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R

2 modifies the progression and

radiosensitivity in gastric cancer via miR-369-3p/
ZEB1 axis†

Yuqiang Liu,‡a Kun Yao, ‡*b Ke Zhang,a Jianping Wang,a Qiang Daic

and Rong Wangd

Gastric cancer (GC) is one of the common cancers worldwide. Emerging findings imply that aberrant

expression of circular RNA_0003221 (circPTK2) is involved in GC. Nevertheless, the function of circPTK2

in GC needs more explanation. Profiles of circPTK2, microRNA (miR)-369-3p, and zinc finger E-box

binding homeobox 1 (ZEB1) were determined by quantitative real-time polymerase chain reaction assay.

3-(4,5-Dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide, flow cytometry, and transwell assays

were employed to estimate cell proliferation, apoptosis, and mobility in GC cells, respectively.

Meanwhile, levels of ZEB1 and other indicated proteins were tested using western blot. Survival fraction

was assessed utilizing clonogenic assay. Additionally, the role of circPTK2 in tumorigenesis was

investigated via a xenograft tumor model. Dual-luciferase reporter, RNA immunoprecipitation, and RNA

pull-down assays were conducted to confirm the interrelation between miR-369-3p and circPTK2 or

ZEB1. Levels of circPTK2 and ZEB1 were markedly augmented, but miR-369-3p was downregulated in

GC tissues and cells. CircPTK2 depletion restrained cell growth, metastasis, and epithelial–mesenchymal

transition, and promoted radiosensitivity in GC cells. And circPTK2 depletion reduced tumor growth and

metastasis in vivo. Moreover, the effect of circPTK2 silencing on cellular phenotypes and radiosensitivity

was regained by miR-369-3p inhibitor. Furthermore, upregulation of ZEB1 could overturn miR-369-3p

mimic-induced effect on cell metastasis and radiosensitivity of GC cells. Mechanically, circPTK2 was

a sponge of miR-369-3p to separate ZEB1. CircPTK2/miR-369-3p/ZEB1 axis modulated cell behaviors

and radiosensitivity in GC; thus circPTK2 might serve as a promising target for GC therapy.

ACTE
D

Introduction

Gastric cancer (GC) is one of the common diseases and is
characterized as an aggressive malignancy.1 Most patients with
GC are usually in advanced stages when they are diagnosed and
accompanied by several unique features, such as lymph node
and distant metastasis.2 Up to now, surgical resection and
chemotherapy have been the major therapeutic approaches for
GC, whereas recurrence and metastasis are the barriers for
survival times and prognosis.2 Although remarkable researches
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have led to partial understanding of the molecular mechanisms
of cancer,3 the therapeutic strategies and efficiencies are
limited. Hence, it is necessary to discover several biomarkers
associated with GC pathogenesis.

Recently, a series of transcriptomes have been dened as
non-coding RNAs (ncRNAs).4 Emerging evidence has disclosed
that ncRNAs, which were deemed as transcriptional “noise” at
rst, play critical roles in gene regulation.5 Circular RNAs
(circRNAs) belong to ncRNAs with covalently closed-loop
structures.6,7 Growing numbers of ectopic circRNAs are
observed in diverse cancers.8 Apart from that, circRNAs possess
various biological characteristics, such as being not easily
degraded by exonuclease RNase R and acting as complementary
endogenous RNA (ceRNA) to regulate gene expression.9 More-
over, the relation between circRNAs and tumor growth or
radiosensitivity has been studied.10 For example, circRNA-
0000285 is involved in radiosensitivity and regarded as a prog-
nostic biomarker for nasopharyngeal carcinoma.11

Circ_0003221 (circPTK2) is implicated in tumor growth and
metastasis of bladder cancer.12 Thus, a reasonable assumption
is that circRNAs, including circPTK2, are tightly related to
cellular processes.
RSC Adv., 2020, 10, 1711–1723 | 1711
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Over the past few years, more and more studies have been
devoted to shedding light on the spongy role of circRNAs for
microRNAs.6 MiRNAs are small ncRNAs with 18–24 nucleotides
(nts), involved in diverse cancer progression.13 MiRNAs have
been identied as involved in the radioresistance of esophageal
cancer cells.14 For example, miRNA-223 expedites GCmetastasis
by targeting tumor suppressor genes.15 MiR-200c is strongly
associated with radiosensitivity in breast cancer.16 Besides, miR-
369-3p works as a tumor suppressor to modify the onset and
progress of GC.17 However, the function of miR-369-3p in
radiosensitivity is unclear. Zinc nger E-box binding homeobox
1 (ZEB1) is a master monitor of the epithelial–mesenchymal
transition (EMT), thereby participating in tumorigenesis in
human cancer.18,19 And the aberrant expression of ZEB1 is
involved in the outcome of radioresistance.19 Synthetically, we
hypothesized that ZEB1 might be a requisite for miR-369-3p-
mediated cell phenotypes.

