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Abstract

Papillary thyroid cancer (PTC) is the most prevalent histological type among thyroid cancers, and some patients are at a high
risk for recurrent disease or even death. Identification for the potential biomarkers of PTC may contribute to early discovery
of recurrence and treatment. In The Cancer Genome Atlas (TCGA) database, we obtained the information of RNA sequence
data and clinical characteristics of PTC. Weighted gene co-expression network analysis (WGCNA) was performed to
construct gene co-expression networks and investigate the relationship between modules and clinical traits. Finally, we
constructed 16 co-expression modules in 10,428 genes, and three key modules (darkturquoise, lightyellow, and red)
associated with tumor N grade were identified. The results of functional annotation indicated that the darkturquoise module
was primarily enriched in the regulation of the extracellular matrix (ECM), collagen metabolism, and cell adhesion, the
lightyellow module was primarily enriched in the mitochondrial function regulation and energy synthesis, and the red
module was primarily enriched in the process of cell junction, apoptosis, and inflammatory response, suggesting their
significant role in the progression of PTC. In addition, the hub genes in the three modules were identified and screened for
differentially expressed genes (DEGs). Relapse-free survival analyses found that 11 genes (KCNQ3, MET, FNI, ITGA3,
RUNXI, ITGA2, PERP, GCSH, FAAH, NGFRAPI, and HSPA5) may play a pivotal role in PTC relapse. In general, our
research revealed the key co-expression modules and identified several prognostic biomarkers, which provides some new
insights into the lymph node metastasis of PTC.
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Introduction

Thyroid cancer is a frequent malignant tumor of the endo-
crine system and its incidence has been increasing globally
in recent decades [1-3]. The U.S. National Cancer Institute
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estimated that the number of new thyroid cancers and
deaths is 53,990 and 2060 in 2018 (http://seer.cancer.gov/).
Papillary thyroid cancer (PTC) is the most prevalent histo-
logical type and accounts for nearly 90% in thyroid carci-
noma. Although PTC grows slowly with high 10-year
survival rates, it commonly metastasizes to the cervical
lymph nodes initially [4]. Thus, some patients are at high
risk for recurrent disease or even death [5]. Currently, the
explicit molecular mechanism of PTC has not been illu-
minated, and many published studies have focused on the
role of solitary genes (such as SIRT7, IGF-1R, ZNF677, and
TBX3) in the carcinogenesis of PTC [6-9]. But carcino-
genesis is a complex mechanism, including high interac-
tions between genes and similar gene expression patterns
[10]. Therefore, it is urgent to explore the signature of the
PTC genetic network, which can predict tumor stage or
assess malignant potential, and provide personalized ther-
apy for PTC patients.

Gene networks have been frequently used to analyze the
origination and development of various cancers. Weighted
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gene co-expression network analysis (WGCNA) is deemed
as an efficient network-based approach, which can investi-
gate the signature of gene networks in the pathogenesis of
complicated diseases at system level [11]. WGCNA is an
algorithm that constructs scale-free gene co-expression
networks, which can not only classify different gene mod-
ules, but also figure out the relationships between clinical
features and gene modules [12]. Some studies have suc-
cessfully used WGCNA to explore the functional co-
expression modules and the hub genes of different diseases,
such as chronic kidney disease, pancreatic ductal adeno-
carcinoma, and Graves’ disease [13—15].

In this study, we used WGCNA and other methods to
explore public transcriptome data and clinical information
of PTC patients. A few key gene modules associated with
lymph node metastasis were identified, and several hub
genes were found out. These genes may play a momentous
role in pathogenesis or serve as clinical biomarkers of
progression and recurrence of PTC.

