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Table 1. Table 1. The Nucleotide sequenceé of primer for PCR
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Fig.1. Effects of cisplatin on MTT reduction of SiHa cells

and HelLa cells.

Fig.2. Effects of EGCG on MTT reduction of SiHa cells
and HelLa cells.

Fig.3. Effects of polyphenon on MTT reduction of SiHa cells
and Hel.a cells

Fig.4. Effects of EGCG(50ug/mf) on cisplatin-induced cytotoxicity of HelLa cells

Fig.5. Effects of EGCG(50ug/mf) on cisplatin—induced cytotoxicity
of HeLa cells.

Fig.6. Effects of EGCG (50ug/m¢) on cisplatin-induced cytotoxicity
of SiHa cells : ‘

Fig.7. Effects of tea polyphenols (catechin, EGCG and polyphenon)
on cisplatin—induced cytotoxicity of HelLa cells

Fig.8. Effects of tea polyphenol (catechin, EGCG and polyphenon) on
cisplatin-induced cytotoxicity of HeLa cells

Fig.9. Effects of tea polyphenol(catechin, EGCG and polyphenon) on
cisplatin—induced cytotoxicity of SiHa cells

Fig.10. Effects of tea polyphenols on p53 gene expression in HeLa and SiHa cells
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Abstract

The effect of green tea polyphenol on
cisplatin—induced cytotoxicity in human uterine

cervical cancer cell lines

by Dong Won Kim
Directed by Sei Jun Han, M.D., Ph.D.
Department of Medicine

Graduate School, Chosun University

‘tive: The aim of this study was to evaluate tea polyphenol(TP) as a biochemical

‘lator on the cytotoxic effects of cisplatin in uterine cervical cancer cell lines.

Methds: Hela cell and SiHa cells from Korean Cell Culture Bank were cultured in
RPMi-1640 medium supplemented with a 10% fetal bovine serum, antibiotics
streptymycin and penicillin. Three types of TP-catechin. epigalocatechin galate(EGCG)
and p lyphenon were used for this study.

Cells were seeded at 1x10% cells/well in RPMI1640 media in triplicate wells on a Nunc
Labware 96 well flat bottom microculture plate, with or without TP(50ug/ml) and at
differen. concentrations of cisplatin (O—lO_Oug/mI.). After incubating the plates at 37°C in
5% CO2 for 1 days, «cell viability was determined wusing the MTT
{3-(4.5--limethylthiazol-2~yl)-2,5-diphenyltetrazolium bromide; thiazolyl blue] assay.
RT-PCR and western blot method were emploved to detect the influence of EGCG and

polyphenon on the expressions of p53 gene in Hela and SiHa cell lines.

Resw: e viability of HelLa cells was decreased to 31% at 12 ug/mé concentration of
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cisplatin, and to 12% above 25ug/mf by the MTT assay. However, in the co-treatment
with EGCG(50ug/ml). the viability of Hela cells was decreased to 47% at 4dug/m! of
cisplatin and to 15% at 6ug/ml of cisplatin.

The viability of SiHa cells was decreased to 81% at 12ug/ml cisplatin, and to 25% above
25ug/mé of cisplatin. However, in EGCG(50ug/m8) treated groups, the viability of SiHa
cells were decreased to 47% at 6ug/mé of cisplatin and to 15% at 12ug/mé of cisplatin.
There is no appardnt~™“changes in cisplatin~induced cytotoxicity between EGCG and
polyphenon administration. The viability of SiHa cells and Hela cells were
significantly decreased at 6ug/ml of cisplatin when EGCG was administered 2
hoﬁrs before or after cisplatin treatment. But there was no beneficial effect
when it was administered with cisplatin simultaneously. After administration of

- EGCG and polyphenon, pb53 protein level was increased in western. blot. But p53

expression was unchanged by RT~PCR.

Conclusion: This study showed that TP has potentiating effect on cisplatin—-induced
cytotoxicity in HelLa and SiHa cell lines especially when it was administered before or
after cisplatin treatment. This svnergistic activity of TP might be associated with the

increased levels of p53 gene.

