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T HBAE=S rotary evaporator
%3 & ARz 524

phosphate buffer solution(PBS) 2.
3 FE A0 ARSI

MR 2 o oo o
m{u 2 e
1d
P
o
2

ro to N

A

Lb, M2 U HAMZES

B A oM GAEST SF-188(human
brain carcinoma),Calu—3,SK—-MES—1,A—
549 (human lung carcimoma), HL60
(human leukemia), KB(human epidermoid
of mouth carcinoma), Farrow (human
HEP~-2(human larynx
SNU-1 (human uterus
carcinoma),K—-562(human
leukemia), HEC 1B (human
carcinoma), WiDr (human colon carcinoma)

melanoma),
carcinoma),

uterus

3LL(mouse lung carcinoma),P388
(mouse leukemia) & AHE3IS T, HAAE
=32 = MDBK (bovine kidney)ZE AH-3I3

ot

B oAgo] Abgel A X = YA ESF
o] wjokS et WX AL tsd For,
EF Gibco(USA) AES T9Usto] AMES
At

1) SF—-188

MEM (Eagle's)+10% fetal bovine
serum (FBS, heat inactivated) +1%
sodium pyruvate+1% nonessential amino
acid

2) Calu—3,SK—MES—1

MEM (Eagle's) +10% FBS(HI) +1%
penicillin/streptomycin+1%
Glutamine+1% nonessential amino
acid+% sodium pyruvatet1%MEM

vitamin

3) HL 60,Farrow, SNU~1 K—-562
RPMI 1640+ 10%FBS (HD)

4) KB
MEM (Eagle's+10% FBS(HD +1%
nonessential amino acid

5) HEP—-2,WiDR
MEM (Eagle's) +10%EFBS (HD

- 6) HEC—1B

MEM+10%FBS (HI) +1% nonessential
amino acid+1% sodium pyruvate
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7) P388,3LL

DMEM+10% FBS (HD)

8) A—549, MDBK

Ham F12+10% FBS(HD B+

MES 25
arf 22 wWjFg E2k2 (Corning, N.I,USA)
E ARSI 37CoA 5% CO2E &3t
= 371 27 sfoll A wjFatict. w5 234
feedinge 3tH A A 27 F 2] 89
confluency 7} H& AlFl oA Alchul ket
t}. ek~ vlEo] monolayer® A=
M 2= 0.25% trypsin/l Mm EDTA £94-&
ARgate] S ER U&;aigna s |
SNU-1 ¥ P388%-2 ©J&] ¥ pipettingd}
A ERE ThEo] AFESFITHEXU etal,, 1999;
Yan et al.,2001)

3. MTT assay

- Ao AEsEY 24 A E 58 HE3
o] 37T, CO2 incubatoroll Al 24A]7F =<k
ket & A8 E HUlsto] 48417 B2t Wl
FolATh. wieFo]l B 4413 Ao
MTT(0.5mg/mL) &% 505 37}st th&
4A1ZF F7} Blekste] formazan BAE FE
A7, 570 W eke] g = A4 EE
(1,000rpm,5 min,4 C)3afe] 247 H-g A A
3% th(Rubinstein et al.,1990) .94 %8

:?_
A7l blue formazans £31A1717] $3}od
DMSOE Z} welld 100xL A H7}sE &
plate shaker(Wallac,Finland) oA 20%7+

FHk g & ZF welld §FEE multiwell
scanning spectrophotometer (microplate
autoreader,Bio—Tt} instrument,USA) &

18] 2.28jokg

T8

570nmelA EFEE S48
MTT assay+s [I[-(OD of treated

cells/OD of control cell) 1+ 100& A3}
PAMEE e o A&l 50% ©]
AR Aol Az ASAAanst vt
A3 (Ahmann et al.,1982;Alley et
al., 1988 Suganuma et al.,2001) Diaion
HP—-20< methyl alchoholol ¥1 71¥ &
Z23] Wl 3o methyl alcohol& &= |3
393 column (2#50 cm, Pharmacia Biotech.,
USA)&el 40 en Y &3, 3% SHTE
o] g3to] 24A7kEt FF3] FE A SE
2 o F3eE 59 200M & FEHA]

T THTE FE8 AH AT (F
5,1992; Yan et al.,2001) Diaion HP—20¢]
& " AEe §E97] 8l 25%, 50%,
75%%} 100% 5%2 methyl alcohol2 A}
f3t51l oM 2 9L rotary evaportoroﬂ
A wEd & sENES
AH&SFITE SAE RS A &7} %
MTT assay® AAISF T ARE3E  oFA3
T+ HEP-2(human larynz carcinoma)®
sttt (Lee et al.,2000 a,b; Grdisa et
al. 2001)
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£ Aol Aol A&
1

562, Farrow,WiDr @ 3LL oA EFo] A&
AAE N7 el F3egEo I
FA7L ek f3eE FE2EY AT
KB, Farrow, HEP—2,3LL%5 A& 80% ©]
Ao w2 GAE ASgAEHRE e