Materials and methods
Data acquisition

We downloaded data information of PTC patients from The
Cancer Genome Atlas (TCGA) database (https:/ca
ncergenome.nih.gov/), which is the largest publicly avail-
able dataset about cancer now. RNA-sequencing and rela-
tive clinical information of 502 patients were obtained.
Among these 502 patients, relapse-related information of
498 patients is available. The official gene symbol of
mRNA was obtained according to the Genome research
project of ENCyclopedia of DNA Elements (GENCODE)
(GRCh38) (v22) catalog (http://www.gencodegenes.org/).
Median value was identified as the expression value of gene
with multiple probes, and probes with multiple genes were
removed. Genes with Fragments Per Kilobase Million
(FPKM) <2 were filtered out, and the remaining 10,428
genes were included eventually.

Construction of co-expression module networks

First, all genes and samples in the expression profile passed
the good genes or good samples test. Then, the “WGCNA”
package of R software was run to construct scale-free net-
work of all genes [12]. When the soft-thresholding power
was equal to 6, correlation coefficient reached 0.8 and scale-
free co-expression network was achieved. Then, cluster
analysis was performed to divide genes with similar patterns
into gene modules and gene module size was no <30. To
further explore the gene modules, we defined the cut height
threshold as 0.35 and merged a few modules.
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Construction of module-trait relationships

The correlation between the phenotype and module eigen-
genes (MEs) was considered as the module—trait associa-
tions. Therefore, we calculated the correlation and identified
the relevant modules, which are closely related to the
clinical traits. For each gene modules, gene significance
(GS) represents correlation level between expression pattern
and phenotype, and module membership (MM) represents
correlation level between expression pattern and MEs.

Enrichment analysis of key co-expression modules

Gene ontology (GO) enrichment analysis was performed by
Database for Annotation, Visualization and Integrated Dis-
covery (DAVID, http://david.abce.ncifcerf.gov/), which is
regarded as the most common functional annotation tool
[16-18]. Kyoto Encyclopedia of Genes and Genomes (KEGG)
pathways was used as reference to perform the pathway
enrichment analysis through DAVID. Genes of the key co-
expression modules were uploaded to investigate the potential
functions, and P <0.001 was regarded as the cutoff criteria.

Protein-protein interaction (PPI) analysis and
identification of hub genes

We uploaded genes of the key co-expression modules to the
STRING database [19] (http://www.string-db.org/) and
HIPPIE database [20] (http://cbdm.uni-mainz.de/hippie/),
then chose confidence >0.4 to perform the PPI network
analysis and used Cytoscape software to visualize the
results of STRING database [21].

Hub genes are usually deemed to be functionally critical
and immensely interconnected with other genes in module,
so we screened out hub genes through the three manners:
(1) In the PPI analysis of STRING database, hub genes
were defined as the 30 genes with highest connectivity
degree. (2) In the PPI analysis of HIPPIE database, due to
the lower connectivity degree of the genes in HIPPIE
database, hub genes were defined as the ten genes with the
highest connectivity degree. (3) In the module—trait analy-
sis, genes with GS score >0.8 and MM score >0.2 or 0.15
were defined as hub genes that were notably correlated with
the definite clinical trait. Hub genes derived from three
manners [PPI network (STRING and HIPPIE database) and
module—trait analysis] were all regarded as “final” hub
genes in particular co-expression modules.

Screening differentially expressed genes (DEGs) in
hub genes

We screened the DEGs in “final” hub genes between 58
PTC samples and its paired adjacent normal samples using
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the “limma” (linear models for microarray data) R package
[22]. With TPM value, cutoff criteria was chosen as llog2
fold change (FC)I >1 and FDR (false discovery rate) <0.05
to select DEGs for the further analysis.

Validation for DEGs

We obtained GSE60542 dataset from Gene Expression
Omnibus database (https://www.ncbi.nlm.nih.gov/geo).
GSE60542 dataset contains 27 normal thyroid samples and
28 PTC samples, which was used as the test set to validate
the expression levels of DEGs. Mann—Whitney test was
utilized to compare genes expression levels between groups.

