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Background. MicroRNA-576-5p (miR-576-5p) plays an important role in different human cancers. However, the biological
function of miR-576-5p in papillary thyroid carcinoma (PTC) is still unclear. In this study, we explored the function and specific
role of miR-576-5p in PTC. Methods. Expression levels of miR-576-5p in PTC patient tissues and cell lines were determined by
reverse transcription-quantitative polymerase chain reaction (QRT-PCR). Cell counting using cell counting kit-8 (CCK-8),
wound healing, and Transwell assays were performed to evaluate the effect of miR-576-5p on the proliferation, migration, and
invasion of TPC-1 cells. Expression levels of mitogen-activated protein kinase 4 (MAPK4) and phosphorylation levels of protein
kinase B (AKT), extracellular regulated protein kinase (ERK), and P38 mitogen-activated protein kinase (P38) were detected by
western blotting or immunohistochemistry (IHC). Results. The expression level of miR-576-5p in PTC tissues and TPC-1 cells was
significantly increased. In vitro, overexpression of miR-576-5p promoted the proliferation, migration, and invasion of TPC-1 cells.
In addition, MAPK4 was highly expressed in PTC tissues, and miR-576-5p could upregulate the expression of MAPK4. In-
terestingly, MAPK4 knockdown reversed cell proliferation but not migration and invasion in TPC-1 cells after miR-576-5p was
overexpressed. Moreover, overexpression of miR-576-5p induced activation of the AKT pathway in TPC-1 cells, and MAPK4 gene
knockout reversed this AKT pathway activation. Conclusion. In this study, we found that miR-576-5p was significantly over-
expressed in PTC tissues and TPC-1 cells. In addition, miR-576-5p promoted the proliferation of TPC-1 cells by enhancing
expression of MAPK4 and activating the AKT pathway.

1. Introduction

Thyroid cancer (TC) is the most common malignancy of the
endocrine system, and its incidence has increased steadily
over the past decade worldwide [1]. According to different
pathological features, thyroid cancer can be divided into
papillary thyroid carcinoma (PTC), follicular thyroid car-
cinoma (FTC), medullary thyroid carcinoma (MTC), and
anaplastic thyroid cancer (ATC) [2, 3]. PTC is the most

common pathological type of TC, accounting for more than
80% of TC cases. PTC is generally considered to be a type of
malignancy with a slow progression and good prognosis, as
the 10-year survival rate is approximately 90% [4]. However,
in some patients, PTC shows aggressive behaviour, resulting
in poor prognosis. Although the overall survival rate im-
proves significantly after surgery or radiotherapy, the
prognosis of metastatic PTC is poor [5]. Thus, accurate
preoperative diagnosis and precise treatment for PTC are
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necessary. The discovery of specific biomarkers in PTC can
help to evaluate the invasive potential of tumours and guide
surgical strategies or provide new therapeutic targets [6].
Therefore, it is of great significance to elucidate the mo-
lecular mechanism by which PTC develops to obtain new
therapeutic targets.

Mutations or abnormalities of microRNAs (miRNAs),
which are a group of small (18-25 nucleotides in length) highly
conserved noncoding RNA molecules that play a key role in
tumorigenesis, development, invasion, and metastasis, may lead
to cancer [7, 8]. A large number of miRNAs, such as miR-622,
miR-214, and microRNA-23a, have been found to be involved in
regulating the occurrence and development of papillary thyroid
carcinoma [9-11]. In addition, epigenetic alteration of cell
function in PTC has yet to be fully understood. miR-576-5p has
been found to be upregulated in various cancers, such as
glioblastoma and colon cancer [12, 13], and overexpression of
miR-576-5p has been associated with brain metastasis of co-
lorectal cancer and survival in pulmonary neuroendocrine tu-
mour [14, 15]. Furthermore, it has been proven that miR-576-5p
can promote proliferation, migration, and invasion in nonsmall
cell lung cancer cells [16]. However, to the best of our knowledge,
the specific roles and mechanisms of miR-576-5p in PTC have
not yet been explored, and in light of this, we designed this study
and performed a series of experiments to analyse the biological
roles of miR-576-5p and associated mechanisms in TPC-1 cells.

As an atypical member of the MAPK family, the
physiological and pathological functions of mitogen-
activated protein kinase 4 (MAPK4) in tumours have
gradually begun to gain attention. MAPK4 has been shown
to promote breast cancer cell proliferation, migration, and
invasion by activating PI3K/AKT signalling, the downstream
protein c-JUN, the G1/S cell cycle, and the epithelial-to-
mesenchymal transition (EMT). At the same time, MAPK4
is highly expressed in osteosarcoma and inhibits cell pro-
liferation and migration by activating the JNK/p38 signalling
pathway. In prostate cancer studies, MAPK4 overexpression
promoted prostate cancer metastasis through HSP27
upregulation. In addition, MAP2K4 can activate the p38
protein and induce prostate cancer epithelial cells to
transform into mesenchymal cells, thus leading to distant
tumour cell metastasis [17, 18]. However, MAPK4 was found
to be downregulated in pancreatic adenocarcinoma and
identified as a tumour suppressor. [19] Despite the differ-
ences in expression in the above studies, the role of MAPK4
in PTC and its relationship with the AKT signalling pathway
are still unclear.

