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Purpose: To investigate the specific effe sm of microRNA-26a-5p

Methods: miR-26a and MMP14/1
Functional experiments were

detected by qRT-PCR analysis.
ole of miR-26a on CSCC progression.

ase assay was used to detect miR-26a

directly targeting MMP14 hd MMP16. &nograft nude mice model was used to determine

. Furthermore, miR-26a directly targeted MMP14 and
. Forced expression of MMP14 and MMP16 removed the

by targeting MMP14 and MMP16.
: miR-26a, cutaneous squamous cell carcinoma, MMP 14, MMP16, tumorigenesis

Igoduction

Cutaneous squamous cell carcinoma (CSCC) is a malignant skin tumor with a high
morbidity." At present, the diagnosis of CSCC mainly depends on the diagnosis of
skin histopathology.” The treatment options include surgical treatment, radiotherapy
and photodynamic therapy, but there are still no effective indicators for early
diagnosis and targeted therapy.’ Therefore, it is of great significance to actively
explore the molecular mechanism of CSCC at the molecular level and lay the
foundation for targeted therapy against tumor generation.

MicroRNAs (miRNAs) are highly conserved small RNA with a length of less than
19-25 nucleotides in eukaryotes.* The main mechanism of its function is to partially or
completely complement the 3' non-translation regions of target genes, cut the transcrip-
tional products of target genes or inhibit the translation of transcriptional products.’
Each miRNA can regulate the expression of different genes, and each gene can be
regulated by multiple miRNAs. MiRNAs are involved in regulating various life
processes, such as embryonic development, organ differentiation, cell metabolism
and growth.® Studies have found that miRNAs contribute to the occurrence and
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development of various diseases, especially tumors.” Many
miRNAs regulate cell proliferation, differentiation and other
functions, and abnormal expression of such miRNAs may
lead to the development of tumors. For example, miR-21 is
associated with the occurrence and migration of liver cancer.®
MiR-107 inhibits the development of lung cancer by indu-
cing cell cycle arrest.” Studies have shown that microRNA-
26a-5p (miR-26a) can promote autophagy of myocardial
cells to combat the injury of myocardial infarction and has
an important role in myocardial protection.'® What is more,
microarray miRNA expression profiling showed a significant
decrease of miR-26a in CSCC.'" At the same time, miR-26a
can inhibit the WNT signaling pathway, thus inhibiting the
metastasis of thyroid cancer.'”> However, no studies have
been reported on the role of miR-26a in CSCC.

In the process of tumor progression, migration and inva-
sion are two important steps of tumor cell metastasis. Matrix
metalloproteinases (MMPs) can hydrolyze a variety of extra-
cellular matrix components and assist tumor cells to remove
obstacles, thus facilitate the invasion and metastasis of tumor
cells.">!* At present, MMPs effects in tumor progression
have attracted extensive attention. It has been shown that
the high expression of MMP2 and MMP9 in glioma facil-
itates the metastasis to the skin.'” In ovarian cancer, h
expression of BCL9 can reduce the levels of MMP2 an
MMP9, thus inhibiting the migration andggmayasi
activities.'® In addition, MMP14 and M
important roles in the development of mu
However, whether miR-26a regulat

SCC patients from our
were used for follow-up
experimental d§@ation. All procedures were approved by
the Clinical Resc¥@h Ethics Committee of The Fifth
Hospital of Harbin. All patients provided written informed
consent and the study was conducted in accordance with
the Declaration of Helsinki.

Cell Culture

Cell lines were purchased from CHI Scientific, Inc
(Jiangsu, China). The cells were cultured with complete
medium including 89% 1640 and 10% FBS, both were

purchased from Biological Industries (Beit-Haemek,
Israel), and maintained in an incubator with 37°C and
5% of CO, saturated humidity. A431 and SCL-1 cells
were transfected with 50nM oligonucleotides or vectors
using Lipofectamine 2000 (Invitrogen, Carlsbad, CA,
USA) according to the manufacturer’s instructions.
AgomiR-26a, miR-26a inhibitor, pcDNA3.1-MMP14/
MMP16 overexpression vector (MMP14/MMP16)' 722

were synthesized by Genepharma (Shanghai, China).

gRT-PCR
RNA extraction was performed
NanoDrop 8000 (Thermo S
USA) used for detecting
stranded cDNAs were s

GATTTGGACAA, R: AATGCGAAT
GAPDH (F: GGATATTGTTGC

sured with BCA method. After quantitative denaturation,
protein electrophoresis membrane transfer and blocked.
The first incubation and second incubation were carried
out according to the operation steps. The expression of the
protein was expressed by the gray value. Primary antibo-
dies list: Bcl2 (14,552-1-AP), Bax (50,599-2-1Ig), cleaved-
caspase 3 (25,546-1-AP), MM14 (14,552-1-AP) and
GAPDH (60,004-1-Ig). And MMP16 (ab73877) were pur-
chased from Abcam.