Relapse-free survival analyses

There are 498 PTC patients in TCGA with available
relapsed-related information. These patients were divided
into two groups (High or Low) through the median
expression value of each gene. Kaplan—Meier plots and log-
rank test were applied to illustrate the relationship between
groups and relapse-free survival.

Cell culture and RNA isolation

Two human PTC-derived cell lines [B-CPAP (harboring
BRAF"5%E mutation) and TPC-1 (harboring the RET/PTC1
rearrangement)] and a normal thyroid epithelial cell line
(Nthy-ori 3-1) were purchased from FuHeng Biological
Technology Co. Ltd (Shanghai, China). All cell lines were
cultured in DMEM (HyClone, Logan, UT, USA) media with
10% fetal bovine serum at 37 °C in a humidified atmosphere
containing 5% CO,. The TRIzol Reagent (Takara, Kusatsu,
Japan) and the Reverse Transcription Kit (Takara, Kusatsu,
Japan) were used to extract total RNA and synthesize cDNA
following the instructions of manufacturers.

Quantitative real-time polymerase chain reaction
(qRT-PCR)

Eleven genes (KCNQ3, MET, FNI, ITGA3, RUNXI,
ITGA2, PERP, GCSH, FAAH, NGFRAPI, and HSPAS5) of
interest were further examined in B-CPAP, TPC-1, and
Nthy-ori 3-1 cell line by qRT-PCR, which was performed
through the SYBR Green PCR Kit (Takara, Kusatsu,
Japan). f-actin was used as an internal control and Nthy-ori
3-1 cell line was used as a calibrator sample for PTC-
derived cell line, relative expressions were calculated using
the 2724 method. The primer sequences of this study were
shown in Supplementary Table 1. Student’s ¢ test was uti-
lized to compare genes expression levels PTC-derived cell
lines and normal thyroid epithelial cell line. P <0.05 was
regarded as statistically significant.

Results
Clinical features of 502 PTC patients

The clinical characteristics of 502 PTC patients were pro-
vided by TCGA. The particular information was shown in
Supplementary Table 2, including age, gender, TNM grade,
stage, recurrence, status, histological type, mutation, etc.

Construction of co-expression module networks
of PTC

We included 10,428 genes in 502 PTC patients, using the
FPKM value to construct co-expression network through
“WGCNA” package of R software. When the soft-
thresholding power value was chosen as 6, the correlation
coefficient threshold reached 0.8 and the topology network
was closer to scale-free (Fig. 1a). As a result, we used 6 as
the power value and successfully constructed 16 merged co-
expression modules through the WGCNA analysis. These
modules were shown in distinct colors (Fig. 1b) and con-
tained varying numbers of genes (Table 1). Interactions
analysis of each co-expression module shows that these
main modules were separated from each other in network
(Fig. 1c).

Module-trait analysis of PTC

We used clinical traits dataset of 502 PTC patients in the
TCGA database and removed some worthless information
in this study. Then, the correlations between MEs and
clinical traits were determined (Fig. 2a). The result of
analyses indicated that co-expression modules were corre-
lated with some particular phenotypes. For example, the
darkturquoise module was associated with disease stage, T
grade, N grade, and status. Figure 2b displays the sig-
nificance level of 16 co-expression modules associated with
N grade. It is clear that three key modules (darkturquoise,
lightyellow, and red) intensively correlated to N grade.
Then, scatter diagrams of GS for N grade vs. MM in the
three modules were plotted, respectively (Fig. 2c¢), which
show significance of the genes in darkturquoise, light-
yellow, and red module related to N grade. The P-value of
4.3 x 107! (darkturquoise), 3.9 x 1077 (lightyellow), and
1.5%x 107 (red) indicated high correlations between the
three modules and N grade.

