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Acute myocardial infarction (AMI) is a severe cardiovascular disease that is a serious
threat to human life. However, the specific diagnostic biomarkers have not been fully
clarified and candidate regulatory targets for AMI have not been identified. In order
to explore the potential diagnostic biomarkers and possible regulatory targets of AMI,
we used a network analysis-based approach to analyze microarray expression profiling
of peripheral blood in patients with AMI. The significant differentially-expressed genes
(DEGs) were screened by Limma and constructed a gene function regulatory network
(GO-Tree) to obtain the inherent affiliation of significant function terms. The pathway
action network was constructed, and the signal transfer relationship between pathway
terms was mined in order to investigate the impact of core pathway terms in AMI.
Subsequently, constructed the transcription regulatory network of DEGs. Weighted gene
co-expression network analysis (WGCNA) was employed to identify significantly altered
gene modules and hub genes in two groups. Subsequently, the transcription regulation
network of DEGs was constructed. We found that specific gene modules may provide a
better insight into the potential diagnostic biomarkers of AMI. Our findings revealed and
verified that NCF4, AQP9, NFIL3, DYSF, GZMA, TBX21, PRF1 and PTGDR genes by
RT-gPCR. TBX21 and PRF1 may be potential candidates for diagnostic biomarker and
possible regulatory targets in AMI.

Keywords: acute myocardial infarction, biomarkers, inflammation, systems biology, hub genes

INTRODUCTION

Acute myocardial infarction (AMI) is a severe cardiovascular disease that is a serious threat to
human life (Roger et al., 2012). AMI can cause congestive heart failure and malignant arrhythmia
leading to a high morbidity and mortality (Jameel and Zhang, 2009; Mozaffarian et al., 2016).
While thrombolysis and percutaneous coronary intervention (PCI) can significantly improve the
prognosis of patients with AMI, there are still many patients with AMI that eventually develops
into heart failure or arrhythmia due to the unclear etiology of AMI (Eapen et al., 2012) Looking
for the potential diagnostic biomarkers and possible regulatory targets of AMI may help to
reduce the mortality of AMI. At present, the systems biology analysis of gene expression profiling
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provides a better method to elucidate the possible mechanisms
of myocardial infarction from the perspective of gene regulation.
Using gene expression profiles, we can obtain adequate
information about altered gene expression correlating with
disease. Kiliszek et al. (2012) utilized a microarray approach
to demonstrate that, during ST-segment elevation myocardial
infarction (STEMI), many genes have altered expression,
including those involved in various pathways related to
platelet function, lipid/glucose metabolism and atherosclerotic
plaque stability. Based on the system level of gene expression
profiling, gene co-expression network analyses could be an
alternative method for analyzing expression profiling data
(Stuart et al, 2003), in order to gain an insight into
molecular regulatory mechanisms of heart diseases caused
by myocardial infarction. Gene ontology (GO) and pathway
enrichment analyses were used in our study to explore the
molecular mechanisms of heart disease induced by myocardial
infarction.

Weighted gene co-expression network analysis (WGCNA)
was also used in this study, and is generally utilized for
illuminating the changes of transcriptome expression patterns
in complex diseases (Zhang and Horvath, 2005; Chen et al,
2008; Voineagu et al., 2011). Compared with the standardized
analysis of DEGs, the purpose of which is to detect disease-
related individual genes, WGCNA aims to recognize higher-
order correlation between gene products (Oldham et al., 2008).
Moreover, the algorithm of WGCNA can substantially simplify
the multiple testing problems that are unavoidable in standard
gene-centric methods of microarray expression profiling data
analysis; therefore, it is a powerful systematic analysis method
that focuses on the coherence function of network modules (Zhao
et al., 2010).

Using the bioinformatics methods above, we analyzed GO-
tree, pathway action network and gene module alteration in
patients with AMI to explore the potential diagnostic biomarkers
and possible regulatory targets of AMI in our study. The
gene co-expression network was constructed based on the gene
expression profiling, and gene modules of peripheral blood were
also detected by the WGCNA when AMI occurred. Furthermore,
hub genes were recognized, which could be used as biomarkers
for assessing the severity of heart diseases and served as
promising therapeutic targets for promoting novel therapeutic
schedules in AMI. In summary, our study aimed to determine the
key genes that are involved in the regulation of AMI development
by bioinformatics analysis, which could be served as potential
targets for the diagnosis and treatment of AMI.

MATERIALS AND METHODS

Microarray Data and Analysis of

Differentially-Expressed Genes

The microarray expression data of peripheral blood samples
was obtained from GEO (http://www.ncbi.nlm.nih.gov/geo) and
GEO Series accession number GSE48060. This microarray
profiling was acquired from human peripheral blood samples of
31 AMI patients and 21 controls. 52 samples were profiled using

the chip-based platform GPL570 [HG-U133_Plus_2] Affymetrix
Human Genome U133 Plus 2.0 Array (Suresh et al., 2014).

The use of gene expression data from whole blood instead
of heart tissue samples may limit the ability of our approach
to detect signatures in the specific diseased tissue. However,
peripheral blood is more easily accessed than heart tissue and
may provide specific insights into the immune and inflammatory
response of AMI exacerbations.

Microarray data analysis was performed using R software and
Bioconductor 3.3 (http://www.bioconductor.org/). By quantile
normalization, base 2 logarithm conversions, background
correction and normalization were performed on original
expression data by Robust Multiarray Averaging (RMA) (Gautier
et al,, 2004); as a result 54,675 mRNAs were carried over for
further analysis (Supplement Table 1).

We screened the significant DEGs from 31 AMI patients
and 21 controls by Limma (linear models for microarray data)
package of R 3.1.3 software (Sanges et al., 2007). The Fold change
> 1.2 and P < 0.05 was regarded as a threshold.

Cluster and TreeView are software programs for analyzing
and visualizing DNA microarray data or other genomic data sets.
In this study, Cluster analysis was used to differentially-expressed
genes data and then visualize the data through TreeView.

Gene Ontology (GO) and Pathway

Enrichment Analyses

GO analysis was utilized to explain the primary function of
the DEGs according to the GO database, which is the crucial
functional classification of NCBI (Ashburner et al., 2000; Gene
Ontology, 2006). Fisher’s exact test was used to calculate the
significance level (P-value) of each GO term to screen out the
significance GO term of the DEGs enrichment. While P < 0.05
was considered to be significant.

Analogously, pathway analysis was performed to discover the
significant pathway terms of the DEGs according to the Kyoto
Encyclopedia of Genes and Genomes (KEGG) (Kanehisa and
Goto, 2000). We used the Fishers exact test to identify the
significant pathway terms; a P < 0.05 was considered significant
(Kanehisa et al., 2004; Draghici et al., 2007).

Construction of Gene Function Regulatory

Network (GO-Tree)

The GO hierarchy was a directed acyclic graph (DAG), in which
each term had a defined link with one or more other terms. A
GO-Tree was constructed based on the GO DAG to supply clear
data navigation and visualization. P < 0.01 were selected for
statistical significance of GO terms in GO analysis, and the GO-
Tree was constructed using the up- and down-regulated DEGs in
order to outline the functions that influenced AMI (Zhang et al.,
2004).

Experimental genes also participated in many significant GO
analyses. We organized the mutual regulation and affiliations
between all GO analyses into the database based on a hierarchy of
GO. By building a functional relationship network, it was possible
to summarize the impact of the experimental function groups, as
well as internal affiliation significant features. We considered the
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biological process (BP) terms of GO analysis to build a network
of functional regulation (P < 0.01).

