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Effect of overexpressed iASPP on breast cancer cell line MCF-7 exposed to cisplatin

LI Qiangl CHENG Xiangz SUN Shou-xun' LIU Yingl "Department of Clinical Laboratory *Department of Gynaecology and Ob-
stetrics  Xinqiao Hospital Third Military Medical University Chongqing 400037 China

Abstract Objective To analyze the effects of overexpressed iASPP on breast cancer cell line MCF-7.
Methods The iASPP ¢DNA was obtained from breast carcinoma tissue by RT- PCR. The breast cancer cell
line MCF-7 that overexpressed iASPP was established by stable transfection and G418 selection. The prolifera-
tion and apoptosis of the MCF-7 cells that overexpressed iASPP after exposure to cisplatin were detected by MTT
and flow cytometry. Results The MCF-7 cells that overexpressed iASPP were successfully constructed. Over-
expressed 1ASPP could significantly decrease the apoptosis rate of MCF-7 cells exposed to cisplatin and weaken
the inhibitory effects of DDP on the proliferation of MCF-7 cells. Conclusion Overexpressed iASPP attenuates
the sensitivity of human breast cancer cell line MCF-7 to cisplatin.
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1.2.2 MCF-7 MCF-7
10% FBS  Eagle’ s MEM
100 U/ml 5% CO, 37 C
1-~2
1.2.3 Gibco Lipo-
fectamine2000
MCF-7 4x10° 7/ 6
10% FBS DMEM 70% ~
80% 18 ~24 h 1 wg pcDNA3. 0/iASPP
pcDNA3.0 DNA 2 pl  Lipofectamine2000
0.8 ml
5h I1ml 15% FBS DMEM 36 h
G418 1 000 pg/L 4
1.2.4 RT-PCR 1ASPP B-actin RT-
PCR pcDNA3. 0/iASPP
iASPP RNA 1ASPP 5'-CCCCCATCACTGAGG-
GAT-3' 5'-GCCCCGTCCCAGAGCAGCCC-3" B-actin

5'-TGACGGGGTCACCCACACTGTGCCCATCTA-3’
5'-CTAGAAGCATTTGCGGTGGACGATGGAGGG-3'

1.2.5 Western blot G418 MCF-7
¢ 100 ug
10% SDS-PAGE 5%
1:500
1.2.6 MTT MCF-7
pcDNA3.0 MCF-7 iASPP MCF-7
8000 / 0.51.02.55.0 10.0 pg/ml
DDP 6 96
24 h 20 pl MTT 4 mg/ml 37 C 8 h
200 pl 600 nm D 600
= 1-
D 600 / D 600 x100%
1.2.7 MTT

DDpP 5.0 g/ml 48 h

1.3

SPSS 10.0

LSD t

2
2.1 iASPP
2.1.1 RT-PCR 1ASPP ¢DNA RT-PCR
5 1.2%
PCR
ERR1 1
2.1.2 pcDNA3. 0/iASSP
pcDNA3. 0/iASSP EcoR [ Hind 1T 2

1ASSP c¢DNA

2000 bp—
1990 b=
500 bp—
250 bp—
100 bp—

1200 bp

M DNA DL 2000 1 2 iASPP
1 iASPP ¢cDNA RT-PCR
M 1

2000 bp—

1000 bp— <1200 bp
750 bp—

500 bp—

250 bp—
100 bp—

M DNA DL 2000 1 pcDNA3.0/iASPP
2 EcoR1 Hindlll
2.1.3 iASPP  MCF-7
iASPP  MCF-7 pcDNA3. 0/iASPP
MCF-7 1000 weg/L G418 4
G418 RNA RT-PCR iASPP mRNA
3 pcDNA3. 0/iASPP MCF-7
1ASPP mRNA pcDNA3. 0
MCF-7 iASPP mRNA
iASPP
iASPP Western blot
iASPP 4 pcDNA3. 0/
iASPP MCEF-7 iASPP
P <0.05 iASPP
mRNA  MCF-7
M 1 2
2000 bp—,
1000 bp—|
750 bp—| _
500 bp— «—B-actin 661 bp
250 bp—|
100 bp—| «~—1ASPP 110 bp
M DNA DL 2000 1 2 pcDNA3. 0/iASPP
3 RT-PCR iASPP mRNA



