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MicroRNA-212 (miR-212) has been considered as a novel tumor-related miRNA and
is found to be significantly deregulated in human cancers. The miR-212 expression
was reduced in human primary gastric cancer,'* lung cancer,** colorectal cancer,®
and acute myeloid leukemia (AML).” Furthermore, decreased miR-212 expression
was correlated with adverse clinicopathological features of cancer, aggressive tumor
phenotype,® and poor prognosis of patients with malignancies.” Importantly, miR-212
has been considered as a tumor suppressive miRNA by regulating cellular processes
such as proliferation and apoptosis in human cancers. Upregulation of miR-212 induced
decreased growth of gastric cancer cells by targeting methyl-CpG-binding protein

MeCP2."? Ectopic expression of miR-212 increased tumor necrosis factor-related
Correspondence: Tiancai Zeng
Department of Hepatobiliary Surgery,
Renmin Hospital, Hubei University of by targeting the antiapoptotic protein PED/PEA-15 (PED).> miR-212 was associated
Medicine, No 39 Chaoyang
Middle Road, Shiyan 442000,
People’s Republic of China proliferation, migration, and invasion of ovarian cancer were found to be modulated
Tel +86 719 880 1652
Fax +86 719 880 1652
Email ztc_shiyan@sina.com However, the oncogenic role of miR-212 was confirmed in other cancer types. miR-212

apoptosis-inducing ligand-induced cell death in non-small-cell lung (NSCLC) cells
with the cetuximab resistance of head and neck squamous cell carcinoma.? And the cell

by miR-212 through targeting heparin-binding epidermal growth factor (HBEGF).’
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was upregulated in pancreatic ductal adenocarcinoma
(PDAC)'*!" and oral tumors.'* It was found to exert oncogenic
function in PDAC by targeting protein patched homolog 1
(PTCHI1) and pRb.!*!! Therefore, the functional significance
of miR-212 in cancer initiation and development seems to
be cancer-type specific. However, the clinical significance
of miR-212 and its related molecular pathways involved in
the progression of hepatocellular carcinoma (HCC) remains
poorly investigated.

Here, we demonstrate that reduced miR-212 expression
is observed in HCC tissues. The low expression of miR-212
is correlated with poor prognostic features and reduced sur-
vival of HCC patients. Furthermore, miR-212 inhibits HCC
cell proliferation and induces apoptosis in vitro. Forkhead
box protein Al (FOXA1) is identified as a functional target
of miR-212. Mechanistically, our results demonstrate that
miR-212 functions as a tumor suppressive miRNA by inhibit-
ing FOXA1 in HCC.

Table | Clinical correlation of miR-212 expression in HCC

Materials and methods

Clinical samples and cell lines

Eighty-six HCC samples were collected from patients
including 69 males and 17 females, who underwent the
resection of their primary HCC in the Department of Hepa-
tobiliary Surgery at the People’s Hospital affiliated to Hubei
University of Medicine during January 2006 to December
2008, with a median follow-up time of 29.5 months. The
clinicopathological data are shown in Table 1. Informed

consent was obtained from all patients. No patients received

Clinicopathologic Total number of

features patients, n=86

High miR-212

Age (years)
<50 27
=50 59

= » 30
Sex

Male 69
Female
HBV
Absent
Present
Serum AFP level (ng/mL)

17
30
56
<400 3
=400 52
Tumor size (cm)
<5
=5 6
Number of tumor
|
=2 QZ

Cirrhosis
Absent 37
Present 49
Venous infiltration
Absent 42
Present 44
Edmondson-Steiner grading
1+ 49
H+V 37
TNM tumor stage
1+l 61
H+V 25

13 0816

33 0417
10
17 13 0.365
26 30
I 23 0.008*
32 20
21 0.007*
34 22
31 35 0.307
12 8
20 17 0514
23 26
19 23 0.388
24 20
19 30 0.017*
24 13
25 36 0.009%*
18 7

Note: *Statistically significant.

