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Inducing apoptosis of bladder cancer cell T24 by 5-azacytidine combined with

adenovirus—hepaCAM via inhibiting p—AKT
Wang Xiaorong',Yang Xue',Wang Yin', Wu Xiaohou?, Tang Min', Luo Chunli’

(1. Key Laboratory of Clinical Diagnostics Founded by Ministry of Education,College of Laboratory,
Chongqing Medical University;2. Department of Urinary Surgery,The First Affiliated Hospital of Chongqing
Medical University)

[ Abstract]Objective : To explore the effect of S—azacytidine (azac) combined with adenovirus—hepatocyte cell adhesion molecule (ad—
hepaCAM) on the apoptosis of bladder cancer cells T24 and the possible mechanisms. Methods : Bladder cancer cells T24 were treat—
ed with seven different factors. Apoptosis rate of each treatment group was detected by the kits of hoechst 33258. Cell apoptotic ratio
at early stage was detected by flow cytometry. The mRNA expression of hepaCAM and bcl-2 was measured by RT-PCR. The protein
expression of hepaCAM, p—AKT,total-AKT and becl-2 was measured by Western blot. Results : Higher apoptosis rate in azac combined
with ad—hepaCAM group (45.21 +0.06)% than in adenovirus—hepaCAM group (15.60 + 0.02)% and azac group(26.30 + 0.02)% was
observed based on hoechst 33258 (P=0.003,P=0.008). Higher apoptosis rate at early stage in azac combined with ad—hepaCAM
group group (16.05 £ 0.06)% than in adenovirus—hepaCAM group (3.90 +0.02)% and azac group(9.67+0.02)% was observed based
on FCM (P=0.002,P=0.043). Higher expression of hepaCAM mRNA (P=0.004,P=0.000) and lower expression of bcl-2 mRNA (P=
0.026,P=0.030) in azac combined with ad—hepaCAM group than in adenovirus—hepaCAM group and azac group was observed based
on RT-PCR. Higher expression of hepaCAM (P=0.003,P=0.003) and lower expression of p—AKT(P=0.001,P=0.005) and bcl-2(P=
0.000, P=0.002) in azac combined with ad—hepaCAM group than in adenovirus—hepaCAM group and azac group was observed based
on Western blot. Conclusion; Azac combined with ad-hepaCAM can induce the apoptosis of T24 by inhibiting p—AKT, which may pro—

vide a new therapy for bladder cancer.
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FCM in different groups
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A+HEPZH 3.977 4 £ 0.000 0™ 0.020 0 = 0.000 0™ 0.180 0 = 0.000 1™
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7 X (P=0.153 P=0.058 . P=0.05), A+HEP 2 hepaCAM 3 3 ®

285 KF 5T HEP+D 41 A+GFP 41, 25 5 it
(P=0.003 .P=0.003),

K p—AKT 9 25 1 3R 35 & 30 . HEP 20 HEP+D 41 A
21 A+GFP 201 A+HEP ZHAY p- AKT 25 119 2R 8K i A%
T D &M GFP A, 22 F A G2 L (F=313.618,P=0.000),
D 411 GFP 41 HEP 411 HEP+D #H A ZHF1 A+GEFP 41 Wi
s, 222 I8 FE X (P=0.053 . P=0.250 P=0.117), A+HEP
2 p-AKT B A FREKF-7 T HEP+D 40 F1 A+GFP 41, 2%
SAY R L (P=0.001 . P=0.005) ,

MBI T K T bel-2 MR FKOE 4558 R . HEP
21 HEP+D 41 A 41  A+GFP 41 A+HEP 411%) bel-2 #F11
FRACEW AR T D LA GFP 4, £ R A Giitr i L (F=
1 146.307,P=0.000) ,D 411 GFP 21 HEP Z{ 1 HEP+D 2 A
ZHA A+GFP 0P LU, 22 R ICgui 75 L (P=0975 .P=0.050
P=0.157), A+HEP #H bel-2 & 119 &35 K 5T HEP+D 4H
A A+GFP 4, 27 A Ge 247 3L (P=0.000 . P=0.002) , R 5 5.
M azac AEFEFT hepaCAM s T2 AL BEAR LY , azac 5 hepaCAM
R AR AT LA . A hepaCAM EESESZ N ELE
p-AKT Fl bel-2 MRS, HESBEAGIHE L (E 1,
K6),

D GFP HEP HEP+D A A+GFP A+HEP
hepaCAM S 7 <D
p-AKT T — — 60 kD
tolal —AKT "—— — — — — 00 kD

bel-2 m —— 27 kD
GAPDH 36 kD

I
b

AR

D GFP  HEP HEP+D A A+GFP A+AEP
PN GIpOSLIES)
El 6 AE4AIEAE T24 4k hepaCAM.p-AKT FHUETEF
bel-289%F B Ri%
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S100A2 A JE 3l 1Y = F A ] S BOZ AL N Rk
T, LASE w4 i i e A ke, HRTp o 2
9% PG e 5 20 i hepaCAM 223k P AR al Bl 2k 7] AE
5 HIE 37 i P SCH T azac J&— 2 F Ak
25, TEARZHABMIEITE T azac FIFE— & T2
JE LA DX i 2R 5 2 e A M

20 080 T A o a9 B A — el T A0 L
AE , s 20 it EL A Z AP 08 T K CHAE I AL
il WTAFERBT ST R B, I e 1 S v DA PR AR
GOUNEIME Z — ok A RS IG5 1k
TS B UIAOC . A DO B D i 4 A
TR AT AR YT IR e s i S %, e bel -
2 BRI G di e TR A Az g H
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BENRIEALESE 35 s = S5 1k A
TR A W 12 S 2 A A M D B A I Y AR R B,
PI3K Ui T8 H i B (PKB B¢ Akt) AT 4L 5 Y

T S ISR i R AR R R DDA G , Akt

SR THOA T B, Ak @t 6T Ry #E A
WEATHERR AL A4 BT T E T, i Ake BEE
WEIRAL bel-2 R 51 BAD FlIEE FH 7K i i Caspase—
9 MMiBH -8 T ; H BB fb 4% S AT Forkhead %15
A 51 FKHR 3 i 4] FKHR A9 4% 54 47 LA &% FKHR
B R 5 BIM AN FAS B A 3807 i 300 s i =0,
HATLA PI3K-Akt {5538 P OCHE 5> 1 A SR T
B I g SR WS A AR J 2R LA S ARAE TG
PR 45 i AT A p— AKT MATTT75 S 0% I 78 40 A 0 121
25, PRI A AL R S BRI TSA AT
3 T I NF-KB/AKT 38 #7555 e g g 0ol
FH AR I 1) 7] T 3 e 41 JE AT HIN-1 A9 3R3K /&
ik HIN-1 Al & 906 p— AKT 75 5 AE /N4 it fifi
FE AR TN A AR B S HUE S B S azac BX G
21 M B B2 T hepaCAM X [l Jo g 40 O T24 PR 719
PaHE K AT RERY o3I, AR TR T Rl AR I
R FB

IR, 550 azac ALFEFT hepaCAM 3 25
AL FEAH L | azac BE A hepaCAM A 7 v B g [ 9
hepaCAMIIZEIA , T8 p—AKT F bel-2 %3k, A}
P S0 154 o0 JO 9 4 B T24 B T3R8 B azac BE G
hepaCAM Hip 55 Al BEIE AL Il p-AKT 75355 e i
YL T24 PTG 2 ORI IR BRI RE T
B AE AR TR BB g (AT O S R A Y
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