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Abstract

Purpose Persistent infection with high-risk human papillomavirus (HR-HPV) is thought to play a prominent role in the initiation
and progression of almost all cases of cervical cancer. Previously, we and others found that microRNA 34a (miR-34a) may be
regulated by HR-HPV EG6 to contribute to the development of cervical cancer. Here, we aimed to identify the oncogenic potential
and clinical significance of a known miR-34a target, WNT1, in cervical squamous cell carcinoma (SCC) development and to
investigate the associated mechanisms underlying cervical SCC cell proliferation and invasion.

Methods WNT1 and miR-34a expression levels were assessed in primary cervical lesions using immunohistochemistry and
qRT-PCR, respectively. The cellular effects and the expression of its associated genes were examined in cervical SCC-derived
Siha and Caski cells after sSiRNA-WNT1 (downregulation) or miR-34a mimic (upregulation) treatment. A cervical SCC xeno-
graft mouse model was used to investigate the in vivo effects of miR-34a overexpression. HPV-16 E6/E7 expression was
inhibited by gene promoter siRNA targeting, after which the levels of miR-34a and WNT1 were examined.

Results WNT 1 protein upregulation was found to be associated with a poor prognosis in cervical SCC patients. In vitro assays in
Siha and Caski cells revealed that WNT1 downregulation decreased cell proliferation and invasion, inhibited WNT/[3-catenin
activation and affected the expression of E-cadherin and P-cadherin. MiR-34a upregulation resulted in decreased WNT1 expres-
sion. An inverse correlation between miR-34a and WNT1 expression was also observed in primary cervical SCC tissues. In
addition, we found that MiR-34a could regulate an E-cadherin to P-cadherin switch (E-P cadherin switch) to inhibit cell
proliferation and tumorigenesis in vitro and in vivo via inactivation of the WNT1/3-catenin pathway. Finally, we found that
decreased HPV-16 E6/E7 expression resulted in miR-34a upregulation and WNT1 downregulation in Siha and Caski cells.
Conclusions From our results we conclude that WNT1, as a target of miR-34a, can promote cervical SCC cell proliferation and
invasion by induction of an E-P cadherin switch via the WNT1/(3-catenin pathway. Our results may provide new options for the
treatment of patients with cervical SCC.
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expressions of downstream genes, microRNAs (miRNAs)
and signaling pathways, the exact mechanisms by which
HR-HPV E6/E7 induces cervical cancer initiation and pro-
gression are not yet fully elucidated. Our and other studies
showed that miR-34a, as an important tumor-suppressive
miRNA, may be regulated by HR-HPV EG6 to contribute to
these processes in a p53-dependent manner [4, 5].

The cadherin superfamily is an ancient family of adhesion
molecules of which the classical cadherins are most extensive-
ly studied. Deregulation and abnormal expression of classical
cadherins have not only been detected in different types of
cancer, but have also been found to contribute to their initia-
tion and development [6]. In our previous study, aberrantly
expressed classical cadherins, including epithelial cadherin
(E-cadherin) and placental cadherin (P-cadherin), were detect-
ed in cervical lesions and to be significantly associated with a
poor prognosis and survival in early-stage cervical squamous
cell carcinoma (SCC) patients [7]. In addition, we found that
exogenous expression of HPV-16 E6/E7 in cervical cell lines
significantly increased P-cadherin levels and decreased E-
cadherin levels, consequently leading to an E-cadherin to P-
cadherin switch (E-P cadherin switch) [8]. These results indi-
cate that HPV-16 E6/E7 may be involved in cervical cancer
initiation and progression by regulating the E-P cadherin
switch. However, the exact role of HPV-16 E6/E7 in the E-P
cadherin switch in SCC has so far remained unexplored.

The human Wingless-type (WNT) genes constitute an evo-
lutionarily conserved family of 19 members encoding secreted
glycoproteins that may regulate the [3-catenin-dependent
WNT signaling pathway. Aberrant WNT/[3-catenin pathway
activation has been reported to promote tumor growth, metas-
tasis and drug resistance [9]. More importantly, targeting the
WNT/{3-catenin pathway is regarded as a valuable therapeutic
option in many malignancies [10]. Recently, a genome-wide
expression study in cervical SCC samples with HPV-16 infec-
tion revealed that activation of the WNT/[3-catenin pathway
was regulated by HPV-16 [11]. Therefore, it was hypothesized
that activation of the WNT/3-catenin pathway represents an-
other hit in the multistep process of cervical carcinogenesis in
addition to persistent HR-HPV infection [12]. An association
between the WNT/(3-catenin pathway and cadherin switching
has been well-studied. In non-small cell lung cancer, for ex-
ample, it has been found that FOXP3 activates the WNT/[3-
catenin pathway, induces a cadherin switch and, by doing so,
contributes to tumor growth and metastasis [13]. It has also
been found that MgCl, and ZnCl, treatment can induce cyto-
skeleton remodeling in human umbilical vein endothelial cells
and stimulate a cadherin switch via activation of the WNT/[3-
catenin pathway, characterized by a decrease in E-cadherin
and an increase in N-cadherin [14]. WNT family member 1
(WNTT1) has been identified as a target of miRNA-34a (miR-
34a) [15], and it has been found that miR-34a can affect colon
cancer progression [16] and inhibit breast cancer proliferation
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[17] via inactivation of the WNT/{-catenin pathway. We,
therefore, set out to evaluate whether miR-34a may target
the WNT1/B-catenin pathway and, subsequently, induce an
E-P cadherin switch during cervical cancer development reg-
ulated by HPV-16 E6/E7.

In the present study, we examined the expression of WNT1
in normal cervical epithelium and cervical SCC tissues, and
explored the effect of decreased WNT1 expression on cervical
SCC cell behavior and the expressions of E-cadherin and P-
cadherin, as well as the expression of molecules associated
with the WNT/[3-catenin pathway in HPV-16 positive cervical
SCC-derived cell lines. Furthermore, we assessed the level of
miR-34a in the same cervical SCC tissues in which WNT1
expression was detected. To further explore how miR-34a
contributes to cervical SCC cell proliferation, invasion and
tumorigenesis by the regulation of WNT1 expression, both
in vitro and in vivo assays were used. Finally, associations
between HPV-16 E6/E7 and miR-34a and WNT1 expression
levels were investigated.

2 Materials and methods
2.1 Patients and tissue specimens

A total of 131 patients with cervical squamous cell carcinoma
(SCC) was enrolled in the present study. All patients
underwent radical hysterectomy with pelvic lymph node dis-
section and did not receive any anticancer therapy prior to
their surgery in Women’s Hospital, Zhejiang University
School of Medicine, between January 2007 and December
2009. Additionally, control normal cervical epithelial tissues
were collected from patients (n = 50) who underwent hyster-
ectomy due to benign gynecologic diseases. After surgical
removal, all cervical tissues were immediately snap frozen in
liquid nitrogen and stored at =70 °C until use. The HR-HPV
infection status was determined using a hybridization capture
2 (HC2). Hybribio Rapid HPV GenoAurray test kit (Hybribio
Limited, Hong Kong, CHN) allowing the assessment of dif-
ferent HR-HPV types in HR-HPV infected cervical SCC tis-
sues, including 15 high-risk types (16, 18, 31, 33, 35, 39, 45,
51, 52, 53, 56, 58, 59, 66 and 68). The use of all tissue spec-
imens was approved by the Hospital Research Ethics
Committee. Informed consent was obtained from all patients.

