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MicroRNA-125a-5p targets LIM kinase 1 to inhibit
cisplatin resistance of cervical cancer cells
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Abstract. Cervical cancer (CC), also known as invasive
cervical carcinoma, is one of the most common gynecologic
malignancies. The aim of the present study was to investigate
the function of microRNA (miR)-125a-5p on CC progression
and cisplatin (DDP) resistance. For this purpose, reverse
transcription-quantitative PCR (RT-qPCR) was used to
assess the expression of miR-125a-5p and LIMKI1 in CC
tissues, corresponding normal tissues and cells (human
CC cell lines: C-33A, CaSKi; human cervical epithelial
cells: HUCEC). Cisplatin (DDP) resistant cervical cancer
cell lines were established (C-33A/DDP and CaSKi/DDP
cell lines). RT-qPCR results demonstrated that miR-125a-5p
or LIM kinase 1 (LIMK1) expression was downregulated or
upregulated in C-33A/DDP and CaSKi/DDP cells, respec-
tively. MTT assay, flow cytometry analysis and Western
blotting were employed to detect the proliferation, apoptosis
rate, ICs, of DDP and the expression of drug resistance-related
proteins (P-glycoprotein and glutathione S-transferase-s). The
targeting relationship between miR-125a-5p and LIMK1 was
confirmed by the TargetScan database and dual-luciferase
reporter gene assay. In CC tissues and cell lines, compared with
normal tissues or HUCEC, miR-125a-5p expression was
downregulated and LIMK1 expression was upregulated. The
transfection with miR-125a-5p mimics decreased the prolifera-
tion of CaSKi/DDP cells, increased the apoptosis rate, reduced
the 1C, of DDP, and downregulated the expression of drug
resistance-related proteins; conversely, LIMK1 overexpres-
sion decreased the apoptosis rate, increased the IC, of DDP,
and upregulated the expression of drug resistance-related
proteins. The luciferase reporter gene assay demonstrated
that miR-125a-5p targeted and negatively regulated LIMKI.
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miR-125a-5p could partially reverse the effect of LIMK1 on
the proliferation, apoptosis, ICy, of DDP and the expressions
of drug resistance-related proteins. The findings of the present
study indicated that miR-125a-5p sensitizes CC cells to DDP
by targeting LIMKI1, hence increasing the anticancer efficacy
of cisplatin.

Introduction

Cervical carcinoma (CC) is one of the most common tumors
among women in the world, and the incidence of which
was ~7% in globally 2020 (1). In developed economies, the
S5-year survival rate of patients with CC is >65%, whereas this
proportion is <20% in developing countries (2). Chemotherapy
is currently the main treatment for the patients suffering from
advanced or recurrent CC (3). Cisplatin (DDP) is widely used in
chemotherapy as it blocks DNA replication, inhibits cell cycle
progression, induces apoptosis and hinders tumor growth (4).
DDP has a prominent effect on CC treatments, DDP-based
concurrent chemoradiotherapy is a standard treatment for
locally advanced cervical cancer (3); irinotecan administered
alone or in combination with DDP is useful in the treatment of
recurrent cervical cancer (4). However, long-term use of DDP
can lead to drug resistance in tumor cells, depriving patients
of favorable therapeutic efficacy (5). Hence, methods that can
lower the drug resistance of tumor cells are of great signifi-
cance for improving the treatment of patients with CC.
MicroRNA (miRNA), a class of conservative non-coding
RNA, widely exists in eukaryotic cells and participates in
biological processes, such as cell proliferation, differentiation
and apoptosis, which are closely related to tumor progres-
sion and drug resistance of tumor cells (6-8). For instance,
miR-296-5p enhances the drug resistance of pancreatic
cancer cells leading to unfavorable prognosis in patients with
pancreatic cancer (9). miR-21 is upregulated in DDP-resistant
CC tissues and targets PTEN to promote drug resistance
of CC (10). A study has demonstrated that miR-125a-5p
reduces the resistance to imatinib in gastrointestinal stromal
tumor (11). However, in CC cells, the function and mechanism
of miR-125a-5p in regulating chemosensitivity remain unclear.
LIM kinase 1 (LIMKI1) is a serine/threonine kinase
belonging to the LIM kinase family that modulates actin
polymerization through phosphorylation of the actin-binding
factor cofilin 1, which subsequently modulates cell motility
and cell cycle (12). Studies have reported that LIMKI1
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participates in the multidrug resistance of cancer (13,14). For
instance, LIMK1 promotes the migration and the invasion of
non-small cell lung cancer (NSCLC) cells and facilitates the
resistance of NSCLC cells to DDP (14). However, in CC, the
influence of LIMKI1 on the resistance of cancer cells to DDP
and its mechanism warrants further research.

