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Effect of Acacetin on the Apoptosis Induction of HeLa Cells

Su Jung Han and An Keun Kim*
College of Pharmacy, Sookmyung Women’s University, Seoul 140-742, Korea

Abstract — In this study, we examined the effect of acacetin on the apoptosis induction of HeLa human cervical cancer
cells. The results showed that acacetin inhibited the cell viahility and induced apoptosis, leading to PARP cleavage and acti-
vation of caspase-9, -3, and -7. Moreover, acacetin-induced apoptosis was attenuated by a broad caspase inhibitor, z-VAD-
fmk. Also, acacetin resulted in a loss of mitochondria membrane potential. Taken together, our results demonstrate that the
induction of apoptosis by acacetin in HeLa cells is associated with caspase activation via the mitochondria pathway.
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Fig. 1 - Chemical structure of acacetin.
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2-yl)-2,5-diphenyl-tetrazoliumbromide(MTT)A] €52 Sigma-Aldrich
(St. Louis, MO, USA)°llA4 743} 1, Annexin V-FITC
apoptosis detection Kitt= BD Biosciences(San Jose, CA,
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Fig. 2 — Effect of acacetin on HeLa cell viability. Cells were treated
with various concentrations of acacetin for 24 h and cell
viability was evaluated by MTT assay. Data represents the
mean+SD (n=3). *»<0.01, **$<0.001 vs. control.
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Fig. 3 — Effect of acacetin on HeLa cell apoptosis. Cells were treated with indicated concentrations of acacetin for 24 h. Apoptosis was
evaluated by annexin V-FITC/PI double staining assay. Representative results are shown in (A). In (B), the percentage of apoptosis
is represented as a bar graph. Data represents the mean+SD (n=4). *<0.01, **$<0.001 vs. control.
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Fig. 4 — Effect of acacetin on PARP cleavage. Cells were treated
with different concentrations of acacetin for 24 h. Whole
cell extracts were prepared and analyzed by western
blotting using anti-PARP antibody. B-Actin was used as
loading control.
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Fig. 5 — Effect of acacetin on caspase activation. Cells were treated
with acacetin (0~6 ug/ml) for 24 h and cell lysates were
prepared. Western blotting were performed for analysis of
caspase-9, caspase-3 and caspase-7. B-Actin was used as
loading control.
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Fig. 6 — Effects of caspase inhibitor on acacetin-induced apoptosis.
Cells were treated with 6 pg/m/ acacetin in the presence or
absence of 20 uM pan caspase inhibitor (z-VAD-fmk) for
24 h. Apoptosis (%) was evaluated by determined by annexin
V-FITC/PI double staining analysis. Data represents the
mean=SD (n=3). *»<0.001 vs. control; #p<0.001 vs. cells
treated with 6 pug/m/ acacetin.
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Fig. 7 — Effect of acacetin on mitochondria membrane potential.
After incubation with acacetin, cells were stained with
DiOCq4. AY,, was evaluated by flow cytometric analysis.
Representative histograms are shown in (A). In (B),
disruption of AW, (%) is presented as a bar graph. Data
represents the mean+=SD (n=3). *p<0.01, **<0.001 vs.
control.
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