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Effect of microRNA-134-5p targeting EGFR on growth of ovarian cancer SKOV3 and A2780 cells”
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[Abstract] Objective To investigate the effect of microRNA-134-5p (miR-134-5p) targeting epidermal
growth factor receptor (EGFR) on the growth of ovarian cancer cells. Methods The ovarian cancer cell lines
SKOV3 and A2780 served as the study objects and were divided into the control group (transfecting miR-NC)
and experimental group (transfecting miR-134-5p) according to the treatment method. The expression levels
of EGFR gene and downstream target protein were detected by qRT-PCR and western blot. The cell cycle dis-
tribution and apoptosis were detected by flow cytometry. The proliferation ability of ovarian cancer cells was
detected by MTT assay and colony forming assay. Results The expressions of EGFR and downstream target
protein in the experimental group were significantly down-regulated. EGFR mRNA in SKOV3 cells was down-
regulated to 48% (P<C0.05),and EGFR mRNA in A2780 cells was down-regulated to 47 % (P<C0.05). The
cell cycle of cells in the experimental group was significantly inhibited (P<0. 05) ,and miR-134-5p induced ap-
optosis through the EGFR target protein (P<C0. 05). The proliferation activity and colony forming ability of
the experimental group were significantly inhibited (P<C0. 05). Conclusion miR-134-5p could promote the
cellular cycle arrest and apoptosis,and reduces the proliferation ability of ovarian cancer cells by targetedly in-
hibiting the EGFR gene.
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2Bt b A= i Bl 2 O 58 BE 48 MU 0y s miR-134-
5p LY (mimics) » miR-NC(_E ¥ 75 9L 3k KAk 25 AR
A RA RGO s DMEM 58 85 7 8 6 28 1 i (G
Gibco 2\ &) 5 lipofectamine 2000 (3£ [E Invitrogen
7)) ;gRT-PCR A R A F| ( H A& TaKaRa 24 F)); 519
(gAY TR A RN R LR D ARSI it Atk
¥ H & E CST 24w s U LA A e i (MTT, 3£ 5
Sigma A #]) ; Annexin V-FICT/PI % 4 41 Jifd I8 1= %
AR & Rl ERAEYRHCARAAD .
*1 gRT-PCR 5| #1 FF 31

A FF5 (5'-3") K (bp)

GAPDH 101
i) CTGGGCTACACTGAGCACC 19
L) AAGTGGTCGTTGAGGGCAATG 21

EGFR 177
sl AGGCACGAGTAACAAGCTCAC 21
Tisly ATGAGGACATAACCAGCCACC 21

1.2 Jiik

12,1 giffalsge K&y IR B 4 & SKOVS I

A2780 M BE A K F & 10% i 4 i /9 DMEM & B
Bt deh o WEFR AT 237 °CL 5% CO, L 1l ANE JE
X A 4H 5 g miR-NC, 52 56 4 % Y miR-134-5p mim-
ics, H AR $: /F 4 B8 2 % lipofectamine 2000 %% Jy i
B 5,

1.2.2 qRT-PCR & WHEHM, K TaKaRa iz,
) & U B A S AR &R 28, L GAPDH S 4
2 34T qRT-PCRL &I B 2040 i tp EGFR 3 A %) 3%
KL I Co{EILL 2722 508

1.2.3 Western blot ¥ miR-143 & i 58 5 [H 3=
ik FEYL 48 h 5, UACHE A5 A AN R A T A0 i 2R A B L
AT 102 1 ke B G R N2 N 4 Tk i (SDS-
PAGE) &t HL UK 73 85 38 1 IF 56 B R A IR 2F 4EJBE I,
AAEE P . B R .