The present study aimed to provide further insight on the
effect of miR-125a-5p and LIMKI1 on CC cell viability and
apoptosis and validate the interaction between miR-125a-5p
and LIMKI. The findings of the present study may have
important implications for treatment of cisplatin resistance
of CC.

Materials and methods

Ethics and sample collection. From April 2017 to April 2018,
a total of 45 patients who had been diagnosed with CC
were enrolled and the surgically resected tumor tissues and
corresponding adjacent tissues (at least 5 cm from the tumor)
were collected form the Department of Pathology of Shengli
Oilfield Central Hospital (Dongying, China). All the resected
tissues were immediately placed in liquid nitrogen and stored
in a cryogenic chamber at -80°C. All of the patients were
diagnosed via biopsy and received radical hysterectomy for
cervical cancer and did not receive any neoadjuvant radiation,
neoadjuvant chemotherapy, or immunotherapy. The patients
age range was 28-65 years (mean age, 46.5 years, median
values, 44 years). The present study was given approval by
the Medical Ethics Committee of Shengli Oilfield Central
Hospital (Dongying, China) (approval no. 2016-05). All
patients provided written informed consent prior to surgery.

Cell culture. Human CC cell lines (C-33A, CaSKi) and human
cervical epithelial cells (HUCEC) were purchased from the
China Infrastructure of Cell Line Resources, Institute of Basic
Medical Sciences, Chinese Academy of Medical Sciences.
The DDP resistant C-33A/DDP and CaSKi/DDP cell lines
were established by treating C-33A and CaSKi cells with
increasing DDP concentration. The concentration of cisplatin
was increased gradually in the medium of C-33A and CaSKi
cells from 0.10, 0.50, 1.00, 1.25 to 2.50 ug/ml. After 2 weeks
of culture, the cell morphology was observed. Subsequently,
a high concentration of cisplatin, 2.50 5.00 and 10.00 pg/ml
was applied to C-33A and CaSKi cells. Following this method,
C-33A and CaSKi cells were continuously cultured for
6 months. Finally, C-33A/DDP and CaSKi/DDP cells were
cultured in medium supplemented with 10.00 pxg/ml cisplatin
to maintain the phenotype of cisplatin resistance. All of the cell
lines mentioned above were maintained in Dulbecco's modi-
fied Eagle's medium (DMEM; HyClone; Cytiva) containing
10% fetal bovine serum (FBS; Hyclone, Cytiva) 100 U/ peni-
cillin and 100 mg/l streptomycin (both from Thermo Fisher
Scientific Inc.) at 37°C in 5% CO,. Medium was changed
every 2 days and subculture was carried out when the cells
reached ~85% confluence.

Cell transfection. Over-expressing-LIMK1 plasmid
(LIMK1-OE), empty plasmid (NC), siRNA targeting LIMK1
(si-LIMK1), siRNA negative control (si-NC), miRNA mimics
normal control (miR-NC), miR-125a-5p mimics (miR-125a-5p),

