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(I E]BEH. TN ER (MicroRNA , MiRNA )376a/c # ) {##5 5L 4 1< B F o (transforming growth factor alpha, TGFA)
7E CD133+U251 SO AN B P E A R HALA] . % A8 MiR376a/c R TCFA BRE &M, BIEMiR376a/c 5
TGFA 401 S50 4 48, R IA B EHE M, BRIESE YRS MiR376a/c F1 MiR376a/c #5145 (MiR-SCR)AE , % CD133+ U251 40
f5r A 4 A BT ML Gimsa P s KW TGFA BARZEMAAMAEK ML, WA MBS F LR, WEF R HITHIH %
487, R .CD133*415 CD1334H MiR376a/c T W, ZRA T X (P<0.001) ;wt-TGFA 405 mut-TGFA HFRZEEER
BRI ERB AR R, ZREGH2EE L (P=0.000) ;% MiR376a/c 1B A CD133* U251 4BHE+ , MiR376a/c 4 TGCFA BH#
EAEXTF MiR-SCR Mz OXF AR T, Z2FFH I T L (P=0.000) ; 4K M LRI ; FEAT R ZE -+, MiR376a/c A4
HuAE KBS TR, ZERE LI E X (P=0.000), &b MiRNA376a/c HinJE# TGFA M CD133+ U251 R 4R 3%
¥ TERE,

[ 354217 IMiRNA376a/c; CD133*U251 ; B8 , ¥ [ v 52

[RE4#S]R79.4 [ XERFRERL A 4% B #A]2015-12-05

Effects of MiRNA376a/c target regulation of TGFA

on CD133* U251 glioma cell proliferation
Du Peng,Luan Xinping,Mu Yiti,Yuan Yang,Xu Jingcuan,Zhang Jingjing,Yang Yan
(Department of Neurosurgery,The Second Affiliated Hospital , Xinjiang Medical University)

[ Abstract]Objective ; To investigate the mode and mechanism of MiRNA376a/c targeted regulation of transforming growth factor alpha
(TGFA) in CD133* U251 glioma cell proliferation. Methods ; Lentivirus clones of MiR376a/c target regulation of TGFA was built and
were divided into four groups according to MiR376a/c and TGFA binding sites. Enzyme activity of each group was detected. CD133*
U251 cells were divided into four groups according to the transfection in MiR376a/c and MiR—SCR. Cell culture and Gimsa staining
were used to detect and observe TGFA protein expression,cell growth curve,and cell proliferation. Information was collected and sta
tistical analysis was conducted. Results : There were statistically significant differences in MiR376a/c expression between CD133*
group and CD133" group(P=0.000). There were statistically significant differences in plasmid luciferase activity expression between
wt—TGFA group and mut-TGFA group(P=0.000). MiR376a/c lentivirus was imported into CD133* U251 cells and TGFA protein ex
pression was down regulated in MiR376a/c group than in MiR-SCR group and blank control group,with statistical differences(P<
0.001). Growth curve test showed that with the extension of time,cell growth speed was slower in MiR376a group than in control
group , with statistical significant differences(P=0.000). Conclusion . MiRNA376a/c target regulation of TGFA inhibits clone and pro-
liferation of CD133*U251 glioma cells.
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JR IR 5 60% , AR RE 2R T SR IE ST
ReWir R, £ A H B0, MiRNA 2—
REETREMSSEY S, #L LEERATFHR
P:3E4ES RNA, Choudhury Z5P% Bl 4R MiR—-
NA376alc 5B B BHERE 2 UM%, Dufour %P
R KL KE T a(transforming growth factor
alpha, TGFA) 7E X 9 B B B %k, B K
FEREH A TGFA A vT LM Sy sse 1218 %
A, , Barrie 353 1 L PEN 7 T MiRNAs JR#2TGFA |
MAPK1 ,CCND1 S50 B B i35 58 IR 9 . 1 LA
SRR ST, S MiRNA376a/c @53 T TCFA
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1 #REFE

1.1 SZEeHE  Amresco-N676DMEM {EABESFREE  Amresco—
0032 £ 1f1 ¥ & . DMSO . elisa3462 fE S M T L 14
YR A BB B RGO0S BUHE L BE IR & B R i &
(Promega 4% 7 , 3 H ) ; ANT-207 CD133(AC133).B103 £4i
B IgG(—=#T) . BA1125 FITC ,BA1092 TRITC %4 F L¥ 7 S
H YR A RS 7] ; CBP60300 A FRifiE 598 U251 40k (8
FRHAA YRR AERAH),