2.2 Cell culture and transfection

The HPV-16 positive cervical cancer cell lines Siha
(Catalogue number: TCHul13) and Caski (Catalogue num-
ber: TCHu137) and the HPV negative cervical cancer cell line
C33A (Catalogue number: TCHul76) were purchased from
the Shanghai Chinese Academy of Science cell bank
(Shanghai, CHN). A WNT1 targeting small interfering RNA
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(siRNA) (siR-WNT1), a HPV-16 E6/E7 promoter-targeting
siRNA and a siRNA negative control (siR-Cont) were chem-
ically synthesized by GeneChem Co., Ltd. (Shanghai, CHN).
The siRNA sequences are shown in Supplementary Table 1. A
miRNA-34a mimic (miR-34a) and a miRNA mimic negative
control (miR-Cont) were chemically synthesized by Biomics
Biotechnology Inc. (Jiangsu, CHN). The siRNAs and
miRNAs were transfected separately into Siha and Caski cells
at final concentrations of 30 nmol/L (siRNA) or 50 nmol/L
(miRNA), according to the manufacturer’s instructions. For
the in vivo animal experiments agomiR-miR-34a and
agomiR scramble were purchased from GenePharma Co.,
Ltd. (Shanghai, CHN).

2.3 Lithium chloride (LiCl) treatment

LiCl was purchased from Sigma Company (St. Louis,
MO, USA) and dissolved in phosphate buffer solution
(PBS). Siha or Caski cells were cultured overnight and
treated with LiCl at a final concentration of 30 mmol/L
for further study.

2.4 Cell counting kit-8 (CCK-8) assay

Cells were cultured separately in 96-well plates overnight and
subsequently transfected with siR-WNT1 or miR-34a
mimics. At the end of the indicated time points (24,
48, 72 and 96 h post-transfection) the cells were incu-
bated with 5 mg/ml CCK-8 solution (Dojindo,
Kumamoto, JPN) for 4 h. Next, the absorbance of the
samples was recorded at 450 nm using a GENios mul-
tifunction reader. The data presented are based on three
independent experiments.

2.5 Cell cycle and apoptosis assays

Flow cytometry was used for cell cycle and apoptosis analyses
at 48 h post-transfection. For the cell cycle analyses, the cells
were collected by trypsinization and fixed with 75% ethanol at
=20 °C for 24 h. Next, the cells were incubated with a
propidium iodide/PBS staining buffer (KeyGen, Nanjing,
CHN) at 37 °C for 30 min, after which the percentages of
G1, S and G2/M phase cells were calculated using Cell
Quest software. For the apoptosis assays, the cells were treated
by Annexin-V and propidium iodide (KeyGen, Nanjing,
CHN) and analyzed within 30 min after staining.
Quantification of fluorescence was performed by flow

cytometry.
2.6 Migration and invasion assays

The cells were suspended in 200 ul serum-free medium and
seeded into the upper chamber of a Transwell insert (Corning,

NY, USA). The lower chamber was filled with optimal medi-
um supplemented with 10% fetal bovine serum. After 24 h,
the cells on the upper surface of the membrane were wiped off,
while the cells that migrated to the lower surface were fixed,
stained with crystal violet and counted in four randomly se-
lected fields using an inverted microscope. To assess the in-
vasive capacity of the cells the same protocol was used, except
that the inserts were precoated with Matrigel (Corming, NY,
USA). The data are presented based on three independent
experiments.

2.7 Tumor formation in BALB/c-nu mice

BALB/c-nu mice (female, 4-6 weeks old and 16-20 g) were
purchased from the Laboratory Animals center of Zhejiang
University. All animal experiments were carried out in accor-
dance with the Guide for the Care and Use of
Laboratory Animals of Zhejiang University. After sub-
cutaneous inoculation of Siha cells to establish xeno-
graft models, the mice were randomly divided into
two groups (n=6/group). One group was injected with
5 nM agomiR-miR-34a, while the other group was
injected with 5 nM agomiR scramble through the lateral
tail vein every 4 days for 7 weeks. From the first day
after injection, the tumor volumes were measured every
3 days using a caliper. On day 54 the mice were
sacrificed, after which the tumors were removed,
photographed and weighed. The tumor tissues were recovered
and subsequently processed for TUNEL (KeyGen, Nanjing,
CHN) and Western blotting assays.

2.8 RNA extraction and quantitative RT-PCR
(qRT-PCR)

Total RNA was isolated from both cervical tissues and
transfected cells using the TRIzol method, according to the
manufacturer’s instructions. Subsequent qRT-PCR for mRNA
and miRNA quantifications were performed as described be-
fore. For mRNA quantification, glyceraldehyde-3-phosphate
dehydrogenase (GAPDH) was used as internal reference. For
miRNA quantification, small nucleolar RNA RNU6 (U6) was
used as endogenous control. The primers used are listed in
Supplementary Table 1. The miR-34a and U6 primers were
synthesized and provided by Biomics Biotechnology Inc.
(Jiangsu, CHN).

2.9 Western blotting

For this purpose, cells and tissues were collected in ice-cold
PBS and lysed in RIPA buffer supplemented with a proteinase
inhibitor cocktail. Next, Western blotting was performed as
described before. The primary antibodies used are listed in
Supplementary Table 2.
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2.10 Immunohistochemical staining

WNT1 protein expression was detected using immunohisto-
chemical staining in 181 primary cervical tissues. Briefly,
four-micron-thick sections were obtained from paraffin-
embedded tissues and, subsequently, incubated with a primary
antibody directed against WNT1 for 1 h at room tem-
perature. The immunohistochemical staining of each
sample was scored depending on staining intensity and
the percentage of cells stained. Specifically, the staining
intensity was assigned a rating from O to 3: 0 means
negative; 1 means weakly positive; 2 means moderately
positive; 3 means strongly positive. The staining distri-
bution was scored as 0 for < 10%; 1 for 10 to < 25%;
2 for 25 to < 50%:; 3 for 50 to < 75%; and 4 for 75 to < 100%.
Finally, the intensity and percentage scores were multiplied to
get an overall score. Scores < 4 were considered as low and >
4 as high expression.

2.11 Follow-up assays

The 131 patients with primary cervical SCC were followed-up
postoperatively through oral interviews at the clinic or by
phone calls. Regional tumor recurrence, distant metastasis
and patient survival were recorded. Disease-free survival
(DES) and overall survival (OS) times were calculated from
the day of the surgery until the day of recurrence or death. The
last day of follow-up was December 31, 2016. The
mean follow-up period was 90.88 months (range 12—
118 months) at the time of study closure. The recur-
rence and death rates were recorded during the follow-up pe-
riod. We recorded 22 recurrences (22/131, 16.79%) and 20
deaths (20/131, 15.27%).

