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Abstract. - OBJECTIVE: The objective of this
study is to explore the biological roles of mi-
croRNA-101-5p (miR-101-5p) in the growth and
metastasis of cervical cancer.

PATIENTS AND METHODS: The levels of
miR-101-5p and chemokine (C-X-C motif) li-
gand 6 (CXCLS6) in cervical cancer tissues and
cells were detected using the quantitative Real
Time-Polymerase Chain Reaction (qQRT-PCR) as-
say. The proliferation, colony formation, migra-
tion, and invasion assays were conducted using
miR-101-5p transfected cervical cancer cell. The
expression of CXCL6 was measured by the im-
munoblotting assay. Xenograft model was con-
structed to reveal the precise roles of miR-101-
5p in the growth of cervical cancer cell in vivo.

RESULTS: MiR-101-5p was down-regulated
in cervical cancer tissues when compared to
the normal controls. The levels of miR-101-5p
were higher in cervical cancer cells (SiHa, Cas-
ki, C-4-1, C-33 A) than that in the human cervical
surface epithelial cell line, HcerEpic. Over-reg-
ulation of miR-101-5p inhibited the aggressive-
ness phenotypes of a cervical cancer cell in vi-
tro. Furthermore, over-regulation of miR-101-5p
reduced the tumor growth of cervical cancer cell
in vivo. CXCL6 was the target protein of miR-101-
5p in cervical cancer as demonstrated by lucif-
erase reporter assay. The mRNA level of CXCL6
was negatively associated with the miR-101-5p
level in cervical cancer tissue. Finally, the res-
cue experiments suggested that the inhibitory
role of miR-101-5p was mediated by regulating
the expression of CXCL6 in cervical cancer.

CONCLUSIONS: These findings indicated that
the over-regulation of miR-101-5p suppressed
the progression of cervical cancer by targeting
CXCL6 and might function as a potential thera-
peutic target for cervical cancer.
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Introduction

Cervical cancer is one of the most common gy-
necological malignancies in women that affects
female reproductive organs, including ovaries,
fallopian tubes, uterus, cervix, vagina, and vul-
val2. The 5-year survival rate remains unsatisfac-
tory despite the significant improvements in the
therapeutic strategies for cervical cancer during
the past decade®*. The underlying mechanisms
that promote the progression of cervical cancer
are not fully known. Therefore, elucidating novel
mechanisms of cervical cancer initiation and pro-
gression is critical for improving the diagnostics
and therapeutics. MicroRNAs (miRNAs) are a
kind of small non-coding RNAs, which regulate
the expression of a target gene through promo-
ting the degradation of target messenger RNA
(mRNA) or inducing translational repression
via incompletely binding with the 3’-untransla-
ted region (3’-UTR) of target protein>‘. Substan-
tial evidence demonstrates that dysregulation of
miRNAs is associated with the development and
metastasis of several cancers, and miRNAs might
be the potential treatment targets in cancers”®. For
example, miR-661 serves as a suppressive miR-
NA in breast cancer and reduces the growth and
invasion of cancer cell by regulating metastasis
associated 1 (MTA1)’. MiR-490-3p regulates the
proliferation and epithelial to mesenchymal tran-
sition (EMT) process of hepatocellular carcinoma
(HCC) cell through regulating the expression of
endoplasmic reticulum-Golgi intermediate com-
partment protein 3 (ERGIC3)". Researches'!?
also report that miR-101 is significantly up-re-
gulated in non-small cell lung cancer (NSCLC).
Nevertheless, the potential roles of miR-101-5p
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in regulating the growth and metastasis of cervi-
cal cancer cell remains not yet well investigated.
Chemokines are a kind of small heparin binding
cytokines, which regulate the migration of leu-
kocytes through binding with G protein-coupled
receptors (GPCR)"**. More than 20 chemokine
receptors and 50 chemokines have been found,
and they are divided into four kinds (C, CC,
CX3C and CXC)"'®, Chemokine receptor system,
which extends to various types of neoplastic cell,
is proved to be altered in neoplastic tissues'’.
C-X-C motif chemokine ligand 6 (CXCL6) is first
identified in osteosarcoma cell line and CXCL6
participates into the progression of various types
of cancers, including NSCLC, colon cancer and
small cell lung cancer (SCLC)®2. In a murine
model of melanoma, down-regulation of CXCL6
inhibits tumor cell growth, invasion and metasta-
sis*?. In addition, the angiogenic role of CXCL6
is associated with the intratumoral expression of
matrix metallopeptidase 9 (MMP-9) and the de-
gradation of the extracellular matrix (ECM)*.
Previous investigations have demonstrated the
important role of CXCL6/C-X-C motif chemoki-
ne receptor 6 (CXCL6/CXCRO6) in the metastasis
of different cancers, including colorectal can-
cer and NSCLC™". These results indicate that
CXCL6/CXCR®6 interaction is important for the
metastasis and progression of cancer. MiR-101-
5p is a cancer-related miRNA, which plays an
oncogenic or tumor suppressive role in different
cancers. However, its role in cervical cancer has
remained elusive so far. Therefore, in this study,
we investigated the role of miR-101-5p in the pro-
gression of cervical cancer.