Enrichment analysis of key co-expression modules
We uploaded genes of the key co-expression modules to the
DAVID database for GO and KEGG analysis. In the

darkturquoise module, the top five enriched biological
processes in GO analysis are extracellular matrix
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Fig. 1 WGCNA constructed gene co-expression networks and
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mean connectivity (right). b Clustering dendrogram of 10,428 genes
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In the PPI analysis of STRING database, hub genes were
defined as the top 30 genes of the connectivity degree. Figure
4a—c shows either the PPI network of genes or the intensive
correlations among hub genes in the three co-expression
modules. In the PPI analysis of the HIPPIE database, hub
genes were defined as the top ten genes of connectivity
degree. In addition, 20 and 17 genes in the module—trait
analysis with GS score >0.8 and MM score >0.2 were also
defined as hub genes in lightyellow and red modules, 23
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Fig. 2 Module-trait correlations analyses. a Relationships between
ME:s and clinical traits. Each cell contains the corresponding correla-
tion coefficient and P-value. b The significance level of 16 co-

genes with GS score >0.8 and MM score >0.15 were also
defined as hub genes in the darkturquoise module. Figure 4d
indicates that these genes are also extensively associated with
each other. Hub genes in each module derived from three
manners were merged and regarded as the “final” hub genes
for the further analysis (Supplementary Table 3).

DEGs between PTC samples and adjacent normal
thyroid samples

Fifty eight PTC samples and its adjacent normal thyroid
samples were used to identify DEGs. A total of 152 final
hub genes were analyzed by “limma” R package and 25
DEGs (16 upregulated and 9 downregulated) were identi-
fied finally. Figure 5 shows the heatmap of these 25 DEGs.

Validation for DEGs

GSE60542 was used as the test gene set to perform the
DEGs expression validation. Supplementary Fig 1 shows
the validation results, and it is notable that the majority of
25 DEGs were consistent with previous results, except for
PTPRE, MTHFDIL, and LUM. Detailed DEGs in the three
key co-expression modules are shown in Table 2.

Module Membership in lightyellow module

Module Membership in red module

expression modules associated with N grade. ¢ Scatter diagrams of
gene significance N grade vs. module membership in the three key
modules ((a) darkturquoise, (b) lightyellow, and (c) red)

Relapse-free survival analyses

In the TCGA, tumor recurrence occurred in 46 of 498 PTC
patients during the follow-up period. The high and low groups
were determined based on the median expression value of
each DEG. Supplementary Fig. 2 shows that several genes
may play a significant role in the progression and recurrence of
PTC patients, including KCNQ3, MET, FN1, ITGA3, RUNXI,
ITGA2, PERP, GCSH, FAAH, NGFRAPI, and HSPAS.

Validation by qRT-PCR

We performed qRT-PCR to examine the relative mRNA
expressions of those 11 genes that were significant in
relapse-free survival analyses in PTC cell lines. Figure 6
shows that KCNQ3, MET, FNI1, and ITGA3 were upregu-
lated, and GCSH was downregulated in B-CPAP and TPC-1
cells compared with Nthy-ori 3-1 cell, which was com-
pletely in accordance with the result of DEG identification.
RUNXI and PERP were upregulated in the B-CPAP cell,
and ITGA2 was upregulated in the TPC-1 cell compared
with the Nthy-ori 3-1 cell, while FAAH, NGFRAPI, and
HSPAS5 were downregulated in the TPC-1 cell compared
with the Nthy-ori 3-1 cell.

