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miR-576-5Sp promotes epithelial-to-mesenchymal
transition in colorectal cancer by targeting the
WntS5a-mediated Wnt/p-catenin signaling pathway
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Abstract. Colorectal cancer (CRC) is one of the most common
types of malignancy and the third most commonly diagnosed
form of cancer worldwide, ranking as the fourth leading cause
of cancer-associated mortality. MicroRNA (miR)-576-5p has
been reported to be highly expressed in patients with CRC;
however, its biological role remains unclear. The present
study aimed therefore to investigate the biological role and
underlying mechanism of miR-576-5p in CRC cell line
SW480. The viability of SW480 cells following transfection
with miR-576-5p mimic or inhibitor was analyzed using MTT
assay. Wound healing and Transwell assays were performed
to determine the cell migratory and invasive abilities,
respectively. A dual luciferase reporter assay was used to verify
the predicted binding site between miR-576-5p and Wnt5a.
Reverse transcription-quantitative PCR and western blotting
were used to analyze the expression levels of miR-576-5p,
E-cadherin, N-cadherin, vimentin, Snaill, Wnt5a, (3-catenin,
c-myc, cyclin DI and p/t-c-Jun. Using bioinformatics analysis,
high expression of miR-576-5p was found not only in tumor
tissues, compared with the normal tissue, but also in CRC
cells, compared with NCM460 cells. Furthermore, the
inhibition of miR-576-5p expression significantly decreased
the cell viability and the migratory and invasive abilities of
SW480 cells, and suppressed the epithelial-to-mesenchymal
transition (EMT). In addition, miR-576-5p could interact with

Correspondence to: Dr Yuan Zhu, Institute of Cancer and Basic
Medicine of Chinese Academy of Sciences; Department of Radiation
Oncology, Cancer Hospital of The University of Chinese Academy of
Sciences; Zhejiang Key Laboratory of Radiation Oncology, Zhejiang
Cancer Hospital, 1 Banshan East Road, Hangzhou, Zhejiang 310022,
P.R. China

E-mail: zhuyuan191@163.com

Key  words:  colorectal  cancer, miR-576-5p, Wnt53a,
epithelial-to-mesenchymal transition, Wnt/B-catenin signaling

WntSa and regulate the expression level of Wnt5a in order to
influence the activity of Wnt/B-catenin signaling. The results
from rescue experiments further demonstrated that the effect
of miR-576-5p overexpression on cell metastasis and EMT was
reversed by Wnt5a overexpression or treatment with XAV-939,
which is an inhibitor of the Wnt/B-catenin signaling pathway.
In conclusion, the findings from the present study suggested
that inhibition of miR-576-5p may suppress SW480 cell
metastasis and EMT by targeting Wnt5a and regulating the
Wnt5a-mediated Wnt/f3-catenin signaling pathway, providing
a potential therapeutic target for the treatment of CRC.

Introduction

Colorectal cancer (CRC) is the third most diagnosed cancer
worldwide and the fourth leading cause of cancer-related
mortality, accounting for >1.4 million new cases and
700,000 deaths annually (1). Thanks to improved screening
programs and standardized treatments, the mortality rate of
CRC has declined in the past 30 years; however, the recur-
rence and metastasis still contribute to a poor response
to CRC treatment, with only 50% of patients surviving
5 years (2-4). Better understanding of CRC pathogenesis is
therefore urgently required in order to develop novel effective
therapeutic strategies.

