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ABSTRACT

Cervical cancer is one of the leading causes of cancer-related death among women, which is attributed partly by
limited treatment options. Recent studies have provided in-depth explanations regarding the role of circular
RNA in cancers. We aimed to investigate the role of circular RNA_0000326 in cervical cancer. Bioinformatics
analysis revealed a high circ_0000326 expression in cervical cancer. Cervical cancer cells and tissues were also
observed to have elevated levels of circ_0000326 and the upregulation of circ_0000326 depended on the stage
of cancer. Transfection with siRNA of circ_0000326 resuited in the inhibition of proliferation, migration and cell
cycle of cancer cells. Interestingly, we confirmed that circ_0000326 served as a sponge for microRNA-338-3p
and that the miRNA bound to Cyclin-dependent kinase 4. In the presence of microRNA-338-3p mimic or
silencing of circ_0000326, Cyclin-dependent kinase 4 expression was decreased. Transfection with microRNA-
338-3p mimic inhibited cell clone formation and proliferation. Moreover, in vivo experiment revealed that the
injection of shRNA-circ_0000326 lentivirus suppressed tumor growth and decreased Cyclin-dependent kinase 4
expression. Taken altogether, our results showed that circ_0000326 exerted oncogenic effects on cervical
cancer by upregulating Cyclin-dependent kinase 4 via sponging microRNA-338-3p. This systematic investigation
on circ_0000326 could provide further insight into cervical cancer.

INTRODUCTION

Cervical cancer is the third most common gynecologic
cancer, that commonly develops secondary to an infection
with human papillomavirus (HPV) infection, with over
half a million women diagnosed annually [1]. While the
primary treatment for cervical cancer is radiotherapy,
especially in advanced cervical cancer, its efficacy largely
depends on local resources available, which is particularly
a significant issue in low-income countries [2]. The
humanized anti-VEGF monoclonal antibody Bevacizumab

was regarded as an effective treatment option for
metastatic or recurrent cervical cancer, owing to the role of
vascular endothelial growth factor (VEGF) in promoting
angiogenesis [3]. Treatments targeting cervical cancer
cells, including pirarubicin-induced  cytoprotective
autophagy in cervical cancer cells, or promotion of serum
starvation-induced nuclear autophagy by MIR-G-1 were
previously investigated [4, 5].

Circular RNAs (circRNAs) have been found to be
abundantly expressed in some cancers, making them
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promising biomarkers for cancer diagnosis [6]. Virus-
derived, protein-encoding circRNAs have a biological
function in cancers and are associated with the
transforming properties of some HPV [7]. For instance,
circ_0023404 was noted to contribute to the cervical
cancer progression [8]. In the present study, a circRNA
microarray was adopted to assess the CcircRNAs
expression in cervical cancer tissue, the findings of
which identified circ_0000326 as one of the circRNAS
differentially expressed in squamous cell carcinoma. The
regulatory roles of microRNA (miRNA) in cervical
cancer have been explored in prior studies, such as miR-
10a, which promotes cancer progression and metastasis
by regulating target genes [9]. Interestingly, down-
regulated miR-338-3p was found in cervical cancer
tissues and correlated with inhibited lymph node
metastasis and cervical invasion and lower overall
survival. [10]. Cyclin-dependent kinase 4 (CDK4)
protein has been indicated to engage in the pathogenesis
of cervical cancer and was elevated in cervical cancer
[11]. Moreover, CDK4 was identified as a regulator of
miR-338-3p directly, after which miR-338-3p inhibits
proliferation and induces apoptosis of multiple myeloma
cells by impeding CDK4 [12]. However, existing
evidence is insufficient to explain the relationship
between circ_0000326 and miR-338-3p as well as the
role of circ_0000326 in cervical cancer. In addition,
interaction between miR-338-3p and CDK4 in cervical
cancer requires further investigation. Therefore, in the
present study, we performed bioinformatic analysis and
dual-luciferase reporter gene assay to evaluate the
binding between miR-338-3p and circ_0000326 or
CDK4 in the cervical cancer. In vivo and in vitro
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experiments were conducted to determine the effect of
circ_0000326 on cell cycle and proliferation. Our
findings provided a potential mechanism by which
circ_0000326 can be involved cervical cancer, which
can serve as therapeutic target therapy for cervical
cancer.

RESULTS

Circ_0000326 participates in cervical cancer
progression

To identify the function of circRNAs in cervical cancer,
differentially expressed circRNAs on GSE102686 were
screened from Gene Expression Omnibus (GEO) database
and obtained 20 circRNAs, including 15 up-regulated
circRNAs and 5 down-regulated circRNAs. Of the 15 up-
regulated circRNAs, circ_0000326 was found to be
elevated in cervical cancer tissues in comparison with
normal tissues (Figure 1A). Consistently, results from
reverse transcription quantitative polymerase chain
reaction (RT-gPCR) in 60 paired cervical cancer tissues
and adjacent normal tissues revealed significantly
increased circ_0000326 in cancer tissues (Figure 1B, p <
0.05). Furthermore, taking into consideration the potential
association  between  circ_0000326 and disease
progression, circ_00000326 expression was evaluated in
cervical cancer tissues obtained from patients at different
stages of the disease. The results showed increased
circ_00000326 expression in patients with advanced
cervical cancer relative to early stage cases (Figure 1C),
suggesting that circ_0000326 might play a role in the
progression of cervical cancer.
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Figure 1. Circ_0000326 is upregulated in cervical cancer. (A) Circ_0000326 expression in cervical cancer analyzed through GSE102686
(circRNA 000543 circBase stands for circ_0000326). (B) Circ_0000326 expression in 60 paired cervical cancer tissues and adjacent normal
tissues determined by RT-qPCR. (C) Correlation between circ_0000326 expression and T classifications (T1-T4) in 60 cases of cervical cancer
tissues. * p < 0.05 vs. normal tissues. Data were expressed as mean + standard deviation and analyzed by paired t test. n = 60.
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Circ_0000326 enhances proliferation, migration and
invasion of cervical cancer cells

