F R AR Wi T Ak G
“ 42 . Chinese Journal of Cancer Biotherapy Vol. 14 No. 1 Feb. 2007

[ x2HS] 1007-385X( 2007 )01-0042-05 - W %‘ ¢
pIRApoptinHNIL18 X 45 B7 & 4 g HCT-116 R i 3 My

A, 2T F B, RER, % B, F 8T, WX, FEH, Amm (1L FARKRE REE, K
A 130062; 2. EFEFHFR AZARNIARTEZET, KA 130062;3. HhAXF aRBEFHE ZBK
Ex, K& 130041)

[ ZE] 86 HIRA N HRET %( apoptin )L B Y80 % B newcastle disease virus, NDV ) [fil #E 2 -# 22 2 B K he-
magglutinin-neuramidinase, HN )& K A P4 % 18 hIL-18 )IEF RSN AL AN HCT-116 ROTNHIALN . 2 & « EALTOR:
pIRApoptinHNIL18 3 33 A B A Sk AR o5 e N\ S5 41 HCT-116 , 38 3T Western blotting F1 RT-PCR A& AN LR 635 5 2%
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Anti-tumor effects of pIRApoptinHNIL18 on colon carcinoma cell HCT-116
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[ Abstract ] Objective: To investigate the combined anti-tumor effects of apoptin gene, hemagglutinin-neuramidinase
gene ( HN ) of newcastle disease virus ( NDV ), and human IL18 gene( hIL-18 ) on colon carcinoma cells HCT-116 in
vitro. Methods : The recombinant plasmid pIRApoptinHNIL18 was introduced into human colon carcinoma cells HCT-116
by liposome-mediated transfection. The expression of the exogenous genes was detected by Western blotting and RT-PCR.
The anti-tumor effects of pIRApoptinHNILI8 on HCT-116 cells were determined by AO/EB staining. The influence of pl-
RApoptinHNIL18 on mitochondrial transmembrane potential ( AW ) and reactive oxygen species ( ROS ) were detected by
flow cytometry ( FCM ). Sialic acid content was determined by using 3, 5-dihydroxytoluene. Results: pIRApoptinHNIL18
transfection resulted in expression of the exogenous genes, repression of HCT-116 cells, down-regulation of AW
[(94.41 +8.17 ) % wvs (30.70 £8.01 )% ,P <0.05 ] and Sialic acid content [ ( 0.33 +0.06 ) mmol/L »s ( 0.09 =
0.03 ) mmol/L,P <0.01 ], and up-regulation of ROS [(52.48 +6.09 )% vs (68.98 +7.26 )% P <0.05 ]. Conclu-
sion: pIRApoptinHNIL18 may inhibit the growth of HCT-116 cells via mitochondrial pathway-induced apoptosis.

[ Key words ] apoptin gene; hemagglutinin-neuramidinase gene; human interleukin-18 gene; colon carcinoma cell;
mitochondrion ; apoptosis
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PLILENZ) 366 bp 1Y DNA 4547 ( [ 2 ), B apoptin
T3 BIA R 5%
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1 HNIL18 A7 HCT-116 A F Ky Rix
Fig. 1 HNIL18 protein expression in HCT-116 cells
1: pIRES negative control ( incubated with anti-hIL18 mAb );
2: pIRES negative control ( incubated with anti-HN mAb );
3: NDV positive control ( incubated with anti-HN mAb );
4: pIRApoptinHNIL18 transfected HCT-116 cells
( incubated with anti-hIL18 mAb ); 5: pIRApoptinHNIL18
transfected HCT-116 cells ( incubated with anti-HN mAb )

A

pIRApoptinHNIL18 41 FU kL 4% 4« HCT-116 i 41
L 48 h, St T LS 2 i 9 4 Bt A% [ JF it 7 (1A
3). IEH HCT-116 4iifiZ: AO/EB o )5 2 81152
28, ; pIR Apoptin HINIL18 % Y 241 Jifg DX /& A= 240 a6 7
M2 R oE 4Pk 9k AO/EB JepiiB 21, (K13 ).

1 2 3 4 5 bp

—366

2 Apoptin EETE HCT-116 A IR A
Fig. 2 Apoptin expression in HCT-116 cells
1: DL2000 marker; 2:\-EcoT digested marker;
3: pIRES negative control; 4. pIRApoptin positive control;
5. pIRApoptinHNIL18 transfected HCT-116 cells

E 3 pIRApoptinHNILI18 433+ HCT-116 4020
Fig.3 Microscopic imgages of pIRApoptinHNIL18 transfected HCT-116 cells
A: Normal HCT-116 cells ( x 100 ); B: pIRApoptinHNILI18 transfected HCT-116 cells( x 100 )
C: Normal HCT-116 cells ( AO/EB, x400 ); D: pIRApoptin HNIL18 transfected HCT-116 cells ( AO/EB, x400 )
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Fig.4 Effect of pIRApoptinHNIL18 on sialic acid
contents of HCT-116
" P<0.01 vs HCT-116 or pIRES; n =5
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Fig.5 Effects of pIRApoptinHNIL18 on ROS and AW
in colon carcinoma cells HCT-116
" P <0.05 vs pIRES; ALpP<0.01 us
HCT-116 or pIRES; n =5
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