MicroRNAs (miRNAs/miRs) are a group of small,
non-coding RNAs of 18-25 nucleotides in length, which
can negatively regulate targeted genes at the post-tran-
scriptional level by directly binding to their 3'-untranslated
region (3'-UTR) (5). It has been reported that miRNAs are
highly involved in various biological processes, including
cell differentiation, apoptosis and metabolism (6). Previous
studies demonstrated that aberrantly expressed miRNAs may
be closely associated with various types of human cancer,
in which miRNAs were reported to be involved in tumor
initiation and development (7,8). For example, miR-324-3p is
aberrantly high-expressed in gastric cancer, and overexpres-
sion of miR-324-3p promotes cell growth, migration and
decreased apoptosis of gastric cancer (8); miR-125a is down-
regulated in cervical cancer, and serves an important role in
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its cell proliferation and progression (9). In addition, miRNAs
have been reported to serve as effective biomarkers for the
early diagnosis and prognosis of patients with cancer (10).
A previous study demonstrated that miR-576-5p might be
a potential tumor-promoting oncomiR in several types of
human tumor (11). Kordass ef al (11) reported that miR-576-5p
enhances the invasion of melanoma cells in vitro. In addition,
miR-576-5p was also found to be upregulated in esophageal
cancer, where it was found to be involved in cancer cell migra-
tion and invasion, suggesting that it might serve as a predictor
of cancer prognosis (12,13). However, the role of miR-576-5p
in CRC remains unknown. In a previous study using a miRNA
microassay from 50 patients with colon cancer and 44 healthy
controls, the expression level of miR-576-5p in patients was
significantly higher compared with controls (14). Furthermore,
miR-576-5p expression levels are more highly expressed at
TNM stage ITII/IV compared with TNM stage I/11, suggesting
that miR-576-5p might be considered as an effective diagnostic
marker for CRC (14). However, the exact role of miR-576-5p
in CRC remains unclear and the biological functions of
miR-576-5p are unknown. Further investigation is therefore
required to determine whether miR-576-5p could regulate the
biological functions of CRC cells, in addition to understanding
the underlying mechanism.

The present study performed a series of in vitro experi-
ments to determine the role and underlying mechanism of
miR-576-5p in CRC and its effect on CRC development. The
findings from this study may provide a novel therapeutic target
and serve the development of novel strategy for the treatment
of CRC.

Materials and methods

Data analyses and bioinformatics. miRNA-576-5p expression
from 459 CRC samples and 8 normal samples (adjacent cancer
tissues) were retrieved from the TCGA data portal (https://
tcga-data.nci.nih.gov.).

Cell culture and transfection. The human normal colonic
epithelial cell line NCM460 and the human CRC cell lines
HCT116, SW620 and SW480, were obtained from The Cell
Bank of Type Culture Collection of the Chinese Academy of
Sciences. Cells were cultured in DMEM, supplemented with
10% FBS, and 1% penicillin-streptomycin (all from Gibco;
Thermo Fisher Scientific, Inc.), and maintained in a humidi-
fied chamber with 5% CO, at 37°C.

miR-576-5p mimic (miR-576-5p), miR-576-5p inhibitor
(anti-miR-576-5p) and corresponding negative control (NC),
as well as pcDNA3.1-Wnt5a (Wnt5a) and its negative control
(vector), were synthesized by Shanghai GenePharma Co.,
Ltd. SW480 cells were seeded in 6-well plates at a density of
1x10° cells/well and cultured at 37°C for 24 h. SW480 cells
were subsequently transfected with 100 nM miR-576-5p
mimic, 100 nM miR-576-5p inhibitor, 100 nM negative
control, as well as 10 nM pcDNA3.1-Wnt5a and its vector
using Lipofectamine® 2000 (Invitrogen; Thermo Fisher
Scientific, Inc.), according to the manufacturer's protocol.
After 48 h, the expression of miR-576-5p and Wnt5a could
be observed, and the transfected cells were collected for
subsequent experiments.

MTT assay. SW480 Cells were seeded into 96-well plates at a
density of 1x10* cells/well and were cultured in a humidified
incubator with 5% CO, at 37°C for 48 h. Subsequently, 10 ul
MTT solution (5 mg/ml; Beyotime Institute of Biotechnology)
was added into each well and incubated for 4 h. Subsequently,
100 1 DMSO was then added to each well to dissolve the
formazan crystals. The absorbance was measured at 490 nm
using a microplate reader.

