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Simple Summary: Genes whose expression levels rise and fall similarly in a large set of samples,
may be considered coexpressed. Gene coexpression analysis refers to the en masse discovery of coex-
pressed genes from a large variety of transcriptomic experiments. The type of biological networks that
studies gene coexpression, known as Gene Coexpression Networks, consist of an undirected graph
depicting genes and their coexpression relationships. Coexpressed genes are clustered in smaller
subnetworks, the predominant biological roles of which can be determined through enrichment
analysis. By studying well-annotated gene partners, the attribution of new roles to genes of unknown
function or assumption for participation in common metabolic pathways can be achieved, through a
guilt-by-association approach. In this review, we present key issues in gene coexpression analysis, as
well as the most popular tools that perform it.

Abstract: Gene coexpression analysis constitutes a widely used practice for gene partner identification
and gene function prediction, consisting of many intricate procedures. The analysis begins with the
collection of primary transcriptomic data and their preprocessing, continues with the calculation
of the similarity between genes based on their expression values in the selected sample dataset
and results in the construction and visualisation of a gene coexpression network (GCN) and its
evaluation using biological term enrichment analysis. As gene coexpression analysis has been studied
extensively, we present most parts of the methodology in a clear manner and the reasoning behind
the selection of some of the techniques. In this review, we offer a comprehensive and comprehensible
account of the steps required for performing a complete gene coexpression analysis in eukaryotic
organisms. We comment on the use of RNA-Seq vs. microarrays, as well as the best practices for
GCN construction. Furthermore, we recount the most popular webtools and standalone applications
performing gene coexpression analysis, with details on their methods, features and outputs.
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1. Introduction
The development of high-throughput technologies [1] aided the discovery of biological
networks which provide insights into the understanding of system properties [2—4]. An
earlier classification [5] divided biological networks into four groups:
e  Protein—protein interaction (PPI) networks [6] describe the associations, either through
physical contact or common pathway participation, between two or more proteins;
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e  Gene regulatory networks (GRNs) [7] depict the causal interactions between regulators
and their target genes;

e  Signal transduction networks [8] contain information on the interactions between
biochemical signalling molecules and cell receptors;

e  Metabolic and biochemical networks [9] display all metabolic reactions and molecules
involved in biological pathways.

Due to the recent accumulation of large amounts of transcriptomic data through
microarray and RNA-Seq technologies, an additional group of biological networks has
emerged [10,11]: Gene coexpression networks (GCNs) [12] allow the study of the coexpres-
sion patterns of multiple genes in different biological conditions.

Gene coexpression networks depict the degree of similarity between the expression
profiles of all genes, in a particular set of biological samples that may derive from different
tissues, developmental stages, or environmental conditions, to reach conclusions far beyond
the scopes of the individual studies the samples have come from. The underlying basis of
gene coexpression analysis is that coexpressed genes tend to participate in similar biological
processes [13,14]. Furthermore, expression levels of correlated genes may be controlled by
similar regulatory mechanisms. As such, GCNs can replicate known functional roles and
regulatory interactions between genes. The construction of GCNs can additionally function
as a prediction method, identifying novel functional interactions between genes, as well as
assigning new roles to existing genes or genes of yet unknown function [15,16].

Currently, there are several gene coexpression webtools and standalone applications
focusing on a variety of model species of animals [13,17-21], plants [22-29] and fungi [30,31].

Many methods have been developed for the construction of a gene coexpression
network [12,32]. However, most of the methodologies include the following steps:

1. Collection and integration of expression data

2. Processing and filtering of gene expression data and construction of expression
matrices [12,24]

3. Selection of coexpression measure and construction of similarity matrices [15,32]

4. Selection of significance threshold and network construction [24,33].

5. Identification of modules using clustering techniques [32].

We review key issues in the analysis of gene coexpression and the basic features for
the construction of a GCN. In addition, the most popular gene coexpression applications
for various model organisms, are presented.

2. Collection and Processing of Transcriptomic Data and Construction of Gene
Expression Matrices

The two main transcriptomic technologies used to obtain expression data for coexpres-
sion analysis are microarrays [34] and RNA-Seq [35]. The samples used for a coexpression
analysis can be procured from public databases, produced through in-house experiments
by research groups, or a combination of both. Using publicly available experiments is
usually preferred, as many public transcriptomic data repositories provide an abundance
of expression profiling studies. The most popular ones include Gene Expression Omnibus
(GEO) [36], ArrayExpress [37], and Expression Atlas [38] which contain both microarray
and RNA-Seq data, as well as Sequence Read Archive (SRA) [39], Gene-Tissue Expression
(GTEx) [40], The Cancer Genome Atlas (TCGA) [41] and European Nucleotide Archive
(ENA) [42], which are RNA-Seq specific.

The source data must originate from the same organism and the same transcriptomic
platform for the coexpression results to be comparable. Subsequently, there are two major
approaches to coexpression analysis, depending on the experimental conditions of the
primary sample data sets used [3]:

(A) ‘Condition independent” approach uses a set of samples of a multitude of different
conditions and source tissues. This method is suitable for studying the global coex-
pression landscape of an organism and demonstrates gene relationships regardless of
experimental conditions [12].
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(B) ‘Condition dependent’ [12,43] approach uses a set of samples that derive from a
specific tissue or a specific experimental condition. In this case, the coexpression
analysis aims to discover the gene coexpression profile under the selected condition.

The biological question at hand defines which one of the two approaches should be
adopted. Since all aforementioned transcriptomic data repositories describe in detail each
of their available samples and can be queried using integrated advanced search functions,
samples of the same species from the same platform can be easily retrieved. This sample
filtering strategy can be expanded to identify samples of a specific tissue or condition.

Another important point lies in the total number of samples used for the coexpression
analysis. Although using a small number of samples results in stronger gene correlations, it
also increases the chance for spurious correlations to appear [3]. Consequently, a minimum
amount of 20 samples is recommended to perform a coexpression analysis [44].

2.1. Microarray Data Analysis

There are several microarray manufacturers, such as Affymetrix [45], Agilent [46],
lumina [47], etc. Among them, Affymetrix GeneChip is the most popular platform to
quantify gene expression. For each Affymetrix microarray hybridisation, a CEL file that
contains the intensity values per probe is produced. Those primary files are then pre-
processed with the assistance of a Chip Description File (CDF) which describes probe
locations and probe set groupings on the chip, to calculate the expression values per
probe set. These values are combined with an annotation file that contains gene-probe set
correspondences, to obtain the gene expression values (Figure 1). Microarray pre-processing
algorithms, usually referred to as normalisation algorithms, include the following steps:

1.  background correction

2.  normalisation

3.  probe summarisation

4. log, transformation (optional)

Normalisation

Microarfays

Gene .‘ Gene read
Expressions Normalisation counts

Trimming Alignment Counting

Reference (RN
Genome

Figure 1. Pre-processing procedure for transcriptomic data. Primary microarray data are procured in
a CEL format which is transformed to gene expression values by using a normalisation algorithm
which is guided by a Chip Description File (CDF). In RNA-Seq primary data pre-processing, the
FASTQ-formatted sequence read data are trimmed, then aligned to a reference genome. Gene counts
are produced with the help of a General Feature Format (GFF) file. GFF file may also be used during
alignment. Expression values are produced through normalisation. Both technologies eventually
converge to the production of the same output, an expression matrix which contains the expressions
of each gene in all samples.
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The most popular normalisation methods that lead to one expression value per probe
set are MASDS [48], RMA [49], GCRMA [50], PLIER [51] and SCAN [52]. The oldest of
these algorithms, MASS, is the only one that does not perform logarithm transformation
to the expression values. SCAN and MAS5 algorithms normalise each microarray sample
independently of the others of the same series and are preferred when combining microar-
ray samples from different series or laboratories, as other pre-processing algorithms, such
as RMA or GCRMA, derive information from all samples together during normalisation
and thus potentially introduce erroneous calculations, known as correlation artifacts. To
eliminate low-quality samples [53], a great effort has been made to develop methods to
assess and visualise the quality of GeneChip data. Specific algorithms for quality control
(QC) have been developed and many of these have been implemented in R statistical
scripting language [54] and are available in Bioconductor suite [55].