To investigate the specific role of circ_0000326 in
cervical cancer, circ_0000326 expression was assessed in
Hela, Caski, SiHa, SW756 and C-33A cells, and HaCaT
cells. The findings showed upregulated circ_0000326 in
Hela, Caski, SiHa, SW756 and C-33A cells compared
with HaCaT cells. The highest expression of
circ_0000326 was seen in SiHa and Hela cell lines.
Meanwhile, the two cell lines were transfected with three
plasmids of shRNA (sh)-circ_ 0000326 and sh-
circ_0000326#1 presented with the most significant
down-regulation in circ_0000326 expression (Figure 2A,
p < 0.05). Thus, these two cell lines and sh-
circ_0000326#1 were selected for subsequent experiment.

Fractionation of nuclear and cytoplasmic RNA and
Ribonuclease (RNase) was used to confirm circ_0000326.
RT-gPCR depicted that circ_0000326 expression
exhibited no significant change before and after RNase R
treatment (p > 0.05), while linear TCONS_12_00004572
was reduced after RNase R treatment (Figure 2B, p <
0.05). Fractionation of nuclear and cytoplasmic RNA and
fluorescence in situ hybridization (FISH) demonstrated
that circ_0000326 mainly expressed in the cytoplasm
(Figure 2C, 2D, p < 0.05). Upon silencing of
circ_0000326, the amount of cell clones was markedly
decreased, along with the suppression of proliferation
(Figure 2E-2I). As for the impact on cell cycle, Western
blot analysis was conducted to determine changes in celi
cycle-associated proteins, cyclinD1, P21 and P27
following treatment. The data showed that the P21 and
P27 were increased and cyclinD1 was decreased in sh-
circ_0000326-treated cervical cancer cells (Figure 2J). As
shown by transwell assay and \Western blot analysis,
downregulation of circ_0000326 resulted in inhibition of
migration and invasion, accompanied by declined
expression of related genes, MMP-2 and MMP-9 (Figure
3A-3C). Collectively, silencing of circ_0000326 could
result in the inhibition of proliferation and celi cycle
progression of cervical cancer cells.

Circ_0000326 targets miR-338-3p

It was found that circRNAs could bind with miRNA
serving as the sponge. The binding sites between
circ_ 0000326 and miR-338-3p were predicted from
Circlnteractome (https://circinteractome.nia.nih.gov/)
(Figure 4A). The specific binding site between miR-338-
3p and circ_0000326 was confirmed with the use of dual-
luciferase reporter assay. Luciferase activity markedly
reduced in circ_0000326-wild type (WT) following
treatment with miR-338-3p-mimic (p < 0.05) instead of
circ_0000326-mutants (MUT) (Figure 4B, p > 0.05).
RNA pull down assay also identified specific binding

(Figure 4C). Additionally, since miRNAs translation and
degradation hinge on Ago2, we aimed to investigate the
interaction between Ago2 and circ_0000326 to explore
the potential relation between miR-338-3p and
circ_ 0000326. The results obtained from RNA
immunoprecipitation (RIP) revealed that circ_0000326
co-precipitated with significantly more Ago2 in miR-338-
3p-mimic-treated cervical cancer cells (Figure 4D). This
suggested circ_0000326 could bind with miR-338-3p in
Ago2-dependent manner. RT-gPCR revealed that
circ_0000326 silencing resulted in markedly increased
miR-338-3p expression (Figure 4E). Collectively,
circ_0000326 might play a role as a competitive
endogenous RNA (ceRNA) of miR-338-3p in cervical
cancer.

Circ_0000326 regulates CDK4 expression through
sponging miR-338-3p

TCGA database confirmed the presence of high CDK4
expression in cervical cancer (Figure 5A). According to
the results from immunohistochemistry, CDK4 was
mainly located in the nucleus and CDK4-positive cells in
brown were elevated in cervical cancer tissues (p < 0.05)
(Figure 5B). The results obtained from RT-gPCR were
consistent with the finding that CDK4 expression was
higher in cervical cancer tissues (n = 60) (Figure 5C). As
for relation between CDK4 and miR-338-3p, Target Scan
(http://www.targetscan.org/vert_71/) identified the binding
sites between CDK4 and miR-338-3p (Figure 5D). Dual-
luciferase reporter assay results suggested that only CDK4-
WT exhibited decreased luciferase activity in miR-338-3p-
mimic-treated cervical cancer cells (Figure 5E, p < 0.05),
confirming the specific binding of miR-338-3p and CDKA4.
The level of CDK4 mRNA (Figure 5F, 5G) and protein
(Figure 5H-5J) were significantly elevated upon treatment
with miR-338-3p-inhibitor but decreased upon miR-338-
3p-mimic or silencing of circ_0000326 (p < 0.05).
Moreover, combined treatment of miR-338-3p-inhibitor
and sh-circ_0000326 resulted in similar levels of CDK4 as
negative control (NC). The aforementioned data indicates
that circ_0000326 functions as ceRNA, thereby
upregulating CDK4 expression.

