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Abstract AIM To investigate whether silencing livin gene by malignant melanoma MM
small interfering RNA siRNA leads to induction of apoptosis
arrest of cell cycle and inhibition of proliferation in malignant 5
a
melanoma LiBr cellss. METHODS A chemically synthesized livi
siRNA duplex targeting to livin which had been validated to be 10%. livin
efficient in downregulation of livin expression previously was inhibitor of apoptosis protein IAP
transfected to human malignant melanoma LiBr cells. Then
TUNEL assay and Annexin V-FITC/ PI flow cytometric analysis ‘. RNA
were performed for apoptosis PI flow cytometric analysis for cell RNA interence RNAi
cycle immunofluorescence analysis for Caspase-3 protein expres- RNA small interfering RNA siRNA
sion and MTT assay for cell proliferation. RESULTS Silencing RNA
livin gene by siRNA could induce apoptosis P <0.05 and 2
upregulate caspase-3 obviously P <0.05  arrest cell cycle at siRNA-3 livin
GO0/G1 phase significantly P <0.05 and inhibit cell prolifera- LiB
T
tion remarkably P <0.05 . CONCLUSION Livin can serve as
a potential molecular target to malignant melanoma in gene therapy
by siRNA.
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siRNA duplexes . Lipofectamine™ 2000

Invitrogen TUNEL
Keygen Annexin V-FITC
1.2 LiBr 100 ml/
DMEM 100 mm
37°C 50 mL/L CO,
. LiBr
1d
24 h
DMEM
Lipofectamine™ 2000
1.2.1 TUNEL 1.5 x10°/
6
30% ~ 50% siRNA-3 100
nmol/L LiBr Blank Mock siR-
NA-NC 3 . 72 h TUNEL
TUNEL
40 g/L 30 min 30 nmol/L
10 min 1 nmol/LTritonX-100 15
min TdT 50 pL37C 60 min
Streptavidin-HRP 50 pL 37°C 30

min 50 pL DAB DAB
300 mL/L H,0, +94 uL PBS

5 pL 20 x DAB +1 pL

10 min . PBS 1
min X3
TUNEL
5
% = /
x100% .
1.2.2 Annexin V-FITC/ PI
7.5 %10/ 12
. 30% ~50% siRNA-3
100 nmol/L LiBr Blank
Mock siRNA-NC 3 . 72 h
4°C 1500 r/min 5
min 4°C PBS 1 mL 2
1 x Binding Buffer
1 x10°/L. 100 pL. 5 mL
Annexin V-FITC5 pL. 20 g/L  PI10 pL
15 min 1 x Binding

Buffer 400 pL 1h
FACSCalibur Becton Dickinson USA
Annexin V-FITC  PI .
UL Annexin

Cell Quest
vV~ /PI* UR
Annexin V*/ PI"*
LL Annexin V°/ PI-
LR Annexin V*/ PI-
1.2.3 caspase-3
72 h 40 g/L
15 min 1 nmol/L TritonX-100 15 min
PBS
1:200 Caspase-3 30 pL PBS
30 uL 37<C 1 h.
PBS 30 s %3 1:100 FITC
30 pL 37C 30 min. PBS
30 sx3
10 pL
Image Pro Plus
1.2.4 PI
4C 30g/LBSA 700 mL/L 4°C
24 h 1500 r/min 5 min . 2
4°C PBS 1500 r/min 5 min .
50 mg/L.  RNase 1 mL 30 min. 1500 r/
min 5 min 60 mg/L.  PI1 mL
30 min FACSCalibur Becton
Dickinson USA
ModFitLT
1.2.5 MIT LiBr 5x10°/
96 4
30% ~50% siRNA-3 100 nmol/L
LiBr Blank Mock siRNA-NC
3 5
180 uL 24 48 172
96 h 5¢g/L MTT20 pL 4h
DMSO 150 L
10 min
A 490 nm.
5 .
% = 1- A / A x100% .
3
xts
P<0.05
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2.1 LiBr siRNA-3 LiBr
16.0 + 2.6 % P <0.05 vs
Blank Mock siRNA-NC 3 Blank
Mock siRNA-NC 6.2+1.1 %
6.5+£1.5 % 7.0x1.1 % 1 . siRNA-3
LiBr 28.7 +
5.6 % 12.9+3.8 % P <0.05 vs Blank Mock
siRNA-NC 3 . Blank Mock siRNA-NC 3
4.9+2.0 % 5.00x+0.9 %
5.8+1.4 % 7.2+1.8 % 7.0%+1.6 %
7.6x1.1 %.
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