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Abstract. MicroRNAs (miRs) act as important regulators 
during the development and progression of human cancer; 
however, the regulatory mechanism of miR‑663 in nasopha-
ryngeal carcinoma (NPC) remains unclear. The present study 
demonstrated that serum miR‑663 levels were significantly 
increased in patients with NPC compared with healthy 
controls. In addition, the serum levels of miR‑663 were 
associated with the grade, lymph node metastasis and clinical 
stage of NPC. The expression of miR‑663 was increased in 
NPC C666‑1 cells, compared with normal nasopharyngeal 
epithelial NP69 cells. The knockdown of miR‑663 mark-
edly decreased the proliferation of C666‑1 cells through the 
induction of cell cycle arrest at the G1 stage. Cyclin‑dependent 
kinase inhibitor 2A (CDKN2A) was hypothesized to be a puta-
tive target of miR‑663. Further investigation confirmed that 
miR‑663 was able to directly bind to the 3' untranslated region 
of CDKN2A mRNA, and to negatively regulate CDKN2A 
protein expression in C666‑1 cells. Inhibition of CDKN2A 
expression attenuated the suppressive effects of miR‑663 
knockdown on the proliferation and cell cycle progression of 
C666‑1 cells. In addition, it was observed that the mRNA and 
protein levels of CDKN2A were decreased in C666‑1 cells 
compared with NP69 cells. In conclusion, the results of the 
present study demonstrated that miR‑663 promoted the prolif-
eration and cell cycle progression of NPC cells by directly 
targeting CDKN2A, suggesting that miR‑663 may become a 
potential therapeutic target for the treatment of NPC.

Introduction

Nasopharyngeal carcinoma (NPC) is a common type of head 
and neck cancer in Southeast Asia, particularly in southern 

China (1). It has been previously demonstrated that genetic 
susceptibility and Epstein‑Barr virus (EBV) infection are 
associated with NPC development (1‑3). No obvious clinical 
manifestation is observed at the early stages of NPC, and the 
location of the tumor is not clearly visible; therefore, NPC 
is difficult to diagnose and the prognosis of the advanced 
disease is poor (4,5). Further investigation to identify effective 
molecular targets for NPC treatment is required.

MicroRNAs (miRs), a class of small non‑coding RNAs, 
are able to negatively regulate gene expression by inducing 
mRNA degradation or suppressing protein translation, 
through direct binding to the 3' untranslated regions (3'UTRs) 
of their target mRNAs (6). It has been previously reported 
that miRs act as regulators of cell survival, differentiation, 
proliferation, cell cycle progression and tumorigenesis (7,8). 
By mediating the expression of oncogenes or tumor suppres-
sors, a number of miRs, including miR‑663, serve suppressive 
or promotive roles in the development and progression of 
human cancer, including NPC (9,10). For example, miR‑218 
suppresses NPC progression through inhibition of survivin 
and the slit homolog 2 protein‑roundabout homolog 1 signaling 
pathway (11). miR‑214 promotes tumorigenesis by targeting 
lactotransferrin in NPC (12). miR‑663 was observed to be 
markedly downregulated in gastric cancer (13), and upregu-
lated in castration‑resistant prostate cancer (14). Previously, 
miR‑663 was reported to serve a promotive role in NPC cell 
proliferation in vitro and NPC growth in vivo (15). However, 
the regulatory mechanism of miR‑663 in NPC cell prolifera-
tion remains unclear.

Cyclin‑dependent kinase inhibitor 2A (CDKN2A), also 
termed P16, is an important tumor suppressor (16). CDKN2A 
functions as an inhibitor of CDK4, and therefore serves a role 
in cell cycle phase G1 control (17). In addition, it may interact 
with, and sequester, E3 ubiquitin‑protein ligase MDM2, a 
protein associated with the degradation of p53 (18). Therefore, 
CDKN2A is a stabilizer of the tumor suppressor p53 (18). 
Dysregulation of CDKN2A has been observed in various 
types of human cancer, including NPC (19‑21). However, the 
precise mechanism underlying CDKN2A expression in NPC 
remains unknown.