Key words: Cisplatin, Tea polyphenol, Hel.a cell, SiHa celi
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10-11). =299 Fd A8 759 7HEz F epicatechin(EG),
epicatechin-3-gallate(ECG), epigallocatechin(EGC) 2@ epigallocatechin-3-
gallate(EGCG) & 47}A17F iR &8-S A5, s3del= Zd4EF EGCGYT 7}
ZF Beol i UAT10-13). F3 JHEE $AEL S LANAY g LAY
AS Adste] o TS uste FAEo] Y, FHE JAE FedAY &
AFe EB5HE A9 g Aol AAS AAAIE 297t ddn &
HA Urh14-16) =Ape FgaH
A, gAY HEFF T g3 dFE Bol 23
Az Ak A7 B obH7EA BA 3, tiREY
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1. A E2 vl

B A AFR3 AlEE #3439 A £ (squamous cell cancer)?l AF LA EZF
(HeLa cell, SiHa cel) &, 3= AEF 23djA HFol Agdd A& AT 10%
B33, 2EfLEvo]A(100U/ml) 2 YA d100U/m)e 3 RPMI 1640
v} 2} (Gibco BRL)E Al€39 20, 37CE FAHE CO: W7o MEads 4
A3t

2. A% BELATAA AN2Fetddd EPssol AxdA
nAe F 54

AL wWIAEE A2ZTHET Frgk dz27, A2ZF 9 (Sigma Chemical
Co, USA)# =32 Z2] 9= (polyphenon 60, Cat. No : P 1204, EGCG Cat. No : E
4143, Catechin Cat. No : C 1251 Sigma Chemical Co, USA)& #H7Ig #o2
o] AT & AEufY £71(96 well plate)e] Zt €o] HeLa$}t SiHa Al X 2
x10° HE Wol 197 g F AP L A B3 ZsES PBSA &
XA Frbslga, A2l DMSO(dimethylsulfoxide)ll  &3iAI1 ¥
PBS(phosphate buffered saline)oll XN AM Z+ Ao} &AZ H7tste], CO2 Bl
A7lolA 24X B o ®igd . AEZAH(Cell  viability)=
MTT(3-{4,5-dimethylthiazol-2-y1)-2,5-diphenyl-tetrazolium bromide)g17)22 5
Aatdh. MTTHY AP wjgd Az MTTE AF5E7E 1 mMol HA H7skd 4
AZEE WA T wjFdE AASZ, HBSSZ 33 A ¥ MTT &34[50%

N, N-dimethylformamide(v/v); 20% sodium dodecyl sulfate(W/v), pH4.7] 200p4E Z7}sto]



ELISA plate reader® 540 nmolA £33 52 2R3 A9y, 288 2z AdFui 3
wells®] §3EE 47 A3 BAgS AXsx, 33 w8 AFL HAste] fo4e

wstgid

3. AT AHEAEAA ZFHEo] pb3 mRNAC P& IF

A (M E(HeLa cell, SiHa celDoll Al Z&]#lso] pb3 #AA 2dd mxje 4
< &7] st Axd 54 EFHEE HUb o] wlgd $
RT-PCR B 2.2 p53 mRNAE #<l35t9ic)

4. RNA #¥

v Aol RNA EoE wddS AA% 3 TRI Regant(Qiagen GmbH, Hilden,
Germany)E X 7bst} MEE 53 3ho #A3etal, 0.2m chloroform$ 3 7}3te]
Z 23 F, A2 1682 A F 4T A 12,000xgZ 1587 A £ 3
of FZ2dL £33 FZ A 05n isopropanole Artetel e T A Lo A
5-1087 WXsta, 4CToA 12000xg2 15837 QM EHst] A2 de AAZ )
FHE 1k 75% ethanolS H7Pste) & &3 ¥ 583 d4Eesq A5AS

I APES AEAAA 50pL9] 01% DEPC §4& H7
435474 RNA A2 A3,
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5. cDNA §4 2 TdazLd4N§

A HAA} 228 random hexamerE primer® 3t WAL &4 RAV-2(TaKaRa
Code No. 2610)E ol &3l HAIEHh & F5F RNA 1049 primer 24E 2
o] 95TCAlA 5% T HAT F 58 TF €54 2AstL 10,000rpmol A 5% F
o A sl wgAE FAAHT orld DEPCE A" FTHT 2014,
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5xPCR buffer 1048, 0.1M dTT 5x£, 10mM dNTP 20, RNAsin 1y, reverse
transcriptase 1plE @3 37ColA 1A47F ¥HSAl#H cDNAE AT O oA
4Co] BasATt