@ Springer



Endocrine (2019) 66:573-584

A b
i Gene number
CCraxiracellutar reglon_ Protein digestion and absorption < [ ) e umoe|
Platelet activation ® 75
p-extacetuar mtr oganizaion S ® o
oG prateinaceas exvacetiar e [ ® 5
PI3K-Akt signaling pathway 4 )
l0gro(P.value |
coendopasic reicuar men S ® Malaria .
20
MF. matrix structural - Hog1o(P.value)
10 P
BP-collagen catabolic process_ Focal adhesion 4 & 12
BP-skeletal system developmenl_ 10
8P-collagen fbril organization | N ECM-receptor interaction { ® &
MF-collagen binding_ 6
MF-integrin b"“""9- Amoebiasis 4 4
MF-extracellular matrix binding- b
0 1o 20 30 40 50 5 10 15 20
Gene count 2
Fold enrichment
a b
CC""""“‘"""”""_ Valine,leucine and isoleucine degradation -
o mitchonariat ner memsrane | _
Propanoate metabolism - o -ogio(P.value)
R |
BP-oxidation-reduction Parkinson disease ® 20
> - process: ®
2 Oxidative phosphorylation 5
comyetn sveat [ B VR e
MF-oxidoreductase F,cmw- & Non-alcoholic fatty liver disease (NAFLD) 4
MF-electron carrier activl(y- ;g Metabolic pathways -. 10
BP-mitochondrial respiratory chain complex | assembly- ?z Huntington disease 4 [ ]
BP-mitochondrial electron transport, NADH to ubiquinone. Glyoxylate and dicarboxylate metabolism 4 o = 5
MF-NADH dehydrogenase (ubiguinone) activty JJJ] Glycolysis/Gluconeogenesis | ®
BP-t lic acid cycl . !
ncaboRyic-acid Cyce. Fatty acid degradation Gene number
BP-ATP biosynthetic process ’
! B . Citrate cycle (TCA cycle) 4 @ 50
MF-cytochrome-c oxidase activity JJj Cart ol ° ®
arbon metabolism
MF-2 iron, 2 sulfur cluster binding JJj ) ) o
5 S 100 150 Biosynthesis of antibiotics - @
Gene count Alzheimer disease - @
2 3 4 5 6 7
Fold enrichment
C a b
i i Gene number
CC-plasma rr‘e"‘b“'"e_ Proteoglycans in cancer 4 (:\ o 7
|
ep-signal ranscucton SN ®
i 11
CC-focal adheslon- P T— . [ ]
cc-can surisce SN o
-ogio(P.value)
CC-cell-cell adherens. junction- 5 . 15
) . ! 7
MF-cadherin binding involved in cell-cell adheslon-
S Endocytosis -.
BP-cell-cell adhesion- 4
4 -ogo(P.value)
spesponse o o Jll
MF-actin fiament binding JJJ] 400
-actin filament binding ,.\
Cytokine-cytokine receptor interaction 4 o 3.75
BP-extracellular matrix organlza(ion. g K
MF-integrin binding. R 3.50
MF-virus receptor activity Jj 3.25
Apoptosis 4 2
8P-vial entry into host cell Pop
6 50 100 150 260 —
Gene count T T T T T
3.0 3.5 4.0 45 5.0

Fig. 3 Plot of the enriched GO and KEGG terms in key co-expression
modules. a (a) The plot of the top five enriched BP (biological pro-
cess), MF (molecular function), and CC (cellular component) terms in
the darkturquoise module. (b) The plot of the enriched KEGG pathway
in the darkturquoise module. b (a) The plot of the top five enriched BP
(biological process), MF (molecular function), and CC (cellular

Discussion

PTC is a common and complex cancer with great hetero-
geneity in terms of morphological features and prognosis [23].
Most papillary cancers tend to be biologically inactive, but
there are a small percentage of patients who show the higher
invasiveness and aggressive clinical features [24]. To better
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Fold enrichment

component) terms in the lightyellow module. (b) The plot of the top 15
enriched KEGG pathways in the lightyellow module. ¢ (a) The plot of
the top five enriched BP (biological process), MF (molecular function),
and CC (cellular component) terms in the red module. (b) The plot of

the enriched KEGG pathway in the red module

elucidate the molecular pathogenesis of PTC progression and
recurrence, we used the bioinformatics approach—WGCNA
to investigate the signature of the PTC genetic network.

