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Influence of clusterin gene silencing on proliferation and invasion of human ovarian carcinoma SKOV3 cell line

HUANG Luo', LUO Qian’, CHEN Cheng', ZHANG Xing-ping', WU Yong-zhong®*

1. Department of Oncology, the First Affiliated Hospital, Chongqing Medical University, Chongqing 400016, China

2. Department of Radiotherapy, Chongqing Tumor Hospital, Clinical College of Chongqing Medical University, Chongqing
400030, China

[Abstract] Objective To investigate the influence of secretory clusterin(sCLU) gene silencing by RNA interference on
the proliferation, apoptosis and invasion of human ovarian carcinoma SKOV3 cell line. Methods The human ovarian carcinoma
SKOV3 cells were transfected with sCLU-targeting siRNA by Lipofectamine 2000. The study included four groups: the
experimental group (sCLU-siRNA-+ Lipofectamine 2000), negative group | (negative control siRNA+ Lipofectamine 2000) ,
negative group || (sCLU-siRNA) and blank control group. The expressions of mRNA and protein were examined by RT-PCR
and Western blotting analysis. The proliferation, apoptosis and invasion ability of SKOV3 cells were evaluated by MTT assay,
flow cytometry and Transwell assay. Results The sequence-specific siRNA of sCLU effectively and specifically down-regulated
the expression of sCLU at both mRNA and protein levels. The MTT results showed that the proliferation of cells in the
experimental group was significantly inhibited compared with those in the other groups (P <C 0. 05). Flow cytometry
demonstrated that the apoptotic rate of cells in the experimental group([15.84+1.53]%) increased by 9% compared with those
in the rest groups (P <C0. 01). We also found that the matrigel penetrating capacity of cells in the experimental group
([26.52+6. 22] cells/field) was significantly inhibited compared with those in the rest groups(P<C0. 01). Conclusion Silencing
of sCLU can effectively inhibit the proliferation and invasion of human ovarian carcinoma SKOV3 cells, and it can also greatly
promote their apoptosis, making sCLU gene a potential new target for ovarian carcinoma treatment.
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Fig 1 Expression of sCLU mRNA as detected by RT-PCR
1. Experimental group(sCLU-siRNA+ Lipofectamine 2000) ; 2: Negative
control group | (negative control siRNA+ Lipofectamine 2000) ; 3: Nega-
tive control group [[ (sCLU-siRNA); 4. Blank control; M: DNA mark-
er. ** P<C0.01 wvs experimental group. n=4, =5
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Fig 2 Expression of sCLU protein as

Expression of sCLU protein

detected by Western blotting analysis
1: Experimental group ( sCLU-siRNA + Lipofectamine 2000); 2.
Negative control group | (negative control siRNA + Lipofectamine
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Fig 3 Growth inhibition curve of
SKOV3 cells after sCLU silencing
* P<C0. 05 wvs other three groups. n=6, x+s

2.4 AR sCLU A R R% s SKOVS @
R T 6 #oem SEUR AN B A T % A (15, 84 £
1.53) % . B S & 1 B % PR Je 28 I X A, 22 5%
AHHFE L (P<<0.01), B X IR K 25 11 % |
HE R TG R L, Wk,

2.5 Transwell D EHRIMZ Z LN sCLU A B



o551

B .45, Clusterin & H 0BG B0 §89 SKOVS 41 3 i 15 12 28 14 5% ) - 31

WEJE SKOV3 m etz & a1 LW RGR 1A
D R 54 BT B A RN 25 0T B AT b A, SE B A
S-S5 2F S A0 i %K BH S 02D, Ol (26, 52+ 6. 22) /AL
BF, 2R G AT L (P<C0. 01) , 1fif B X B8 41 i)
HaE A BA K ERILGEI¥E L (P>0.05),

F 1 TJUB sCLU EFE I E =
SKOV3 @A T REEH N
Tab 1 Apoptosis and invasion ability of ovarian

cancer SKOV3 cells after sCLU silencing

(n=5, %s)
Number of
Group Apoptosis rate( %) penetrated cells
(cells/field)
Experimental 15.84=£1.53 26.5246.22
Negative control [ 6.61+0.53" " 58.6743.55" "
Negative control [[ 6.35+0.80" " 60.5844.66"*
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Fig 4 Migration ability of ovarian cancer
SKOV3 cells by Transwell test( H-E)
A: Experimental group (sCLU-siRNA + Lipofectamine 2000); B:
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