In this study, we evaluated the effect of miR-576-5p on
the proliferation, migration, and invasion of papillary thy-
roid carcinoma. Additionally, we investigated whether the
MAPK4-AKT signalling pathway mediates the role of miR-
576-5p in promoting tumour proliferation, migration, and
invasion.

2. Materials and Methods

2.1. PTC Tissue Sample Collection. PTC tissues and adjacent
normal thyroid tissues were collected before surgery from
patients diagnosed with PTC who then underwent
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thyroidectomy from July 2018 to April 2019 at the Affiliated
Hospital of Southwest Medical University. To ensure that
there were sufficient samples for the final pathological di-
agnosis, 42 pairs of PTC tissues and normal tissue samples
were collected immediately after thyroidectomy, approxi-
mately 2 g each. The samples were immediately frozen in
a liquid nitrogen at —180°C and then transferred to a cryo-
genic freezer at —80°C for long-term storage. All samples
were collected with informed consent from the patients and
their families, and relevant ethics documents were signed.
The experiment was approved by the ethics committee of the
Affiliated Hospital of Southwest Medical University.

2.2. Cell Culture. Human thyroid papillary carcinoma cells
(TPC-1) and normal thyroid epithelial cells (Nthy-ori 3-1)
were obtained from Guangzhou Gino Biotechnology Co.,
Ltd. of China. TPC-1 cells were cultured in RPMI 1640
medium (HyClone Company, USA) supplemented with 10%
foetal bovine serum (FBS, Gibco, Thermo Fisher Company,
USA) and incubated at 37°C in a humidified incubator with
5% CO, (Thermo Fisher, USA). Nthy-ori 3-1 cells were
cultured in F-12K medium (Gibco, Thermo Fisher Com-
pany, USA) supplemented with 10% FBS (Gibco, Thermo
Fisher Company, USA) at 37°C and 5% CO.,.

2.3. Cell Transfection. miR-576-5p mimic (5'-AUUCUA
AUUUCUCCACGUCUUU-3; 50 nmol/L), miR-576-5p
inhibitor (5'-AAAGACGUGGAGAAAUUAGAAU-3';
100 nmol/L), mimic negative control (NC; 5-UUUGUA
CUACACAAAAGUACUG-3'; 50 nmol/L), inhibitor nega-
tive control (NC; 5'-CAGUACUUUUGUGUAGUACAAA-
3/; 100 nmol/L), and siRNA-MAPK4(GGCGCTTTGTTG
ACTTCCA; 100 nmol/L) were used in this study. All oli-
gonucleotides were purchased from Ribose Biology Co., Ltd.
(Guangzhou, China). Lipofectamine 2000 (Invitrogen,
USA), which is a multifunctional transfection reagent that
can effectively transfect various cargo into various adherent
and suspension cell lines, was used as the transfection re-
agent. According to the instructions, cells were inoculated
into 12-well plates one day before transfection, and trans-
fection was carried out when the cell density reached 50%.
The final concentration of the miR-576-5p mimic and mimic
negative control was 50 nmol; that of the miR-576-5p in-
hibitor and inhibitor negative control was 100 nmol.
Transfected cells were cultured at 37°C in a humidified
incubator containing 5% CO,, and the medium was changed
after 24 hours. Then, the cells were used for experiments.

2.4. RNA Extraction and Reverse Transcription-Quantitative
Polymerase Chain Reaction (RT-qPCR) Analysis. Total RNA
of patient tissues and cell lines was extracted with TRIzol
reagent (Thermo Fisher, USA); the nucleic acid quantity,
quality, and purity were determined using a spectropho-
tometer (Nanodrop, Thermo Fisher Company, USA) and 1%
agarose gel electrophoresis. Subsequently, 500 ng of RNA
was used for reverse transcription (Catalogue No. 218160;
Chagan Co., Ltd., Hilden City, Germany). The cDNA
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obtained was used for RT-qPCR using a SYBR green PCR kit
according to the manufacturer’s instructions (product cat-
alogue No. 208054; German Hilden Chagan Co., Ltd.). Raw
materials for miR-576-5p and U6 were purchased from
Chagan Company (product catalogue No. MIMAT0018987;
MS00044996). RT-qPCR was performed using a StepOne-
Plus version 2.2.3 A real-time PCR system (Applied Bio-
systems; Thermo Fisher Scientific, Inc.). Expression of miR-
576-5p was calculated relative to that of U6 using the
comparative threshold method (2724,

2.5. Cell Wound Healing. Cell wound healing was used to
evaluate the migration of TPC-1 cells. Briefly, transfected
TPC-1 cells (5% 10’ cells/well) were inoculated into 24-well
plates and cultured in serum-free RPMI 1640 medium; the
cell inoculation density was approximately 30%. When the
cells completely covered the bottom of the well, a scratch was
made perpendicular to the bottom of the well to form
a linear wound using a pipette tip. Then, the scratched cells
were washed with PBS and cultured in serum-free RPMI
1640 medium for 24 hours. The wound closure distance was
measured by photographing five randomly selected areas at
the time of injury (time 0) and at 24 hours after injury.

2.6. Transwell Assay. Transwell assays were used to detect
the invasiveness of cells. Briefly, we seeded cells in 24-well
plates without serum medium but containing Matrigel-
coated insert filters (Costar Corning, USA), and then
RPMI 1640 medium with 10% FBS was added to the lower
chamber. The cells were cultured at 37°C in 5% CO, for
24 hours, fixed with 4% formaldehyde through a filter for
10 minutes, and stained with 5% crystal violet. We quan-
titatively analysed the cells invading the Matrigel membrane.

