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Inhibitory effects of 5-Aza-2’'-deoxycytidine and trichostatin A against human
endometrial cancer cell line Ishikawa
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partment of Respiratory Medcine, Provincial Hospital, Shandong University, Jinan 250021, China; 2. Department of Ob-
stetrics and Gynecology, Provincial Hospital, Shandong University, Jinan 250021, China; 3. Department of Obstetrics
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[ Abstract ] Objective: To study the inhibitory effect of demethylating agent 5-Aza-2’-deoxycytidine( 5-Aza-CdR )and
trichostatin A ( TSA ) against human endometrial cancer cell line Ishikawa in vitro. Methods: Ishikawa cells were treated
with 5-Aza-CdR, TSA or a combination of both and the growth curves of cells in each group were obtained by trypan-blue
exclusion assay and cell counting. The cell apoptosis was examined by Annexin V, cell cycle by flow cytometry, and
cleavage of poly ADP-ribose polymerase ( PARP ) and activation of caspase-8 by Western blotting. The effect of the 2 in-
hibitors on the survival rates of transplanted tumors, tumor sizes and weights were studied in mouse transplantation model
of Ishikawa cells. Results: 5-Aza-CdR and TSA inhibited the growth of Ishikawa cells in a dose- and time-dependent man-
ner. 5-Aza-CdR combined with TSA resulted in greater growth inhibition than they were used alone( P <0.05 ). 5-Aza-
CdR and TSA both induced apoptosis of Ishikawa cells, and a combination of the two caused higher apoptosis rate( P <
0.05 ). 5-Aza-CdR combined with TSA also induced the G, phase arrest of Ishikawa cells. Caspase-8 activation and cleav-
age of PARP were confirmed by Western blotting. 5-Aza-CdR and TSA inhibited the growth of transplanted tumors and re-
duced the volume and weight of tumors. Conclusion: 5-Aza-CdR and TSA can inhibit the growth of Ishikawa cells and in-
duce their apoptosis, and combination of both has more potent effect, which might be related to the activation of caspase-
8 and the cleavage of PARP.
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Fig. 1 Inhibitory effect of 5-Aza-CdR and TSA
on Ishikawa cell proliferation
*P<0.05, **P<0.01 vs control group;“ P <0.05,
24P <0.01 v5s 0.5 wmol/L 5-Aza-CdR or 0.5 wmol/L TSA group
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Fig. 2 Effects of 5-Aza-CdR and TSA on apoptosis of Ishikawa cells by FCM
A: Control; B: 5-Aza-CdR;C: TSA; D: 5-Aza-CdR + TSA (0.5 +0.5 pmmol/L );
E: 5-Aza-CdR + TSA (0.5 +1.0 wmmol/L); F: 5-Aza-CdR + TSA (1.0 +1.0 wmmol/L )
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Tab. 1 Effect of 5-Aza-CdR and TSA

on apoptosis of Ishikawa cells

Group Apoptosis rate( % )
Control 5.1+ 0.35
5-Aza-CdR (0.5 wmmol/L ) 10.1+0.74"
TSA (0.5 wmmol/L) 17.8 +1.25°
5-Aza-CdR + TSA( 0.5 +0.5 wmmol/L.)  23.1+1.87*%
5-Aza-CdR + TSAC0.5 +1.0 pmmol/L.)  30.4+2.09***

5-Aza-CdR + TSA( 1.0 + 1.0 wmmol/L)  35.4 £3.18"*4%

"P<0.05," " P<0.01 vs control group;
2P <0.05, ““P < 0.01 vs 5-Aza-CdR or TSA group
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Influence of 5-Aza-CdR and TSA on PARP and
Caspase-8 levels in Ishikawa cells
C:Control; 1:5-Aza-CdR( 0.5 pummol/L );2:TSA
(0.5 pmmol/L );3:5-Aza-CdR + TSA( 0.5 +0.5 pwmmol/L );
4:5-Aza-CdR + TSAC( 1.0 +1.0 pwmmol/L)
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Tab. 2  Effect of 5-Aza-CdR and TSA on cell cycle of Ishikawa cells
Group G, S G,
Control 48.2 £4.1 32.6+3.9 17.2 £1.2
5-Aza-CdR (0.5 pmmol/L ) 50.2 +4.3 39.9+2.7 10.5+1.5
TSA (0.5 pwmmol/L) 60.6+5.2"° 31.0+2.3 12.6 £1.7
5-Aza-CdR + TSAC 0.5 +1.0 wmmol/L ) 75.4 £5.8" 18.3£1.5" 8.3x2.1°
5-Aza-CdR + TSAC 0.5 +1.0 wmmol/L) 80.2 +6.2"" 15.4+1.1°" 7.1£2.2""
5-Aza-CdR + TSA( 1.0 +1.0 wmmol/L ) 84.3+6.8"" 10.2 £0.2"" 4.4+2.5°"

"P<0.05, " P<0.01 vs control group
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