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3 %3 A9 (Acanthopeltis japonica) ¥4

e &4d ad A+

SENI2 A4A0 F23° AU, 28 A, 257, AL, A%, A4S
EELLERLELT:
e ELEERLELMELEEL
e LELE

& %

B dFAE AFE At MAsE #H2F F FEFY 9FU AL F2E9 YA
N BNsgc ML 100% d8e 2328, 0% &g 2348 193 10C &+
22g To| 3259 A2E Zvste DPPHI ¢ AAFds &3, Eeds #% 3344
ALEN S AA84e 2359t 2 23, 3379 AL 23389 Edds I
13~20% Atolglx, DPPH 202 2A%E ICxdkel 2000ug/ml oldeolfler, HESHLE
#%s)x] @ttt 333 murine macrophage AXFU  RAW 2647 AN
lipopolysaccharide A=el ¢l8] #E¥ nitric oxide(NO)® B4 AA A% 23% 43, 3%
B9 AL 23224 93 ¥ JEHoZ NOY AAZFol A ANHNUL, inducible
NO synthase (iNOS) ©¥a 2&x A=At 221 alpha-MSHY 93} #=€ BI6/F10
murine melanoma cellslA Webd AR BA A o vXE F¥E Lol A,
tyrosinase®} tyrosinase related protein 1& A= Fo2 U4} ERK 129 2&do] =
Ays Aoz B B ATARZ njFo] Buj A 2FEEo| =8N A
FBo] 2= ATEANT A3 AL e FFEol FAE AY oz WY EUH
4 WA w3 5o BAE 29 4 AL Aol ARHE, ddd Y& KT 5 US
NOo| AAMAAs Behd APAol WHHY A2 tyrosinased] A EAol Hold Aoz
2Agc oetd 3Z2F A (Acnthopeltis japonica)el 2FEE L ¥YF s #
9 oY 7154 FFE 4R 84 el ¢ ez AsEn

N = 4 59 92y £ YRH 25 94
debd A4l Z1ERA dojuth sl
HE 4x ¥4e AMoluy NzFLE  FI 2L Fdx AVE oF LA 4
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24, H5¥, $T3, old, 2

Y, D5d, gxA, Foky, UM

2 X7} F7HEEA Jelges Aol
28 F7H71e dER Az 29
ARALYH o] BAAste FAF AR
oA 1 A2Ee WA H¥A YA @
o Ao e g AR AL File FE 4
Y4 M L (keratinocyte)ol Al Hu=E Qzt
gl 71Agch oz @ AL e ZAYPAY
AX7E EHlgte AAEZE  endothelin-1
(ET-1), a-melanocyte stimulating hormone
(@-MSH), adrenocorticotropic hormone
(ACTH), nitric oxide(NO)5°| ot ET-1
o] ZAE PAxAolEQ protein  kinase
C(PKC) 229 cAMP Z2E S8 8 o
2¥84& FANUHImokawa F 1997
Thody®} Graham 1998). o-MSHY AT
¢! proopiomelanocortin(POMC)E  « -MSH$}
Zo| WatiAlo]lEd QIE  melanocortin-1
(MC-1) &4 Zfstd cAMP 4L
FT7HA g A4E AN, NOE
cGMP7E2 & T3 detd A4L F7H7
™MIm % 1998; Romero-Graillet ¥ 1997).
ot x ZAYAHMF|N Bulge dalyd
A4 Z3AaE= basic fibroblast growth
factor(bFGF), stem cell factor(SCF)$°] ¢l
HGilchrest 5 1996; Grabbe 5 1994). 1§
U o]& ARIE] in vitrodlM AYMEAE
493 Adsd £+ o a2gmz gy
WAZAE M A 87 =
gy EHE adlE A3 o] gL
Add 5 Qe A2 &yo] oz
HAFALE YA degde Axy B
A HEAo] HEAYA Aid 3 &
3 ERHx=o2 A#HT o]F AL
ad 99AQ tyrosine related protein 2

(TRP-2; dopachrome tautomerase)$}

TRP-1(5,6-dihydroxyindole-2-carboxylic
acid oxidase)?l 2H8#% AF3 AYL 3
dehde] YA€k (Hearing 1998).
detxAlo]Eo o8 wgold dHzide
detdi A Fe2 delAlo]ESY FAEY
ghd