Construction of Pathway Action Network
(Pathway-Act-Network)

The KEGG database included signal transduction, metabolism,
cell cycle, membrane transport pathways and information of their
interactions. The genes we selected may be related to two or
more signaling pathways. Due to the same genes in different
pathways, overlapping between pathways was inevitable. We
selected the genes in enriched biological pathways and used
Cytoscape for graphical representations of pathways (Shannon
et al.,, 2003). By constructing the pathway action network, the
signal transfer relations between the pathways was explored at
a macro level. In order to look for the core pathways and
regulatory mechanisms affected by the disease from multiple
significant pathway terms, P < 0.05 of pathway terms in
pathway analysis were selected to construct a pathway action
network.

Co-expression Network Analysis

Gene co-expression network analyses (Kim et al., 2001) were
carried out to reveal the interrelation between the DEGs, based
on their normalized signal intensity in “AMI” and “Control”
profiles. The Pearson correlation was calculated for each pair
of genes, and the significantly correlated pairs were used to
construct the co-expression network (Prieto et al., 2008). To trace
the core regulatory genes in the networks, k-core scores were
applied to simplify the analysis of graph topology. The k-core
of a given gene indicated its core or nodal status linking other
genes in the network to “k” (Ravasz et al., 2002; Barabasi and
Oltvai, 2004). Consequently, we applied k-core scores to identify
genes with the highest networking degrees as key regulatory
genes.

Weighted Gene Co-expression Network

Analysis

WGCNA is a common algorithm for constructing a co-
expression network. We utilized the similarity of gene co-
expression to define a network. When using S, to represent
the gene co-expression similarity between genes m  and
n, we can then apply the power adjacency function for
correlating adjacency of genes: Sy = (1 + cor (Xm, x5)) /ZIB.
In data processing, the genome-wide gene expression data was
preliminarily filtered, followed by measuring the consistency
of gene expression profiles by Pearson correlation, and finally
using the power adjacent function to Pearson correlation
matrix, data was transformed into weighted gene co-expression
networks.

Intramodular connectivity (IC) describes the correlation
degree of a gene with other genes in a given module, which
can be understood as a measure of module membership (MM).
Network module (Module) is a cluster of closely interconnected
genes. During module detection, the adjacency matrix (which
is a measure of topology similarity) is transformed into the
topological overlap matrix (TOM), and modules are detected
by cluster analysis (Zhao et al., 2014). We then analyzed

the importance of genes by the t-test to determine whether
the modules were associated with myocardial inflammation.
Module eigengene (ME) refers to the first principal component
gene of module expression matrix. It is considered the most
representative of the module genes, which has important
biological significance.

Functional Enrichment Analysis of the

Network Module Genes

The online tool PANTHER was used to analyze the functional
enrichment of network module genes that are associated with
myocardial inflammation (P < 0.05) (Mi et al., 2013).

Identification of Hub Genes

Hub genes are described as the genes most closely associated with
disease; they are connected to the highest degree of a series of
genes in a module. To a certain extent, they are used to determine
the character of modules, the hub genes of modules often have
more biological significance compared with the hub genes of
global networks (Jeong et al., 2001; Goh et al., 2007; Liang and
Li, 2007). A gene is considered to be a hub gene if it has a unique
character, such as high GS, high MM and high IC in the network
(Zhang and Horvath, 2005). Gene significance (GS) showed the
different IC of a gene in various networks, and MM described the
significance of genes in the network. The IC of a gene suggested
the connectivity with the other genes within network. We were
therefore also able to identify the hub genes in modules through
the GS, MM, and IC.

Transcription Regulatory Network

JASPAR (http://jaspar.genereg.net) is an open-access database
storing curated, non-redundant transcription factor (TF) binding
profiles representing transcription factor binding preferences as
position frequency matrices for multiple species in six taxonomic
groups (Mathelier et al., 2016). Cytoscape is a visualization data
integration package for biological networks based on the Java
language (Smoot et al., 2011). We imported DEGs into the
JASPAR database to obtain the interaction between transcription
factors and their target genes (TG). Then, we used Cytoscape
software to visualize these relationships and finally obtained the
transcription factor-target gene regulatory network.

Patients

The research object of this study with a total of 20, all are
hospitalized patients with AMI in the department of cardiology
of first hospital of Jilin university, and each was invited to join the
study patients are required to sign a consent form. Our research
protocol was approved by the ethical committee of the First
Hospital of Jilin University. Among the 20 patients, 12 males,
and 8 females, aged 57 =+ 9 years. Inclusion criteria: chest pain or
distress within 24 h duration > 30 min, and myocardial enzymes
CK-MB and ¢TNT higher than the normal range online. While
excluding myocarditis and other diseases caused by chest pain
or distress; exclude the patients with history of renal failure;
patients with advanced liver disease; patients with malignant
tumors and patients with other inflammatory diseases, such as
psoriasis, rheumatoid arthritis and so on.
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Quantitative Real-Time RT-qPCR

According to the microarray results, the 8 most dysregulated
mRNAs were chosen for further validation by RT-qPCR in AMI
patients vs. healthy controls. Blood samples were collected and
PBMCs were isolated. Total RNAs were isolated from PBMCs
using Trizol reagent (Invitrogen), and complementary DNA was
synthesized using the TransScript®Frist-Strand cDNA Synthesis
SuperMix(Transgen, China)according to the manufacturer’s
instructions. Primer sets for selected genes were designed
by Sangon Biotech (Shanghai, China); their sequences and
reaction conditions are available in Table 1. Each sample was
run in triplicate in 96-well plates using LightCycler®96 and
FastStart Essential DNA Green Master (Roche Diagnostics
GmbH, Germany). Quantification cycles (Cq) were calculated
using the fit point method (LightCycler®96 Software, Version 1.1
provided by Roche). The expression data were normalized to the
reference glyceraldehyde-3-phosphate dehydrogenase (Gapdh).
All experiments (sample collection, preparation and storage,
primer design, qPCR normalization) were performed according
to the MIQE guidelines.

TABLE 1 | PCR primers for quantitative real-time PCR.

Gene Primer sequence (5'—3')

GAPDH F : CCACATCGCTCAGACACCAT R : GGCAACAATATCCACTTTACCAGAGT
AQP9  F: GCCATCGGCCTCCTGATTAT R : GCCCACTACAGGAATCCACC

DYSF  F:CCTGCCATGTTTCCCTCCAT R : AGGTAGGTGGTAGCCACGAT

GZMA  F: CTGGAAGCCCTTTGTTGTGC R : CACGAGGGTCTCCGCATTTA

NCF4  F: TCCCAGATGAGCCACAATGC R :ATAGGGGAGTGCTGCTGAGA

NFIL3  F: CCGAGAACGTCGGAAACTGA R: TTGGCTTTGATCCGGAGCTT

PRF1  F: ACCTTCATCCAAGCATGGGG R:TATTGTCCCACACGGTGCTC

PTGDR F: CCTTCTTTGGGCTCTCCTCG R : GAACTTCCCGAAGCCCATGA

TBX21 F:CCACCTGTTGTGGTCCAAGT R :GGGAACATCCGCCGTCC

RESULTS

DEGs Selection and Hierarchical

Clustering Analysis

We used R software and corrected batch effect by Bayesian
methods, then removed the probes without corresponding
annotation information. To determine the expression values of
each gene, we used multiple GSE48060 probes corresponding to
the median expression value of that gene, and finally obtained the
expression profile of 54,675 genes (Supplement Table 1).

By using algorithms provided in the Limma package, we
calculated the data and obtained with lists of differentially
expressed genes. A total of 551 DEGs were identified between
the AMI group and the control group, including 164 upregulated
and 387 down-regulated genes (P < 0.05, Fold change > 1.2,
Figure 1A, Supplement Table 2). Hierarchical clustering analysis
was obtained for the 551 DEGs from the 52 samples of the AMI
and control groups. The general gene expression patterns were
evidently different in the two groups by TreeView (Figure 1B).