Wound healing assay. Cells were plated into 6-well plates in
DMEM supplemented with 10% FBS. Once cells reached 85%
confluence, a 20-ul pipette tip was used to make a wound in
the cell monolayer. Cells were washed twice with PBS and
incubated with complete medium without FBS. After 24 h, the
wound healing process was monitored under a phase contrast
microscope (magnification, x100). The migratory distance was
analyzed to quantify the cell migration ability.

Transwell assay. Transwell chambers (8-ym pore; Corning
Inc.) precoated with 50 ul Matrigel (BD Biosciences) were
placed into 24-well plates. SW480 cells (1x10°) were plated
into the upper chamber without serum, whereas complete
medium supplemented with 10% FBS was placed into the
lower chamber. Following incubation for 24 h, cells remaining
in the upper chamber were removed carefully with a cotton
swab. Cells that have invaded the lower chamber were stained
with crystal violet and the invasive cells were counted under a
light microscope (magnification, x100).

Reverse transcription-quantitative (RT-q) PCR. Total RNA
was extracted from cells using TRIzol® reagent (Invitrogen;
Thermo Fisher Scientific, Inc.), according to the manufac-
turer's instructions. Total RNA was reverse transcribed into
cDNA using the PrimeScript™ 1Ist Strand cDNA Synthesis
kit (Takara Bio, Inc.). The expression levels were deter-
mined by qPCR using the 7500 Real-Time PCR system
(Applied Biosystems; Thermo Fisher Scientific, Inc.). The
thermal cycling conditions were: Initial denaturation at
95°C for 10 min, followed by 32 cycles of denaturation at
95°C for 15 sec, annealing at 60°C for 30 sec and extension
at 75°C for 40 sec. The primers were obtained from Sangon
Biotech (Shanghai, China) and the primer sequences were:
miR-576-5p, forward, 5"-TTGGGTCAAGAGTCAGAAGTT
T-3' and reverse, 5" TGGCTTCTACTTGTCCTTTCC-3";
Wnt5a, forward, 5-ATGCAGTACATTGGAGAAGGTG-3/,
reverse, 5'-CGTCTCTCGGCTGCCTATTT-3";, U6, forward,
5'-AAAGCAAATCATCGGACGACC-3', reverse, 5'-GTA
CAACACATTGTTTCCTCGGA-3"; GAPDH, forward,
5'-ATCATCCCTGCCTCTACTGG-3'; reverse, 5'-GTCAGG
TCCACCACTGACAC-3'. Relative mRNA level was quanti-
fied using 244% method (15). U6 and GAPDH were used as
internal control.

Western blotting. Total protein was extracted from cells
using RIPA lysis buffer (Cell Signaling Technology, Inc.).
Total protein was measured using a bicinchoninic acid assay
kit (Pierce; Thermo Fisher Scientific, Inc.). Equal amounts
of proteins (30 pg/lane) were separated by 12% SDS-PAGE
and subsequently transferred onto nitrocellulose membranes.
Membranes were blocked with 5% nonfat dried milk at
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room temperature for 1 h and incubated with the primary
antibodies against Wnt/B-catenin signaling-related proteins:
Whnt5a (1:1,000; cat. no. ab179824), [3-catenin (1:5,000;
cat. no. ab32572), cyclin DI (1:200; cat. no. ab16663), c-myc
(1:1,000; cat. no. ab32072), p-c-Jun (1:1,000; cat. no. ab32385)
andc-Jun(1:1,000;cat.no.ab40766);epithelial-to-mesenchymal
transition (EMT)-related proteins: E-cadherin (1:1,000;
cat. no. ab40772), vimentin (1:1,000; cat. no. ab92547),
N-cadherin (1:5,000; cat. no. ab76011) and Snail (1:1,000;
cat. no. ab216347); GAPDH (1:1,000; cat. no. ab8245 all from
Abcam) at 4°C overnight. Membranes were then incubated
with the corresponding horseradish peroxidase-conjugated
anti-rabbit (1:2,000; cat. no. sc-2004) or anti-mouse IgG
secondary antibodies (1:2,000; cat. no. sc-2005; both Santa
Cruz Biotechnology, Inc.) at room temperature for 2 h. Bands
were visualized using enhanced chemiluminescence system
(Pierce; Thermo Fisher Scientific, Inc.) and analyzed using
a LAS-4000 image document instrument (FUJIFILM Wako
Pure Chemical Corporation). ImageJ software version 1.46
(National Institutes of Health) was used to analyze the gray
value of protein bands and the relative expression levels were
normalized to endogenous control GAPDH.