2.7. Cell Counting Kit-8 (CCK8) Proliferation Assays. Cell
proliferation was assessed by the CCK8 assay (Japan Co.).
TPC-1 cells (3x10 [3] cells/well) were inoculated into 96-
well plates in a final volume of 100 gl and then transfected
with the abovementioned miR-576-5p mimic, inhibitor, and
corresponding NC. Samples were assessed at 24, 48, and
72 hours after transfection. CCK-8 solution (10ul) was
added to each well and incubated at 37°C for 2 hours.
Absorption was measured at 450 nm to calculate the number
of viable cells.

2.8. Immunohistochemistry (IHC) and Western Blot Analysis.
Analysis of MAPK4 expression in formalin-fixedparaffin-
embedded tissue 4pum sections was performed by IHC,
and expression of MAPK4 was examined by using an anti-
MAPK4 antibody (1:50, ab2011501; Abcam company,
Cambridge, Massachusetts). For western blotting, total pro-
tein was extracted from TPC-1 cells or PTC tissues using
RIPA buffer (Beyotime Institute of Biotechnology, China).
The total protein lysates were separated by 10% sodium
dodecyl sulfate-polyacrylamide gel electrophoresis and
transferred to a polyvinylidene fluoride (PVDF) membrane.
After that, the membranes were blocked at room temperature

for 2 hours using skim milk and then incubated with primary
antibodies (anti-MAPK4_1:1000; anti-PCNA_1:1000; anti-
p-AKT_1:1000; anti-AKT_1:1000; anti-p-ERK_1:1000;
anti-ERK_1:1000; anti-p-P3_1:1000; anti-P38_1:1000; anti-
GAPDH_1:2000) overnight at 4°C. The next day, the PVDF
membrane was washed three times with PBST and then in-
cubated at room temperature for 1 hour with 1:3000 diluted
antirabbit IgG (Beyotime Institute of Biotechnology, China;
cat: A0208) and 1:3000 diluted antimouse IgG (Beyotime
Institute of Biotechnology, China; cat: A0216). Protein bands
were detected using Enhanced Chemiluminescence Detection
Reagent (Bio-Rad Laboratories, Inc., Hercules, CA, USA.) and
quantitatively analysed by Photoshop image software.

2.9. Animal Studies. Twelve male BALB/c nude mice (3-
4 weeks old) with similar body weights were obtained from
Chonggqing Tengxin company and randomly divided into 4
groups, 3 in each group. A total of 5 x 10° transfected TPC-1
cells (miR-576-5p mimic, miR-576-5p mimic NC, miR-576-
5p inhibitor, and miR-576-5p inhibitor NC) were injected
subcutaneously into the armpits twice a week for 4 weeks
until euthanasia under anaesthesia. Tumour size was mea-
sured with a calliper, and the tumour volume (V) was
calculated according to the formula V' = (LxW?)/2. After 4
weeks, the tumour was removed, weighed, and quickly
stored at —80°C for further analysis [20]. According to the
programme approved by the ethics committee of Southwest
Medical University, animal experiments and use are in
accordance with the guidelines for animal experiments
and use.

2.10. Statistical Analysis. All values are presented as the
mean + standard deviation (n=3) and were processed by
GraphPad Prism 6 (GraphPad, CA, USA). Differences be-
tween more than two groups were analysed by one-way
ANOVA. Student’s t-test was used to evaluate differences
between the two groups. P<0.05 was considered to be
a significant difference.

3. Results

3.1. miR-576-5p Is Upregulated in PTC Tissues and TPC-1
Cells. To investigate miR-576-5p in tissues and cell lines,
its expression in 42 pairs of human PTC tissues and
adjacent normal tissues was detected by RT-qPCR. The
results demonstrated that miR-576-5p expression was
significantly upregulated in PTC tissues compared with
adjacent normal tissues (Figure 1(a)). The median ex-
pression level of miR-576-5p (4.28) was taken as the cut-
off value, and 42 PTC patients were divided into a low
expression group (n=24) and a high expression group
(n=18) according to the cut-oft value of miR-576-5p. It
should be noted that the expression level of miR-576-5p
correlated with age (P <0.05), TNM stage (P <0.01), and
lymph node metastasis (P<0.01) (Table 1). Moreover,
miR-576-5p was significantly overexpressed in TPC-1
cells compared with Nthy-ori 3-1 cells (Figure 1(b)).
These data indicate that expression of miR-576-5p is
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FIGURE 1: miR-576-5p was significantly upregulated in PTC tissues and TPC-1 cells. (a) Relative expression levels of miR-576-5p in PTC
tissues and corresponding adjacent normal tissues were detected by RT-qPCR. (b) Relative expression levels of miR-576-5p in the PTC cell
line TPC-1 and in the normal thyroid follicular epithelial cell line Nthy-ori 3-1 were detected by RT-qPCR. **P <0.01.

increased in tissues and TPC-1 cells, suggesting that
miR-576-5p may play an important role in the occur-
rence and development of PTC.