12,4 ARFMSIR B 48 bR 0. 25 % B
A A0 I s B R R 2% o (PBS) Tk 2 WK, 3¢ RIS W »
A 70% ZWEFE 4 °CF B a2 12 hi 30 W4 40
PBS ¥ 2 W, A& RNA B PT 4§ ik 400 pL o
gut 1 h, UM AL LA

1.2.5 4RS00 RSt s 48 h, ff R G
T A SR 20 D . 3 B8 Annexin V-FITC/PT %L 2 ifg I
T I 3t 70 e U Y A R AT 4R A X A LSO T
1.2.6 MTT kA0 dbsE #4524 h 54l
fi4% 4 000/ LI A 96 FLAN IS F2AR . 40 ] T4 1.2,
3.4.5 R B MTT 20 pL. 3G 5248 E 4 ho/h
W EREFW . B P AW 150 pL. &% 10
min, i 45 5 SRV . AERR AR K 490 nm A0 E
6% B (OD) .
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1.2.7 SLRIEMSER: BEF IS 24 b [ 9 1 g
YA, IFH A, 6 LA AL 1 000 /AL, #E Y
S MBS FRAE NS SR 10 d A4 . 10 d JE MR
76U UG DL« 1 150 T 25 b 55 e €63 1 % € 40 i, 410
5 T

1.3 Sit2Eab# R F SPSS19. 0 %83t 8 4F 4 #r .
TR T FoR 4L FeBCR ¢ R 3 s o kose
BN R R A HBCR T o B, & 30 K fE o =
0.05, Lk P<C0.05 AZEFHGIT=R L.

2 % R

2.1 miR-134-5p 5 EGFR mRNA &V 5 miR-
134-5p 454 F EGFR mRNA i 3’ UTR(E 1), mirS-
VR 143 H —1. 0627, PhastCons $E43 4 0. 5561,

1564: 5’ agCCUACAGUUAUGUUCAGUCACa3 EGFR 3UTR
A AR R
3 ggGGAGACCAGU - - UGGUCAGUGU 5’ hsa-miR-134-5p

E1 miR-134-5p 5§ EGFR mRNA3'UTR & & i &
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2.3 H44fEh EGFR FEFH mRNA K [ %K b

qRT-PCR 25 5 7R, 5% AL [, 525 41 SKOV3
4l i EGFR mRNA i £ 48 % (P<C0. 05) ,A2780
4 ffih EGFR mRNA R £ 47 % (P<C0. 05) (& 3),

Western blot 45 7R, 5XT A A L, L 2 EG-
FR % 1 £k FEAR (P<<0. 05) , WA 4,
SKOV34HfE A278041
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@ @ .
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@ P<C0. 05, 5 XF FR 4L Lb 4
3 gRT-PCR #& il & ¢H UP & 7% 28 B o
EGFR mRNA # %%

2.4 EGFR PIFfEE LA Western blot 258 i
N 50 BRATAE L 3% e miR-134-5p J5 A 51 S 95 44 il
H, EGFR 5 538 F& b i) B R 1b 28 J2 A= K R 7 2 1k (p-
EGFR) WM 55 (I B (p-AKT) | B8 B8 1k 40 Jifg 4
P A (p-ERK1/2) (41 i & 1 25 14 D1 (Cyclin
D) [ 235 1 i I (P<<0. 05) , ILIE 4,
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B 4 Western blot # A ANEBARPEANRIE

2.5 GRELE AN A AN 0 T A X2 M R A
W S0 AR SR A Go /Gy T2 B
%+ G, /M 40 A S0k 2>, A2780 il S J1 440 i B
Jg /b (P<<0. 05), i SKOV3 4i [ S 1 41 Jfy Lt 4% 2% 57
TEGEIT T L (P>0.05) (3% 2). 5250 415 %) B 41U
THEMZ, WEREZERA ST FEX(P<0.0D, 1

% 3,

*2 TAMNEEMBMARABAPLERILE (s, %)
21 ffd 28 51 G /Gy S G,/M
SKOV3  XJHR4] 44.43+7.15 34.4147.31  21.16744.45

SEHGAH 65.2346.300 24, 95+3. 34 9. 8244, 397
A2780 X HAZH 45, 986. 46 28.754+4.11  25.2745.81
SCEYZH 63.86+5.81°  20.93+2,74° 15,2145, 42°

“ P<0. 05, 5 %f B4 LA

%3 FAMEEAMMATE EERRENER
L8 (T+s,20)