PCR¢ diethyl pyrocarbonate(DEPC) Azl® F%4 3054, 10xPCR buffer Hul,
25mM MgCl12 648, 10mM dNTPs 1y, forward primer 1u8, reverse primer 1u40,
cDNA template 540, Tag polymerase (5U/ml) 05uE &3}t PCR &L
denaturationF 3 22 95C 4] 45%, annealing #A o2 50ClA 45%, 28lx
polymerization 302 72ToA 18& AASY 30 cycles AR o wAHL
2 72TNA 108 T vh3AIZl thg 4T &t PCRE $ZH &%
geldty] 9k 10mel PCR  AFEE 2409 gel loading buffer (0.25%
bromophenol blue tracking dye in 25% FicolD¢} &3t 15% agarose gel®l
loading 3+ & 100VolA 3027+ TAE buffer (0.04M tris-acetate, 0.00lM EDTA)¢]
Al mini-gel electrophoresis unit (MUPID-2)8 AM&3le] A7istch olde 249
GAllA fdojd PCR A& 3% agarose gelolAl A719%F 3 F ethidiume
bromide €%° % @M 31 UV-transilluminatoro] 4 . 1} el'd DNA bandE A
Fg3te txTH APTY bande) 2EE image analyzer (1D verll],
pharmacia biotech, USA)Z &334 vl 3R .

4. Western blot

WANIZIE wxXE AA T T Dulbecco’'s PBSE 13 AHHsZ 10044
SDS-loading buffer(50mM Tris-HCLpH6.8, 2% SDS, 0.1% Bromphenol blue,
10% glyceroD& A71sted 95°ColA 5 £ T¢ WAT F Hr|95S Adinh
H719%2 10% polyacrylamide gel& ©l&3te] Tris &3 A (pH8S8, 0.025M Tris,
0.192M glycine, 0.1% SDS)olA 80VE 2417 &3t AMAATE A71FF F gel&
828t nitrocellulose membranes §oJAl transfer buffer(2omM Tris, 192mM
glycine, 20% methanol)oll Al 20Vol) A 12A17H§ <t transferst3th. Membranes +



28t 5% nonfat milkE 73 TBS(0.1% Tween20 in pH7.4 Tris-based saline
buffer)o]] 1217} £<¢ blocking3tx TBSE 23] washing?tt}. Antirabbit polyclonal
Anti-p53 Ab(1:1200 dilution)(Santa Cruz Biotechnology, Inc. USA), 2% non fat
milk/TBSol A 4TelA 1243 F<F #w3AFHY. TBSE 43|  washing¥
horseradish peroxidase-labeled goat anti-rabbit IgG(1:2000 dilution), 2% nonfat
milk/TBSel A 1417 B¢ w2 A7l & TBSZ 43] washing ¥, Membrane<
enhanced chemiluminescence &% (Amersham, UK)o] ¥& & 18 30x% &<k ut
SA71 X-ray BEE °] &3t ZIAYD F B vEhd bandE image

analyzer (1D ver.2.1, pharmacia biotech, USA)E 2 intensityE A 3}



m. 2 3

A 2=Eel¥lo] HeLa M ¥ 9} SiHa A ¥9 849 vAe= 9
Hela Al 29} SiHa A& widd F wjgFodo] A 2=Zedo] O, 2, 4, 6, 12, 25, 50,
100 pe/mé =A F7Hsle] oldd & MTT 893S 543 23 Hela A& Al
299 F571 6,12, 25 2 50 pg/md A MTT FLFE tix79 86, 31, 12
26 %2 F4HNUL, SiHa ATE A2EFR 5571612 %5 2 50 u/ml I

g MTT 3HgdZo] dzF9 9%, 81, 25 2 11%=2 4% Acth(Fig. 1).

32

Z ¥ =o] HeLa Al 9} SiHa A X e Ao v 9F

Hela 4|39} SiHa AZ & wjds F wjgdo] EGCGS 0, 10, 20, 50, 100, 200,
400, 800 % 1000ug/me A ZH7tste] wjFd T MTT #dZFs ST 27
HelLa AlX+= EGCG ¥% 200, 400, 800 ¥ 1000pg/m¢ € MTT 43I iz
© 89 21, 9 ® 8 %= ZAHYUL, SiHa AMEE EGCG ¥Xx 200, 400, 800 &
1000pg/mé Y4 MTT S EH7“7'«] 93, 71, 11 ¥ 8 %= TAHY}.(Fig.
2).