In this paper, we identied the expression patterns of
circPTK2, miR-369-3p, and ZEB1 in GC specimens and cell
lines. The working pathway of them in cell pathogenesis and
radiosensitivity was screened in subsequent assays.
Materials and methods
Clinical specimens and cell culture

Primer GC tissues (n ¼ 48) and para-noncancerous specimens
(n ¼ 48) were obtained from GC patients who underwent
surgical resection in Gansu Provincial Hospital. These clinical
samples were immediately stored in nitrogen until use, and the
specic characteristics of the samples are introduced in Table 1.
On this basis, the GC tissues were classied, including lymph
node metastasis (n ¼ 30) or not (n ¼ 18). Besides, we also
Table 1 Association of circPTK2 expression with clinicopathologic
characteristics of gastric cancer

Parameter Case

CircPTK2 expression

P valueHigh (n ¼ 24) Low (n ¼ 24)

Gender
Female 23 13 10 0.314
Male 25 11 14

Age (years)
#60 28 16 12 0.202
>60 20 8 12

T stage
T1–T2 27 16 11 0.168
T3–T4 21 8 13

Lymph node metastasis
No 30 18 12 0.011
Yes 18 6 12

Distance metastasis
No 28 18 10 0.008
Yes 20 6 14

1712 | RSC Adv., 2020, 10, 1711–1723

RETR
grouped the collected specimens according to distance metas-
tasis (n ¼ 28) or non-metastasis (n ¼ 20). Above all, written
informed consents were acquired from all participators, and the
study was authorized by the Ethics Committee of Gansu
Provincial Hospital. This study was performed in strict accor-
dance with the NIH guidelines for the care and use of laboratory
animals (NIH Publication no. 85-23 Rev. 1985) and was
approved by the Institutional Animal Care and Use Committee
of National Tissue Engineering Center (China). GC cell lines
(AGS, SNU-638, and HGC-27) and gastric mucosa cell line (GES-
1) were purchased from CoBioer (Nanjing, China) and kept in
Roswell Park Memorial Institute (RPMI)-1640 medium
(Hyclone, Logan, UT, USA). In addition, the RPMI-1640 medium
was supplemented with 10% fetal bovine serum (FBS; Gibco,
Carlsbad, CA, USA) and 1� antibiotic (Gibco; 100 U mL�1

penicillin and 100 mg mL�1 streptomycin). All the cells were
grown in an incubator with 5% CO2 at 37 �C.

Cell transfection

The full-length sequence of circPTK2 was amplied and used to
construct the overexpression vector of circPTK2. What is more,
the overexpression of ZEB1 was created, and the control of the
overexpression vector was generated in Ribobio (Guangzhou,
China). Short hairpin RNA (shRNA) targeting circPTK2
(sh-circPTK2) and its negative scramble (sh-NC) were designed
and synthesized in GenePharma (Shanghai, China). Aer that,
miR-369-3p mimic (miR-369-3p) and inhibitor (anti-miR-369-
3p) and their control (miR-NC and anti-miR-NC) were simulta-
neously generated in Ribobio. Cell transfection was carried out
by Lipofectamine 2000 reagent (Invitrogen, Carlsbad, CA, USA)
as per the producer's introductions. Also, sh-circPTK2 and sh-
NC were used for packaging lentivirus.

Quantitative real-time polymerase chain reaction (qRT-PCR)
assay

RNA separation was performed with Trizol (Invitrogen) in
accordance with the manufacturer's manuals. The extracted
RNA acted as the template to form complementary DNA (cDNA)
with the help of M-MLV reverse transcriptase (Promega, Madi-
son, WI, USA). Expression levels of circPTK2, miR-369-3p, and
ZEB1 were evaluated using the SYBR Green assay (Takara,
Dalian, China) according to the producer's descriptions. RNase
R digestion was performed following previously reported
procedures.20 Glyceraldehyde-3-phosphate dehydrogenase
(GAPDH; for circPTK2 and ZEB1) and U6 (for miR-369-3p)
served as the internal standards, and the relative level was
calculated using the 2�DDCt method. Special primer sequences
were as follows: circPTK2 (forward: 50-ATCATACTGGGA-
GATGCGGG-30, reverse: 50-AGTTGGGGTCAAGGTAAGCA-30);
miR-369-3p (forward: 50-TCTGGACGACGAATGTTGC-30, reverse:
50-GATACGGACGGCTAGTGGA-30); ZEB1 (forward: 50-AGC-
GAGGTAAAGTTGCGTCT-30, reverse: 50-AGGTTTTCTGGGCCA-
TACCG-30); GAPDH (forward: 50-ACTCCTCCACCTTTGACGC-30,
reverse: 50-GCTGTAGCCAAATTCGTTGTC-30); U6 (forward: 50-
CTCGCTTCGGCAGCACA-30, reverse: 50-AACGCTTCAC-
GAATTTGCGT-30).
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3-(4,5-Dimethylthiazol-2-yl)-2,5-diphenyltetrazolium bromide
(MTT) assay

AGS and SNU-638 cells (5� 103) were seeded into a 96-well plate
with 200 mL complement medium. Aer incubation for the
indicated time, the medium was replaced with fresh medium
containing 0.5 mg mL�1 MTT (Sigma, St. Louis, MO, USA) for
4 h. Subsequently, the formed precipitate was dissolved by 200
mL dimethyl sulfoxide (Sigma), and the optical density values
were examined using a microplate reader at 470 nm.
Flow cytometry assay