Abbreviations: AFP, alpha fetoprotein; HBV, hepatitis B virus; HCC, hepatocellular carcinoma; miR-212, microRNA 212; TNM, tumor-node-metastasis.

submit your manuscript

2228

Dove

OncoTargets and Therapy 2015:8


www.dovepress.com
www.dovepress.com
www.dovepress.com

Dove

The role of miR-212 in HCC

(DMEM; Thermo Fisher Scientific, Waltham, MA, USA)
containing 10% fetal bovine serum (Thermo Fisher Scientific)
with 100 units/mL penicillin and 100 pg/mL streptomycin
(Sigma-Aldrich Co., St Louis, MO, USA) in a humidified
incubator containing 5% CO, at 37°C.

Real time quantitative reverse
transcription-PCR

Quantitative polymerase chain reaction (PCR) primer against
mature miRNA hsa-miR-212-3p (HmiRQP0319) and Homo
sapiens snRNA U6 quantitative PCR primer (HmiRQP9001)
were purchased from GeneCopoeia (Guangzhou, People’s
Republic of China). The PCR amplification to quantify the
miR-212 and U6 was performed using TagMan miRNA
Reverse Transcription Kit (Thermo Fisher Scientific) and
TagMan Human MicroRNA Assay Kit (Thermo Fisher
Scientific). The relative expression of miR-212 was shown
as fold difference relative to U6.

The following primers were used: FOXA1 sense primer
5’-AAT CAT TGC CAT CGT GTG-3’ and antisense primer
5’-CGC GGC TTA AAA TCT GGT AT-3" and GAPDH
sense primer 5-CAA GCT CAT TTC CTG GTA TGA C-3’
and antisense primer 5-CAG TGA GGG TCT CTC TCT
TCC T-3’. The PCR amplification to quantify the
and GAPDH mRNA was performed using an ABI P
7300 Sequence Detection System (Thermo Fig

Cell transfection
miRNA vectors, includi

AMO04), and the n
(CmiR-ANOQS

using SangoN@Riotech (Shanghai) Co., Ltd. (Shanghai,

People’s Repub® of China). Cells were transfected with
the vectors mentioned above using Lipofectamine 2000,
according to the manufacturer’s instructions (Thermo Fisher

Scientific).

Cell proliferation and apoptosis detection
For the proliferation assay, HCC cells were seeded
into 96-well plates at 5,000 cells per well for 24 hours
and assessed using a Cell Proliferation ELISA, BrdU

(5-bromodeoxyuridine) (chemiluminescent) (Hoffman-La
Roche Ltd., Basel, Switzerland). Flow cytometric analysis
was carried out with fluorescence activated cell sorting
Calibur (Becton Dickinson, San Jose, CA, USA) and Cell
Quest software (Becton Dickinson). An Annexin-V-FLUOS
Staining Kit (Hoffman-La Roche Ltd.,) was used to analyze
the level of apoptosis, following the manufacturer’s instruc-
tion. The percentage of apoptotic cells were calculated using
the software in the flow cytometry.

Western blot

The following primary anid

e reporter assay

-untranslated region (UTR) sequence of FOXAT1 pre-
dicted to interact with miR-212 or a mutated sequence within
the predicted target sites was synthesized and inserted into
the Xbal and Fsel sites of the pGL3 control vector (Promega
Corporation, Fitchburg, WI, USA). These constructs were
named as wild-type (wt) FOXA1-3’"UTR or mutant (mt)
FOXA1-3"UTR, respectively. For the reporter assay, HepG2
cells were seeded into 24-well plates and transfected with the
above constructs and miR-212 expression vector, miR-212
inhibitor, control vector, or negative control. After 48 hours,
the cells were harvested, and Renilla luciferase activity was
measured using the Dual-Luciferase® Reporter Assay System
(Promega Corporation), according to the manufacturer’s
instructions. Results were obtained from three independent
experiments performed in duplicate.

Immunohistochemical staining
Immunohistochemistry was performed on paraformaldehyde-
fixed paraffin sections. FOXA1 (#3333, Epitomics Inc.)
antibody was used in immunohistochemistry with strepta-
vidin peroxidase conjugated (SP-IHC) method, and it was
performed as previously reported.' The percentage of posi-
tive cells was graded as per the following criteria: 0, <10%;
1, 10%-30%; 2, 31%—50%; 3, >50%.
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Statistical analysis

Results are expressed as mean + SEM. Significance was
established, with the SPSS statistical package for Windows
Version 13 (SPSS, Chicago, IL, USA) and GraphPad Prism 5
software (GraphPad Software, Inc, San Diego, CA, USA),
using a Pearson chi-squared test, the multivariant Cox
regression analysis, a Kaplan—-Meier plot, a log-rank test, a
Spearman’s rank correlation coefficient, or a two-tailed Stu-
dent’s t-test when appropriate. Difference were considered
significant when P<<0.05.

