— 18 — BEKERKZEIR 2016 £ 41 %5F 119 ( Journal of Chongging Medical University 2016.Vol.41 No.1 )

DOL: 10.13406/j.cnki.cyxb.000783

TR R R PR R 5 b A B 0] 75 IR T4 STAT3 i B s
B 2247 % s e

I OB,k #H.W AX,E WE F
(EKRERIKFHBIILEERILEAT SEFMRAETRESLHRE ISR E SR E,
HEKH TG TRBEATR B L, EK  400014)

[ Z]8aY %+ ABE 72 H T 41 hUCMSCs(human umbilical cord mesenchymal stem cells)7E U251 Ji e B 44 A 48 rp
S AEAE STAT3 (signal transducer and activator of transcription 3 )i BEETE M AU A 347 AR, ik AR R R AL
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[ Abstract ]Objective : To investigate whether hUCMSCs exist over activation and expression of STAT3 and undergo biological behavior
transformation when exposed to U251 human glioma microenvironment. Methods : Cells was divided into three groups in this experi—
ment: blank group(hUCMSCs were separately cultured) , experimental group(hUCMSCs were indirectly co~cultured with U251 human
glioma cells) , positive control group(U251 human glioma cells were separately cultured). Morphology of cells was detected by invert—
edmicroscope. Cell cycle was detected by flow cytometry. The mRNA expressions of STAT3,c-Myc and Bel-xl were tested by real-
time PCR. The protein expressions and locations of p—STAT3,c-Myc and Bel—xl were detected by immunofluorescence. The protein
expressions of p—STAT3,STAT3, c-Myc and Bel—xl were also measured by Western blot. The ability of migration and invasion were
tested by Transwell. Results : The experimental group cells arranged in disorder and clustered, showing mild atypia. The cells pro-
portion of experiment group in G1 phase was significantly lower than that of the blank group(P=0.000). The mRNA expression levels
of STAT3,c—Myc and Bel—xl in experimental group were significantly higher than those in blank group(P<0.05). p-STAT3,STAT3,
c¢—Myc and Bel-x] protein expressions were significantly higher than blank group(P<0.05),and they were mainly situated in the nuclei.
The protein expressions of STATS also showed significant changes in experimental group. Migration and invasion ability of the exper—

imental group were significantly higher than those of blank group(P<0.05). Conclusion :hUCMSCs exist abnormal activation and over

expression of STAT3 and trend to biological behavior transfor—
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mations when exposed to U251 human glioma microenviron—
ment. And these factors may lead to malignant transformation of
hUCMSCs.
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RRAE, AR A A 8] 75 5 T 40l (human
umbilical cord mesenchymal stem cells, htUCMSCs) R
Yo A P 98 T AR AR A SR A B 1) 35 97 i e S 88 FF e
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TR B R K HIXERE , BRI T hUCMSCs #34
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S+ F BB STAT3 (signal transducer and activator of
transcription 3) 7 H ¥ R BB LTI,
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RAAFLE STAT3 i BERIE RAEY# RS2, AT
40 Mim PR % 40 AR HERTHA SC R R,

1 MRERE

1.1 AH

L1.1 ZAM AR FEB T 4088 hUCMSCs EERT T41
MyET TREARDI .0 BB, U251 R B4R E S
ERHEB LI AE

1.1.2 FEXHN DMEM/F12 8535 H MRS 4 1 7 (Gibeo 2
) ; AR (I R§ (Sigma 22 F) ) ; RNA REEBUAF & (HERR) ;
LEARBUANEMN ECL L Z RN & GEEY) ;51
(E¥HT) ; 51k . STAT3 . p-STAT3 .c—Myc 1 Bel—x] (Abcam
4\ H)) ; Transwell /& (CORNING ),

12 F#

12,1 MBS S5 A4 hUCMSCs & U251 40 R A&
10%R64F if1 75 89 DMEM/F12 3 FE 2L 1 A b5 3%, 1 G R AE
K ZEREABEL 80%~90%42 ) 1:2 {54838 3% . SIo 4 (B) Bt
3% 0.4 pm FLIR Transwell BHEHRIEF/PELE S 6 TLIR
AT AL 3R ¥ hUCMSCs 4 BRFE T A /NEK 6
FUtRA NE IR U251 IR ARAE , 8 24 h EH LW,
LI AR RGNS R 3 H, 5= AR RA MR

hUCMSCs; 32504 . 5 U251 i< B 40 s fal e 4 1 3R AUhUCM -
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1.24 Real-time PCR R4 4H40Hf STAT3 .c~Myc Fil Bel—xl
i mRNA fI&iA 2R RNA EGEH &L BRI
RNA, [ #% 3% B ¢DNA , SR FISE B 32 Y 2 & PCR Rl A1 ¢ B
HRE, BREENSIYFFINE 1,7%E GAPDH HNZ,

ZERP) 200 FR

1.2.5 Western blot 5 Bl p~STAT3,STAT3 . c~Myc Hl

Bel-xl EHEE HAMSRBUER 2 AEWSHAMKREE

B, TR BB R Ik, R B, 4 B S, — 3L (p-
STAT3 1:2 000.STAT3 1:500.c-Mye 1:1 500.Bcl—=x1 1:2 000,

B-actin 1:1 000)4 CHEFKIFF LK, —Hi (HRP fRic =4

% IgG 1:3 000 .HRP #1ic Ll 2EHi/M B, 1gG 1:6 000) ,ECL &

SR HBE,
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1:200)37 ‘CEYEHSE 1 h, DAPL B S 6 5, e BN

IR, WE 10 MEF, R R AR B E, T
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127 Transwell BERERE S PURALEANHT 12 h, Tran—
swell FZEANA 200 pl YR 1x10° 4~/ml #TC i 15 415

W, T 500 pl & 10% FBS 35573, 24 h 5B E L =410,

HEEE, SR ERe, BREHERLE TP . 2 68571
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12.8 Transwell MR RAE ST BFARSTMEEHRER

1:8 FBSS , Transwell LZSTHIINA 50 pwl IBAW,37 CTHFHR

FET AT B R, Transwell | ZEHNA 200 wl HE K 2x

10° ANl F T IMTE SRR, T Z 500 pl & 20% FBS H55%

#,24 h FRAE L EMWERFR, PEEE 10 min, 55

# 1 Real-time PCR 3| #1551
Tab.1 Real-time PCR primer sequence of target gene

H HEE L5 T#TY J BN
STAT3 5’-TGGAGGAGAGAATCGTGGAG-3’ 5’-ATTTGACCAGCAACCTGACTT-3’ 150 kb
c—Mye 5’-CCTCCACTCGGAAGGACTATC-3’ 5’-TTCGCCTCTTGACATTCTCC-3’ 135 kb
Bel-xl 5’ -CCTCTCCCGACCTGTGATAC-3’ 5’-GCTCAACCAGTCCATTGTCC-3* 187 kb
GAPDH 5’ -AGAAGGCTGGGGCTCATTTG-3’ 5’ ~AGGGGCCATCCACAGTCTTC-3’ 258 kb
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