Patients and Methods

Clinical Samples

Fifty pairs of cancer and adjacent normal tis-
sues were obtained from patients with cervical
cancer that underwent surgical resection at Ma-
ternal and Child Health Care Hospital of Laiwu
City. The tissues were snap-frozen and stored
in liquid nitrogen for further investigation. We
excluded patients that received immunotherapy,
chemotherapy or radiotherapy before surgical tre-
atment. Ethical approval was obtained from the
Ethics Committee of the Maternal and Child He-
alth Care Hospital of Laiwu City. The study con-
forms to the Code of Ethics of the World Medical
Association (Declaration of Helsinki) printed in
the British Medical Journal (18 July 1964). Infor-
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med consent forms were signed by all patients be-
fore surgery.

Cell Lines and Cell Culture

The four human cervical cancer cell lines (SiHa,
Caski C-4-1, C-33 A) and the human cervical surfa-
ce epithelial cell line, HcerEpic were obtained from
the Chinese Academy of Sciences (Shanghai, Chi-
na). 293T cell was purchased from the GuangZhou
Jennio Biotech Co., Ltd (GuangZhou, GuangDong,
China). Cervical cancer cell lines and HcerEpic
were grown in RPMI-1640 medium (Gibco-BRL,
Gaithersburg, MD, USA) supplemented with 10%
fetal bovine serum (FBS) (HyClone, South-Logan,
UT, USA) and 1% penicillin/streptomycin at 37°C
and 5% CO,. 293T cell was grown in Dulbecco’s
Modified Eagle’s Medium (DMEM; Gibco-BRL,
Gaithersburg, MD, USA) supplemented with 10%
fetal bovine serum (FBS) (HyClone, South-Logan,
UT, USA) and 1% penicillin/streptomycin at 37°C
and 5% CO,.

Transfection Studies

Lentiviral vector pGreenPuro (System Bio-
sciences, Palo Alto, CA USA) that containing
miR-101-5p (miR-101-5p) or miR-negative control
(miR-NC) was packaged into 293T cells using
the lentiviral packaging kit (GeneCopoeia, Shan-
ghai, China) according to manufacturer’s ma-
nual. Stable cell lines were established using the
infecting SiHa cells with lentiviruses encoding
miR-101-5p or miR-NC followed by 2 mg/ml pu-
romycin selection. The stable cell line was cultu-
red in RPMI-1640 medium containing 10% FBS
and puromycin (0.5 mg/ml) for colony formation
assay and in vivo experiments. The miR-101-5p
mimic and the corresponding negative control,
miR-NC was brought from GenePharma (Shan-
ghai, China). The CXCL6 overexpression vector
(pCDNA3.1-CXCL6) without 3’-UTR was con-
structed by GenePharma (Shanghai, China). MiR-
101-5p mimic, miR-NC, or pCDNA3.1-CXCL6
plasmid were transfected into cell using the Lipo-
fectamine™ 3000 reagent (Invitrogen, Carlsbad,
CA, USA) according to manufacturer’s protocol.

Quantitative Real-Time PCR

Total RNA was extracted from cervical cancer
tissues and cultured cells with TRIzol reagent (In-
vitrogen, Carlsbad, CA, USA) according to manu-
facturer’s manual. The relative level of miRNA-
101-5p was detected using a SYBR PrimeScript
miRNA RT PCR kit (TaKaRa, Dalian, Liaoning,
China) in accordance with the manufacturer’s
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instructions. For detection of CXCL6 mRNA
expression, the first-strand cDNA was synthesi-
zed using MMLYV reverse transcriptase (Promega,
Madison, WI, USA) according to the manufactu-
rer’s instructions. Real time PCR was conducted
using SYBR Premix Ex Taq (TaKaRa, Dalian,
Liaoning, China) in the ABI 7900 Fast system
(Applied Biosystems, Foster City, CA, USA).
The relative levels of miR-101-5p and CXCL6
were normalized to U6 and GAPDH, respectively
using the 2-AACT method. The primers were as
follows: miR-101-5p (forward primer: 5’-GCCG-
GCAGCATTATGTCAAT-3’; reserve primer:
5’-GCCAGCAGCTTGATGTCAAT-3’), CXCL6
(forward primer: 5-AGAGCTGCGTTGCACT-
TGTT-3"; reserve primer: 5-GCAGTTTACCA-
ATCGTTTTGGGG-3’), U6 (forward primer:
5-AAAGCAAATCATCGGACGACC-3’; reverse
primer:  5-GTACAACACATTGTTTCCTCG-
GA-3’), GAPDH (forward primer: 5-TGTGG-
GCATCAATGGATTTGG-3’; reverse primer:
5-ACACCATGTATTCCGGGTCAAT-3’). U6
and GAPDH were the internal controls.

Cell Proliferation

We determined the proliferation of cervical can-
cer cell using the Cell Counting Kit-8 (CCKS) as-
say. Briefly, 2 x 103 transfected cells were seeded
into 96-well plates and cultured at 5% CO2 and
37°C for 24 h, 48 h or 72 h, respectively. At each
time point, 10 pl of CCK-8 solution (Dojindo La-
boratories, Kumamoto, Japan) was added into 96
well plate and the cells were further incubated for
1 h. The absorbance was read at 450 nm was in a
microplate reader (Bio-Tek Company, Winooski,
VT, USA).

