T B RN E 2018 49 A 24 B4 9 Chin ) Osteoporos, September 2018, Vol 24, No. 9
Published online www. wanfangdate. com. cn  doi:10. 3969/5. issn. 1006-7108. 2018. 09. 010 1171

i S -
siRNA T I THBS4 X A& YR MG63 18 5E 1 52 i

Wk FAm O MrwA4e M Bag
T v IS 2 5% g LT IS 2R A 5T T B R A I 1 R D 4 R B ST L A A 350003

HESZES: Resl XEARIRED: A MEHS: 1006-7108(2018) 09-1171-05

BWE. BH 4Fi/h T4E RNA(small interfering RNA, siRNA ) 411 5 1fi /N 4% JZ 1% 8 19 4 ( thrombospondin 4, THBS4 ) % A i 2 i %ot
B AR MG-63 A M (R BCH A FHLE . A 456 MW THBS4 siRNA % Ju 5] A& 41 LBk MG63, CCK-8 B ML 4¢3t 40
[ 5 B B, 9 56 2 7 PCR 4§30l THBS4 J% TGF-betal i) mRNA K ik, Western-blotting 4l THBS4 B TGF-betal (5 E £ ik,
L5  Thbsd siRNA 4L )5 0462 48 1,72 h OD {H & THAMEXT R (P <0.05) , 25 BF B % 1t ; Thbs4 mRNA FIE H#IR %
IR BB AR T BA MR X TR R s (X TR 2 (P < 0. 01) 5 Thbsd siRNA ¥ ZtJ5 MG63 4l b TGF-betal mRNA J 48 K H % k7K
R (P<0.01), 451k THBS4 siRNA ¥4 Yt MG63 J5 W8 42 3 4H M 38 78, HOATL 1] 7T B = 1% TGF-betal {5538 ¥ .
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The effect of knock-down of THBS4 by siRNA on the proliferation of human osteosarcoma cell
line MG63
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Abstract; Objective To investigate the effect of thrombospondin 4 ( THBS4 ) gene silencing by small interfering RNA ( siRNA)
on the proliferation of MG63 and to explore its molecular mechanism. Methods After THBS4 siRNA was transfected into MG63
cells, the proliferation was detected with CCK -8 method . The mRNA expression THBS4 and TGF-betal was measured using real-
time fluoresce quantitative-PCR. The protein levels of THBS4 and TGF-betal were detected with Western blotting. Results The
optical density in experimental group at 48 h and 72 h was significantly higher than that in the negative control group (P <0.05).
The expression levels of THBS4 mRNA and protein in MG63 cells after transfection with THBS4 siRNA were lower than those in
the negative control cells and the blank control cells (P <0.01). The expression levels of TGF-betal mRNA and protein in MG63
cells after transfection were up regulated. Conclusion THBS4 siRNA transfection promotes MG63 proliferation through the
activation of TGF-betal signaling pathway.
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X [H Sigma A F], BPLA Thbsd G PHi B-actin LI M
HPL TGF-betal Wy A £ Thermol, Primer Secript
Ritreagent kit, Real time PCR kit B H 449 1.7 (kX
)2 W), THBS4-siRNA K B4 X i, %% 4 15050 #5 1
HIVMW B AE YA R A, ECLLHE A
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b3, HQIES R R At SREL
3. FePL)E 48 h MBI H T € & PCR 546,72

h W £ At B ] T AR 1 BT B S
1.4 CCK-8 #5552 56

1 24 FLIE R AT A B e R R L S
24 .48.72.96 h, Bl M A 2 pL CCK-8, j A
CO, M5 FAA P UEEIE 1 h, T2 IREIER X [
Kzl 450 nm W% BE
1.5 SZHF#8 565 & PCR #3 mRNA %3k 7K F

K FH Trizol J7 P42 5L RNA J5 , 30 % S i AR 4%
8 SYBR Prime Script™ RT-PCR Kit IT 155 £ 50 BH
YE. UL GAPDH NS, Jfix 3 MEEE , JEA75E0
Wt PCR Kl . PCR ST B7 {AK 22 B 2 I 46 9% .
95 °C 30 5,95 C 55,60 °C 30 s,40 NFEF, I 880
ML, LIWE PCR PRGN —, SEH
SIMFEH, =Y R/ANILER L, 45 #0809 5 KA
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£1 &R PCR KT YIFS
Table 1 Sequences of primers for Real-time PCR