miRNA inhibitors normal control (inh-NC) and miR-125a-5p
inhibitors (miR-125a-5p-in) were provided by Guangzhou
RiboBio Co., Ltd. The sequences were as follows: si-LIMKI1,
5'-CTCCAGAGGGCTAAGTGTT-3';si-NC,5-CTCGAGCGG
AATTGCAGTT-3"; miR-125a-5p mimics, 5'-TCCCTGAGA
CCCTTTAACCTGTGA-3"; miR-NC, 5-UUCUCCGAACGU
GUCACGUTT-3"; miR-125a-5p-in, 5"TCACAGGTTAAAGG
GTCTCAGGGA-3'; and inh-NC, 5~ ACGAUACACGUUCGG
AGAATT-3'. When cells confluence was ~50%, Lipofectamine®
2000 (Invitrogen; Thermo Fisher Scientific Inc.) according to
the manufacturer's instructions and all the aforementioned
plasmids, siRNAs, inhibitors and mimics were transfected
into CC cells. The transfection temperature was 37°C and
lasted for 24 h. The final concentration of oligonucleotides the
was 50 nM and labeled as miR-NC group, miR-125a-5p group,
inh-NC group, miR-125a-5p-in group, NC group, LIMK1
group, si-NC group, si-LIMK1 group, LIMK1+miR-125a-5p
group and si-LIMKI1+miR-125a-5p-in group, respectively.
After 24 h, cells were analyzed to determine transfection effi-
ciency using reverse transcription-quantitative (RT-q) PCR or
used for subsequent experimentation.

RT-gPCR. After homogenization of the CC tissues or CC
cells (C-33A, CaSKi, C-33A/DDP and CaSKi/DDP), TRIzol®
(Invitrogen; Thermo Fisher Scientific Inc.) reagent was added to
extract total RNA. Then, reverse transcription was performed
using Takara reverse transcription kit (Takara Biotechnology
Co., Ltd.). Temperature and duration for reverse transcription
were 37°C for 15 min and 85°C for 5 min. A PCR reaction
system with a final volume of 20 ul was established according
to the manufacturer's instructions. A total of 2 ul of cDNA,
10 ul of SYBR-Green qPCR Master Mix (Applied Biosystems),
0.5 pl of upstream and downstream primers (10 zmol/l), and
ddH,0O was added to supplement the system volume to 20 ul.
The thermocycling conditions were as follows: initial denatur-
ation at 95°C for 5 min; 45 cycles of denaturation at 95°C for
15 sec, annealing at 60°C for 30 sec and extension at 72°C for
20 sec. miR-125a-5p expression was normalized to U6, LIMK1
mRNA expression were normalized to GAPDH. The relative
expression of mRNA was measured by 2 y,c, method (15). The
primers sequences used were presented in Table I.

MTT assay. C-33A/DDP cells and CaSKi/DDP cells were
harvested and trypsinized. The cells were resuspended and
inoculated into 96-well plates at a density of 2x10° cells/well.
On the 1st, 2nd and 3rd day of culture, 20 ul of MTT solu-
tion (5 mg/ml) was added per well and incubated for 4 h.
Following that, the medium was removed and 150 p1 dimethyl
sulfoxide (DMSO) was dripped into each well and oscillated
by hand at room temperature for 10 min. For the determination
of the IC,, value of DDP, C-33A/DDP cells and CaSKi/DDP
cells were seeded into 96-well plates and treated with a DDP
concentration gradient of 0, 2.5, 5, 10, 20, 40 and 80 ug/ml for
24 h. The absorbance (A) values at were recorded at 490 nm
by a microplate reader. The cell proliferation rate and the
inhibition rate of DDP were calculated using the following
formulas: cell viability (%) = (A value of control group-A
value of specifically treated group)/A value of specifically
treated group x100%; the inhibition rate of the drug to the
cells (%)=(1-A value of specifically treated group/A value of
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control group) x100%. IC,, was calculated by Probit analysis
using the SPSS 22.0 software (IBM Corp.).

BrdU assay. Transfected C-33A/DDP and CaSKi/DDP cells
were seeded at a density of 2,000 cells/well in a 96 well plate.
Next, 48 h after transfection, cell proliferation was analyzed
using the BrdU Cell Proliferation Assay kit (AmylJet Scientific
Inc.) according to the manufacturer's instructions. All images
were taken by a fluorescence microscope (magnification, x200).
The counting of BrdU-positive cells was performed using
Image] software v.1.52a (National Institutes of Health).