Circ_0000326 inhibits malignant phenotypes of
cervical cancer cells by targeting miR-338-3p

To detect the effect of circ_0000326-miR-338-3p on
cancer progression, proliferation and cell cycle were
evaluated in the transfected-cells. Results of clone
formation assay showed a decline in the number of cell
clones in SiHa and Hela cells treated with miR-338-3p-
mimic, while it was increased in cells treated with miR-
338-3p-inhibitor (Figure 6A). Treatment of sh-
circ_0000326 could reverse the effect of miR-338
-3p-inhibitor on clone formation. 5-ethynyl-2'-
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Figure 2. Circ_0000326 promotes proliferation of cervical cancer tissues. (A) Circ_0000326 expression in cervical cancer cell lines
upon transfection with shRNA#1, shRNA#2, and shRNA#3. * p < 0.05 vs. the HaCaT cell line or NC. (B) The relative expression of
TCONS_|2_ 00004572 and circ_0000326 after RNase R digestion, * p < 0.05 vs. MOCK. (C) Relative expression of circ_0000326 in nuclear and
cytoplasm. * p < 0.05 vs. Cytoplasm. (D) Subcellular localization of circ_0000326 determined by FISH (x 400). (E) Clone formation assay of
circ_0000326-silenced cervical cancer cells. (F) The number of cell clones of circ_0000326-silenced cervical cancer cells in clone formation
assay. (G) The proliferation SiHa and Hela cell after silence of circ_0000326 determined by EdU assay (X 200). (H) EDU-positive cell rate of
SiHa and Hela cells. (1) The cell viability of circ_0000326 silenced SiHa and Hela cells detected by CCK-8. (J) Protein expression of cell cycle-
associated proteins (cyclinD1, P21 and P27) in cells after treatment of circ_0000326 determined by Western blot analysis. From figure (D-J),
* p <0.05 vs. NC treatment. Data were expressed as mean * standard deviation. The data between two groups were analyzed by unpaired t-
test with independent sample while the data among multiple groups was analyzed by ANOVA followed by Tukey’ s post hoc test. Data at
different time points were analyzed by Two-Way ANOVA.
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Figure 3. Silence of circ_0000326 impairs cervical cancer cell migration and invasion. (A) Cervical cancer cell migration and
invasion in Hela and SiHa cell lines after silence of circ_0000326 detected by Transwell assay (x 200). (B) Number of migrating and invasive
cells in Hela and SiHa cell lines after silence of circ_0000326. (C) The influence of circ_0000326c silencing on the expression of MMP-2 and
MMP-9 detected using Western blot analysis. * p < 0.05 vs. SiHa and Hela cells treated with NC. Data were expressed as mean * standard
deviation and analyzed by unpaired t test. Experiments were conducted 3 times independently.
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Figure 4. miR-338-3p binds to circ_0000326. (A) The potential binding site between circ_0000326 and miR-338-3p predicted by
database. (B) The binding relationship between circ_0000326 and miR-338-3p detected by dual-luciferase reporter gene assay. * p < 0.05 vs.
NC. (C) RTg-PCR analysis of miR-338-3p following RNA pull-down assays with circ-0000326 probes in SiHa and Hela cells. * p < 0.05. (D)
Circ_0000326 co-precipitation with Ago2 using RIP, * p < 0.05 vs. IgG. (E) RTg-PCR analysis of miR-338-3p expression after sh-circ-0000326, *
p < 0.05 vs. NC. Data were expressed as mean * standard deviation and analyzed by unpaired t test.
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Figure 5. Circ_0000326 promotes CDK4 expression by functioning as a sponge of miR-338-3p. (A) CDK4 expression in cervical
cancer tissues predicted by TCGA database. (B) Representative images of immunohistochemistry (x 200) and positive-CDK4 ratio. (C) RT-gPCR
analysis of CDK4 expression in 60 paired cervical cancer tissues and adjacent normal tissues. (D) The binding relationship between CDK4 and
miR-338-3p detected using dual-luciferase reporter assay. (E, F) CDK4 mRNA expression in SiHa and Hela cells after alteration of miR-338-3p
and silencing of circ_0000326 measured by RT-qPCR. (G-1) CDK4 protein expression in SiHa and Hela cells after treatment of circ_0000326
detected by Western blot analysis. Data were expressed as mean + standard deviation. The data between two groups were analyzed by
unpaired t-test with independent sample while the data among multiple groups was analyzed by ANOVA followed by Tukey’ s post hoc test.
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deoxyuridine (EdU) (Figure 6B, 6C) and Cell counting
kit-8 (CCK-8) (Figure 6D) assays revealed that cell
proliferation was dramatically decreased upon
overexpression of miR-338-3p and increased upon miR-
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Figure 6. Circ_0000326 promotes cervical cancer cell proliferation by targeting miR-338-3p. (A) Representative images of clone
formation assay upon treatment with NC, miR-338-3p-mimic, miR-338-3p-inhibitor or sh-circ_0000326 + miR-338-3p-inhibitor. (B) Cervical cancer
cell proliferation measured by EdU (X 200). (C) Cervical cancer cell proliferation rates measured by EdU. (D) OD value of cervical cancer cells
determined by CCK-8. (E) The protein expression of cell cycle-related gene using Western blot analysis. * p < 0.05. vs. SiHa and Hela cells treated
with NC. Data were expressed as mean * standard deviation. The data between two groups were analyzed by unpaired t-test with independent
sample while the data among multiple groups was analyzed by ANOVA. Data at different time points were analyzed by Two-Way ANOVA.
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of miR-338-3p-inhibitor was eliminated following
circ_0000326 silencing (Figure 6E). Meanwhile, the
amount of migrating and invading cells was reduced after
miR-338-3p-mimic, and increased upon miR-338-3p
inhibitor, while no significant changes were observed
after combined treatment of sh-circ_0000326 and miR-
338-3p inhibitor (Figure 7A, 7B). The MMP-2 and MMP-
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Collectively, our findings suggest that circ 0000326
could promote proliferation, migration and cell cycle via
miR-338-3p inhibition.
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Figure 7. Circ_0000326 promotes cervical cancer cell migration and invasion by targeting miR-338-3p. (A) Cervical cancer cell
migration and invasion in Hela and SiHa cell lines after miR-338-3p mimic or miR-338-3p inhibitor detected by Transwell assay (x 200). (B)
Number of migrating and invasive cells in HelLa and SiHa cell lines after silence of circ_0000326. (C) Western blot analysis of MMP-2 and MMP-9
after treatment with miR-338-3p mimic or miR-338-3p inhibitor. Data were expressed as mean * standard deviation and the data among multiple