Dual-luciferase reporter assay. TargetScan (http://www.
targetscan.org/) was used to predict the putative binding sites
between miR-576-5p and Wnt5a, which was then verified by
dual-luciferase reporter assay. Wild-type Wnt5a (Wnt5a-WT)
and mutated Wnt5a (Wnt5a-MUT) were cloned into the
pMIR-REPORT luciferase vectors (Ambion; Thermo Fisher
Scientific, Inc.). After the SW480 cells reached a density
of 80%, they were co-transfected with 100 ng Wnt5a-WT/
Wnt5a-Mut and 150 nM miR-576-5p mimic/miR-NC using
Lipofectamine® 2000 (Invitrogen; Thermo Fisher Scientific,
Inc.) according to the manufacturer's protocol. After trans-
fection for 48 h, luciferase activity was analyzed using
Dual-Luciferase Assay Kit (Promega Corporation). The rela-
tive luciferase activity was normalized to Renilla luciferase
activity.

Statistical analysis. Statistical analysis was performed using
SPSS 19.0 software (IBM Corp.) and data were presented as
the means + standard deviation. Statistical differences were
determined using Student's t test for comparison between two
groups and a one-way ANOVA followed by a Tukey's post
hoc test for multiple comparisons. P<0.05 was considered to
indicate a statistically significant difference.

Results

miR-576-5p expression level is upregulated in CRC tissues.
TCGA database was used to determine the expression level
of miR-576-5p in clinical samples. As presented in Fig. 1A,
the expression level of miR-576-5p in CRC tissues was
significantly increased compared with that of normal tissues.
Furthermore, miR-576-5p expression level was expressed at
higher levels in CRC cell lines HCT116, SW620 and SW480
compared with the human normal colonic epithelial cell line
NCM460 (Fig. 1B). Since SW480 cells expressed the highest
level of miR-576-5p, this cell line was selected in subsequent
experiments.

miR-576-5p inhibition inhibits cell viability and migra-
tory and invasive abilities. To investigate the biological role
of miR-576-5p in SW480 cells, miR-576-5p was inhibited
(Fig. 1C). The cell viability was significantly decreased
following inhibition of miR-576-5p (Fig. 1D). In addition,
miR-576-5p inhibition significantly decreased the migratory
and invasive abilities of SW480 cells in the wound healing and
Transwell assays, respectively (Fig. 1E-H). miR-576-5p inhibi-
tion may therefore alter CRC cell biology.

Inhibition of miR-576-5p reduces EMT. EMT serves a pivotal
role in the development of metastatic tumors and it is respon-
sible for most cancer-associated mortality cases, which are
usually associated with cell invasion (16). In the present study,
the protein expression of E-cadherin, vimentin, N-cadherin
and Snail was assessed using western blotting to determine
whether miR-576-5p could induce EMT in SW480 cells. The
results demonstrated that the expression of the epithelial cell
adhesion molecule E-cadherin was significantly upregulated
following miR-576-5p was inhibited, whereas the expression of
its transcriptional repressor Snail was downregulated (Fig. 2).
Furthermore, upon inhibition of miR-576-5p, the expression
of mesenchymal-associated proteins, including vimentin
and N-cadherin, was significantly decreased, suggesting that
miR-576-5p inhibition may successfully suppress EMT.