Therefore, the present study aimed to investigate the 
expression and clinical significance of miR‑663 in NPC, in 
addition to the regulatory mechanism of miR‑663 in NPC cell 
viability, associated with CDKN2A.
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Materials and methods

Serum sample collection. The present study was approved by 
the Ethics Committee of the Tumor Hospital of First People's 
Hospital of Foshan (Foshan, China). A total of 74 serum 
samples from patients with NPC and 27 from healthy controls 
were obtained. The clinical characteristics of the patients with 
NPC are summarized in Table I (22). All of the participants 
gave written informed consent. Prior to blood sample collec-
tion, none of the patients had received any treatment. Serum 
was isolated from 10 ml blood by centrifuging at 1,000 x g at 
room temperature for 5 min, and subsequently at 12,000 x g at 
4˚C for 5 min. The samples were stored at ‑80˚C prior to usage.

Cell culture. NPC C666‑1 cells and the normal nasopharyngeal 
epithelial cell line NP69 were obtained from the Type Culture 
Collection of the Chinese Academy of Sciences (Shanghai, 
China). Cells were cultured in Dulbecco's modified Eagle's 
medium (DMEM; Thermo Fisher Scientific, Inc., Waltham, 
MA, USA) supplemented with 10% fetal bovine serum (Gibco; 
Thermo Fisher Scientific, Inc.) in a 37˚C humidified atmo-
sphere containing 5% CO2.

Cell transfection. For transfection, C666‑1 cells were 
cultured to 70% confluence and transfected with 100 nM 
pcDNA3.1‑CDKN2A open reading frame plasmid (Yearthbio, 
Changsha, China), pcDNA3.1 blank vector (both Promega 
Corporation, Madison, WI, USA), miR‑663 inhibitor 
(GeneCopoeia, Inc., Rockville, MD, USA), negative control 
(NC) inhibitor (GeneCopoeia, Inc.), miR‑663 mimic 
(GeneCopoeia, Inc.), or scramble miR mimic (GeneCopoeia, 
Inc.) using Lipofectamine 2000 (Thermo Fisher Scientific, 
Inc.), for 48  h according to the manufacturer's protocol. 
The following links demonstrate the miR‑663 mimic 
and NC sequences, respectively: http://www.fulengen 
.com/product/search2/?s=miR‑663&search_type=1&submit= 
Submit and http://www.fulengen.com/product/reporter‑ 
vector‑controls.

Reverse transcription‑quantitative polymerase chain 
reaction (RT‑qPCR) analysis. Total RNA was extracted from 
cells using TRIzol Reagent (Thermo Fisher Scientific, Inc.), 
which was converted to cDNA using an RevertAid Reverse 
Transcription kit (Thermo Fisher Scientific, Inc.), according 
to the manufacturer's protocol. The miR‑663 expression 
levels were examined with qPCR using PrimeScript® miRNA 
RT‑PCR kit (Takara Biotechnology Co., Ltd., Dalian, China) 
on an ABI 7500 thermocycler (Thermo Fisher Scientific, Inc.). 
U6 was used as an internal reference. The mRNA expres-
sion was detected by qPCR using the standard SYBR‑Green 
RT‑PCR kit (Takara Biotechnology Co., Ltd.). GAPDH was 
used as an internal reference. The specific primer pairs were 
as follows: CDKN2A sense, 5'‑GAT​CCA​GGT​GGG​TAG​AAG​
GTC‑3' and antisense, 5'‑CCC​CTG​CAA​ACT​TCG​TCCT‑3'; 
GAP​DH sense, 5'‑ACA​ACT​TTG​GTA​TCG​TGG​AAG​G‑3' and 
antisense, 5'‑GCC​ATC​ACG​CCA​CAG​TTTC‑3'. The reaction 
conditions were 95˚C for 5 min, followed by 40 cycles of dena-
turation at 95˚C for 15 sec and an annealing/elongation step at 
60˚C for 30 sec. The relative expression was analyzed using 
the 2‑ΔΔCq method (23).