In the present study, gene co-expression networks were
constructed and 16 co-expression modules in total were
obtained from 10,428 genes. Among them, we identified

three key co-expression modules (darkturquoise,
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lightyellow, and red) related to clinical trait (N grade). In  midnightblue module. Therefore, our study suggested that
addition to the three modules, a few other modules also  sophisticated gene networks function jointly in the origi-
function in PTC, such as the lightcyan, purple, and  nation and development of PTC.
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<« Fig. 4 Visualization of the key modules and hub genes. a PPI analysis

visualization of the darkturquoise module. (a) All genes in the dark-
turquoise module. Red and yellow nodes represent the hub genes. (b)
Thirty hub genes in the darkturquoise module. b PPI analysis visua-
lization of the lightyellow module. (a) All genes in the lightyellow
module. Red and yellow nodes represent the hub genes. (b) Thirty hub
genes in the lightyellow module. ¢ PPI analysis visualization of the red
module. (a) All genes in the red module. Red and yellow nodes
represent the hub genes. (b) Thirty hub genes in the red module.
d Genes with high gene significance for N grade were intensively
correlated to each other. The darker color represents the higher cor-
relation between genes. (a) Genes in the darkturquoise module with
GS score >0.8 and MM score >0.15. (b) Genes in the lightyellow
module with GS score >0.8 and MM score >0.2. (¢) Genes in the red
module with GS score >0.8 and MM score >0.2

GO analysis is a compelling analytical approach, and is
generally used to divide biological terms into function-
related groups [25]. Therefore, genes in the three modules
were functionally annotated by performing GO analysis.
Annotation results show that the darkturquoise module was
primarily enriched in the adjustment of the extracellular
matrix, collagen metabolism, and cell adhesion. The light-
yellow module was primarily enriched in the mitochondrial
function regulation and energy synthesis. The red module
was primarily enriched in the process of cell junction,
apoptosis, and inflammatory response. These results
demonstrated that the three modules may lead to the inva-
siveness and metastasis of tumor cells, and multiple biolo-
gical processes are involved in the PTC progression at the
molecular and cellular level.

The final hub genes were obtained through GS vs. MM
and PPI network. Twenty two DEGs were screened out
finally. Five DEGs of the darkturquoise module are FBLNI,
POSTN, COLIAI, FBLN2, and DCN. Five DEGs, ALDH?2,
GCSH, FAAH, NGFRAPI, and HSPAS, in the lightyellow
module, were identified out. The DEGs of the red module
are KCNQ3, CCNDI1, MET, FNI, ITGA3, ITGA2, ITGBA4,
RUNXI, PERP, ICAMI, CDKNIA, and ST8SIA4. In pre-
vious studies, six DEGs (POSTN, COLIAI, ALDH2,
CCNDI, CDKNIA, and MET) have been confirmed to be
more or less associated with PTC. Consistent with our
results, Puppin et al. identified that POSTN mRNA levels
showed a significant increase in PTC, and were positively
associated with higher tumor stage, extrathyroidal invasion,
and distant metastasis [26]. Jolly et al. reported that collagen
type I alpha 1 chain (COLIAI) was upregulated in PTC and
promoted thyroid cancer progression through fibroblast
recruitment and remodeling of the extracellular matrix [27].
ALDH? participate in the major oxidative pathway of alco-
hol metabolism and alcohol consumption is a recognized
risk factor for head and neck cancer (HNC) [28]. Another
research confirmed that genetic polymorphisms of ADHIB
and ALDH?2 may modify the risk between alcohol drinking
and HNC risk [29]. CCNDI has been determined to be

@ Springer

overexpressed in PTC tissues [30, 31], and controls the
development of PTC [32]. CDKNIA, also known as P21,
was also identified to be over-expressed in PTC in relation to
the degree of progression [33]. MET is a member of the
receptor tyrosine kinase family and controls apoptosis by
activating of PI3K and AKT [34-36]. Koo et al. found that
the HGF/c-Met axis is correlated with subclinical lymph
node metastasis of the central neck in PTC and induce cell
migration and invasion though AKT activation [37, 38].

