£ 000 http://www.cqvip.com|

— 304 — EREMKFFIE 2008 £ 33 %% 31 (Journal of Chongging Medical University 2008. Vol.33 No.3)

XEHE:0253-3626(2008 )03-0304-04

5[k AR T-RF %5 B Wot/B-Catenin 5 51885
Caspase-3 M Bcl-2 K&

E BTN H A, 0NFx

(ERERKE AT 2B A EATE , HK 400016)

[ E)a# R ABEBAKRE SGCT01 F B - EFHEH( B —Catenin )55 Caspase-3 T T-3EH X 55 Bel-2 FEHE T AR E
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Reaserch of relationship between Wnt/ B —Catenin signal path-way in
gastric carcinoma and the expression of Caspase-3 and Bcl-2 induced

in vitro by indomethici
WANG Hao,et al
(Department of Genesilogy and Physiology,College of Public Health,Chongqing Medical University)

[ Abstract] Objective:To study the regulatory mechanism of Wnt/B —Catenin passageway influenced apoptosis of human gastric
cancer line SGC-7901 by detecting the expression of B —Catenin mRNA,Caspase—3 mRNA and bcl-2 mRNA. Methods: (1)
Methyl thiazolyl tetrazolium(MTT) assay was used to measure the anticancer activity of indomethaci. (2)Expression of B —Catenin,
Caspase-3 mRNA and bcl-2 mRNA in groups of without induced or induced by indomethaci were detected by RT-PCR.
Results :Indomethacin of 50w mol/L at 24h couldn’t induce apoptosis of gastric cancer cells. Indomethacin of SO mol/L at
48 and 72h and of 100w mol/L and 200p mol/L at 24,48 and 72h could induce apoptosis of gastric cancer cells in adose—
and time-dependent manner;Compared with groups of without induced by indomethaci,expression of B —Catenin mRNA and
bcl-2 mRNA were lower, however, increased expression of Caspase-3 mRNA were found in SGC7901 cells after treatment with
indomethaci. Conclusion:Apoptosisin inbalance may be caused by activating expression of bcl-2 proto—oncogene protein and
inhibiting expression of Caspase-3 protein through Wnt/ B —Catenin passageway in human gastric cancer line SGC7901.
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WEZ Caspase-3 M Bel-2 A T-ZEEHRIAKER
4k, W12 R e & A 1L #2 5 Wit/ B —Catenin 38
BT A0 ML TR AL

1 #8FGEE

11 EBxs

ABEAM SGC7901 HE K ER KFERBA MMM E
e,
12 E&RXAMAE

UL PR R R AR 2 (MTT) PR 36 37 . — PR BE I BRL(DMSO)
¥t B £ E sigma A7) HrAE4 M EM RPMI1640 3 B 3%
& Gibco 247, RT-PCR IAF&M A invitrogen 225
13 fmpeiEik

B B4 SGC7901 3EFHRT& 10%/MEfE . 100U/ml F
FEM 100U/ml 458 E 1 RPMI1640 B WP, 3 &4 R
37°C.5%CO, AR, M 2 ~ 3d A 0.25% B E ARMHEL
R 1 K.
1.4 MTT A8 5wk £ F @ EN

BB KB SGCT901 UM, R MR EE N 5 x 10¢
A fml, R T 96 7L, FFL 0.1ml(5 000 ~40H), B 37°C.
5%CO, BFAWE LW, FFABNEEES , 4 3 ALK E 50,
100.200 p. mol/L WM EE, ULSHAZR 6 MNEL . EF
BEFRFAH AR SE 24,48 F1 72h, IRBAILET 4b, LA
MTT & 20 . 1(5mg/ml) , 4REEIE 35 4h J5 KRG, IOA
DMSO0150 .V L., 3% 10min J5 F B SHEFHR{YAE 490nm P&
AAWE LR OD {H , R FE. X RAdmImEIRtH
0, LA T ARITHAMINHIF MM PR =R
#H - SEEGH ) STHERA x 100% , LARY 1) o4 h , a3 g h
2R R R
15 RT-PCR %%
151 B RNA R BUdEA KB A SGC7901 B 4
2 8 IR, TR NG RE X B 80% 0, (BRI L RIS R, 5T 4
BT e R R (R ZFHA), B 4 MM ALRRE
200 p mol/L P3| W 36 3 B 35 57 MR (5| W 36 3 T T4l ), 55 5% 24h

SR . AHHS RNA $REUE B8 S RNA PR i
B HBHIT.