494 A wEoxEH, A WA
+ smooth endoplasmic reticulumoll A
017l premelanosome® Hahd #An3
d #Hdste EZAYAe TRP-2 183
TRP-1& X#38t  coated vesicleSo
fusion®ch. Fusion® vesicleel trans-Golgi
network® AUdA waldo] whsojzc}
A4zt Y4 debdAAe FAHEZNE o
g HigFog olfsle HFHoz F9 o
Ae ZAYHMAEA B LG Ordow 5
1998). AR gFol dojdt ¥ Hid) F2 3
MrEAel Hy w2 A H= A8
Ak zLdolu AFAY 9 A G
o3 Aol HANAY ZrAel Adx A
2 Zlvigk ZEZE 2ASIE $o o} of
o EAste HMEY YT gAAE,
HHAE, HfolAE § GF0gd FAs
T AXEo] #AdEY o] HESLS HZv)
MEAE BuAA dalcAlo]EdjA o) Hi}
d A E Fxdi

e S AR 44 Yy 2
AT g2 o olFF| =N YALE
3 s|2etul g Hristo] WelwAlolES wi}
3t El2AUAY Ao Frlstn Wabwi}
olE9] AR F4o] ZAWHTomita 5
1989; 1992 Morelli 5 1989). #¥9FAY
corticosteroid4t indomethacing )& TX
3t A9 Aol o fdd Futo] sAYY
A IR A4: HFol gMEY
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Ex8 M WAcanihopelts japonica) F &2 M2l SMof Te AY

(Takiwaki 5 1994).

gZu72 A AAL 9N SRYLY
e 2AAFH, EHE oY otrzEH
Az e gasiAe] A olg iAo
AMe}(Joshi 5 1987; Tobin® Thody
' 1994; Funasakas} Chakraborty 1998).

2 dPoME AFEY ¢ 23H ¥
X HAY A2 (Acanthopeltis japonica)®
z2289 Yu3EFH ¢ FEFEH 29
7 gE4AYTRAY vAe ARE A
=8

Mz ¥ Uy

1. Al29 =4l

M (Acanthopeltis japonica)& 20053 5
4 AZE dgte =Pl B2oA AR
AYAz uke 5 B2 £REZ FA%
o 42g AASL AZF F TANA
A5l -18 TS WE ol RAHAG. BE
9 A 100ge 27 100% A& 70%
et 110} 48A1%F AHeolA mdaie] F
23 3 A, dHdLe JAFFIIE
w239 943282 #4449 A2 100g
of 284 1 LE 718 F 100 TAA 243
5ol 7ledtn 4Ag ¥ ARAAE NAES
712 %A

2. EaimE AR HEYEA

ZaWs #§¢89 ¥3& Folin-Denis
(Gutfinger 5 1976)¢ %4 W¥ANA 23
9. =, AL 23288 Ilmg/mldl =

d t& 02mLE ANET Hd FHT
7t 2mL2 WE F, 474 02ml
Folin-ciocalteu’s phenol reagent (Sigma)Z
Artsto] A EEY F 3EL A2d $A
Atk 38F 2 M NaCO:89 (Sigma) 04
mLE 78t EFsn FH5E A7t 4
mLE WEAT 2 F ALoAM 1AL A
st} AAAL 75mmAN FREE F4
oith Tannic acid (Aldrich)& °l8% EF
2L tannic acid 1mg€ 50% &g &
o) 1mLol 3oln HFFE7 0, 325 B,
125, 250 ¥ 500 pg/mLgRol HEE H3Ho
gjo} 2 wgoz 75mmolM FREE &
Rsto] AN HAY.

L]

3. d@x30is &3

DPPH(2,2-diphenyl-1-picryl-hydrazyl)
radical 2484 &3E Bloisd 3 (Blois
1955)2 ¥yt F93%ct 2mg/mLe F
223 34334 butyl hydroxyanisole
(BHA)S} TroloxZ WZZog A8 %
welldl 100uLE ¥ 2 04mM DPPH 100pL
g A7tsld EHE o A9 FAA
3083 X% ¥, microplate reader 517
meld 358 2383k DPPH radical
2A¢ AL d&®¥  Zo] electron
donation activity(EDA, %)2 T3te] AHtst
Ad.