2.2. RNA-Seq Data Analysis

Since its introduction, RNA-Seq has been steadily increasing as the method of choice to
measure gene expressions accurately. The RNA-Seq technology that studies the aggregated
mRNA of cell populations or tissue parts is also referred as bulk RNA-Seq. RNA-Seq is
based on next-generation sequencing (NGS) where the length of the reads does not exceed
700 bps [56] and third-generation sequencing where the read length can be more than
150,000 bps [57]. Next-generation sequencing technologies include Illumina [58], 454 Life
Science [59], etc, while third-generation sequencers include PacBio [60], Nanopore [61], etc.
The raw data produced by RNA-Seq experiments are FASTQ [62] files, containing the
sequence reads, as well as a quality value for each base. The pre-processing of RNA-Seq
data [63] consists of:

1.  quality control and trimming of sequence reads

2. mapping reads to a reference genome or transcriptome
3. producing gene read counts

4. normalisation

The first step of the pre-processing pipeline includes the quality assessment of the se-
quence reads and subsequent trimming of the adapter sequences and low-quality reads [64].
Software for quality control includes FastQC [65] which produces per-sample reports and
MultiQC [66] which aggregates these reports, producing a single summary report and
LongQC [67] which is specific for third-generation sequencing data. Software for trimming
includes Cutadapt [68], fastp [69] and Trimmomatic [70]. Complete removal, also known as
hard-clipping, is usually performed exclusively on the adapter sequences to save up storage
space and facilitate downstream analysis. Soft-clipping refers to tagging low-quality reads
or adapter sequences, so that they can be ignored in later steps of the analysis. Soft-clipping
is preferrable to hard-clipping, as important information regarding the reads is not com-
pletely lost. Next, the trimmed reads are aligned to FASTA-formatted sequences of their
corresponding reference genome. This step is performed using specific alignment software
depending on the sequence read length: Aligners such as TopHat2 [71] and HISAT2 [72]
are used for short reads, Magic-Blast [73], Graphmap2 [74], DART [75] LAMSA [75] and
deSALT [76] for long reads and Bowtie 2 [77], minimap?2 [78], STAR [79] GMAP [80] and
BWA-MEM [81] for both types of reads. Some aligners can also perform soft-clipping of
bases from the left or right end of the read sequence [79] and unmapped reads will always
be soft-clipped during the alignment step. This process produces a BAM-formatted [82]
file which contains the mapping of the reads to the reference genome. This output is then
combined with a General Feature Format 3 (GFF3) file [83] which contains the genomic
feature coordinates, to count the gene reads, using programs such as Cufflinks [84], feature-
Counts [85] and HTSeq [86]. Aligners may also use GFF3 annotations upfront. The exon
joints provided by GFF files, accelerate the mapping process and increase the quality of the
spliced alignments. Finally, to calculate the gene expression values, the resulting gene read
count data are normalised. Algorithms such as Total Count [87], Quantile [88] and Upper
Quartile [89], are purely based on arithmetic calculations concerning the read counts and
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their distributions in the samples, while TPM [90] and RPKM [91] take transcript length
into account. TMM [92] and DESeq [93] use a mathematical and biological combination
and gsmooth [94] normalises read counts based on the assumption that the distribution
of samples should differ on a global scale, but not in each biological group/tissue. After
normalisation, logy transformation of expression data is applied (Figure 1). Other software,
such as Kallisto [95] and Salmon [96], use a different approach, pseudoaligning reads to a
reference transcriptome, producing gene expression data two orders of magnitude faster
than other pipelines. The selection of the normalisation algorithm impacts the quality
of the resulting GCNs [97], thus, different normalisation procedures might be chosen for
condition-independent or condition-dependent analyses.

2.3. Single-Cell RNA-Seq in Coexpression Analysis

Single-cell RNA-Seq (scRNA-Seq) is a recently emerging RNA-Seq-based technology
which studies the transcriptome of single cells [98]. The pre-processing pipeline of scRNA-
Seq data is similar to that of bulk RNA-Seq data. However there are certain additional steps
that need to be performed, to account for the high heterogeneity of single-cell data [99].
A common phenomenon in scRNA-Seq data, is the appearance of a large amount of
zero counts of genes that are truly expressed in other cells of the same type, known as
dropout events [100]. In order to fill in the missing values, imputation methods, such
as scImpute [101], SAVER [102] and MAGIC [103], have been developed. The produced
expression matrix includes the expression values of genes per sample which in this case
refers to a single cell.

2.4. Microarrays vs. RNA-Seq in Coexpression Analysis

The end result of both microarray and RNA-Seq data pre-processing is a file containing
gene expression values per sample. Affymetrix-based chips use an outdated default CDEF, so
several probe sets either do not correspond to any known gene or correspond to more than
one genes, and some genes are recognised by no probe set or by more than one probe sets.
Thus, a custom CDF that better reflects current genomic and transcriptomic knowledge is
recommended. One such example is the frequently updated BrainArray CDF [104] which
ensures that each probe set corresponds to a single gene and vice versa.

RNA-Seq is a rapidly evolving technology with a larger, ever-increasing amount of
publicly available data. As opposed to microarrays, RNA-Seq can accurately measure
all known genes of an organism and has higher sensitivity. However, the expression
estimations of RNA-Seq and microarrays are comparable, especially in genes with average
expression [105]. Thus, the resulting gene coexpression landscapes which derive from RNA-
Seq and microarrays are close [106] and biological pathway enrichments are similar [22].
The drawbacks of RNA-Seq include the significantly longer execution time of data pre-
processing and higher computational resource requirements, as well as the use of pipelines
of not yet fully optimised algorithms. On the contrary, all steps in microarray pre-processing
are performed by a single, quick, light and optimised algorithm (Figure 1).

Irrespective of the transcriptomic technology, pre-processing of existing raw transcrip-
tomic data from public repositories is imperative, as it ensures data uniformity which is
essential for subsequent coexpression analysis. Reanalysis of the original primary data
with modern normalisation algorithms and genomic annotations, can highly improve
the estimation of gene expressions and thus, the coexpression landscape. This is crucial,
especially in the case of microarray data analysis, as it was reported that up to 50% of the
genes that were identified as differentially expressed in Affymetrix-based studies where
default CDF was used, might be artifacts [104].

2.5. Batch Correction

There are many conditions which may vary during the course of an experiment (such
as reagents, equipment, personnel, etc.) and may introduce batch effects, which is a com-
mon source of variation in both microarray and RNA-Seq data [107]. In the case of condition
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dependent (tissue-specific) coexpression analysis where data from multiple studies are
combined, another layer of batch effects is introduced: experiments from different laborato-
ries. Thus, batch effect identification and subsequent correction is an important step after
expression data pre-processing. Usually, the studies that each sample belongs to, are used
to define the batches, although the date and time of each experiment may be used as batch
surrogates. Existence of batch effects is confirmed through visual inspection via principal
component analysis (PCA) [108] and hierarchical clustering [109]. Batch effects are present
if samples from the same study which derive from different biological conditions are clus-
tered together, whereas the clusters should have been made up of the samples of the same
conditions, regardless of study source. Batch-corrected microarray-based coexpression
analysis using ComBat [110], produces combined correlations which are more consistent
with each single study’s correlations [106], while a larger number of high quality GCNs
are produced when ComBat batch correction is applied to normalised RNA-Seq data [97].
While ComBat requires manual denoting of the sources of the batch effects, SVA [111] can
automatically estimate them, and subsequently applies ComBat correction. SVA is useful
in cases where there are indications of technical variations (e.g., observed by PCA) but their
source is not evident. scRNA-Seq samples are much more prone to technical variations, due
to the low amount of genetic material isolated from each cell [99]. In this case, batch effect
correction is perfomed by scRNA-Seq specific methods, such as f-scLVM [112], MNN [113]
and kBET [114].

3. Selection of Coexpression Measure and Construction of Similarity Matrices

After the acquisition of gene expression data, the correlation of expression between each
gene pair needs to be calculated. This is performed through a vast variety of approaches:

Distance-based measures calculate the dissimilarity between the expression of a pair
of genes. Traditional distance measures are based on Minkowski distances [115]:

1

Ain = (Z?zl |xi7yi|m) "

where m is a positive integer and x; and y; are the expression values of x and y genes
in the ith sample. Euclidean and Manhattan distances are cases of Minkowski distance,
depending on the value of m. In Manhattan distance, m = 1:

d=Y" |xi_yil

In one of the most used distance measures, Euclidean distance, m = 2:

d= /" (xiy;)?