2.12 Statistical analysis

All statistical analyses were performed using SPSS 23.0 for
windows software. The data are presented as the mean =+ stan-
dard deviation (SD). For both in vitro and in vivo assays, a
Student’s t test was used to determine statistical differences
between two groups. One-way ANOVA was used to deter-
mine statistical differences between multiple testing groups.
The Pearson’s chi-square test was used to analyze relation-
ships between WNTI1 or miR-34a levels and clinico-
pathological characteristics, as well as between WNT1
and miR-34a levels in 131 SCC tissues. Survival curves
were plotted using the Kaplan-Meier method and com-
pared by log-rank test. In the univariate and multivariate
analyses, the Cox proportional hazard method was used
to identify independent predictors of survival. All statis-
tical tests were two-sided, and p values < 0.05 were
considered to be statistically significant (* means
p<0.05; ** means p<0.01).
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3 Results

3.1 WNT1 protein expression is up-regulated
in cervical SCC tissues and correlates with poor
prognostic parameters

To evaluate the expression of WNT1 protein in cervical spec-
imens and to further investigate correlations of WNT1 expres-
sion with clinical parameters, we collected 50 normal cervical
epithelium (NC) and 131 primary cervical SCC tissues. We
found that WNT1 immunoreactivity was predominantly local-
ized in the cellular membrane and cytoplasm, but was less
evident in the nucleus (Fig. 1a). An increased WNT1 expres-
sion was observed in 69 of the 131 cervical SCC tissues com-
pared to 2 of the 50 NC tissues, and this difference was statis-
tically significant (p = 2.01E"°) (Supplementary Table 3). We
also determined correlations of WNT1 expression with clini-
cal parameters in the cervical SCC tissues (Table 1). We found
that increased WNT1 expression was significantly associated
with different HR-HPV types (p =0.035), FIGO stage (p =
0.042), depth of stromal invasion (p = 0.003), lymph vascular
space invasion (LVSI) (p = 0.020) and lymph node metastasis
(LNM) (p=0.011).

3.2 WNT1 downregulation results in decreased
proliferation and invasion of HPV-16 positive cervical
SCC cells

To investigate the role of WNTT in cervical cancer develop-
ment, we first assessed the level of WNT1 expression in HPV-
16 positive Siha and Caski cells and HPV-negative C33A
cells. Using Western blotting, we found that the WNT1 ex-
pression level was remarkably higher in the HPV-16 positive
than in the HPV-negative cervical SCC cells (Supplementary
Fig. 1a). Therefore, we selected the Siha and Caski cells for
our further analyses. We found that siRNA-mediated WNT
targeting in Siha and Caski cells effectively downregulated the
mRNA and protein levels of WNTT1 at 48 h post-transfection
(Fig. 1b). Subsequently, we examined the proliferation rates of
Siha and Caski cells using CCK-8 analyses, and found that
WNTI1 expression inhibition resulted in a reduced cellular
growth at 72 and 96 h post-transfection (p <0.05) (Fig. 1c).
We also tested cell cycle progression patterns using PI staining
and found that WNT 1 expression inhibition in Siha and Caski
cells led to a significant accumulation of cells in the G1 phase
and a reduction of cells in the S and G2/M phases (p < 0.05)
(Fig. 1d). Additionally, we found that the apoptosis rate was
increased in WNT1 downregulated cells as determined by
using an Annexin V&PI apoptosis detection kit, compared
to the respective negative controls (p < 0.01) (Fig. le). These
data suggest that decreased WNT1 expression may inhibit
cervical SCC cell growth through influencing cell cycle pro-
gression and apoptosis rates. Finally, our data indicate that
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WNT1 downregulation results in decreased cervical SCC cell
migration (p=0.003 and p=0.001) and invasion (p=
0.002 and p=1.12E™*) in Siha and Caski cells, respec-
tively (Fig. 1f).

3.3 WNT1 downregulation affects E-cadherin
and P-cadherin expression via the WNT/B-catenin
pathway in HPV-16 positive cervical SCC cells

To reveal a mechanistic link between WNT1 expression and
cell growth and invasiveness, we examined the levels of clas-
sical cadherins, including E-cadherin, P-cadherin and N-
cadherin (neural), in Siha and Caski cells with and without
siR-WNTT transfection. We found that decreased WNT1 ex-
pression resulted in upregulation of E-cadherin expression

(p=0.005, p=0.001) and downregulation of P-cadherin ex-
pression (p=0.002, p=1.09E %) at 48 h post-transfection
(Fig. 2a, b), respectively. The protein level of N-cadherin
was found to be too low to be detected in the respective cells
(Supplementary Fig. 1c). Furthermore, we examined the pro-
tein levels of total 3-catenin and nuclear [3-catenin, as well as
the mRNA levels of three downstream target genes (AXIN2,
BMP4 and FGF9) of the WNT/[3-catenin pathway (Fig. 2, a-
d). As expected, siR-WNT] transfection resulted in a signifi-
cant suppression of the expressions levels of total [3-catenin
(»p=0.001, p=0.003) and nuclear 3-catenin (p=0.041, p=
0.003) in Siha and Caski cells. Additional qRT-PCR analyses
revealed that WNT1 downregulation resulted in reduced
AXIN2 (p=1.39E*, p=0.020), BMP4 (p=2.55E %, p=
0.020) and FGF9 (p=0.030, p =0.030) expression levels.
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Lithium chloride (LiCl), which has been shown to stimulate

WNT/{3-catenin pathway activity and to increase the expres-
sion of total (3-catenin and nuclear (3-catenin, was added to the

Siha and Caski cells at a final concentration 30 mmol/L with
or without siR-WNT1 transfection. We found that LiCl ad-
ministration attenuated the inhibition of total and nuclear (3-

Table1  Association between WNT1 expression or miR-34a level and clinical parameters in 131 patients with cervical squamous cell carcinoma (SCC)

Characteristic n WNTI, n (%) p value miR-34a, n (%) p value
Low High Low High

Patient age (year) 0.958 0.243

<40 23 11 (8.4) 12(9.2) 15 (11.5) 8 (6.1)

> 40 108 51(38.9) 57 (43.5) 83 (63.3) 25(19.1)

Status of HR-HPV 0.570 0.317

Positive 94 45 (44.1) 49 (48.0) 68 (66.7) 26 (25.5)

Negative 8 3(2.9) 5(4.9) 7 (6.9) 1(1.0)

Different HR-HPV types 0.035 0.001

HPV-16/18 types 32 10 (12.7) 22 (27.8) 29 (36.7) 3(3.8)

Others HR-HPV types 47 26 (32.9) 21 (26.6) 28 (35.4) 19 (24.1)

FIGO stage 0.042 0.036

I 97 51(38.9) 46 (35.1) 68 (51.9) 29 (22.1)

I 34 11 (8.4) 23 (17.6) 30 (22.9) 4 3.1

Differentiation 0.457 0.770

Well/moderate 109 50 (38.2) 59 (45.0) 81 (61.8) 28(21.4)

Poor 22 12.(9.2) 10 (7.6) 17 (13.0) 5(3.8)

Tumor size (cm) 0.819 0.366

<4 115 54 (41.2) 61 (46.6) 88 (67.2) 27 (20.6)

>4 16 8 (6.1) 8 (6.1) 10 (7.6) 6 (4.6)

Stromal invasion 0.003 0.001

<2/3 82 47 (35.9) 35(26.7) 53 (40.5) 29 (22.1)

>2/3 49 15(11.4) 34 (26.0) 45 (34.4) 4 (3.1

Vaginal wall extension 0.981 1.0

Yes 17 8 (6.1) 9 (6.9) 13(9.9) 4 (3.1

No 114 54 (41.2) 60 (45.8) 85 (64.9) 29 (22.1)

Parametrial extension 0.447 0.099

Yes 11 4.1 7(5.3) 11 (8.4) 0(0.0)

No 120 58 (44.3) 62 (47.3) 87 (66.4) 33 (25.2)

Endometrial extension 0.619 0.731

Yes 3 1(0.8) 2 (1.5) 3(2.3) 0(0.0)

No 128 61 (46.6) 67 (51.1) 95 (72.5) 33 (25.2)