AA2%E (%) = (Sample-Blank/Blank) x 100

4. HESY &3

MNEXEA 24L& lactate dehydrogenase
(LDH) ¥4 3-(4,5-dimethylthiazol)-2,

- u7 -



BEY, HSH #$E35 Ho|F, 1

k>

DR, YXRA, HeM, LHN

5-diphenyltetrazolium bromide(MTT) &4
¥ (Loos} Rillema 1998)& ¥ 33t Alg 3}
Ath. LDHE ti%29 AXo ZAse 7
£2A Aol &AL Yow A Tujot
doz Badd gty &4L gL X
7t &3+ LDH activity® 2338= 719
3tn A colorimetric assay o)},
2 d¥olME RAW 2647 MEE 10x10°
cells/mLe] ¥ 2 48 well plateq] 2z} well
of ¥ 4N B¢ wMIYF F A=E
E¥2 Aststo A¥ujge] By £ LDH
FEHAEE 243o HEo &44zE 3
7F8tch. LDH cytotocixity detection kit
(Takara)& AN 4R nmelA activitys =
stk

A, AZuY ¥ WIAL AAz
MTT 100pge 73tz 4417 59 o o)
&gl w2 & A A =2
dimethylsulfoxide (Sigma) 150uLE 7}3hod
MTTe] 84 98 Y49 formazan I3
€& €342 ¥ microplate reader® A}
39 540 nmolM ¥3EE 29y 2
Aggd dg B F3= #¢ 7o
Az FRE @3 wastgd Yy
TE ZAAL

5. NO 44 xR &%

RAW 2647 H¥E& 10% FBS7} #7td
DMEM {1 & o|§3ta] 1.0x10°cells/mL
E ZHY F 48 well plateo] HE3 3, A
HEZF LPS(100ng/mL)E ©BE 3 E4
A, IFN-7 (100U/mL)8 9% 2 SAH
2, LPS (100 ng/mL) + IFN-7 (100 U/mL)
FAAE Fo wHoz dof UAZ x|

48M2F wkstglth. AAE NO9 e
Griess [25% phosphoric acid (%3)/%39])
B9l 1% sulfanilamide(3Al/%5)9} 01
% naphylethylenediamine (%7)/%3])7} ¥
A ¥E AleH Ake o] gsta] M Eujokoy

3o ZA%E NOjY YUz 23sAY.

AZvF 4S54 100 uLS GriessAl o} 100
HLE &3t 96 well platesel A 102 =
¢ A F 530 nmel N FREE 23
st A" N0 %& sodium nitrite
(NaNO.)& EF 49402 nmslygr}.

6. EZAILIH Mgty &3

HEAUA Aagy 23 Al gay
YAl As84 243 BI6FI0 melanoma
AEW EH2ZAYA 84 24L Esq 2
Ao 4, WA HEZAYA A8
S3L HRAYAY FgFH YA P=
DOPA chromeg v} 4% (Pomerantz 1966)
oA d# 2. 7Z1A2AH 15mM
L-tyrosine 5 uL, 25 mM L-DOPA 40uL, 67
mM sodium phosphate buffer(pH 6.8) 80 uL
R AEEY 0Ly EFAol wAFZAY
Al(Sigma) 80UL (60 unit)E ¥7}ste] 37T
F27191A 3083w s gy
¥ DOPA chrome? 475 nm9) 3tz =
Aste] o Ao o AL TP

A&E& (%) = (1-(Saps - Bass/ Cass)) x 100

N& % 713 283 2d7) BF oz
ey 248 Y5

22 A F38d0] ol Heojy 2
A% FuE

ANE A $3 490 S0t Jrjoly 2
A% F3x

¥ Saps :

Bass :