Correlation metrics describe the tendency of the expression levels of a pair of genes,
to increase or decrease simultaneously across different samples [3,4]. They produce coef-
ficients ranging from —1 (perfect anti-correlation) to +1 (perfect correlation), with values
near 0 indicating no correlation.

The Pearson correlation coefficient (PCC or ) [116] is a measure that depicts the linear
correlation between two genes, x and y, and is calculated as follows:

. i1 (xi — %) (yi — )
\/Z?:l(xi ~D* L (i —7)°

where 7 is the number of samples and x; and y; are the expression values of x and y genes
in the ith sample. PCC is useful for detecting correlation between genes that may have
different average expression levels, however in some cases it is sensitive to outliers [3,12]
resulting in false-positive results when the number of samples is small and pre-processing
is based on quantile normalisation [117].




Biology 2022, 11, 1019

7 of 31

Uncentred correlation (Cosine similarity) [118] depicts the similarity between the
expression of two gene pairs and, in contrast to centred PCC, it does not take into account
the mean expression of each gene. It is given by:

Y XiYi
CoSsim (X, Y) =
\/Z?:Mxi)z\/ﬂ?ﬂ(%)z

Spearman’s rank correlation coefficient (p) [119] is calculated as the PCC of the rank-
ings of the expression values. In cases where there are no ranking ties, p can be calculated
as follows [120]:

6Y" . D?
T it S |
p('x/y)_l 71(712—1)

where D; is the difference between the ranks of the corresponding values of genes x and y.

As a parametric measure, PCC is used if gene expression values follow normal dis-
tributions across samples, otherwise a nonparametric method, such as Spearman’s rank
correlation coefficient, should be used. The selection of the algorithm can be based on
a normality test. As Spearman’s correlation coefficient uses expression ranks instead of
expression values, p is less sensitive to extreme data values.

Kendall’s rank correlation coefficient (7) [121] is a measure of nonlinear dependence
between two random variables. It is suitable for identifying key genes that increase or
decline in monotonic fashions in expression data collected during a biological process or
developmental stage [122]. For any pair of observations { (x;, x]-), (vi, y]-) } of expressions
of genes x and y in samples i and j, where i <j, if (x; > x; AND y; > y;) OR (x; < x; AND
Yi <Yj), the pair is concordant, if (x; > x; AND y; <y;) OR (x ;< xj; AND y; > y;) the pair is
discordant, or if x; = x; OR y; = y;, the pair is neither concordant nor discordant. Kendall’s
correlation coefficient is given by [122]:

ne —ny

\/[n(nzl)_Zktk(tkzl)}

where 1 is the number of samples, 7. is the number of concordant observation pairs, 1, the
number of discordant pairs, f is the number of observations tied at k rank of x and u; is the
number of observations tied at / rank of y. In cases where there are no tied observations,
the following formula is used:

T =

nn-1) Zl ul(uéfl)

2

ne —ny
n(n—1)

2

T =

Since Kendall’s rank correlation coefficient is used to identify monotonic relationships,
it is used as an alternative to Spearman’s.
The aforementioned correlation coefficient values are used to compute the Mutual

Rank (MR) [123] score as follows:
My = \ Ry Ryx

where Ryy is the rank of the correlation of genes x and y in the descending list of all gene
correlations of x. Since MR is a distance measure, with smaller values meaning higher
correlation, a Logit Score (LS) transformation [124] is applied:

Ly = logz(N - MXy) - logz(Mxy)

where N is the total number of genes studied. Higher values of LS indicate stronger correlations.
Finally, Mutual Information (MI) is a method that detects the amount of information
obtained about the expression of one gene by observing the expression of another gene [125].
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Ml is based on Shannon’s theory of communication [126] and is calculated by subtracting
the joint entropy of two genes X and Y from the sum of their entropies [127]:

I(X,Y) = H(X) + H(Y) — H(X,Y)

A Ml value which is close to 0 surmises no correlation between a gene pair, while a
high value shows a correlation relationship. In contrast to PCC, Mutual information can
detect non-linear statistical relationships [128].

4. Selection of Significance Thresholds for Network Construction

Once a correlation measure has been chosen, a correlation matrix which contains all
pairwise gene correlation coefficients cor(x,y) for any x and y genes, is constructed. The
correlation matrix is a square matrix with M x M dimensions, where M is the number
of studied genes. The diagonal values of the matrix are 1, as they correspond to the
correlation of any gene to itself and the matrix is symmetric to the main diagonal, thus it
can also be portrayed as an upper or lower triangular matrix, displaying each gene pair
correlation once.

There are several ways to portray the correlation landscape of a large number of
genes (Figure 2). The simplest and commonest way to study gene coexpression, is by
producing a list of most coexpressed genes to a “driver gene” i.e., the gene of interest. In
this coexpressed gene list [129], the correlations of the driver gene with all other genes are
ranked according to their correlation coefficient, either in descending order to highlight
the top positively correlated genes, or in ascending order to highlight the top negatively
correlated genes. In effect, a coexpression list contains the ordered values of the correlation
matrix row (or column) of the driver gene, thus it demonstrates singular gene coexpression
relationships, without accounting for any interconnections among the coexpressed genes of
the list.

Gene: Correlation Correlation
Expressions Analysis Matrix

Coexpression

Similarity Adjacency TOM Similarity Distance Gene List

Matrix Matrix Matrix Matrix

Coexpressed

Genes
Graph Creation

Gene

Coexpression
Gene Tree

Coexpression
Network
Enrichment Enriched
Analysis Terms

Figure 2. Flowchart depicting the steps for performing gene coexpression analysis using gene
expression data. Gene pairwise correlations are calculated and regardless of the chosen correlation
measure, correlation values need to be transformed to similarity values and then to adjacency values.
Gene coexpression can be depicted as lists, dendrograms or networks. Eventually, the results of the
coexpression analysis need to be evaluated through enrichment analysis.

To overcome the aforementioned limitation, a more sophisticated way to study gene
coexpression is the construction of a GCN, based on an M x M similarity matrix which
scales all correlation values between 0 and 1. If the absolute correlation values are used
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for the construction of the matrix (sy, = [cor(x,y)|, where sy, is the similarity between x
and y genes), then the similarity matrix is considered “unsigned”. In unsigned similarity
matrices, positively and negatively correlated gene pairs cannot be distinguished. To tackle
this, “signed” similarity matrices are produced as follows:

1+ cor(x,y)
wE Ty

with negative correlations getting sy, < 0.5 and positive correlations getting sy, > 0.5 [130].

An adjacency value ay, between genes x and y is produced by applying an adjacency
function to the similarity values (sx,). Depending on the function used, a certain type of
significance threshold is applied to reveal significant biological relationships. Threshold
selection can be divided into hard and soft threshold approaches. Hard thresholds exclude
gene pairs with similarity values below the predetermined threshold T [131] by mapping all
similarity values to 0 or 1 adjacency values, to show the absence or presence of coexpression
between a pair of genes:

o lifsy >7
YT Oif sy <T

Another hard threshold approach is to set the adjacency values of only a certain top
percent of the similarity values, to 1 [132]:

g — lif sxy > Py
Yy 0if sxy < P

where P, is the rth percentile of all s values (i.e., % of s values are less than or equal to P;).

In graph theory, GCNs are depicted as a set of vertices (nodes) which correspond
to genes and undirected edges (lines connecting node pairs) which represent gene pair
correlations [3,12,133,134]. Unweighted networks can be produced only if gene pairs of
adjacency values equal to 1 are drawn as edges. To avoid self-loops, the values of the main
diagonal of the binary adjacency matrix are set to 0. The most popular program to visualise
GCN s is Cytoscape [135] which is also available as a web plugin [136].