KB,SNU-1,K-562,Farrow,Widr,SK—
MES—1,HL60,Calu—3 @ HEP-2 ¢} w}-$
2~ bAERl P388F) 3LLO @A S 45
AaR7t AR F. 28 Img/ml &
0.lmg/ml & Tl ASAA a7} A
o] JeRtA] okttt

st A—549,SF—188 HEC—1B Sol4&=
10,1 2 0.1 mg/mle FZAAANE HE=A
o] gl& Ao 7 AehE

CE 2>
| , = & =

CHE L : ' ,
10mg/mf 1mg/me 0.1mg/m¢

KB 89.5+0.7 | 35.51.5 | 2.3%0.8
SNU—-1 69.8+£1.7 | 27.8+1.5 1.3%0.9
K~—-562 79.8+2.8 | 22.1+1.4 | 11.1£1.0
Farrow 82.7£2.6 | 43.3%£1.2 9.2+0.8
WiDr 76.3+%2.5 | 38.2%1.4 2.4+2.8
SK-MES—1 | 59.2%k4.4 | 27.2%1.5 | 2.2%1.6
A—549 48616 | 21.3%£0.8 | 10.5+0.8
SF-188 45.6+£0.4 | 32.4£1.6 | 8.0-0.4
HL~60 60.54:3.5 | 41.3+£1.9 | 15.4+2.1
HEC—-1B 35.3x2.2 | 12.1+2.1 5.5+0.1
Calu—3 53.2+1.6 | 19.9+0.8 8.9+0.6
HEP—-2 80.7+0.5 | 30.3+x1.5 | 11.3%£0.7
p388 79.9+3.7 | 48.6+1.7 | 8.8%£0.8
3LL 87.2+3.3 | 36.4%£0.9 9.5+1.4
MDBK 46.2£2.8 | 20.4£2.5 5.3+0.5

}.
<HEH 1
o= A o= 9 A
At
FEE GSFEE | YUeR| da5ER
KB 89.5%0.7 70.2%0.6
SNU~1 69.84+1.7 46.1%+1.5
K—562 79.82.8 56.4+1.7
Farrow 82.7+2.6 62.2+1.8
WiDr 76.3+£2.5 64.5+0.9
SK~MES—1 59.2+4.4 38.6:1.1
3LL 87.2+3.3 59.81“1‘.5
A-549 48.6+1.6 38.5£1.3
HL60 60.5£3.5 35.2%+0.9
HEP—-2 80.7%0.5 48.3+0.5
Ct f&ee FE522 sX0 OE FME
NS &1
FEeod FEEY 7 wkel wWE 4F
dAES] AFAAEIE= <E 2>9 Zrh
10mg/mLe FEINAE A A E

2f. HP—20 Column Chromatographyoi| 2|
St R FEE 4 229 FEy
HP-20 column chromatography®l 23}
F3oE FE2E 4 £39 HEP-2] e
A& EIE <E 357 Ert
25,50 9 75% methyl alcohololA] £Z%
FE2E AFIAaTNE 10mg/mle] 5%
NNE A HEYA kgkot 100%
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methy!l alcoholol] A

HEP—20l ti$t &A1 E3+= 10mg/ml

oA 99% o178 Zst aFE VeIt

IJ_E}‘/} Img/ml ¥ 0.1 mg/ml F&Eofx= Al
AA a7t AL Ve A] okt

<H 3>
4 =5 A H
Tooa
10mg/mé img/me - 0:1mg/ml
A 45.9+1.5 | 31.4*x1.4 | 8.3*1.0
B 46.4+2.2 | 33.3t4.3 | 6.1%£1.9
C 43.8+1.5 | 256.9x1.5 | 1.1£0.4
D 99.1£0.4 | 38.0x£1.0 | 1.4%£1.0
4,2 %
TEeY FE2EY 4% dAEe] g A

SAA &S MTT assays o838 A&
3t A3 10mg/ml 2§ EolA KB(F749
o) 89.5£0.7%,SNU-1(31%¥) 69.8+
1.7% K-562(®% & ¥ ) 79.8+ 2.8%,
Farrow (Z8%)82.7£2.6%, WiDr (2%
°h76.3+£2.5%, SK—-MES—1(5¢)59.2+
4.4%, HL60 (2 ¥")60.5£3.5%, Calu—
3(#H)53.2+11.6%, HEP—-2(559H)80.7
£0.5%, P388 (v}-¢-~ #E) 79.9£3.7%,
SLL(v}$-~¥9)87.2+3.3+ %2 &3}
Th= Aol I it a8)31 f3ee]

ZE2% HP-20 column chromatography®ll
A& 100% methyl alcohol £3&9¢] HEP—
2 o g3 ASAAaHsT AL, 10
mg/mlellA] 99.1+0.4%9] §%91xﬂ§47}
UEbR T g dRkeE FEEF G308

20| 22okg

FEE9 2 dAE Ug 454 an
E vyl v AL BE dAEANA F2
e F2E a3t Y w30

J

A7 20014 A354te g40F
a7 A8 wol & .
A=Y,



