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Coptidis Rhizoma Extract induces Apoptotic Cell Death
in YD-10B Cell

Jae-Geun Lee + Sook-Jahr Park - Sang-Chan Kim - Seon-Young Jee
Objectives : The aim of this study was conducted that CRE (Coptidis Rhizoma Extract) induces apoptosis
in YD-10B cells, human oral squamous carcinoma cell line.
Methods : In this study, YD-10B cells were exposed to CRE (0.03-0.30 mg/ml), for 6-24 hours. We
measured the effects of CRE on the changes of cell viability and cell membrane, TUNEL assay of
CRE-treated YD-10B cell,
: In this study, CRE caused a decrease of viability in YD-10B cells, human
carcinoma cell line, When YD-10B cells were treated with CRE, cells showed dose-dependent manner

Results oral squamous
apoptotic cell death.
Conclusions @ These results suggest that CRE may be potential therapeutic approach in the clinical

management of oral squamous cell carcinoma.
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1. M=
RPMI-1640%} fetal bovine serum-<
BioWhittaker ~ (Walkersville, MD, USA)9}¢

Gibco/BRL (Eggenstein, Germany)245H T3}
gt MITS g o
Chemical (St. Louis, MO, USA)ollA] T-9]5}%ic},

T oo
reagent  Sigma

2. CREQ H=

CRES 9% HDaegu, Korea)old 913k
Wil (Coptidis Rhizoma) 200 g& 2 12 B2 3
AL & Fol| oAFgEete] FAAZE.
CREY] & &L 17.82%0°]%0 0™ Sigma-aldrich
(St. Louis, MO, USA)ZXE T3 DMSOo| =
o] 0,2 um filter (Millipore Corporation, Bedford,
MA, USA)Z ofstate] AHgstelct

3. M=ZH S

Human 2] oral squamous cell carcinoma
cell line¢l YD-10B celle 3ZA|EFL3(Korea
Cell Line Bank, Seoul, Korea)2 2HE T3}
o™, 10% fetal bovine serum, 100 units/ml
penicillin® 100 mg/ml streptomycin®] 3¢+
RPMI-1640 #} Ao 37C ] £=9} 5%9] COv}
FASE AN Wi 1x107h9
YD-10B cells& 100 ¢ plastic dishol Hj%s}o]
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4. MTT MZYZE =%
paperd]  Actin  (Zymed
96 well plate?] welld 5><1047HQ YD-10B Francisco, CA, USA), caspase-9,
cellsS w2k}l confluence?} 80% o|Ao] H 7 (Pharmin-  gen, San Diego, CA, USA) 59|
T+ 24A%F WiAE 12% o, CREE &4 antibodyE 7}ete] wiFslgict. HAHSA Tl A
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24590}, Axujgs A2 AEE 0.5 ng/ml) (Amersham Biosciences, Buckinghamshire, UK)
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PBSE 7}st] 4743 th2 microtubesd] X33
Ak, I F cellsS 2,000xgolA] 5E7F AAlEg
s, 10 mMe] HEPES (pH 7.9), 10 mM2] K(,
0.1 mM2] EDTA, 0.5%2] Nonidet P-40, 1 mM9]
rupture

Titertek Multiskan

reader (Model MCC/340, Huntsville, AL, USA)
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8. TUNEL assay

YD-10B cell& 4 well chamber slided] well
T 1x10709) FEst 9 Wt CRES F%
d2 2477 Agesith. Cell: PBSE 23]
washingdt %o| 4% paraformaldehyde® 1743}
o] TUNEL assay°l] AR$-3}9it}, TUNEL assay
In Situ cell death detection kit-POD (Roche,
Mannheim, Germany)E ARg3to] kito] E3H
protocolo]] Bt EA31c), &,  paraformaldehyde
2 3" celld 03% HO0E  ARdH]
blockingA|7|3 0,1% triton X-100/0,1% sodium
citrate2 permeabilisation AEHZ THE o
TdT-enzyme©] A2 £N0F labelingd} Tt
PBSZ 23] washinggt %] Converter-peroxisase
(POD)E 37CA 30%3t #|2]3tal DABE 24
8}o] light microsceope® 23}t