GO Enrichment Analysis of DEGs and
GO-Tree

To reveal AMI-related biological processes, we conducted a
functional enrichment analysis. GO enrichment analysis of 551
DEGs was performed. The most GO terms of biological processes
were associated with inflammation, including the inflammatory
response, immune response, cellular defense response and
chronic inflammatory response in the AMI group (Figure 2A).
In the cellular component category, enriched GO terms were
mainly associated with lipid particles, the external side of the
plasma membrane and the extracellular space. In the molecular
function category, GO terms enriched for DEGs in AMI included
chemokine activity, GTP binding and carbohydrate binding

DEGs
450
400
350
300
250
200
150
100

down

represents down-regulated genes.

FIGURE 1 | DEGs selection and hierarchical clustering analysis. (A) The Limma algorithm was applied to filter the DEGs; we selected the DEGs according to
P < 0.05 and Fold change > 1.2. (B) DEGs can be effectively divided into AMI and control groups. Red indicates that the gene that is upregulated and green

=
1

—
=

P

Ei

Hoo,
i3

Frontiers in Physiology | www.frontiersin.org

December 2016 | Volume 7 | Article 615


http://www.frontiersin.org/Physiology
http://www.frontiersin.org
http://www.frontiersin.org/Physiology/archive

Chen et al.

Exploring Potential Diagnostic AMI Biomarkers

A GO analysis of DEGs B positive regulatigmof inflammatory  MyD88-dependepltollike receptor
J I signali thway
61 " laukocyte miggion involvedin _ POsitive regulatiogmy tolllke receptor
5 | inflammat8 response T signa thway
% N regulation of infinatory response 7 | -
] - | toll-like ncoplo.mllng pathway
& 3 lnﬂlmml:.nlponu
e ol immungfésponse
g 2 acute inflamd@ry response. ’
- 4 cytokln@ducuon
1 7 chronic inflan{@@ory response '
acute-p! sponse innate im: response
il e @
FTFFFIIFHFHFSTFTST TS S defense respdp to bacterium chemairifpoduction
ST LA LTSS S + blood coagulation
T LTI CITITNIT T TS O S response to moledf of bacterial origin N
S CEFFTFTE T » o r '
& o & & L & ¢ S & & &
)o‘& Q\ & _,«b“ C&\ 5‘0 épc. © ¢ Q\_}ﬂ. Q»‘“‘ 4 Q‘,v O Granposkive 1 pMnoI-conulnl:gr!ronnd metabolic
\“Q " \»)\o\ (Vg g bc“ Cd becim | platelet@gtivation
C K N response to liffJolysaccharide -
& ' —
& ——
Q) uuchohmlm.nbollc process
. starch and sulffje metabolism
c Pathway analysis of DEGs D
4 - Insulin sigdBlipg pathway
3.5 4
- 34 lenua@wopm'y
3
% 25 1 3k STAT 3illing pathway Autoimmun(thyroid disease
5 N\ )
:,; 24 Chomokine sigBting pathway / | mem@bamnmm [
s 15 / Herpes siigib nfecton
& .
s 1 P . / | P, | Avogralffbection
0.5 R P g ™ |
0 A N\ A Complemaent and @buiation cascades
< P X D
R S T S S S SR T SN > | Oratversihon: asesse
T T F ST T I ITLTT IS ears e o Q57
NSO P S R PO U AR S AP e o \
g & .S FTIFVIO NS F S &S A Staphylococcureus infection
P & & & KR & o b e ¢ 0 | Tollika roceptor siggaling athway
S NS &S FS A A Inflammatory bowe! disease (1BD) 5> o
F HFIS &S & TR F S > $ wilapa |
S F&' S ST S
& % & & RSP ®
A P S N > . \Q“c - Qe.’ B './ P~ -
S ‘.\(‘ {.,\ §> Q‘\ . é} & Q\) &~Q Loistifiasis
\"\\ Q\e & ..:9\ & o"\ & “.\ mmg-msm.nuoouw-am.
& & B < N
& & & S R
& N & Rhoumaf@) armis
o 4 & & —
& -
FIGURE 2 | GO enrichment analysis and GO-Tree. (A) The significant GO terms that conformed to a P < 0.05 were screened. (B) GO-Tree: red circles represent
the upregulated genes involved in GO terms, and green circles represent the down-regulated genes involved in GO terms. (C) We used the Fisher’s exact test to
select the significant pathway, identified by a P < 0.05. (D) Pathway-act-network. P < 0.05. Red circles represent the upregulated genes involved in pathway terms,
and green circles represent the down-regulated genes involved in pathway terms.

(Table 2). We constructed gene function regulatory networks
(GO-Tree) for the significant GO terms (P < 0.01) of the
category of biological processes in GO analysis in order to explore
the intrinsic link among gene function (Figure 2B). We then
found the hierarchical tree relationships between gene function
significantly (Supplement Table 3). The analysis showed that the
gene function cascade eventually induced inflammation during
AML

Pathway Enrichment Analysis of DEGs and
Pathway-Act-Network Construction

To screen the significant enrichment of DEGs in pathway terms,
Fisher’s exact test was used to calculate the significance level
of the pathway (P < 0.05). According to KEGG databases, we
performed pathway annotation of DEGs and obtained DEGs
involved in all pathway terms (Figure 2C, Table 3). The DEGs of
AMI were enriched mainly in inflammatory bowel disease (IBD),
the chemokine signaling pathway, natural killer cell mediated
cytotoxicity, toll-like receptor signaling pathway and cytokine-
cytokine receptor interactions. As there was cross-talk between

the pathway terms, in order to search the transitive relation
between signaling pathways, we constructed pathway action
networks (pathway-act-network) for the significant pathway
terms (P < 0.05) (Figure 2D, Supplement Table 4). There were
interactions in multiple pathways, demonstrated by the pathway-
act-network, which ultimately impacted activation of multiple
pathway terms including the JAK-STAT signaling pathway, toll-
like receptor signaling pathways and antigen processing and
presentation.

Gene Co-expression Network

We performed a gene co-expression network analysis to
investigate the phenotypic change of genes associated with AMI
(Kumari et al., 2012; Villa-Vialaneix et al., 2013). Twelve genes
from the AMI and control groups were chosen as key regulatory
genes (‘Dif_Kcore‘ > 30), and it was shown that there was
a significant change in the expression pattern of genes in the
AMI group (Supplement Table 5), namely CNN2 (calponin
2), CRYZ (quinone oxidoreductase), SULTIA1 (sulfotransferase
1A1), SULT1A2 (sulfotransferase 1A2), PRMT2 (protein arginine
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TABLE 2 | Gene ontology (GO) enrichment analysis (top 5 significantly enriched biology terms).