Colony Formation Assay

The miR-101-5p or miR-NC transfected cel-
Is (500 cells per well) were cultured in six-well
plates for 14 days. Then, the colonies were fixed
in 20% methanol and stained with 0.5 % crystal
violet for 15 min. The number of colonies was
counted using the ZEN 2011 imaging software on
a Zeiss invert microscope (CarlZeiss, Hallbergno-
os, Germany).

Migration Assay

To determine the migration ability of cervical
cancer cell, a wound healing assay was conducted.
MiR-101-5p or miR-NC transfected cells (1x105/
well) were cultured in 6-well plates for 24 h. Sub-
sequently, the cells were scratched with a sterile
plastic micropipette tip to generate a wound in

the monolayer. The cells were washed with PBS
and cultured under standard conditions for 48 h.
Then, the wound was imaged at O h and 48 h un-
der an inverted Nikon Eclipse TS100 phase-con-
trast microscope (Nikon, Tokyo, Japan). Scratch
healing rate = (0 h width of scratch-48 h width of
scratch)/0 h width of scratch x 100%. 24.

Invasion Assay

Cell invasiveness was determined using Tran-
swell assay. Briefly, 2x105 cells were seeded into
the upper chamber that was pre-coated with Ma-
trigel (Shanghai, China). In the lower chamber,
600 ul RPMI 1640 medium with 20% fetal bovine
serum (FBS) was added. After 24 h, the non-in-
vading cells were gently removed with a cotton
swab, whereas the cells that invaded the lower
surface of the filter were fixed with 70% ethanol
for 30 min and stained with 0.1% crystal violet for
10 min. The cells were photographed with an in-
verted light microscope (CarlZeiss, Hallbergno-
os, Germany) and the cell numbers were counted
in five random fields of view25.

Dual-Luciferase Reporter Assay

The 3'-untranslated region (3’-UTR) of CXCL6
that containing the binding sites of miR-101-
5p was PCR amplified and sub-cloned into psi-
CHECK2 vector (Promega, Madison, WI, USA).
It is referred to as wt-CXCL6-3’UTR. The mu-
tant 3’-UTR of CXCL6 was constructed with
QuikChange XL Site-Directed Mutagenesis Kit
(Agilent Technologies; Santa Clara, CA, USA)
and sub-cloned into psiCHECK?2 vector. It is re-
ferred to as mut-CXCL6-3’UTR. In the luciferase
reporter assay, SiHa cells were grown to 70-80%
confluence and transfected with miR-101-5p mi-
mic or miR-NC in combination with wt-CXCL6-
3’-UTR or mut-CXCL6-3’-UTR. The firefly and
renilla luciferase activities were determined using
the Dual-Luciferase Reporter Assay System (Pro-
mega, Madison, WI, USA).

Western Blotting

Briefly, cervical cancer cells or tissues were
lysed using RIPA buffer (Beyotime, Najing,
Jiangsu, China. The protein concentration was
detected using a BCA protein assay kit (Pierce,
Bonn, Germany). Protein samples were fractio-
nated by 10% SDS-PAGE, then the proteins were
blotted onto PVDF membrane (Amersham Bio-
Sciences, Buckinghamshire, UK). The membra-
nes were immunoblotted with antibodies against
CXCL6 (Santa Cruz Biotechnology, Santa Cruz,
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CA, USA) or GAPDH (Santa Cruz Biotechnology,
Santa Cruz, CA, USA), followed by HRP-linked
secondary antibodies (Santa Cruz Biotechnology,
Santa Cruz, CA, USA). The protein bands were
detected by SuperSignal West Pico Chemilumi-
nescent Substrate kit (Pierce, Rockford, IL, USA).
GAPDH was used as a control.

Immunohistochemistry (IHC)

Formalin-fixed and paraffin-embedded tumor
tissues were cut into 4 um sections. Then, pa-
raffin sections were deparaffined in xylene and
dehydrated in graded ethanol. Heat-induced anti-
gen retrieval were performed using Citrate buffer
(Invitrogen, Carlsbad, CA, USA). Then, sections
were incubated with the primary anti-CXCL6
antibody (1:400, Santa Cruz Biotechnology, CA,
USA) for overnight at 4°C. The following day,
the slides were incubated with horseradish pe-
roxidase-conjugated secondary antibody (ZSGB
BIO, Beijing, China) for 90 min at room tempe-
rature, and a peroxidase-labeled polymer for 10
min at room temperature. The slides were deve-
loped with freshly prepared DAB solution for 5
min followed by hematoxylin counterstain. Then,
after dehydration and mounting, they were photo-
graphed under a light microscope.