3.2. miR-576-5p Promotes the Migration, Proliferation, and
Invasion of TPC-1 Cells. Next, to investigate the role of miR-
576-5p in PTG, a series of functional experiments were carried
out by transferring miR-576-5p mimic, inhibitor, and corre-
sponding negative controls into TPC-1 cells. The results from
the CCKS8 assay showed that upregulation of miR-576-5p
promoted the proliferation of TPC-1 cells but downregulation of
miR-576-5p inhibited cell proliferation (Figure 2(a)). At the
same time, the expression level of the proliferation-related
protein PCNA was increased after transfecting the miR-576-
5p mimic and significantly decreased in TPC-1 cells with
inhibited expression of miR-576-5p (Figures 2(b) and 2(c)). In
addition, the results from cell wound healing and Transwell
assays all showed that upregulation of miR-576-5p promoted the
migration and invasion of TPC-1 cells and miR-576-5p
downregulation inhibited these processes, as shown in Figures
2(d)-2(g). These insights show that miR-576-5p may play an
important role in the proliferation, migration, and invasion of
TPC-1 cells.

3.3. miR-576-5p-Induced Proliferation, Migration, and In-
vasion in TPC-1 Cells Is Dependent on AKT Signalling
Pathway Activation. It has been demonstrated that both the
MAPK and phosphatidylinositol 3-kinase (PI3K)/AKT sig-
nalling pathways regulate the oncogenic transformation,
growth, and survival of cancer cells [21]. The key proteins of
the two signalling pathways, including AKT, ERK, and P38,
were detected to evaluate the effects of miR-576-5p on TPC-
1 cell behaviours. Compared with the control group of miR-
576-5p mimic, the level of phosphorylated AKT was sig-
nificantly increased in miR-576-5p mimic-transfected TPC-
1 cells, and the opposite effects were induced by its inhibitor.
No obvious expression changes in ERK or P38 were found

TaBLE 1: Correlation between clinicopathological features and
miR-576-5p expression in 42 patients with PTC.

Characteristics ngh. LOW. P
expression expression  value
Sex 0.367
Male 12 5 7
Female 30 13 17
Age, years 0.023
<55 28 10 18
>55 14 8 6
Extrathyr01dal 0131
extension
Yes 22 11 11
No 20 7 13
TNM staging 0.008
I-1I 26 9 17
III-1vV 16 9 7
Lymph node 0.007
metastasis
Yes 24 13 11
No 18 5 13
Multifocality 0.166
Yes 19 7 12
No 23 11 12
Tumour size, cm 0.103
<2 31 12 19
>2 11 6 5

(Figure 3). These results suggest that miR-576-5p regulates
the function of TPC-1 cells through the AKT signalling
pathway, at least in part.

3.4. MAPK4 Downregulation Mediates miR-576-5p-Induced
AKT Activation and Cell Proliferation in TPC-1 Cells.
Emerging evidence indicates that MAPK4 regulation of
the AKT signalling pathway may be involved in the
pathogenesis of tumours, such as lung adenocarcinoma,



International Journal of Analytical Chemistry 5
4 - e
. 20 .
H PCNA | s s——— . o £ _
3 2 .15
E o £
E H 50 10
22 ! GAPDH — £%0s -
) * -— a— g
s H - 2w
) 58 &z &g &3 R - B
© 2 O = ¢ B © = ! = S 58 =2
0 SE S SE S E = w3 0 w2
N N N SE SE 5F 8% LI T I e
2 48 72 = 27 & g 8
E ER- - El = £s = s
mm miR-576-5p mimic
@ miR-576-5p mimic nc
mE  miR-576-5p inhibitor
miR-576-5p inhibitor nc
(a) (b) (c)
0.8
0.6 .
—

miR-576-5p mimic miR-576-5p mimic nc miR-576-5p inhibitor

Uil 0 % 2 2

miR-576-5p inhibitor

miR-576-5p mimic miR-576-5p mimic nc

®

e 2
[SEES

Relative migration
level

e
=3

Fg B Br By
g © g O = O =
5 E = NSt = 3
s 8 w5 w g w2
= & B =& 2=
miR-576-5p inhibitor nc E g E EE
(e)
L 600 s o
B
o 2 400
23
EE 200
z &
£
0
F¢ sz F3 &
£ S 2
, : b E B b2 BE
| 28 Z£5 &2
miR-576-5p inhibitor nc g E g E —E

-

(g

FIGURE 2: Overexpression of miR-576-5p promotes the proliferation, migration, and invasion of TPC-1 cells. (a) A CCK-8 assay was
performed to evaluate cell proliferation. (b, ¢) The proliferation-related protein PCNA was evaluated by western blotting. (d, e) The effect of
miR-576-5p on the migration of TPC-1 cells was examined by wound healing assays. (f, g) The effect of miR-576-5p on the invasion of TPC-

1 cells was examined by transwell assays. *P <0.05; ** P <0.01.

colon cancer, and prostate cancer [18]. Based on these
findings, we preliminarily hypothesized that miR-576-
5p-induced functional changes in TPC-1 cells may occur
through the MAPK4-AKT signalling axis. To test this
hypothesis, expression of MAPK4 was first observed in
clinical PTC specimens, and western blot results showed
that the level of MAPK4 expression in PTC tissues was
significantly higher than that in adjacent normal thyroid
tissues, and similar data were found by IHC (Figures 4(a)
and 4(b)). Moreover, IHC showed MAPK4 to be mainly
expressed in the cytoplasm of thyroid cells. Interestingly,
there were differences in tumour size, with rates of
MAPK4 positivity in PTC (>1cm), PTC (<1 cm), and
normal thyroid tissues of 63.31%, 25.78%, and 9%, re-
spectively (Figures 4(c) and 4(d)). These results suggest
that MAPK4 is overexpressed and may play an important
role in the development of PTC and may be related to the
size of tumours.