groups was analyzed by ANOVA.
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Silencing of circ_0000326 suppresses tumor growth
of cervical cancer in vivo

To further explore the regulatory role of circ_0000326
in vivo, cervical cancer animal models were established
through the injection of cell-treated with lentivirus
expressing sh-circ_0000326 and controls. As a result,
compared to control treatment, injection of LV-sh-
circ_0000326 led to remarkably limited tumor growth,
reduced tumor weight and volume (Figure 8A-8C). In
addition, expression of CDK4 in mice treated with LV-
sh-circ_0000326 was decreased (Figure 8D). These
results led indicate that down-regulation of
circ_0000326 resulted in the reduction of reduced tumor
growth in cervical cancer.

DISCUSSION

Cervical cancer is the fourth leading cause of cancer-
related mortality in females worldwide, and accounts
for over 300 000 deaths [13]. Due to the low efficacy of
the currently available primary therapy in improving
patients’ prognosis, there have been significant efforts
being made to develop potential treatments targeting
cervical cancer cells, including induced autophagy, cell
apoptosis and cell cycle arrest [14, 15]. As described in
a prior study, the interaction of TAp73 and breast
cancer-associated gene 3 potentiates the sensitivity of
cervical cancer cells to irradiation-induced apoptosis
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T % 600
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[16]. However, the mechanism in the regulation of
cervical cancer cell remains unclear. Thus, the current
study aimed to explore the underlying mechanism by
which circ_0000326 influences the migration and
invasion of cervical cancer cells. The results in this
study indicated that circ_0000326 promotes malignant
phenotypes and cycle progression of cervical cancer
cells by serving as a sponge for miR-338-3p to
upregulate CDK4.

Some circRNAs are important participants and
indicators of tumorigenesis in cervical cancer [6]. Due
to its special secondary structure, circRNA is more
stable than linear RNA and tends to control miRNA
expression [17]. CircRNAs bind with miRNA and have
been implicated as emerging biomarkers [18]. It was
reported that the circRNA, hsa_circ_0018289 regulated
the cell proliferation and tumorigenesis of cervical
cancer [19]. In the current study, circRNAs microarray
was adopted to screen the circRNAs in cervical cancer
tissue, where circ_0000326 was one of the upregulated
circRNAs. The results showed that the knockdown of
circ_0000326 could attenuate proliferation and tumori-
genesis of cervical cancer.

MiRNAs, short non-coding RNA molecules, are
associated  with  diverse  physiological  and

developmental processes through its ability to regulate
the expression of target mRNAs. Their contributions
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Figure 8. Silencing of Circ_0000326 inhibits tumor growth. (A) Effect of intratumoral LV-sh-circ_0000326 on tumor growth in BALB/c
nude mice. (B) Representative images of the xenograft tumors in each group 3 weeks after subcutaneous implantation of SiHa cells stably
infected with sh-circ_ 0000326 lentivirus or control lentivirus (LV-NC). (C) Effect of sh-circ_0000326 on tumor weight 3 weeks after
subcutaneous injection of SIHA cells stably infected Iv-sh-circ_0000326 or LV-NC. (D) Tumor sections were stained for CDK4 (in brown) and
quantified by counting CDK4 positive staining area (pixels) (X 200). * p < 0.05. Data were expressed as mean + standard deviation and verified

by t-test, n = 10.
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have been observed in nearly all kinds of cancers, their
role including the modulation of the key processes
involved in tumorigenesis, such as metastasis,
apoptosis, proliferation, or angiogenesis [20].
MicroRNA-based signature was also identified as the
predicator of cervical cancer survival [21]. Our study
found that miR-338-3p binds to circ_0000326, and
inhibits proliferation, invasion and migration of
cervical cancer cells. In line with our work, previous
studies also elucidated that the miR-338-3p
upregulation impeded migration and invasion, while
enhancing apoptosis of cervical cancer cells [22]. This
mechanism of miR-338-3p was also found to be
present in  human malignant melanoma and
nasopharyngeal carcinoma [23, 24].

