulted in the following

conclusions.

Regarding the pseudo bulk experiments, both methods have resulted to work properly only
in the same protocol scenario, leaving bad metrics results for the cross-protocol experiments.
This is not a condemnation of their usage, nevertheless, many of the data utilized in this sector
come from diverse protocols and can provide inefficient findings if we are not careful. Then,
comparing both methods only for their best performance scenario, metrics shown as best method
SCDC, having greater CCC and smaller MAE errors. In addition, SCDC showed a tendency
to homoscedasticity on the difference between predicted proportions and ground truth. This,
contrary to popular belief, would not be the most suited in this scenario where we are working
with proportions because the differences in the large proportions should be higher than the
smaller ones. We can argue that TAPE is more resilient than SCDC, yet, the differences between
predicted proportions and ground truth suggest a significant bias in the model. As a result, we

may conclude that SCDC performed better with pseudobulk data.
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However, this conclusion is debatable due to the results obtained from real data experiments.
In this occasion, SCDC failed to detect the association between B cells and HbAlc for some
of the experiments, concluding that this method usually has better performance and robustness
when the scRNA-seq data inputs are not massive but medium. However, the case of TAPE was
that it detected the association for all types of inputs, having better performance with massive
data sizes and a greater number of cell types. This confirms the robustness of the method, but it
contradicts the fact that for pseudo bulk data the more cells there were, the worse the predictions
were. In summary, experiments on real data have confirmed some of the conclusions of the
previous ones (robustness of TAPE), but differ in others (SCDC performs worse than TAPE).
Because the evaluation of these experiments on real data is not as accurate as those of pseudo
bulk, not having ground truth data, more regression models or other evaluation methods would
be needed to be able to faithfully confirm that TAPE is better than SCDC. Therefore, these
findings do not mean that SCDC is not a suitable method for deconvolution, but that it may

work better with smaller databases.

Related to the biomedical engineering competencies applied to the EDP, we can empha-
size some of them, such as the ability for analytical and critical thinking, data collection and
processing, evaluation of results, biotechnology and genomics knowledge, python program-
ming, statistics evaluations etc. Furthermore, the competencies acquired during the EDP are
the concept of deconvolution of bulk data, the processing of new data formats, R programming,

Bland-Altman plots, the Wilcoxon test etc.

All in all, coming back to the main goal of this EDP, it is difficult to determine one of the
two methods as the best one, as both of them have their advantages and disadvantages. It is clear
that both need more expertise to work across protocol data, but, in general, their performance
is adequate in the same protocol scenario. Numerous additional sorts of real data are required
to assess their effectiveness on real-world data since the first comparative experiments between
these up-to-date methods have drawn conclusions that differ from the pseudo bulk experiments.
Due to the intricacy of the algorithms, a more thorough examination that incorporates every pa-
rameter that influences them might provide us with more precise findings as to which technique
is superior. Nevertheless, the primary objective towards development and innovation is to take
the benefits of each and apply them to the enhancement of deconvolution algorithms and the

progress of genomics.
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5.2 Future lines of action

The research carried out in this EDP has been restricted by various factors, including the limited
computational capacity and the massive size of the data. Therefore, there are several open lines

of improvement and new unexplored possibilities around this topic that are mentioned below:

* Continue with the comparison research of this EDP, having in mind more data types and

protocols.

Evaluate the compared methods on different scenarios, apart from cross-protocol, such as

batch correction or noise filtering.

Improve the algorithms for the cross-protocol scenario.

* Develop a new improved method taking into account all the advantages of both methods.
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Appendix A

Real data representation

This short section shows Table A.1 where a representation of the P matrix from real data exper-