ID Category Term Count p-value
BP (biological process) G0:0006954 Inflammatory response 25 3.72505E-06
G0:0008015 Blood circulation 9 4.228E-06
GO:0006935 Chemotaxis 15 2.2594E-05
G0:0006955 Immune response 27 2.44648E-05
G0:0006968 Cellular defense response 9 6.92717E-05
MF (molecular function) GO:0008009 Chemokine activity 8 9.08077E-05
GO:0005525 GTP binding 23 0.000533266
G0:0030246 Carbohydrate binding 13 0.000880498
GO:0000166 Nucleotide binding 79 0.001891473
G0:0003924 GTPase activity 15 0.002768396
CC (cellular component) G0:0005811 Lipid particle 6 0.004507736
G0:0009897 External side of plasma membrane 12 0.005867119
GO:0005901 Caveola 6 0.007176272
G0:0005615 Extracellular space 36 0.009088137
G0:0016324 Apical plasma membrane 13 0.010146435
TABLE 3 | KEGG enrichment analysis of genes (top 15 significantly enriched pathway terms).
ID Category Term Count p-value
KEGG_PATHWAY PATH:05321 Inflammatory bowel disease (IBD) 9 0.000234194
PATH:04062 Chemokine signaling pathway 15 0.000660309
PATH:05134 Legionellosis 7 0.001477228
PATH:05332 Graft-vs.-host disease 6 0.002078294
PATH:04650 Natural killer cell mediated cytotoxicity 11 0.002955348
PATH:04620 Toll-like receptor signaling pathway 9 0.004404204
PATH:05144 Malaria 6 0.004876618
PATH:04964 Proximal tubule bicarbonate reclamation 4 0.005750295
PATH:05330 Allograft rejection 5 0.006633034
PATH:04612 Antigen processing and presentation 7 0.009121472
PATH:04060 Cytokine-cytokine receptor interaction 15 0.011203809
PATH:04940 Type | diabetes mellitus 5 0.011308703
PATH:04970 Salivary secretion 7 0.016840879
PATH:05162 Measles 9 0.016897245
PATH:04976 Bile secretion 6 0.019514032

methyltransferase 2), ATP1B1 (ATPase, Nat/K" transporting,
beta 1 polypeptide), CX3CRI (CX3C chemokine receptor 1),
GCHI (GTP cyclohydrolase 1), INSIGI (insulin-induced gene
protein), CXCL5 (C-X-C motif chemokine 5), GBP3 (guanylate-
binding protein 3) and HEGI (heart development protein with
EGF-like domains 1).We hypothesized that the 12 key regulatory
genes are likely to be closely related to the occurrence and
development of AMI (Figure 3).

However, traditional studies of gene co-expression patterns
mainly utilize the Pearson coefficient to describe the correlation
between genes, and tend to determine the presence of a co-
expression network using the Pearson coefficient and FDR
threshold (also known as hard threshold) (Butte and Kohane,
2000; Carter et al., 2004; Prieto et al., 2008). The two genes are

considered to be connected when the correlation coefficient of
two genes is equal to or greater than this threshold (for example,
0.8). However, there is a significant limitation to this method,
i.e.,, we have no evidence to identify whether the coeflicient 0.8
or 0.79 of two genes has a significant difference. The above
algorithm cannot avoid this situation. WGCNA is different
from the traditional gene-gene correlation coeflicient matrix, and
introduces a soft-threshold method that avoids this limitation.
In WGCNA, the correlation coeflicient in genes of a gene co-
expression matrix is obtained by weight calculation. The standard
of weighting is the connections between genes, which should
conform to the distribution of scale-free networks, obeying a
power-law distribution. In short, the correlation coeflicient of
each gene pair was the B-th power of the exponent operation,
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FIGURE 3 | Gene co-expression network analyses. The Pearson correlation was calculated for each pair of genes, and the significantly correlated pairs were
used to construct the co-expression network (P < 0.05). (A) AMI. (B) Control. Red nodes represent the key regulatory genes with the highest K-Core. The node color
represents the K-Core. The node size represents the K-Core power, and the edges between two nodes represent the interactions between the genes.

which was the weight calculation and f was known as the soft
threshold.

Weighted Gene Co-expression Networks
We selected a suitable weighted parameter of adjacency function,
which is the soft-threshold B, before constructing the weighted
co-expression network. After the calculation, we selected the
correlation coefficient close to 0.8, soft-threshold p = 9 to
construct gene modules using the WGCNA package.

After determining the soft threshold, a total of 551 DEGs
were used to construct weighted gene co-expression networks.
According to the basic idea of WGCNA, we calculated the
correlation matrix and adjacency matrix of the gene expression
profile of the AMI and control groups, and then transformed
them into a topological overlap matrix (TOM), and obtained a
system clustering tree of DEGs on the basis of gene-gene non-
similarity (dl?}? =1— wjj). Together with the TOM, we performed
the hierarchical average linkage clustering method to identify the
gene modules of each gene network (deep split = 2, cut height
= 0.99). In both the AMI and control groups, a total of five gene
modules were recognized by the dynamic tree cut (Figure 4A).
Genes that not belong to any modules were housed in the gray
module. The gray gene modules were ignored in this study.

GO Enrichment Analysis of the Gene

Modules

For a preliminarily test to assess whether the network was
acceptable, we derived the corresponding genes of each module,
and PANTHER was used for the functional enrichment analysis
of GO terms, P < 0.05 (Mi et al., 2013). For the blue module,
genes involved in the inflammatory response (GO: 0006954,

P = 1.81E-07), immune response (GO: 0006955, P = 1.54E-
05), defense response (GO: 0006952, P = 5.12E-05) and immune
system process (GO: 0002376, P = 1.35E-03) were significantly
enhanced (Table 4). It is suggested that this module is closely
related to the occurrence and development of the immune and
inflammation responses in AMI. Meanwhile, by analyzing the
brown module, it is evident that the module gene is mainly
concentrated in the immune response (GO: 0006955, P =
8.83E-06), regulation of lymphocyte chemotaxis (GO: 1901623,
P = 1.05E-05), defense response (GO: 0006952, P = 2.03E-
05), response to stimulus (GO: 0050896, P = 9.99E-05) and
immune system process (GO: 0002376, P = 1.53E-04) (Table 4).
These results indicate that the module may be closely related to
the immune response during AMI. The gene modules that we
obtained have biological significance, so we named the blue and
brown modules as immune modules. The functional enrichment
analysis of blue and brown modules indicates that the immune
response and inflammation would immediately follow the onset
of AMI, which is consistent with previous reports (Fang et al.,
2015).

A major goal of our research was to analyze the degree
of correlation between genes and disease, and to ascertain
the significance of genes in the corresponding modules. We
defined GS as the association of a gene with immune and
inflammatory responses. Then we calculated the mean GS of
all genes in the module, which is module significance (MS),
and described subsequently the relationship between modules
and the inflammatory response (Langfelder and Horvath, 2008).
Figure 4B showed the correlation between the various modules
and immune/inflammatory responses, which shows that the most
relevant modules to the immune and inflammatory responses
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Gene Significance

FIGURE 4 | (A) Network analysis of gene expression in AMI identifies distinct modules of co-expression genes. (B) Correlation between the gene modules and
immune and inflammatory responses. Scatter plot of MM vs. GS in (C) blue and (D) brown modules. Cor represents an absolute correlation coefficient of GS and MM;
P-value for significance assessment. It follows that in both modules, GS and MM have a high correlation. In the high correlation of image: upper right node (gene) and

A Cluster Dendrogram
C
Module Menbership vs. Gene Significance
o cor=-0.055, p=0.52
©
= °
°
el °
d ©
o °
lQ -
=] o © °
S ® o
7]
2 3 ° 8s°
e © ° °
(<) ° o 8
»n < ° ° o o
<
2 S oo °0§oo ®go o
] o o
O wv o oY%
g i X 2 oo o@o 6008
o < ogo 5
o X %océ?g o
o 5 2@ e o
o
T T T T
-0.5 0.0 0.5 1.0
Module Menbership in MEblue
immune and inflammatory responses, on the other hand in the module also has an important significance.

B
ModuleSignificance p-value=3e-67
=
S
o~
» © —
£
S
E o |
o o
o i
®
5
(0] o~
S A
A — pr— —
S
blue brown grey turquoise yellow
Module Menbership vs. Gene Significance
cor=0.13, p=0.35
o
3 °
o o
= °
w0 5B
o o
o @ ° o
(Yo ° . o
CS & o
w0 °
< o e
o o 2 ©
o °
b %% © o
o ° 00
0 ) °
@ 4 S
o A N
o °
@
& °

T T T T
0.5 0.6 0.7 0.8
Module Menbership in MEbrown

0.4 0.9

were the blue and brown modules. For a particular gene, to
evaluate its involvement in the given module, we analyzed the
correlation between its expression profile and ME profile in
all samples. We calculated the MM of all the genes in the
corresponding module to learn their significance within the
given modules. We identified modules (blue and brown) that
showed a high correlation with immune and inflammatory
reactions, and GS and MM of each gene are shown in
Figures 4C,D.