Immunofiuorescence

Cells were fixed by pre-cold acetone and then
rinsed three times with PBS. The cells were per-
meabilized in 0.1% Triton X-100 and incubated
with 1% BSA/PBS to block nonspecific binding.
Subsequently, the cells were immunostained
by incubating with rabbit monoclonal antibody
against CXCL6 (diluted 1:500, Epitomics, Burlin-
game, CA, USA) for overnight at 4°C. After being
washed with PBS, cells were incubated with FI-
TC-conjugated goat anti-rabbit secondary antibo-
dy (diluted 1:60, Boster Biotechnology, Wuhan,
Hubei, China). Nuclei were counterstained with
DAPI (Beyotime Biotech, Haimen, Jiangsu, Chi-
na). Images were taken and analyzed using the
ZEN 2011 imaging software on a Zeiss invert mi-
croscope (CarlZeiss, Hallbergnoos, Germany).

In vivo Xenograft Study

Animal study was approved by the Committee
on the Use of Live Animals in Teaching and Re-
search of the Animal Research Committee of Ma-
ternal and Child Health Care Hospital of Laiwu
City. Tumor xenograft model was established
using 6-week old female BALB/c nu/nu mice by
subcutaneously injecting with 2x106 SiHa cells
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that expressing miR-101-5p or miR-NC. Tumor
growth was monitored every 3 days with a fine
digital caliper by measuring tumor length (L) and
width (W). Tumor volume was calculated as (L
x W2)/2. After 20 days, all mice were sacrificed,
and the tumors were harvested and weighed. The
animal experiment was conducted in accordance
with Institutional Guidelines and the Guide for
the Care and Use of Laboratory Animals (NIH
publication no. 85-23, revised 1996).

Statistical Analysis

Statistical Package of the Social Sciences 17.0
for Windows (SPSS, Chicago, IL, USA) was used
for statistical analyses. The data shown are pre-
sented as the mean + SD (standard deviation) at
least from three independent experiments. Diffe-
rences in the results of two groups were evaluated
using either two-tailed Student’s t-test or one-way
ANOVA followed by post-hoc Dunnett’s test. The
relationship between miR-101-5p and CXCL6
expression was assessed by Spearman’s correla-
tion analysis. p < 0.05 was considered statistically
significant.

Results

MiR-101-5p is Down-requlated in
Cervical Cancer Tissues and Cell Lines

Gene expression dataset (GSE19611) that was
used for statistical analysis was acquired from the
GEO database (https:/www.ncbi.nlm.nih.gov/
gds/). The gene expression dataset (GSE19611)
contains both the cervical cancer tissues and the
matched normal tissues. As shown in Figure 1A,
miR-101-5p was significantly down-expressed in
cervical cancer tissues compared to normal tis-
sues. We then determined the levels of miR-101-
S5p in 50 pairs of cervical cancer and adjacent
normal tissues by qRT-PCR. As shown in Figure
1B, miR-101-5p was down-regulated in cervical
cancer tissues compared to the adjacent normal
tissues. Next, we observed that the levels of miR-
101-5p were also significantly reduced in four cer-
vical cancer cell lines than that in the human cer-
vical surface epithelial cell line, HcerEpic (Figure
1C). Finally, the Kaplan Meier analyses indicated
that the low level of miR-101-5p was associated
with the poor overall survival of patients (Figure
1D). Thus, these findings demonstrate that miR-
101-5p is down-regulated in cervical cancer and is
a potential prognostic biomarker for patients with
cervical cancer.
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Figure 1. MiR-101-5p is under-regulated in cervical can-
cer. (4) Microarray analysis of miRNA in cervical cancer
tissues and corresponding normal tissues; (B) The levels of
miR-101-5p in cervical cancer and adjacent normal tissues
were analyzed using qRT-PCR assay. **p < 0.01 compared
to adjacent; (C) qRT-PCR analysis of miR-101-5p in four
human cervical cancer cell lines, SiHa, Caski C-4-1, C-33
A and the human cervical surface epithelial cell line, Hce-
rEpic. **p < 0.01 compared to HeerEpic; (D) Kaplan-Meier
survival curve analysis demonstrated that the low level of
miR-101-5p was associated with the poor prognosis of pa-
tients with cervical cancer.

Up-regulation of MiR-101-5p Suppresses
Cervical Cancer Cell Proliferation
and Xenograft Tumor Growth

To investigate the biological function of miR-
101-5p in cervical cancer, we generated control
or miR-101-5p overexpressing SiHa cells with
lentiviruses that carrying miR-101-5p or miR-
NC (Figure 2A). The CCK-8 assay demonstra-
ted that overexpression of miR-101-5p inhibited
the proliferation of SiHa and Caski cell (Figure
2B). Moreover, up-regulation of miR-101-5p de-
creased the colony formation of cervical cancer

in vitro (Figure 2C). To determine the signifi-
cance of these findings in vivo, SiHa cells that
stably expressing miR-101-5p or miR-NC were
subcutaneously injected into the flank region of
nude mice. We observed that the tumor growth
in the miR-101-5p group was inhibited than that
in the miR-NC group (Figure 2D). Consistently,
we also observed that the tumor size in miR-
101-5p group was decreased than in the miR-NC
group (Figure 2E). These data demonstrate that
miR-101-5p inhibits the growth of cervical can-
cer cell in vitro and in vivo.

MIiR-101-5p Suppresses Cervical Cancer
Cell Migration and Invasion

Next, we investigated the role of miR-101-5p in
the migration and invasion of cervical cancer cell
using the wound healing and Transwell invasion
assay in vitro. As shown in Figure 3A-3B, over-re-
gulation of miR-101-5p significantly inhibited the
migration and invasiveness of SiHa and Caski cell.