miR-576-5p targets Wnt5a and regulates the -catenin signaling
pathway. To further investigate the potential mechanism of
miR-576-5p function in SW480 cells, TargetScan (http:/www.
targetscan.org/) was used to identify the putative genes which
had a possible binding site on miR-576-5p. Wnt5a was predicted
to have binding site on miR-576-5p (Fig. 3A). To verify the inter-
action between miR-576-5p and Wnt5a, 3'UTR reporter vectors
(WT; Wnt5a 3'UTR) containing the predicted sequences were
constructed. The dual luciferase reporter assay demonstrated
that miR-576-5p mimic significantly decreased the relative
Renilla luciferase activity, which was not the case when the
predicted sites were mutated (MUT; Wnt5a 3'UTR; Fig. 3B). The
mRNA level of miR-576-5p was significantly upregulated when
cells were transfected with miR-576-5p mimic (Fig. 3C). The
results from RT-qPCR and western blotting confirmed that the
mRNA and protein expression levels of Wnt5a were regulated by
miR-576-5p, as its expression levels were downregulated in the
presence of the miR-576-5p mimic and upregulated following
miR-576-5p inhibition (Fig. 3D and E). Wnt5a, one of the Wnt
ligands, is known to act through the B-catenin-independent
non-canonical signaling pathway (17). The present study
investigated whether Wnt5a could activate or repress 3-catenin
signaling following the differential expression of miR-576-5p
in cells. The results from western blotting demonstrated that
miR-576-5p overexpression significantly increased the expres-
sion of 3-catenin, c-Myc, cyclin D1 and phosphorylated (p)-c-Jun,
whereas the inhibition of miR-576-5p had the opposite effect
(Fig. 3F). Therefore, these results suggested that miR-576-5p
may target WntSa and regulate the 3-catenin signaling pathway.

Wnt5a overexpression reverses the effects of miR-576-5p on
SWA480 cells. The contribution of Wnt5a and [3-catenin signaling
in miR-576-5p-mediated functions in SW480 cells was explored.
pcDNA-Wnt5a was transfected into SW480 cells to overexpress



4 LUO et al: miR-576-5p PROMOTES THE DEVELOPMENT OF COLORECTAL CANCER

>

550:[ *

500

250
200

150+

100+

Expression level of miR-576-5p

50+

C
§ 1.5
I3
1]
L
Qo —
3 1.0{ /I
©
>
2 ok
& 0.5
©
~
A
x
g€ 0.0 T
o < R
N » »
& & &
? X
L
E Control anti-miR-NC

Oh

24 h

B
QL
lt?
2 44
I.t?
x
£ 34
k]
[
E 2- Kekk
<
g 1
% 1
[
2
E 0 : o
2 \9‘3’ NS
& ®
D
1.5-
13
c
8 10 I
®
g F*kk
S 0.5
a
o
0.0 .
& ¥ R
& & &
& &
& &
&
&
anti-miR-576-5p
T F
@ 1.5q
[
c
S
S 1.0{ —I— T
i=
g -
3
S 0,51
3
2
K
Q
X 0.0 .
o O R
dS* {ﬁé ‘ﬂbb
o £ &
& &
X
H &
o 1.57
€
. 1 [
anti-miR-576-5p 2
% 1.0 ——
g
£
3 ok
$ 0.5
2
K
[5)
% 0.0 ;
sg} Q}gb R
< S &
& &

Figure 1. miR-576-5p was upregulated in CRC and inhibition of miR-576-5p suppressed cell viability and migratory and invasive abilities. (A) Expression
level of miR-576-5p from 459 CRC samples and 8 normal samples were retrieved from The Cancer Genome Atlas database. "P<0.05. (B) miR-576-5p level was
detected in the CRC cell lines HCT116, SW620 and SW480, and the human normal colonic epithelial cell line NCM460 using RT-gPCR. ““P<0.001 vs. NCM460.
(C) SW480 cells were transfected with miR-576-5p inhibitor and the level of miR-576-5p was detected by RT-qPCR. (D) Cell viability was determined by
MTT assay. (E and F) Cell migratory ability was determined using wound healing assay (magnification, x100). (G and H) Cell invasive ability was determined

ok

using Transwell assay (magnification, x100).
transcription quantitative PCR.