Cass :
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X8 A\ YAcanthopeltis japonica) & &2l M2l faol g AT

a2 ggog AXY EHZAYA 84 33
& A7 ¢ melanoma AXF 3 BI6/FI0 A
IE 6 well plated] mLZ 5x10°| A &
B & & 24 AIZFES 37T CO: ¥271944
st Had APE F=EEY e
' -MSH 50nM$ A2tz FA6 A8 13,
%5, 50, 100ng/mL2 4 AHsAct. 724
7+ 39 37T CO; 2714 wFstA e
36A k0] A F, wiAZAS} FAlA e
-MSH 50nM# A 2& oAl AZ&H3 A
¥ & trypsin EDTAE °l§3l9 8% %
0.1 mM phenylmethylsulfony! fluoridest 1%
Triton X-100& ##F& 6/mM sodium
phosphate buffer(pH 6.8)& 500uL A28tz
sonication3tg 2.0, o] FelZ 1 A} ¥
dooA B@sPTh 1ML ¥, 4T 948
271904 15000 pme 2 20&3H LA R 3t
Qom A&dg Hate] AHEW tyrosinase
gAEAd Aefch. AT tyrosinase ¥
HEN LS ALY EAFE tyrosinase®] F
2733 MASE DOPA chromeg Hl4Yd
o& 244 120pLe] 67mM  Sodium
phosphate buffer (pH 6.8)o 7124 5L
¢ 15mM L-tyrosine#} 40uLe 25mM
L-DOPAS E¥¥ ¥ HdAd d& 434
100ULE H23ted 37T $27ldA 30ED
dhg A7) uhgol Fo] A€ L-DOPAS
DOPA chrome® 475nm$}t 490 nmelAd &
Aste datd 4L FEF dZTE 7T
o2 &d AH 84& Jehido 2
gz g A 98 AR &L FAUT

* A 82 (Inhibition Ratio; %) = 100 - AX
U El2AUA 84 (%)

7. SE WYY EY

BI6/FI0 AZGX10" cell/mL)el Ad =
2£22 13~100pg/mld ¥E2 AAY o
& DAL B¢ s widE AEXe
WA wjX& AAsZ, 1XPBS 1mLE A7t
8to] scraper2 $A3H, 4 T, 2,000 rpmoll A
5¥ Zob AA2E 3o AFHAch YHR
g3t A2dg AAF F, 100ul RIPA
buffer (I0XRIPA, 01M PMSF, 01IM
NagVOs, 05M NaF, 5mg/mL aprotinin, 5
mg/mL leupeptin)E H7tste 0¥ L
lysis A 2™, 4T, 13000rpmol A 20¥
7 9488 &9 Axe A4 F& AA
4. 9wA ¥ T = Bradford < °l
&3] A B3 At (Bradford 1976). 1 ¥
ATZREH dojxd v¥a ANE NugE
10% SDS-PAGE (poly acrylamide gel
electrophoresis)2 A719%22 ¥3tx, A
oj]g9 (25 mM Tris, 192mM glycine, 20%
methanol, pH 83)& Alg3d <AL
polyvinyldene fluoride membrane (Millipore)
o] 200mAZ 241 B HolA ARG, 13
3 membrane® blocking2 5% skim milk
7} #6¥ TBST (50mM Tris-HCI pH 75,
150 mM NaCl, 01% Tween 20)gHol A 3
2ol 1A §¢ AAEsch ERKS 84
3 ATE HEFH7 A4F ¥HEE mouse
anti-p-ERK  (Santa-Cruz),
tyrosinase®] #AMZE  goat polyclonal
anti-Tyrosinase (Santa- Cruz), Trp-19] %
#H2+=  goat polyclonal  anti-Trp-1
(Santa-Cruz), Trp-29 ¥AHZE rabbit
polyclonal anti-Trp-2 (Santa-Cruz), 8
—actin®] ¥# =2 mouse monoclonal anti- 8

monoclonal

_1]:9_



EEY, A #FES, Fo|Y, DY, 259

, XA, HaN, ZA"

-actin (Sigma)& 5% skim mik7} &83%
TBST& 4 3X3do] 47T, 244 Fot
HEAZT TBST £de2 AE3 £ 2
A gAzE
H3E anti- goat, anti-mouse, anti-rabbit
IgGE 5 % Skim milk’} #4¥ TBSTEH
o BAst F2oM 1N T NEAA
. I ¥, membraneg TBSTZ A ¥ A3
¥ ECL kit(Amersham Cat. No. RPN2106V2)
< A3t 1~387 wSAlIZ ¥ X-ray @
To2 #4389