When adjacency values are produced using soft thresholds, similarity values are
transformed through specific functions resulting in adjacency values which range between
0 and 1 [130]. If the power function is selected, the adjacency value is calculated as follows:

Axy = ‘Sxy‘ﬁ

where f is a parameter chosen by the user. Soft thresholds result in weighted networks,
where each weight is used to appraise the strength of the coexpression relationship.
Weighted networks depict all available coexpression relationships between each gene
pair with each edge being coupled with a corresponding weight value. To avoid accidental
noise and incorrect correlations, the transformation of adjacency matrix into Topological
Overlap Measure (TOM) matrix is proposed [130]. A TOM matrix displays the strength of
connection between two genes x and y (Farber & Mesner, 2016) and is calculated as follows:

Zu;éx,y Axuluy + Axy

Wyy = —
min (Zu#x Axus Lty ayu) +1—ayy

where wyy is the TOM similarity value, u is a gene other than x and y and ay, is the adjacency
value of x and y.

A distance or dissimilarity matrix contains the distance values between each gene pair.
A distance matrix from a correlation matrix can be produced by applyingad = 1 — cor(x, y)
transformation [137] to all correlation values. As such, a distance matrix has the same
MxM dimensions, is symmetric to its main diagonal and can be displayed as an upper
or lower triangular matrix. The values range from 0 (complete correlation) to 2 (complete
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anti-correlation), with values around 1 showing no correlation. The diagonal values of the
distance matrix are 0, as they correspond to the distance of a gene to itself. The TOM matrix
can also be transformed into a distance matrix by subtracting its values from 1 [130]:

dyy =1—wyy

Even though both hard and soft thresholds result in GCNs, it is not easy to select a
cut-off value to achieve the optimal connections in a network. An extremely high cut-off
may fail to reveal important relationships, missing crucial biological information, while a
generous one will result in spurious relationships [138].

5. Identification of Modules Using Clustering Techniques

Modules in a GCN can be defined as a group of genes that are densely linked [139-141].
Highly connected genes within a network are called hub genes. These genes have been
shown to be functionally significant [142,143]. There are two types of hub genes named
intra-modular and inter-modular hubs that are central to specific modules in the network
or central to the entire network, respectively [32].

Clustering is a method to group and visualise coexpressed genes, using a distance
matrix as input. Genes that have similar expression patterns across multiple samples
are grouped to produce sets of coexpressed genes [32,125]. The most common clustering
method is hierarchical clustering whose most popular implementation in gene coexpression
is the unweighted pair group method with arithmetic mean (UPGMA) [109]. Hierarchical
clustering starts by connecting genes that are closest to each other and continues to connect
resulting clusters based on their pairwise distances, eventually forming a tree (in this case,
a gene coexpression tree). The leaves of the tree represent the genes and the lengths of
the branches reflect the distance between genes, thus tree clades represent coexpression
modules [32,125,137]. The tree output file is usually in Newick format [144].

Biclustering generates clusters of rows and columns simultaneously [145]. In the
case of gene expression, rows are genes and columns are samples. Biclustering is usually
depicted in the form of a coexpression heatmap. Based on their expression level, genes
are mapped into clusters with the main objective to find homogeneous submatrices called
biclusters which may overlap, or discover local expression patterns according to certain
experimental conditions [146]. Due to this process, biological information about these
clusters can be extracted. This information refers not only to the correlated genes but also
to the identification of genes that do not act the same way in all conditions [147].

A popular non-hierarchical clustering method is k-means, a partitioning method that
subdivides the genes into a predefined k number of clusters [137,148]. The k-means method
initially sets k points that function as cluster centre points (centroids). Each gene is then
assigned to the cluster with the closest centroid. New positions for the cluster centroids
are set as the average of the genes of the cluster, and gene assignment begins anew. The
previous two steps continue until no more genes change cluster [137,149]. However, it is
difficult to determine the optimal number of k points and multiple runs of the algorithm
may result in different components for each cluster.

The self-organizing map (SOM) method is closely related to k-means, also starting with
a predetermined number of cluster centroids. In the case of SOMs though, the centroids are
linked in a prespecified geometrical configuration [149]. Each iteration involves randomly
selecting a gene and moving the closest centroid in the direction of this gene, as well as
its neighbouring centroids on the grid [137]. In this fashion, neighbouring centroids in
the initial geometry tend to be mapped to nearby centroids in k-dimensional space [150].
Clusters that are closest to each other in the initial arrangement, tend to be more similar
to each other than those that are further apart [149]. The end result is a grid of clusters, in
which neighbouring clusters show related expression patterns [137].

Gene coexpression trees produced through clustering cannot portray anti-coexpressed
genes and are limited to classifying a gene into a single functional cluster, although genes
may possess multiple functions and participate in different metabolic pathways [23].



Biology 2022, 11, 1019

11 of 31

The cophenetic correlation coefficient (CPCC or c) is used to measure the quality of
hierarchical clustering [151]. Cophenetic pairwise distances are calculated as the pairwise
distances between genes as these are portrayed by the gene coexpression tree. CPCC
is the PCC between the initial pairwise distance of genes and their cophenetic pairwise
distance [152]:

i (dy =) (b — 1)
c= >
= 2
\/ (e —d) Tty — 1)
where dyy is the distance of genes x and y from the original distance matrix and t,y is their
cophenetic distance. CPCC shows how faithfully the coexpression tree has retained the

initial pairwise distances and ranges from —1 to 1, with 0 surmising no relation at all and
1 showing that the dendrogram has perfectly replicated the distances between genes.

6. Gene List Functional Enrichment Analysis

The purpose of a gene coexpression analysis is to discover functional gene partners to
a gene of interest. Biological functions can be attributed to genes of unknown role, based on
the verified functions of their coexpressed gene partners [12], an approach known as “guilt
by association”. By identifying the most coexpressed genes to a gene of interest or the sub-
network or subtree that the gene of interest belongs to, from a GCN or a gene coexpression
tree, respectively, lists of highly coexpressed genes are created. The predominant biological
functions, metabolic pathways, regulating transcription factors, disease associations, etc,
for such a gene list can be determined through functional enrichment analysis.

In over-representation analysis (ORA), statistically significant biological terms which
describe members of a list of coexpressed genes, are discovered by comparing the observed
number of genes of the list which are related to a certain biological term, against the
expected number of genes which would be related to the same term. Thus, a reference list
containing all the studied genes, as well as sufficient biological annotations, is required.
The statistical significance of enriched terms is usually assessed by calculating p-values
through Fisher’s exact test or the hypergeometric distribution test [153].

In gene set enrichment analysis (GSEA) [154], all genes are ordered according to their
correlation values with the gene of interest, with the top and bottom extremes being the
top most coexpressed and top anti-coexpressed genes, respectively. Already compiled gene
sets of several biological categories are used as background gene libraries. The enrichment
score (ES) for a biological term is calculated as follows: A running-sum value of the ranked
list of coexpressed genes is computed, increasing every time a gene that appears in the
gene library is found, and decreasing otherwise. Its maximum observed value becomes
the ES of that specific biological term. By generating a null distribution for the ES through
permutation, the statistical significance is estimated by calculating a p-value.

Enrichment analysis p-values need to be adjusted for multiple comparisons. This is
done by calculating the false discovery rate (FDR) [155]. In the case of GSEA, a normalised
enrichment score (NES) is first calculated before producing the FDR adjusted p-value.
Statistically significant terms have an adjusted p-value below a predetermined cut-off. The
lower the adjusted p-value of the biological term, the more confident we are of the term
truly being enriched.

Biological term enrichment categories include: gene ontologies [156], biological and
metabolic pathways [157], protein structures [158], gene-disease associations [159], regula-
tory motifs [160], experimentally verified transcription factor binding sites [161], etc. Public
online tools performing enrichment analysis of coexpressed gene lists that result from coex-
pression analyses include g:Profiler [162], Enrichr [163], WebGestalt [164], FLAME [165],
DAVID [166] and GOnet [167]. More specifically, g:Profiler offers enrichment analyses for
more than 700 organisms. FLAME can perform many visualisations on the input gene list
but its enrichment analysis is based on g:Profiler calculations. Enrichr offers an immense
list of available biological term compilations, but is available only for six model species.
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Compared to the other tools, DAVID and WebGestalt can be used with or without a ref-
erence gene list, with WebGestalt allowing for detailed parameter customisation before
analysis. Most of the tools also offer integrated functions for gene ID conversions. Finally,
GOnet can perform gene ontology enrichment analysis only for human and mouse, but is
unique in visualising the input genes and their corresponding enriched gene ontologies as
well as the ontology hierarchy and relationships between ontologies as a graph.