Moreover, our study also elaborated that CDK4 was
targeted by miR-338-3p in cervical cancer. This result
was supported by a study which identified this target
relation, and noted that miR-338-3p suppression
stimulated cell viability and clone formation in
osteosarcoma [25]. Our study depicted that circ_
0000326-regulated miR-338-3p impaired cervical
cancer cell proliferation, invasion and migration by
downregulating CDK4. The effect of CDK4
suppression therapy on breast cancer has been
discussed, and it was also reported that CDK4
activation appeared to accelerate cancer cell growth in
cervical cancer [26, 27]. High expressions of CDK4
have been implicated in cervical cancer cells [28].
Herein, our results from in vitro experiments also
confirmed its high expression and further elucidated
its interaction with miR-338-3p and circ_0000326 in
cervical cancer. In the past two decades,
circularization-based approaches have been implied as
promising treatment strategies [29]. A CircRNA
contains multiple miRNA binding sites and targeting
the inhibition of circRNA expression rather than a
single miRNA/gene offers treatment advantages [30].
Importantly, suppression of circRNA expression could
induce the protective effect of the corresponding
miRNA in suppressing oncogenes, an example of
which is XIAP [31]. Similarly, in the present study,
downregulation of circ_0000326 could alleviate
cervical cancer by potentiating the effect of miR-338-
3p and miR-338-3p are capable of suppressing the
oncogene CDK4 with a high efficacy. However, due
to its non-protein-coding property, depleting the
circRNAs without affecting the existing genes was
particularly challenging.

In conclusion, the present study provided evidence that
circ_0000326 was upregulated in cervical cancer cells
and induced proliferation, migration and invasion by
elevating CDK4 expression via miR-338-3p knock-
down. Thus, circ_0000326 inhibition could potentially

serve as a therapeutic target for cervical cancer in the
future. However, further studies are required to identify
the precise binding form mediating the association
between circ_0000326 and miR-338-3p.

MATERIALS AND METHODS
Ethical approval

The study was granted by the Ethics Committee in the
Third Affiliated Hospital of Zhengzhou University and
was conducted in accordance with the ethical principles
for medical research involving human subjects of the
Declaration of Helsinki. All patients signed written
informed consents before the experiment. The animal
experiments were approved by the institutional animal
care and use committee.

Microarray analysis

Initially, the gene expression profile GSE102686 and
annotation probe files were downloaded from GEO
database (http://Amww.ncbi.nlm.nih.gov/geo). The
GSE102686 was detected by Agilent-069978 Arraystar
Human CircRNA V1.0 microarray. The Affy package of
R software was employed for background correction and
normalization of each gene expression profile. In order to
screen differentially expressed circRNAs, nonspecific
filtration of expression data was conducted using the
linear empirical Bayes statistical method in the Limma
installation package, combined with the traditional t- test
[32]. CircInteractome (https:/circinteractome.nia.nih.
gov/) was used to predict whether circ_0000326 could
bind with miR-338-3p, and Target Scan (http:/
www.targetscan.org/vert 71/) was adopted to predict
whether CDK4 was the downstream target gene of miR-
338-3p. TCGA (http://cancergenome.nih.gov/) was
employed to download cervical cancer related gene
expression data, and the package edgeR of R was used to
analyze CDK4 expression levels in cervical cancer. False
positive discovery (FDR) correction was adopted on p-
value with package multitest. FDR < 0.05 and |log2 (fold
change)|>1 were set as threshold to screen out
differentially expressed genes (DEGS).

Sample collection and cell culture

From April 2015 to April 2017, cervical cancer tissues
and adjacent normal tissue were collected from 60
cervical cancer patients (aged from 25-68 years, mean
age of 46.72 years) at the Third Affiliated Hospital of
Zhengzhou University. Patients were all diagnosed via
pathological examination and had no other
inflammatory diseases and immune-related diseases.
None of the patients had received tumor specific
therapy before specimen collection. The clinical stage
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was sorted via International Federation of Gynecology
and Obstetrics (FIGO), including 39 cases in stage | and
Il and 21 cases in stage Ill. Cervical cancer cell line
Hela, Caski, SiHa, SW756 and C-33A, obtained from
American Type Culture Collection (ATCC, Rockville,
MD, USA) were cultured in Dulbecco's Modified Eagle
Medium (DMEM, HyClone, Thermo Fisher Scientific,
Waltham, MA, USA) containing fetal bovine serum
(FBS; 10%), streptomycin (100 pg/mL) and penicillin
(100 1U/mL) with 5% CO2 (37° C). Upon 90% cell
confluence, cells received treatment with 0.25% trypsin
until the cells became round and interstitial, after which
DMEM containing 10% FBS was added. Next, single
cell suspension was prepared. Cell lines with high
expression of circ_0000326 were selected by RT-qPCR
in this study.