Flow cytometry analysis. Annexin V-FITC/propidium
iodide (PI) Apoptosis Detection kit (cat. no. 40302ES20,
Yeasen Biotech Co., Ltd.) was used to detect apoptosis. After
being maintained for 72 h, the transfected C-33A/DDP and
CaSKi/DDP cells were washed three times with PBS, then
trypsinized and harvested from the medium. Subsequently,
cells were resuspended with 500 yl binding buffer, stained
with Annexin V-FITC and PI and incubated for 20 min
in the dark. Subsequently, apoptosis was detected by flow
cytometry (Epics XL; Beckman Coulter Inc.) and FlowJo
software v.10.4.2 (Treestar, Inc.) was used to analyze the data.
Early and late apoptosis was assessed.

Western blotting. P-glycoprotein (P-gp) and Glutathione
S-transferase-mt (GST-m) are recognized as typical DDP
chemoresistance protein markers (16,17), hence their
protein expression was assessed. Transfected C-33A/DDP
and CaSKi/DDP cells were harvested and lysed with RIPA
Lysis Buffer containing protease inhibitors (Thermo Fisher
Scientific Inc.) for 30 min. The supernatant was centrifuged
at 4° at the speed of 12,000 r/min (14,440 x g) for 10 min,
and the protein concentration was determined using bicincho-
ninic acid (BCA) kit (Beyotime Institute of Biotechnology).
Following that, 10 ug protein of the supernatant was subjected
to 12.5% SDS-PAGE and then transferred to PVDF membrane.
Subsequently, the membrane was blocked with 5% skimmed
milk for 1 h at room temperature, incubated with primary anti-
body for 24 h at 4°C, then rinsed with TBST (0.1% Tween) and
incubated with secondary antibody (1:2,000; cat. no. ab205718)
for another 1 h at room temperature. The primary antibodies
used in this study including anti-B-actin antibody (1:500; cat.
no. ab8227), anti-LIMKI1 antibody (1:500; cat. no. ab81046,),
anti-P-gp (1:500; cat. no. ab103477), and anti-GST-xt (1:500;
cat. no. ab242014) were purchased from Abcam. Subsequently,
the membrane was washed with TBST 3 times, and visualized
using ECL (Guangzhou Xiang Bo Biological Technology Co.,
Ltd.). The intensity of each band was quantified using ImageJ
software v.1.52a National Institutes of Health).

Bioinformatics analysis. The online software TargetScan
(TargetScan Human 7.0; http://www.targetscan.org/vert_70/)
was used for predicting downstream mRNAs of the miRNA.

Luciferase reporter gene assay. All luciferase reporter vectors
[LIMK1-wild-type (WT) and LIMK1-mutant (MUT)] were
constructed based on the pGL3 Luciferase Reporter Vector
(Promega Corporation). C-33A/DDP and CaSKi/DDP cells
were collected, and the reporter vectors were co-transfected

Table I. Primer sequences for RT-qPCR.

Name Sequence (5'-3")
miR-125a-5p F: CTGTCCCTGAGACCCTTTAAC

R: CGAGGAAGAAGACGGAAGAAT
LIMK1 F: CAAGGGACTGGTTATGGTGGC

R: CCCCGTCACCGATAAAGGTC
U6 F: CTCGCTTCGGCAGCACA

R: AACGCTTCACGAATTTGCGT
GAPDH F: AGAAGGCTGGGGCTCATTTG

R: AGGGGCCATCCACAGTCTTC

miR, microRNA; LIMK1, LIM kinase 1; RT-q, reverse transcription-
quantitative; F, forward; R, reverse.

with miR-NC (5'-UUCUCCGAACGUGUCACGUTT-3') or
miR-125a-5p mimics (5'-TCCCTGAGACCCTTTAACCTG
TGA-3') with Lipofectamine® 2000 (Invitrogen; Thermo
Fisher Scientific Inc.) according to the manufacturer's instruc-
tions. After 24 h, the treated cells were lysed with lysate and
centrifuged at a speed of 14,440 x g for 10 min at 4°C and the
supernatant was collected. Subsequently, the Dual-Luciferase
Reporter Gene Assay kit (Promega Corporation) was used to
measure luciferase activity according to the manufacturer's
instructions. Relative luciferase activity was assayed 24 h after
the transfection and normalized with Renilla luciferase
activity.