152 3B|#¥F% B -Catenin,Caspase-3.Bcl-2 } B —action
5|95 B R FHEA TR SR, FFIAEK 1 FiR.
1.5.3 RT-PCR Fibsk %% HUE RNA 4p1.20pmol/p.1
Oligo(dT)1 w1,70°C 5 10min j&vK_ E¥#) 10min, 50K E
RIHIEE : ANTP B S (dATP dUTP.dCTP.AGTP % 10mmol/L)
411,10 x RT buffer 21 .RNA B0 %) 7 (500/.1)0.5 1,
RT007 AMYV %553 BEF(10U/ w1)0.5 1.1, RNase free water 8 .1,
SRS RN 20 w1,42°C KL 60min, 99 °C KM Smin, B8
¢DNA {E PCR,

PCR: 2 RifA %N ¢cDNA4 11,10 x PCR buffer 5 p1.dNTP

IREY(JATP .dUTP.dCTP.dGTP %& 10mmol/1)1 w1, F 35314
(20pmol/ w D1 w1, F #5497 (20pmol/ w 1)1 w1.Taq BE(5U/ 1)
0.5 u1.ddH,0 37.5 w1, BHRERAF 50 1. B —Catenin 315
14 : D94°C 2min ; @94 °C 30s,58 C 30s , 72°C 1min, 36 &
¥ ;@72%C 10min, Caspase~3 ¥ 1 &4 K : ©94°C 2min; @
94°C30s,54°C30s, 72°C1min, 36 MEH; 372°C10min, Bel-2 3~
#5144 K : D94°C 2min; @94°C  30s,54C 30s,72%C 1min, 36
AEER;372°C10min,
154 HEKRERMT PFYEI 100150211 6 x loading
buffer 2 2% 3 IEMEEE LUK , EHSMT TIME, h BRRMNE
Marker HWEBSHRIANRER L= Y] . SRS ZEBRBE LSRN H IRISIE
FTEE AT, B -Catenin ,Caspase~3 F1 Bel-2 fHXT Fik
SR (HXREE) AT : B R EMEXRIXR
B =( AR KEE - 2 A XK )/(H-GDPDH K E
{8 - = A RKEE), &K EEBREDLIE 10 IRWE,
WHYE « bpEE (2 )T RBECX ¢ WA F R
T5#T.

2 & R

2.1 "%k £ F2F SGC7901 40 fe3s 75 64 %o
FRHEAS [R) vk BE A4 I3[ Wk 36 3 X SGC7901 B I 40
HAKBMER(E 1), BB ENEEEERE N

*1 S1¥HF3

CLyE =27 YR

B-Catenin LiEs Y 5’ ~CCAGACTTTGGGTCGTGATTTCC-3’ 7bp
THs1Y 5’ -TATTGATCCGATGGCACCTCCTC-3’

Caspase-3 LiEs 1 5’~CGGAAGGAGGACGTGGAGATG-3’ 392bp
TS Y 5’ -GTGCCGTIGGCGTGGAAGT-3’

Bcl-2 Lz 5’~GATGGCAAATGACCAGCAGA-3’ 348bp
TS 5’ -TGGCAGGATAGCAGCACAGG-3’