Western blotting. Cells were solubilized in cold radioimmu-
noprecipitation assay lysis buffer (Thermo Fisher Scientific, 
Inc.) to extract the total protein, which was quantified using 
a bicinchoninic acid assay (Pierce; Thermo Fisher Scientific, 
Inc.) and 50 µg protein was separated using SDS‑PAGE on a 
10% gel (Pierce; Thermo Fisher Scientific, Inc.), and trans-
ferred onto a polyvinylidene difluoride membrane (Thermo 
Fisher Scientific, Inc.). The membrane was blocked with 
5% non‑fat milk in DMEM for 3 h at room temperature, 
followed by a rabbit anti‑CDKN2A monoclonal antibody 
(1:100; catalog no. ab108349; Abcam, Cambridge, UK) or 
rabbit anti‑GAPDH monoclonal antibody (1:100; catalog 
no.  ab181602; Abcam) at room temperature for 3  h. 
Following washing with PBST for 15 min, the membrane 
was incubated with the goat anti‑rabbit secondary antibody 
(1:1,000; catalog no. ab6721; Abcam) at room temperature 
for 1 h. Chemiluminescent detection was conducted by using 
an enhanced chemiluminescence kit (Pierce; Thermo Fisher 
Scientific, Inc.). The protein expression was analyzed using 
Image‑Pro plus software (version 6.0; Media Cybernetics, 
Inc., Rockville, MD, USA), represented as the density ratio 
vs. GAPDH.

Cell viability analysis. C666‑1 cells (5x104) were cultured in 
a 96‑well plate, each well containing 100 µl fresh serum‑free 
medium with 0.5 g/l MTT (Sigma‑Aldrich; Merck KGaA, 
Darmstadt, Germany). Following incubation at 37˚C for 
12, 24, 48 and 72 h, the medium was removed by aspiration 
and 50 µl dimethyl sulfoxide (Sigma‑Aldrich; Merck KGaA) 
was added to each well. Following incubation at 37˚C for a 
further 10 min, the absorbance at 570 nm of each sample was 
measured using a plate reader (Tecan Infinite M200; Tecan 
Group Ltd., Männedorf, Switzerland).

Cell cycle distribution analysis. C666‑1 cells (1x106) were 
washed twice in Dulbecco's PBS, resuspended in 70% ethanol 
and fixed overnight at ‑20˚C. Subsequently, cells were 
washed twice in PBS with 3% bovine serum albumin (BSA, 
Sigma‑Aldrich; Merck KGaA) and incubated for 30 min at 
room temperature in propidium iodide (PI) staining buffer 
containing 3% BSA, 40 µg/ml PI, and 0.2 mg/ml RNase in 
PBS. DNA content was determined using flow cytometry 
(FACSCalibur; BD Biosciences, Franklin Lake, NJ, USA) and 
FACSComp software version 1.0 (BD Biosciences).

Bioinformatic prediction. Targetscan software (www 
.targetscan.org) was used to predict the putative target genes 
of miR‑663.

Dual luciferase reporter assay. The wild type (WT) or mutant 
(MT) CDKN2A 3'‑UTRs were constructed using PCR and 
the Quick‑Change Site‑Directed Mutagenesis kit (Stratagene; 
Agilent Technologies, Inc., Santa Clara, CA, USA), which 
was subsequently inserted into the multiple cloning site in 
the psiCHECK™ vector (Promega Corporation). C666‑1 
cells were cultured to 70% confluence in a 24‑well plate, and 
co‑transfected with 100 ng WT‑CDKN2A or MT‑CDKN2A 
vector, plus 50 nM miR‑663 mimics or scramble miR using 
Lipofectamine®  2000. The dual luciferase reporter assay 
system (Promega Corporation) was used to determine the 
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luciferase activities 48 h post‑transfection. Renilla luciferase 
activity was normalized to firefly luciferase activity.

Statistical analysis. Data are expressed as the mean ± stan-
dard deviation. Comparisons between groups were analyzed 
using Student's t test or one‑way analysis of variance followed 
by the Tukey's post‑hoc test. The association between serum 
miR‑663 levels and the clinical characteristics of patients with 
NPC was analyzed using a χ2 test. Statistical analysis was 
performed using SPSS (version 19.0; IBM Corp., Armonk, 
NY, USA). P<0.05 was considered to indicate a statistically 
significant difference.

Results

Serum levels of miR‑663 are upregulated in NPC. The serum 
levels of miR‑663 were detected in patients with NPC and 
healthy controls. RT‑qPCR analysis demonstrated that the 
serum miR‑663 levels were significantly increased in patients 
with NPC compared with healthy controls (Fig. 1).