Hub Genes Associated with the

Occurrence of AMI

The above results suggested that the occurrence and development
of AMI were closely related to the immune and inflammatory
responses. To screen genes that were most relevant to
immune and inflammatory responses, we constructed the gene

co-expression network of immune module genes. There was a
positive correlation between MM and IC in the modules, but not
GS. Therefore, we selected the hub genes according to the IC
and MM values of each gene module (Table 5). Eight hub genes
were selected, including NCF4, AQPY, NFIL3, DYSF, GZMA,
TBX21, PRFI, and PTGDR. Combined with previous reports,
we hypothesized that these hub genes were closely relevant to
immune and inflammatory responses when AMI occurs. The co-
expression network of module genes was then constructed to
obtain the degree of connection between genes in the module
(Figures 5A,B).

Transcription Regulatory Network

Based on JASPAR database, the transcription regulatory
network of DEGs was constructed and included 66 nodes
(Figure 6A). There were 30 transcription factors, and the
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TABLE 4 | Gene ontology (GO) enrichment analysis in gene modules (top 8 significantly enriched biology terms).

Module ID Category Term Count p-value

Blue BP (biological process) G0:0006954 Inflammatory response 19 1.81E-07
G0:0006955 Immune response 30 1.54E-05
G0:0006952 Defense response 30 5.12E-05
G0:0002376 Immune system process 34 1.35E-03
G0:0050896 Response to stimulus 74 4.54E-03
GO:0042742 Defense response to bacterium 10 5.12E-08
G0:0006950 Response to stress 44 2.17E-02
G0:0098542 Defense response to other organism 12 2.58E-02

Brown BP (biological process) G0:0006955 Immune response 45 1.22E-11
G0:0006952 Defense response 45 8.05E-11
G0:0002376 Immune system process 51 8.13E-09
G0:0006954 Inflammatory response 23 1.02E-08
G0:0050896 Response to stimulus 105 7.10E-08
GO:0006950 Response to stress 64 1.77E-06
G0:0009605 Response to external stimulus 45 4.41E-06
G0:0033993 Response to lipid 26 6.67E-06

B

ngEnnpong

Locfeesioen2

FIGURE 5 | Construction of a co-expression network of module genes. (A) Blue module; (B) brown module. Red nodes represent the hub genes with the
highest K-Core and MM. The node color represents the K-Core. The node size represents the K-Core power, and the edges between two nodes represent the

interactions between the genes.

core transcription factors were SATA4, BCLI11B, GATA3,
and TBX21, which have the regulatory relationship with the
most target genes. (TG > 10, Supplement Table 6). Combined
with the results of WGCNA analysis, we found that the
transcription factor TBX21 was a hub gene. We screened all
target genes associated with the transcription factor TBX21
and constructed a transcriptional regulatory network centered
around TBX21 (Figure 6B). Significantly, TBX21 was directly
related to the transcription factors SATA4, BCL11B, and
GATA3.Interestingly, these four transcription factors were

also directly related to PRF1, and PRF1 was also a hub
gene.

Validation of Microarrays with RT-qPCR

RT-qPCR was used to validate the microarray data. To verify
the main conclusion drawn from the microarray results for
peripheral blood samples, the expression levels of genes coding
for NCF4, AQP9, NFIL3, DYSF, GZMA, TBX21, PRFI, and
PTGDR were determined. Overall, the RT-qPCR results were
qualitatively consistent with the results of the microarray
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TABLE 5 | The hub genes in the brown and blue module (MM > 0.9).

Module  Gene Description Log2FC P-value FDR Style Intramodular MM module K-core
symbol connectivity
Brown NKG7 Protein NKG7 —0.569977622 4.57E-04 0.081114 Down 12.92371 0.9597275 6
Brown GZMA Granzyme A —0.5650966 6.70E-04 0.089693 Down 12.57077 0.9525589 6
Brown TBX21 T-box 21 variant —0.548076 7.24E-05 0.035039 Down 11.24149 0.9409293 6
Brown PRF1 Perforin-1 —0.56140565 1.81E-05 0.017504 Down 10.67641 0.934967 6
Brown KLRD1 Natural killer cells antigen CD94 —0.76968129 4.09E-05 0.027231 Down 10.22693 0.9252181 6
Brown PTGDR Prostaglandin D2 receptor —0.59329129 2.47E-05 0.021076 Down 9.142072 0.916501 6
Blue NCF4 Neutrophil cytosol factor 4 0.451293433 0.0043104 0.177619 Up 33.50208 0.9637546 14
Blue DYSF cDNA FLJ55344, highly similar to 0.460010493 0.0010058 0.103739 Up 32.4434 0.9613569 14
Dysferlin
Blue GLT1D1 cDNA FLJ51476 0.44564518 0.0011065 0.105197 Up 31.61535 0.9595483 14
Blue AQP9 cDNA FLJ50860, highly similar to 0.531897672 0.0042735 0176717 Up 32.72345 0.9488406 14
Aquaporin-9
Blue PYGL Alpha-1,4 glucan phosphorylase 0.399190191 0.0187515 0.272497 Up 30.81584 0.9454835 14
Blue DGAT2 Diacylglycerol O-acyltransferase 2 0.422619622 0.0032528 0.163039 Up 29.01008 0.9349146 14
Blue BASP1 Brain acid soluble protein 1 0.475512299 0.0103385 0.226315 Up 30.82379 0.9330127 14
Blue GCA cDNA FLJ52146, highly similar to 0.281390861 0.0423062 0.332922 Up 30.09932 0.9316431 14
Grancalcin
Blue NFIL3 Nuclear factor, interleukin 3 0.477300573 0.0130679 0.244778 Up 28.80993 0.9294694 14
regulated, isoform CRA_a
Blue ACSL1 cDNA FLJ76467, highly similar to 0.518836972 0.0125705 0.242483 Up 30.37111 0.9289425 14
Homo sapiens acyl-CoA
synthetase long-chain family
member 1 (ACSL1), mRNA
Blue SULT1B1  Sulfotransferase family cytosolic 0.519448931 4.21E-04 0.077407 Up 26.96646 0.9233878 14
1B member 1
Blue KLHL2 Kelch-like protein 2 0.343649623 0.0317126 0.30949 Up 26.99282 0.9210025 14
Blue MGAM Maltase-glucoamylase 0.507642227 0.0313529 0.308545 Up 28.52488 0.9204113 14
(Alpha-glucosidase), isoform
CRA_a
Blue SLC2A3  cDNA FLJ57557, highly similar to 0.274927717 0.0484124 0.347472 Up 24.5968 0.9038037 14

Solute carrier family 2, facilitated
glucose transporter member 3

analysis. However, the RT-qPCR analysis tended to give higher
up-regulation levels than those calculated from the microarray
data. The highest change was found for TBX21, PRFI, and NFIL3
(Figure 7).

DISCUSSION

Although the appropriate thromboprophylaxis treatments
for AMI have reduced successfully the incidence and
mortality of AMI to some extent (Lau and Lip, 2014),
effective methods for preventing and diagnosing AMI are
still controversial. In our study, we use a systematic biology
approach to identify 551 DEGs in blood samples from AMI
patients compared with control groups. For enrichment
analysis of pathways, DEGs were mainly involved in IBD,
the chemokine signaling pathway, toll-like receptor signaling
pathway and cytokine-cytokine receptor interactions. From
the functional enrichment and GO-Tree analysis, we found
that the major biological processes are the inflammatory

response, chemotaxis, the immune response and the cellular
defense response when AMI occurs; these are functional
annotations associated with the immune and inflammatory
responses.