H-GDPDH LiEs4 5’ -TGGACCTGACCTGCCGTCTA~3’ L4sbp
T U519 5’ ~-GCAGTGGGTGTCGCTGTTGA-3’
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50 w mol/L B /EFH 24h Xt A B & SGC7901 4 g4
RO B GIHIE 6.5%) , T A 50 w mol/L
£ 48.72h F¥R & 2 100 & 200 w mol/L B 4E A
24 .48 .72h Xt IR AT AT A SR . IR
AT 0 s e 3 3 AR 1] R AR g o X3 o 5 R
SGC7901 4faA= , HA il 58 52 e B et Rl AR

100
80

24 48 72
B (h)

[—+—50umol /L —&— 100 u mol / L —a— 200 pmol /L]

I G

B1 FEREHBRREEI SGC7901 BREAME KA
EEA: oAz

22 RT-PCR ¥ M5 ¥z E54

B —Catenin .Caspase-3 .Bcl-2 55 B —action mR-
NA i) RT-PCR = 5B K B — 80 (& 2) R 3%
TFHiH B —Catenin,Caspase—3.Bcl-2 HIHI X FiA{EH
ZF514 0.112 £ 0.040,0.257 £ 0.076 F1 0.124 +0.072,
M|k T4l B —Catenin ,Caspase—3 . Bel-2 [ #]
%t K H 4 $1 4 0.071 +0.025.0.146 +0.014 A
0.232 £ 0.059, MSEEGEETEA] I . 15| 36 T TAH 4
KZTHHLEHEAER B ~Catenin F 57K BEAK
(P<0.05),Bcl-2 F X T ¥ (P<0.05), i Caspase-3
#2k E(P<0.05) i3,

3 W i

H-GDPDH
(149bp)—

AT A

HETEHE T 2 A Caspase-3 LA K JRE I H
Bel-2 2AIMAT-HENEREEN ., Z252MHEE
B4 R A T R, B Wt {5
SHSRZEM, HY Wn/B -Catenin IR T,
B —Catenin ZMF S REMNRBIESHFo Wnt 5
SiEat— RIUBHE B A RN, R B —Catenin
WA, AT 2 EE N R KRB, S 5A T
R, RO B 40 PR P P S

Wnt {5518 B AL 1T AR K e BB R &
FidEEBEE/ER, B —Catenin J& Wnt/  — Catenin
& SEBRE SIS T TEIEH AR 4N
JaEZ Wnt f55 , K#4> B —Catenin #R % H 7
FY 40 JIE 1) 8 P 41 HE ) E—cadherin 43 F b, 97740
MlapREpt . e R B —Catenin 5 APC, Axin,
GSK-3B BB 1o BB E G, H &k
R B E H RS la AT B —Catenin ) 22 & R
(Ser)45 SREBEMRIL,JFHE A BT GSK-3B X B-
Catenin [ Ser33/37. 73 &R (Thr)41 3R IEBERR 1L, B
RIS B B —Catenin B2 R - HH A ZILM
WA B ABL B —Catenin FEBPSLEN: b 57 iR
KR F M e R B e T HAE
PR R b B R R , R R KT B
WG JFEEFLA C-myc, cyelin D1 AP, 755205
MBS REDN Wnt /55,2 Wnt X
5 40 M B - A il 2R R B M 524K LRPS/6 F5 G
5,518 Axin ARRGE , BB E &AM R 5IR
DVL BB LMk GSK-3B &M ; SR AR
N B —Catenin /8% GSK-3 B BiFR1L , [ HASRERZ
REABEARMMAR, R —ER’FHAZH
k%, 5 T 4 s N IR A & VI3 T iR
B SR, S B A S BE I RO R T

KPS MTT BF5E & B, 50 w mol/L M| £ 5

Hg|RSE = T

1. B -Catenin; 2. Bel-2; 3. Caspase-3

B 2 RZFTFRAMMBIMEETHA B-Catenin. Caspase-3.Bcl-2 B H-GDPDH RT-PCR 7=y B8 ik 5E Bk 5 45 Rl


http://www.cqvip.com

BXREFRAESN 2008 £ 33 ¥ 38 (Journal of Chongqing Medical University 2008. Vol.33 No.3)