Serum miR‑663 levels were significantly associated with 
grade, clinical stage and lymph node metastasis in NPC. The 
association between the serum miR‑663 levels and clinical 
characteristics in patient with NPC was analyzed. Using the 
mean level of serum miR‑663 as a threshold, the patients 
with NPC recruited for the present study were divided into 
two groups, a high serum miR‑663 expression group and a 
low serum miR‑663 expression group. It was observed that 
the serum miR‑663 levels were significantly associated with 
grade, clinical stage and lymph node metastasis (Table  I). 
However, no association was observed between the serum 
miR‑663 levels and age, gender, tumor stage, distant metastasis 
or EBV infection (Table I). Therefore, increased expression of 
miR‑663 may promote the malignant progression of NPC.

Inhibition of miR‑663 reduces the proliferation of C666‑1 
cells and induces cell cycle arrest at G1. In order to further 
confirm the results detailed above, the expression of miR‑663 
in NPC C666‑1 cells was examined, and a normal nasopha-
ryngeal epithelial cell line, NP69, was used as a control. As 
demonstrated in Fig. 2A, miR‑663 was upregulated in NPC 
cells compared with NP69 cells.

The regulatory role of miR‑663 in NPC cell viability 
was subsequently investigated. As miR‑663 was significantly 
upregulated in the serum of patients with NPC patients, in 
addition to NPC cells, C666‑1 cells were transfected with 
a miR‑663 inhibitor to knock down its expression. An NC 
non‑specific inhibitor was additionally used. Transfection with 
the miR‑663 inhibitor significantly decreased the miR‑663 
levels in C666‑1 cells, compared with the control group 
(Fig. 2B). However, transfection with the NC inhibitor did not 
affect the miR‑663 levels in C666‑1 cells (Fig. 2B).

An MTT assay was conducted to examine cell proliferation. 
The results of the present study demonstrated that the knock-
down of miR‑663 significantly decreased the proliferation of 
C666‑1 cells, compared with the control group (Fig. 2C). Cell 
cycle progression serves an important role in cell proliferation. 
As presented in Fig. 2D, inhibition of miR‑663 led to a signifi-
cant arrest at the G1 stage in C666‑1 cells. The results of the 

present study demonstrated that the knockdown of miR‑663 
decreased the proliferation of C666‑1 cells via the induction 
of cell cycle arrest at the G1 stage.

CDKN2A is a direct target gene of miR‑663 in NPC cells. The 
present study demonstrated that CDKN2A was a predicted 
target gene of miR‑663 using Targetscan software, and that this 
association was evolutionarily conserved (Fig. 3A). In order 
to confirm the targeting of CDKN2A by miR‑663, luciferase 
vectors containing the WT or MT CDKN2A 3'‑UTR were 
generated (Fig. 3B and C). A luciferase reporter assay was 
performed, and it was observed that the luciferase activity was 
significantly decreased in C666‑1 cells co‑transfected with the 
WT‑CDKN2A luciferase reporter vector and miR‑663 mimics, 
compared with the control group (Fig. 3D). However, these 
effects were reversed by transfection with the MT‑CDKN2A 
luciferase reporter vector. Therefore, the results of the present 
study indicated that miR‑663 may directly bind to the 3'UTR 
of CDKN2A mRNA.

The effects of miR‑663 on CDKN2A expression were 
further examined. Western blotting data demonstrated that 
the knockdown of miR‑663 significantly increased the protein 
expression of CDKN2A in C666‑1 cells (Fig. 4A). In order to 
further confirm these results, C666‑1 cells were transfected 
with miR‑663 mimic, and the miR‑663 levels were significantly 
increased following transfection (Fig. 4B). Overexpression of 
miR‑663 significantly decreased the CDKN2A protein level 
in C666‑1 cells (Fig. 4C). The results of the present study 
demonstrated that miR‑663 negatively‑regulated the expres-
sion of CDKN2A via direct binding to the 3'UTR of CDKN2A 
mRNA in C666‑1 cells.