HeLa A2} SiHa A EXE wjgd & ajdHo| polyphenons 0, 10, 20, 50, 100,
200, 400, 800 = 1000ug/mt A Azhake] WlFF F MTT BAFe 2
HeLa Al ¥ & polyphenon % 200, 400, 800 = 1000xg/m¢ €uj MTT
Z79 85 35 12 €@ 9 %2 ZAHA3, SiHa Al ¥+= polyphenon F% 200, 400,
800 2 1000 ug/mé Lu MTT 4= 2T 96, 84, 23 2 12 %= ZF2HA
t}.(Fig. 3).
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HeLa A X oA Ax=Zggd] o3 A XA vjxl:= EGCGY 9
Hela AZE vjd & wjgdo] A 2Zgkedo] 2, 4, 6, 12, 25, 50, 75, 100 pg/ml
HA Bt 24A13F vlgd & MTT 8458 AA2Zgdde Hsix] &2 o



Z o] vlele] 98, 93, 86, 35, 21, 6, 7 2 8 % & YEh} A2ZTEE 12 pg/ml T
M RE AEZAH] FA43] FAEE & F YA

HeLa AlZZ wjdst ¥ wjgde] Aj2Zgdo] 0, 2, 4, 6, 12, 25, 50, 75, 100 pg/
m HA, EGCGE 50 pg/mt = A A7bste] 24Xz g & MTT #dZFE S
3t At

EGCGE H7Fsta 2A417 wlYg F AlaZgte F93819 4AF mged Az
MTT &9%3& Ax=Zgdde T3] upeb 242 100, 90, 81, 24, 15, 10, 7, 8
2 7 %2 et A2ZHW 6pg/m FOAFE AZEH0] §43] RaEE ¢
T YA

EGCGS Al2=F&dls Tt Fojsta 24A3F wiged AlEe] MTT 952
Alzgete] Fage] webx 2k 100, 98, 97, 98, 85, 61, 12, 9 R 8 %R e
= /\IZ:%—E}EJ, 25 pg/m¢ TAMF-E AEEAHo] ZAEE & F AN
NzZee Rojsta 243 WU & EGCGE H7ste] 24Xz wids A xe]
MTT $d%Fe AN2Zede] oo} wrebr zhzh 100, 94, 89, 45, 18, 8, 7, 7
2 8 %2 YEhY AAZEE 6 pg/ml oA RE AXBPol FrES & F AN
. (Fig. 4,5).

SiHa MEo]A N2=Zetelo] & MXBA v EGCGY FF

SiHa AXE uwjYgs & u ANxZEegol 2 4 6, 12, 25, 50, 75, 100 ug/mb
HA @rhete] 2443 WEF F MTT 893 A=S09e drhsix @ o
Zd) vt 99, 97, 95, 81, 25, 11, 8 2 7% & YElY Al2ZeE 25 ug/ml
AARE MEZH0l FF3] 242EL ¢ 5 AYTh

SiHa A X2 g3 T iAo AlaZe"lo] , 2, 4, 6, 12, 25, 50, 75, 100 pg/
n¢ A, EGCGE 50 pg/mé FHA H7lsto] 24417 vjde & MTT 3L =ES =
a9k ‘

EGCGE #H7bsta 2417 MY F AlaZekd Folsto] 24470 g Axe
MTT 89%& ANaZgdo Fojzko oabx z+2F 100, 90, 78, 24, 15, 10, 7, 8

=
o
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27 %2 YdeElY A2ZE9 6pg/m FAARE AxEAel 43 a8 E ¢
& 9h

EGCGe Al&=E89S EFste] T3t 24X wgd A2 MTT 432
Ax=Eete e Fogo) mebd ZHZ 100, 98, 97, 98, 85, 71, 14, 9 ¥ 9% YEY
N2ETE 50 pg/ml TAMTEE AEFAHol FaEE ¢ F AT

N2Ege Fostn 242t MY F EGCGE H7hsto] 2443 wjgd AE 9
MTT 893& A2Zgee Tz uabq 27k 100, 94, 95, 71, 25, 12, 7, 7
2 8 %= YEY A2FHE 6pg/ml TAMFEE AXEde] ZFAEL ¢ F IN

t}. (Fig. 6).