12 Z®BF*%

1.2.1 fEsEsE B EaE ()JKEER 48 g, 5
FR A RBAIE R AR ), B 41 P e
KRR BUR U251 4R Ua ., Sef sty
FREK B RE, B A 10%064 107 DMEM 53R 28E%
U251 40/, 4UARAYESRAEESE U251 41 aE 111 FRksth
#iin A PE F7i2/DEHIA CD133 Hifk 4 CHEIEHHEE 15 min
& PR R VeI 2 K, B R E B, 3R 1S AL
B AP PE #EZk, ERE U 12B8, Saive. dr: nE, i
BUEWCR BRI, (2)5441, BIE MiR376a/c 5
TGFA &1 S AR, 4> 4 40 MiR376a/wt—TGFA . MiR376a/
mut - TGFA MiR376¢/wt-TGFA MiR376¢/mut-TGFA ) ; {R B4
Jfa 5% etk Ah MiR376a/c Fl MiRSCR AR JE] |, 43 4 4 (control 41,
MiRSCR 4 .MiR376a 41 MiR376¢ #4), B4 4 54, BEE
3 W(n=12),

122 PUEMEEE(MTT) LIRS R RAFERAAEK,
15 4 NI 4 B0 BRI K B R U Bl AT R AT XL
Jufa,  FHTHRE T WA,

123 BRENE SEURFRZOEEENE Bt
#F# VEGFA-shRNA & B K IeL5H RNA F i, EHEA
SRR EREE L AR RN SRS R 3 M TR
RNA, AP B F A8 4K Lipofectamine 2000 XL 4L =18
REE LRI 293T AR E , 8t 3°-UTR WIOLE EHt
HEEBERGEE R FRRRN & BB R B

HAT) , Bl R E A,
124 qRT-PCR RH BH%— il TagMan MiR376a/c
Assays(Assays ID001960)% MiR376a/c #HATAHNTE R, Al Trizol
BB LA RNA, M0t H R mRNA 45F
HIHEHRWE ., B GenBank /F% 13 FRET-HAEE T
%t BR B-actin FIYFHIH-E B, DNA 7ES MRS TP 14
PCR =¥, FEF=YEER BRI E , R R R 5 L
ABCE T mRNA £,
1.2.5 Western blot &l TGFA B FI/K P HEREHS
ME AR, Bradford BHIEEHFE SR, BIKEHUETRK
KRB A &R PVDF B L, 43 HSE80R
T EEE DU E . ECL LRI TR A B B,
ER  HATERT.
13 %itF&

KA SPSS 17.0 ittty , B4 IR) L4 R PRI 2 R
A B E KA a=0.05,

2 &5 R

2.1 CD133* U251 @ ff MiR376a/c £ ik

P R, CD133* U251 4iffl CD133 B3Rk, A K,
A TE S A, MTT AR Bl A ] 2E K CD133+ U251 Hefp
I RMET CD133- U251, ¢ RIEER CD133* U251 FICD133-
U251 2 ARt 2 R A 4 it % & X (P=0.002)CD133*
US1 R EH B E T CDI133- U251, M 4R ER
CD133* U251 FHRE R (K 1),

qRT-PCR &R K H ¢ ¥ 38 & 78 MiR376a/c £ CD133"
U251 #1 CD133- U251 2 ARk, ZRBHITFE X
(P=0.000) ,7E CD133* U251 AP RB 2EFE(LE 2),
2.2 MiR376 a/lc kA TGFA 55| R R

R 3% 7 2k MiRanda {4 i MiR376 a/c 5 TGFA’ -
UTR 454 (/& 3A), 2 2 4> TGFA 3’ ~-UTR SRR, BFAER
(wi-TGFA) J& MiR376a/c 45-& i 5 M TGFA 3’ -UTR /¥
B, 5B — R F 5 (mut-TGFA ) & 5 MiR376alc T X
#5484 TGFA 3’ -UTR, 37 MiRNA JC X JF %1 3f B 41 (MiR -
SCR), %R BR wi-TGFA 3’ —UTR R EMIFE
MiR-SCR Xf FRLH 55 , A%t FB 4 60%, i mut-TGFA3’ ~-UTR
FOREBHE 5 MiR-SCR Xt B4 T B3 & (& 3B.C),

#% MiR376a/c S A CD133* U251 40frf, #1 MiR-SCR4
25 [ % R 4 Ho 8 MiR376a/c 40 Fliit B 3635 (P=0.000, &
4A .B), it Western blot Rl (B 4C) & ¢ Ml Gt 447
(P 4D)78 i} ; MiR376a/cTGFA #1575 At HBAH . B X FHI4
HA, TGFA TERFRABE FE (4514 PL0.000 1 F1 P-00007),
LA CD133* U251 % MiR376a/c 18R E /T , bt Rk
A TGFA H AKX,
2.3 MiR376a/c ¥ 83 TGFA st CD133* U251 4 j 3% 55
R

MTT HeagkA < R REl R MiR376a/c 46 FHETRIEL,