Subsequently, the SiHa and HelLa cells were seeded
onto 6-well plates at a density of 3 x 10° cells/well and
transfected with sh-circ_0000326 (#1, #2, #3) or
shRNA of NC. The sequences of shRNAs were
purchased from Dharmacon (Lafayette, CO, USA) as
follows: GAGGTGAGTTCCCAGAGAA (sh-
circ_0000326 sequence 1), CCGGAGCTTGGAA
CAGACT (sh-circ_0000326 sequence 2), CCTTTGCC
GGAGCTTGGAA (sh-circ_0000326 sequence 3) and
AAGTCGGGTCAAGAGAAGC (si-NC sequence). The
medium was refreshed approximately 6 h after
transfection. After 36-48 h, the cells were harvested.

RT-gPCR

Total RNA was extracted using RNeasy Mini Kit
(Qiagen, Valencia, CA, USA). For miR-338-3p, reverse
transcription was conducted using miRNA First Strand
cDNA Synthesis (Tailing Reaction) kit (B532451-0020,
Shanghai Sangon Biotechnology Co. Ltd., Shanghai,
China). For CDK4 and circ_0000326, RNA was
reverse-transcribed into cDNA by PrimeScript RT
reagent Kit (RR047A, Takara, Tokyo, Japan). Real-time
guantitative PCR was then performed on ABI7500
Real-Time PCR instrument (ABI, Foster City, CA,
USA) by using SYBR Premix Ex TagTM kit (RR420A,
Takara, Tokyo, Japan). Primers of circ_0000326, miR-
338-3p, CDK4, U6 and glyceraldehyde-3-phosphate
dehydrogenase (GAPDH) were synthesized in Shanghai
Genechem Co., LTD. (Shanghai, China) (Table 1).
GAPDH was used as an internal reference for CDK4
and circ_0000326, while U6 for miRNA. The fold
changes were calculated by means of relative
quantification (244t method).

Western blot analysis

Cells were collected and lysed using radio-
immunoprecipitation assay lysis buffer (CY80464,

Biomed) containing phenyl-methylsulfonyl Fluoride,
followed by 30-min incubation on ice and 10-min
centrifugation (12000 r/min; 4° C). Protein expression
was determined with the use of the BCA protein assay
kit (23230, Thermo Fisher Scientific, Rockford, IL,
USA). Next, the proteins were separated by 10%
sodium dodecyl sulfate-polyacrylamide gel
electrophoresis (PA007, Comiike Biotechnology Co.,
Ltd., Nantong, Jiangsu, China) and then transferred onto
polyvinylidene fluoride membranes (IPVH00010,
Millipore, Billerica, MA, USA). The membrane was
blocked with skim milk (5%; 1 h) and incubation was
carried out with the rabbit anti-human against CDK4 (1.
1000, ab108357), matrix metallopeptidase (MMP)-2 (1:
500, ab97779), MMP-9 (1: 1000, ab76003) and
GAPDH (1. 2500, ah9485) overnight. All of the
antibodies were purchased from Abcam Company
(Cambridge, MA, USA). Next, the membrane was
visualized with secondary anti-rabbit antibody (1: 2000,
ah6721, Abcam) using enhanced chemiluminescence
(WBKLS0100, USA). Finally, the protein bands were
measured using ImageJ, with the relative protein
expression regarded as the ratio of intensity of target
band to that of GAPDH.

Dual-luciferase reporter assay

The 293T cells (3 x 10%) were inoculated into 24-well
plates and transfected with corresponding plasmids and
mimic or inhibitor of miRNA at the ratio of Firefly to
Renilla is 1 to 0.1. Cell lysis buffer (200 pL/ well) was
added, with the supernatant collected after two days.
Firefly luciferase fluid was added to detect firefly
luciferase and renilla luciferase fluid was added to
detect renilla luciferase. The renilla luciferase activity
was assessed using a microplate reader (Synergy2,
BioTek Instruments, Winsooki, VT, USA). The renilla
luciferase was used as an internal reference, and the
relative light unit (RUL) value determined by firefly
luciferase was divided by the RLU value obtained by
renilla luciferase assay. The ratio obtained was used to
compare the degree of activation of the reporter gene for
different samples.

Immunohistochemistry

Cervical cancer tissues and adjacent normal tissues as
well as mouse tumor tissues were fixed with 4% neutral
formaldehyde (LM160250, LMAI Bio, Shanghai,
China), paraffin-embedded and sectioned (4 um). The
sections were subjected to conventional xylene | (10
min), xylene Il (10 min) treatment (dasf4878, DASF,
Nanjing, China) for dewaxing, gradient alcohol
treatment (95% alcohol, 90% alcohol, 80% alcohol,
70% alcohol, 5 min each) for hydration. The sections
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were then added with endogenous peroxidase blocker,
Table 1. Primer Sequences for RT-qPCR.

and were immersed in hydrogen peroxide at room

Target

Primer Sequence (5'-3")

circ_0000326
miR-338-3p
CDK4

U6

GAPDH

F:5-GCTTTATGCTGGAGTAACTG-3'
R: 5-TACAAAGTCAGATCAGTTATGG-3'
F: 5-TGCGGTCCAGCATCAGTGAT-3'

R: 5-CCAGTGCAGGGTCCGAGGT-3'

F:5-TGTGGAGCGTTGGCTGTATC-3'
R: 5-TGTGGAGCGTTGGCTGTATC-3'
F: 5-GCTTCGGCAGCACATATACTAAAAT-3'
R: 5-CGCTTCACGAATTTGCGTGTCAT-3'