7. Coexpression Tools

Several coexpression tools studying global or tissue-specific coexpression analysis, are
available at the time of writing, as online websites (Table S1), or as stand-alone applications.
We are presenting a brief description of the main functionalities of each tool as well as
emphasising their distinguishing features.

7.1. Global Coexpression Web Tools

COXPRESdb [168] provides gene coexpression relationships, for nine animal and two
fungal species: Homo sapiens, Mus musculus, Rattus norvegicus, Gallus gallus, Macaca mulatta,
Canis lupus familiaris, Danio rerio, Drosophila melanogaster, Caenorhabditis elegans, Saccharomyces
cerevisine and Schizosaccharomyces pombe. ATTED-II [124] is the sister database to COX-
PRESdDb, providing coexpression data for nine plant species: Arabidopsis thaliana, Brassica
rapa, Glycine max, Medicago truncatula, Oryza sativa, Populus trichocarpa, Solanum lycopersicum,
Vitis vinifera and Zea mays. COXPRESdb and ATTED-II contain both microarray and RNA-
Seq data and are constantly evolving with new features and increasing numbers of samples.
The databases use the Logit Score transformed mutual ranks as a gene coexpression measure
and RNA-Seq data are processed with their own Matataki [169] quantification software,
an algorithm optimised for execution speed. The coexpression results are portrayed as
coexpressed gene lists, sorted in descending LS order of coexpressed genes with the gene
of interest, based on representative gene expression data combining both RNA-Seq and
microarrays. Adjacent lists display results from all other available transcriptomic subsets,
such as microarray samples from specific conditions, etc. Furthermore, to increase the ro-
bustness of the analysis, coexpression results of orthologous genes of closely related species
are also displayed. Finally, the top coexpressed partners to a gene of interest are portrayed
as coexpression networks in the gene’s information page (Figure 3).
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Figure 3. Coexpression results of ATTED-II and COXPRESdb: (a) GCN of the top coexpressed
partners to CTL2, found in the gene’s information page; (b) GCN of the top coexpressed gene partners
to NRP1, found in the gene’s information page. Coloured circles refer to different KEGG pathways.

Arabidopsis Coexpression Tool (ACT) [23,140,141] studies gene coexpression in
21,273 Arabidopsis thaliana genes using high-quality healthy microarray samples. The latest
version of ACT is based on 3500 Affymetrix Arabidopsis ATH1 Genome Array GeneChip
samples from ArrayExpress, GEO and NASCArrays. Expression data were produced using
the SCAN algorithm along with Brainarray CDF. Genes were clustered using UPGMA
hierarchical clustering to create a gene coexpression tree. Using a single gene as input, a
subclade containing the driver gene and its coexpressed genes is produced (Figure 4a). The
subtree size can be increased or decreased. Multiple biological term enrichment analyses
are offered and the coexpression subtree and its corresponding gene list can be exported
to various external tools for further downstream analysis. ACT’s sister web tool for Homo
sapiens is Human Gene Correlation Analysis (HGCA) [13]. HGCA1.0 is based on 1959
Affymetrix Human Genome U133 Plus 2.0 samples of various cells and tissues. Gene
expression data were produced using the MAS5.0 algorithm with default CDF. Pairwise
PCCs were measured for all probe sets and were grouped using neighbour joining [170].
Similar to ACT, users select a driver probe set which corresponds to the gene of interest.
Users can choose between two outputs: a coexpressed gene list or a gene coexpression tree.
Over-representation analysis for multiple biological categories is also available. HGCA1.5
is based on the same samples as HGCA1.0. Nevertheless, primary data are processed in
a manner identical to that of ACT. HGCA2.0 is a major upgrade as expression data from
55,431 genes were produced from GTEx RNA-Seq gene count data of 3500 samples, using
gsmooth normalisation. The downstream data processing is similar to that of HGCA1.5.
HGCA1.5 and HGCA2.0 output gene coexpression trees (Figure 4b).
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Figure 4. Coexpression results of ACT and HGCA2.0: (a) Default coexpression subtree in ACT using
CTL2 as driver gene. The subtree contains nine genes (including the driver gene) and possesses
five ancestral nodes; (b) Default coexpression subtree in HGCAZ2.0 using NRP1 as driver gene. The
subtree contains 34 genes (including the driver gene) and possesses five ancestral nodes.

EXPath 2.0 [171] allows the user to perform various transcriptomic-based analyses for
six plant species: Arabidopsis thaliana, Oryza sativa, Zea mays, Solanum lycopersicum, Glycine
max, and Medicago truncatula. EXPath 2.0 contains both microarray and RNA-Seq data from
various conditions. Single gene analysis in EXPath 2.0 has multiple outputs: EXPath offers
information for a gene of interest, including its biological terms, sample-specific expression
and top correlated or anti-correlated genes. A multiple gene query results in a weighted
GCN that includes both positively and negatively coexpressed genes. Finally, GO and
pathway enrichment, as well as differential expression gene analyses are available.

PLANt coEXpression (PLANEX) [28] is a coexpression database for eight plant species:
Arabidopsis thaliana, Glycine max, Hordeum vulgare, Oryza sativa, Solanum lycopersicum,
Triticum aestivum, Vitis vinifera and Zea mays. This database presents a list of coexpressed
genes ranked by their PCCs. Positive and negative cut-offs were determined by finding the
top 1% of the positive and the top 1% of the negatively correlated gene pairs. Furthermore,
a GCN can also be presented. Another functionality is the comparison of the coexpression
between any user-selected gene pair. Compared with other similar databases, in PLANEX’s
case the probes were mapped against representative genes by string match instead of
BLAST [172], thus producing positive results if each base in a probe sequence matched
perfectly with the representative gene sequence without any gap. In addition, the PCC
was subjected to PCA, for the identification of a gene set with changing expression over
different experiments.
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Co-expressed biological Processes (CoP) [173] is a microarray-based database for
eight model or popular plant species: Arabidopsis thaliana, Glycine max, Hordeum vulgare,
Oryza sativa, Populus trichocarpa, Triticum aestivum, Vitis vinifera and Zea mays. For a gene
and species of interest, CoP outputs the following: Gene details, coexpressed gene list of
the driver gene’s coexpression module, homologous genes in the same species, orthologous
genes in the other seven plant species included in CoP, as well as the microarray experi-
ments where it is explicitly expressed. Gene correlations are calculated using uncentred
correlation coefficients and coexpressed gene modules are determined through the confeito
algorithm [174]. Each coexpression module is associated with biological processes and
metabolic pathways.

Correlation Networks (CorNet) [175] is an online tool for network construction in
Arabidopsis thaliana. CorNet is based on microarray and RNA-Seq samples and can perform
coexpression, protein—protein or regulatory interaction analyses. Using pre-defined or
user-uploaded primary datasets, CorNet displays the coexpressed genes to a single gene or
a list of genes. Various customisation options are available: selecting between Pearson or
Spearman correlation coefficients and setting a correlation threshold, p-value cut-off, the
number of resulting coexpressed genes and whether the GCN will contain relationships
between the coexpressed genes. The output is either a GCN which is visualised through
Cytoscape (Figure 5) or a coexpressed gene list.

<&

Figure 5. GCN of ten coexpressed partners to CTL2 in CorNet, visualised through Cytoscape. The
GCN includes the coexpression inter-relationships.

Mouse Gene Prediction Database [176] is one of the first databases studying gene
coexpression in Mus musculus. It is based on custom-made Agilent microarray samples,
using custom-mapped probes. The user can input a mouse gene of interest and the web
tool outputs a coexpression intensity heatmap which contains the top 100 probe sets (as
well as their corresponding genes) which are coexpressed with the gene of interest on one
axis and the available tissues on the other axis. It is also possible to search for groups of
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coexpressed genes associated with a GO term or to search for genes via their genomic
location or sequence similarity through BLAST.