Results
Clinical significance of miR-212 in HCC

cases

Initially, we tested the miR-212 expression in a retrospective
cohort of 86 HCC tissues and matched adjacent nontumor
tissues using quantitative reverse transcription (QRT)-PCR.
The miR-212 expression in HCC tissues was significantly
lower than that in matched adjacent nontumor liver tissues
(P<<0.05, Figure 1A). The expression level of miR-212 was
considered either low (n=43) or high (n=43) according to the
cutoff value, which was defined as the median expression

>

0.20

0.154

0.104

0.054

miR-212/U6
(relative expression)

0.00

level of miR-212 in this cohort. As shown in Table 1, miR-
212 was expressed at prominently lower levels in HCC
patients with high AFP level (P=0.008), large tumor size
(P=0.007), high Edmondson-Steiner grading (P=0.017),
and advanced tumor-node-metastasis tumor stage (P=0.009).
Further, 86 HCC patients with survival information were
analyzed using Kaplan—Meier estimation. Low expression of
miR-212 was indeed associated with reduced overall survival
and disease-free survival of HCC patients (P<<0.05, respec-
tively, Figure 1B and C). Furthermore, multivariate Cox

regression analysis indicated that mi pression was

ssion was significantly upregulated by
n vector (P<<0.05, Figure 2A). BrdU
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Figure | The expression of miR-212 and its prognostic significance in HCC.

Notes: (A) Comparing differences in the expression levels of miR-212 between HCC (T) and matched adjacent nontumor tissues (NT), *P<<0.05. (B and C) According to
the level of miR-212 expression, Kaplan—-Meier 5-year overall and disease-free survival curves of HCC patients showed that low expression of miR-212 was correlated with
poor prognosis. The median expression value obtained for miR-212 of the 86 HCC samples detected by qRT-PCR was chosen as the cut off value.

Abbreviations: HCC, hepatocellular carcinoma; miR-212, microRNA 212; qRT-PCR, quantitative reverse transcription-polymerase chain reaction.
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Table 2 Multivariate Cox regression analysis of 5-year overall and disease-free survival of 86 HCC patients

Variables Overall survival Disease-free survival

HR 95% CI P HR 95% ClI P
Serum AFP level 1.701 0.666—4.342 0.267 1.064 0.209-5.421 0.940
Tumor size 1.054 0.999-1.112 0.056 1.067 0.504-2.260 0.865
Edmondson-Steiner grading 2.230 0.937-5.308 0.070 1.971 0.827-4.696 0.126
TNM tumor stage 1.023 1.002—1.044 0.032* 1.055 1.019-1.092 0.003*
miR-212 expression 2.148 1.255-3.677 0.005* 3.547 1.644-7.653 0.001*

Note: *Statistically significant.

Abbreviations: AFP, alpha fetoprotein; Cl, confidence interval; HCC, hepatocellular carcinoma; HR, hazard ratio; miR-212, microRNA 212; TNM, tumor-node-metastasis.
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Figure 2 miR-212 reduces cell proliferation and induces apoptosis in HCC cells.
Notes: (A) HepG2 cells that were transfected with miR-control (control) and miR-212, respectively, were subjected to qRT-PCR for miR-212 expression. n=3 independent
experiments, *P<0.05. (B) Cell proliferation as measured by BrdU incorporation assays was inhibited by upregulation of miR-212 in HepG2 cells as compared with control
cells. n=3 repeats with similar results, *P<<0.05. (C) miR-212 overexpressing HepG2 cells conferred a larger subgroup of apoptotic cells as compared with control cells. n=3
repeats with similar results, ¥P<<0.05. (D) Huh7 cells that were transfected with negative control (NC) and miR-212 inhibitor (anti-miR-212), respectively, were subjected
to gqRT-PCR for miR-212 expression. n=3 independent experiments, *P<0.05. (E and F) Downregulation of miR-212 promoted cell proliferation and inhibited apoptosis in