Moreover, patient relapse-free survival analyses show
that some DEGs could effectively stratify the high and low
recurrence risk of PTC patients in TCGA. In particular, 11
genes (KCNQ3, MET, FN1, ITGA3, RUNXI, ITGA2, PERP,
GCSH, FAAH, NGFRAPI, and HSPA5) may serve as
prognostic biomarkers for PTC. Except for MET, the
mechanism of the remaining ten genes in PTC is still
unclear. FNI is an epithelial-to-mesenchymal transition-
related gene and may stimulate cancer invasion and survival
through the PISK/AKT signaling pathway [39], another
research shows that fibronectin mediates cancer cell asso-
ciation and directional migration [40]. ITGA2 and ITGA3 are
components of integrin that function as cell surface adhesion
molecules, several studies identified that patients with high
ITGA2 or ITGA3 expression had poorer overall survival and
relapse-free survival than patients with low ITGA2 or ITGA3
expression [41-43]. RUNXI is considered to be a main
regulator of hematopoiesis and may play a dual function role
in the carcinogenesis. For instance, RUNXI acts as an
oncogene in prostate cancer and gastric cancer [44, 45], but
plays a protective role in breast cancer [46]. PERP is a p53/
p63-regulated gene and encodes a desmosomal protein.
Some studies identified that PERP promotes cancer cell
apoptosis, desmosome construction, and thus plays a pivotal
role in tumor suppression [47, 48], which is inconsistent
with our findings. The study of NGFRAPI is limited, and it
showed a major upregulation in the nasopharyngeal carci-
noma, and might induce the cisplatin-resistant phenotype
[49]. HSPAS protein regulates the unfolded protein response,
which is activated in various cancers, including breast cancer
and head and neck cancer, and it is considered critical for
tumor progression [50, 51]. FAAH encodes an enzyme,
which is responsible for fatty acid amide hydrolysis; an
inhibitor of FAAH could reduce tumorigenesis and pro-
gression of colorectal and prostate cancer, and represents a
target of anticancer drugs [52, 53]. However, one gene may
function as different roles in various cancers. In our study,
NGFRAPI, HSPAS, and FAAH were downregulated in PTC
samples, and patients with low expression have shorter
relapse-free survival. KCNQ3 encodes a protein that func-
tions in the regulation of neuronal excitability and GCSH
encodes a mitochondrial protein, which make up the glycine
cleavage system, there is still a lack of research on the
mechanism of these two genes in cancer.



Endocrine (2019) 66:573-584

581

OOOOOOO0OOOOOOO0OOOOOOOOOOOOOOOOOO0OOOOOOO0OOOOOOOOOOOOOOOOOO0OOOOOOOOOOOOOO0OOOOOOO0OOOOOOOOOOOOOOOOOOOOOOOOOOOOOOO

OOOOOOOOOOOOOOOOOOE OOOOOOOOOOE

POOOOOOOOOOOOOOOROOOOOOOOOOOROOOOOOOOOOOOOODOOODOOODE!

)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>)>>)>)>)>)>)>)>

B>, )>)>)>)>)>)>)>)>
%%mnﬁg@ggg %

mEmmmEmxMm
A=z C s

(SIS}
ZRNORR

SN
B> B0 V5 B 0K,

)’)’)’)’)’)>)’>>>>>>>>>>)’)’)’>>)’>)’B)’)’)’)’)’)))’)’5))’3)))’)’)3’))))’))
O=

Fig. 5 The heatmap on expressions of the 25 DEGs for PTC (the X axis represents samples, while the Y axis represents the DEGs)