Next, we verified whether MAPK4 is involved in miR-
576-5p-induced functional changes in vitro. As shown in
Figures 5(a) and 5(b), expression of MAPK4 was signifi-
cantly reduced in cells transfected with siRNA-MAPK4.

CCKa8 results showed that the proliferation ability of siRNA-
MAPK4-transfected TPC-1 cells was significantly lower than
that of siRNA-NC-transfected cells. Moreover, upregulation
of miR-576-5p obviously reversed the effect of silencing
MAPK4 on the proliferation of TPC-1 cells (Figure 5(c)).
Unexpectedly, there was no effect on the migration or in-
vasion of TPC-1 cells after silencing MAPK4, suggesting that
MAPK4 may not participate in this process (Figures 5(d)-
5(g)). These results indicate that MAPK4 is involved in
modulating the proliferation but not the migration and
invasion of TPC-1 cells and that this process is regulated by
miR-576-5p.

Additionally, the regulatory relationship between
MAPK4 and miR-576-5p in TPC-1 cells was investigated.
MAPK4 expression was significantly upregulated after miR-
576-5p mimic transfection and downregulated after miR-
576-5p inhibitor transfection (Figures 6(a) and 6(b)). As
expected, silenced expression of MAPK4 resulted in upre-
gulation of PTEN protein levels and downregulation of p-
AKT protein levels. At the same time, upregulation of miR-
576-5p reversed the effect of MAPK on PTEN and p-ATK
(Figures 6(c) and 6(d)).
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3.5. miR-576-5p Promotes Tumour Growth In Vivo. To
evaluate whether miR-576-5p promotes tumour growth in vivo,
we conducted animal experiments. The results showed that after
upregulation of miR-576-5p, the growth rate of tumours was
significantly increased. At the same time, after downregulation
of miR-576-5p, the tumour growth rate was significantly de-
creased (Figure 7(a)). Four weeks later, the mice were killed, and
the tumours were removed and weighed. The results showed
that after upregulating miR-576-5p, the tumour size and weight
were significantly increased. At the same time, after down-
regulating miR-576-5p, the tumour size and weight decreased
significantly (Figures 7(b) and 7(c)). In addition, we detected
expression of miR-576-5p in the tumour tissues, and the results
showed that expression of miR-576-5p in the miR-576-5p
mimic group was significantly higher than that in the miR-576-
5p mimic NC group, but miR-576-5p expression in the miR-
576-5p inhibitor group was significantly lower than that in the
miR-576-5p inhibitor NC group (Figure 7(d)). These results
indicate that miR-576-5p can promote tumour growth in vivo.

4. Discussion

Recently, a large number of miRNAs have been reported to
be involved in the genesis, development, and prognosis of
PTC [22-24]. In this study, we observed high expression of
miR-576-5p in PTC tissues and TPC-1 cells. We regulated
expression of miR-576-5p in TPC-1 cells in vitro and in vivo
and found that upregulation of miR-576-5p can promote the
proliferation, migration, and invasion of TPC-1 cells as well
as the growth of tumours in vivo. Additionally, miR-576-5p
resulted in upregulated expression of MAPK4 and enhanced
AKT activity in TPC-1 cells. Finally, we confirmed that miR-
576-5p-induced cell proliferation is mediated by the
MAPK4-AKT signalling pathway in TPC-1 cells.
miR-576-5p has been reported to be associated with
certain chronic inflammatory diseases, such as osteoar-
thritis, pertussis, systemic lupus erythematosus, non-
alcoholic fatty liver disease, and tuberculosis [25-29].
Furthermore, miR-576-5p is upregulated in patients with
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colorectal cancer with brain metastases, glioblastoma,
neuroendocrine tumours of the lung, and colon cancer
[12-15]. These studies suggest that miR-576-5p correlates
with tumorigenesis, distant metastasis, and overall survival
of cancers and plays a key role in the function of cancer cells.
Upregulated miR-576-5p promotes the migration and in-
vasion of oesophageal squamous cell carcinoma (ESCC) by
inhibiting expression of nuclear receptor interacting protein
(NRIP1) [30]. It has been confirmed that miR-576-5p ac-
celerates the invasion of various human melanoma cell lines
[31]. Additionally, miR-576-5p is involved in regulating the
proliferation of oesophageal cancer cells [32]. Consistent
with previous studies, we found miR-576-5p to be highly
expressed in PTC tissues and TPC-1 cells, and over-
expression of miR-576-5p promoted the proliferation, mi-
gration, and invasion of TPC-1 cells.

The MAPK and PTEN/AKT signalling pathways play
central roles in promoting cell proliferation [21, 33]. Many
studies have shown that miRNAs regulate the proliferation,
migration, and invasion of PTC through the MAPK and
PTEN/AKT signalling pathways. For example, miR-150-5p
promotes PTC cell proliferation and survival by activating

the ERK signalling pathway [34]. miR-20b plays an in-
hibitory role in papillary thyroid carcinoma by regulating
the MAPK/ERK signalling pathway[35]. Overexpression of
miR-31 can significantly inhibit the proliferation, invasion,
and migration of PTC cells by regulating the extracellular
AKT signalling pathway [36]. Additionally, miR-486 inhibits
cell proliferation, invasion, and migration by down-
regulating TENM1 expression and affecting the ERK and
AKT signalling pathways and epithelial-to-mesenchymal
transition in papillary thyroid carcinoma [37]. We also
verified whether MAPK and/or PTEN/AKT are involved in
the proliferation, migration, and invasion of TPC-1 cells
with the participation of miR-576-5p and found that among
key MAPK and AKT pathway components, only AKT
protein expression changed with miR-576-5p knockdown.
These data clearly confirm that the AKT pathway, and not
MAPK signalling, is involved in miR-576-5p-induced cell
functional regulation in PTC.