1440 30
1 2 pS3
- "
3 <—1ASPP
38x10'— [ pS3 7 pS3
53 53
43X10°— «—B-actin p p
p33
p53 p53
1 2 pcDNA3. 0/iASPP 8
4 Western blot iASPP
2.2 iASPP  DDP
2.2.1 MIT iASPP DDP ASPP ankyrin repeat SH3 domain praline domain-
0.51.02.55.0 10.0 pg/ml . .. .
rich containing proteins p53
DDP 24 h pcDNA3.0 D 600
pcDNA3. 0/iASPP )
D 600 P <0.05 pcDNA3. 0/iaspp  ASPPL ASPP2 HASPP ASPP p33
ASPP-p53 pS3  DNA
pcDNA3. 0/iASPP  iASPP p53 p353
DDP 1
1 iASPP  DDP Xts iASPP PPP1R13L 315
D 600
DDP pg/ml , % po5
pcDNA3. 0 pcDNA3. 0/iASPP ASPP1 ASPP2 p53
0.0 1.687 £0.125 1.706 £0. 135 34
0.5 1.536 +0. 128 1.677 £0. 164° 9.20 p33 p53
1.0 1.456 +0.136 1.647 £0. 147 13.10 1ASPP
2.5 1.321 £0.174 1.576 £0.198* 19.30
5.0 1. 146 =0.206 1.487 £0.242* 29.80
10.0 0.978 +0.245 1.347 £0.278° 37.70 1ASPP p53
a P<0.05 pcDNA3.0 p33
2.2.2 iASPP  DDP
pcDNA3. 0 1ASPP p33
DDP DDP 48 h G,/M iASPP
G,
P<0.05 1ASPP pcDNA3. 0
DDP G,/M G,
P <0.05 1 Lee Y] Doliny P Gomez-Fernandez C et al. Docetaxel and cisplatin
iASPP DDP 2 as primary chemotherapy for treatment of locally advanced breast canc-
2 48h iASPP DDP ers J . Clin Breast Cancer 2004 5 5 371 -376.
% x+s 2 Yde C W Issinger O G. Enhancing cisplatin sensitivity in MCF-7 hu-
C 5 M man breast cancer cells by down-regulation of Bel-2 and cyclin DI J .
i >
pcDNA3.0 55.42+4.21 30.55+3.88 14.03£2.10 1.820.5 Int J Oncol 2006 29 6 1397 —1404.
peDNA3.0 +DDP 38,18 +4.567 16.25+1.14 45.57 +4.68% 17.56 +3.54% 3 Sullivan A Lu X. ASPP a new family of oncogenes and tumour sup-
iASPP + DDP 50.62 £3.89> 25.68 £2.16 23.70£3.18 523 +2. 14" pressor genes J . BrJ Cancer 2007 96 2 196 —200.
a P<0.05 pcDNA3. 0 b P<0.05 pcDNA3. 0 4  Zhang X Diao S Rao Q et al. Identification of a novel isoform of
+DDP iASPP and its interaction with pS3 J . J Mol Biol 2007 368 4
1162 -1171.
3 5 Bergamaschi D Samuels Y OWNeil N J et al. iASPP oncoprotein is a
key inhibitor of p53 conserved from worm to human J . Nat Genet
DDP 2003 33 2 162 -167.
6 J EF T. M .
.3 . 2002 16 -56.
7 Bohnke A Westphal F Schmidt A et al. Role of p53 mutations pro-
p53 tein function and DNA damage for the radiosensitivity of human tumour
p53 p53 cells J . Int J Radiat Biol 2004 80 1 53 -63.

p53

p53 p53 5% 95%

8 Di-Stefano V. Rinaldo C Sacchi A et al. Homeodomain-interacting pro-
tein kinase-2 activity and p53 phosphorylation are critical events for cispla-

tin-mediated apoptosis J . Exp Cell Res 2004 293 2 311 -320.



