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Rhizoma Scirpi induced Apoptosis in Human Cervical Carcinoma HeLa Cells
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Purpose : This study is to examine the ability of Rhizoma Scirpi (RS) to induce
Hel.a cell viability.

Methods : We culture HeLa cell which is human metrocarcinoma cell in D-MEM
included 10% fetal bovine serum(Hyclone Laboratories) below 37T, 5% COZ2. Then we
observed apoptosis of log phage cell which is changed cultivation liquid 24 Hours
periodically.

Results :

. RS induces mltochondna membrane potential collapse

P38 MAPK is involved in RS-induced death in HeLa cells.

P38 MAPK is involved in RS-induced apoptosis in HeLa cells.

P38 MAPK reguates RS-induced caspase-3, -8 and -9 activation in Hela cells.
The inhibition of caspase regulates RS-induced cell death in Hela cells.

. RS induces mitochondria membrane potential collapse in HeLa cells.

P38 MAPK is involved in the regulation of Bcl-2 and Bax in HeLa cells.

RS regulates the expression of Bcl-2 and Bax in Hel.a cells.

. SR induces p38 MAPK activation in HeLa cells.
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Conclusion : RS induces apoptosis in HeLa cells via p38 MAPK activation.

Key Words : Rhizoma Scirpi (RS), Bax, mitochondria membrane potential, Bax,
mitochondria, apoptosis, HeLa cells
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Fig.1. AS induces death in HelLa cells.

(A). Cell death was assessed by crystal violet staining. Hela cells w
ere incubated with Smg/ml RS for various incubation time (0, 6, 12, 18
or 24hrs) (B) Cell death was assessed by crystal violet staining. Hela
cells were incubated with 0, 1, 2, 5 or 10mg/ml RS for 24hrs followed
by measurement of crystal violet staining. Data were the mean * S.
E. of three experiments. *Significantly different from control, P<0.0
5. RS Rhizoma Scirpi.
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P38 MAPK is involved in AS-induced death in Hel.a cells.

(A) AS (5mg/ml) was treated in Hela cefis with 10uM SB 203580, 20uM PD 098059 or 10uM SP for 24hrs. (B) RS (2mg/ml) was treated in Heta
cells with 10uM SB 203580 for 24hrs. And then the cell viability was measured by crystal violet assay. (C} The crystal violet-stained cells were sho

wed. Data were the mean
om AS-treated, P<0.05. RS: Rhizoma Scipi, SB: SB 203580
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Fig. 3. P38 MAPK is involved in RS-induced

apoptosis in HelLa cells.

RS (5mg/ml) was treated in Hela cells with or witho
ut 10uM SB 203580 for 24hrs. The cells were fixed wi
th 3.7% para—formaldehyde and then were washed wit
h PBS. The cells were stained with 1pg/ml Hoechst 3
3258 dye for 10mins. The cells were taken a picture u
sing a fluorescence microscope. AS: Rhizoma Scirpi,
SB: SB 203580
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Fig. 4. P38 MAPK reguates RS-induced caspas
e-3, -8 and -9 activation in Hela cells.

RS (5mg/ml) was treated in Hela cells with 10uM S
B 203580, 20puM PD098059 or 10uM SP for 24 hrs.
(A) Caspase-3, (B) caspase-9 and (C) caspase-8 acti
vity were measured as described in Materials and Met
hods. +*Significantly different from AS-treated P<0.05.
RS: Rhizoma Scirpi.
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Fig. 5. The inhibition of caspase regulates

RS-induced cell death in HelLa cells.
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RS (5mg/ml) was treated in Hela cells with 100uM
Z-VAD peptide for 24hrs, followed by measurement of
crystal violet staining. Data were the mean = S.E. of t
hree experiments. *Significantly different from AS-treate
d, P<0.05. RS: Rhizoma Scirpi.
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Fig. 6. RS induces mitochondria membrane
potential collapse in Hela cells.

Hela cells were subjected to 5Smg/mi AS in the prese
nce or absence of 100uM Z-VAD for 24hrs. The cells w
ere incubated with 100nM DiO6 dye for 20mins. And the
n the cells were washed with PBS for 2 times. The cell
s were harvested and mitochondria membrane potential
was measured using FACS Caliber. a; control, b; RS (R
hizoma Scimi), ¢ RS+SB.
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Fig. 7. RS regulates the expression of B

c2 and Bax in Hela cells.

HelLa cells were subjected to Smg/mi SR for O, 6, 1
2, 18 and 24hrs. The cell lysates were prepared and
separated on SDS-PAGE and transferred onto a nitro
cellulose membrane. Bcl-2 and Bax were visualized b
y western blot analysis. RS: Rhizoma Scirpi.
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Fig. 8. P38 MAPK is involved in the reg
ulation of Bcl-2 and Bax in Hela
celis.

RS (5mg/ml) was treated in Hela cells with 10uM SB
203580 for 24hrs. The cell lysates were prepared and s
eparated on SDS-PAGE and transferred onto a nitrocell
ulose membrane. Bcl-2 and Bax were visualized by we
stern blot analysis. RS: Rhizoma Scimi, SB: SB 203580.
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Fig. 9. SR induces p38 MAPK activation

in HelLa celis.

Hela cells were treated with 5mg/ml SR for 0, 30,
60, 120 or 240 mins. The cell lysates were prepared
and separated on SDS-PAGE and transferred onto a
nitrocellulose membrane. Phospho-p38 MAPK and p38
MAPK were visualized by western blot analysis. RS:
Rhizoma Scirpf.
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