In the WGCNA, we identified five gene modules based
on 551 DEGs. Each module contained 44-279 genes;
only 36 genes failed to be assigned to any of the gene
modules. By functional enrichment analysis, the modules
have obvious biological significance, the genes of blue and
brown modules were significantly enriched in immunity
and inflammation-related biological processes. The majority
of genes within the turquoise module were involved in
mRNA processing and transcription, and the yellow module
genes were involved mainly in platelet coagulation and
activation.

Through the enrichment function analysis of the module
genes, we determine that accompanied by the activation of
inflammatory response signal pathways and the initiation of
immune system when AMI occurs. After the analysis of
WGCNA, we selected the blue and brown modules, which
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FIGURE 6 | Transcription regulatory network of DEGs. Based on JASPAR database, the transcription regulatory network constructed by DEGs included 66
nodes (A). (B) Construction of transcription regulatory network centered around TBX21. Red V-type represents up-regulated TF, green V-type represents
down-regulated TF; red circles represent up-regulated TG, green circles represent the down-regulated TG.

Relative expression
(x-folds increase)

FIGURE 7 | Validation of microarray data with RT-gPCR. Several hub
genes identified in microarray data are dysregulation in AMI patients. mRNA
expression of hub genes identified in microarray data validated by RT-gPCR is
shown. Total RNAs were isolated from PBMCs or AMI patients and healthy
donors. Reverse-transcribed to cDNA and used as template for RT-gPCR
analysis. Relative Expression of each gene in PBMCs from healthy donors
were considered as 1.

were closely related to inflammatory reaction, as the main
research objects. Eight potential hub genes related to AMI
were screened from blue and brown modules, namely NCF4,
AQP9Y, NFIL3, DYSF, GZMA, TBX21, PRFI, and PTGDR.
Subsequently, RT-qPCR was used to verify the expression of
the eight hub genes in peripheral blood of AMI patients.
Our results suggested that the expression was consistent
with the bioinformatics analysis results. Wherein the most
obvious change of hub genes was TBX2I and PRFI, which

expression were significantly down-regulated in peripheral
blood of AMI patients. In combination with the results of
transcriptional regulatory network analysis, we hypothesized
that transcription factor TBX21 and target gene PRF1 may
be the diagnostic biomarkers of AMI and merit further
explored.

Gene TBX21 can encode a transcription factor named T-
bet, whose main function is to suppress GATA-3 expression
and prevent Thl to Th2 cell differentiation (Szabo et al.,
2000). It is well known that patients with AMI can develop
subsequently cardiac arrest (Vanbrabant et al, 2006). Upon
cardiac arrest, an abnormal stress response occurs and causes
the change of transcription factor T-bet/GATA-3, resulting in
the imbalance of Th1/Th2. The Th2-type cytokine-induced
waterfall-like cascade is then initiated, which results in multiple
organ failure, eventually leading to death. This has also
been confirmed by a porcine model of cardiac arrest that
lowers GATA-3 and T-bet levels, which alters the drifting
Th1/Th2 cells and causes the immune imbalance of myocardial
tissue after cardiopulmonary resuscitation (CPR) (Gu et al,
2013).

Perforin (PRF1) can be secreted by NK cells, CTL cells, y8TT
and regulatory T cells. PRF1 is a protein in the membrane
attack complex/PR (FMACPF) superfamily (Lichtenheld et al.,
1988; Shinkai et al, 1988), which is a highly conserved
glycoprotein. Due to its important functions in immune
surveillance and immune regulation, the malfunction of
PRF1 has been found to be involved in many diseases
(Baran et al., 2009). Thiery and Lieberman showed that
PRF1 can activate clathrin- and dynein-dependent endocytosis,
and inhibition of this endocytosis pathway may trigger
apoptotic cell death (Thiery and Lieberman, 2014). In a
study of 495 patients with cardiomyopathy, the infiltration of
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perforin-positive cells in the myocardium could serve as a
predictor for long-term prognosis of patients; the presence of
perforin-positive infiltration in myocardial cells indicates an
adverse left ventricular ejection fraction (LVEF) course (Escher
et al., 2014). We speculate that the abnormal expression of
perforin may be a major cause of progressing LV dysfunction
in AML

There is no report about the relationship between the TBX21
and PRFI by far. It may be the focus of follow-up work that the
potential regulatory role of TBX21 on PRF1 or other target genes
in AMI. The highlight of this study was to identify several hub
genes associated with AMI through the network analysis and to
validate the expression levels of these hub genes by RT-qPCR
experiments, including TBX21 and PRF1. We hypothesized that
TBX21 and PRF1may be potential candidates for diagnostic and
possible regulatory targets in the diagnosis and treatment of AMI.
Our results provide us a direction for subsequent research in
exploring thoroughly the gene regulatory mechanisms of AMI
and its targeted therapy.

ETHICS STATEMENT

This study was carried out in accordance with the
recommendations of ethics committee of First Hospital
of Jilin University with written informed consent from

REFERENCES

Ashburner, M., Ball, C. A,, Blake, J. A, Botstein, D., Butler, H., Cherry, J. M.,
et al. (2000). Gene ontology: tool for the unification of biology. Gene Ontol.
Consortium. Nat. Genet. 25, 25-29. doi: 10.1038/75556

Barabasi, A. L., and Oltvai, Z. N. (2004). Network biology: understanding the
cell’s functional organization. Nat. Rev. Genet. 5, 101-113. doi: 10.1038/
nrgl272

Baran, K., Dunstone, M., Chia, J., Ciccone, A., Browne, K. A., Clarke, C. J., et al.
(2009). The molecular basis for perforin oligomerization and transmembrane
pore assembly. Immunity 30, 684-695. doi: 10.1016/j.immuni.2009.
03.016

Butte, A. J., and Kohane, I. S. (2000). Mutual information relevance networks:
functional genomic clustering using pairwise entropy measurements. Pac.
Symp. Biocomput. 5, 418-429. doi: 10.1142/9789814447331_0040

Carter, S. L., Brechbiihler, C. M., Griffin, M., and Bond, A. T. (2004).
Gene co-expression network topology provides a
molecular characterization of cellular state. Bioinformatics 20, 2242-2250.
doi: 10.1093/bioinformatics/bth234

Chen, Y., Zhu, J., Lum, P. Y., Yang, X,, Pinto, S., MacNeil, D. J., et al. (2008).
Variations in DNA elucidate molecular networks that cause disease. Nature 452,
429-435. doi: 10.1038/nature06757

Draghici, S., Khatri, P., Tarca, A. L., Amin, K., Done, A., Voichita, C., et al.
(2007). A systems biology approach for pathway level analysis. Genome Res.
17, 1537-1545. doi: 10.1101/gr.6202607

Eapen, Z. ], Tang, W. H., Felker, G. M., Hernandez, A. F., Mahaffey, K.
W., Lincoff, A. M., et al. (2012). Defining heart failure end points in ST-
segment elevation myocardial infarction trials: integrating past experiences
to chart a path forward. Circ. Cardiovasc. Qual. Outcomes 5, 594-600.
doi: 10.1161/CIRCOUTCOMES.112.966150

Escher, F., Kuhl, U., Lassner, D., Stroux, A., Westermann, D., Skurk, C., et al.
(2014). Presence of perforin in endomyocardial biopsies of patients with
inflammatory cardiomyopathy predicts poor outcome. Eur. J. Heart Fail. 16,
1066-1072. doi: 10.1002/ejhf.148

framework for

all subjects (2015-019-12). All subjects gave written
informed consent in accordance with the Declaration of
Helsinki.