Horse Radish peroxidase7}

E<FL: ks

1. & EF2HE &2 % DPPH radical
AAHEN
N 23229 ZvE @3 24339
0% AgdE 23FE (Aj-E2)0| 20%2 7}
F E%on, 10% odgg 2F2E (Aj-
D2 13% 282 100 C 44328 (Aj-H)

< 15%A. Arbutin® DPPH radical A A
%% IOkaC’] 128 pg/mL 31 H| H]*ﬂ Az
F2E8%9 DPPH &z 2A%L ICohitol
2,00011g/mL oj4oz iy %"6“] ¢
AZ3At (Fig. 1). 233 2,000 pg/mLol A
o] DPPH radical 24 % & Aj-H (238%) >
A-E2 (142%) > Aj-El (42%) <08
DPPH radical 22484 9§ 343 g4
€ s 2 Aoz Yeyr}

2. RAW 264.7 MIZ0jAMC 8 §tA
3TF MY 2348 2F 500ug/ml 5
E7AE AXZEANE Bolx ggton ®%
gEH22 NOY A4E 94 HAck(Fig.
2. ANEFAM 0% duggs =32z
(Aj-E2)°] 713 ®& NO 44 JdAgAe
oo ICote 2138ug/ml oAt
(Fig. 2). 70% &g 2 EB(Aj-E2)9 A%
S4E LPSE AS# A¥e} A2sx ge
AX EFoA LDHYHA os =AHsgo)

120

—@— Arbuiin
—O— Aj-E1
—— Aj-E2
—=7— Aj-H
g0 4f —@— BHA
—— Trolox

% Inhibition

2.0 2.5 3o 3.5

Log concentration (ug/ml)
Figure 1. DPPH radical scavenging activity of Arbutin, Aj-El (100% ethanol extract of
Acanthopeltis japonica), Aj-E2 (70% ethanol extract of Acanthopeltis  japonica),

Aj-H(100 T hot water extracts of Acanthopeltis Japonica), BHA, Trolox
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Ex2 MY Acanthopeliis japonica) & 29 M2l fiof st A7

0% ogg ZF2E(A-E2)2 500ug/ml
SEAE AE S48 Bolx @ter o
Az MTT #4949 Zzg dxs3d
w3 70% A@e 3282 LPSE ASE
AT NO B2 A% AEAIES
T o&¥oz AT (Fig. 3. gl
T 70% g 322(Aj-E2)& IFN-7 %
LPSE HHTdg Az NO A4e
35 oE2Hoz A on v I
24 A3 iNOSY 2dEE dAde EAF
g Yehgoz N iNOSY 2dE JAEH

EAo] AEAEE dAlHE EHE BY
zqtt (Fig. 4). o] 242 & + Y& A
e GMP 742 & F3 Haztd #4E& 37t
A7l (Im 5 1998 ; Romero-Graillet &
1997) A2& we ztad YAME7 Euls
= ARE F 4y (Imokawa & 1997
Thody$} Graham 1998) NO9 A4E #=
§ gAAEAN 0% e F2E (Aj-
E2)ol iNOSe] 2de dA#ezH NO A
A A Qo A #98 F 3l
yei=3

Aj-E1 AjE2
—@— MTT reduction —@— MIT reduction
S Nitite B2 Natrite
0 140 3 140
. 25 1 2 _»
& P &
£ 100 <100 <100
= 0g g 0 g S
Sw| [HE 2w 3 fw el
3 15 ¢ 2 15 ¢« 3 s
B 6 30 - E T o §E g B
E ® ] {02 E‘o 10 Z E 0 z
2 ; B ‘:, ‘i 3 5 n : 5 2
JLEBEABIEE |, 0 e 0

0 31 63 125250 500(ugmi

2 l o
0 31 63 125250 500(ug/ml)

LPS 100 ng/ml

A

—@— LDH release
EEEED Nitrite

50 20

40
30

20

Nitrite (uM)