Gene Primers Producl length (bp)
GAPDH %7514 : GGAAAGCTGTGGCGTGAT 308
#2214 AAGGTGGAAGAATGGGAGTT
THBS4 L9514 . TGATGTCAGCAACCCTAACCA 296
T ¥ : ACTCACAGATGTCTCCCACTCC
TGF-betal EWEBI#  TTGCTTCAGCTCCACGGAGA 183

TR 4 : TGGTTGTACAGGGCCAGGAC

1.6 EHRBKFRN

Fede 72 h Ja  BRE AN b MG63 4 g, W 4
20N, B K b R A0 S 2R A AT A M R AR IR
HE, MU BCA it frE A E R, EH 30pg/AL,
SDS — 5 A J It i B8 JK¢ ¥ 3K, 100 V {2 %% 60 min, &
5% Wt B8 W5 ¥y 19 TBST W& £ 4] 2h, BLHT THBS4 (1
400) fedi TGF-beta(1:500) HPi B-actin(1:1000)
4CIHENLH . %K, TBST k¥ 10 min x3 K5,
FHARIT(1:1000) Z/EMBF 2 h, BE% /5 Thermol
ECL B, 85 A Z e iR TAE s i A7 BRIt 5t .
1.7 SRtk

GraphPad Instat ¢ 11 808 4 BUEC 3 |, 11 2 % oK
R 8 £ bRifEZE (% £ 5) R, A [E] L] One-
Way ANOVA J5 225387, £ & B Turkey-Kramer

R, P < 0.05 ik i B 10 22 5 BA 5 3

2 #ZR

2.1 MG63 K E

TEA 2 BAAUE T A B R 93 40 G BE A= <, 4
BRIV, MERLE)E, B TR EE, AR
HMIFE T, RER 4 MGO3 {2 ML, WK 1,

2.2 THBS4 siRNA §5 YL 5 X 41 H1 8% 78 A9 572 i)

TERG e e A TR ) ) s, 2R - CCK-8 il 3 2H i
6 (H (optical density,OD) , 45 RFHFE 548 h,
72 h, L4 OD {5 & FUIEXT 4 (P <0.05) , 2
REA S EM, £ siRNA B P 5 e 2B W H
MG63 H5E , WLIE 2.,
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Bl 1 MG63 %5E K i YL R 3% (200 x )
B 1 AMG63; Fl 1 BMG63 %45 [k
Fig.1 [Identification and transfection map of MG63 (200 x )
A MG63; B Transfection map of MG63
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Fig. 2 The proliferation of MG63 cells at different stages
detected with CCK-8

Compared wilth negalive conlrol group, * P <0. 05

2.3 THBS4 siRNA %f mRNA %3k E g

Real-time PCR #5 | 25 ;L B 7R , siRNA % 4L J5
55 A X R ZH AR HL, S 46 4] THBS4 mRNA ik K F
BEBFM(P<0.01), HEXRAS S ALK E
REFIIFE L, IS, LA TCGF-betal mRNA
KRRV RERE(P<0.01), KA 3,
2.4 FEOFTEPIE LA THBS4 siRNA §% L 5 8
#ik

RN, sIRNA #4555 1 x5 B A L,
SE A THBS4 2 1Rk KT B EREM (P <0.01),
BAtEX B S A B R Z R BRI %R Lo
BRYLTS  SIB4H TGF-betal B RZ K TR ERS
(P<0.01), HeBAMEXHRBA IR 1.7 15,

3 itig

I/ W 3 % 7% ( Thrombospondins family,

25T THH
OB B4
Sob el 27

e |

mRNAMINRIAE

TGF-betal

FE P 2 R
3 THBS4 siRNA %f MG63 4 it mRNA FRiE 1
LiAEXT AL, ™ P <0.01
Fig. 3  Effect of THBS4 siRNA on the expression of
mRNA in MG63 cells

Compared wilh negalive conlrol group, ™™ P <0.01
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TGF-betal/actin

THBS4/actin

4 THBS4 siRNA Xt MGG63 40 j 5 (H & 3K 5 1
SR RAMLIL, " P <0.01

Fig. 4  Effect of THBS4 siRNA on the expression of
proteins in MG63 cell

Compared wilh negalive control group, ™ P <0. 01
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