AUTHOR CONTRIBUTIONS

JC participated in the design and execution of the study,
conducted data analysis and interpretation, and drafted the
manuscript. LY, SZ, and XC contributed to the design, execution
and data interpretation. All authors participated in modifying
and editing the manuscript, and the final manuscript has been
read and approved by all authors.

ACKNOWLEDGMENTS

The present study was supported by General Program of National
Natural Science Foundation of China (No. 81570253) and by
a grant from the Jilin Province Development and Reform
Commission (No. 2013-088).

SUPPLEMENTARY MATERIAL

The Supplementary Material for this article can be found
online at: http://journal.frontiersin.org/article/10.3389/fphys.
2016.00615/full#supplementary-material

Fang, L., Moore, X. L., Dart, A. M., and Wang, L. M. (2015). Systemic inflammatory
response following acute myocardial infarction. J. Geriatr. Cardiol. 12, 305-312.
doi: 10.11909/j.issn.1671-5411.2015.03.020

Gautier, L., Cope, L., Bolstad, B. M., and Irizarry, R. A. (2004). affy-analysis
of Affymetrix GeneChip data at the probe level. Bioinformatics 20, 307-315.
doi: 10.1093/bioinformatics/btg405

Gene Ontology, C. (2006). The Gene Ontology (GO) project in 2006. Nucleic Acids
Res. 34, D322-D326. doi: 10.1093/nar/gkj021

Goh, K. I, Cusick, M. E,, Valle, D., Childs, B., Vidal, M., and Barabasi, A. L. (2007).
The human disease network. Proc. Natl. Acad. Sci. U.S.A. 104, 8685-8690.
doi: 10.1073/pnas.0701361104

Gu, W, Li, C. S, Yin, W. P,, Hou, X. M., Zhang, J., Zhang, D., et al. (2013).
Expression imbalance of transcription factors GATA-3 and T-bet in post-
resuscitation myocardial immune dysfunction in a porcine model of cardiac
arrest. Resuscitation 84, 848-853. doi: 10.1016/j.resuscitation.2012.11.023

Jameel, M. N., and Zhang, J. (2009). Heart failure management: the present and the
future. Antioxid. Redox Signal. 11, 1989-2010. doi: 10.1089/ars.2009.2488

Jeong, H., Mason, S. P., Barabasi, A. L., and Oltvai, Z. N. (2001). Lethality and
centrality in protein networks. Nature 411, 41-42. doi: 10.1038/35075138

Kanehisa, M., and Goto, S. (2000). KEGG: kyoto encyclopedia of genes and
genomes. Nucleic Acids Res. 28, 27-30. doi: 10.1093/nar/28.1.27

Kanehisa, M., Goto, S., Kawashima, S., Okuno, Y., and Hattori, M. (2004). The
KEGG resource for deciphering the genome. Nucleic Acids Res. 32, D277-D280.
doi: 10.1093/nar/gkh063

Kiliszek, M., Burzynska, B., Michalak, M., Gora, M., Winkler, A., Maciejak, A.,
etal. (2012). Altered gene expression pattern in peripheral blood mononuclear
cells in patients with acute myocardial infarction. PLoS ONE 7:e50054.
doi: 10.1371/journal.pone.0050054

Kim, S. K., Lund, J., Kiraly, M., Duke, K., Jiang, M., Stuart, J. M., et al. (2001).
A gene expression map for Caenorhabditis elegans. Science 293, 2087-2092.
doi: 10.1126/science.1061603

Kumari, S., Nie, J., Chen, H. S., Ma, H., Stewart, R., Li, X., et al. (2012). Evaluation of
gene association methods for coexpression network construction and biological
knowledge discovery. PLoS ONE 7:e50411. doi: 10.1371/journal.pone.0050411

Frontiers in Physiology | www.frontiersin.org

12

December 2016 | Volume 7 | Article 615


http://journal.frontiersin.org/article/10.3389/fphys.2016.00615/full#supplementary-material
https://doi.org/10.1038/75556
https://doi.org/10.1038/nrg1272
https://doi.org/10.1016/j.immuni.2009.03.016
https://doi.org/10.1142/9789814447331_0040
https://doi.org/10.1093/bioinformatics/bth234
https://doi.org/10.1038/nature06757
https://doi.org/10.1101/gr.6202607
https://doi.org/10.1161/CIRCOUTCOMES.112.966150
https://doi.org/10.1002/ejhf.148
https://doi.org/10.11909/j.issn.1671-5411.2015.03.020
https://doi.org/10.1093/bioinformatics/btg405
https://doi.org/10.1093/nar/gkj021
https://doi.org/10.1073/pnas.0701361104
https://doi.org/10.1016/j.resuscitation.2012.11.023
https://doi.org/10.1089/ars.2009.2488
https://doi.org/10.1038/35075138
https://doi.org/10.1093/nar/28.1.27
https://doi.org/10.1093/nar/gkh063
https://doi.org/10.1371/journal.pone.0050054
https://doi.org/10.1126/science.1061603
https://doi.org/10.1371/journal.pone.0050411
http://www.frontiersin.org/Physiology
http://www.frontiersin.org
http://www.frontiersin.org/Physiology/archive

Chen et al.

Exploring Potential Diagnostic AMI Biomarkers

Langfelder, P., and Horvath, S. (2008). WGCNA: an R package for
weighted correlation network analysis. BMC Bioinformatics 9:559.
doi: 10.1186/1471-2105-9-559

Lau, Y. C,, and Lip, G. Y. (2014). Post myocardial infarction and atrial fibrillation:
thromboprophylaxis and risk stratification using the CHA2DS2-VASc score.
Cardiol. J. 21, 451-453. doi: 10.5603/CJ.2014.0075

Liang, H., and Li, W. H. (2007). Gene essentiality, gene duplicability and
protein connectivity in human and mouse. Trends Genet. 23, 375-378.
doi: 10.1016/j.tig.2007.04.005

Lichtenheld, M. G., Olsen, K. J., Lu, P., Lowrey, D. M., Hameed, A., Hengartner, H.,
et al. (1988). Structure and function of human perforin. Nature 335, 448-451.
doi: 10.1038/335448a0

Mathelier, A., Fornes, O., Arenillas, D. J., Chen, C. Y., Denay, G., Lee, ],
et al. (2016). JASPAR 2016: a major expansion and update of the open-
access database of transcription factor binding profiles. Nucleic Acids Res. 44,
D110-D115. doi: 10.1093/nar/gkv1176

Mi, H., Muruganujan, A., Casagrande, J. T., and Thomas, P. D. (2013). Large-scale
gene function analysis with the PANTHER classification system. Nat. Protoc. 8,
1551-1566. doi: 10.1038/nprot.2013.092

Mozaffarian, D., Benjamin, E. J., Go, A. S., Arnett, D. K., Blaha, M. ],
Cushman, M., et al. (2016). Heart disease and stroke statistics-2016 update:
a report from the american heart association. Circulation 133, e38-e360.
doi: 10.1161/CIR.0000000000000366

Oldham, M. C., Konopka, G., Iwamoto, K., Langfelder, P., Kato, T., Horvath, S.,
etal. (2008). Functional organization of the transcriptome in human brain. Nat.
Neurosci. 11, 1271-1282. doi: 10.1038/nn.2207

Prieto, C., Risuefio, A., Fontanillo, C., and De las Rivas, J. (2008). Human gene
coexpression landscape: confident network derived from tissue transcriptomic
profiles. PLoS ONE 3:¢3911. doi: 10.1371/journal.pone.0003911

Ravasz, E., Somera, A. L., Mongru, D. A,, Oltvai, Z. N., and Barabdsi, A. L. (2002).
Hierarchical organization of modularity in metabolic networks. Science 297,
1551-1555. doi: 10.1126/science.1073374