HeLa AlZE oA A& e o Ao nx= EedEe I

HeLa AE2 wikat 3 wjddo] A x=Zgdo] 2 4, 6, 12, 25, 50, 75 ug/ml = A
Arhete} 24 AR WYY F MTT 893 AN2ZaEle Arleid] @ gz
o] ®lste] 98, 93, 86, 35, 21, 6 L 7% = YE} ANAZHE 12 pg/ml FNAFE
AMEZAo] §43] 228 ¢ F AU

HeLa AIXE w3t & Z2]9=(EGCG, Catechin, Polyphenon)% Z¥7y 50 pg/ml
HA "rbete] 2 Az s F A =EEd"o] 0, 2, 4, 6, 12, 25, 50, 75 pg/mt
A Folste] 24 AzF wiFd F MTT 2 SHIIT

EGCG 50 pg/mE F78 ol AT MTT L3S A28 FofFd
4 pg/mb oA

webaA ZhzE 100, 90, 47, 15, 10, 7, 7 2 8% = YE Al=FE
RPE AEZ@4ol #2EE & 5 AN |
Catechin 50 ug/mtE F71SE FollA Az e MTT 932 A28y &
wakA zhzE 100, 98, 91, 56, 15, 10, 7 € 9% 2 YEh} Al=EE" 6

HH NEZg8Ael Z2428E ¢ F AAjh

Polyphenon 50 pg/m{E H7FsE oA AlE MTT 93 AlxZetgle Fd
ol mebA 742k 100, 94, 51, 11, 9, 10, 7 R 7 %2 YEh A=FE 4 pg/ml

TAARE AEZAHe] ZFaEE & 5 I (Fig. 7,8).



SiHa Al oA A2=Zeelo] o3 AX @A vixe= ZHds9 9

SiHa A& olgd 5 wjddel Al2=Eg"o] 2, 4, 6, 12, 25, 50, 75 pg/ml = Al
HArrsted 24 Az Wi T MTT 8d3S A2Zgd€e F7eA &2 dx2d
o Hlste) 97, 95, 81, 25, 11 £ 8 % 2 YEIY A2=Zed 12 pg/m TollAFH
AZge] 43 Z22S ¢ F Adh

SiHa AlZ=Z uj93 & Z2#H5(EGCG, Catechin, Polyphenon)& 2z} 50 ug/ml
A ArEee] 2 X 7F wildd F AAZgElo] 0, 2 4, 6, 12, 25, 50, 75 pg/ml F

A Folste] 24 AZ WFF F MTT #93¢ S50k

EGCG 50 pg/mE H71e oA Alxe] MTT 933 A|LZeele] Fojgd
weka zhzh 100, 97, 95, 47, 15, 10, 7 2 8 %E YEh} Al=EEHE 6 pg/mb ol

MEE AzgAdel FaEE ¢ & AdTh
Catechin 50 pg/m¢E 7} FollAl AE MTT 3L A 2Zed e Fojzko
weba) Zhzb 100, 98, 96, 95, 51, 10, 7 2 9 %2 UpEh} A=ZaE 12 pe/nt ol
ARY AEZA B28S ¢ & A}
Polyphenon 50 pg/mE Z7teh TollA ME MTT #d%F2 A=EFHEY F9
2ol wEbAd Z+zE 100, 98, 94, 45, 9, 11, 7 2 7 %= YEY AN2=EG4E 6 pg/ml

Tl MEE MEgyoel #AA2EE ¢ F dAh(Fig. 9).

HeLa 2 SiHa Al¥o}A pb3 #AA @] vA= Ed=e] 94F

AZE g F ujgdo] ZoEg 50 p/me HA A7t 6 A METE F
AE p53 F7AA GAPDH mRNAd 3 RT-PCRE A3t agarose geldlA
B band® density® =43 p53/GAPDH Hl &2 ##3H Z¥ Hela ¢ SiHa AlX
ol 4 EGCG$} polyphenon H7HEelAl 2% dizTd {8 Aozt JIlHh