CXCL6 is a Target of MiR-101-5p in
Cervical Cancer Cell

Next, the Targetscan (http:/www.targetscan.org/
vert 72/) and miRanda (http:/www.microrna.org/
microrna/) websites were applied to investigate the
potential target gene of miR-101-5p. As shown in Fi-
gure 4A, we identified that CXCL6 was the potential
target gene of miR-101-5p with a probable binding
site at bases 317 to 324. We then performed dual
luciferase reporter assays using miR-NC or miR-
101-5p overexpressing SiHa and Caski cell that was
transfected with wild type (wt) or mutant type (mut)
3-UTR of CXCL6. As shown in Figure 4B, the lu-
ciferase activity of cell that was transfected with the
wt 3-UTR of CXCL6 was decreased by miR-101-5p
transfection whereas the luciferase activity of cell
that was transfected with mut 3’-UTR of CXCL6
was not significantly inhibited by miR-101-5p. Mo-
reover, up-regulation of miR-101-5p decreased the
mRNA level and protein expression CXCL6 in SiHa
and Caski cell (Figure 4C-4D).

CXCL6 Mediates the Functional Effects of
MiR-101-5p on Cervical Cancer Cell

To explore the role of miR-101-5p/CXCL6 in
the progression of cervical cancer, SiHa cells
were cotransfected with miR-101-5p mimics and
CXCL6 overexpressing plasmid. As shown in Fi-
gure 5A-5B, the level of CXCL6 was significant-
ly increased in SiHa cell that was cotransfected
with v compared to the cell that was transfected
with miR-101-5p mimics alone Then, we found



W. Shen, X.-Y. Xie, M.-R. Liu, L.-L. Wang

A B

SiHa

a 6.0q
o 3 Control 2
S B3 miR-NC =
v 4.04 E
g i‘ -i Bl miR-101-5p 15
w0
-
5 2.0+ -
1.5 g1
H 8
2 1.04 505
2
£ 0.5
& 0
0.0- 4h  48h
SHa Caski =
Control miR-NC miR-101-5p 1504
: £
B . & 1004 :
£2 .
=
= 1
'g 504 i
3 o
2 B
3
0
1500
& miR-NC 15
- - miR-101-5p
E 1000 c]
g '
E 2
500
: 3o
o . T . v v v 0.0
1 4 T 10 13 16 19
Time post inoculation (Days) 63.

Time

Caski

’ F
- \!'F
)

Caski
23 Control -2 3 Contral
miR-NC E B miR-NC
m R0l g o . iR-101-5p
- 4
31 .
£ .
205
2
0
72h 24n  48h  72h
Time
150+
2 Control 3 Control
miR-NC s B3 miR-NC
R-101-5 : iR-101-
i P E 100- - i 5p
£8
3T
Z_g 504
b -
k-]
0-
SiHa

miR-NC miR-101-5p

Figure 2. MiR-101-5p inhibits the growth of cervical cancer cell in vitro and in vivo. (4) qRT-PCR analysis of miR-101-5p
expression in miR-101-5p and miR-NC transfected SiHa and Caski cell; (B) The proliferation of miR-101-5p and miR-NC
transfected SiHa and Caski cell was assessed by CCK-8 assay; (C) Colony formation assay. *p < 0.05, **p < 0.01 compa-
red to control; (D) Xenograft tumor volumes in nude mice injected with SiHa cells stable expressing miR-101-5p and miR-
NC; (E) Representative images of xenograft tumors that was formed by miR-101-5p or miR-NC transfected SiHa cells. *p <

0.05, **p < 0.01 compared to miR-NC.

that up-regulation of CXCL6 level restored the
proliferation, colony formation, migration and
invasion of SiHa cell that was inhibited by miR-
101-5p (Figure 5C-5F). These data demonstrate
that miR-101-5p inhibits the growth and metasta-
sis of cervical cancer cell by decreasing CXCL6
expression.

CXCL6 is Inversely Correlates with
MiR-101-5p in Cervical Cancer Tissues
Finally, we investigated the relationship betwe-
en CXCL6 mRNA and miR-101-5p in 50 pairs of
cervical cancer and corresponding adjacent nor-
mal tissues by qRT-PCR. As shown in Figure 6A,
the mRNA levels CXCL6 were higher in the cer-

vical cancer tissues than those in the adjacent nor-
mal tissues. Consistently, the immunohistochemi-
cal analysis demonstrated the protein expression
of CXCL6 was higher in cervical cancer tissues
than that in the adjacent normal tissues (Figure
6B). Moreover, the Spearman’s correlation analy-
sis demonstrated that the levels CXCL6 were in-
versely correlated with miR-101-5p levels in cer-
vical cancer tissues (Figure 6C).

