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Effect of a-Asarone on Esophageal Eca-109 Cell Mitochondrial Apoptosis Pathway
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ABSTRACT Objective To discuss the effect of a-asarone on the expression level of Cyt-c,Smac, Caspase3 mRNA and

protein in human esophageal carcinoma Eca-109 cell mitochondria.

Methods The Eca-109 cells were cultured in vitro, and

divided into the negative control group and the a-asarone treatment groups ( final concentration:25,50,100 wg + mL™"). After

48 h,the morphological changes of Eca-109 cells were observed by fluorescence inversion microscope.The total RNA of cells were

extracted by TRIzol method, the expressions of Cyt-c,Smac and Caspase3 were measured by RT-PCR and Western blotting.

Results  After Eca-109 cells were treated with different concentrations of a-asarone for 48 h, and obvious changes in the

morphology were observed ,the expressions of Cyt-c,Smac and Caspase3 genes and protein were increased significantly compared

to the negative control group( P<0.05). Conclusion «-asarone can induce the human Eca-109 cells apoptosis by regulating

expressions of mitochondrial apoptosis pathway correlation genes such as Cyt-c¢,Smac and Caspase3.
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RAW 0 pL, T A L, 5055 B R, 76 510 nm
WAL RSN, B B DO WA TR, 25 A
Bl o 1% 20 A% Y (0 JoR 36 4 00 0 5 TE W 45 4 5 309
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)54 °C,12 000 r » min~ B05 min(r=3 em) ; 5EE FE
W BIRCE 2 4 min, I RNase-free 7K 20~35 pL %f#
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Tab.1 Primer sequence of RT-PCR

HH Elk702]) P/ bp

B-actin 5'-CCGTCTTCCCCTCCATCG 155
5'-GTCCCAGTTGGTGACGATGC

Cyt-c 5'-TTGCACTTACACCGGTACTTAAGC 62
5'-ACGTCCCCACTCTCTAAGTCCAA

Smac 5"-TGTGACGATTGGCTTTGGAGTAAC 161
5'-TTCAATCAACGCATATGTGGTCTG

Caspase3  5'-CAGTGGAGGCCGACTTCTTG 101

5'-TGGCACAAAGCGACTGGAT

1.3 St Fok SLREdE R H SPSS17.0 R4t it 4k
AL A TG A AL PR e TR A B+ R U 22 (x£s)
Fon, R E T 20Tk, UL P<0.05 RS
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Fig.1 Results of AO/EB fluorescent double staining on Eca-109 cells( AO/EB staining, x400)
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Tab.2 Relative expression of Cyt-c,Smac and Caspase3
mRNA in Eca-109 cells treated with a-asarone for 48 h

xts,n=3
Cyt-c mMRNA/  Smac mRNA/  Caspase3 mRNA/
415
B-actin B-actin B-actin
[itedapictin) 1.00£0.02 1.01£0.02 1.00£0.11
oAt ik
25 ng - mL™'4 1.247+0.42 1.323+0.20 1.6120.10 ™"
50 pg - mL 41 1.651£0.67 1.650£0.55 1.726+0.23 *'
100 pg - mL™'4] 377+1.07°"  2.133£0.57"'  2.568+0.19 '

5 mpEsr kiR “ P<0.05
Compared with negative control group, *'P<0.05
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Fig.2 Expression of Cyt-c, Smac and Caspase3 in Eca-

109 cells treated with different doses of a-asarone for 48 h
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Tab.3 Relative expression of Cyt-c, Smac and Caspase3

in Eca-109 cells treated with different doses of «-asarone for

48 h xxs,n=3
13 Cyt-¢/ Smac/ Caspase3/
B-actin [B-actin B-actin
B R4 0.653£0.036  2.069+0.306  2.162+0.122
o- ARk
25 ug - mL' 4l 0.632£0.015  4.999+0.117*" 2.098+0.155

S0 pg - mL'4l 0.721£0.037  6.009£0.307°" 3.177+0.1117"
100 pg - mL ™' 41 1.493+0.057 ' 11.015£0.305 " 3.955+0.189 '

5 A M BB LA " P<0.05

Compared with negative control group, *'P<0.05
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