ATE WFY T e ZBBL 50 w/m HAA A 6 A WL F
AEo p53 vl A thE western blotS A3t} YEld band® densityE 5734
B33 A3 HeLa ¢ SiHa A ZAA EGCG$ polyphenon #7M#dllA EF dixdd
Blate f9gk F7HE JeEbdth(Fig 10)
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Iv. a2 =

2 Ay %z Z8uEs £ EGCGY polyphenond HelLa ¢ SiHa M X} ot
N2ZHERY EA4S F7 A7le 29 dE AR yeEyd. EFYdsie 4
BojA g2 8S dehlls B 2A S 49, 25 Foll 2ol FiH
© 1™, flavanols, flavandiols, flavonoids 28] X phnolic acidss°l °lo] &3, 7}t
B 712 flavanolsel B ETH18) Zxtel+ 7elZ, 719]), olvl At o] Fsof
Jed, 53 ZYuEF ez FFo] & B ¥std w¢ 4. =53

o ®ol FdHHYE FlEIFIS (-)-epicatechin (EC), (-)-epicatechin-3-gallate
(ECG), (-)-epigallocatechin (EGC), (-)-epigallocatechin-3-gallate (EGCG) 5
# 7 F7F7F 9912,13). FHEHZe @4ks 28 2 immunomodulatory 28
olgt dwg, FnFazE o] tie Bt e I FoA FEREolY
g 282 EGCG7F Zstva €A inh19-21).

2 29el4 EGCG % polyphenon 9 SHAEA di@ 54E WaZHa7] Asta
AF ARG AEZFQ HeLa ¢ SiHa AT E widsle] wjddo] o5 ZdAssS
HA7tetd AEGAHE MTTEoE A3 23 EGCGS polyphenon E5F 400p¢g/ml
ol Aol A AFE&Aol ZAaF o}, EGCGY # catechin £3E <] polyphenon®l A%
g Aoz ey T3 oA AAZTHEL 12p/m ]9
=T MEEgAo] Zi2" A v wdtH EGCGS polyphenon £ 400ug/ml ©1%
9 FmolA AEXZAFo] FaFoz MESAol ZAE &2 Aoz AAdd.

]

=3280l H

mﬁ M

FabAlel B4 Fold A9 1 53 SuiE ¢ dde Bik $lEd, Ovarian
sarcoma cello] 4l doxorubicin®} *3}e] A<l dwlobd(theanine)? EGCGE &4
T3 Ay Fgzrgol FUMEHAG @h22) dehde d¢EF} FAFAES 2
2EY AEY §49¢ JdAst FgAe sl 52 &(conjugation) S TAEAIA
Bld 272 EGCGE p-glycoprotein®] 28-S dAgs FAldl  conjugated
doxorubicin®] M E¢] W& & dAste] &g FHy} Fd Fohn 31%vH22,23).

o
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2 234 =52 EYdse] ATETYE dLEE sl wAleE ¥ ¢ A
st HelLa ¢ SiHa AXE wWigd F A2=Zd93% EGCG, catechin 3
polyphenons & Aol wjeFelo] H7sk & MEZAH S 53t vjusA).
A=Y Fo Ao e 9 ¥
EGCGE A=F&" s Fo3t7] 247 A FAT, $4 FoAT, 2A% & F4L
2 EGCGE H7tetA &2 dzxvez vrol 48e dAE 23, AZg8dert
2z A2ZE 12pe/m FAMBE NEXZAHol FA3] ZaHAS, 242 A
Fodre AN2ZHH 6pg/ml FHH, SAFATS AEEHE Bug/ml THH, 24]
T FATES A2ETE 6py/ml 7HE AEZEol 333 FAHUAT oe
EGCGE F93tx &2 w9 Ax@Ad=st vad o EGCG 2AIF AFA4T3H 2
A & e AaZEt"e] 93 AEEAHo) FUIEHYD, FA FAFS HXE
| % Yehsth SiHa AEZE wl¢e §F EGCGE A&=ZddS
AT, FAFAZ, 247 F FF 2 EGCGE 37184 @
8-S AAE 247 EGCGE Fo3tA &2 79 AMzgA
= vnE o EGCG 2A17 AFATH 22 & Foge A2Z@Re] XS
ol F7HERAL, FA FATE AEEAdo] AEH o2 yeltA, HeLa%t
SiHa M ZolA #FAF 2371 YEbstth HeLa Y SiHa Al¥ o] EGCGE ©5o=
RS F$ EGCG X 400ug/mb olollx AEX A =7}
Zg€ly FA 53 B9 EGCG 5% 50pg/ml AME Al=Zetede] o3 AE
g4 A& 28-S FVHATIE AR YEUA ol uig FPEE d4eR A7
gt 28y EGCGE Al=Z8dd 54 Efstd Hrtstd AlzgAdLe 239
F7tHEE ZAoR YegEd, ol A2Egdd EGCG dsitd AN e
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BGCE 540 A& Acz usutia mustel, Ao FF metd Felss
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91T}.28,29)
P53 ZEAAFARE 179 A dol EA3H, 37579 ofrjxitow F
JEo] gom wzrE ¥ A2 ¢ Bh30) AFHQ ps3e MEe 4L
, B3] AEF7IY Glolyg S dAldlA 71938d ¢3857]
A2 FRH}30) olF MTFr &8 A= wZFg Al A EX
2 % 9uk3l) p53e] Edwol <Igte] o FA Uit Edwold] o
HEE ps3e AXESFI] dAHol ZaHAY 197 t32)