MAPK4 was initially identified as a negative regulator of
proliferation in noncancer cells such as preadipocytes and
multiple myeloma cell lines [38]. Recently, research on
MAPK4 in the field of tumours has received increasing
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attention. In osteosarcoma-derived U20S and ovarian
carcinoma-derived ES-2 cells, decreased MAPK4 mRNA
translation mediates the prometastatic effect of IGF2BP1,
suggesting that MAPK4 acts as a tumour suppressor [39].
Conversely, MAPK4 is regarded as a tumour promoter in
some cancers, such as lung adenocarcinoma, colon cancer,
and prostate cancer [18]. Furthermore, the transcript levels
of MAPK4 are upregulated by the oncogenic K-ras gene in
lung adenomas [40]. A proliferative effect of MAPK4 was
also observed in prostate cancer PC3 cells [18]. It seems that
MAPK4 may exert different effects on different tumours,
with anti- or pro-oncogenic effects. In our study, we verified
that MAPK4 was overexpressed in PTC tissues. Addition-
ally, we found that MAPK4 could promote the proliferation
of papillary thyroid cancer cells and mediate the effect of
miR-576-5p on the proliferation of TPC-1 cells.

As mentioned above, miR-576-5p is definitely involved
in the regulation of the function of PTC cells, as induced by
MAPKA4. To investigate a possible interaction between miR-
576-5p and MAPK4, miR-576-5p gain- and loss-of-function

experiments in TPC-1 cells were performed. Our data
showed that overexpression of miR-576-5p led to upregu-
lation of MAPK4 and that inhibiting miR-576-5p prevented
it. These findings confirm that miR-576-5p directly or in-
directly activates MAPK4 to promote cell proliferation in
PTC, though the detailed regulatory mechanisms need to be
further confirmed.

It was shown that the MAPK4 and AKT signalling
pathways are related in a variety of tumours. Wang et al.
suggested that MAPK4 promotes the progression of both
lung cancer and bladder cancer through activation of the
AKT signalling pathway [18]. Similar to the above
studies, as expected, silenced expression of MAPK4
resulted in upregulation of PTEN protein levels and
downregulation of p-AKT protein levels. At the same
time, upregulation of miR-576-5p reversed the effect of
MAPK on PTEN and p-ATK. Together, these data
suggest that miR-576-5p regulates cells through the
MAPK4-AKT pathway, but there is no evidence of direct
regulation between miR-576-5p and MAPK4. Whether
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other mechanisms are involved in miR-576-5p-mediated
functional changes in thyroid carcinoma cells remains to
be further explored.

In summary, our study showed that expression of miR-
576-5p was significantly increased in PTC tissues and TPC-1
cells. Furthermore, we found that miR-576-5p can promote
the proliferation of TPC-1 cells by enhancing expression of
MAPK4 and activating the downstream AKT signalling
pathway. The direct target gene of miR-576-5p will be the
focus of our future research.

Data Availability

The figure data and related data used to support the findings
of this study are included within the article.

Ethical Approval

Ethical approval for this study was obtained from the Af-
filiated Hospital of Southwest Medical University.

Conflicts of Interest

The authors declare that there are no conflicts of interest.

Authors’ Contributions

RH., Y.Z.,and F.L. designed the research. X.Y.Z. selected the
reagents and acted as the experimental director of the re-
search. R.H. and Y.Z. conducted the research. R.H., S.C,,
F.W., and F.W. analysed the data. R H., Y.Z. wrote the paper.
Y.L, L.C.,, and Q.X.G. participated in the revision of the
manuscript. All authors have read and approved the final
manuscript. Rui Hai and Yang Zhou have contributed
equally to this work.

Acknowledgments

This study was supported by the Sichuan Science and
Technology Plan Joint Innovation Project (grant no.
2021LZXNYD-D03) and the Science and Technology Stra-
tegic Cooperation Project between SuiNing First People’s
Hospital and Southwest Medical University (grant no.
2022SNXNYDO06).

References

[1] F. Bray, J. Ferlay, I. Soerjomataram, R. L. Siegel, L. A. Torre,
and A. Jemal, “Global cancer statistics 2018: GLOBOCAN
estimates of incidence and mortality worldwide for 36 cancers
in 185 countries,” CA: A Cancer Journal for Clinicians, vol. 68,
no. 6, pp. 394-424, 2018.

[2] M. G. Catalano, R. Poli, M. Pugliese, N. Fortunati, and
G. Boccuzzi, “Emerging molecular therapies of advanced
thyroid cancer,” Molecular Aspects of Medicine, vol. 31, no. 2,
pp. 215-226, 2010.

[3] P. Fallahi, V. Mazzi, R. Vita et al., “New therapies for
dedifferentiated papillary thyroid cancer,” International
Journal of Molecular Sciences, vol. 16, no. 12, pp. 6153-6182,
2015.