LVSI 0.020 0.007

Yes 54 19 (14.5) 35(26.7) 47 (35.9) 7(5.3)

No 77 43 (32.8) 34 (26.0) 51 (38.9) 26 (19.8)

Surgical margin 0.057 0.814

Clear 124 61 (46.6) 63 (48.1) 92 (70.2) 32 (24.4)

Involved 7 1(0.8) 6 (4.5) 6 (4.6) 1(0.8)

LNM 0.011 0.014

Yes 22 5@3.8) 17 (13.0) 21(16.0) 1(0.8)

No 109 57 (43.5) 52 (39.7) 77 (58.8) 32 (24.4)

FIGO, International Federation of Gynecology and Obstetrics; LVSI, lymph vascular space invasion; LNM, lymph node metastasis; HR-HPV, high-risk
human papillomavirus. Of 131 SCC patients, no information about HR-HPV infection status was available in 29 cases; Among 94 HR-HPV infected
cases, HPV-16/18 types: 32 cases, other HR-HPV types: 47 cases, unidentified types: 15 cases
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catenin protein expression and the suppression of AXIN2,
BMP4 and FGF9 expression induced by siR-WNT] transfec-
tion and, subsequently, partially recovered the expression of
E-cadherin and P-cadherin in siR-WNT1 transfected Siha and
Caski cells (Fig. 2, a-d).

3.4 MiR-34a alters E-cadherin and P-cadherin levels
via the WNT1/B-catenin pathway in HPV-16 positive
cervical SCC cells

WNTT1 has been reported to be a direct target of miR-34a in
several types of cancer. Using qRT-PCR, we found that the
miR-34a level was significantly lower in Siha and Caski cells
than in C33A cells (Supplementary Fig. 1b). Next, we used a
miR-34a mimic to upregulate the miR-34 level in Siha and
Caski cells and, subsequently, assessed their WNT1 expres-
sion. We found that increased miR-34a expression resulted in
reduced WNT1 mRNA and protein levels at 48 h post-
transfection (Supplementary Fig. 1d, e). Additionally, we used
qRT-PCR to assess the miR-34a level in the same cervical
SCC tissues in which expression of the WNT1 protein was
detected (see above). A significant inverse correlation (p =
0.01) between miR-34a and WNT1 expression was noted
(Supplementary Table 4). Taken together, our data suggest
that WNT1 is negatively regulated by miR-34a at the tran-
scriptional level in cervical SCC cells. Subsequently, we
assessed total and nuclear {3-catenin expression levels using
Western blotting, and AXIN2, BMP4 and FGF9 mRNA levels
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Fig. 2 SiRNA-mediated WNT1 silencing significantly affects E-
cadherin and P-cadherin expression and reduces the expression of
associated factors of the WNT/[3-catenin pathway in HPV-16 positive
cervical SCC cells. WNTT1 silencing significantly affects the expression
of E-cadherin and P-cadherin, and suppresses the expression of total and
nuclear (3-catenin 48 h post-transfection in Siha (a) and Caski (b) cells as

siRNA-WNT1 + 30mmol/L LiCl

using qRT-PCR after transfection of Siha and Caski cells with
miR-34a mimics. We observed significantly decreased total
[3-catenin (p=0.012, p=0.003) and nuclear [3-catenin (p =
0.029, p=0.001) protein levels, and decreased AXIN2 (p =
0.002, p =0.004), BMP4 (p=1.31E™*, p=0.001) and FGF9
(p=1.1E7°, p=0.004) mRNA levels in miR-34a-
overexpressing Siha and Caski cells, respectively (Fig. 3, a-
d). Our Western blotting results additionally revealed that ex-
ogenous miR-34a expression significantly upregulated the E-
cadherin (»p=0.002, p=0.001) and downregulated the P-
cadherin (p =0.008, p =0.002) levels, respectively. We failed
to detect N-cadherin expression in these cells using Western
blotting (Supplementary Fig. 1c).

3.5 Exogenous miR-34a overexpression reduces
the proliferation and invasion of HPV-16 positive
cervical SCC cells

To verify the role of miR-34a in cervical cancer initiation and
progression, we upregulated the miR-34a level in Siha and
Caski cells using miR-34a mimics (Fig. 4b). We found that
the proliferation rates of Siha cells (p =0.030, p =0.012) at 72
and 96 h and Caski cells (p =0.008) at 96 h post-transfection
were significantly decreased (Fig. 4c), that the apoptosis rates
were increased and that cell cycle progression was blocked at
the G1 phase at 48 h post-transfection, compared to the respec-
tive negative controls (p <0.05) (Fig. 4d, e). Moreover, we
found using Transwell migration and invasion assays that the
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sented as mean+SD; n=3
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Fig. 3 MiR-34a targets the WNT1/3-catenin pathway and, subse-
quently, regulates the E-P cadherin switch. Exogenous miR-34a
over-expression, using miR-34a mimics, significantly suppresses the ex-
pression of WNT]1 and total and nuclear 3-catenin protein, and affects the
expression of E-cadherin and P-cadherin at 48 h post-transfection in

migration and invasion capacities of Siha (»p =0.003 and p =
0.001) and Caski (p=0.001 and p=0.002) cells transfected
with miR-34a mimics were significantly reduced (Fig. 4f).

3.6 MiR-34a suppresses tumor growth and promotes
apoptosis via inactivation of the WNT1/ B-catenin
pathway in vivo

To assess the tumor suppressive role of miR-34a overexpres-
sion in vivo, we constructed a BALB/c-nu mouse xenograft
model by injecting Siha cells. We found that the mice that were
subsequently injected with agomiR-miR-34a showed a slower
tumor growth than those injected with agomiR scramble
(p<0.05) (Fig. 5, a-e). Consistently, we found that the tumor
weights in the agomiR-miR-34a group were significantly lower
than those in the agomiR scramble group (p =0.001). To deter-
mine the apoptotic rates in the tumor tissues between different
treatment groups a TUNEL assay was used. Higher apoptotic
rates in tumor tissues extracted from the agomiR-miR-34a
group than in those from the agomiR scramble group were
noted following 7 injections (Fig. 5f). Consistent with these
results, we found that the WNT1 and P-cadherin protein levels
were significantly decreased, and that the E-cadherin protein
level was significantly increased in the agomiR-miR-34a group,
whereas no difference in 3-catenin protein levels were observed
between the two groups, as measured by Western blotting (Fig.
5g). Collectively, these data indicate that miR-34a may regulate
the E-P cadherin switch to inhibit in vivo tumor growth in a
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HPV-16 positive cervical SCC Siha (a) and Caski (b) cells as determined
by Western blotting. Exogenous miR-34a over-expression also results in
reduced AXIN2, BMP4 and FGF9 expression in Siha (¢) and Caski (d)
cells as determined by qRT-PCR. Data are presented as mean+ SD; n=3

mouse xenograft model, at least in part, by targeting the WNT1/
[3-catenin pathway.

3.7 MiR-34a expression is frequently decreased in SCC
tissues and is associated with poor prognostic clinical
parameters

In contrast to the WNT1 protein expression level, we found
that the miR-34a level in the same SCC tissues was signifi-
cantly decreased (p =4.7E">) compared to that of normal cer-
vical tissues (Fig. 4a). Furthermore, we assessed correlations
between miR-34a expression levels and clinical parameters in
cervical SCC tissues (Table 1). Based on our qRT-PCR results,
a 75th percentile of 1.32 was used as cut-off point for patients
with a high or low miR-34a level, respectively. Among
131 SCC tissues tested, 33 exhibited high miR-34a
levels and 98 low miR-34a levels. We found that low
miR-34a levels were significantly associated with differ-
ent HR-HPV types (p=0.001), FIGO stage (p =0.036),
depth of stromal invasion (p=0.001), LVSI (p =0.007)
and LNM (»p=0.014).