9. Flow cytometric analysis

oM &3l

Bea qgeaor pot 254 Bk

FITC annexin V (Molecular Probes, Eugene,
OR, USA)Z A}$3}d] apoptotic cellS #4314
b 110709 cells 10 on plastic plateo] Z3L
70-80%2] confluencyS +AISFICE WA celld]
24A7F WiALZS Bk, Thy 24417 FQF CRE
£ T2 AXsar, FFE cell trypsing
AAsle] 3|45 HA Hf cellsd trypsinA] A cell
2 BT 70% ethanol2 resuspensiond}o] -20T
oA overnightdte] TAAZAY, IAH cell>
1><1067H/m194 SEE PBSO| suspension A7l ¥
FITC annexin V9 PIZ Az|sle] &S ¢]olA
2087 vRSAA  flow (Particle
Analysis  System,
Germany)& ¥43} 9t}

cytometer

Partec GmbH, Minster,

olAZ ¢ 39 : digio] 77k MM} AEAEA] Al 3

10. st o 4h

A% A= meantSDE YERY Gl oH, AT
7+ froXL one way analysis of varience
(ANOVA)Z AAZ T Newman-Kleuls test®
Agsadt. A4 frod ARL pl0.05 &=
p(0.012 &3ict,

2 o

1, CRE7} YD-10B cell® MEZMZ£0 0|X=
of Sk
[eR=]

O6h ®12h m24h

Cell Viability (% of Cantrol)

CONTROL 0.03 01 0.3 (CRE; mg/ml)

Fig. 1. The effects of CRE on the changes of cell
viability,
YD-10B cells were exposed to CRE (0.03-0.30 mg/
ml), for 6-24 h. Cell viability was assessed by MTT
assay, Data represent the mean®SD with eight
separate experiments
*. significant compared with untreated control at
the same treated time, **P < 0.01

CRE7} YD-10B cell] &g vjx& 3L
EA3517] 9J5ted, YD-10B celld] 2447t serum<
173 5 CREE 0.03-1.0 mg/m e FER 6-24
17+ AXstedch. A3} 6A17k9] CRE 0,03, 0.1,
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68.51%29] MEAEES Y%l om, 1247kelA
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>

53



ghQtolQIFE A5 A2 AR25(2009 82)

Yehfo}, 5% 2 Al7te] F71 w} o4 9l
Ep (0.01) AXAELY
(Fig. 1).

2. CRE7} YD-10B cell® cell membrane
M3t 0/xl= Fe
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Fig. 2. Flow cytometric profile of green versus red
fluorescence of YD-10B cell stained with

FITC Annexin V and PI.

YD-10B cells were treated with CRE for 12 h. The
population was separated into three groups: live
cells showing only a low level of fluorescence,
apoptotic cells showing green fluorescence and
necrotic  cells showing both red and green
fluorescence (A), and the fold increase of apoptotic
death cell was calculated (B). Data represents the
mean=®SD of six separate experiments,

*: Significant at P<0.01 compared with vehicle

treated.
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PS= cell membrane?] cytoplasmic surfaceo]|
gAele AR AEAHAL AGYFHANA A
Eote] wslol el flips BAE wal), Mo
°% o]F¥ PSt human anticoagulant9]
annexin V& 78t affinityE 7}A]7] wjio] 3%
EZQ FITCE H&A¥ annexin V& A X3}
apoptotic celly F&Ash=tl] A&},
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Vs Axutes E5% Pset AR FITC
annexin VO] T7t2 A|EAEALY] E&o] A
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Fig. 3. TUNEL assay of CRE-treated YD-10B cell,
YD-10B cells treated with 0.03-0.30 mg/ml of CRE for
12 h. The TUNEL assay confirms that the CRE
treatment induces apoptotic cell death. The dark
violet spots are condensed nuclei,
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