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" FiiR R A B TR AR AL IR 10 4], KR 5L BEE #F 52 PCR(RT-PCR) & & i %92 97 3 % (Western blotting ) 447
SOXS5 & B 69 &R 3SR IE Bk UST, ¥ H o A b B 48 3L 5 284 siRNA SOXS #5440, A CCK8 5% 3 A= Transell 52
Bo e B 968 4w Bk UST 3§74 75 M BAZ 22 46 7 o #) ] Western FP e SiAK SOXS F ik 6 5F A R 28 % & BE(MMP-2) .MMP-9
VAR tm it S 21 DI1(CyclinD1) &k 49 %vh BE R 5 EF mA SR, KRB LL22 F SOX5 & & A mRNA AP35 8 243 (1=
23.38.18.36,3 P<0.01), siRNA SOXS5 7T L&k SOXS5 & B #y £k, 55 2d B0 SR 9 2 P 3R, siRNA SOX5 #% 42 40 SOX5 %&
& Fe mRNA K-35 90 B A& (F=89.31.123.34, 3% P<0.01);CCKS 3% R B 7, 4K SOX5 KL G , IR /5 fm fe 6f 38 74 7 1 ¢
pE), 5120 BT 8 20 B3 S AL A A BB ALY 31.8% (F=553.62, P<0.05) ; Traswell 5% 3425 R 2.7 ,siRNA SOXS # %
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T % (F=853.21.602.30.311.46,3) P<0.01). £5i%:S0X5 &5/ 2043 F A 7% IF &, 3K SOX5 A A5 At W 247 4 IR 78
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Expression of SOXS in glioma tissue and its effect on biological behavior of glioma cell line U87
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Abstract Objective:To explore the expression of SOX5( SRY —box transcription factor 5) gene in glioma tissues and its effect on
the proliferation activity and invasion of glioma cell line U87. Methods: Ten cases of glioma tissues and 10 cases of normal brain tissues
were collected. The expression of SOX5 gene was detected by real-time quantitative fluorescent PCR (RT PCR) and Western blotting.
Glioma cell line U87 was cultured and divided into control group , nonsense sequence group and siRNA SOX35 transfection group (n=3
for each group),CCKS and transwell assay was used to detect the proliferation activity and invasion ability of glioma cell line U87. Western
blotting was used to detect the effect of SOX5 knockdown on the expression of matrix metalloproteinase 2 (MMP -2), matrix
metalloproteinase 9(MMP-9) and G1/S-specific cyclin-D1 (CyclinD1). Results: Compared with normal brain tissue, the expression of
SOX35 in glioma tissue was significantly higher in protein and mRNA levels (1=23.38 and 18.36,respectively, both P<0.01). The siRNA
SOXS could effectively decrease the expression of SOX5 gene. Compared with the control group and the nonsense sequence group,the
expression of SOX3 in the siRNA SOXS transfection group was significantly reduced at the protein and mRNA levels(#=89.31 and 123.34,
respectively,both P<0.01).The results of CCK8 experiment showed that the proliferation of glioma cells was inhibited after knocking down
the expression of SOX5,and the proliferation of glioma cells at 120th hour was only 31.8% of the control group (F=553.62,P<0.05).
Transwell experiment results showed that the number of cells passing through the ventricular membrane in the siRNA SOXS transfection
group was (9.22 + 0.91),which was significantly lower than that in the control group (19.62+1.10) and the nonsense sequence group
(18.56+1.21),0nly 46% of the control group (F=89.36,P<0.01). Compared with control group and nonsense sequence group, the
expression of MMP-2, MMP-9 and CyclinD1 were decreased in siRNA SOXS5 transfection group ( F=853.21,602.30 and 311.46,
respectively,all P<0.01). Conclusion: The expression of SOXS is abnormally increased in glioma tissue. Knocking down the expression of
SOXS5 can significantly inhibit the proliferation activity and invasion of glioma cells. SOX5 may play a role in cancer promoting genes by
regulating the expression of MMP-2,MMP-9 and CyclinD1 genes in glioma.
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SOXS5 B DK 4 fidh i) 2 111 5 HAW R I AHSS &, &
PRI SRR T IVE R AR AR 73 28 oA A5 A B 7
R TR Y. i SRR Y SOXS 5 HELe i (1)
222 A iR A M O T 2 A 2 DI AE S, ]
HEICT SOXS FERBTE i iR E Ol b 5 H & A
RIRIZMHGER D, IAS I 8 AH5Y SOXS 78
JE e 9eR Hh ) FRAIA AR Ol RO I BT JeR A ik UST A
TR, DU — DRI iR BT ) A b L
1 MRl5AEE
1.1 ZhZRARA 10 B BTIR A 10 19 1E 5 ik 41 4UbR
ARIPE [ KRR 2 BB B 25N R T AR
7 I B 98 RN A e M I Y AR B TR] B R
2019 4 9 H—2021 4 6 H , e Jifd i B AR A%
ZARST BUISHRYT o EFARERUSHA)S ST RIEA
WA R UL 2 -80°CUKAA Th IRAF .
AT 5 B EEE, BE R S ERE.
1.2 fmpe3Eic b5 i 4 fii 1] RPMI-1640 K7 37 %
(Invitrogen A7, 2 ), 78 37C %A 5%CO, 4%
P3RS UST M. AL a4t /3 3 41, 435
SXtRZH TG SUFHZHAT siRNA SOXS SEYLLH LY ,
5 pmol/L. PBS ., JC ¥ FH1 siRNA SOX5 F 5 pL
Lipofectamine 2000(Invitrogen 2\ H , 32 [E ) 780 1R 2]
Je A AMALS AL, TCUFF R .5’ ~TTATCT
GAACGAGCCACGT-3",siRNA SOXS5 J#41 H:5'-UC
CUUUCACACCGUAAGUG-3', ¥ & ki A w4
1.3 RT-PCR ## SOX5 mRNA &k K Trizol
— RPN S ZHZUE RNAG B 2 wg 1 RNA,
FE W SRR @ U B HE T HRAE 2065 SR cDNA,
PEAT RT-PCR. RHH 20 pL AR, Hrpfuds 40
ng HARIE R B SR cDNA,L 10 wmol/L () _EF
#5149 .10 WL Platinum Quantitative PCR SuperMix—
UDG il TaqMan #%14% 0.4 wL. PCR Z&1F4 50°C
2 min,95°C 3 min, 95°CZEYE 30 5,58°C 1 min, 47
40 M. Lh B-actin N Z, 5140 IREF I 4
B E VIR A PR A A . SOXS 1Y B Rl |97
H143 504 :5'-CAGCCAGAGTTAGCACAATAGG-3'
5'-GTGTTGTTCCCGTCGGAGTT-3' ; B-actin ) | F