LDH release (%)

10

0 Rk y s 4 s )
o o 63 125 250 soo (ne/mh)
LPS 100 ng/ml

LPS 100 ng/ml

LPS 100 ng'ml

Figure 2. The inhibitory activity of Aj-E1(100% ethanol extract of Acanthopeltis Japonica),
Aj-E2(70 % ethanol extract of Acanthopeltis Jjaponica), Aj-H(100 T hot water extract
of Acanthopeltis japonica) on LPS-stimulated RAW264.7 macrophage cells

—&— LDH release
R Nitrite
50 20

40 15
30
10
20

LDH release (%)
Nitrite (uM)

10

o Gt e P e S o
0 o0 63 125 250 500 (ng/mb
LPS 100 ng/m!

Figure 3. Cell viability and NO production inhibitory activity of Aj-E2 (70% ethanol extract of
Acanthopeltis japonica) on non-LPS-stimulated RAW?264.7 macrophage cells(A) and on
LPS-stimulated RAW?264.7 macrophage cells(B)
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EEM N5, $FEF, ol DHY, D5 XA, YA ZNF
(a)
iNOS [ - e j
B-Actin IW“***&I
(b) _ 60 (c) 40
Z so H
= £ 30
£ 40 &)
g X
£ 30 3 20
- :
s 20 ® 0
2 e X
B 10 . o
= wd
CTL500 0 125250500 (pg/ml) CTLS00 0 125250500 (ug/mi)
LPS/IFN-y LPS/IFN-y
Figure 4. The effect of 70% ethanol extract of Acanthopeltis japonica on NO-mediated
cytotoxicity after LPS treatment in RAW 264.7 cells. Cells were incubated with LPS
(100g/ml) / IFN-y (100U/ml) in the presence of 70% ethanol extracts of
Aaanthopeltis japonica. At 24 h, NO release was determined by Griess reagent (b).
INOS expression was detected by Western blotting (a). Cytotoxicity was determined
by LDH release (c). Note that 70% ethanol extract of Acanthopeltis japonica
significantly inhibited NO production and iNOS expression and reduced LDH release
after LPS/IFN- 7 treatment. Values are expressed as mean * SD.
+++p < 00005 vs. control; **+ p < 0.0005 vs. LPS/IFN- 7 -treated.
3. D|Y§y (Fig. 5). 2 A28 100pg/mL E=4AHPL
s A ) ino & ZA S Ao
AU ZREEA M HzAu) Agg A AR H2A4A Ay
_ 0, i-H: 19 9] A
100% Aeg 23258 (A-EDE 90%, 70  08% AI-HE 671%2 3379 z3ze

% gL 2FEE (A-E2L 29%, 100
T 95328 A-H2 AHGHL Yehy
A FdT BA gHzAga Afgyde
Aj-E2 > Aj-El > Aj-H #ojglen] Aury
L2 oY AsH¥AHL ¢ vty
ol 3FFY AL 2F2Eo AU
SolHA ANEAHL Uehhx ¥ gL
oujdle £Hdgolt}. olo] mel AQw x
F28 AEE 13-100pg/mL ASEEE o
-MSH 50nM& ®ztd Y3y e 2204
AE BIGFI0 dabeol A X 3o 22 3q
AZY HIZAUA AfEHL BN

25
ol

arbutin®t}t A X g2AUA Ay
F3E AAE AL F YUY 2ga
°]F ¢-MSHZ #E31x 2 AedA A
I EHzAuAl AfgHe BHHE g
ANEE Aestx e Wz2H nage o
TE YETHo2 AXWY HEAUA AsHg
Aol Uehtes 288 HAFA o] 100
hg/mL FxZoAM HMEY g2AvA A5g
A& vz 29 Aj-El1L 611 %, Aj-E2+=
654% 223 Aj-HE 340%2 Jehdg
(Fig. 6). °]& melanotropic agento] o8 &
A HEZW E|ZAYA g4 Bulo] o}
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EX5F M eHAcanthopeltis japonica) £ & 82 42| @yol st A7