Discussion

Human cervical cancer is the fourth leading
cause of cancer death in women worldwide and is
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one of the main causes of cancer-related death in
the developing countries?®. Therefore, it is impor-
tant to investigate the molecular mechanisms un-
derlying the progression of cervical cancer. MiR-
NAs are well known as a class of small regulatory
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Figure 3. MiR-101-5p inhibits the migration and invasion of cervical cancer cell. (4) The migration of miR-NC or miR-101-5p
transfected SiHa and Caski cell was determined using the wound healing assay; (B) The invasion ability of miR-NC or miR-
101-5p transfected SiHa and Caski cell was analyzed by transwell invasion assay. **p < 0.01 compared to control.
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miR-101-5p transfected SiHa and Caski cell was determined by Western blotting assay.

commonly associated with the initial and deve-
lopmental stages of human cancers, including
cellular proliferation, oncogenesis, invasion, and
metastasis®>!.

In this study, we investigated the role of miR-
101-5p in the growth, migration and invasion of
cervical cancer cell. We found that miR-101-5p
was significantly down-regulated in cervical
cancer tissues and cell lines than normal cervi-
cal tissues and cell line, respectively. Moreover,
the lower level of miR-101-5p was correlated with
the poor prognosis of patient with cervical cancer.
Moreover, overexpression of miR-101-5p inhibi-
ted the proliferation, colony formation, migration
and invasion of cervical cancer cell in vitro. Me-
anwhile, up-regulation of miR-101-5p suppressed
the growth of cervical cancer cell in vivo.

The previous study'' proves that miR-101 exer-
ts tumor-suppressive effects in multiple mali-
gnancies, including NSCLC. Down-regulation of
miR-101 promotes the epithelial to mesenchymal
transition (EMT) of cisplatin-resistant NSCLC
cell. Moreover, miR-101 inhibits the proliferation,

invasion of tumor cell and enhances the paclita-
xel-induced apoptosis in NSCLC cell by directly
targeting enhancer of zeste homolog 2 (EZH2)**.
All these results demonstrate the important roles of
miR-101 in cancers. However, the expression and
role of miR-101-5p in the progression of cervical
cancer is not known. Our study demonstrates the
tumor suppressor function of miR-101-5p in cervi-
cal cancer. Bioinformatics analysis and luciferase
reporter assay identified that CXCL6 was the di-
rectly target gene of miR-101-5p in cervical cancer.
Our data also revealed that CXCL6 was up-regu-
lated in human cervical cancer tissues, which was
consistent with the previous findings, in which
CXCL6 was found to be highly expressed in hepa-
tocellular carcinoma (HCC) and NSCLC'®3#,
These results suggested the oncogenic role of
CXCL6 in the progression of cervical cancer. In
this study, overexpression of CXCL6 partially
abrogated the inhibitory effect of miR-101-5p on
the proliferation, colony formation, migration and
invasion of cervical cancer cell. Moreover, the
expression of CXCL6 was negatively associated
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Figure 5. MiRMiR-101-5p inhibits the growth and metastasis of cervical cancer by targeting CXCL6. (4) SiHa cells were
co-transfected with CXCL6 plasmid and miR-101-5p mimic or co-transfected with CXCL6 plasmid and miR-NC. The mRNA
level of CXCL6 was detected using qRT-PCR. **p < 0.01 compared to miR-NC, ##p < 0.01 compared to miR-101-5p; (B) The
expression of CXCL6 in SiHa cells that were co-transfected with CXCL6 plasmid and miR-101-5p mimic or co-transfected
with CXCL6 plasmid and miR-NC was detected using western blotting assay; (C) The proliferation of SiHa cells that were
co-transfected with CXCL6 plasmid and miR-101-5p mimic or co-transfected with CXCL6 plasmid and miR-NC was detected
using CCK-8 assay. *p <0.05 and **p < 0.01 compared to miR-NC, ##p < 0.01 compared to miR-101-5p; (D) Colony formation.
(E) The migration of SiHa cell was determined using the wound healing assay.
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Figure 5. (Continued). (F) The invasion ability of SiHa cell was analyzed using the Transwell invasion assay. **p < 0.01

compared to miR-NC, ##p < 0.01 compared to miR-101-5p.
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Figure 6. The expression of CXCL6 is inversely correlated with miR-101-5p level in cervical cancer tissue. (4) The mRNA
levels of CXCL6 in 50 pairs of cervical cancer and adjacent normal tissues were detected using qRT-PCR assay. **p < 0.01
compared to adjacent; (B) The protein expression of CXCL6 in cervical cancer tissues was detected using the immunohisto-
chemical staining. **p < 0.01 compared to normal; (C) Spearman’s correlation analysis of the association between the level of
CXCL6 and miR-101-5p level in human cervical cancer tissues (n=50).

with the level of miR-101-5p in cervical cancer
tissues. The main limitation of our study is that
we only analyzed fewer cervical cancer tissues
and cell lines. Therefore, more elaborate studies
are necessary for further explore the potential
therapeutic and prognostic role of miR-101-5p in
the progression of cervical cancer.

1966

Conclusions

Our results demonstrate that miR-101-5p ser-
ves as a tumor suppressor in cervical cancer by
targeting CXCLG6 and represents a potential thera-
peutic target for cervical cancer treatment.



MicroRNA-101-5p inhibits the growth and metastasis of cervical cancer cell by inhibiting CXCL6

Conflict of interest
The authors declare no conflicts of interest.