W 115143 50k : 5" ~CTCCATCCTGGCCTCGCT-
GT-3".5'-GCTGTCACCTTCACCGTTCC-3', Bli%
FHABRT R I LA 743 Hr , DAXT B2 A8 g B A
B-actin mRNA [3RIEKFN 1 #EATHRIEL . BE2H 20
MIEAT 3 YR, BRI 3 AN AL

14 Western 7 i 4| SOXS A KR 2 B % & B
(MMP)-2 MMP-9. %1 i, J&] #1 % & D1(CyclinD1)%&
G &k IR, ARSI R 40 wg B
FELENS) PVDF I E RIS A 5% ECL v kot
A TBS-T(pH 8.3)FEH A& FEMA 1 h J5 &
A B ¥ A SOX5 . MMP -2 MMP -9 CyclinD1 — T
(1:1 000, invitrogen N, ERD), L B—actin BN
%, 4CEM T HE 15 h, A HRP ARiC ) 4%
(1:1 000, LI A2 SR AW HARARAF), & il
M ROV 1 h J5 A ECL Western ER35 57t 3
A5 1~2 min, B X L. BANSEERAA 3 M
L, A B K EEE H Image J A4S K H AR
HH5NZ B-actin KEEMAT LI HFRE
FHXTFRIA

1.5 CCK8 Siatbmtm it & ik /1 440 B
7% 48 h J& , ARG 75 0 TH AL, 25 0L ES O e W g
YA, DL 5x10%mL P AR BEEEFT T 96 FLAR T, B
AL 10 pL, B3 6 ME AL, 7 37°C,5%CO0, 355+
IR, T 1~5 REFLINA CCK-8 ¥ 10 pL,
ARSEREFE 2 h, [ RS AR URIU (450 nm) WG BE o
1.6 Transwell 5 34 2w fe 43 Z 46 7 AF Tran—
swell FZF A 1:2(Matrigel it : DMEM )i B i 1
Matrigel & 40 L, 7 37°CHIZ&AF T 30 min 2R Gk
BEWE TE T 2= I AR S5 35 570 500 wL; 7E T
TR AR AR, L= TIA 1x10° 44
J1(100~200 wL), 3535 24 ho Fds F2WAR, FHRAS
AR R AR ZER R A o 45 A 20T 254 R A
WA T YL, AR . 7E L AUEE S AN
PRET , XA PN 2 /NS R A M B e A T4
1.7 %its a3 FfH SPSS18.0 BAF k482
G307 o MR TEZS 53 A ()i BaVE AR R ] aes R,
2 [8] b 5ok M ST REAS ¢ K06 224 e 3R FH B I
R0, LM LR LSD K, P<0.05
M2 AR X
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1EH i 2H 270 (1=23.38,P<0.01) , 5 1EH 41 4UAH L,
SOXS FEF TR T A 2L b2k B iR 7 =1 (1=18.36,
P<0.01), LI 1,
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TE:A: Western EI37E RT-PCR Kl SOXS & 1178 1E 5 41 4L e Jig
JOT IR G 20 2 7P 3R 5K 5 B RT-PCR K I 1F 55 fili 4 20 R0 Je Jo 9 4 231
SOX5 mRNA Hxf#ikd; 5 IE RN ZUELL, #P<0.01
B1 KFREALAREERMALH SOXS5 HFHAK mRNA HIFRE
Fig 1 Expression of SOXS protein and mRNA in glioma tissue and
normal brain tissue