The cells were collected with ice-cold PBS (Gibco) and stained
with the reagents of the Annexin V-uorescein isothiocyanate
(FITC)/propidium iodide (PI) apoptosis detection kit (Sigma) in
accordance with the manufacturer's protocols. Aer incubation
for 25 min in the dark, the apoptotic signals were captured
using ow cytometry (BD Biosciences, San Jose, CA, USA) and
analyzed with the use of BD FACS Diva soware V6.1.3.
Western blot assay

The protocol was operated as per the introduction in a previous
paper.21 Briey, the protein lysates were segregated by 12% SDS-
PAGE and then blotted on polyvinylidene uoride membranes
(Millipore, Bedford, MA, USA). The immunoblots were per-
formed by incubation with unique antibodies for B-cell
lymphoma-2 (Bcl-2; 1 : 2000, ab182858), cleaved-caspase 3 (c-
caspase 3; 1 : 500, ab13847), E-cadherin (1 : 1000, ab76055), N-
cadherin (1 : 500, ab18203), poly(ADP-ribose) polymerase
(PARP; 1 : 1000, ab191217), proliferating cell nuclear antigen
(PCNA; 1 : 6000, ab92552), vimentin (1 : 1000, ab20346), ZEB1
(1 : 500, ab203829), and GAPDH (1 : 5000, ab8245). All anti-
bodies were obtained from Abcam (Cambridge, MA, USA).
Transwell assay

24-well chambers (8 mm pore size; Corning, Corning, NY, USA)
were employed for cell migration and invasion assay in vitro.
Firstly, transfected AGS and SNU-638 cells (1� 105 per mL) were
re-suspended in 100 mL serum-free media and then added in the
upper chamber with (for cell invasion) or without (for cell
migration) pre-coated Matrigel (Corning). Next, the medium
with 10% FBS was supplemented into the lower chamber. Aer
culture for 48 h at 37 �C, the non-migrated cells were physically
abandoned, but the migrated or invaded cells in the lower side
of the membranes were stained with 0.5% crystal violet (Sigma)
aer methanol treatment. Five randomly elds were observed
and chosen to count the rates of migrated or invaded cells.

ETR
Clonogenic assay

The AGS and SNU-638 cells transfected accordingly were treated
with different doses (0, 2, 4, 6, or 8 Gy) of irradiation. Aer
replacement with fresh medium, the cells were cultured for two
weeks. The colonies were stained using 0.5% crystal violet
(Sigma) for 20 min. Colonies with at least 50 cells were counted
under a light microscope.

R

This journal is © The Royal Society of Chemistry 2020
Xenogra tumor model

Four-to six-week-old athymic nude mice were purchased from
Vital River Laboratory Animal Technology (Beijing, China).
Briey, a total of 12 nude mice were divided into two groups
randomly, and AGS cells (2 � 106) with non-depleted or
depleted circPTK2 under 200 mL PBS were subcutaneously
injected into the le ank of the mice (n ¼ 6/group). Beginning
ve days post-injection, tumor growth was monitored every ve
days, and the tumor length (L) and width (W) were measured for
tumor volume calculation, following the formula: volume ¼ L�
W2 � 0.5. Aer injection for 30 days, xenogra tumors were
taken out and weighed. Above all, animal procedures were
performed in accordance with the Guidelines for Care and Use
of Laboratory Animals of Gansu Provincial Hospital and
approved by the Animal Ethics Committee of Gansu Provincial
Hospital.

Cell cytoplasm/nucleus fraction isolation

The extraction of cytoplasm and nucleus (AGS and SUN-638
cells) was performed using nuclear and cytoplasmic extraction
reagents (Thermo Scientic, Waltham, MA, USA) in accordance
with user guidebook. Then, the levels of circPTK2 and U6 in
extracted sections were determined by means of qRT-PCR assay.

Dual-luciferase reporter assay

The putative miR-369-3p targeted common sequences in wild-
type circPTK2 and the relative mutant were subcloned into the
downstream of the luciferase gene in basic vector (pmirGLO;
Promega), thereby constructing circPTK2-WT and circPTK2-
MUT. Similarly, the common fragments between miR-369-3p
and the 30 untranslated region (30UTR) of ZEB1 were also
amplied and formed luciferase reporters in the same way,
named as ZEB1 30UTR-WT and ZEB1 30UTR-MUT. Subsequently,
AGS and SNU-638 cells were co-transfected with the created
luciferase reporters and miR-369-3p or miR-NC with the use of
Lipofectamine 2000 (Invitrogen) as per manuals. Aer culture
for 48 h, a dual-luciferase assay system (Promega) was employed
to measure the luciferase activities of rey and renilla. Renilla
luciferase activity acted as the normalization of rey luciferase
activity in this assay.

RNA immunoprecipitation (RIP) assay

RIP assay was implemented by means of an EZ-Magna RIP kit
(Millipore). AGS and SNU-638 cells were harvested in NP-40 RIP
lysis buffer (Sigma) at 80% conuence. Next, 100 mL of lysates
was incubated with RIP buffer containing magnetic beads
combined with Argonaute2 (Ago2; Millipore) or immunoglob-
ulin G (IgG; Millipore) antibody. Then, the RNA combined with
Ago2 antibody was separated by Trizol (Invitrogen), and the
presence of the direct target between miR-369-3p and circPTK2
was demonstrated by adopting qRT-PCR analysis.