CDKN2A is associated with the miR‑663‑mediated increase 
in proliferation and the cell cycle progression of NPC cells. It 
was hypothesized that CDKN2A may be associated with the 
miR‑663‑mediated increase in NPC cell viability and with cell 
cycle progression. C666‑1 cells were transfected with a miR‑663 
inhibitor, or co‑transfected with the miR‑663 inhibitor and 

Figure 1. miR‑663 expression in patients with NPC. Reverse transcrip-
tion‑quantitative polymerase chain reaction analysis was performed to 
examine the serum miR‑663 levels in patients with NPC (n=74) compared 
with healthy controls (n=27). **P<0.01 vs. healthy. miR, microRNA; NPC, 
nasopharyngeal carcinoma. The bottom and top of the box plot represent 
the first and third quartiles, the center line represents the median and the 
whiskers represent the minimum and maximum of the data.
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CDKN2A small interfering (si)RNA. It was observed that the 
protein expression of CDKN2A was significantly decreased in 
the miR‑663 inhibitor + CDKN2A siRNA group, compared 
with the miR‑663 inhibitor group (Fig. 5A). An MTT assay 
further demonstrated that the viability of C666‑1 cells was 
significantly decreased in the miR‑663 inhibitor + CDKN2A 
siRNA group, compared with the miR‑663 inhibitor group 
(Fig. 5B), suggesting that inhibition of CDKN2A expression 
reversed the suppressive effects of miR‑663 knockdown on 
C666‑1 cell proliferation. The cell cycle distribution was addi-
tionally assessed. As presented in Fig. 5C, a reduced number 
of C666‑1 cells were at the G1 stage in the miR‑663 inhibitor + 
CDKN2A siRNA group compared with the miR‑663 inhibitor 
group, suggesting that the inhibition of CDKN2A reversed 
the suppressive effect of miR‑663 knockdown on cell cycle 
progression in C666‑1 cells. Therefore, CDKN2A is associ-
ated with the miR‑663‑mediated cell cycle progression and 
proliferation of NPC cells.

CDKN2A is downregulated in NPC cells. The expression of 
CDKN2A in C666‑1 cells was examined, and NP69 cells were 
used as a control. RT‑qPCR analysis and western blotting 
indicated that the mRNA and protein levels of CDKN2A were 

significantly decreased in C666‑1 cells compared with NP69 
cells (Fig. 6A and B). Therefore, the decreased expression 
of CDKN2A may be caused by the increased expression of 
miR‑663, which promotes NPC cell proliferation.

Discussion

The regulatory mechanism of miR‑663 in NPC cell prolif-
eration remains to be completely elucidated. In the present 
study, it was observed that miR‑663 was significantly 
upregulated in the serum of patients with NPC, and that 
the increased serum miR‑663 levels were significantly 
associated with advanced progression of NPC. In addi-
tion, miR‑663 was demonstrated to be upregulated in the 
C666‑1 NPC cell line. The inhibition miR‑663 significantly 
decreased the proliferation of C666‑1 cells by inducing cell 
cycle arrest at the G1 stage. CDKN2A was identified to be 
a target gene of miR‑663, and its protein expression was 
negatively regulated by miR‑663 in C666‑1 cells. CDKN2A 
was associated with miR‑663‑mediated NPC cell prolifera-
tion and cell cycle progression. Additionally, CDKN2A was 
significantly downregulated in NPC cells compared with 
NP69 normal epithelial cells.

Table I. Association between serum miR‑663 levels and clinicopathological characteristics of patients with nasopharyngeal 
carcinoma.

Variable	 No. of patients	 Low miR‑663	 High miR‑663	 P‑value

Age, years				    0.980
  <55	 36	 20	 16
  ≥55	 38	 21	 17
Sex				    0.939
  Male	 40	 22	 18
  Female	 34	 19	 15
Grade				    0.013
  G1/2	 41	 28	 13
  G3	 33	 13	 20
T stage				    0.112
  T1/2	 39	 25	 14
  T3/4	 35	 16	 19
Lymph node metastasis				    0.001
  No	 41	 30	 11
  Yes	 33	 11	 22
Distant metastasis				    0.172
  No	 53	 32	 21
  Yes	 21	 9	 12
Clinical stage				    0.001
  I/II	 39	 29	 10
  III/IV	 35	 12	 23
EBV infection				    0.239
  No	 8	 6	 2
  Yes	 66	 35	 31

miR, microRNA; T stage, tumor stage; EBV, Epstein‑Barr virus.