iment on TAPE method is shown for a better understanding of the data used during this EDP.
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acinar alpha beta delta ductal gamma
Subl 0.014 0.0 0.413 0.114 0.401 0.058
Sub3 0.04 0.0 0.423 0.117 0.359 0.06
Subé 0.0 0.0 0.587 0.147 0.22 0.045
Sub8 0.015 0.0 0.526 0.124 0.273 0.062
Subll 0.099 0.0 0.264 0.106 0.48 0.051
Subl3 0.015 0.0 0.47 0.118 0.338 0.059
Subl4 0.038 0.0 0.321 0.108 0.475 0.058
Subl5s 0.004 0.0 0.541 0.142 0.262 0.051
Sublé 0.012 0.0 0.503 0.116 0.312 0.056
Subl7 0.01 0.0 0.518 0.132 0.285 0.055
Subl8 0.013 0.0 0.472 0.115 0.343 0.057
Subl9 0.02 0.0 0.473 0.116 0.332 0.058
Sub21 0.0 0.0 0.579 0.138 0.238 0.045
Sub23 0.018 0.0 0.445 0.121 0.347 0.07
Sub24 0.014 0.0 0.459 0.114 0.361 0.054
Sub25 0.035 0.0 0.347 0.107 0.448 0.063
Sub26 0.027 0.0 0.476 0.12 0.329 0.048
Sub27 0.024 0.0 0.446 0.117 0.355 0.058
Sub28 0.007 0.0 0.536 0.133 0.279 0.046
Sub29 0.007 0.0 0.54 0.141 0.26 0.052
Sub30 0.005 0.002 0.552 0.145 0.235 0.061
Sub31 0.019 0.0 0.513 0.131 0.288 0.049
Sub32 0.048 0.005 0.354 0.121 0.408 0.065
Sub33 0.012 0.0 0.543 0.125 0.26 0.059
Sub34 0.019 0.0 0.545 0.148 0.231 0.058
Sub35 0.037 0.0 0.417 0.109 0.377 0.06
Sub36 0.041 0.0 0.391 0.112 0.397 0.059
Sub37 0.012 0.002 0.519 0.138 0.266 0.063
Sub38 0.005 0.003 0.578 0.151 0.201 0.061
Sub39 0.02 0.0 0.526 0.126 0.274 0.055
Sub40 0.11 0.0 0.287 0.108 0.443 0.053
Sub42 0.041 0.0 0.386 0.121 0.394 0.059
Sub43 0.02 0.0 0.502 0.142 0.276 0.061
Sub44 0.023 0.0 0.431 0.121 0.361 0.064
Sub45 0.009 0.0 0.562 0.162 0.21 0.057
Sub46 0.058 0.0 0.486 0.122 0.282 0.052
Sub47 0.039 0.0 0.458 0.117 0.328 0.058
Sub48 0.02 0.0 0.511 0.13 0.278 0.061
Sub50 0.008 0.0 0.538 0.132 0.272 0.049
Sub51 0.017 0.0 0.469 0.118 0.337 0.058
Sub52 0.023 0.0 0.468 0.124 0.327 0.058
Sub53 0.065 0.0 0.296 0.11 0.463 0.066
Sub54 0.034 0.0 0.447 0.113 0.345 0.061
Sub55 0.054 0.0 0.358 0.111 0.42 0.058
Sub56 0.075 0.0 0.285 0.109 0.477 0.055
Sub57 0.013 0.0 0.498 0.126 0.304 0.059
Sub58 0.009 0.0 0.499 0.12 0.319 0.053
Sub59 0.027 0.0 0.421 0.11 0.385 0.058
Subb0 0.039 0.0 0.316 0.111 0.474 0.06
Sub61 0.089 0.0 0.358 0.11 0.388 0.055
Sub62 0.003 0.004 0.555 0.152 0.227 0.058
Sub63 0.005 0.0 0.579 0.164 0.206 0.046
Sub64 0.019 0.0 0.568 0.138 0.221 0.055
Sub65 0.033 0.0 0.375 0.12 0.401 0.07
Sub66 0.013 0.0 0.477 0.116 0.344 0.051
Sub67 0.025 0.0 0.468 0.119 0.335 0.053
Sub68 0.013 0.0 0.517 0.13 0.277 0.063
Sub69 0.005 0.0 0.553 0.142 0.248 0.052
Sub70 0.018 0.0 0.449 0.125 0.346 0.062
Sub71 0.008 0.0 0.466 0.13 0.337 0.059
Sub72 0.0 0.0 0.593 0.14 0.219 0.048
Sub73 0.016 0.002 0.443 0.126 0.348 0.066
Sub74 0.049 0.0 0.292 0.113 0.482 0.065
Sub75 0.007 0.0 0.445 0.113 0.38 0.054
Sub76 0.006 0.0 0.558 0.152 0.224 0.06
Sub77 0.021 0.0 0.417 0.118 0.388 0.055
Sub78 0.006 0.0 0.519 0.132 0.28 0.064
Sub80 0.023 0.0 0.389 0.114 0.42 0.055
Sub81 0.0 0.0 0.568 0.142 0.237 0.052
Sub82 0.059 0.007 0.278 0.107 0.477 0.073
Sub83 0.037 0.0 0.402 0.111 0.399 0.052
Sub84 0.011 0.0 0.478 0.118 0.339 0.054
Sub85 0.009 0.0 0.465 0.123 0.347 0.057
Sub86 0.01 0.0 0.529 0.135 0.27 0.057
Sub87 0.031 0.003 0.384 0.123 0.396 0.063
Sub88 0.003 0.004 0.575 0.177 0.179 0.062
Sub89 0.004 0.0 0.566 0.149 0.227 0.054

Table A.1: Example P matrix from real data experiment on TAPE method,

and six cell types.

using Baron dataset
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