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Abstract

Chestnut bark extract by methanol repressed the expression of tyrosinase gene of B16 mouse

melanoma cell containing tyrosinase promoter. 10 ug/mé, 100 ug/mé, 1 mg/mé of the extract re-

pressed expression of tyrosinase gene about 38%, 47%, and 78%, respectively, compared with
control. In the MTT assay, the same extract exhibited very low cytotoxicity at 1 pg/mé, 10 ng/
mé, 100 pug/mé, and 1 mg/mé, respectively. The fractions of Methylene chloride and ethyl acetate
did not showed the repressive effect on the expression of tyrosinase gene, but the fraction of
buty!l alcoho! repressed highly at 10 pg/mé and 100 pg/ml.

Keywords : Chestnut bark, tyrosinase gene, B16 mouse melanoma cell

I. M £

e
So
=
[Uﬂ

~% A8 BE 37} a2

29 sz Qs g A
Mv} =59ORA 4F W} 2Y
= éﬂﬂﬂ 9% A% % v gHQ
o Qe 5§38, 70l -
*;a}—t— vﬂa}w SR LS B

A
A
J°l°1 Ha gl oo diE Filo] E= Frlet
on
o
|

©
dJr ooy
e
clok

I A oo o ox

H2oE 83 olEThe JNE f73t
debd A4 A oA BE B
F0]A3 gtk
A

= A 9%, =

rlo

2 E oA 4

A 032 R208 35(2005)

g a2 A wRel Eah 713
Zof 9x8tn v DIHd AAFAH E(melanocyte

ojt} thE AFEe o3 &43H

fre} 7 (free rad1ca1 )2 EE OIxJ]EE =9 o_'dst%
ggsla ok o] MieE o8 gAY AsnEs
AA L-gzAozRy FA=oxn 19 A
A 717e] A& Tyrosinase, DHICA oxidase
(TRP1), DOPAchrome tautomerase (TRP2),
Catechol-O-methyltransferase (COMT)8} 22
o2l g&5o] #astm deon'™ 53 gAY
olxl iy dWahd M ’%‘?J*J—J z7] §Hg&
ZAsE T8 Z2EA A vk AFAA =



ghd i) AL AAEy] A% WHEes ¥
AU £45 FAoZ & A7 7P Sl
A olFolA sith 1 A gL AE E AxHE
o] ElZAlolAl &4 AFaArt de Aew B
o™ a2 F g?, gHel kg
SR Az 2yg® wmysll® =g o
Zelgh opgA 8, dir®, AY, g3 487
L S Eoi—‘?‘Ei‘—E E]ZAjufolA] &4
é-“%% | 2=k 22y
olgld ATEe WyEe T4 g4 Asfel
g ATEA Wehd o] A4 AAEIAI B
I XgAe] gohe de] vk webd ERAo
2 dahd AMae] APAE 2AH7] e &
Az 2E R AAE BT dF o
3t} o}A 747 Chin %3} Cho 5779 A7 A3}
£ AstuE vl vES AAo

B AT BZAvelAl Bde] 84S A
ate axrt dotn e BYUF i Fagaceae)
A& DUF(Castanea mollissma) 2719 43,
Z & 9)(Chestnut bark) Z 5 €] .23
sl #AA% H Bl6 mouse melanoma cellel] A
g3te] ElZAIVobA frEAte 4 ¥ A E=A
o "Ae BFHE AU

edg 3

II. §j& 2 gby

A Aok AEstel 0.1 ke
2 7hgel Aeold 1 FY
8 % - o sk A%
5

2-dzA0 F 22 I

==

2 Azt SuEde v54E fgE 2525
S ZHFR 9 08, AL U2 methyl-
ene chloride, ethyl acetate, butyl alcohol, Z& ©]
43le] 4 AN Fo2 B3 WgE FEEH

" o

g1 FE20| EIZAILIOH |&AH 280 OIXls 21 1
e ez FHIMTh 283, o FHES
A - dzste £% PR A2t

3. AlE Az

B ol = ol

Bz g 355 2 EEE 100 meol oleeT
o) 2 A 5 & A}o] B (dimethyl  sulfoxide)”} 1112
EgE 89 1 mH g Jhete] ¢ds] &3A &
o #ste] ElZ2AvotA] fHA 2EE7 MESY
Zo o] &3}t

4. A Euj

B16 mouse melanoma cell 109%(v/v)$] Fetal
Bovine Serum(FBS, GibcoBRL), 1%(v/v) Ant-
ibiotic(Gibco BRL), ZL&]i 2mM¢e| L-glutamine
o] ¥3d RPMI Medium 1640(GibcoBRL, RMPL
Medium 1640 ¢@ujx)elA CO, %S 50%=
zZAdste] 37CAA wgstgon, AEE 36 ~ 48
A F712 Adu et {25 A
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B16 mouse melanoma cellZ £2] RPMI Medium
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L3 & WYPoZ stable transfections 4 A}3}
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B16 mouse melanoma cell& RPMI Medium
1640 r@ﬁhﬂﬂ%loﬂ AEF7} 3~4x10°] HEE A
F3 F 24 Az el gE ohs, el 1 meell 6 ul
LipofectAmine® 2 pg9l total plasmid DNAE 5

At AEgozn JAAEE AASA
Plasmid DNA¥ luciferase gene& #|'d pGL2-
vector(Promega)®] Smal site®] 15Kb®l neo-
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Fig. 1. Effects of chestnut bark extract on the

tyrosinase gene in B16 mouse melanoma
cells. Transfected B16 melanoma cells
were incubated in RPMI 1640 medium
for 24 hours and treated chestnut bark
extract for 6 hours. Then, the cells
were solubilized with lysis buffer and
centrifuged at 13,000 xg for 2~3 min-
utes. The supernatants were used for
luciferase assay. Values are the
means of results from triplicate ex-
periments.
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Fig. 2. Cytotoxicity of chestnut bark extracts on
B16 mouse melanoma cells. BI6
melanoma cells were incubated with 1.
0~1.2x10" in RPMI 1640 medium for 24
hours and treated with chestnut bark
extract for 6 hours. Then, the cells were
used for MTT assay. Values are the
means of results from triplicate expe-—
riments.
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hylene chloride$} ethyl acetate |2 #33s}o
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Table 1. Effects of solvent fraction layer of
chestnut bark on the tyrosinase gene
in BI6 mouse melanoma cells.

Luciferase assay(%)

Solvent fraction layer 0 100 100 5000

pg/ml pg/ml pg/ml  ug/ml
Methylene chloride layer 9983 9876 107#90 18486
Ethyl acetate layer 101244 %661 137+54 7230
Butanol layer 2467 3805 3679 34480
Water layer W60 P34 47:38 46159

1. Values are the means of results from triplicate
experiments.

2. Transfected Bl6 melanoma cells were incubated
with 6x10* in RPMI 1640 medium for 24 hours and
treated solvent fractions of chestnut bark for 6
hours. Then, the cells were solubilized with lysis
buffer and centrifuged at 13000 xg for 2~3 minutes.
The supernatants were used for luciferase assay.
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