RETRACTED



MOLECULAR MEDICINE REPORTS  16:  4863-4870,  2017 4867

Figure 2. miR‑663 expression and cell viability analysis in NPC cells. (A) RT‑qPCR analysis was conducted to examine the expression of miR‑663 in NPC 
C666‑1 cells compared with normal nasopharyngeal epithelial NP69 cells. **P<0.01 vs. NP69. C666‑1 cells were transfected with miR‑663 inhibitor or NC 
inhibitor. (B) RT‑qPCR analysis was performed to examine the expression of miR‑663. (C) MTT assay and (D) flow cytometry were used to examine the cell 
viability and cell cycle distribution, respectively. Non‑transfected C666‑1 cells were used as control. **P<0.01 vs. control. miR, microRNA; NPC, nasopharyn-
geal carcinoma; NC, negative control; OD, optical density; RT‑qPCR, reverse transcription‑quantitative polymerase chain reaction. Data represent the mean 
of three experimental repeats.

Figure 3. Identification of CDKN2A as a target gene of miR‑663. (A) Analysis using Targetscan software indicated that CDKN2A was a target gene of miR‑663 
and that this association was evolutionally conserved. In order to confirm the targeting of CDKN2A by miR‑663, (B) WT or MT CDKN2A 3'‑UTRs were 
generated and inserted into (C) the luciferase reporter vectors. (D) The luciferase activity was significantly reduced in C666‑1 cells co‑transfected with the 
WT‑CDKN2A luciferase reporter vector and miR‑663 mimics, compared with the control group; however, these effects were not observed in cells transfected 
with the MT‑CDKN2A luciferase reporter vector. **P<0.01 vs. control. miR, microRNA; CDKN2A, cyclin‑dependent kinase inhibitor 2A; WT, wild type; MT, 
mutant; UTR, untranslated region; NC, negative control. Data represent the mean of three experimental repeats.
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miR‑663 has previously been demonstrated to serve a 
promotive or tumor suppressive role in a number of types 
of cancer  (13,24‑26). For example, Pan et al  (13) reported 
that miR‑663 was downregulated in gastric cancer, and 

that overexpression of miR‑663 inhibited the proliferation 
of gastric cancer cells in  vitro and tumor growth in  vivo. 
Tili  et  al  (24) observed that treatment with resveratrol 
promoted the expression of miR‑663, and thereby inhibited 
the canonical transforming growth factor β pathway in SW480 
colon cancer cells, suggesting that upregulation of miR‑663 
may be associated with the anti‑cancer effects of resveratrol in 
colon cancer. Yan‑Fang et al (27) demonstrated that miR‑663 
was significantly downregulated in pediatric acute myeloid 
leukemia (AML) cells compared with normal bone marrow 
controls, suggesting that its downregulation may be associated 
with AML development. By contrast, miR‑663 may func-
tion as an onco‑miR in other types of cancer. miR‑633 was 
observed to be upregulated in malignant melanoma compared 
with benign melanocytic nevi (25). miR‑633 was additionally 
upregulated in lung cancer, and promoted the proliferation 
of lung cancer cells by targeting a number of tumor suppres-
sors  (26). Therefore, miR‑663 serves different roles in 
different types of cancer, which may be due to varied tumor 
microenvironments. In the present study, it was observed that 
serum miR‑663 levels were significantly increased in patients 
with NPC compared with those healthy controls. In addition, 
the expression of miR‑663 was significantly increased in 
NPC C666‑1 cells compared with NP69 cells. Yi et al (15) 
demonstrated that the expression of miR‑663 was significantly 
increased in NPC tissues and cell lines (15), which is consis-
tent with the findings of the present study. The results of the 
present study demonstrated that the increased serum levels 
of miR‑663 were significantly associated with grade, lymph 
node metastasis, and clinical stage, suggesting that upregula-
tion of miR‑663 may be associated with NPC progression. 
It was further demonstrated that the knockdown of miR‑663 
significantly decreased the proliferation of C666‑1 cells via 
the induction of cell cycle arrest at the G1 stage, suggesting 
that miR‑663 serves a promotive role in NPC cell prolifera-
tion. Similarly, Yi et al (15) reported that miR‑663 was able 
to promote the proliferation of NPC cells in vitro and in vivo. 
It was additionally demonstrated that P21 was associated with 
miR‑663‑mediated NPC cell proliferation (15). By directly 
inhibiting the expression of P21, miR‑663 may promote the 
cellular G1/S transition in NPC cells (15).