Statistical analysis. All assays were repeated at least three
times and the data were statistically analyzed using SPSS 22.0
(IBM Corp.). All data were expressed as mean + standard devia-
tion (mean + SD). Whether the data were normally distributed
was examined by One-Sample Kolmogorov-Smirnov test. For
normally distributed data, unpaired Student's t-test was used to
make the comparison between 2 groups. one-way or two-way
(as appropriate) ANOVA followed by the post hoc Tukey's test
was used for multiple comparisons. ICs, of the cells to cisplatin
was calculated by Probit analysis. Pearson's correlation anal-
ysis was used to analyze the correlation between miR-125a-5p
expression and LIMK1 expression in CC samples. P<0.05 was
considered to indicate a statistically significant difference.

Results

miR-125a-5p is downregulated in CC tissues and cells
compared with normal tissues and HUCECs. Firstly,
RT-qPCR was used to detect the expression of miR-125a-5p
in 45 pairs of CC cancer tissues and corresponding normal
tissues, the findings of which indicated that miR-125a-5p
expression in CC tissues was downregulated compared with
normal tissues (Fig. 1A). Subsequently, C-33A/DDP and
CaSKi/DDP cell lines were established and flow cytom-
etry performed, the findings indicated that there were no
tumor-suppressive effects of 10 xg/ml DDP on the apoptotic
rate in C-33A/DDP and CaSKi/DDP cells (Fig. SIA). Western
blotting demonstrated that compared with C-33A and CaSKi
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Figure 1. miR-125a-5p expression in CC tissues and cells. (A) RT-qPCR was used to detect miR-125a-5p expressions in normal and cancerous tissues of patients
(n=45); (B) RT-qPCR was used to detect miR-125a-5p expressions in patients with HUCEC lines and cancer cell lines. “P<0.01 and ““P<0.001 vs. HUCEC;
#P<0.05 and *P<0.01 vs. DDP-resistant cells. miR, microRNA; RT-q, reverse transcription-quantitative; CC, cervical carcinoma; DDP, cisplatin.

cells, protein expressions of P-gp and GST-min C-33A/DDP, and
CaSKi/DDP cells were significantly upregulated (Fig. S1B).
In addition, RT-qPCR was used to detect the expression of
miR-125a-5p in normal cervical epithelial cells (HUCEC) and
CC cell lines. The results demonstrated that compared with
HUCEC cells, miR-125a-5p expression in CC cells was signifi-
cantly downregulated, while the expression of miR-125a-5p
in C-33A/DDP and CaSKi/DDP cells was significantly lower
compared with C33A and CaSKi cells (Fig. 1B). These findings
implied that the downregulation of miR-125a-5p was related to
the occurrence of DDP resistance in CC cells.

miR-125a-5p reduces drug resistance of DDP-resistant CC
cells. RT-qPCR analysis demonstrated that, compared with
miR-NC, the expression level of miR-125a-5p was significantly
increased in CaSKi/DDP cells transfected with miR-125a-5p
mimics; compared with inh-NC, while the expression level of
miR-125a-5p was significantly decreased in C-33A/DDP cells
transfected with miR-125a-5p inhibitors (Fig. 2A). Subsequent
experiments revealed that compared with the miR-NC group,
the cell viability and proliferation of the miR-125a-5p group
were reduced, the apoptosis rate of the cells was increased,
the 1Cs, value of DDP was reduced (Fig. 2B-G). Western
blotting results demonstrated that P-gp and GST-m protein
expression was downregulated in the miR-125a-5p mimic
group. Conversely, compared with the inh-NC group, the cell
viability and proliferation of the miR-125a-5p-in group were
increased, the apoptosis rate of the cells was reduced, the ICs,
value of DDP was increased, P-gp and GST-r protein expres-
sion was upregulated (Fig. 2B-G). These results suggested that
miR-125a-5p sensitized CC cells to DDP.