F: 5-ATGGAGAAGGCTGGGGCTC-3'

R: 5-AAGTTGTCATGGATGACCTTG-3'

Notes: circ_0000326, circularRNA_0000326; miR-338-3p, microRNA-338-3p; CDK4, Cyclin-dependent kinase 4; GAPDH,

glyceraldehyde phosphate dehydrogenase; F, forward; R, reverse.

temperature (3%; 20 min) to block endogenous
peroxidation. Subsequently, the sections were treated
with twice heat-induced antigen retrieval, blocked with
10% goat serum working solution at room temperature
(15 min) followed by incubation with rabbit anti-CDK4
primary antibody (50 pL; 1:100, ab108357, Abcam)
overnight at 4° C and with Biotin (Biotin)-labeled goat
anti-rabbit 1gG (1:1000, ab6721, Abcam) secondary
antibody at 37° C for 40 min). Afterwards, the sections
were incubated with 50 pL streptomyces avidin-
peroxidase solution at room temperature for 15 min,
visualized using diaminobenzidine (DAB; 00000192,
KEHBIO, Beijing, China) for 10 min at room
temperature, and then counterstained with hematoxylin
(dasf3915, DASF) for 3 min. Moreover, the sections
were differentiated by hydrochloric acid alcohol (1%),
dehydrated with gradient alcohol, cleared with xylene,
and mounted using neutral resin. Subsequently, five
high-power fields were randomly selected and observed
under a light microscope (CX41-12C02, Olympus,
Tokyo, Japan). The cells with brown-yellow particles in
the cells were positive, and the CDK4 protein was
calculated as a percentage of the total number of cells:
positive expression (+) was counted by positive cells
more than 10%, and negative expression (-) was
counted by positive cells less than 10%. The primary
antibody was replaced with PBS as a negative control.
The final result was double-blindly scored by two
people.

RNase R-digested cellular RNA

Nuclear and cytoplasmic RNAs were isolated in
accordance with PARIS™ Kit Protein and RNA
Isolation System (Qiagen, Valencia, CA, USA). Briefly,
cells were treated with trypsin (0.25%), after which
centrifugation was carried out at 2000g for 2 min. Then
cells pellets were collected, and the nuclear RNA and

cytoplasmic RNA were retrieved using NE-PER
fractionation buffer (Thermo Fisher Scientific Inc., San
Jose, CA, USA) based on the protocols of nuclear and
cytoplasmic fraction kit (Qiagen, Valencia, CA, USA)
followed by the detection of the concentration of RNA
using nano 2000. Afterwards, RNA was resuspended
with diethyl phosphorocyanidate (DEPC, 52 puL),
followed by the bisection. One part was digested using
3 uL of 10 x RNase R Reaction Buffer and 1 pL of
RNase R (20 U/uL) (Epicentre Biotechnologies,
Madison, WI, USA), while the other part was added
with 1 pL. of DEPC and used as control. Both groups
were developed at 37° C for 30 min. Subsequently,
phenol/chloroform was supplemented to terminate
digestion, followed by ethanol precipitation. RNA was
reverse-transcribed into ¢cDNA as described before.
Circ_0000326 expression in cytoplasm was measured
using RT-gPCR.

FISH

FISH was performed with specific probes based on
circRNA-0000326 and microRNA sequences. PCR
products were yielded by specific primers from the
post-splicing region of circRNA-0000326. According to
the instructions of manufacturers, digoxin- or biotin-
labeled RNA Probe (Roche Applied Science,
Mannheim, Germany) was mixed with T7 RNA
polymerase (Roche, Shanghai, China). Coverslips were
placed into the 24-well plates, and seeded with cells (6
x 10* cells/well). When cells reached 80%-95%
confluence, biotin-labeled circRNA-0000326 RNA
probe was adopted for overnight hybridization in
Ambion ULTRAhyb hybridization buffer (Cat. No:
AMB670) at 60° C. Cells were then treated with
DyLight 549-conjugated antibody (10009907, Cayman
Chemical Company, Wuhan, China) and nucleus was
stained with 4',6-diamidino-2-phenylindole (DAPI,
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D3571, Invitrogen, Carlsbad, CA, USA). A
fluorescence  microscope  (Leica  Microsystems,
Mannheim, Germany) was used to observe cells
following fixation under dark conditions. FISH probe
was as follows: Digoxin-5’-
CATGACATCTGACCCAAAACA ACC-3’-Digoxin.

Cervical cancer cell transfection

Cervical cancer cells were inoculated into six-well plates
at density of 3 x 10° cells/well, and transfected with
plasmid containing mMiR-338-3p-mimic miR-338-3p-
inhibitor or short hairpin (sh)-circ_0000326 according to
lipofectamine 3000 reagent (L3000-001, Invitrogen,
Carlsbad, CA, USA) when cells reached 80% confluence.
The aforementioned plasmids were obtained from
Shanghai GenePharma Co., Ltd. (Shanghai, China). Then
cells were incubated under 5% CO, at 37° C, and
complete medium was replaced after 6-h transfection.
Cells were collected after another 48-h culture.