Huh?7 cells. n=3 repeats with similar results, *P<0.05.
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Abbreviations: BrdU, 5-bromodeoxyuridine; FITC, fluorescein isothiocyanate; HCC, hepatocellular carcinoma; miR-212, microRNA 212; qRT-PCR, quantitative reverse

transcription-polymerase chain reaction; RLU, relative light unit;

Pl, propidium iodide.
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incorporation assays were performed to test the effect of
altering miR-212 levels on HCC cell proliferation. We
found that upregulation of miR-212 significantly inhibited
HepG2 cell proliferation (P<<0.05, Figure 2B). Furthermore,
as determined by flow cytometry assays, the percentage of
apoptotic HepG2 cells significantly elevated after upregula-
tion of miR-212 (P<<0.05, Figure 2C). Next, downregulation
of miR-212 in Huh7 cells was performed and was con-
firmed using qRT-PCR (P<0.05, Figure 2D). As expected,
downregulation of miR-212 obviously promoted HCC cell
proliferation and inhibited apoptosis (P<<0.05, respectively,
Figure 2E and F). Thus, miR-212 inhibits cell proliferation
and induces apoptosis in HCC cells.

FOXAI is identified as a functional target
of miR-212

To disclose the molecular mechanisms by which miR-212
inhibits HCC tumor growth, predicted target genes of
miR-212 were retrieved and analyzed using publicly
available databases (TargetScan 6.2 and MiRanda). FOXAI,
an important transcription factor in liver development and
cancer progression,'® was predicted as one of the targets

A

c 1.54
<
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Figure 3 FOXAI is identified as a functional target of miR-212 in HCC.

of miR-212. As measured by qRT-PCR and Western blot,
both the levels of FOXA1 mRNA and protein were sig-
nificantly reduced by upregulation of miR-212 in HepG2
cells (P<0.05, respectively, Figure 3A and B). Next, we
investigated whether the miR-212 directly interacted with
the 3-UTR of FOXA1 mRNA using a Dual-Luciferase®
Reporter Assay System. As expected, miR-212 significantly
inhibited the luciferase activity of FOXA1 containing a
wild-type (wt) 3-UTR but did not suppress the activity of
FOXA1 with a mutant (mt) 3’-UTR (P<0.05, Figure 3C

and D). When anti-miR-212 was traps , an increase

CCGGCACUGACCUCUGACAAU
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Notes: (A) qRT-PCR and (B) Western blot analysis of FOXAI expression in HepG2 cells with miR-212 or control vectors transfection. n=3 independent experiments,
*P<0.05. (C) miR-212 and its putative binding sequence in the 3’-UTR of FOXAI. The mutant miR-212 binding site was generated in the complementary site for the seed
region of miR-212 (wt, wild type; mt, mutant type). (D) miR-212 significantly suppressed the luciferase activity that carried wt but not mt 3’-UTR of FOXAI. Anti-miR-212
led to a noticeable increase in luciferase activity of wt 3"-UTR of FOXAI. n=3 repeats with similar results, *P<0.05.

Abbreviations: FOXAI, forkhead box protein Al; HCC, hepatocellular carcinoma; miR-212, microRNA 212; qRT-PCR, quantitative reverse transcription-polymerase chain
reaction; UTR, untranslated region; NC, negative control; GAPDH, glyceraldehyde-3-phosphate dehydrogenase.
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he HCC samples with low
34.9% (15/43) of the

Next, HepG2 cells that were transfected with scrambled
siRNA or FOXAT1 siRNA were subjected to Western blot
for FOXA1. As assessed by immunoblotting, FOXA1 was
knocked down by a specific siRNA (P<<0.05, Figure 5A).
Furthermore, FOXA1 knockdown inhibited cell proliferation
and induces apoptosis in HepG2 cells (P<<0.05, respectively,
Figure 5B and C). In sum, these data indicate that miR-212
suppresses HCC cell proliferation and induces apoptosis by
inhibiting FOXAL.

B
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e and positive expression of FOXAI in miR-212 low-expressing tumor.