Whnt5a (Fig. 4A) or cells were treated with XAV-939 to inhibit
the activation of Wnt/B-catenin signaling. The cell viability
and migratory and invasive abilities were subsequently evalu-
ated. The results demonstrated that upregulated expression of

P<0.001 vs. anti-miR-NC. miR, microRNA; NC, negative control; CRC, colorectal cancer; RT-qPCR, reverse

miR-576-5p significantly improved SW480 cell viability, which
was partially reversed by Wnt5a overexpression or treatment
with XAV-939 (Fig. 4B). The results also showed that the effects
of upregulated miR-576-5p on the cell migratory or invasive
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Figure 2. Inhibition of miR-576-5p decreased epithelial-to-mesenchymal transition. Following miR-576-5p downregulation, the protein expression of E-cadherin,
vimentin, N-cadherin and Snail were detected using western blotting. “P<0.01 and ““P<0.001 vs. anti-miR-NC. miR, microRNA; NC, negative control.

abilities were suppressed following Wnt5a overexpression or
XAV-939 treatment (Fig. 4C-F). These findings suggested that
miR-576-5p may exert its role on SW480 cell viability and migra-
tory and invasive abilities by regulating WntSa and [-catenin
signaling.

miR-576-5p regulates EMT by targeting Wnt5a and activating
Wnt/f-catenin signaling. The effects of Wnt5a and X AV-939
on miR-576-5p-induced EMT were investigated. The results
demonstrated that miR-576-5p mimic significantly decreased
the expression of E-cadherin, and increased the expression
of vimentin, N-cadherin and Snaill (Fig. 5), suggesting
that miR-576-5p may promote EMT in SW480 cells.
miR-576-5p-mediated EMT could then be reversed by either
Whnt5a overexpression or XAV-939 treatment, indicating that
miR-576-5p mediated EMT in SW480 cells through Wnt5a
and B-catenin signaling.

To confirm the association between miR-576-5p and
Whnt5a, the effect of miR-576-5p mimic in the presence or
absence of Wnt5a overexpression or XAV-939 treatment on
Wnt/pB-catenin signaling was evaluated. The results demon-
strated that miR-576-5p significantly increased the expression
of B-catenin, c-Myc, cyclin D1 and p-c-Jun (Fig. 6). These
miR-576-5p-mediated changes were then reversed by either
Whnt5a overexpression or XAV-939 treatment, indicating that
miR-576-5p could mediate biological functions in SW480
cells via Wnt/B-catenin signaling.

Discussion

The aberrant expression or dysfunction of miRNAs has been
reported to be closely associated with the progression of

numerous types of human cancers, by regulating the molecular
functions of cancer cells, including cell proliferation, meta-
static ability and drug resistance (18,19). Increasing evidence
has revealed that numerous miRNAs have a prominent role
in CRC, serving as either diagnostic markers or therapeutic
targets. For example, miR-92a can promote tumorigenesis of
CRC and has become a useful biomarker for early detection
of CRC in both serum and stool (20). Reduced miR-4319 is
correlated with poor prognosis in CRC patients, and miR-4319
might become a therapeutic target for CRC treatment (21).
However, the precise role of miR-576-5p in CRC remains
unclear. The present study aimed therefore to understand
the potential role of miR-576-5p in CRC. The results from
the present study demonstrated that the expression level of
miR-576-5p was upregulated in CRC cancer cells compared
with normal colonic epithelial cells, which was consistent
with a previous study (14). A miR-576-5p inhibitor was subse-
quently transfected into cancer cells to inhibit miR-576-5p
expression and changes in SW480 cells were thus observed.
The results demonstrated that miR-576-5p inhibition signifi-
cantly decreased SW480 cell viability and migratory and
invasive abilities. These results suggested that the inhibition of
miR-576-5p may exert an anti-cancer effect by weakening the
metastatic ability of CRC cells.