RNA pull-down assay

Biotin-labeled circPTK2 (Bio-circPTK2) and ZEB1 (Bio-ZEB1)
and their control (Bio-NC) were synthesized in Ribobio
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(Guangzhou, China). The RIP lysates from AGS and SNU-638
cells were incubated with Bio-circPTK2 or Bio-ZEB1 for 2 h at
25 �C, and the complexes were captured by streptavidin-coupled
Dynabeads (Invitrogen). Aer washing with RIP buffer, the level
of miR-369-3p in the pull-down was measured utilizing qRT-
PCR.
Statistical analysis

The data from at least three independent assays were exhibited
as mean � standard deviation (SD). Group difference was
assessed utilizing Student's t-test (two groups) and one-way
analysis of variance with Tukey's test (three or more groups).
Kaplan–Meier analysis was performed for the overall survival of
GC patients. P < 0.05 was regarded as an indicator of statistical
signicance.
Fig. 1 CircPTK2with high level was closely associatedwith GC developm
nodemetastasis, and distancemetastasis in comparisonwith related cont
with high or low level of circPTK2. (E) qRT-PCR analysis for the level of ci
after treatment with RNase R in AGS and SNU-638 cells. (H and I) CircP
irradiation treatment for the indicated time. *P < 0.05.

1714 | RSC Adv., 2020, 10, 1711–1723
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Results
CircPTK2 at high level was closely associated with GC
development

In the assay, we found that circPTK2 was upregulated in GC
tissues compared with adjacent samples (Fig. 1A). Furthermore,
the GC tissues were classied according to the clinical charac-
teristics, and qRT-PCR analysis demonstrated that the level of
circPTK2 was continuously augmented in lymph node metas-
tasis and distance metastasis with respect to related controls
(Fig. 1B and C). More importantly, we discovered that the high
level of circPTK2 was tightly associated with poor prognosis of
GC patients, exhibited as Kaplan–Meier survival curves in
Fig. 1D. Subsequently, we selected three GC cell lines (AGS,
SNU-638, and HGC-27), and an evident high level of circPTK2ED

ent. (A–C) qRT-PCR analysis for circPTK2 level in tumor samples, lymph
rols. (D) Kaplan–Meier analysis for the overall survival of the GC patients
rcPTK2 in GC cell lines. (F and G) The levels of circPTK2 and PTK2 RNA
TK2 expression alteration in AGS and SNU-638 cells after 0 or 4 Gy of

This journal is © The Royal Society of Chemistry 2020
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was observed in GC cells. Then, AGS and SNU-638 cells were
chosen for subsequent assays (Fig. 1E). What is more, RNase R
was recruited to treat the extracted RNA, and qRT-PCR analysis
showed that circPTK2 could resist RNase R exonuclease in AGS
and SNU-638 cells (Fig. 1F and G). Apart from that, the role of
irradiation in altering the level of circPTK2 was investigated.
Results from qRT-PCR assay indicated that 4 Gy exposure could
sharply improve the level of circPTK2 in both AGS and SNU-638
cells (Fig. 1H and I). All the data suggested that circPTK2 was
closely related to tumor growth, metastasis, and radiosensitivity
in GC.

Knockdown of circPTK2 reduced cell metastasis and
increased radiosensitivity in GC cells

The ectopic expression of circPTK2 in GC tissues and cells
prompted us to investigate its potential role in GC. As depicted
Fig. 2 Knockdown of circPTK2 diminished cell growth and metastasis an
two GC cell types after sh-circPTK2 transfection. (B–G) AGS and SNU
irradiation exposure or not. (B and C) The effects of circPTK2 depletion an
E) Flow cytometry analysis for cell apoptosis in vitro. (F andG) Levels of Bc
the capacities of cell migration and invasion in AGS and SNU-638 cells wi
levels of E-cadherin and N-cadherin in vitro. (L andM) Clonogenic assay fo
638 cells. (N) The alteration of PARP level in circPTK2-deficient GC cells

This journal is © The Royal Society of Chemistry 2020

RETR
in Fig. 2A, the level of circPTK2 was clearly decreased in AGS and
SNU-638 cells with sh-circPTK2 transfection. However, the
absence of circPTK2 did not affect the expression of linear PTK2
(Fig. 2B). Then, cell proliferation was assessed using MTT assay.
The results indicated that circPTK2 deciency could suppress
cell proliferation, and simultaneous irradiation exposure
aggravated this repressive effect in circPTK2-silenced GC cells
(Fig. 2C and D). Conversely, cell apoptosis was boosted as
a result of circPTK2 reduction, and such hindered effect was
enhanced via 4 Gy treatment in AGS and SNU-638 cells (Fig. 2E
and F). Subsequently, we also identied the alterations of
apoptosis-related proteins (Bcl-2 and c-caspase 3) in vitro. The
low level of Bcl-2 and the high level of c-caspase 3 veried the
synergistic effects of circPTK2 silencing and irradiation on cell
apoptosis in both AGS and SNU-638 cells (Fig. 2G). In addition,
transwell analysis revealed that cell migration and invasion

ED

d increased radiosensitivity in GC cells. (A) The level of circPTK2 in the
-638 cells were introduced with sh-circ-PTK2 or sh-NC under 4 Gy
d 4 Gy treatment on the proliferation in AGS and SNU-638 cells. (D and
l-2 and c-caspase 3 in the twoGC cell lines. (H and I) Transwell assay for
th circPTK2 silencing. (J and K) The impact of circPTK2 silencing on the
r the survival fraction in sh-circPTK2- or sh-NC-treated AGS and SNU-
under 4 Gy irradiation exposure. *P < 0.05.