Cell Proliferation Detection

Cells were plated in 96-well plates and we used CCKS8
assay to detect the cell viability,. CCK8 (10 nmol/L;
Beyotime Biotechnology, China) was added after curcu-
min treatment and incubated at 37°C. We measured the
absorbance of 450 nm at 24, 48 and 72 h.

Cell Migration Assay
The cells were spread in a 6-well plate, and when they grew to
80%, horizontal lines were drawn in the cells with a ruler at an
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interval of 0.5 cm, with 4 lines drawn in each well. The cells
were washed with PBS for 3 times. Serum-free culture med-
um was added and photoed for O hours. The cells were
continuously cultured for 24 hours before the photo was taken.

Cell Invasion Assay

First, the Matrigel was spread over the Transwell, and the
starved cells for 12 hours were inoculated into the upper
chamber. The culture medium with serum was added to the
lower chamber and cultured for 12 hours. The Transwell
was taken out, the culture medium was discarded. And
Transwell was washed using PBS, and fixed with methanol
for 30 min. After the chamber was dried, the cells were
stained with crystal violet for 20 min, and the upper cells
were removed and washed with PBS for 3 times. The cells
were photographed and counted under the microscope.

Luciferase Reporter Assay
Luciferase reporter plasmid (WT or mut MMP14/16) and
miR-26a or miR-NC was co-transfected into HEK293
cells for 48 h. Then, cells were lysed and the luciferase
activity was determined using Luciferase Reporter Gene
Assay Kit (Promega) according to the instructio
MMP14: ... UGUUGGGGGCUCUGCACUUGAA
Mut MMP14: UGUUGGGGGCUCUGCCAG
CG .... WT MMPI16: ... AAAAAAAA

UUGAA ..., Mut MMP16: AAAAA @

CAGGUCC
as purchased from

Apoptosis Detectig,
The Annexin V-FITC/Plgpoptosis
China),

phase cells were washed

an appropriate

were suspended with
with 5 ul of annexin
and placed at 25°C for

d Immunosorbent (ELISA)

Assay

The supernatant MMP14 and MMP16 was detected
using ELISA kits (Invitrogen). According to the instruc-
tions, the samples were added to the 96-well plate and
incubated at 37°C for 90 min. Discard the liquid, add
the detection solution and incubate for 1 hour. Discard
the liquid, wash for 3 times. Add working solution and
incubate for 30 min. Discard the liquid, wash for 5

Add substrate solution to react for 15 min.

Then, add termination solution and measure absorbance

times.

value at 450nm.

In vivo Tumor Growth Assay
Animal experiments were permitted by the Animal
Protection and Ethics Committee. BALB/c nude mice

(6-8 weeks) were purchased from Beijing Weitong
Ltd.
(Beijing, China). For the experiment of Xenograft,

Lihua Experimental Animal Technology Co.,

Publications No. 8023, revised 1978). All
ade to utilize only the minimum number of

al experimentation was taken place in the Fifth
Hospital of Harbin.

Statistical Analysis
Significant differences were calculated using two-tailed
t-test through Graphpad 7.0 and SPSS 22.0.