Distant metastases are major contributors to
cancer-associated mortality, which often lead to therapeutic
failure in patients (22). Cancer cell metastasis involves a series
of reactions regulated by various factors, with EMT regarded
as one of the most critical factors responsible for the infiltra-
tion and metastasis of ~90% of epithelial malignant tumors in
humans (23). EMT consists in the differentiation of epithelial
cells into mesenchymal cells, which is characterized by the
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Figure 3. miR-576-5p targeted Wnt5a and regulated -catenin signaling pathway. (A) Putative binding site of miR-576-5p and Wnt5a was predicted by
TargetScan. (B) Dual-luciferase report assay was conducted to confirm the predicted binding site. (C) SW480 cells were transfected with miR-576-5p mimic
and miR-576-5p level was determined using RT-qPCR. (D and E) miR-576-5p was upregulated or downregulated and mRNA level and protein expression
of Wnt5a were measured using RTq-PCR and western blotting, respectively. (F) Protein expression of f3-catenin, c-myc, cyclin DI, p-c-Jun and c-Jun were

determined using western blotting. "P<0.05, “P<0.01 and ““P<0.001. miR, microRNA; NC, negative control; CRC, colorectal cancer; RT-qPCR, reverse
transcription quantitative PCR; MUT, mutant; WT, wild-type; p, phosphorylated.

loss of E-cadherin, a marker of epithelial characteristics, and
the increase in N-cadherin, a marker of mesenchymal char-
acteristics (24,25). In the present study, results from western
blotting demonstrated that miR-576-5p inhibition signifi-
cantly increased the expression of E-cadherin and decreased
the expression of N-cadherin, vimentin and Snaill, suggesting
that the inhibition of miR-576-5p may alleviate EMT in
SW480 cells and effectively inhibit cancer cell metastasis,

providing a potential therapeutic effect of miR-576-5p inhibi-
tion in CRC.

Subsequently, the present study investigated the poten-
tial mechanism responsible for the suppressive effect of
miR-576-5p inhibition on cell viability, migratory and invasive
abilities, and EMT. Wnt5a was identified as the direct target
of miR-576-5p, which was regulated by miR-576-5p. Wnt5a,
a member of the Wnt signaling protein family, was found
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(C and E) Cell migratory ability was determined using wound healing assay (magnification, x100). (D and F) Cell invasive ability was determined using
Transwell assay (magnification, x100). “P<0.01 and ““"P<0.001. miR, microRNA; NC, negative control.

to regulate various molecular functions through binding to
different receptors on the cellular surface (26). Accumulating
evidence has suggested that Wnt5a serves a crucial role
in the pathogenesis of numerous types of human cancers,
where Wnt5a exerts both oncogenic and tumor suppressive
effects in various types of cancer (27). For instance, Wnt5a
is highly expressed in patients with nasopharyngeal cancer,
especially those with poor survival (28). Furthermore, Wnt5a
expression level is positively correlated with the severity of
melanoma as its expression increases following the progres-
sion of melanoma, suggesting that Wnt5a expression might be
considered as a risk factor for the outcome of the diseases (29).
However, Wnt5a was identified to serve as a tumor suppressor
in hepatocellular carcinoma (HCC) and breast cancer. Several
downstream signaling pathways involved in cancer cell metas-
tasis were reported to be tightly controlled by Wnt5a in HCC

and breast cancer (30-32). In CRC, Wnt5a is known to exert
anti-cancer effects. For example, Li and Chen (33) reported
that both mRNA and protein expression of Wnt5a was
decreased in the highly metastatic human colon cancer cells,
and Cheng et al (34) demonstrated that the expression level
of Wnt5a was significantly downregulated in most patients
with primary colon cancer. Restoring Wnt5a may therefore be
considered as an innovative therapeutic target. In the present
study, Wnt5a overexpression reversed miR-576-5p-induced
EMT, cell viability and migratory and invasive abilities,
suggesting that Wnt5a may be used to inhibit cell metastasis
in SW480 cells.