RSC Adv., 2020, 10, 1711–1723 | 1715
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were both retarded in circPTK2-silenced GC cells (Fig. 2H and I).
For the analysis of western blot, E-cadherin was triggered but N-
cadherin was downregulated in the two GC cell lines with
circPTK2 deciency. Namely, circPTK2 knockdown resulted in
the repression of EMT in vitro (Fig. 2J and K). Moreover, we
discovered that the survival fraction was signicantly decreased
in the sh-circPTK2 transfected group under the indicated irra-
diation exposure (Fig. 2L andM). Besides, PARP is a DNA repair-
associated protein; the alteration of PARP level was detected in
the assay. As shown in Fig. 2N, circPTK2 silencing caused a curb
of the level of mature PARP in vitro. These ndings proved that
circPTK2 reduction could block cell growth and metastasis and
enhance radiosensitivity in the two GC cell lines.

CircPTK2 depletion caused a decrease of tumor growth in vivo

Owing to the oncogenic role of circPTK2 in vitro, we further
explored its role via a xenogra tumor model. Firstly, lentivirus-
mediated AGS cells (sh-circPTK2 or sh-NC) were injected into
nude mice. Aer 30 days, the volume and weight of xenogra
tumors were strongly diminished in circPTK2-decient samples
(Fig. 3A–C). Next, an effective decrease of circPTK2 level was
observed in sh-circPTK2-mediated tissues (Fig. 3D). PCNA and
vimentin served as indicators of cell proliferation and EMT,
respectively. The low levels of them elucidated that both cell
proliferation andmetastasis might be reduced in the sh-circPTK2
transfected group (Fig. 3E and F). In brief, circPTK2 knockdown
led to the suppression of tumor growth and metastasis in vivo.

CircPTK2 was a sponge of miR-369-3p

Given the vital role of circPTK2 in the cell behaviors and tumor
growth of GC, we subsequently sought the targets of circPTK2. As
Fig. 3 CircPTK2 depletion caused a decrease of tumor growth in vivo. (
circPTK2 or sh-NC. (C and D) qRT-PCR analysis for the level of circPTK2
excised tumor specimens. *P < 0.05.
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predicted by starBase, there were complementary sequences
between circPTK2 and miR-369-3p (Fig. 4A). Next, we found that
both circPTK2 and miR-369-3p were enriched in cytoplasm in
AGS and SNU-638 cells (Fig. 4B and C). To conrm the relation-
ship between circPTK2 and miR-369-3p, dual-luciferase reporter
assay was carried out. In the assay, miR-369-3p reduced the
luciferase activity of circPTK2-WT reporter, whereas it had no
apparent effect on luciferase activity of circPTK2-MUT reporter
system (Fig. 4D and E). Other assays, including RIP and RNA pull-
down, were performed to verify the interaction between miR-369-
3p and circPTK2, the enriched levels of miR-369-3p and circPTK2
in the Ago2 group, as well as the abundance ofmiR-369-3p in Bio-
circPTK2-introduced GC cells validating that miR-369-3p was
a target of circPTK2 (Fig. 4F–H).

Then, an evident curb of miR-369-3p level was observed in
GC tissues in comparison with non-cancerous samples (Fig. 4I).
Also, circPTK2 was passively correlated with miR-369-3p in
clinical GC cells (Fig. 4J). On this basis, we evaluated the level of
miR-369-3p in GC cells. qRT-PCR analysis indicated that miR-
369-3p was expressed at a low level in selected GC cells
(Fig. 4K). To further clarify the regulatory mechanism between
circPTK2 and miR-369-3p, we rstly investigated the efficiency
of circPTK2 vector in GC cells. Results from qRT-PCR assay
corroborated that transfection with circPTK2 could markedly
facilitate the level of circPTK2 in vitro (Fig. 4L). Besides, the
transfection of circPTK2 had no effect on altering the level of the
linear PTK2 in the two GC cell lines (Fig. 4M). Subsequently,
circPTK2 or sh-circPTK2 was introduced into AGS and SNU-638
cells, separately, and circPTK2 inversely regulated miR-369-3p
in the two GC cell lines (Fig. 4N and O). Collectively, circPTK2
was a ceRNA of miR-369-3p.ACTE

D

A and B) The data of tumor volume and weight after injection with sh-
in xenograft tumors. (E and F) Relative levels of PCNA and vimentin in

This journal is © The Royal Society of Chemistry 2020
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Fig. 4 CircPTK2 was a sponge of miR-369-3p. (A) The complementary binding sites between miR-369-3p and circPTK2. (B–E) Dual-luciferase
reporter analysis for the interaction betweenmiR-369-3p and circPTK2 in AGS and SNU-638 cells. (F–H) RIP and RNA pull-down analyses for the
clarification of the relationship between miR-369-3p and circPTK2. (I) Relative level of miR-369-3p in GC tumors. (J) Correlation between miR-
369-3p level and circPTK2 level in GC tumors. (K) qRT-PCR analysis for the level of miR-369-3p in the three GC cell types. (L andM) Relative level
of circPTK2 in AGS and SNU-638 cells with circPTK2 transfection. (N and O) The influence of circPTK2 overexpression or deficiency on the level
of miR-369-3p in vitro. *P < 0.05.
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The impact of circPTK2 silencing on radiosensitivity and cell
mobility was abrogated by miR-369-3p inhibition