Roger, V. L., Go, A. S., Lloyd-Jones, D. M., Benjamin, E. J., Berry, J. D,
Borden, W. B, et al. (2012). Heart disease and stroke statistics—2012 update:
a report from the American Heart Association. Circulation 125, e2-¢220.
doi: 10.1161/CIR.0b013e31823ac046

Sanges, R., Cordero, F., and Calogero, R. A. (2007). oneChannelGUI: a
graphical interface to Bioconductor tools, designed for life scientists
who are not familiar with R language. Bioinformatics 23, 3406-3408.
doi: 10.1093/bioinformatics/btm469

Shannon, P., Markiel, A., Ozier, O., Baliga, N. S, Wang, J. T., Ramage,
D., et al. (2003). Cytoscape: a software environment for integrated
models of biomolecular interaction networks. Genome Res. 13, 2498-2504.
doi: 10.1101/gr.1239303

Shinkai, Y., Takio, K., and Okumura, K. (1988). Homology of perforin to the ninth
component of complement (C9). Nature 334, 525-527. doi: 10.1038/334525a0

Smoot, M. E., Ono, K., Ruscheinski, J., Wang, P. L., and Ideker, T. (2011).
Cytoscape 2.8: new features for data integration and network visualization.
Bioinformatics 27, 431-432. doi: 10.1093/bioinformatics/btq675

Stuart, R. O., Bush, K. T, and Nigam, S. K. (2003). Changes in gene
expression patterns in the ureteric bud and metanephric mesenchyme
in models of kidney development. Kidney Int. 64, 1997-2008.
doi: 10.1046/.1523-1755.2003.00383.x

Suresh, R, Li, X., Chiriac, A., Goel, K., Terzic, A., Perez-Terzic, C., et al. (2014).
Transcriptome from circulating cells suggests dysregulated pathways associated
with long-term recurrent events following first-time myocardial infarction.
J. Mol. Cell. Cardiol. 74, 13-21. doi: 10.1016/j.yjmcc.2014.04.017

Szabo, S. J., Kim, S. T., Costa, G. L., Zhang, X., Fathman, C. G., and Glimcher, L.
H. (2000). A novel transcription factor, T-bet, directs Th1 lineage commitment.
Cell 100, 655-669. doi: 10.1016/S0092-8674(00)80702-3

Thiery, J., and Lieberman, J. (2014). Perforin: a key pore-forming protein
for immune control of viruses and cancer. Subcell. Biochem. 80, 197-220.
doi: 10.1007/978-94-017-8881-6_10

Vanbrabant, P., Dhondt, E., Billen, P., and Sabbe, M. (2006). Aetiology of
unsuccessful prehospital witnessed cardiac arrest of unclear origin. Eur. J.
Emerg. Med. 13, 144-147. doi: 10.1097/01.me;j.0000209050.40139.23

Villa-Vialaneix, N., Liaubet, L., Laurent, T., Cherel, P., Gamot, A., and
SanCristobal, M. (2013). The structure of a gene co-expression network
reveals biological functions underlying eQTLs. PLoS ONE 8:260045.
doi: 10.1371/journal.pone.0060045

Voineagu, I., Wang, X., Johnston, P., Lowe, J. K., Tian, Y., Horvath, S., et al.
(2011). Transcriptomic analysis of autistic brain reveals convergent molecular
pathology. Nature 474, 380-384. doi: 10.1038/nature10110

Zhang, B., and Horvath, S. (2005). A general framework for weighted gene
co-expression network analysis. Stat. Appl. Genet. Mol. Biol. 4:Articlel7.
doi: 10.2202/1544-6115.1128

Zhang, B., Schmoyer, D., Kirov, S., and Snoddy, J. (2004). GOTree Machine
(GOTM): a web-based platform for interpreting sets of interesting
genes using Gene Ontology hierarchies. BMC Bioinformatics 5:16.
doi: 10.1186/1471-2105-5-16

Zhao, H., Cai, W, Su, S., Zhi, D., Lu, J., and Liu, S. (2014). Screening genes
crucial for pediatric pilocytic astrocytoma using weighted gene coexpression
network analysis combined with methylation data analysis. Cancer Gene Ther.
21, 448-455. doi: 10.1038/cgt.2014.49

Zhao, W., Langfelder, P., Fuller, T., Dong, J., Li, A., and Hovarth, S. (2010).
Weighted gene coexpression network analysis: state of the art. J. Biopharm. Stat.
20, 281-300. doi: 10.1080/10543400903572753

Conflict of Interest Statement: The authors declare that the research was
conducted in the absence of any commercial or financial relationships that could
be construed as a potential conflict of interest.

Copyright © 2016 Chen, Yu, Zhang and Chen. This is an open-access article
distributed under the terms of the Creative Commons Attribution License (CC BY).
The use, distribution or reproduction in other forums is permitted, provided the
original author(s) or licensor are credited and that the original publication in this
journal is cited, in accordance with accepted academic practice. No use, distribution
or reproduction is permitted which does not comply with these terms.

Frontiers in Physiology | www.frontiersin.org

13

December 2016 | Volume 7 | Article 615


https://doi.org/10.1186/1471-2105-9-559
https://doi.org/10.5603/CJ.2014.0075
https://doi.org/10.1016/j.tig.2007.04.005
https://doi.org/10.1038/335448a0
https://doi.org/10.1093/nar/gkv1176
https://doi.org/10.1038/nprot.2013.092
https://doi.org/10.1161/CIR.0000000000000366
https://doi.org/10.1038/nn.2207
https://doi.org/10.1371/journal.pone.0003911
https://doi.org/10.1126/science.1073374
https://doi.org/10.1161/CIR.0b013e31823ac046
https://doi.org/10.1093/bioinformatics/btm469
https://doi.org/10.1101/gr.1239303
https://doi.org/10.1038/334525a0
https://doi.org/10.1093/bioinformatics/btq675
https://doi.org/10.1046/j.1523-1755.2003.00383.x
https://doi.org/10.1016/j.yjmcc.2014.04.017
https://doi.org/10.1016/S0092-8674(00)80702-3
https://doi.org/10.1007/978-94-017-8881-6
https://doi.org/10.1097/01.mej.0000209050.40139.23
https://doi.org/10.1371/journal.pone.0060045
https://doi.org/10.1038/nature10110
https://doi.org/10.2202/1544-6115.1128
https://doi.org/10.1186/1471-2105-5-16
https://doi.org/10.1038/cgt.2014.49
https://doi.org/10.1080/10543400903572753
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://www.frontiersin.org/Physiology
http://www.frontiersin.org
http://www.frontiersin.org/Physiology/archive

	Network Analysis-Based Approach for Exploring the Potential Diagnostic Biomarkers of Acute Myocardial Infarction
	Introduction
	Materials and Methods
	Microarray Data and Analysis of Differentially-Expressed Genes
	Gene Ontology (GO) and Pathway Enrichment Analyses
	Construction of Gene Function Regulatory Network (GO-Tree)
	Construction of Pathway Action Network (Pathway-Act-Network)
	Co-expression Network Analysis
	Weighted Gene Co-expression Network Analysis
	Functional Enrichment Analysis of the Network Module Genes
	Identification of Hub Genes
	Transcription Regulatory Network
	Patients
	Quantitative Real-Time RT-qPCR

	Results
	DEGs Selection and Hierarchical Clustering Analysis
	GO Enrichment Analysis of DEGs and GO-Tree
	Pathway Enrichment Analysis of DEGs and Pathway-Act-Network Construction
	Gene Co-expression Network
	Weighted Gene Co-expression Networks
	GO Enrichment Analysis of the Gene Modules
	Hub Genes Associated with the Occurrence of AMI
	Transcription Regulatory Network
	Validation of Microarrays with RT-qPCR

	Discussion
	Ethics Statement
	Author Contributions
	Acknowledgments
	Supplementary Material
	References