3.8 HPV-16 E6/E7 simultaneously regulates miR-34a
and WNT1 expression in HPV-16 positive cervical SCC
cells

Previously, we found that HPV-16 E6/E7 may regulate
an E-P cadherin switch to promote cervical SCC cell
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Fig. 4 Exogenous miR-34a over-expression reduces the proliferation
and invasion of HPV-16 positive cervical SCC cells. a The miR-34a
level is lower in cervical SCC tissues (n=131) compared to that in nor-
mal cervical tissues (n=150) as determined by qRT-PCR. b Exogenous
miR-34a over-expression significantly increases the miR-34a level in

growth and invasion [8]. To determine the effect of
HPV-16 E6/E7 on the expression of miR-34a and
WNTI1, we reduced the level of E6 and E7 in HPV-16
positive Siha and Caski cells using a HPV-16 E6/E7
promoter-targeting siRNA [18]. We found that the re-
duction in HPV-16 E6/E7 expression resulted in miR-34a up-
regulation (p =0.006 and p =0.047), as determined by qRT-
PCR, and downregulation of WNT1 expression (p =0.002
and p=0.007), as determined by Western blotting, in Siha
and Caski cells (Fig. 6a, b).

3.9 WNT1 and miR-34a expression levels
are associated with patient survival

To investigate the prognostic value of WNT1 and miR-
34a expression, survival curves were used to determine
their association with disease-free survival (DFS) and
overall survival (OS) in 131 cervical SCC patients.
Significance was assessed using univariate and multivar-
iate Cox regression models. Kaplan-Meier analysis re-
vealed that high WNTI1 expression and low miR-34a
expression were associated with shorter DFS (p=0.001
and p=0.004) and OS (p=3.35E* and p =0.006) times

rET— kYo merica

®miR-Cont  ®miR-3a mimics

Siha and Caski cells as determined by qRT-PCR. Exogenous miR-34a
over-expression inhibits cervical SCC cell proliferation (c¢), blocks cervi-
cal SCC cell cycle progression (d), increases cervical SCC cell apoptosis
(e) and decreases cervical SCC cell migration and invasion (f)

(Fig. 7 and Table 2). More importantly, we found using
univariate and multivariate analyses that elevated WNT1
expression, besides FIGO stage and LNM, served as an
independent prognostic factor of DFS (p=0.047) in cer-
vical SCC patients. These data suggest that WNTI1, as a
target of miR-34a, can predict the prognosis and surviv-
al of cervical SCC patients.

4 Discussion

In the past decades, cervical cancer has been studied exten-
sively. WNT/[3-catenin pathway activation was found to be
present in >70% of the cases and to play an important role in
their occurrence and progression. Specifically, WNT inhibito-
ry factor 1, a secreted WNT antagonist, was found to be down-
regulated in human cervical cancer tissues, and to be able to
inhibit cervical cancer cell proliferation and invasion in vitro
and in vivo through inhibition of the WNT/[3-catenin pathway
[19]. WNT]1 is a key member of the WNT family. The WNT1
protein was initially identified as a virus-induced proto-onco-
gene in mouse mammary tumors. Subsequent accumulating
evidence revealed its important role in a variety of
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Fig.5 MiR-34a suppresses in vivo tumor growth in BALB/c-nu mice
via inactivation of the WNT1/p-catenin pathway. a, b Xenograft
tumors after 5 nM agomiR-miR-34a or agomiR scramble treatment. ¢
qRT-PCR results showing that the miR-34a levels are significantly higher
in the agomiR-miR-34a group than in agomiR scramble group. Tumor

malignancies, including the cervical adenocarcinoma cell line
Hela [20]. As yet, however, its aberrant expression has not
been reported in cervical SCC tissues. We found that the ex-
pression of WNT1 was significantly upregulated in cervical
SCC tissues relative to normal cervical tissues and correlated
with a poor prognosis. In addition, we found that decreased
WNTI expression in HPV-16 positive cervical SCC cells
inhibited their proliferation, migration and invasion, blocked
their cell cycle in the G1 phase and promoted their apoptosis.
These data suggest that WNT1 may function as a potential
oncogene in cervical SCC cells.

Epithelial mesenchymal transition (EMT) is a physiologi-
cal process that operates in the context of embryogenesis,
wound healing and cancer development, driving epithelial
cells to a mesenchymal state [21]. With their loss of polarity
and connection with the basement membrane via EMT, tumor
cells acquire higher migration and invasion capacities.
However, the molecular mechanism underlying EMT remains
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weights (d) and volumes (e) measured in the agomiR-miR-34a and
agomiR scramble groups. f TUNEL assay confirming the effect of miR-
34a overexpression on the apoptotic rates in the tumor tissues. g Western
blotting showing aberrant WNT1, (3-catenin, E-cadherin and P-cadherin
expression in tumor tissues from the two treatment groups

complex, and a series of signaling molecules regulating EMT
has been identified, including TGF-$, ERK/p-ERK,
MAPK/p-MAPK, AKT/p-AKT, Smad/p-Smad, Notch and
WNT/B-catenin [22, 23]. In recent years, the WNT/f3-
catenin pathway has gradually gained attention in HR-HPV
induced cervical cancer [24-26]. The classical cadherin fam-
ily is comprised of various proteins, including E-cadherin, N-
cadherin and P-cadherin, all of which are required for normal
cell-cell adhesion. A number of studies has shown that dereg-
ulation and abnormal expression of classical cadherins may
result in aberrant adherent junctions, eventually contributing
to the initiation and progression of malignancies [27]. More
importantly, cadherin switches (referred to as switches from
E-cadherin to P-cadherin or E-cadherin to N-cadherin) have
been regarded as key hallmarks of EMT [28] and to be in-
volved in TGF-f signaling-induced EMT [29]. Previously, we
found that aberrant E-cadherin expression led to increased
migration and invasion of cervical SCC cells and could serve
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as a key biomarker for a poor prognosis of early-stage cervical
SCC [7, 8]. Furthermore, we found that P-cadherin could af-
fect the expression of E-cadherin and p120 catenin, thereby
contributing to cervical cancer initiation and progression [30].
These results suggested an important role of the E-P cadherin
switch in cervical SCC development. The regulatory mecha-
nism underlying the interaction between the E-P cadherin
switch and cervical SCC development remained, however,
unidentified. Our current data revealed that a reduction in
WNTI1 expression resulted in E-cadherin upregulation and
P-cadherin downregulation, as well as downregulation of total
and nuclear (3-catenin protein expression in Siha and Caski
cells. In addition, we found that the expression of the WNT/[3-
catenin pathway downstream genes AXIN2, BMP4 and FGF9
was significantly decreased in WNT1-silenced Siha and Caski
cells. LiCl is a well-defined activator of the WNT/[3-catenin
pathway, increasing total and nuclear {3-catenin expression
[31]. We found that aberrant E-cadherin and P-cadherin ex-
pression induced by WNTI silencing could partially be re-
versed by LiCl treatment. Therefore, we conclude that
WNTT1 regulates the E-P cadherin switch and, subsequently,
promotes cervical SCC cell growth and invasion, at least part-
ly through WNT/3-catenin pathway activation.

