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3 HEAA (96 tests)

[ Assay buffer 25 mL
Bl Enzyme (¥ ¥ 2 )L— LK) 150 uL X 4
B Substrate (L-Tyrosine) 300 uL
' Enhancer 300 uL
Il (nhibitor control (10mM Kojic acid) 300 uL

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



6-1. Assay buffer

Fv MIEDAssay bufferz ERICTRIRT %, RIBRIIFERETICEFOEXEFERT %,
FHE% (RIfER) F4°CIcTRE,

6-2. Enzyme solution (EIFER)

FERITZIPEICIHUTHFY MIEDENzymeZ XK EH UL IF4°CICTRIfET 2,
fERBERTICEER Y = )LEICH U TEnzyme solutionZiA 3 %,

Enzyme solution
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B Enzyme

5ul

Assay buffer

15uL
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6-3. Substrate solution (EFjFEH)

BiE 9 5EMEICH U TH Y MtBDOSubstrate &Enhancerz=;g8IC TRlfiET %,
AR T & <IBHME. FRERIICERD o)LEICIS U TSubstrate solutionZ A9 35,

Substrate solution
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2:5ul.

Assay buffer
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Substrate & Assay buffer#z & <;EE7-# EnhancerZ i U B UL

Enhancer

25uL
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6-4. Sample & Inhibitor control

SampleZ#H R 21HE IFEAssay bufferic THERT 3. BRIICHREERNZITS L EHERT 3,
Inhibitor control [FFRE T IcZFDEXERT 3, BIEROKEEF2MME 485,

Stepl. Sample®i#sin

BN 0O07L—hD&V LI 20uLdAssay buffer (Control).
Inhibitor control, SampleZ7siNg %,

Step2. Enzyme solution®isin

& x)lic 20 uL?DENnzyme solution (FELI6-2(c50H) A0 L.
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¥

A1 2FaR—5— (25-30°C) C104ERIE

Step3. Substrate solution®i7siN

& 1 )lic 60 uLdSubstrate solution (FARIE6-3IC2EH) &= FMU.
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FEX - REXDFEH

A (Control) = 602 DR ESE (Control) - 302 DRNE(E (Control)
A (Sample) = 609 DISLESE (Sample) - 302 DBSEESE (Sample)

A (Control) > A(Sample) DiB&
A (Control) - A(Sample)

FEE(%) = 2 10
A (Control)
A(Control) < A(Sample) Di5& A(Sample)
(R (%) = A100
A (Control)
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90-2. BENRYEICKLSEEEE

F*v hZEBVWTRERNEAEBYES S BT E OFBEEEMEZRIE L I,
EFYEDIC50 (50%FHEFERE) ZLTICRY,

KREFHNEHEXSBYEDICS50(E
SEME ®/7x/5— S Fa—A2
HE L-Tyrosine L-DOPA
Kojic acid 80 uM 80 uM
a-Arbutin 1,700 uM No inhibition™
B-Arbutin 2,000 uM No inhibition
Hydroguinone 160 uM No inhibition™
Ascorbic acid 20 uM 390 uM

*1  a-ArbutinldL-DOPAZEE & UicY 7 = / 5 —EEHRZRET %o
ZEX# Liang Qui et al. PLOS ONE, Vol.9, 10, e109398, 2014

*2 HydroquinoneldL-DOPAZEE & UTcY 7 = / 5 —EEZ{RET %,
ZEX@ Elizabeth Neeley et al. International Journal of Molecular Science, Vol.10, 3811-
3823, 2009
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