LIMK] is a target gene of miR-125a-5p. By an online predic-
tion with TargetScan, it was predicted that there was a potential
binding site between LIMK1 and miR-125a-5p (Fig. 3A). In
addition, the targeting relationship between miR-125a-5p and
LIMKI1 was validated by the luciferase reporter gene assay. It
was found that the luciferase activity of LIMK1 WT cells trans-
fected with miR-125a-5p mimics was lower compared with the
miR-NC group. There were no significant changes observed

in the luciferase activity of LIMK1 MUT cells (Fig. 3B).
Pearson's correlation test was used to investigate the corre-
lation between LIMKI1 and miR-125a-5p and the results
demonstrated that miR-125a-5p mRNA expression was nega-
tively correlated with LIMK1 mRNA expression (Fig. 3C).
Additionally, LIMK1 expression in the cells transfected with
miR-125a-5p mimics was downregulated compared with the
miR-NC group; meanwhile, the expression of LIMKI1 in the
cells transfected with miR-125a-5p inhibitors was upregulated
compared with the inh-NC group (Fig. 3D-E). In summary,
miR-125a-5p negatively regulated LIMK1 expression in CC
cells.

LIMK] is upregulated and enhances the drug resistance
in DDP-resistant CC cells compared with normal tissues
and HUCECs. LIMK1 mRNA expression was examined
by RT-qPCR, the results indicated that compared with
normal tissues, LIMK1 expression was enhanced in CC
tissues (Fig. 4A). In addition, the expression of LIMK1 in CC
cells was significantly upregulated compared with HUCEC
cells, and LIMKI1 expression was higher in C-33A/DDP
and CaSKi/DDP cells compared with C-33A and CaSKi
cells (Fig. 4B-C). Subsequently, C-33a/DDP cells with the
lowest expression of LIMK1 were selected for overexpression
experiments and CaSki/DDP cells with the highest expression
of LIMK1 were chosen for knockdown experiments. RT-qPCR
analysis also demonstrated that the expression level of LIMK1
significantly increased in C-33A/DDP cells transfected with
LIMK1-overexpressing vector compared with NC group; while
compared with si-NC group, the expression level of LIMK1
significantly decreased in CaSKi/DDP cells transfected with
si-LIMK1 (Fig. 4D). Further experiments demonstrated that
compared with the NC group, the proliferation activity of the
CC cells in the LIMK1 overexpression group was increased,
the apoptosis rate was reduced, the ICs, value of DDP was
increased, and P-gp and GST-m protein expressions were
upregulated (Fig. 4E-I). In contrast, compared with the control
group, the cell viability of the LIMK1 knockdown group was
decreased, the apoptosis rate was enhanced, the ICy, value
of DDP was decreased, and the protein expression level of



ONCOLOGY LETTERS 21: 392, 2021 5

A B o CaSKi/DDP C 10 C-33A/DDP
6 = miR-NC = inh-NC £ ’ - miR-NC € ' -e- inh-NC b
s | ™= miR-125a-5p WM miR-125a-5p-in < 0.8+ . c 0.8+ . .
28 S = miR-125a-5p S = miR-125a-5p-in
g o 4 % 0.64 2 0.6
g ™7 > @
<N = S
o - [ i
° ¢ ) S 0.4 [ 0.4
gE O 0.2- 8 0.2
o O
T ok
00 ] ' 00— 7 I
CaSKi/DDP C-33A/DDP Duration (days) Duration (days)
D CaSKi/DDP C-33A/DDP
9 100 == miR-NC == inh-NC
‘_‘; 80 - ™= miR-125a-5p W mir-125a-5p-in
5
[$]
[0
=
.‘u:)
o
[oN
)
B
m
CaSKi/DDP C-33A/DDP
miR-NC miR-125a-5p inh-NC miR-125a-5p-in
CaSKi/DDP C-33A/DDP
E o al 2]

10 10

6.8%
Q3

6.1%
Q3

S Ay e s W | rreeeyremrbeemerego—e]
10 10 102 10 |DA mn 10 ‘02 10 |04 100 10 ‘02 |03 WA IO0 |0‘ |02 10 10‘
Annexin V-FITC Annexin V-FITC Annexin V-FITC Annexin V-FITC
miR-NC miR-125a-5p inh-NC miR-125a-5p-in
30 - - -
= miR-NC == inh-NC F s0.| ™= mRNC = inh-NC G CaSKI/DDP C-33A/DDP
’\0\ 254 mmmiR-125a-5p mm miR-125a-5p-in = “| == miR-125a-5p = miR-125a-5p-in
& E p.gp|- —-.| p.gpl--
2 o0+ Hxk <)) *x
© =1 % Ger 50 758
= = 404 :
g 15 a GSTx | W »I GSTn
§ 104 ..D_ 204 ” %0 - o0 2
Q o B-actin p-actin
g 5 2 -l enun -— e
0 S 0 miR-NC miR-125a-5p inh-NC miR-125a-5p-in