MicroRNAs (miRNAs) constitute a class of small endoge-
nous non-coding RNAs with a length of approximately 18-25
nucleotides that may affect target gene expression at both the
transcriptional and post-transcriptional level [32, 33]. Cervical
cancer, like many other cancers, has been found to exhibit
aberrant expression of both oncogenic and tumor suppressive
miRNAs. MiR-34a is one of the most informative miRNAs
among these miRNAs. Its level in cervical lesions and cancer
has been shown to serve as a predictive biomarker for
distinguishing different HR-HPV infected cervical lesion
types [34]. Furthermore, it has been reported to serve as a
potential therapeutic target [35]. Several studies have provided
evidence that miRNAs can regulate the WNT/[3-catenin path-
way by directly targeting WNT components [36]. However,
exactly determining the association between miR-34a expres-
sion and the WNT/[3-catenin pathway in cervical SCC is chal-
lenging. A recent study, using both bioinformatic target pre-
diction and dual-luciferase reporter assays, has suggested that
WNTI1 may be a direct downstream target of miR-34a [15].
Here, a negative correlation between miR-34a and WNT1
expression in 131 cases of cervical SCC was noted, and
miR-34a was found to be associated with adverse prognostic
factors. Furthermore, we exogenously upregulated the
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expression of miR-34a in cervical cancer cell lines and found,
both in vitro and in vivo, that the mRNA and protein levels of
WNT1 were significantly decreased. Therefore, we conclude
that WNT1 may serve as a target of miR34a in cervical SCC
and can be regulated by this miRNA at the transcriptional
level. We also examined the levels of total and nuclear (3-
catenin, and expression of the downstream genes AXIN2,
BMP4 and FGF9 of the WNT/[3-catenin pathway, and found
that all of them decreased after transfection of a miR-34a
mimic into Siha and Caski cells. More importantly, we ob-
served increased E-cadherin and decreased P-cadherin expres-
sion levels in miR-34a overexpressing Siha and Caski cells,
both in vitro and in vivo. Finally, we examined the prolifera-
tion, invasion and growth of cervical SCC cells and found that
miR-34a overexpression decreased WNT1 expression and
inhibited the proliferation, invasion and growth, and promoted
apoptosis of these cells both in vitro and in vivo. Therefore,
our results suggest that miR-34a can inactivate downstream
factors of the WNT/(3-catenin pathway through directly
targeting WNTT, thereby altering cervical SCC cell growth,
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development and invasion by regulating the E-P cadherin
switch.

High-risk (HR) HPV persistent infections have been shown
to be key drivers of cervical cancer initiation and progression,
but different HR-HPV types may have different oncogenic
activities [37]. HPV-16/18 are most carcinogenic among the
different HR-HPV types. Although we found no statistically
significant association between WNT1 or miR-34a levels and
HR-HPYV infection status in 131 primary cervical SCC tissues,
we did find that the HPV-16/18 positive cases exhibited a
more aberrant expression of miR-34a and WNT1 than the
other HR-HPV positive cases. Furthermore, we found that
siRNA mediated HPV-16 E6/E7 silencing resulted in miR-
34a upregulation and WNT1 downregulation in HPV-16 pos-
itive Siha and Caski cells. These results indicate that HPV-16
E6/E7 may be involved in the processes regulating miR-34a
and WNT1 expression in cervical SCC cells. Future investi-
gations aimed at resolving correlations between HPV-16 E6/
E7 expression levels and miR-34a-mediated modulation of
the WNT1/f-catenin and E-P cadherin switch pathways
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Table 2 Univariate and

multivariate analyses of Characteristic Disease-free survival Overall survival

associations between prognostic

value and disease-free and overall HR 95% Cl p value HR 95% ClI p value

survival rates in 131 patients with

cervical squamous cell Univariate analyses

cancer (SCC) Age 0.701 0.259-1.901 0.485 1.145 0.336-3.908 0.829
Status of HR-HPV 1.312 0.173-9.937 0.792 1.203 0.158-9.152 0.858
Different HR-HPV types 1.307 0.681-2.511 0.421 1.279 0.648-2.524 0.478
FIGO stage 7.866  3.200-19.334 7.1E° 8.420 3.230-21.954 13E7°
Differentiation 0.801 0.237-2.708 0.722 0.872 0.256-2.975 0.827
Tumor size 1.754 0.593-5.184 0.309 1.382 0.405-4.719 0.605
Stromal invasion 13.256 3.918-44.854 32E7° 11.708 3.427-40.003 8.7E°
Vaginal wall extension 2.159 0.796-5.855 0.131 2434 0.884-6.700 0.085
Parametrial extension 6.409 2.491-16.490 1287 6.892 2.632-18.041 84E
Endometrial extension 4.597 1.073-19.696 0.040 2332 0.312-17.441 0.409
LVSI 5.723 2.110-15.523 0.001 5.000 1.816-13.766 0.002
Surgical margin 5.243 1.771-15.520 0.003 3.620 1.059-12.368 0.040
LNM 17.188  6.947-42526  7.6E'° 13818  5472-34896  28E°
MiR-34a level 0.030 0.001-1.587 0.083 0.030 0.000-1.963 0.100
WNTI expression 6.497 1.992-21.966 0.003 9.015 2.091-38.868 0.003
Multivariate analyses
FIGO stage 4413 1.639-11.883 0.003 4.807 1.711-13.503 0.003
Stromal invasion 2.625 0.611-11.280 0.195 2.599 0.597-11.321 0.203
Parametrial extension 2.114 0.666-6.711 0.204 1.789 0.600-5.332 0.297
Endometrial extension 0.558 0.109-2.865 0.485 - - -
LVSI 1.228 0.364-4.136 0.740 1.129 0.322-3.953 0.850
Surgical margin 0.814 0.246-2.697 0.736 0.445 0.121-1.631 0.222
LNM 6.998 2.387-20.518 397 5.517 1.766-17.235 0.003
WNTT1 expression 3.527 1.015-12.251 0.047 4.394 0.985-19.601 0.052

FIGO, International Federation of Gynecology and Obstetrics; LVSI, lymph vascular space invasion; LNM,
lymph node metastasis; HR, hazard ratio; 95% CI, 95% confidence interval; HR-HPV, high-risk human

papillomavirus

may be instrumental to resolve the molecular mechanisms
underlying cervical SCC initiation and progression.

Patients with early-stage cervical SCC have a relatively
better prognosis. The major prognostic factors affecting sur-
vival among patients with cervical SCC are stage, nodal sta-
tus, tumor volume, depth of cervical stromal invasion and
LVSI. Disease stage is the most important prognostic factor,
followed by lymph node status. In order to improve the sur-
vival, the effect of several molecular alterations has been stud-
ied in early-stage cervical SCC. The most relevant alterations
were found in E-cadherin [7], ROR2 [38], URG4 [39] and
Ubiquitin-specific protease 22 [40]. Here, we found that
WNT1 and miR-34a are associated with both DFS and OS
in 131 patients with early-stage cervical SCC and, most im-
portantly, both univariate and multivariate analyses confirmed
that WNTT1 serves as an independent prognostic biomarker of
SCC, similar to FIGO staging and LNM. Hence, our results
suggest that WNT1, as a target of miR-34a, may serve as a

biomarker for a poor survival of early-stage cervical SCC
patients.