International Journal of Analytical Chemistry

[4] J. A. Fagin and S. A. Wells, “Biologic and clinical perspectives
on thyroid cancer,” New England Journal of Medicine,
vol. 375, no. 11, pp. 1054-1067, 2016.

[5] T. G. D. Pemayun, “Current diagnosis and management of
thyroid nodules,” Acta Med Indones, vol. 48, no. 3, pp. 247-
257, 2016.

[6] M. Selmansberger, A. Feuchtinger, L. Zurnadzhy et al,
“CLIP2 as radiation biomarker in papillary thyroid carci-
noma,” Oncogene, vol. 34, no. 30, pp. 3917-3925, 2015.

[7] D. P. Bartel, “MicroRNAs: genomics, biogenesis, mechanism,
and function,” Cell, vol. 116, p. 281, 2004.

[8] A. Tanoglu, A. Z. Balta, U. Berber et al, “MicroRNA ex-

pression profile in patients with stage II colorectal cancer:

a Turkish referral center study,” Asian Pacific Journal of

Cancer Prevention, vol. 16, no. 5, pp. 1851-1855, 2015.

W. Renjie, M. Qingjie, J. Linlin, Y. Yue, M. Ma, and Q. Wen,

“miR-622 suppresses tumor formation by directly targeting

VEGFA in papillary thyroid carcinoma,” OncoTargets and

Therapy, vol. 11, pp. 1501-1509, 2018.

[10] F. Liu, K. Lou, X. Zhao et al,, “miR-214 regulates papillary
thyroid carcinoma cell proliferation and metastasis by tar-
geting PSMD10,” International Journal of Molecular Medi-
cine, vol. 42, no. 6, pp. 3027-3036, 2018.

[11] J.J.Yin and X. Y. Cheng, “MicroRNA-23a inhibits the growth
of papillary thyroid carcinoma via regulating cyclin G1,”
European Review for Medical and Pharmacological Sciences,
vol. 23, no. 8, pp. 3431-3439, 2019.

[12] L. Dong, Y. Li, C. Han, X. Wang, L. She, and H. Zhang,
“miRNA microarray reveals specific expression in the pe-
ripheral blood of glioblastoma patients,” International Journal
of Oncology, vol. 45, no. 2, pp. 746-756, 2014.

[13] Y. N. Wang, Z. H. Chen, and W. C. Chen, “Novel circulating
microRNAs expression profile in colon cancer: a pilot study,”
European Journal of Medical Research, vol. 22, no. 1, p. 51,
2017.

[14] Z. Li, X. Gu, Y. Fang, J. Xiang, and Z. Chen, “microRNA
expression profiles in human colorectal cancers with brain
metastases,” Oncology Letters, vol. 3, no. 2, pp. 346-350, 2012.

[15] F. D. Mairinger, S. Ting, R. Werner et al., “Different micro-
RNA expression profiles distinguish subtypes of neuroen-
docrine tumors of the lung: results of a profiling study,”
Modern Pathology, vol. 27, no. 12, pp. 1632-1640, 2014.

[16] X. Gan, Z. Liu, B. Tong, and J. Zhou, “Epigenetic down-
regulated ITGBL1 promotes non-small cell lung cancer cell
invasion through Wnt/PCP signaling,” Tumor Biology, vol. 37,
no. 2, pp. 1663-1669, 2016.

[17] S.Liu,]. Huang, Y. Zhang, Y. Liu, S. Zuo, and R. Li, “MAP2K4
interacts with Vimentin to activate the PI3K/AKT pathway
and promotes breast cancer pathogenesis,” Aging (Albany
NY), vol. 11, no. 22, pp. 10697-10710, 2019.

[18] W. Wang, T. Shen, B. Dong et al., “MAPK4 overexpression
promotes tumor progression via noncanonical activation of
AKT/mTOR signaling,” Journal of Clinical Investigation,
vol. 129, no. 3, pp. 1015-1029, 2019.

[19] N. J. Nowak, D. Gaile, J. M. Conroy et al., “Genome-wide
aberrations in pancreatic adenocarcinoma,” Cancer Genetics
and Cytogenetics, vol. 161, no. 1, pp. 36-50, 2005.

[20] J.Jin,]. Zhang, Y. Xue, L. Luo, S. Wang, and H Tian, “miRNA-
15a regulates the proliferation and apoptosis of papillary
thyroid carcinoma via regulating AKT pathway,” OncoTargets
and Therapy, vol. 12, pp. 6217-6226, 2019.

[21] L. Gao, X. Wang, X. Wang et al., “IGF-1R, a target of let-7b,
mediates crosstalk between IRS-2/Akt and MAPK pathways

[9



International Journal of Analytical Chemistry

(22]

(23]

(24]

(25]

[26]

(27]

(28]

(29]

(30]

(31]

[32

(33]

(34]

(35]

(36]

to promote proliferation of oral squamous cell carcinoma,”
Oncotarget, vol. 5, no. 9, pp. 2562-2574, 2014.

Y. T. Fu, H. B. Zheng, D. Q. Zhang, L. Zhou, and H. Sun,
“MicroRNA-1266 suppresses papillary thyroid carcinoma cell
metastasis and growth via targeting FGFR2,” European Review
for Medical and Pharmacological Sciences, vol. 22, no. 11,
pp. 3430-3438, 2018.