1)

3)

6)

7)

10)

11)

References

Wel H, Znana JJ, TanG QL. MiR-638 inhibits cervi-
cal cancer metastasis through Wnt/beta-catenin
signaling pathway and correlates with prognosis
of cervical cancer patients. Eur Rev Med Pharma-
col Sci 2017; 21: 5587-5593.

Yan D, Znu D, ZHao X, Su J. SHP-2 restricts apop-
tosis induced by chemotherapeutic agents via
Parkin-dependent autophagy in cervical cancer.
Cancer Cell Int 2018; 18: 8.

Yuan'Y, MiN SJ, Xu DQ, SHEN Y, YAN HY, WANG Y, WANG
W, Tan YJ. Expressions of VEGF and miR-21 in tu-
mor tissues of cervical cancer patients with HPV
infection and their relationships with prognosis. Eur
Rev Med Pharmacol Sci 2018; 22: 6274-6279.

SHI X, RaN L, Liw Y, ZHonG SH, ZHou PP, Liao MX,
FanGg W. Knockdown of hnRNP A2/B1 inhibits cell
proliferation, invasion and cell cycle triggering
apoptosis in cervical cancer via PISK/AKT signa-
ling pathway. Oncol Rep 2018; 39: 939-950.

PoubvaL D, HermAN A, ADELSBERGER JW/, YANG J, Hu
X, CHEN Q, BoscHE M, SHermAN BT, ImamicHi T. A
novel microRNA, hsa-miR-6852 differentially re-
gulated by Interleukin-27 induces necrosis in cer-
vical cancer cells by downregulating the FoxM1
expression. Sci Rep 2018; 8: 900.

LY, LIANG Y, SANG Y, SoNG X, ZHANG H, Liu Y, JIANG
L, Yang Q. MiR-770 suppresses the chemo-resi-
stance and metastasis of triple negative breast
cancer via direct targeting of STMNT1. Cell Death
Dis 2018; 9: 14.

ZHpo J, LI B, SHU C, MAa Y, Gong Y. Downregulation
of miR-30a is associated with proliferation and
invasion via targeting MEF2D in cervical cancer.
Oncol Lett 2017; 14: 7437-7442.

Yu G, JIAB, CHENG Y, ZHou L, QiaN B, Liu Z, WANG Y.
MicroRNA-429 sensitizes pancreatic cancer cells
to gemcitabine through regulation of PDCD4. Am
J Transl Res 2017; 9: 5048-5055.

VETTER G, SAUMET A, Moes M, VALLAR L, LE BECHEC
A, LAauriNl C, SABBAH M, ARAR K, THEILLET C, LECELLIER
CH, FriebericH E. miR-661 expression in SNAI1-in-
duced epithelial to mesenchymal transition contri-
butes to breast cancer cell invasion by targeting
Nectin-1 and StarD10 messengers. Oncogene
2010; 29: 4436-4448.

ZHANG LY, Liu M, Li X, Tang H. miR-490-3p modu-
lates cell growth and epithelial to mesenchymal
transition of hepatocellular carcinoma cells by tar-
geting endoplasmic reticulum-Golgi intermediate
compartment protein 3 (ERGIC3). J Biol Chem
2013; 288: 4035-4047.

HAN L, CHEN W/, XIAYY, SONG Y, ZHAO Z, CHENG H, JIANG
T. MiR-101 inhibits the proliferation and metasta-

12)

13)

14)

15)

16)

17)

18)

19)

20)

21)

22)

23)

24)

sis of lung cancer by targeting zinc finger E-box
binding homeobox 1. Am J Transl Res 2018; 10:
1172-1183.

ZHANG X, HE X, Liu Y, ZHANG H, CHEN H, Guo S, LIANG
Y. MiR-101-3p inhibits the growth and metastasis
of non-small cell lung cancer through blocking
PISK/AKT signal pathway by targeting MALAT-1.
Biomed Pharmacother 2017; 93: 1065-1073.

Nerviant A, Pirzaus C. Role of chemokines in ecto-
pic lymphoid structures formation in autoimmunity
and cancer. J Leukoc Biol 2018; 104: 333-341.

Karin' N. Chemokines and cancer: new immune
checkpoints for cancer therapy. Curr Opin Immu-
nol 2018; 51: 140-145.

Gno D, FisH EN. Chemokines in breast cancer: re-
gulating metabolism. Cytokine 2018; 109: 57-64.

Spaks A. Role of CXC group chemokines in lung
cancer development and progression. J Thorac
Dis 2017; 9: S164-S171.

Emmanoull G, AviomamiTis G, ZizI-SERMPETZOGLOU A,
TzArRDI M, MOURSELLAS A, VOUMVOURAKI A, KOUROUMALIS
E. Angiodrastic chemokines in colorectal cancer:
clinicopathological correlations. Anal Cell Pathol
(Amst) 2018; 2018: 1616973.

Li J, TANG Z, WANG H, Wu W, ZHou F, KeE H, Lu W,
ZHANG S, ZHANG Y, YaNG S, Ni S, Huanc J. CXCL6
promotes non-small cell lung cancer cell survival
and metastasis via down-regulation of miR-515-
5p. Biomed Pharmacother 2018; 97: 1182-1188.