Considering that circPTK2 was a sponge of miR-369-3p, we
guessed that circPTK2 regulated cell phenotypes and radio-
sensitivity via targeting miR-369-3p in GC. In the assay, sh-NC,
sh-circPTK2, sh-circPTK2 + anti-miR-NC, or sh-circPTK2 +
anti-miR-369-3p was transfected into AGS and SNU-638 cells
with 4 Gy exposure. qRT-PCR analysis manifested that miR-
369-3p inhibitor could reverse the strong inuence of
circPTK2 repression on the level of miR-369-3p in the two GC
cell lines under 4 Gy treatment (Fig. 5A). Aerwards, reintro-
duction of miR-369-3p inhibitor particularly restored the

RE
This journal is © The Royal Society of Chemistry 2020
reductive effect of sh-circPTK2 transfection in 4 Gy exposed
AGS and SNU-638 cells (Fig. 5B and C). Additionally, the
apoptotic rate of the two GC cell lines increased as a result of
circPTK2 silencing, but co-transfection with anti-miR-369-3p
could overturn this effect in GC cells with irradiation expo-
sure (Fig. 5D). Interestingly, the effect of miR-369-3p or
circPTK2 deciency on cell apoptosis was further illuminated
via measuring the levels of Bcl-2 and c-caspase 3 in irradiated
GC cells (Fig. 5E and F). Synchronously, the impacts of
circPTK2 and miR-369-3p on cell mobility were uncovered. As
introduced in Fig. 5G and H, the decreases of cell migration
and invasion caused by circPTK2 downregulation were
RSC Adv., 2020, 10, 1711–1723 | 1717
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Fig. 5 The impact of circPTK2 silencing on cell behaviors was abrogated by miR-369-3p inhibition. AGS and SNU-638 cells were each
transfected with sh-NC, sh-circPTK2, sh-circPTK2 + anti-miR-NC, or sh-circPTK2 + anti-miR-369-3p. (A) Relative level of miR-369-3p in vitro.
(B and C) MTT analysis for the level of cell proliferation in GC cells. (D) The impact of circPTK2 or miR-369-3p deficiency on cell apoptosis in
irradiation-exposed AGS and SNU-638 cells. (E and F) western blot analysis for the level of apoptosis-related proteins in vitro. (G and H) The
alterations of cell migration and invasion in AGS and SNU-638 cells. (I and J) Relative levels of E-cadherin and N-cadherin in the two GC cell
types. (K and L) The role of circPTK2 depletion or miR-369-3p inhibition in colony formation in GC cells with indicated treatment. (M and N)
Relative level of PARP in AGS and SNU-638 cells under 4 Gy exposure. *P < 0.05.
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partially strengthened via reintroduction with miR-369-3p
inhibitor in vitro. Not only that, the level of EMT was
impeded in circPTK2-silenced GC cells, while this effect was
recovered aer simultaneous inhibition of miR-369-3p (Fig. 5I
and J). Aer which, knockdown of miR-369-3p could remark-
ably revert the inhibiting effect of circPTK2 depletion on
survival fractions of GC cells with indicated irradiation expo-
sure (Fig. 5K and L). Furthermore, DNA repair-related protein
was apparently decreased by circPTK2 silencing, while this
repressive impact was notably rescued by miR-369-3p inhibi-
tion in radiation-treated AGS and SNU-638 cells (Fig. 5M and
N). That is to say, circPTK2 exerted its roles via sponging miR-
369-3p in GC cells.

RE
1718 | RSC Adv., 2020, 10, 1711–1723
ZEB1 was a target of miR-369-3p

As mentioned above, we attempted to search for the probable
targets of miR-369-3p. As a result of starBase prediction, ZEB1 was
found to possess binding sites with miR-369-3p (Fig. 6A). To shed
light on the interaction between miR-369-3p and ZEB1, dual-
luciferase reporter and RNA pull-down assays were conducted.
MiR-369-3p mimic could reduce nearly 70% of the luciferase
activity in the wildtype group, while it had no distinct effect on
altering the uorescence intensity of ZEB1 30UTR-MUT in both
AGS and SNU-638 cells (Fig. 6B and C). The improved enrichment
of miR-369-3p in Bio-ZEB1-introduced GC cells further conrmed
that ZEB1 was a target of miR-369-3p (Fig. 6D). Next, a signi-
cantly high level of ZEB1 was found in GC tissues compared with
This journal is © The Royal Society of Chemistry 2020
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Fig. 6 ZEB1 was a target of miR-369-3p. (A) Common binding sites between miR-369-3p and ZEB1. (B–D) Dual luciferase reporter and RNA pull-
down analyses for the interaction between miR-369-3p and ZEB1 in AGS and SNU-638 cells. (E and F) Relative mRNA and protein levels of ZEB1 in
GC tumors. (G) The correlation betweenmiR-369-3p and ZEB1 in clinical tumors. (H and I) qRT-PCR andwestern blot analysis for the level of ZEB1 in
AGS and SNU-638 cells in terms of mRNA and protein expression. (J) The level of miR-369-3p in the two GC cell types after miR-369-3p trans-
fection. (K–N) Relative mRNA and protein levels of ZEB1 in AGS and SNU-638 cells with miR-369-3p upregulation or downregulation. *P < 0.05.
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matched controls (Fig. 6E and F). Synchronously, we determined
that miR-369-3p was inversely correlated with ZEB1 in clinical GC
tissues (Fig. 6G). At the same time, similar tendencies of the
mRNA and protein levels were observed in GC cells (Fig. 6H and I).
Besides, miR-369-3p transfection could substantially enhance the
level of miR-369-3p in vitro (Fig. 6J). Expectably, transfection with
miR-369-3p resulted in an apparent decline, but silence of miR-
369-3p elicited a forceful enhancement of ZEB1 level in terms of
mRNA and protein expression in vitro (Fig. 6K–N). In a word, ZEB1
was directly targeted by miR-369-3p.