M. Kolanowska, A. Wdjcicka, A. Kubiak et al., “Functional
analysis of a novel, thyroglobulin-embedded microRNA gene
deregulated in papillary thyroid carcinoma,” Scientific Re-
ports, vol. 7, no. 1, p. 9942, 2017.

D. Shi, H. Wang, M. Ding et al., “MicroRNA-26a-5p inhibits
proliferation, invasion and metastasis by repressing the ex-
pression of Wnt5a in papillary thyroid carcinoma,” Onco-
Targets and Therapy, vol. 12, pp. 6605-6616, 2019.

S. Diaz-Prado, C. Cicione, E. Muifnos-Lopez et al., “Charac-
terization of microRNA expression profiles in normal and
osteoarthritic human chondrocytes,” BMC Musculoskeletal
Disorders, vol. 13, no. 1, p. 144, 2012.

Y. Ge, K. Zhao, Y. Qi et al.,, “Serum microRNA expression
profile as a biomarker for the diagnosis of pertussis,” Mo-
lecular Biology Reports, vol. 40, no. 2, pp. 1325-1332, 2013 Feb.
R. Martinez-Ramos, J. R. Garcia-Lozano, J. M. Lucena et al.,
“Differential expression pattern of microRNAs in CD4+ and
CD19+ cells from asymptomatic patients with systemic lupus
erythematosus,” Lupus, vol. 23, no. 4, pp. 353-359, 2014.

J. Soronen, H. Yki-Jarvinen, Y. Zhou et al., “Novel hepatic
microRNAs upregulated in human nonalcoholic fatty liver
disease,” Physics Reports, vol. 4, no. 1, Article ID e12661, 2016.
Y. Lu, X. Wang, H. Dong et al., “Bioinformatics analysis of
microRNA expression between patients with and without
latent tuberculosis infections,” Experimental and Therapeutic
Medicine, vol. 17, no. 5, pp. 3977-3988, 2019.

X. F. Ni, L. H. Zhao, G. Li et al., “MicroRNA-548-3p and
MicroRNA-576-5p enhance the migration and invasion of
esophageal squamous cell carcinoma cells via NRIP1 down-
regulation,” Neoplasma, vol. 65, no. 06, pp. 881-887, 2018.
T. Kordaf$, C. E. Weber, D. Eisel, A. A. Pane, W. Osen, and
S. B. Eichmiiller, “miR-193b and miR-30c-1#* inhibit, whereas
miR-576-5p enhances melanoma cell invasion in vitro,”
Oncotarget, vol. 9, no. 65, pp. 32507-32522, 2018.

L. Zhang, J. Chen, L. Wang et al., “Linc-PINTacted as a tumor
suppressor by sponging miR-543 and miR-576-5p in
esophageal cancer,” Journal of Cellular Biochemistry, vol. 120,
no. 12, pp. 19345-19357, 2019.

A. Sami and M. Karsy, “Targeting the PI3K/AKT/mTOR
signaling pathway in glioblastoma: novel therapeutic agents
and advances in understanding,” Tumor Biology, vol. 34, no. 4,
pp. 1991-2002, 2013.

R. Yan, T. Yang, H. Zhai, Z. Zhou, L. Gao, and Y. Lj,
“MicroRNA-150-5p affects cell proliferation, apoptosis, and
EMT by regulation of the BRAFV600E mutation in papillary
thyroid cancer cells,” Journal of Cellular Biochemistry,
vol. 119, no. 11, pp. 8763-8772, 2018.

S. Hong, S. Yu, J. Li et al,, “MiR-20b displays tumor sup-
pressor functions in papillary thyroid carcinoma by regulating
the MAPK/ERK signaling pathway,” Thyroid, vol. 26, no. 12,
pp. 1733-1743, 2016.

Y. Wang, B. G. Liu, and C. X. Zhou, “MicroRNA-31 inhibits
papillary thyroid carcinoma cell biological progression by
directly targeting SOXI11 and regulating epithelial-to-
mesenchymal transition, ERK and Akt signaling pathways,”
European Review for Medical and Pharmacological Sciences,
vol. 23, no. 13, pp. 5863-5873, 2019.

(37]

(38]

(39]

(40]

11

Y. H. Sun, Z. F. Liu, B. B. Yang, and B. Yu, “MicroRNA-486
inhibits cell proliferation, invasion and migration via down-
regulating the TENMI expressions and affecting ERK and Akt
signaling pathways and epithelial-to-mesenchymal transition
in papillary thyroid carcinoma,” European Review for Medical
and Pharmacological Sciences, vol. 23, no. 19, pp. 8429-8439,
2019.

Y. Feng, L. Zhang, J. Wu et al., “CircRNA circ_0000190 in-
hibits the progression of multiple myeloma through modu-
lating  miR-767-5p/MAPK4  pathway,”  Journal  of
Experimental & Clinical Cancer Research, vol. 38, no. 1, p. 54,
2019.

N. Stohr, M. Kohn, M. Lederer et al., “IGF2BP1 promotes cell
migration by regulating MK5 and PTEN signaling,” Genes &
Development, vol. 26, no. 2, pp. 176-189, 2012.

S. Lee, J. Kang, and M. Cho, “Profiling of transcripts and
proteins modulated by K-ras oncogene in the lung tissues of
K-ras transgenic mice by omics approaches,” International
Journal of Oncology, vol. 34, pp. 161-172, 2009.