Ma JC, Sun XW, Su H, CHeNn Q, Guo TK, Li Y,
CHen XC, Guo J, Gong ZQ, Zuao XD, Qi JB. Fi-
broblast-derived CXCL12/SDF-1alpha promotes
CXCL6 secretion and co-operatively enhances
metastatic potential through the PI3K/Akt/mTOR
pathway in colon cancer. World J Gastroenterol
2017; 23: 5167-5178.

Xu L, Duba DG, bl Tomaso E, Ancukiewicz M, CHUNG
DC, Lauwers GY, SAmUEL R, SHeLumo P, Czito BG,
Lin PC, PoLeski M, BENTLEY R, CLARK JW, WiLLETT CG,
Jain RK. Direct evidence that bevacizumab, an
anti-VEGF antibody, up-regulates SDF1alpha,
CXCR4, CXCL6, and neuropilin 1 in tumors from
patients with rectal cancer. Cancer Res 2009; 69:
7905-7910.

ZHu YM, BacstarF SM, WoLL PJ. Production and
upregulation of granulocyte chemotactic pro-
tein-2/CXCLS6 by IL-1beta and hypoxia in small cell
lung cancer. Br J Cancer 2006; 94: 1936-1941.

VERBEKE H, STRUYF S, BERGHMANS N, VAN CoiLLE E,
OPDENAKKER G, UyTTENHOVE C, VAN SNick J, VAN DAM-
ME J. Isotypic neutralizing antibodies against mou-
se GCP-2/CXCL6 inhibit melanoma growth and
metastasis. Cancer Lett 2011; 302: 54-62.

ZHANG H, Hou L, Li CM, ZHanGg WY. The chemokine
CXCLS6 restricts human trophoblast cell migration
and invasion by suppressing MMP-2 activity in
the first trimester. Hum Reprod 2013; 28: 2350-
2362.

Xu H, Yuan Y, Wu W, Znou M, JianGg Q, Nu L, JiJ, Liv
N, ZHanG L, WanG X. Hypoxia stimulates invasion
and migration of human cervical cancer cell lines



W. Shen, X.-Y. Xie, M.-R. Liu, L.-L. Wang

25)

26)

27)

28)

29)

HelLa/SiHa through the Rab11 trafficking of inte-
grin alphavbeta3/FAK/PI3K pathway-mediated
Rac1 activation. J Biosci 2017; 42: 491-499.

WanG J, LI H. CircRNA circ_0067934 silencing
inhibits the proliferation, migration and invasion
of NSCLC cells and correlates with unfavorable
prognosis in NSCLC. Eur Rev Med Pharmacol Sci
2018; 22: 3053-3060.

Hua FF, Liu SS, ZHu LH, WanG YH, LianG X, Ma N,
SHI HR. MiRNA-338-3p regulates cervical cancer
cells proliferation by targeting MACC1 through
MAPK signaling pathway. Eur Rev Med Pharma-
col Sci 2017; 21: 56342-5352.

JIN W, CHEN F, WANG K, SonG Y, Fer X, Wu B. miR-
15a/miR-16 cluster inhibits invasion of prostate
cancer cells by suppressing TGF-beta signaling
pathway. Biomed Pharmacother 2018; 104: 637-
644.

Husie G, ZHou SH, ZHanG H, Qu J, Xiong XW, Huie
O, Lao CG, Yang SE. MicroRNA-10b regulates
epithelial-mesenchymal transition by modulating
KLF4/KLF11/Smads in hepatocellular carcinoma.
Cancer Cell Int 2018; 18: 10.

Hou R, WanG D, Lu J. MicroRNA-10b inhibits proli-
feration, migration and invasion in cervical cancer

1968

30)

31)

32)

33)

34)

cells via direct targeting of insulin-like growth fac-
tor-1 receptor. Oncol Lett 2017; 13: 5009-5015.

CHEN Z, HAN S, Huang W, Wu J, Liu Y, Cal S, He
Y, Wu S, Song W. MicroRNA-215 suppresses cell
proliferation, migration and invasion of colon can-
cer by repressing Yin-Yang 1. Biochem Biophys
Res Commun 2016; 479: 482-488.

CHol DH, Park SJ, Kim HK. miR-215 overexpression
distinguishes ampullary carcinomas from pancre-
atic carcinomas. Hepatobiliary Pancreat Dis Int
2015; 14: 325-329.

HouY, LiL, JuY, Lu Y, CHANG L, XianG X. MiR-101-
3p Regulates the viability of lung squamous car-
cinoma cells via targeting EZH2. J Cell Biochem
2017; 118: 3142-3149.

ZHANG JG, Guo JF, Liu DL, Liu Q, WanG JJ. MicroR-
NA-101 exerts tumor-suppressive functions in
non-small cell lung cancer through directly targe-
ting enhancer of zeste homolog 2. J Thorac Oncol
2011; 6: 671-678.

TiaN H, HuanGg P, Zuao Z, Tang W, Xia J. HIF-1al-
pha plays a role in the chemotactic migration of
hepatocarcinoma cells through the modulation of
CXCL6 expression. Cell Physiol Biochem 2014;
34: 1536-1546.