2.2 siRNA SOXS5 x4 I i 7 2m Btk UST SOXS &
Fak ey WNE 2A PR BT FBALRTE L4
4, Yy siRNA SOXS5 J5 SOX5 mRNA AHXf ik &
W &R B (F=89.31,P<0.01) ; 1fij JC L4 20 5 % 1R
HESTGIFE X (P>0.05) , #H—H18 1T Western
EJZE G 45 S 06 4H 41 i SOXS J6 PRI 7 25 11 /K - B9 4
Xk, S RRAUNTC TS AAH HE, siRNA SOXS
20 SOXS5 R iAm I i/ (F=123.34,P<0.01),
TIE S AN AT BRZELAR LU TG RA 822 1k (P>0.05)

2.3 CCK8 SEEraril 454 siRNA SOXS5 J& 2R 74
mfark UST ¥ & ey Hmm SRR Uy
GILHAH L, B 3750 24 .48 72 /NI, 22 SR 0G0 2
SL(P>0.05), 75 15 37 45 96,120 /NI}, 55 ¢ siRNA
SOXS ZH (1) 40 Jfd 1 38 5 336 M B 0 B (F=340.21 .
553.62,44 P<0.05), WL 3,

2.4 Transwell ] K SOXS & B & ik x A i 7
miark UST 42 &5k A ehHmm  SXTRRALATE Uy
YIZAH L siRNA SOXS §% YL 20 28 i) Transwell /NE
[ U8T ISy 4 M B I B RAIG , 2 R A St 2
X (F=89.36,P<0.01), WL 4.

2.5 Western #7348 ) 34K SOXS J& %F I 5% 2m feL 42
£ A% MMP-2 MMP-9 % CyclinD1 #) & iA 4 %
siRNA SOX5 464 48 h J& , WKl 5 7w, 5 XF AL Al
TC L5040 e, MMP-2 MMP-9 & CyclinD1 7£
siRNA SOXS5 % Yu 41 3% iK B W B¢ ik (F=853.21,
602.30.311.46, P<0.01).

389
Ao
1.0 I I
ﬁ 0.8 *
<
Z 06 I
= 04
% 02
2 0.0%
S ’ YIHEE EUFHI siRNA SOXS54
D
NSk
%@% :}jﬁfﬂ g?s%e
B S A
s aam> @ 50X5
A ——— 3—actin
1.2
I8 1.0 1 I
4
i 081
E 0.61 *
E 0.4
S 0.21
U

XHHRAL TG UFF4L siRNA SOXS41
TE: A:RT-PCR A 4% 324541 SOXS JEKFE mRNA 7K F- ) ik
(50F HRGURTE SUTFN AR, #P<0.01);B: Western EBGHIN #5550 41
SOX5 H FUKT-ZRIE ; L 4] B FITE SUF B LE , *P<0.01
2 #i siRNA SOX5 Xt SOX5 EEFMEARIZNTHIER
Fig2 Detection of interference of siRNA SOXS5 on SOXS gene and
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Fig 3 CCK-8 detection of the effect of knockdown of SOX5
gene expression on the viability of glioma cells
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Fig 5 Detection of the expression of MMP -2, MMP -9 and Cy-
clinD1 in each experimental group by Western blotting
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AETA . TR, B IR SE SOXS 78 I T v & #5 4i2
PSR AR FH - MMP G052 28 LR £ 2F I 4 e A=
ZEAH AT, T MMP-2 . MMP-9",, CyclinD1 &4
YL 5] 400 ) EE B TR, A PR A R S e R A
(1) CyclinD1 5 JJe8 20 B 38 5 285 DD AR OGS RSY
SOXS £ i v & FE AR S A T A AL, A4 S 50 ik
— R SOXS FEPH Ay Fik , X MMP-2 MMP-9
LI L CyelinD1 3Ky, HA5 A& 5 s, 78
J J53 968 40 M pk UST Hh AR SOXS A A iy R 3k J
MMP-2 MMP-9 L) CyclinD1 &k 7RI i FAK . i
I A 000 A 5 5 9RE A B P SOXS A ] BE 2 o 1 5
MMP-2 MMP-9 LI K CyclinD1 [k, & A3
HIVER

g5 LA ARSI 5T 2 B SOXS F PR e i Jot
98 P IR S TR, mIR SOXS JEPH Fik I BE A% B
8 A AV S R A4 L 1) 7 e AR 28R D . T HL
MMP-2 MMP-9 LA & CyclinD1 [R5 7RH i FIE,
FH RN SOXS5 JEPHA AT i L 515 MMP-2 . MMP-
9 DL} CyclinD1 AYERIK & AR I8 5L N A /EH L H A
PRBL v R i — DA 5E .
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