R

This journal is © The Royal Society of Chemistry 2020
Effect of miR-369-3p mimic on cell phenotypes and
radiosensitivity was abolished by ZEB1 upregulation in AGS
and SNU-638 cells

Because of the relationship between miR-369-3p and ZEB1, the
functional mechanism needed to be explained. Firstly, miR-369-
3p alone or along with ZEB1 was transfected into AGS and SNU-
638 cells with 4 Gy exposure. As shown in Fig. 7A–C, miR-369-
3p-mediated curb in ZEB1 level was sharply reduced aer
ZEB1 upregulation. In addition, miR-369-3p led to the decline of
cell proliferation, and such repressive effect was obviously
RSC Adv., 2020, 10, 1711–1723 | 1719
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abolished via overexpression of ZEB1 in the two GC cell lines
under irradiation exposure (Fig. 7D and E). Meanwhile, ow
cytometry and western blot analyses revealed that reintro-
duction of ZEB1 abrogated the intensive inuence of miR-369-
3p on cell apoptosis in radiation-exposed AGS and SNU-638
cells (Fig. 7F–I). Interestingly, cell migration and invasion
were diminished as a result of miR-369-3p introduction, and
such inhibitory effect was clearly eliminated via co-transfection
with ZEB1 in both AGS and SNU-638 cells (Fig. 7J and K). At the
same time, the hindered level of EMT resulting from miR-369-
3p mimic was signicantly promoted aer overexpression of
ZEB1 in vitro (Fig. 7L–N). Subsequently, we also determined the
effects of miR-369-3p and ZEB1 in colony formation in GC cells
under indicated treatment. As shown in Fig. 7O and P, miR-369-
3p-mediated repression of survival fractions was evidently
improved in vitro. Lastly, miR-369-3p upregulation caused
a virtual weakened in DNA repair in 4 Gy-exposed GC cells,
whereas this effect was strongly eliminated by regaining of ZEB1
(Fig. 7Q and R). The evidence pointed to miR-369-3p modu-
lating cell metastasis and radiosensitivity via reducing ZEB1 in
GC cells.
ZEB1 was co-regulated by circPTK2 and miR-369-3p

As described previously, we systemically uncovered the molec-
ular mechanism between ZEB1 and circPTK2 or miR-369-3p.
Firstly, a positive association between circPTK2 and ZEB1 was
determined in GC specimens (Fig. 8A). Subsequently, sh-
circPTK2 alone or combined with anti-miR-369-3p was intro-
duced into AGS and SNU-638 cells, and sh-circPTK2-mediated
decrease of the ZEB1 level was partially regained via miR-369-
3p inhibition (Fig. 8B). Also, a similar alteration of the protein
level of ZEB1 was observed in the two GC cell lines (Fig. 8C and
D). In sum, circPTK2 exerted its oncogenic role via miR-369-3p/
ZEB1 axis in GC cells.
Discussion

Until now, circRNAs have been identied to be a group of ncRNAs
with many potential functions, and the abundant and conserved
RNA features have been expounded.22 Accruing reports demon-
strate that circRNAs act with important functions in transcrip-
tional regulation and tumorigenesis.23 Because of the structure of
circRNAs, they are very stable in resisting the degradation by
RNase R. On this basis, circRNAs might serve as a class of
promising biomarkers for cancer treatments. Among them,
hsa_circ_0001564, a sponge of mRNAs, functioned as an onco-
gene in osteosarcoma, showing as the repression of cell prolif-
eration, along with promotions of cell cycle arrest and apoptosis
under hsa_circ_0001564 deciency.24 CircPTK2 could restrain
EMT stimulated by transforming growth factor-b in non-small
cell lung cancer.25 Despite the fact that the oncogenic function
of circPTK2 has been investigated in several cancers, the under-
lying mechanism of it in GC needed to be highlighted. In our
study, a high level of circPTK2was observed in GC tissues and cell
lines, and its knockdown apparently retarded cell growth and
metastasis in vitro. Interestingly, irradiation exposure could

RETR
1720 | RSC Adv., 2020, 10, 1711–1723
strongly associate with circPTK2 depletion to modulate cell
proliferation and apoptosis in the selected GC cells. The above
evidence meant that circPTK2 also improved the radiosensitivity
according to the alterations of cellular behaviors and survival
fraction in vitro. In addition, the oncogenic role of circPTK2 was
further claried by assessing DNA repair-related protein (PARP).
In general, we validated that circPTK2 had an oncogenic role in
the progression of GC in vitro and in vivo. When circPTK2 was
silenced, the tumor growth (in vivo) and aggressive cell behaviors
(in vitro), was decreased signicantly.