ARCHS* [21] is based on RNA-Seq gene count data for Homo sapiens and Mus musculus,
derived from GEO and SRA samples. The web tool displays a scatter cloud 3d-visualisation
of all genes based on their coexpression similarity. Single gene search outputs the predicted
biological functions of the gene of interest, specific tissue/cell-line gene expression, as
well as a list of the top coexpressed genes (Figure 6). Enrichment analysis on the list of
coexpressed genes can be performed through Enrichr.

Rank Gene Symbol Pearson Correlation
1 FN1 0.6424777507781982
2 SRPX2 0.592068612575531
3 CRIM1 0.585847020149231
4 HTRA1 0.5850086212158203
5 FAM114A1 0.5843825936317444
6 RIN2 0.574082612991333
7 STARD13 0.5713887214660645
8 LTBP2 0.5677874684333801
9 COL4A2 0.5674582719802856
10 ITGAV 0.5641766786575317

Showing 1 to 10 of 100 entries

Previous 2 3 4 5 10 Next

Figure 6. Coexpression gene list in ARCHS*. The full list corresponds to the top 100 coexpressed
genes to NRP1, with only the top ten being presented.

Search-based Exploration of Expression Kompendia (SEEK) [177] includes thou-
sands of microarray and RNA-Seq samples which are used for gene coexpression analysis
in Homo sapiens. Both single and multiple gene searches are available: in the single gene
search, coexpressed genes to the gene of interest are displayed, starting from the top
coexpressed ones. The coexpression score of each gene is calculated across the selected
datasets. By using the “expression” option, each gene’s specific expression in each sample
is displayed as a heatmap. Each dataset produces a different expression heatmap and sam-
ples belonging to the same dataset are grouped through hierarchical clustering. By using
the “co-expression” option, a single heatmap containing the summarized coexpression
scores across 50 datasets at a time, is displayed. The sample datasets can be filtered to
include specific tissues or cell-lines. Multiple gene query has a similar output, with the
addition of an extra heatmap showing the sample-specific expression among the query
genes. Enrichment analysis, including metabolic pathways, gene ontology categories, etc.,
is available.

Multi Experiment Matrix (MEM) [178] allows analysis of multiple transcriptomic
datasets derived from ArrayExpress and GEO for Homo sapiens, Mus musculus, Arabidopsis
thaliana, Rattus norvegicus, Saccharomyces cerevisiae, Drosophila melanogaster, Sus scrofa, Oryza
sativa, Escherichia coli, Danio rerio, Caenorhabditis elegans, Gallus gallus, Bos taurus, Pseudomonas
aeruginosa, Medicago truncatula, Triticum aestivum, Macaca mulatta, Canis familiaris, Populus
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trichocarpa, Hordeum vulgare, Zea mays, Glycine max, Staphylococcus aureus, Xenopus laevis,
Solanum lycopersicum, Vitis vinifera, Anopheles gambiae and Xenopus tropicalis. Users can
perform coexpression analysis for one or multiple genes in the experiments of each available
platform. Using a single gene as query, results in a gene expression heatmap, with the top
coexpressed genes on one axis and the selected experiments grouped through hierarchical
clustering on the other axis. Gene ontology enrichment analysis can be performed with
the results also being portrayed as a word cloud (Figure 7). MEM allows for a lot of
customisations, such as using multiple different correlation measures and filtering the
resulting coexpressed genes.

exernal encapsulating s...
cell-substrate junction
collagen-containing er... edracellular matrixstr...

positive regulation of c... 2

cell adhesion
focal adhesion

biological adhesion

positive regulation of S...
skin 2; extracellular ma...  exraceliular matrix

skint; extracellular ma...
regulation of substrate ...

Figure 7. Enrichment analysis results depicted as a word cloud produced by MEM. The resulting
biological terms are derived using the top 50 coexpressed genes to NRP1 in MEM. Some terms and
names may be clipped. Nevertheless, full term names can be found in an accompanying table below
the word cloud in the MEM webpage.

Gemma [179] performs differential gene expression or coexpression analysis for single
or multiple genes in a user-selected sample dataset. The following species are included:
Homo sapiens, Mus musculus, Rattus norvegicus, Drosophila melanogaster, Saccharomyces cere-
visiae, Danio rerio and Escherichia coli. By selecting a single gene, a list of the top coexpressed
genes is produced. A heatmap of the expression of each coexpressed gene pair can be
displayed in each available series of samples. Other gene details, such as sample datasets
where the gene is differentially expressed, or the disease phenotypes associated with the
gene of interest, are also included. A multiple gene coexpression analysis can be performed,
either by inputting a custom gene list or selecting from already compiled gene lists. The
transcriptomic samples to be used in the analysis can also be selected from Gemma'’s
database. A multiple gene coexpression analysis produces a list of positively or negatively
coexpressed genes that can also be visualised as a GCN. Selected nodes in the resulting
GCN can be expanded with additional correlated genes.

Search Tool for the Retrieval of Interacting Genes/Proteins (STRING) [180] is a
popular web tool performing PPI network construction for 12,025 Bacteria, 1597 Eukaryotes
and 472 Archaea. STRING accepts a gene or a gene list as input and outputs an expanded
PPI network, containing the input genes’ corresponding proteins as well as additional
predicted protein interactors. A GCN can be constructed by only selecting “Co-expression”
from all interaction sources available. An important feature of STRING is “Analysis” which
includes multiple enrichment analyses calculated in-house, as well as important network
statistics, such as average local clustering coefficient and PPI enrichment p-value.

Gene Multiple Association Network Integration Algorithm (GeneMANIA) [31] is
a web tool for gene network construction and function prediction for Homo sapiens, Mus
musculus, Rattus norvegicus, Drosophila melanogaster, Saccharomyces cerevisiae, Danio rerio,
Escherichia coli, Arabidopsis thaliana and Caenorhabditis elegans. GeneMANIA accepts either
a single gene or a list of genes as input and outputs a gene network depicting multiple
gene—gene relationships including coexpression and protein interactions [181,182]. By
selecting only coexpression-based evidence relationships, a GCN is effectively created.
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If a single gene is selected as input, GeneMANIA outputs a user preselected amount of
coexpressed gene partners (default 20) to the gene of interest (Figure 8). All data associated
with the generated GCN, such as the Cytoscape network file, the gene list of the GCN or
the list of publications supporting the relationships between the coexpressed genes can
be downloaded.

ANGPT2COL15A1

Figure 8. GeneMANIA-produced GCN using Homo sapiens NRP1 as driver gene. Only coexpression

relationships were used, with the rest of the settings being the default ones.

7.2. Condition-Specific Coexpression Web Tools

GeneFriends [183] offers tissue-specific gene coexpression networks for 20 human
and 21 mouse tissues as well as global gene coexpression networks for Homo sapiens, Mus
musculus, Bos taurus, Rattus norvegicus, Danio rerio, Drosophila melanogaster, Gallus gallus
and Saccharomyces cerevisiae. The latest version is based on RNA-Seq data from SRA, GTEx
and TCGA. GeneFriends can perform single or multiple gene searches. The outputs are
coexpressed gene lists which can be shown as GCNs. Additionally, biological term statistics
are included and enrichment analysis is performed through DAVID.

Correlation AnalyzeR [184] performs Homo sapiens gene coexpression analysis based
on reanalysed RNA-Seq read count data from ARCHS?*. Available samples were re-
processed and characterised based on tissue or cell-type. The webtool offers tissue-specific
or global single gene, gene comparison and gene topology coexpression analyses. Single
gene output is a coexpressed gene list along with a histogram depicting the frequency
of correlation values of the coexpressed genes. A gene vs. gene scatterplot displays the
correlation values of an input gene pair and the rest of the gene pool. In both cases,
MSigDB-based [185] enrichment analysis results are also displayed below. A multiple gene
coexpression analysis has similar output to the single gene search, highlighting only the
correlations of the driver gene with the rest of the input genes. Finally, the gene list topology
function clusters the input genes and subsequently performs the following analyses: PCA,
variant gene heatmap creation and pathway enrichment analysis. Correlation AnalyzeR is
available both as a webtool and a stand-alone R package.