21 ftd 205 20 9 TR RVETEILHE
SKOV3 bopiEEl 3.3141.25 1.5040. 62
S HH 22.04=+6.07¢ 0.6540. 25°
A2780 POt 4.06+1. 21 1.41+0.26
SEIG 18.1044. 00® 0.6340.15°

@ P<0. 05, 5 %f B 41 b4

2.6 U miR-134-5p G AN MU A RE 1 MTT 45
FU LS IR A EL . 9280 4 SKOVS A FESS 4.5 K
20 AR B 32 B, A2780 NMIAESS 5 R4 K
WA geit 28 X (P<<0.05) . ILIF 5,

SKOV3Zififa A2780401 2
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AL AL S A & D/ A 22 B it 2
B (P<C0.05), L3k 3, BT M LI 6,

E6 TWHNEEARTEANEEE

3 3 it

EGFR J& T | B & B2 ¥ i ExbB K%, J& —Fh
L) B 2 R0, EGFR A 4 5 41 i i) 33 B . 4y
b ST H EGEFR By 223k 5 57 %1% b 5 s 19 &
A R EE VML, pEGFR J& EGFR 1y I 14 JE
X, pEGFR 1 i i ¥ 3% T i 8 & &1 p-AKT. p-
ERK1/2 1 Cyclin D1 #9335 . fi #F )9 4 it i) 33 7
I A B a0 . RNA T4 248 N I AE miR-
NA s /MR dsRNA 38 5 40 g P 1% i a0 i e i
WY SN S5 45 5 T2 B RNA B BRE &Y
(RISC), RISC 7E#% 5% J5 /K1 H5HIE I mRNA 254,
F S M) B R mRNA L P 35 3 T 30 #E 5L PR 2634 Y
EFY . miRNAs & —J PN EEAE4 S RNA 4 F,
KN 19~25 DNEAF IR » & B A 5% 5 J5 K F K 1% 1
BER . S5 sk w5 M-S 2
REAEAL . 545 Fh bR i & A L R SR Em A 5T . miR-
134-5p FEZ IR (7 K A L R R v R B AE A W
il 22 A Jieb 9 n 25 8 O B L IR A A T Y
HEGHfE ) BT R AR ZRRE L A RS A L Il
AP miR-134-5p A T4 EGFR % 4 (19 & 805 3K
2 miR-134-5p 76 P §L98 & & [ FEBE % T4 EGFR
i PSR IE AL A REE— R

ASHF5Y 8 13 Western blot SZ 5 & B, 55 4t miR-
134-5p J , UP EL95 40 il b EGFG . pEGFR J F i 48 4
M p-AKT.p-ERK1/2 fl Cyclin D1 (35358 & T .
p-AKT Fl p-ERK1/2 5% = 3R 5 5 M 18 % D)
LM, Cyelin D1 J2: 20 i 348 5 J& 399 0 (9 0 3h 7
it 5 CDK4 sk CDK6 455 T R & 9 42 i 41 il i
i G A E A . R T — 0 e £k
miR-134-5p By J B¢ 2k 74, 38 i BR Ly 98 55 46 W ¢
miR-134-5p FEAAR PN XT 0P S 98 AR K RZ i . 5 SR DT
P F-5b(STATSb) 25 5 % 5 S e 5 3006 1 1 —
Pl STATSb [R5 &k 5l = 3238 5 2 B T 1 i g 1) 34
AT B AR 2B BE T WA ST L A W 5T R
STATSb 7 0P Sy 4l U S B i k™ . AR 5E
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74 miRNA 13 K 7 0 /X 35 microRNA. org., Tar-
getScan 1 miRecords & Bl STAT5b /& miR-134-5p
(B8 P, miR-134-5p & 15 AE i@ of 8w AE H T
STATSb KM /e FMER SR

AW F M . miR-134-5p Al 53 #L ) /F F F EG-

FR 3B #35  U1 2 EGFR 5238 I 1075 1L , 52 4]
il I L 40 B B8 . miR-134-5p T3t EGFR 3£
IR B ML F 75 75 A& K 0T RE A 01 L9 K H A A o6 9%
I Bk — AN BT B TR T T B .
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