5 Conclusions

From our data, we found that WNT1 acts as a cervical SCC
promoting factor regulating E-P cadherin switching through
the WNT/(3-catenin pathway, thereby promoting tumor cell
growth and invasion. MiR-34a downregulation may activate
downstream genes of the WNT/B-catenin pathway and
enhance the E-P cadherin switch, thereby contributing to
cervical SCC initiation and progression. HPV-16 E6/E7
may simultaneously regulate miR-34a and WNTI ex-
pression in HPV-16 positive cervical SCC cells.
Further studies are required to clarify the exact under-
lying mechanism and to design targeted miR-34a and
WNTI1-based therapies.

@ Springer



502

B. Li et al.

Acknowledgements This study was supported by the Zhejiang
Provincial Natural Science Foundation of China (Grant No.
LY18H160004) and the National Natural Science Foundation of China
(Grant No. 81202066, and 81672568). The funders had no role in the
study design, data collection and analysis, the decision to publish or the
preparation of the manuscript.

Compliance with ethical standards

Conflict of interest The authors declare no conflict of interest.

Open Access This article is licensed under a Creative Commons
Attribution 4.0 International License, which permits use, sharing,
adaptation, distribution and reproduction in any medium or format, as
long as you give appropriate credit to the original author(s) and the
source, provide a link to the Creative Commons licence, and indicate if
changes were made. The images or other third party material in this article
are included in the article's Creative Commons licence, unless indicated
otherwise in a credit line to the material. If material is not included in the
article's Creative Commons licence and your intended use is not
permitted by statutory regulation or exceeds the permitted use, you will
need to obtain permission directly from the copyright holder. To view a
copy of this licence, visit http://creativecommons.org/licenses/by/4.0/.

References

1. L.A. Torre, F. Bray, R.L. Siegel, J. Ferlay, J. Lortet-Tieulent, A.
Jemal, Global cancer statistics, 2012. CA Cancer J Clin 65, 87—
108 (2015)

2. A. Nayak, S. Das, D. Nayak, C. Sethy, S. Narayan, C.N. Kundu,
Nanoquinacrine sensitizes 5-FU-resistant cervical cancer stem-like
cells by down-regulating Nectin-4 via ADAM-17 mediated
NOTCH deregulation. Cell Oncol 42, 157-171 (2019)

3. S.H. Lee, J.S. Vigliotti, V.S. Vigliotti, W. Jones, From human pap-
illomavirus (HPV) detection to cervical cancer prevention in clini-
cal practice. Cancers 6, 2072-2099 (2014)

4. B.Li, Y.Hu, F. Ye, Y. Li, W. Lv, X. Xie, Reduced miR-34a expres-
sion in normal cervical tissues and cervical lesions with high-risk
human papillomavirus infection. Int J Gynecol Cancer 20, 597-604
(2010)

5. R.Zhang, J. Su, S.L. Xue, H. Yang, L.L. Ju, Y. Ji, K.H. Wu, Y.W.
Zhang, Y.X. Zhang, J.F. Hu, M.M. Yu, HPV, E6/p53 mediated
down-regulation of miR-34a inhibits Warburg effect through
targeting LDHA in cervical cancer. Am J Cancer Res 6, 312-320
(2016)

6. F. van Roy, Beyond E-cadherin: Roles of other cadherin superfam-
ily members in cancer. Nature Rev Cancer 14, 121-134 (2014)

7. B. Li, H. Shi, F. Wang, D. Hong, W. Lv, X. Xie, X. Cheng,
Expression of E-, P- and N-Cadherin and its clinical significance
in cervical squamous cell carcinoma and precancerous lesions. PloS
one 11, 0155910 (2016). https://doi.org/10.1371/journal.pone.
0155910

8. D. Hu, J. Zhou, F. Wang, H. Shi, Y. Li, B. Li, HPV-16 E6/E7
promotes cell migration and invasion in cervical cancer via regulat-
ing cadherin switch in vitro and in vivo. Arch Gynecol Obstet 292,
1345-1354 (2015)

9. R. Kleszcz, A. Szymanska, V. Krajka-Kuzniak, W. Baer-
Dubowska, J. Paluszczak, Inhibition of CBP/beta-catenin and por-
cupine attenuates Wnt signaling and induces apoptosis in head and
neck carcinoma cells. Cell Oncol 42, 505-520 (2019)

10.  J.N. Anastas, R.T. Moon, WNT signalling pathways as therapeutic
targets in cancer. Nature Rev Cancer 13, 11-26 (2013)

@ Springer

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

C. Perez-Plasencia, G. Vazquez-Ortiz, R. Lopez-Romero, P. Pina-
Sanchez, J. Moreno, M. Salcedo, Genome wide expression analysis
in HPV16 cervical cancer: Identification of altered metabolic path-
ways. Infec Agents Cancer 2, 16 (2007)

C. Perez-Plasencia, A. Duenas-Gonzalez, B. Alatorre-Tavera,
Second hit in cervical carcinogenesis process: Involvement of
wnt/beta catenin pathway. Int Arch Med 1, 10 (2008)

S.Yang, Y. Liu, M.Y. Li, C.S.H. Ng, S.L. Yang, S. Wang, C. Zou, Y.
Dong, J. Du, X. Long, L.Z. Liu, I.Y.P. Wan, T. Mok, M.J.
Underwood, G.G. Chen, FOXP3 promotes tumor growth and me-
tastasis by activating Wnt/beta-catenin signaling pathway and EMT
in non-small cell lung cancer. Mol Cancer 16, 124 (2017)

S. Pan, L. An, X. Meng, L. Li, F. Ren, Y. Guan, MgCI2 and ZnCI2
promote human umbilical vein endothelial cell migration and inva-
sion and stimulate epithelial-mesenchymal transition via the Wnt/
beta-catenin pathway. Exp Ther Med 14, 4663—4670 (2017)

S.T. Hashimi, J.A. Fulcher, M.H. Chang, L. Gov, S. Wang, B. Lee,
MicroRNA profiling identifies miR-34a and miR-21 and their tar-
get genes JAG1 and WNTT in the coordinate regulation of dendritic
cell differentiation. Blood 114, 404-414 (2009)

N. Sun, G. Zhang, Y. Liu, Long non-coding RNA XIST sponges
miR-34a to promotes colon cancer progression via Wnt/beta-
catenin signaling pathway. Gene 665, 141-148 (2018)

W. Si, Y. Li, H. Shao, R. Hu, W. Wang, K. Zhang, Q. Yang, MiR-
34a inhibits breast Cancer proliferation and progression by targeting
Wntl in Wnt/beta-catenin signaling pathway. Am J Med Sci 352,
191-199 (2016)

Li BH, Zhou JS, Ye F, Cheng XD, Zhou CY, Lu WG, Xie X,
reduced miR-100 expression in cervical cancer and precursors
and its carcinogenic effect through targeting PLK1 protein. Eur J
Cancer 47, 2166-2174 (2011)

I. Ramachandran, E. Thavathiru, S. Ramalingam, G. Natarajan,
W.K. Mills, D.M. Benbrook, R. Zuna, S. Lightfoot, A. Reis, S.
Anant, L. Queimado, Wnt inhibitory factor 1 induces apoptosis
and inhibits cervical cancer growth, invasion and angiogenesis
in vivo. Oncogene 31, 2725-2737 (2012)

X.L. Tang, L. Lin, L.N. Song, X.H. Tang, Hypoxia-inducible miR-
152 suppresses the expression of WNT1 and ERBB3, and inhibits
the proliferation of cervical cancer cells. Exp Biol Med 241, 1429-
1437 (2016)