ImmuCo [186] is the first web tool to perform coexpression analysis between any two
genes in multiple immune cells in Hormo sapiens or Mus musculus. ImmuCO outputs a scatter
plot of the correlation values for each gene pair to illustrate the extent of correlation. A list
of positively coexpressed genes can also be downloaded for each one of the query genes.

Immuno-Navigator [187] contains gene expression and coexpression data for immune
system cells, from 4639 Homo sapiens and 3434 Mus musculus samples, covering 19 and
24 hematopoietic cell types, respectively. Immuno-Navigator was novel in addressing
batch effect correction, thus improving the quality of both expression and correlation data.
Immuno-Navigator offers a variety of coexpression results: coexpressed gene lists to a
driver gene in different cell types, gene—gene correlation comparison scatterplots in all
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available samples, GCN construction with a gene list of interest as input, as well as multiple
enrichment analyses.

MyoMiner [106] performs condition-specific coexpression analysis in Homo sapiens
and Mus musculus normal and pathological muscle samples. Microarray data were collected
from ArrayExpress and GEO and were meticulously quality controlled and batch-corrected.
MyoMiner was the first webtool to perform microarray sample normalisation with SCAN
and Brainarray custom CDF. On the website, samples can be filtered by organism (human
or mouse) and cell-line strain, gender, age, anatomical part, or condition. By selecting a
gene as a driver, the top coexpressed genes to the gene of interest are displayed, taking
into account only the filtered samples. A GCN can be constructed by using the list of
coexpressed genes as input. Finally, a comparison of the coexpression analyses of two
different sample subsets can be performed.

7.3. Stand-Alone Gene Coexpression Applications

Genevestigator [18] is a software tool for curated gene expression data. Genevesti-
gator integrates thousands of microarray and RNA-Seq experiments (>320,000 datasets),
offering a multitude of analyses such as differential expression, gene set enrichment and
gene coexpression. In the latter, Genevestigator enables the user to choose the samples of
interest through an internal search function and can discover positively or negatively coex-
pressed genes. Genevestigator not only outputs a coexpressed gene list to the driver gene
but can also display possible coexpression interconnections of the resulting coexpressed
genes (Figure 9). The resulting coexpressed gene list can be used as input for internal
enrichment analysis.
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Q24 078 XCP2 Xylem cysteine proteinase 2 [Source:UniProtkKB/Swis...

Q2 076 LAC2 Laccase-2 [Source:UniProtKB/Swiss-Prot;Acc:081081]
/ O2 0.76 FLA12 Fasciclin-like arabinogalactan protein 12 [Source:Uni...

Oz o076 AT2G03200

O2s 076 XCP1 Xylem cysteine proteinase 1 [Source:UniProtKB/Swis. ..

O20 o076 AT3G27200

O3 075 TED6 tracheary element differentiation-related 6 [Source:TA...

Qa1 075 LAC10 Laccase-10 [Source:UniProtKB/Swiss-Prot;Acc:Q8ID. ..

O3 075 QD13 1Q-domain 13 [Source:TAIR;Acc:AT3G59690]

Os3s 073 DMP2 DUF679 domain membrane protein 2 [Source:TAIR;...
Qa3 073 RXF12 glycosyl hydrolase family 10 protein / carbohydrate-bi...
O3 073 AT2G04850

O3 072 ARAC2 Rac-like GTP-binding protein ARAC2 [Source:UniProt...

Qs 072 RIC4 CRIB domain-containing protein RIC4 [Source:UniPr...
QOss 072 AT4G27435
Qa9 072 PME8 Probable pectinesterase 8 [Source:UniProtKB/Swiss...
Show only genes with correlation above: 0.686 Qa0 072 RABAGA Ras-rglaled protein RABA6a [Sv.::urce:UniPrgtKB/Swis...
O o7 IRX15-L Protein IRX15-LIKE [Source:UniProtKB/Swiss-Prot;Ac...
Qa2 o7 TBL34 Protein trichome birefringence-like 34 [Source:UniPr...
Q4 071 PRR1 Pinoresinol reductase 1 [Source:UniProtKB/Swiss-Pr...
Qas 070 MANG Mannan endo-1,4-beta-mannosidase 6 [Source:Uni...
Qa5 070 XI-F Myosin-12 [Source:UniProtKB/Swiss-Prot;Acc:F4IRU3]
Connect genes with mutual correlation at least: 0.877 O4s 069 AT5G47635

Q47 069 NAC073  NAC domain-containing protein 73 [Source:UniProtK...
Q4 069 CYP86C2 cytochrome P450, family 86, subfamily C, polypeptid...
Q49 0.69 AtMYB102 myb domain protein 103 [Source:TAIR;Acc:AT5G561...
Oso 069 AT1G58070

Figure 9. Output of positive coexpression analysis in Genevestigator with CTL2 as driver gene. The
“anatomy” sample dataset is used and the cut-offs of the inter-relationships of coexpressed genes are
set to the default values.
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Weighted Gene Co-expression Network Analysis (WGCNA) [130] is a widely used
software package for weighted gene coexpression network construction implemented
in R. A gene expression matrix of a set of samples, is required as input [188]. Initially,
sample selection is performed as follows: hierarchical clustering of samples produces
a dendrogram where samples are represented as leaves and leaves above a specified
cut height and subclades with leaves less than a defined cutoff, are pruned. Using the
expressions of the remaining samples, WGCNA constructs a coexpression network with
weighted edges. To identify gene modules of the GCN, a TOM-based distance matrix
is created from the GCN’s adjacency matrix, which is visualised as a dendrogram and
subsequently separated into modules through dynamic tree cutting. Depending on the
shape of the dendrogram, WGCNA's parameters can be modified to produce an optimal
number of modules [189]. Each gene module is represented as an eigengene. WGCNA may
also visualise module-trait associations as a heatmap, by calculating PCCs between module
eigengenes and quantitative traits. Values of such traits do not influence the constructed
network of genes, but their addition can elucidate how each gene module influences
each trait. Generally, WGCNA can be used in combination with other R packages which
perform network analysis or functional biological term enrichment analysis of GCNs [139].
WGCNA facilitates finding hub genes of modules and the way modules associate with each
other [190] and can predict the role of a gene of unknown function, based on the module it
belongs to [188], as each module may be associated with certain biological pathways [139].

QUalitative BIClustering 2 (QUBIC2) [191] is a tool for performing biclustering in gene
expression data. QUBIC2’s input is a gene expression matrix, which is converted into discrete
values, using a left-truncated mixture gaussian (LTMG) model. After discretisation, the
biclustering procedure is performed: A weighted graph is first constructed from the qualitative
matrix, with the weights of the edges calculated as the amount of samples for which two genes
have the same nonzero integer values. Then, through core biclustering identification and
expansion, biclusters are produced. Finally, the biclusters are visualised as a heatmap and their
statistical significance is evaluated through enrichment analysis. QUBIC2 has demonstrated
robust results across data from microarrays and bulk and single-cell RNA-Seq.

Factor Analysis for Bicluster Acquisition (FABIA) [192] is an R-based bioconductor
package performing biclustering. FABIA constitutes a multiplicative model with improved
performance on heavy-tailed distribution data, as in the case of gene expressions. Depending
on the input gene expression matrix, the appropriate Bayesian model is selected and applied.
To discover the true biclusters, FABIA evaluates the produced biclusters by their information
content. The tool’s output consists of a variety of plots for each bicluster, including heatmaps.

Iterative Signature Algorithm (ISA) [193] presents a characterisation of biclusters as
transcription modules to be extracted from the expression data. A transcription module
refers to a set of genes and a set of samples. A set of random gene and sample components
is refined in an iterative procedure until it constitutes a transcription module, by applying a
linear map without violating a threshold function. The algorithm outputs biclusters, while
providing the ability to produce a heatmap. Subsequently, each bicluster can be plotted
separately. Some biclusters may consist of overlapping genes and/or conditions [194].