Wnt5a, a member of the Wnt family of proteins, activates the
canonical or non-canonical Wnt signaling pathway depending on
the receptor context (35). As a key component of Wnt signaling,
[-catenin serves as the marker of the pathway activation. In
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previous studies, Wnt5a was discovered to be an antagonist
of the f-catenin-dependent Wnt signaling pathway (26,33).
Furthermore, it was reported that Wnt/p-catenin signaling
participates in the regulation of tumor signaling transduction
and promotes the proliferation, differentiation and metastasis
of tumor cells (36). In addition, Wnt/B-catenin signaling has
been demonstrated to have a major impact on EMT during
cancer progression. Upon the absence of Wnt, -catenin and
E-cadherin attach to the cell membrane (37,38). The loss
of E-cadherin activates the Wnt pathway, which facilitates
the translocation of f-catenin into the nucleus to initiate the
transcription of various downstream target genes, including
cyclin D1, c-Myc and c-Jun, which eventually promote the
malignant progression of cells (37,38). Furthermore, c-myc is
an important proto-oncogene associated with tumor occurrence
and development. The cancer gene c-myc possesses the function
of molecular switch in gene transcription and cell regulation,
and is activated during the transition from colorectal adenoma
to adenocarcinoma, leading to c-myc with abnormal activation,
increased protein expression and promotion of cell prolifera-
tion (39). Activation of -catenin is the key nuclear effector of
Wnt pathway, and increased cytoplasmic and nuclear transloca-
tion of B-catenin promotes the combination between [3-catenin
and the T-cell factor (TCF)/lymphoid enhancer-binding
factor (LEF) transcription factor family (40). c-myc is a
well-established target gene of (3-catenin/TCF transcription
factor complex, and aberrant nuclear accumulation of 3-catenin
and constitutive upregulation of c-myc are believed to be the
basis of colorectal tumorigenesis (41,42). In the present study,
‘Wnt/B-catenin was activated following miR-576-5p overexpres-
sion. In addition, the results from the present study revealed that
the upregulation of 3-catenin, as well as of its downstream target
genes c-Myc, cyclin D1 and c-Jun, may account for the suppres-
sion of Wnt5a by miR-576-5p, suggesting that miR-576-5p
may activate Wnt/f3-catenin signaling by silencing Wnt5a. To
further validate the regulatory role of Wnt5a in CRC, Wnt5a
was overexpressed in SW480 cells, and cells were treated with
X AV-939, an inhibitor of the Wnt/B-catenin signaling pathway.
The results demonstrated that both Wnt5a overexpression
and XAV-939 treatment exhibited similar inhibitory effects
on Wnt/f-catenin signaling. In addition, miR-576-5p exhib-
ited promotional effects on cell viability, and migratory and
invasive ability, in addition to EMT; however, the promotive
effects were partly inhibited by overexpression of Wnt5a or
XAV-939 treatment, suggesting that Wnt5a may serve as an
antagonist of Wnt/B-catenin signaling pathway. Furthermore,
the results suggested that miR-576-5p may affect cell metas-
tasis by targeting Wnt5a and regulating Wnt5a-mediated
Wnt/B-catenin signaling.

In conclusion, the present study revealed the biological
role of miR-576-5p in CRC, and the inhibition of miR-576-5p
was discovered to exert an anti-tumor effect by inhibiting cell
viability, migration, invasion and EMT. In addition, miR-576-5p
was demonstrated to directly target Wnt5a and regulate
Wnt5a-mediated Wnt/B-catenin signaling. Furthermore, the
effect of miR-576-5p in CRC cells may be reversed by Wnt5a
overexpression or inhibition of the Wnt/B-catenin signaling using
X AV-939. Taken together, these findings suggested that inhibition
of miR-576-5p may suppress CRC cell viability, migration, inva-
sionand EMT by targeting Wnt5a and regulating Wnt5a-mediated

Wnt/B-catenin signaling, suggesting that miR-576-5p may be
considered as a potential therapeutic target for CRC.
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