N.M. Aiello, T. Brabletz, Y. Kang, M.A. Nieto, R.A. Weinberg,
B.Z. Stanger, Upholding a role for EMT in pancreatic cancer me-
tastasis. Nature 547, E7-E8 (2017). https://doi.org/10.1038/
nature22963

L. Cao, L. Qi, L. Zhang, W. Song, Y. Yu, C. Xu, L. Li, Y. Guo, L.
Yang, C. Liu, Q. Huang, Y. Wang, B. Sun, B. Meng, B. Zhang, W.
Cao, Human nonsense-mediated RNA decay regulates EMT by
targeting the TGF-ss signaling pathway in lung adenocarcinoma.
Cancer Lett 403, 246-259 (2017)

M. Zhang, D. Wang, T. Zhu, R. Yin, RASSF4 overexpression in-
hibits the proliferation, invasion, EMT, and Wnt signaling pathway
in osteosarcoma cells. Oncology Res 25, 83-91 (2017)

H. Li, W. Zhang, M. Yan, J. Qiu, J. Chen, X. Sun, X. Chen, L. Song,
Y. Zhang, Nucleolar and spindle associated protein 1 promotes
metastasis of cervical carcinoma cells by activating Wnt/beta-
catenin signaling. J Exp Clin Cancer Res 38, 33 (2019)

S. Gupta, P. Kumar, B.C. Das, HPV, Molecular pathways and tar-
gets. Curr Problems Cancer 42, 161-174 (2018)

J. Chen, Signaling pathways in HPV-associated cancers and thera-
peutic implications. Rev Med Virol 25(Suppl 1), 24-53 (2015)

P. Tiwari, A. Mrigwani, H. Kaur, P. Kaila, R. Kumar, P.
Guptasarma, Structural-mechanical and biochemical functions of
classical cadherins at cellular junctions: A review and some hy-
potheses. Adv Exp Med Biol 1112, 107-138 (2018)

E. Scarpa, A. Szabo, A. Bibonne, E. Theveneau, M. Parsons, R.
Mayor, Cadherin switch during EMT in neural crest cells leads to


http://creativecommons.org/licenses/by/4.0/
https://doi.org/10.1371/journal.pone.0155910
https://doi.org/10.1371/journal.pone.0155910
https://doi.org/10.1038/nature22963
https://doi.org/10.1038/nature22963

WNTT, a target of miR-34a, promotes cervical squamous cell carcinoma proliferation and invasion by... 503

29.

30.

31.

32.

33.

34.

35.

contact inhibition of locomotion via repolarization of forces. Dev
Cell 34, 421-434 (2015)

Y. Ma, H. Zhang, C. Xiong, Z. Liu, Q. Xu, J. Feng, J. Zhang, Z.
Wang, X. Yan, CD146 mediates an E-cadherin-to-N-cadherin
switch during TGF-beta signaling-induced epithelial-
mesenchymal transition. Cancer Lett 430, 201-214 (2018)

B. Li, D. Gong, F. Wang, X. Wan, P-cadherin promotes cervical
cancer growth and invasion through affecting the expression of E-
cadherin and p120 catenin. Eur J Gynaecol Oncol 40, 224-231
(2019)

N.D. Hendrix, R. Wu, R. Kuick, D.R. Schwartz, E.R. Fearon, K.R.
Cho, Fibroblast growth factor 9 has oncogenic activity and is a
downstream target of Wnt signaling in ovarian endometrioid ade-
nocarcinomas. Cancer Res 66, 1354—-1362 (2006)

D.P. Bartel, MicroRNAs: Genomics, biogenesis, mechanism, and
function. Cell 116, 281-297 (2004)

S. Ebrahimi, S.I. Hashemy, MicroRNA-mediated redox regulation
modulates therapy resistance in cancer cells: Clinical perspectives.
Cell Oncol 42, 131-141 (2019)

J. Ribeiro, H. Sousa, MicroRNAs as biomarkers of cervical cancer
development: A literature review on miR-125b and miR-34a. Mol
Biol Rep 41, 1525-1531 (2014)

Y. Saito, T. Nakaoka, Saito H, microRNA-34a as a therapeutic
agent against human cancer. J Clin Med 4, 1951-1959 (2015)

36.

37.

38.

39.

40.

K. Huang, J.X. Zhang, L. Han, Y.P. You, T. Jiang, P.Y. Pu, C.S.
Kang, MicroRNA roles in beta-catenin pathway. Mol Cancer 9, 252
(2010)

E. Lavezzo, G. Masi, S. Toppo, E. Franchin, V. Gazzola, A.
Sinigaglia, S. Masiero, M. Trevisan, S. Pagni, G. Palu, L. Barzon,
Characterization of intra-type variants of oncogenic human papil-
lomaviruses by next-generation deep sequencing of the E6/E7 re-
gion. Viruses 8, 79 (2016)

B. Sun, X. Ye, L. Lin, M. Shen, T. Jiang, Up-regulation of ROR2 is
associated with unfavorable prognosis and tumor progression in
cervical cancer. Int J Clin Exp Pathol 8, 856-861 (2015)

L. Zhang, H. Huang, L. Zhang, T. Hou, S. Wu, Q. Huang, L. Song,
J. Liu, URG4 overexpression is correlated with cervical cancer
progression and poor prognosis in patients with early-stage cervical
cancer. BMC Cancer 14, 885 (2014)

M. Yang, Y.D. Liu, Y.Y. Wang, T.B. Liu, T.T. Ge, G. Lou,
Ubiquitin-specific protease 22: A novel molecular biomarker in
cervical cancer prognosis and therapeutics. Tumour Biol 35, 929—
934 (2014)

Publisher’s note Springer Nature remains neutral with regard to jurisdic-
tional claims in published maps and institutional affiliations.

@ Springer



	WNT1,...
	Abstract
	Abstract
	Abstract
	Abstract
	Abstract
	Introduction
	Materials and methods
	Patients and tissue specimens
	Cell culture and transfection
	Lithium chloride (LiCl) treatment
	Cell counting kit-8 (CCK-8) assay
	Cell cycle and apoptosis assays
	Migration and invasion assays
	Tumor formation in BALB/c-nu mice
	RNA extraction and quantitative RT-PCR (qRT-PCR)
	Western blotting
	Immunohistochemical staining
	Follow-up assays
	Statistical analysis

	Results
	WNT1 protein expression is up-regulated in cervical SCC tissues and correlates with poor prognostic parameters
	WNT1 downregulation results in decreased proliferation and invasion of HPV-16 positive cervical SCC cells
	WNT1 downregulation affects E-cadherin and P-cadherin expression via the WNT/β-catenin pathway in HPV-16 positive cervical SCC cells
	MiR-34a alters E-cadherin and P-cadherin levels via the WNT1/β-catenin pathway in HPV-16 positive cervical SCC cells
	Exogenous miR-34a overexpression reduces the proliferation and invasion of HPV-16 positive cervical SCC cells
	MiR-34a suppresses tumor growth and promotes apoptosis via inactivation of the WNT1/ β-catenin pathway �in�vivo
	MiR-34a expression is frequently decreased in SCC tissues and is associated with poor prognostic clinical parameters
	HPV-16 E6/E7 simultaneously regulates miR-34a and WNT1 expression in HPV-16 positive cervical SCC cells
	WNT1 and miR-34a expression levels �are associated with patient survival

	Discussion
	Conclusions
	References