As each miR may target a number of genes (7), other targets 
of miR‑663 may serve roles in the regulation of NPC cell 
proliferation. Therefore, bioinformatic analysis was performed 
in the present study to predict the putative target genes of 
miR‑663, and a luciferase reporter assay data indicated that 
miR‑663 was able to directly bind to the 3'UTR of CDKN2A 
mRNA. The protein expression of CDKN2A was negatively 
regulated by miR‑663 in C666‑1 cells. Therefore, CDKN2A 
is a direct target gene of miR‑663 in NPC cells. CDKN2A has 
been demonstrated to be an important tumor suppressor (28). 
Downregulation of CDKN2A has been suggested to be associ-
ated with radioresistance in NPC cells (29). Zhong et al (30) 
reported that histone‑lysine N‑methyltransferase EZH2 may 
promote the proliferation and cell cycle progression of NPC 
cells, by inhibiting the expression of CDKN2A via hypermeth-
ylation of its promoter. In the present study, it was observed 
that siRNA knockdown of CDKN2A significantly reversed the 
effects of the miR‑663 inhibitor on C666‑1 cell proliferation 
and cell cycle progression, suggesting that miR‑663 promotes 

Figure 4. Analysis of the association between CDKN2A and miR‑663 
expression in nasopharyngeal carcinoma. (A) Western blotting was used to 
examine the protein expression of CDKN2A in C666‑1 cells transfected with 
miR‑663 inhibitor or NC inhibitor. (B) Reverse transcription‑quantitative 
polymerase chain reaction analysis was used to examine the miR‑663 levels 
in C666‑1 cells transfected with miR‑663 mimic, or scramble miR as the 
NC group. (C) Western blotting was used to examine the protein expres-
sion of CDKN2A. Non‑transfected C666‑1 cells were used as the control. 

**P<0.01 vs. control. miR, microRNA; CDKN2A, cyclin‑dependent kinase 
inhibitor 2A; NC, negative control. Data represent the mean of three experi-
mental repeats.
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C666‑1 cell proliferation by inhibiting the expression of 
CDKN2A, and thereby enhancing cell cycle progression. 

In addition, it was demonstrated that the protein expression 
of CDKN2A was significantly decreased in C666‑1 cells. 

Figure 6. CDKN2A expression in NPC and normal cells. (A) Reverse transcription‑quantitative polymerase chain reaction analysis and (B) western blotting 
were used to examine the mRNA and protein levels of CDKN2A in C666‑1 NPC cells, compared with NP69 normal nasopharyngeal epithelial cells. **P<0.01 
vs. NP69. miR, microRNA; CDKN2A, cyclin‑dependent kinase inhibitor 2A; NPC, nasopharyngeal carcinoma. Data represent the mean of three experimental 
repeats.

Figure 5. Analysis of the effect of CDKN2A expression on cell viability and cell cycle distribution in nasopharyngeal carcinoma. C666‑1 cells were transfected 
with miR‑663 inhibitor, or co‑transfected with miR‑663 inhibitor and CDKN2A siRNA. (A) Reverse transcription‑quantitative polymerase chain reaction 
analysis was performed to examine the gene expression of CDKN2A. (B) An MTT assay and (C) flow cytometry were used to examine cell viability and the 
cell cycle distribution. **P<0.01 vs. miR‑663 inhibitor. miR, microRNA; CDKN2A, cyclin‑dependent kinase inhibitor 2A; siRNA, small interfering RNA; OD, 
optical density. Data represent the mean of three experimental repeats.

RETRACTED

https://www.spandidos-publications.com/10.3892/mmr.2017.7129


LIANG et al:  miR‑663 PROMOTES NPC CELL PROLIFERATION4870

Similarly, CDKN2A has been reported to be significantly 
downregulated in NPC tissues, and frequently methylated 
in the serum of patients with NPC (31,32). The results of 
the present study suggested that the decreased expression of 
CDKN2A may be caused by the upregulation of miR‑663 in 
NPC.

In conclusion, miR‑663 is upregulated in the serum 
of patients with NPC and NPC cells, and may promote the 
proliferation and cell cycle progression of NPC cells, at least 
in part through direct targeting of CDKN2A. The results of 
the present study suggested that miR‑663 may be used as a 
therapeutic target for NPC.
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