CaSKi/DDP C-33A/DDP

CaSKi/DDP

C-33A/DDP

Figure 2. Effects of miR-125a-5p on CC cell proliferation, apoptosis, ICs, of DDP and chemoresistance-related proteins. (A) RT-qPCR was used to detect the
transfection efficiency of miR-125a-5p mimics or miR-125a-5p inhibitors. (B-D) MTT assay and BrdU assay were used to detect the proliferation activity of
CaSKi/DDP and C-33A/DDP cells after transfection with miR-125a-5p mimics or miR-125a-5p inhibitors. (E) Effects of miR-125a-5p mimics or miR-125a-5p
inhibitors on apoptosis were detected by flow cytometry analysis. (F) MTT assay was used to detect the effect of miR-125a-5p mimics or miR-125a-5p
inhibitors on ICs, of DDP. (G) Effects of miR-125a-5p mimics or miR-125a-5p inhibitors on the expression of apoptotic protein were detected by western blot.
“P<0.05, “P<0.01 and ""P<0.001. miR, microRNA; RT-q, reverse transcription-quantitative; CC, cervical carcinoma; DDP, cisplatin; NC, negative control;
inh, inhibitor; OD, optical density; P-gp, anti-P-glycoprotein; GST-x, anti-glutathione S-transferase-s.

P-gp and GST-n protein were decreased (Fig. 4E-I). These
results indicated that LIMK1 enhanced the drug resistance
of DDP-resistant CC cells and targeting LIMK1 reversed the
chemoresistance.

miR-125a-5p reduces drug resistance of DDP-resistant
CC cells by absorbing LIMKI. To investigate the effect of
miR-125a-5p targeting LIMK1 on the chemoresistance of
CC cells, miR-125a-5p mimics and LIMK1 overexpressing
plasmids, miR-125a-5p inhibitors and si-LIMKI1 were
co-transfected into DDP resistant cells. RT-qPCR analysis
demonstrated that the transfections were successful (Fig. 5A).
Further experiments revealed that compared with the NC

group, the proliferation activity of cells in the LIMK1 group
was enhanced, while miR-125a-5p mimics inhibited this
effect (Fig. 5B-C). Also, LIMKI1 inhibited the apoptosis
rate of cells, while miR-125a-5p partially reversed this
effect (Fig. 5D). Compared with the NC group, in the overex-
pressing LIMKI1 group, the ICy, value of DDP was increased,
and P-gp and GST-x protein expression were upregulated,
but miR-125a-5p could attenuate these effects (Fig. SE-F). As
expected, compared with the si-NC group, LIMK1 knockdown
inhibited cell viability, promoted apoptosis, reduced the ICs,
value of DDP to cells, and downregulated P-gp and GST-n
protein expression, whereas miR-125a-5p inhibitors negatively
regulated these phenomena (Fig. 5B-F). These results implied
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that the function of miR-125a-5p on modulating the chemore-
sistance of CC cells was dependent on LIMKI.

Discussion

Chemotherapy is a crucial therapy for patients with CC to
prolong lifespan and improve quality of life, and DDP has
been widely used in clinical CC treatments (10,18). However,
the resistance of cancer cells to DDP during treatments
limits the efficacy of DDP (19). In recent years, numerous
studies have demonstrated that miRNAs and mRNAs feature
prominently in CC proliferation, metastasis, apoptosis and
DDP resistance (20-22). The present study demonstrated that
miR-125a-5p expression was downregulated in CC tissues
and cell lines compared with normal tissues or HUCECs. The
gain and loss of function experiments results indicated that
miR-125a-5p targeted LIMKI1 to inhibit CC cell proliferation,
promote apoptosis and reduce drug resistance to DDP.
miR-125a-5p is differentially expressed in various cancers,
such as colorectal cancer, bladder cancer, and breast cancer
and serves as a tumor suppressor and can affect tumor cell
proliferation, apoptosis and metastasis via regulating vascular
endothelial growth factor A, fucosyltransferase 4, BRCA1
associated protein 1 and ABL proto-oncogene 2 (23-26). For
instance, miR-125a-5p suppresses colorectal cancer progression
by targeting VEGFA (23). In CC, miR-125a-5p downregulates
ABL proto-oncogene 2 expression, thereby inhibiting cell
proliferation and migration (26). With in-depth study, it has been
found that miR-125a-5p can affect not only the growth and the
metastasis of tumor cells, but also the drug resistance of tumor
cells (27). In esophageal squamous cell carcinoma, miR-125a-5p
expression is downregulated and the sensitivity of cancer cells
to DDP is enhanced via activation of the STAT3 signaling
pathway (28). In the present study, it was found that compared
with normal tissues or HUCECsS, the expression of miR-125a-5p
was downregulated in CC tissues and cell lines; miR-125a-5p
mimics could inhibit the expression of drug resistance-related