Mechanically, accumulating evidence has demonstrated that
circRNAs take charge of ceRNAs of miRNAs to regulate down-
stream targets.26 Recent ndings reveal that circRNAs possess at
least a complementary sequence of miRNA.27 In this present
research, the possible target miRNAs of circPTK2 were pre-
dicted by starBase soware. As shown in Fig. S2,† several
downregulated miRNAs in GC were chosen, and the depletion
of circPTK2 could upregulate the levels of themiRNAs (miR-369-
3p, miR-367-3p, miR-134-5p, miR-200b-3p, and miR-137), of
which miR-369-3p was the most increased in AGS cells. Subse-
quent dual-luciferase reporter, RIP, and RNA pull-down assays
were administrated to elucidate the interaction between miR-
369-3p and circPTK2. In regard to miR-369-3p, it has attracted
plenty of attention previously. For instance, a notable low
expression of miR-369-3p was found, and the upregulation of
miR-369-3p could efficiently impede cell proliferation and
migration in glioblastoma cells.28 Consistently, miR-369-3p with
a low level participated in the regulation of malignant cellular
phenotypes in colorectal cancer.29 Currently, miR-369-3p was
consistently downregulated in GC tissues and cells, and the
level of miR-369-3p was negatively correlated with circPTK2 in
GC tissues. However, the knowledge of miR-369-3p-mediated
radiosensitivity in GC was limited. Based on this ectopic
expression of miR-369-3p, we further found that the supple-
ment of miR-369-3p could diminish aggressive behaviors and
strengthen radiosensitivity in AGS and SNU-638 cells. Expec-
tantly, miR-369-3p worked as a target of circPTK2 to mediate
cellular phenotypes in GC cells.

Subsequently, the targets of miR-369-3p were predicted by
starBase soware, and some targets were found which acted
with oncogenic function in the development of GC. Also, the
supplement of miR-369-3p could decrease the expression of
some genes (Fig. S3†). On this basis, ZEB1 was chosen as the
research objective. Firstly, we proved the upregulation of ZEB1
in GC tissues and cells, which was in keeping with earlier
ndings.30 In addition, available evidence has manifested that
ZEB1 is connected with aggressive phenotypes, such as prolif-
eration, mobility, and EMT in the progression of GC.31 Besides,
ZEB1, inhibited by miR-205, could affect radiosensitivity in
breast cancer.32 In the current research, we rst validated that
ZEB1 was a direct target of miR-369-3p. Functional assays
indicated that ZEB1 depletion especially suppressed aggressive
behaviors, and facilitated radiosensitivity in GC cells. Simulta-
neously, ZEB1 could eliminate the role of miR-369-3p mimic in
cellular regulation and radiosensitivity. Overall, ZEB1, a target
of miR-369-3p, was deemed as an oncogenic factor in the GC
process.
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Fig. 7 Effect of miR-369-3p mimic on cell phenotypes and radiosensitivity was abolished by ZEB1 upregulation in AGS and SNU-638 cells.
MiR-NC, miR-369-3p, miR-369-3p + vector, or miR-369-3p + ZEB1 was introduced into each of AGS and SNU-638 cells under irradiation
exposure. (A–C) Relative level of ZEB1 in the two GC cell lines. (D and E) MTT analysis for the ability of cell proliferation in AGS and SNU-638
cells with miR-369-3p or ZEB1 transfection. (F) The apoptotic rate of GC cells under 4 Gy exposure. (G–I) western blot analysis for the
expression alterations of apoptosis-related proteins in vitro. (J and K) The effect of miR-369-3p or ZEB1 transfection on cell migration and
invasion in AGS and SNU-638 cells. (L–N) Relative levels of EMT-related proteins. (O and P) Clonogenic assay for the survival fraction in AGS
and SNU-638 cells with related treatment. (Q and R) Level of PARP in 4 Gy-exposed AGS and SNU-638 cells with miR-369-3p or ZEB1
introduction. *P < 0.05.
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Fig. 8 ZEB1 was co-regulated by circPTK2 and miR-369-3p. (A) Spearman rank correlation for the relationship between circPTK2 and ZEB1
levels in GC tissues. (B–D) qRT-PCR and western blot analyses for the level of ZEB1 in terms of mRNA and protein expression in AGS and SNU-
638 cells under circPTK2 silencing or miR-369-3p inhibition. *P < 0.05.
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Conclusion

In summary, the present study found that circPTK2 and ZEB1
with high levels and miR-369-3p with low expression took part
in pathogenesis and tumorigenesis in GC. Deciency of
circPTK2 reduced cell proliferation, migration, and invasion,
and contributed to radiosensitivity in AGS and SNU-638 cells.
Also, circPTK2 exerted its effect via ZEB1 by sponging miR-369-
3p in GC cells. Namely, circPTK2 might be a novel proliferative
regulator and prognostic mediator in GC (Fig. S1†).
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