Results
miR-26a is Decreased in CSCC Clinical

Samples and Cells

To illuminate the regulatory function of miR-26a, we
firstly detected its expression in CSCC. miR-26a decreased
in cancer tissues than normal tissues (Figure 1A). Also, the
level of miR-26a was seriously inhibited in SCL-1, A431
cells than that in HaCaT keratinocytes (Figure 1B).

miR-26a Restrains Proliferation but

Induces CSCC Cell Apoptosis

To clarify the miR-26a effects in CSCC, we forced miR-
26a expression in SCL-1 and A431 cells (Figure 2A).
Follow-on CCK-8 assay exhibited that miR-26a arrest-
ingly inhibited cell growth in SCL-1 and A431 cells
(Figure 2B). Besides, flow cytometry showed that miR-

Cancer Management and Research 2020:12

submit your manuscript

7089

Dove


http://www.dovepress.com
http://www.dovepress.com

Zheng et al Dove

A B miR-26a Reduces Migration and Invasion
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Figure | Expression of miR-26a in CSCC tissue and cells. (A) The expression of
miR-26a in CSCC tissues (n = 40) and adjacent normal tissues (n = 40) determined
by qRT-PCR (**p<0.01). (B) qRT-PCR assay analyzed the expression of miR-26a in
HaCaTand CSCC cells SCL-1 and A431 (**p<0.01 vs HaCaT). The above measure-
ment data were expressed as mean * standard deviation. Data among multiple
groups were analyzed by one-way ANOVA, followed by a Tukey post hoc test. The
experiment was repeated in triplicate.

ermore, miR-
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2C). Also, miR-26a increased Bax and caspase3 expres- exhibited a decrease of MMP14
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Figure 2 Forced expression of miR-26a inhibits proliferation, but promotes apoptosis in SCL-1 and A431 cells. (A) The expression of miR-26a was determined by qRT-PCR (**p<0.01).
(B) CKK-8 assay was used to examine the cell growth at 0, 24,48 and 72 h in SCL-1 and A43 1 cells. (*p<0.05). (C) The apoptosis of cells was calculated by flow cytometry (*p<0.01). (D)
Western blot was performed to detected the expression of apoptosis-related protein Bcl 2, Bax and C-casp 3 (cleaved caspase-3). (*p<0.05). The above measurement data were
expressed as mean * standard deviation. Data among multiple groups were analyzed by one-way ANOVA, followed by a Tukey post hoc test. The experiment was repeated in triplicate.
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Figure 3 miR-26a suppresses migration and invasion in CSCC cells. miR-26a or its NC
detect cell migration (*p<0.05). (B) Transwell assay was performed to check cell invasiv
deviation. Data among multiple groups were analyzed by one-way ANOVA, followed
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Figure 4 MMP14 and MMP16 are direct targets of miR-26a. (A) The paired bases of miR-26a with MMP14 and MMP|16 and Western blot (B) WT and mutant MMP14 or
MMP16 luciferase plasmids were transfected into HEK293 cells with miR-NC or miR-26a. The luciferase activity was measured by dual-luciferase reporter assay system.
(*p<0.05). AgomiR-26a or miR-26a inhibitor or its NC was transfected into SCL-1 cells. (C) The mRNA level of MMP14 and MMP16 was analyzed by qRT-PCR (*p<0.01).
(D) Western blot was performed to detect MMP14 and MMP|6 protein expression (*p<0.05). (E) ELISA assay was used to determine the activity of MMP14 and MMPI6 in
cell supernatant (*p<0.05). The above measurement data were expressed as mean + standard deviation. Data among multiple groups were analyzed by one-way ANOVA,
followed by a Tukey post hoc test. The experiment was repeated in triplicate.
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in miR-26a downregulation cells (Figure 4D). As well, miR-
26a reduced the supernatant MMP14 and MMP16 while
miR-26a inhibitor induced the MMP14 and MMP16 level
(Figure 4E). These data suggested that MMP14 and MMP16
might be the targets of miR-26a in CSCC modification.

miR-26a Suppresses the Progression of

CSCC by Targeting MMP14 and MMP16
We then forced MMP14 and MMP16 expression in SCL-1
cells (Figure SA and B). Functionally,

MMP14 or MMP16 decreased apoptotic cell numbers
when treatment with miR-26a (Figure 5B and C).
Likewise, MMP14 or MMP16 reversed the role of miR-
26a on apoptosis-related protein (Figure 5D). Moreover,
we found that transfection with MMP14 or MMP16
removed the repressive role of miR-26a on migration and
invasion (Figure 5E and F). Interestingly, the effect of
MMP14 and MMP16 cotransfection was more significant
than MMP14 or MMP16 alone (Figure 5C—F).