ot

@ oz, Ba% WPrlAe WA Lo

LI, = |

ri

JAGE 5ol 2w

__13_



2 AYNA S Bsmol pi3 FA4 2R WAL JFL BRI Aol
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3 & pb3oll tid RT-PCRE Aldsle] A7]|9 538t veld DNA band® density
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-

M

AN =2 E2¥sel osiA SiHa ¢ Hela AlE|A pb3 @i d o] S5
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of primer for

Table 1. The Nucleotide sequences
Primer Sequence Product size
GA3PDH For GCA CAG GGA CAT AAT AAT GG 584
Rev CGT CCA AGA GGA TAC TGA TC
P53 For TGT TCA CTT GTG CCC TGA CT 310
Rev  AGC AAT CAG TGA GGA ATC AG

PCR

_21_



120
100
80
60
40
20

% MTT reductior

—— SiHa cells
——Hela cells

1 1 1 1 1 J

4 6 12 25 50 100
Cis—platin concentration(ug/mi)

Fig.1.Effects of cisplatin on MTT reduction of SiHa cells
and HeLa cells.
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Fig.2 Effects of EGCG on MTT reduction of SiHa cells
and HeLa cells.
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Fig.3.Effects of polyphenon on MTT reduction of SiHa cells
and HeLa cells.
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Fig.4. Effects of EGCG(50ug/ml) on cisplatin—induced cytotoxicity
of Hela celis. Mixed: Added EGCG mixed with cisplatin, Control:
no EGCG, 2hrs B: EGCG added at 2hrs before cisplatin treatment,
2hrs A: EGCG added at 2hrs after cisplatin treatment.
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Fig.5. Effects of EGCG(50ug/ml) on cisplatin-induced cytotoxicity
of HeLa cells.
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Fig.6. Effects of EGCG (50ug/ml) on cisplatin-induced cytotoxicity
of SiHa cells.
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Fig.7. Effects of tea polyphenols(catechin, EGCG and polyphenon)

on cisplatin-induced cytotoxicity of HeLa cells. TP(final concentration: 50ug/ml)
mixed with cisplatin and added to culture media, and 24 hrs after,

the cell viability assayed by MTT method.
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Fig.8. Effects of tea polyphenol(catechin, EGCG and polyphenon) on
cisplatin-induced cytotoxicity of HeLa cells. Catechin, EGCG and polyphenon
were added to culture media at 2 hrs before cisplatin treatment
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Fig.9. Effects of tea polyphenol(catechin, EGCG and polyphenon) on
cisplatin-induced cytotoxicity of SiHa cells. Catechin, EGCG and polyphenon
were added to culture media at 2 hrs before cisplatin treatment
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1 23456

Western blotting < P53

M

RT-PCR
< GAPDH

Fig.10. Effects of tea polyphenols on p53 gene expression in
Hela and SiHa cells. The cells were incubated with TP for 6
hrs in culture medium. P53 protein concentrations and p53
mARNA levels in cells were determined by western blot and RT—
PCR methods respectively.

1, 2, 3 : Hela cells, 4, 5, 6: SiHa cells , M; molecular weight
control.1,4 : control, 2,5: EGCG 50ug/ml, 3,6: Polyphenon
50ug/ml
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