Table 2 DEGs in the key

N Module Gene symbol  Official full name P-value Fold change
co-expression modules
Darkturquoise =~ DCN Decorin 5.77E—-15  -3.61
FBLN1 Fibulin 1 3.78E—-16  —2.99
POSTN Periostin 1.34E—05 1.47
COLI1A1 Collagen type I alpha 1 1.03E—-04 1.36
FBLN2 Fibulin 2 1.24E—11 —1.48
Lightyellow ALDH2 Aldehyde dehydrogenase 2 family member 734E—-17 —1.21
GCSH Glycine cleavage system protein H 3.78E—16 1.40
NGFRAPI1 Brain-expressed X-linked 3 8.53E—-16 —1.01
FAAH Fatty acid amide hydrolase 2.83E—15 —1.00
HSPAS5 Heat-shock protein family A (Hsp70) member 5 2.80E-11 —1.07
Red KCNQ3 Potassium voltage-gated channel subfamily Q 1.10E—22 3.73
member 3
CCNDI Cyclin D1 8.21E-18 1.52
MET MET proto-oncogene, receptor tyrosine kinase 8.06E-18 2.10
FN1 Fibronectin 1 4.99E-17 4.26
ITGA3 Integrin subunit alpha 3 1.19E-13 1.25
ST8SIA4 ST8 alpha-N-acetyl-neuraminide alpha-2,8- 1.31E-08 1.32
sialyltransferase 4
RUNX1 Runt-related transcription factor 1 3.78E-16 2.32
ITGA2 Integrin subunit alpha 2 2.16E-13 2.23
PERP TP53 apoptosis effector 6.31E-12 1.24
ICAM1 Intercellular adhesion molecule 1 4.57E-11 1.80
ITGB4 Integrin subunit beta 4 1.82E-09 1.36
CDKNIA Cyclin-dependent kinase inhibitor 1A 1.43E-06 1.17

The differential mRNA expressions of these 11 genes
between PTC cell lines and normal thyroid epithelial cell
line were further confirmed by qRT-PCR. Gene expression
profiles are associated with genetic background and gene
expression may vary with specific mutations. One study
identified that both ITGA2 and ITGA3 have a higher
expression level in PTC tissue compared with normal
thyroid tissue, but ITGA2 expression was not upregulated in
BRAF-positive samples [54]. Similarly, /ITGA3 was upre-
gulated in B-CPAP and TPC-1 cell lines, but ITGA2 was
not upregulated in the B-CPAP cell line harboring the
BRAF mutation. FAAH, NGFRAPI, and HSPA5 were
upregulated in the TPC-1 cell, not in the B-CPAP cell,

while RUNXI and PERP were upregulated in the B-CPAP
cell, not in the TPC-1 cell, which may be also associated
with the different mutations in these two cell lines.

In the TCGA, the remaining six DEGs (ST8SIA4, DCN,
ITGB4, ICAM1, FBLNI, and FBLN?2) did not show a sig-
nificant influence on the recurrence risk of PTC patients.
The majority of the 22 DEGs have been proved to be
associated with several other cancers, such as prostate
cancer, ovarian cancer and breast cancer, but the molecular
pathogenesis of these genes in PTC are still ambiguous. A
further analysis and validation of the candidate PTC bio-
markers reported here is necessary, especially those that
have not yet been associated with PTC.
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Fig. 6 Validation of 11 genes (KCNQ3, MET, FNI, ITGA3, RUNXI,
ITGA2, PERP, GCSH, FAAH, NGFRAPI, and HSPAS) by qRT-PCR.
a—k The relative expressions of KCNQ3, MET, FNI, ITGA3, RUNX1,
ITGA2, PERP, GCSH, FAAH, NGFRAPI, and HSPAS5 were

In summary, this study adopted WGCNA analysis to
construct gene co-expression networks, identifying the key
co-expression modules with their functional enrichment
pathways and hub genes correlated with the progression and
prognosis of PTC. Our findings provide new insights into
lymph node metastasis of PTC, although the explicit
molecular mechanisms need further analysis and validation.
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