PO 00 http://Awww.cqvip.com]

— 307 —

FEHMIYER 48h AIET BR4HMIAYRT., 7E 100 p mol/L
F1 200 p. mol/L B4 #E F 24h B AT 75 5 B 44 40 i 81
T, BHIES B 40 M8 T HA W A TR A
[AIA+ RT-PCR £ ARG B7s W 36 3 T A B ok
Z T4l B —Catenin mRNA F ik 7K 3 B& & (p<0.
05), X 86 S57E L5159 | JBR IR IR Hh A L 45 SRAE AL
JIT LAFRAT T4 0 05 e 5 S ] RESE o 1 40 A APC
E—cadherin A5, /> B —Catenin )5, [F
B —Catenin M £ il Ji 711 4 O 2% 5% 57 3) 40 B JBE, T
. B —Catenin/TCF £ & 0T 15 ; T il B —Catenin/
TCF4 i 5%3E P N T IR Survivin B2, BHET Wny/
B —Catenin {5 5 1H }§Y,

IS AT R Z R L HEES 5 HE R
2o Caspase &=—RAePAT-H A, HAEAH FERME#
MBI T, Caspase 5|4 I T- MR EE H ML
TZREZRTES, BRARI Caspase-3 £ H
TKFRAE B ST R . Caspase-3 B TRKAH
BRFE R R FRE H , 2 Caspase RIEHT HIE
SEHIL S HERA T EEBEAS TR FZ
— EHAA BUEE R DEHEE AN B A ET
ML, BE K Caspase—3 REMF1F2 S5 MZE Y 40
M B DNA &5 SR H el e R 15 , AT
EMMIT=®, U Caspase-3 L BIRAIMAZ LT 2,
BHESTHMEEHWBIR, LG Caspase-3 1Y
eV AE U S RE 7T REAE 40 M 1o 32 400, B
HH Bel-2 24T IRELE T 0 7 — X E
M, BAWHAEA TR ERARAER,
PR AR A 2 1 57 5 BRI 1, Bl -2 38 AT 44 fin 44 A
XA T AR BTN, TR R AR R,
HimpE N RBREES . EERAEARENA
Bcl-2 BN & HREBRRA TR R W T E M, XA
TAHMHEIVERM,

HATRAA R T B RT-PCR AR K
B 7EMIMESEFEE S SCCT01 HIMA T A2, 1F
FE B —Catenin #J mRNA 2% 38 7K F B (P<0.05),
Bel-2 B mRNA 35 T #(P<0.05), T Caspase-3 By
mRNA £k I (P<0.05), B ERR IEH AR TR
FHRHMAT T HERE T Wnt/ B —Catenin 1 J&H
B —Catenin $IZ & — & HEHAIZ RILFIRER . R
FEFERA bel-2 M%E 2 — @ 12 BE B SR B
% NEMEATESEFERAANRE, ATHES
P FHE58 Caspase-3 FITEHE R HIAT-EHA 51
P T W IR LT R T L, R S Sh A LA

TR, RIS A s LA R TR A

L IR ATTHED B % P Wnt/ B ~Catenin 37 2% X}
A YA T AT BET S AL R Wt {5 5@ B
1% Wnt/ B —Catenin i #% # B —Catenin F) ik & Ih
i, (IR Bel-2 MR B, FRRTESHE
FHEA, i Caspase—3 MG LS FEFLE I RE , [#1A
T W BIR AT, i S 4 MBS A I I A O, S 808
FERI KR KB . Wit/ B —Catenin {5 58 BEE A IIE
M RAERRPEEEEMR. MERAELESD
Wnt/ B —Catenin 1 ¥ %F 40 M08 T P& HILE B 55 0
SIETFR B L FMR HRUREEM . ZEAK
PURZYR ML T BB REE , W AR AE iR 4L T
FAE,

s % X W
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