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Abstract: Objective To investigate the impact of micro RNA (miR)-17-5p on proliferation of nasopharyngeal carcinoma
cell line CNE2 cells through targeting cell cyclin-depedent kinase inhibitors 1A (CDKN1A). Methods The CNE2 cells
were cultured in vitro,and miR-17-5p mimics were transferred to CNE2 cells. The quantitative reverse transcription poly-
merase chain reaction (qRT-PCR) and Western blot method were used to detect the effect of miR-17-5p on CDKNIA ex-
pression. The bioinforamtics was used to predict whether the miR-17-5p existed sites binding with CDKN1A. Luciferase ex-
periment was used to detect whether the miR-17-5p can target CDKN1A. Western blot method and clone forming test were
used to validate whether the miR17-5p can influence the proliferation of CNE2 cells through regulating CDKN1A. Results

Western blot method for protein level and qRT-PCR assay for mRNA showed that over-expression of MiR-17-5p can obvi-
ously low-regulate the expression of CDKN1A(P <0.01). Target gene prediction software analysis found that there were
two sites binding with miR-17-5p in 3"UTR region of CDKN1A , and the result of luciferase detection validated that miR-17-
5p can specifically act on the two site. The result of clone forming test showed that the over-expression of miR-17-5p can
significantly increase the clone forming rate of CNE2 cells (P <0.05). The effect of miR-17-5p on cell proliferation was
counteracted by simultaneous overexpression of miR-17-5p and CDKN1A (P <0.05). Conclusions CDKNIA is a target
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gene of miR-17-5p,and miR-17-5p can promote the proliferation of nasopharyngeal carcinoma cells by targeted-inhibiting

CDKNIA expression.

Key words: Nasopharyngeal carcinoma; Cell proliferation; Micro ribonucleic acid-17-5p; Cell cyclin-depedent kinase

inhibitors 1A; Target gene; Binding site; Clone formation
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miRNA RT-PCR ¥ M3&3 & 41 RNAiso Plus $2HUR5T]
& miR-17-5p 5| ¥y, U6 N Z: (TaKaRa, K i) ; anti-
CDKN1A ( Cell signaling technology, USA ) ; LI £ 3T F&
TeG/H AR B Fr id — 1 ( Cell signaling technology,
USA) .

1.2 mpadsifest g 4 CNE2 4iffl & F 37°CoK
S, AE RPMI-1640 v FLES 35 [ & 10% it 48 10T
(FBS) ], 3555 %A Jy 37°C (5% CO, . 1537 1L 24 iy

()78 55 R A 2] 80% , (RIS 1L, 205 3 RAGAR 1
UK, T R XA K 0 B 4 I iR A 785 . % miR-17-5p
B (mimics ) e g N EL WA 9 40 L 52 CNE2 , 22 F
1.0 x10° 4HfE % &4 500 wl 5645 e 5 24 FLIR
rp {8 B Sk B 30% , i B B U A B R R
mimic , il 5T AWM A0 M B 72 56 7638 2 1 514
TH5FE 48 h,

1.3  Westem blotting #] >R H RIPA 24 fiff i $12 e
FEDUARE it ) B 1, AR 2R 1 B s s A ol 2, T
B 4% WARRETN 10% 53 25 1, Fa Uk v ofin A fE
VKR RE B YK ESTE] 1 h LRk 100 V., HLPK VR B
W 2 b gk, HEATHE IR, 100 mA HLARRRE 2 h,
SRIGAHFH 5% R WA P41 1 ho PUAARFR B L)
anti-CDKNIA 1:1 000, [12EH0 R — 40 1: 5 000, {ii
A oY S R TS

L4 W a ik R EBEIE R AE 76 I 240
B, 1% 37 miR-17-5p 41 . CDKNIA 4], miR-17-5p #I
CDKNIA JuH Lo 25 NS [R) 20 A 40 a3 A0 s 1~ 20
i, R E] 6 FLA Y, 14 d 2545 T R 1A HE 1T U, v
FEF FIEW L PBS I2YE 2 K I 4% 2 5 W
YAMI2 15 min, I3 7 WP Q4 10 ~ 30 min, o5
HRIE AR A TR R BEIE R = (EpE s
LR x100%

1.5 & &Fif 45 F-R A 84 R (qRT-PCR) # 0 4
FAr /e miR-17-5p ek ik WUEFYL)S 48 h #4140
Jii, Trizol Y42 U405 RNA | H 1% 4 B isa ik e 32
ATHLUK, 3815 19 RNA E ik T RT-PCR A
SR I # H miRNA RT-PCR A6 X751 &0 ik I A7 )
AT RT-PCR 8, SHHAGIPWEL,

1.6 RAFHEWER MEOLERMRGENRAS
g, It pGLA. 13 %% 5 &K il ik A4 & pGLA. 13-
CDKNIA'UTR #fe 4t e PR 8044, 138 i # 5 4k fi PCR
BR miR-17-5p 5 CDKNIA"UTR B 4245 G 58, 14
# pGIA. 13-CDKNIA’ UTR-mut, 34 ff ] 81 % W,
#x1,



Hr I PRAIFSE 2016 42 A58 29 4:%5 2 ] Chinese Journal of Clinical Research,February 2016, Vol. 29 ,No. 2 151

x1 ZFEBESYMFTI

FER A5 EN5#)(5'—3") B 51 4 (5'—3")

GAPDH AAC GGA TTT GGT CGT ATT G GGA AGA TGG TGA TGG GAT T

U6 CTC GCT TCG GCA GCA CA AAC GCT TCA CGA ATT TGC GT

miR-17-5p CCA GGA TCC TTT ATA GTT GTT AGA GTT TG CGG AAT TCT AAT CTA CTT CAC TAT CTG CAC
CDKNIA TGA TTA GCA GCG GAA CAA G AAA CAG TCC AGG CCA GTA TG

CDKNIA-UTR GCG GAT CCC TAA TCC GCC CAC AGG AAG GCT CTA GAC AAG TAA AGT CAC TAA GAA TC
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