Clone formation assay

Cervical cancer cells were digested by 0.25% trypsin
and suspended in DMEM medium containing 10% FBS,
followed by dilution. Then cells were seeded into dishes
containing 10 mL preheated medium with 50, 100 and
200 cells in each dish. Later, cells were developed in an
incubator containing 5% CO, (37° C; 2-3 weeks). The
culture was stopped when cell clones could be observed
with naked eye. Polyformaldehyde (4%) was used to fix
cells (5 mL) for 15 min and crystal violet dye solution
(C0004, Baomanbio, Shanghai, China) was used to stain
for 10-30 min. Finally, cell clones were counted with
the naked eye or cell clones with the above 10 cells
were counted under an inverted microscope.

CCK-8 assay

Firstly, cell suspension was seeded into a 96-well plate
(3 x 103 - 6x103 cells/well, 200 uL/well). Each well was
then added with 10 pL. CCK-8 (96992-500TESTS-F,
Sigma, St Louis, MO, USA) at 24 h, 48 h, and 72 h,
followed by 2-h incubation and observation. The optical
density (OD) was assessed at 570 nm using an Enzyme-
linked immunosorbent assay (NYW-96M, Beijing
Noahway Instruments Co., Ltd., Beijing, China). The
cell viability was curved with the time point as the x-
axis and the OD value as y-axis.

EdU assay

Cells were seeded into 96-well-plates (5 x 10*
cells/well). Each well was added with 500 pL 5-
ethynyl-2'-deoxyuridine (EdU, 50 umol/L, E10187,
Invitrogen, Carlsbad, CA, USA) medium for 2-h

culture. Polyformaldehyde (40 g/L) was used to fix cells
for 20 min, and 2 mg/mL glycine (xy-SG8560, Axygen
Scientific, Inc., Union City, CA) was added for 10-min
incubation. Apollo® dyeing solution was added and
incubated with cells in the dark (30 min) after cells were
permeated using 500 pL of TritonX (0.5%). Hoechst
33342 reaction solution was then added and developed
with cells under dark conditions (30 min), followed by
two washes with 0.5% Triton. Cells were finally
observed under an inverted fluorescence microscope
and quantified using Image-Pro plus 6.

RIP

RIP was performed using Magna RIP™ RNA-Binding
Protein Immunoprecipitation kit (Millipore, Billerica,
MA, USA). Cervical cancer cells were fixed using 1%
formaldehyde, followed by ultrasonic dissolution. After
centrifugation, 50 pL supernatants were kept as input,
with the remainder incubated with immunomagnetic
beads probe containing circ_0000326 streptomyces (M-
280, Invitrogen, Carlsbad, CA, USA) overnight at 30°
C. The mixture of M-280 immunomagnetic beads,
probe and circRNAs was de-crosslinked using 200 pL
lysate and protease K. The mixture was added with
TRIZOL for RNA extraction and RT-gPCR.

RNA pull-down assay

RNA pull-down assay was performed using using a
Target RNA purification kit (ZEHENG Biotech,
Shanghai). SiHa and Hela cells that were transfected in
a stable condition were crosslinked with 1%
formaldehyde for 10 min, and scraped in 1 mL lysis
buffer. The samples were sonicated and centrifuged.
The supernatant was incubated with circ_0000326
biotin probes (Guangzhou RiboBio Co., Ltd.,
Guangzhou, China) and streptavidin magnetic bead in a
tube. 10% of the mixture was collected to verify the
efficiency of target RNA purification; as the remaining
90% was for miRNA enrichment. The pull-down
complexes were assayed by RT-qPCR.

Transwell assay

Before inoculation of cells, 50 pL diluted Matrigel (BD
Biosciences, Franklin Lakes, NJ, USA) was covered in
polycarbonate membrane of the upper chamber and
placed at 37° C (30 min) until gel was formed. Cells (5
x 10%) were seeded in the upper chamber (BD
Biosciences) containing serum-free medium (100 pL).
Then, the basolateral chamber was added with 500 pL
serum containing 20% FBS, and developed with 5%
CO; (37° C; 48 h). Gel and cells on the upper chamber
were wiped out using a cotton swab after culture.
Invasive cells were fixed with methanol, stained with
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0.1% crystal violet and finally photographed and
counted using microscope (x 100).

Tumor xenograft model

Male BALB/c nude mice (4-5 weeks of age) were
purchased from Experimental animal center of
Zhengzhou University and maintained under specific
pathogen-free conditions. Cells stably infected with
lentivirus (LV) sh-circ_0000326 or LV-NC SiHa (1 x
105 cells in 100 pL of PBS) were subcutaneously
injected into the right armpits of nude mice. The tumor
size was measured every 7 days. Three weeks later, the
mice were sacrificed, and tumors were extracted from
mice and weighed. The tumor tissues were collected for
immunohistochemical detection.

Statistical analysis

All data were processed and analyzed using SPSS 21.0
statistical software (IBM Corp., Armonk, NY, USA).
Measurement data were summarized by mean =*
standard deviation. If data followed normal distribution
and homogeneity of variance, t test was used to test
pairwise differences within the group while unpaired t
test was adopted to test the differences between 2
experimental groups. Differences among 3 or more
experimental groups were analyzed by one-way analysis
of variance (ANOVA), followed by Tukey's post hoc
test, and data among multiple groups at different time
points were compared using two-way ANOVA. p <
0.05 was statistically significant.

Editorial note

&This corresponding author has a verified history of
publications using a personal email address for
correspondence.
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