miR-26a Inhibits in vivo Tumor Growth in
the Nude Mice

To further explore the function of miR-26a on CSCC, we
used xenograft nude mice model. SCL-1 cells stably trans-
fected with agomiR-26a or agomiR-NC were injected into
nude mice. AgomiR-26a inhibited the growth of CSC
(Figure 6A) and decreased tumors weight (Figure 6B).
Besides, miR-26a expression was increased in isolated
with agomiR-26a injection (Figure 6C).
Moreover, miR-26a injection reduced MMP14 and
MMP16 level in tumors (Figure 6

tumors
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Figure 5 miR-26a inhibits proliferation, migration and invasion by targeting MMP14 and MMP16. MMP 14 or MMP16 plasmid or its NC was transfected into SCL-1 cells. qRT-
PCR (A) and Western blot (B) was used to detect the transfection efficiency of MMP14 or MMP16 (*p<0.05, **p<0.01 vs NC). (C) The apoptosis of cells was calculated by
flow cytometry in SCL-1 cells (*p<0.05 vs agomiR-26a, *p<0.05 vs agomiR-26a+MMPI4 and agomiR-26a+MMP16). (D) Western blot was performed to detected the
expression of apoptosis-related protein Bcl 2, Bax and C-casp 3 (cleaved caspase-3) (*p<0.05 vs agomiR-26a, #p<0.05 vs agomiR-26a+MMP 14 and agomiR-26a+MMP|6). (E)
Wound healing assay was used to detect cell migration (*p<0.05 vs agomiR-26a, #p<0.05 vs agomiR-26a+MMP14 and agomiR-26a+MMP16). (F) Transwell assay was
performed to check cell invasive ability (¥p<0.05 vs agomiR-26a, #p<0.05 vs agomiR-26a+MMP 4 and agomiR-26a+MMP16). The above measurement data were expressed as
mean * standard deviation. Data among multiple groups were analyzed by one-way ANOVA, followed by a Tukey post hoc test. The experiment was repeated in triplicate.
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Figure 6 miR-26a inhibits in vivo tumor growth in the nude mice. The nude mice wer
agomiR-NC in to the right flanks of the nude mice. (A) The tumor volume was assesse

the important effects

t of multiple cancers.”*?’

ry, thus inhibiting the occurrence
and develop@nt of tumors.*® In CSCC, the expression pat-
terns of mir-28§@and mir-203 showed a typical negative
correlation, which could be used as prognostic markers.*'
In addition, the expression level of miR-203 was negatively
correlated with the degree of CSCC differentiation, which
targets c-Myc to inhibit tumor progression.*?

miR-26a is a highly conserved type of RNA that has been
shown to be involved in myocardial infarction, arthritis, color-
ectal cancer, and neurogenesis.*>>** In the present study, we

firstly found a disease of miR-26a in CSCC clinical tissues and

ed with SCL-1 cells (5 x 10) transfected with agomiR-26a or
ery 5 days (*p<0.05). (B) Tumor weight was determined in the
qRT-PCR in the isolated tumor tissues (**p<0.01). (D) qRT-PCR
easurement data were expressed as mean * standard deviation. Data
. The experiment was repeated in triplicate.

cell lines, which might be an indicator for miR-26a being
involved in CSCC progression. And then, we forced miR-
26a expression in SCL-1 and A431 cells, which suggested that
miR-26a induced apoptosis and reduced the growth, migra-
tion, and invasion of CSCC cells.

Because MMPs can efficiently hydrolyze extracellular
matrix, it is beneficial to the near migration and distant
metastasis of tumor cells.”® This phenomenon has caused
widespread concern, and it has been confirmed that MMP
exerts a vital effect in the progression of multiple tumors.
In our study, we surprisedly found that a potential binding
of miR-26a and MMP14/MMP16. Further experiments
revealed that miR-26a directly targeted MMP14 and
MMP16. Functional experiments showed that MMP14 or
MMP16 removed the inhibitory effect of miR-26a on
CSCC progression. Interestingly, the reversed effect was
much stronger when MMP14 and MMP16 were trans-
fected together into cells. Furthermore, in vivo tumor for-
that miR-26a
significantly inhibit the progression of CSCC, which was

mation experiments proved could

conducive to clinical targeted therapy.
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Conclusions

In conclusion, our results showed that miR-26a inhibited
CSCC cell proliferation, invasion and metastasis by target-
ing MMP14 and MMP16. And our data might provide
a new insight for the detection and treatment of CSCC.
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