NCBI GEO [195] includes a visualisation tool for displaying cluster heat maps for
each manually curated DataSet, essentially performing biclustering (Figure 10), using a
variety of distance metrics (Euclidean distance, PCC or uncentred correlation coefficient)
and clustering algorithms (single, complete or average linkage). To accelerate loading times,
all clustering—distance metric combinations are pre-computed.
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Figure 10. NCBI GEO Biclustering of samples and genes of GDS4562. Multiple biclusters of genes
and samples of interest may be exported, plotted or linked to the corresponding entries of GEO
Profiles. UPGMA clustering is performed using: (a) Euclidean distance; (b) Pearson correlation.
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CEMiTool [196] is an R package for performing gene coexpression analysis and GCN
construction. CEMiTool’s input is a gene expression matrix and performs the rest of the
steps automatically: First, genes are filtered and using the remaining ones, a p-value is
automatically selected for soft-thresholding. The resulting adjacency values are used to de-
termine functional gene modules through DynamicTreeCut, as well as for the construction
of a GCN. Users can optionally provide gene interaction data for additional interaction rela-
tionships in the resulting GCN. Various kinds of enrichment analysis can also be performed
internally. Finally, the tool’s website version, webCEMiTool [197], has been successful in
performing coexpression analysis using expression data derived from scRNA-Seq data.

scLink [198] is a pipeline for perfoming coexpression analysis on scRNA-Seq data,
implemented in R. scLink uses a gene read count matrix deriving from scRNA-Seq as input
and initially performs normalisation to produce gene expressions. Then, scImpute [101]
is used to address the high amount of zero expressions. scLink uses a novel correlation
measure which is based on an adaptation of the Gaussian graphical model in order to
produce a coexpression matrix, which is ultimately used for the construction of a GCN.
scLink has been successfully tested on mouse scRNA-Seq data.

8. Limitations and Perspectives in Coexpression Analysis

Gene coexpression analysis can be performed on the condition that an accurate es-
timation of gene expression is carried out, in a sufficient amount of samples of the same
platform of a transcriptomic technology. Thus, coexpression analysis for non-model species
may be limited by data availability.

A primary limitation of microarrays is that an organism can only be studied by
using chips specifically designed for its own transcriptome. As microarray chip design is
complicated and mass-production is costly, this technology is only available for a limited
number of model species. Another intrinsic limitation of microarrays is their inability to
produce expression values for genes for which there are no probes on the surface of the
chip. Futhermore, probe cross-hybridisation may distort the estimation of the expression of
genes of the same family and eventually their correlations with other genes.

Standard RNA-Seq pre-processing workflow requires a known genome and tran-
scriptome, thus, the study of gene expression in non-model species, is possible as long
as their genome and transcriptome are published. Gene expression analysis may also be
performed in non-model species with no genome available if assembly and annotation of a
de novo transcriptome, is performed prior to transcript count: based on RNA-Seq reads,
de novo transcriptome assembly may be performed, e.g., using Trinity [199]. Then, the
transcripts are characterised by matching their sequences to homologous genes of related
organisms, and functionally annotated, using their corresponding biological terms, through
an annotation pipeline, e.g., Trinotate [200]. Ultimately, transcript abundance is estimated
by pseudoaligning RNA-Seq reads on the de novo transcriptome, using Salmon or Kallisto.
These additional steps in the RNA-Seq workflow introduce extra assumptions which may
reduce the overall quality of subsequent coexpression analysis and, to our knowledge, no
coexpression tool based on it has yet been developed.

Bulk RNA-Seq estimates an “average” expression for each gene in the multitude of
cells which comprises a biological sample. This might reduce the ability to detect the “fine-
tuning” of corregulation of genes, a limitation which may be overcome using the singular
high-resolution heterogeneous expression data derived from scRNA-Seq [201]. Any steps
performed after the production of expression values in scRNA-Seq, like dimensionality
reduction, should be ignored as they are irrelevant in coexpression analysis.

A strand-specific short-read sequencing technology that ensures one read per tran-
script, thus facilitating accurate gene expression estimation, is QuantSeq 3’ mRNA se-
quencing [202]. This technology can be efficiently integrated with current pipelines, such
as Salmon [203]. As the probes of the most popular Affymetrix microarray chips target
the 3’-end of the transcripts, the output of QuantSeq may be most comparable to that
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of microarrays, making it ideal for the comparison of microarray-based data of model
organisms with RNA-Seq-based data of non-model organisms.

RNA-Seq feature count is normally performed at the gene level, thus ignoring dif-
ferences in the expression level of alternative transcripts. Alternative transcripts may
derive from alternative transcription start sites (TSSs), Transcription end sites (TESs) or
splicing donor—splicing acceptor combinations. Isoforms of the same gene may possess
different biological functions, e.g., TP73 isoforms whose coding sequence (CDS) includes a
transactivation domain are considered apoptotic, while TP73 isoforms whose CDS lacks
this transactivation domain, are considered anti-apoptotic [204]. Quantification of the
expression of individual isoforms may be achieved by using methods for profiling the
sequence of initiation of transcription [205] through STRIPE-seq [206] or Tn5Prime [207] or
by using certain scRNA-Seq methods with increased read mapping across all transcripts
and the ability to detect splice variants, such as Smart-seq2 [208]. Integrating the results of
the aforementioned methods into coexpression analysis would facilitate the study of the
specific functions of protein isoforms and their coexpressed partners. Nevertheless, most
biological terms are assigned to genes and are not isoform-specific. A notable exception is
the transcription factors that control each alternative promoter. Isoform-specific biological
term enrichments could provide more insight on the coexpression landscape.

The most commonly used measures for deducing gene similarity are Euclidean dis-
tance and Pearson and Spearman correlation coefficients and there are many R packages
which can be used to calculate them. While Euclidean distance is sensitive to scaling and
differences in average expression levels [137], resulting in imbalanced correlation trees with
a characteristic “ladder” effect (Figure 10a), correlation coefficients result in more balanced
trees (Figure 10b). Pearson correlation is mostly preferred to Spearman, showing slightly
better results in coexpression network creation (Spearman only performs better in small
sample number datasets) [97]. Most of the other measures, such as TOM similarity or LS
are intricate transformations of PCC. However, correlation coefficients may not be effective
in studying gene coexpression based on scRNA-Seq data, due to the high heterogeneity
and noise in scRNA-Seq expression values [198]. Thus, new correlation methods may need
to be invented and extensively tested, before they become mainstream.

9. General Guidelines for Coexpression Tool Selection

Coexpression tools are used to produce verifiable biological hypotheses, through
which the users can create their experiments for the identification of gene partners or
novel gene functions. A simpler use is the provision of an additional line of evidence in
an already completed experimental analysis. Although gene coexpression tools produce
comparable results, there are notable discrepancies among them, since they are based on
different transcriptomic data and coexpression analysis workflows.

At first, the user should decide whether the tool for the species of interest should
be global or tissue/ cell-type specific. Then, a collection of global or tissue-specific tools,
depending on the previous selection, might be run for analysis and the user could form
a consensus list of coexpressed genes that are present in the results of the majority of
the tools. Alternatively, the user might assess the performance of each tool, based on
various indications for an efficient depiction of the coexpression landscape. First of all, the
number of samples used by each tool is an important factor, with higher sample numbers
resulting in more reliable coexpression relationships, as a small sample number might
introduce sparse correlations [3]. Sample variability is equally important to ensure that
the dataset is not skewed towards a certain tissue, when global coexpression is studied. In
addition, high-quality samples and the application of batch correction increases the quality
of coexpression [97,122,209-211].

Tools that are based on up-to-date genome/transcriptome data or biological terms are
preferable, e.g., microarray-based tools using a custom CDF are innately better than those
using the default one. The mathematical rigor of the underlying statistics of a coexpression
tool may also improve its performance. This might be assessed by the complexity of



Biology 2022, 11, 1019 24 of 31

the correlation calculation method, as well as by the resulting depiction of coexpression.
The latter can be evaluated by the ability of the tool to reproduce known biology: The
output of each tool could be cross-checked with the existing bibliography by searching for
validated gene partners in the coexpression lists or validated biological processes in the
statistically significant enriched biological terms. Enrichment analysis can be performed
either internally, by some coexpression tools, or by exporting the coexpressed gene list to
external webtools such as WebGestalt, where either pre-set or user-defined reference gene
lists may also be used.

Supplementary Materials: The following supporting information can be downloaded at: https:
/ /www.mdpi.com/article/10.3390/biology11071019/s1, Table S1: Detailed information on available
coexpression webtools.
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