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3 HEAA (96 tests)

I Assay buffer 25 mL
B Enzyme (Yv ¥ a/l—ALHBEK) 150 uL X 4
B substrate (L-Tyrosine) 300 uL
" Enhancer 300 ulL
Bl |nhibitor control (10mM Kaojic acid) 300 ulL

96 well microplate 1 plate
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Assay buffer 4°CRRE
Enzyme -20°CRE
Substrate (L-Tyrosine) 20°CIRE
Enhancer -20°CRE
Inhibitor control (Kojic acid) 20°CIRE
96 well microplate ZRRE



6 HEOHAR

6-1. Assay buffer

v MIEBDAssay bufferz ZRICTRRT 5, MBEEFRETICZOXEERT %,
ER% (MBR%) T4 CCTRE.

6-2. Enzyme solution (ERTFHE)

FERTEINBIIELTE Y MIBDEnzymeZX EH LL 4 CICTRIRRT %,
ERERICERY o LTI C TEnzyme solutionZ M3 %,

Enzyme solution 17x)&HihDERE
o Enzyme S5ul
Assay buffer 15ulL
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EnzymeldEA#% (RfEHR) F-20CIc TRE.
BRERODEnzymeld 1 BIXTHMBUERT 2 ENTE S,

6-3. Substrate solution (E#IFE)

BN ETEFEHEICIEUTH Y MMIEBDSubstrate &Enhancerz Z8(1C TRifET %,
RREIE K < IBRE,. FRERIICHERY o /LEICIE U TSubstrate solutionZ A9 %,

Substrate solution 19T)Hib DERE
i Substrate 25ulL
Assay buffer 55uL
Substrate & Assay buffer% & < JEt7c# Enhancer% fin L B U4
"' Enhancer | 25uL

BN EERUEREERED | 2EERETHARNT I & i
Substrate® & U'EnhanceridER#% (MEE) X-20CICTHRE



6-4. Sample & Inhibitor control

SampleZ#&IRY 2 iEAIE R Assay bufferic THFRT %, BRIICHFRBERNETS> & &2HRT 3,
Inhibitor control EFRETICZDEXERT 5. AEROREEF2MMERRS,

7 ZOM3-)

Step1. Sample®i#in

TBOYA707L—bDE&V zILIC 20uLDAssay buffer (Control).
Inhibitor control. SampleZ &Y %,

Step2. Enzyme solutionDsi0

&7 z)lIT 20 uLDENnzyme solution (AR (Z6-2(CEC#) ZARMUL .
7L— b B BRI D,

3

AYFaR—4%— (25-30°C) 104 Rt

Step3. Substrate solution®DZsiN

£ x)lIc 60 uLDSubstrate solution (AR (E6-3ICEH)ZARMUL.
TL—h & BRI S,

4

AvFaR—4— (25-30°C) I TERRIHA

Step4. NEDRIE

BRRIGHEAER. 30028 L V06002 DE Y T )LDRFKE(480-510nm : #
HRA495nm) &2 FL— KU =% —ICTHIE




8 FMHEX - EEXDOHMH

A (Control) = 609 DIRKEE (Control) - 3023 ORNE(E (Control)
A (Sample) = 609 DK E(E (Sample) - 30D DRKEfE (Sample)
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PHER (%) = X 100
A (Control)
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RER(%) = X 100
A (Control)
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9-2. BMENRYEIC K BHEEENE

Fxy hZEAVWTRRNEZBFERAVERS JUBENHYMEOHEEEEZRIL 1.
BEMEDICE0 (50%PHEFEMRE) ZUTIKRT,
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SEME £/7x/5—% I7x/5—F
#E L-Tyrosine L-DOPA
Kojic acid 80 uM 80 uM
a-Arbutin 1,700 uM No inhibition”’
B-Arbutin 2,000 uM No inhibition
Hydroquinone 160 uM No inhibition?
Ascorbic acid 20 uM 390 uM

*1  a-ArbutinldL-DOPAZEE & LY 7z /5—EEKZRET %,
Z2#EX#k Liang Qui et al. PLOS ONE, Vol.9, 10, 109398, 2014

*2 HydroquinoneldL-DOPAZEE & LYy 7z / 5—EE K ZRET 5,
2EX#R Elizabeth Neeley et al. International Journal of Molecular Science, Vol.10, 3811-
3823, 2009
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