proteins P-gp and GST-m, hinder cell proliferation, promote
apoptosis and decrease ICs, value in DDP resistant cells. The
results of transfection of miR-125a-5p inhibitors were opposite
to the aforementioned results, indicating that miR-125a-5p could
inhibit DDP resistance of CC cells.

LIMKI serves an essential regulatory role in proliferation,
metastasis and apoptosis of tumors, including colonic, ovarian,
and gastric cancer (29-31). It has been reported that LIMK1 was
highly expressed in NSCLC, and its high expression was closely
associated with advanced TNM stage and lymph node metas-
tasis; in addition, LIMK1 interference significantly increased the
sensitivity of NSCLC cells to DDP, suggesting that LIMK1 has
as a cancer-promoting role in NSCLC and enhances DDP resis-
tance (14). In the present study, RT-qPCR and western blotting
demonstrated that compared with normal tissues or HUCECs,
the expression of LIMK1 was upregulated in CC tissues and cell
lines. Overexpression of LIMK1 in the present study increased
the proliferation, inhibited the apoptosis of DDP-resistant
cells C-33A/DDP and CaSKi/DDP cells, increased the ICs,,
promoted the expression of resistance-related proteins P-gp and
GST-m and enhance the DDP resistance in CC.

The miRNA-mRNA axis exerts a critical part in the
progression of tumors, including CC (32-34). In recent years,
numerous studies demonstrated that the miRNA-mRNA axis
exerts a regulatory role in DDP resistance of CC, miR-130a
was found to directly target copper transporter protein 1
resulting in upregulation of DDP resistance in CC (35). In the
present study, the potential binding site between miR-125a-5p
and LIMK1 was predicted using the TargetScan database, and
the subsequent luciferase reporter activity assay demonstrated
that miR-125a-5p significantly decreased luciferase activity
of the LIMK1 WT reporter, but didn't reduce activity of the
LIMK1 MUT reporter. Western blotting assay results demon-
strated that miR-125a-5p negatively regulated the expression
of LIMKI1 protein. Additionally, by performing gain- and
loss-of-function experiments, the present study demonstrated
that miR-125a-5p impeded LIMKI1 expression and reduced
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the resistance of CC cells to DDP. The findings of the present
study not only partly explained the mechanism by which
miR-125a-5p modulated the chemoresistance of CC cells, but
also identified LIMKI1 as a novel target gene of miR-125a-5p.

The present study had some limitations. Firstly, other
target genes of miR-125a-5p were not identified. Future studies
investigating this will help to further clarify the mechanism of
miR-125a-5p in regulating the chemosensitivity of CC cells to
DDP. Secondly, whether miR-125a-5p modulates the chemosensi-
tivity of another chemotherapeutic drug apart from DDP deserves
further investigation. Thirdly, the detailed mechanism by which
miR-125a-5p/LIMKI1 regulates the expression of P-gp and GST-nt
is still unknown and should be the focus of future work.

In summary, compared with normal tissues or HUCECs,
in CC tissue and cell lines, miR-125a-5p expression is down-
regulated and LIMK1 expression is upregulated. LIMK1 is a
target gene of miR-125a-5p, which targets LIMK1 and inhibits
the resistance to DDP of CC cells. The findings of the present
study will improve the treatment of patients with CC.
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