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Role of Caspase-3 in Apoptin-induced apoptosis of Hela cells
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[ Abstract ] Objective: To explore the role of Caspase-3 in Apoptin gene-induced apoptosis of Hela cells. Methods:
Hela cells were transiently transfected with recombinant pcDNAA3 plasmid containing Apoptin gene. This study was divid-
ed into normal control group, pcDNA3. 1 transfected group, and experimental group. The apoptoses of Hela cells were
measured by DNA agarose electrophoresis, RT-PCR and flow cytometry. The relative activity of Caspase-3 was determined
by colorimetric assay instantly at 24, 48, 72, and 96 h after transfection. Results:The ¢cDNA of Apoptin gene was detec-
ted by RT-PCR in the total RNA of the Hela cells transfected with pcDNAA3 at 24, 48 and 72 h after transfection, but not
in that of normal Hela cells and pcDNA3. 1 transfected Hela cells. The DNA ladder, indicator of apoptosis cells, was
found in Hela cells transfected with pcDNAA3 at 24, 48 and 72 h after transfection. FCM analysis found that the sub-G,
peak ( apoptosis peak ) in the graph of Hale cells transfected with pcDNAA3 at 48 h. These results showed that Apoptin
gene induced apoptosis in Hela cells in vitro; the apoptosis rate was significantly higher than that of control group as time
went by. Caspase-3 activity began to rise at 24 h and reached the peak at 72 h in Hela cells after pcDNAA3 transfection,
but not in normal Hela cells and pcDNA3. 1 transfected Hela cells. Conclusion: Apoptin gene can induce apoptosis of
Hela cells via activation of Caspase-3.
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Fig.1 Apoptin mRNA expression in Hela cells
after transfection by RT-PCR
1,7: DNA marker; 2: RT-PCR product at 24 h after
transfection; 3: RT-PCR product at 48 h after transfection;
4: Non-transfected Hela cells; 5,6: Lysate of pcDNA3. 1

plasmid transfected Hela cells
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Fig.2 Analysis of apoptosis DNA in Hela cells after
transfection by agarose gel electrophoresis
1,2,3: Apoptosis DNA at 24,48,72 h after transfection

respectively; 4: Non-transfected Hela cells
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Fig. 3 Analysis of apoptosis in Hela cells
induced by apoptin determined by FCMs

A,B: Apoptosis of Hela cells at 24, 48 h after transfection

respectively; C: Normal Hela cells; D: Hela cells transfected

with pcDNA3. 1 plasmid
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Tab. 1 Caspase-3 activity of Hela cells transfected with pcDNAA3 plasmid( n =8, x 5 )
Time of transfection ( ¢/h )
Groups
0 24 48 72 96
Normal cells 0.047 £0.006 0.054 £0.011 0.045+0.008 0.054 £0.007 0.046 +£0.009
pcDNA3. 1 0.041 £0.005 0.049 £0.012 0.048 +0.006 0.049 +0.009 0.042 +0.011
pcDNAA3 0.048 +0.008 0.117 £0.011" 0.240 +0.014"" 0.594 £0.047"" 0.331 £0.049" "

" P<0.05, “*P<0.01 vs normal cells or pcDNA3. 1 group
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Lentiviral vector of insulin-like growth factor I receptor targeted-RNA interference expressing Wtp53 :

construction and identification
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JB 5y A AE KR F 1 2532 4K( insulin-like growth factor
I receptor, IGFIR )W INfE S5 W R A ZF 5@, 5
Z R R A R IR R Y] . pS3 KW Y IGFIR K%
KZEY], GEWE 0§ IGFIR J3 31 F 3% 1 B mRNA /K-,
AWFFE M HE IGFIR FEH shRNA FR] I 3235 Wips3 18 55 2
# M( pPRIME-WtP53-shIGFIR ), J& 4 JiT % HEP3B 41 Jft
MELHEA T 98 IGFIR M _E 8 P53 & (K, b #F 55 T 9
(4 3 RIR YT B9 B
T4 18 %5 ¥ pPRIME & 48 i pPRIME . psPAX2 FI
pMD2G 3 ki 4 i, IGF1R 4% 5 7 siRNA H Bt h 5'-
GCTCACGGTCATTACCGAG-3", Ho/N % ¢ RNA /) DNA Ol-
igo H:5" -CGCGCCCGCTCACGGTCATTACCGAGTTCAAG
AGACTCGGTAATGACCGTGAGCTTTT TG GAAA-3'( N &%
Mlu 1 Cla | BEYINI S ) o 54 Miu 1 M Cla 1 WEGY 5
{1 pPRIME #% (K % 4% , 5% 1k DHS o Kl #T 1 , Pk B 28 [
PETE 4T EcoR 1 M Cla 1 XU Y) K N 7 %€ %€ . Primer
PremierS. O #4415 1 Wi ity it A5 B D42 2( Pme T .Spe T )
Hy 3 7 BERE AT o5 B > Wpps3 ZEH M5 . L&k
Wip53 BTN AE HEPG2 1Y cDNA AR, ¥ 1 Wip53,
4 AFIZL Pme [ \Spe 1 WY1 )5 B pPRIME-shIGFIR J5i 7
ﬁ{z}grh,gl PCR il ¥ % 5 pPRIME-shIGFIR-WtP53 . il &
M2 BE AL R 45 3 A FOR. DNA % ( pPRIME-shIGFIR-
WtP53 15 wg, psPAX2 7.5 pg, pMD2G 7.5 pg ), JE i fk
2000 %Y 293 T 415 5% R LW, & 5l B0, BT
BEWORLULIE, - 70 CALRRAERE . W96 fLik 1 3, &
fLm 2931 éﬂiﬂ@ 1 x 10* 4>, R 9% 3 H DMEM ¥ % B4
10 7% ~107"45 i 9% 36 ~48 h., BEKGWLZE CEP M4, #%4>

RS — B EANE, M

221004; 2. BRAEKL

TS 0 T B pfu/ml ) = 45 L 40 ML EL x 9 25 70 B £
Bx 10740 A %% % 8 (ml ). 10 MOI pPRIME-shIGFIR-
WtP53 &t HEP3B 4fiJfid, Jil A polybrene iX 6 mg/L,72 h
JE R AR CFE B o L 40 g 4 L 24 f#% W i2F 17 SDS-PAGE.
—PL 10 ml( 1:1 000 # B ) EIRWEHE 2 h, 4L 10 ml
( 1:5 000 B )I¥H 2 h, PVDF JE ] ECL k2 &Gk # &
Qb ER AR 5 B

59 7R (1) pPRIME-shIGFIR f§ 1774 300 bp( 1
AR BN 64 bp ), pPRIME %5 204474 236 bp N5t I, 45
REWAMAF . WF A B IGFIR shRNA ZE % 1 iR
HE 7 A4 N IE T, 12 95 7 5 4 # R Ay 4 9 pPRIME-shIG-
FIR, (2) ik # & pPRIME-shIGFIR-WP53 % 1£ DH5a
KGHT B, BRBCE 40, 17 RT-PCR % 5%, A B K/ 9 389
bp, & R 5 HAMFF . WP R G UK WPS3 SE4% 11 1R
¥ 50 45 A IE W, 6y 44 N pPRIME-shIGFIR-WiP53, ( 3 )
Western blotting ¥ il & B, T 41 12 9% = 5% YL J5 40 L 19
IGFIREIL T, P53 AR LT, (4) EAIBIHEH
Bk 4.58 x 10° pfu/L.
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