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K mRNA Rk, JEE S DOC R BRI S LR T IE, 458 SMMC-7721 SK-Hep-1 Huh 7 & HepG2
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i 2 YL ) 1 B

[£88i7] miR214, @40 E2F3 ;350

[HE52S] R-33 [ xEk#RiIZED] A [ XEHS]1671-7856(2017) 06-0027-06

doi: 10.3969. j. issn. 1671 —7856. 2017. 06. 006

Inhibition of the proliferation of hepatocellular carcinoma
cells by miR-214 via regulation of E2F3 expression
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[ Abstract]  Objective  To explore the effect of inhibition of miR-214 expression on the proliferation of
hepatocellular carcinoma cells via regulation of E2F3 expression. Methods The expression of miR-214 in SMMC-7721,
HepG2, SK-Hep-1 and Huh 7 cells was examined by RT-PCR. Hepatocellular carcinoma cells were transfected with miR-
214 NC and miR-214 mimics with liposomes. The expression of miR-214 was detected by RT-PCR. The cell viability was
detected by MTT assay. Cell apoptosis was detected by Hoechst staining. Cell cycle was detected by flow cytometry.
Western blot, RT-PCR and dual luciferase reporter gene assay were used to detect whether E2F3 was a downstream target
gene of miR-214. Results The expression of miR-214 in SMMC-7721, HepG2, SK-Hep-1 and Huh 7 cells was 0. 83 =
0.08, 0.32 £0.03, 0.33 £0.03, and 0. 08 £0. 01, respectively. The expression of miR-214 in the HepG2 cells was the
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lowest, so HepG2 cells were selected as the subsequent experimental cell line. Compared with the miR-214 NC group, the
expression of miR-214 (0.65 +0.06 vs. 0.14 +£0.01) was up-regulated, the cell viability (0.35 £0.03 vs. 0.69 +
0.06) was decreased, cell apoptosis rate [ (36.37 £3.43)% vs. (3.74 +£0.34)% | was increased, the G1 phase of the
cell cycle (57.79 +5.78 vs. 45.319 £4.53) was prolonged, the expression of E2F3 protein (0.23 +£0.02 vs. 0.98 +
0.09) and mRNA (0.24 £0.02 vs. 0.99 £0.10) was significantly down-regulated in the miR-214 mimics group (P <

0.01). Conclusion
expression.
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214 WYFRIA BB 13 0 40 1 20 I A 14 5, (H B
VEFIMLEI A S, T miRNA X 40 B AR W2 AT R 0
PEVE R, S 4 U8 T L 0 3 [R A  AE F
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miR-214 mimics suppress the HepG2 cell proliferation via targeted down-regulation of E2F3
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CO, Rt fh, B TAE S (35 E Thermo Scientific 2y
F]) 5 TS100 18] ¥ W i %% ( H A& Nikon 2\ H]) ; FACS
Calibur ZFECANAEAL (32 [E BD A A]) s RRAGE HH
WAL, SEVREE ENHL 3K AN, ChemiDocTM XRS BEIE 5 %
45 (3£ Bio-Rad AF]) o
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FET N T B AR R A BR A R IT I A R
miR-214 mimic A %} i mimic negative control ( miR-
214 NC) . AFE RSB O, 485 B 5 nmol miRNA
HA 250 wL DEPC /KF5 B, BCAY 20 wmol/L HE
935, = 20°CIRIFA . FEYRT 1 d, TETCAT 37
SEr R A (6 FLAR , FEFLIN 2000 WL, oAt L g
BEINER D) | Y s M A B EEA R 50% 5
EE I Opti-MEM® 1 5537 5475 B miRNA (250
wl) B2 52IR 5], $8%) Lipofectamine 2000 , B &
Opti-MEM® 1 i B IR RIES) G EIRMEE 5 min,
PR B Lipofectamine 2000 FIFS Y miRNA 4%
R A, £ M T (20~30) min; ¥ miRNA/
Lipofectamine 2000 Z &M A 6 fLA, 7 f5 4%
FRA ;6 h LUFH A 10% L7 ) DMEM 15373,
F37°C, CO, #5595, IF H RT-PCR KU miR-
214 MERiIK,
1.4 MTT %28 BaiE 5

B T AR ST BON A HepG2 20 131 1k , 40 o v
FEVEEE N 2 x 10* 4~/ mL, #EFT 96 LA, AL 200
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M, AR B RN 1 x 10* A/ mL, %50 T 6 FLAR,
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Wb T KRB B HepG2 20 L4250 T 6 fL
M, A B2 K 1 x 10* 4/ mL, 3R/ T 6 FLAR,
BEL 1 mL, 3% Y% 48 h 5 , $¢ 4H H J) B R 3k 7 6 16
BB ARG . FHAS & EDTA 9SSR B TS 1L 40 i,
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2.2 miR-214 mimics ¥t HepG2 BT 48 A b miR-
214 RiIZEWF T

WE 2 fi7R, RT-PCR 258 7%, miR-214 NC J&
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(0.69 +£0.06),(0.35+0.03) , —F i, LR HEEA
Giit2EE (P <0.01),
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L, 3 20 MR TR A R (3.74 £ 0.34) %,
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Fig.1 Expression of miR-214 in the four
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Fig.3 Effect of miR-214 mimics on
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Fig.5 Effect of miR-214 mimics on expression of E2F3 in the HepG2 cells
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Fig.6 Luciferase reporter gene expression analysis
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UM AR K miR-214 mimics X HepG2 il i J&] 3
Fs 45 R FARIRIE—3 " ', miR-214 mimics
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M E2F3 &5 2 miR-214 BRI 45 55 % 0 B 4=
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S | 45 5 0] miR-214 mimics AE 3 1AL E2F3
S mRNA 3R IE, #F— D AIIESE | E2F3 1 5K
J& miR-214 FYHBIE

25 LTk 45 = s 41 M HepG2 H miR-214 fY
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