Discussion
Increasing studies have reported that miRNAs regulates
carcinogenesis-related gene expression, indicating a
new insight in the initiation and progression of HCC.'"-!8
Decreased miR-212 expression has been confirmed in various
types of cancers, including gastric cancer,' lung cancer,**
colorectal cancer,® and AML.” Accordingly, our study
demonstrated that the miR-212 expression in HCC tissues
was significantly downregulated as compared with that in
adjacent nontumor tissues. Furthermore, our results showed
that reduced expression of miR-212 was associated with
poor prognostic features of HCC. Importantly, miR-212
was identified as an independent prognostic marker for pre-
dicting 5-year overall survival and disease-free survival of
HCC patients. These results indicate that miR-212 plays an
important role in the progression of HCC, and may serve as
a promising prognostic biomarker for HCC patients.

The prognostic significance of miR-212 expression in
human malignancies stimulates scientists to dig out its bio-
logical functions and underlying mechanisms. miR-212 has
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submit your manuscript

2233

Dove


www.dovepress.com
www.dovepress.com
www.dovepress.com

Tuetal Dove
A & B
£ & < 15, c 1507
@& £ 8 )
AU ®
@ ‘\3~ = 0 H ——
P QO o2 1.04 8_A 100
s g 53
‘ [ro— = o oK *
FOXAT SERNE £ 501
oS * o
i I B
= 00 . o 0 .
Scrambled FOXA1 siRNA Scrambled FOXA1 siRNA
siRNA siRNA
Cc 0 ¥ .
10% 8
10“5 =
< < S
o o 104 3
f g
1029 2
AR L L L BLAALL L R R °
102 10° 10* 10° 102 10° 10* 10°
FITC-A FITC-A

Figure 5 FOXAI knockdown reduces cell proliferation and induces apoptosis in HCC cells.
Notes: (A) HepG2 cells that were transfected with scrambled siRNA and FOXAI siRNA, respectively,
independent experiments, *P<<0.05. (B) Cell proliferation as measured by BrdU incorporation assa

control cells. n=3 repeats with similar results, *P<0.05. (C) FOXA| downregulating HepG2 c

cells. n=3 repeats with similar results, *P<<0.05.

Abbreviations: FOXAI, forkhead box protein Al; HCC, hepatocellular carcinoma; BrdU,

GAPDH, glyceraldehyde-3-phosphate dehydrogenase.

been found to inhibit the growth of gastric cancer cells
targeting MeCP2 and promote the cell death of non-small-ce
lung cells by regulating PED.!* However, in PDA i

progression of by serving as a negative regulator of

oncogenic protein.'**®The expression of FOXA1 was found
to be upregulated in liver cancer cells?! and promoted the
expression of Yes-associated protein and alpha fetoprotein in
HCC,'¢ suggesting its oncogenic role in HCC. Furthermore,
the expression of FOXA1 was found to be a downstream
mediator of IncRNA MT1DP, which inhibited cell prolifera-
tion and transformative phenotype of liver cancer cells.'s In
this study, we found that miR-212 significantly reduced the

levels of both FOXA1 mRNA and protein in HepG2 cells.

ated FOXAL as a direct functional target of
HCC. Furthermore, the expression of FOXA1 in
C tissues was obviously higher as compared with that in
atched normal nontumor tissues. Otherwise, a significant
verse correlation between miR-212 and FOXA 1 expression
was observed in HCC tissues. Importantly, FOXA1 knock-
down showed the same regulatory effect as upregulation of
miR-212 in HepG2 cells with decreased cell proliferation
and increased apoptosis. Altogether, our results suggest that
FOXAL is a downstream target of miR-212, and miR-212
may suppress cell proliferation and induce apoptosis by
targeting FOXAT1 in HCC. Moreover, the study by Yu et al
suggested that Yes-associated protein was a downstream tar-
get of FOXA1." It is interesting to mention here that another
study by Liang et al showed that the H3K4 demethylase
retinoblastoma binding protein 2 was a downstream target
of miR-212 in HCC cells and miR-212 inhibited HCC cell
proliferation and induced cellular senescence by modulating
the expression of retinoblastoma binding protein 2.% This
suggests that FOXA1 is not the only target of miR-212 in
HCC and miR-212 can exert its tumor suppressive role by
modulating various downstream pathways in HCC cells.

In conclusion, we find that miR-212 is downregulated in
HCC tissues. The low expression of miR-212 is correlated
with poor prognostic features and reduced survival of HCC
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patients. We demonstrate that miR-212 may reduce HCC
cell growth by suppressing FOXA1 expression. In sum, we
consider that miR-212 may potentially act as a clinical bio-
marker, and may also be a therapeutic target, in HCC.
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