Ugt $E5oixA ¢ AXU HEAYA
BAE AT Qe wgste Aoz A
294

Aol 70% dge F&E8o FHR4L
Ao st 9¥F G A=
J 82 Western blote2 ¥A43dtH(Fig.
7. A 2522 fA2d(eumelanin) A

Aol AHHA g vAe A2 HX
5 gl2AUA% Trp-1 (DHICA oxidase)
ozt FHA AAUEL ¥ Ay
(Fig. 7). o8& dxe NeF£E°] ERK
129 8482 YAFE o5z A#HIA
A dagd g APHoE: d9Fs
&29 trosinase$t TRP-19] 23d& A&

% Cell tyrosinase activity
o w » 2 m BEB &8 B

ME MDD B 5 3 W D = o s m b 5 = wm (ug/ml)
(S0nM)

MSH+ MSH+ MSH+ MSH+

Arbutin Aj-E1l Aj-E2 Aj-H

Figure 5. Assay of cell tyrosinase activity of

murine B16/F10 melanoma cell line after a

treatment of the Aj-E1(100% ethanol extract of A japonica), Aj-E2(70 % ethanol
extract of A japonica), Aj-H(100 T hot water extract of A Jjaponica) in induction
state of a-MSH. B16/F10 melanoma cells were cultured for 72hrs. When it passed
for 36hrs, @-MSH induction media were exchanged and samples were retreated for
the same manner.

% Cell tyrosinase activity

Aj-E1

AJ-E2 Aj-H

Figure 6. Assay of Cell tyrosinase activity of B16/F10 melanoma cell line after treatment of the
Aj-E1(100 % ethanol extract of A japonica), Aj-E2(70% ethanol extract of A
japonica), Aj-H(100 T hot water extract of A Jjaponica) in non-induction state of &
-melanocyte stimulating hormone. B16/F10 melanoma cells were cultured for 72hrs.
When it passed for 36hrs, media were exchanged and samples were retreated.
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BEM, A5, PFES g, DY, DA, WX A, AN, LA

Artxtin AR
-Mmu:smmssnssnmaqm)

e s pIRK12

Wi i
.qb“q}.'uudﬁ TReA
————

Figure 7. Western blot analysis of p-ERK
1/2,  Tyrosinase, Trp-1(DHICA
oxidase), Trp-2(DOPA
tautomerase) and P-actin in the
BI6/F10 melanoma cells after a
treatment with arbutin and the 70 %
ethanol extract of A japonica(Aj-E2)
for a dose-dependent manner. BI6/F10
melanoma cells were cultured for 72

[ s -1

chrome

hrs inducing melanogenesis with «
-MSH 50nM. When it passed for 36
hrs, media were exchanged and
samples were retreated.
-M : without MSH, +M : MSH 50nM
addition, Arbutin 13 : MSH 50nM + Arbutin
13ng/ml, Arbutin 25: MSH 50nM + Arbutin
251g/ml, Arbutin 50 : MSH S0nM + Arbutin
50 ng/ml, Arbutin 100 : MSH 50nM + Arbutin
100pg/ml, Aj-E2 3:MSH 50nM + A
Japonica 70 % ethanol extracts 3 ug/ml, Aj-E2
6:MSH 50nM + A japonica 70% ethanol
extracts 6ug/ml, Aj-E2 13:MSH 50nM +
A japonica 70% ethanol extracts 13pg/ml,
Aj-E2 25:MSH 50nM + A japonica 0%
‘ethanol extracts 25 yg/ml, Aj-E2 50 : MSH 50
nM + A japonica 70 % ethanol extracts 50
g/ml, Aj-E2 100 : MSH 50nM + A. japonica
70 % ethanol extracts 100 pg/ml

3t HI(Kadekaro 5 2003)F X3
Fsolth AL 22EBL UVE ZAE 2
AYPFATANN APIHHE §E5 7))

FTEE NOZH A4 HE AL Aslsid dg
xAO]ER BUE paracrine factord %&
2Y & € 7teAdE ANSYY. =3,
tyrosinase®] 4% mRNA FFdA4 oy
3t NOd dish AsfBAE 713 g
T UG (Fig. 4 (Romero-Graillet S
1996; Lassalle & 2003; Sasaki 5 2000). o)
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