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3 HHEAB (96 tests)

" Assay buffer 25 mL
Bl Enzyme (¥v ¥ a)l—LAHEFE) 150 uL X 4
B substrate (L-DOPA) 600 uL
Il |nhibitor control (10mM Kaojic acid) 300 ulL

96 well microplate 1 plate

4 xv  NUAICRERHD

A0 7L—hK~U—%— (480-510nm7 « L% —: #3E495nm)
A vFarR—4— (25-30°C)
CRIWFFrRILERY kN (2-200 L)

WXREE B (-20C) TEEULTTEW,

fERRT (FASED 20CTREL,. HER (ARBSRNILICER) HS53 57 BUAIERLTTEWL,

ERsk (MM BBREUTORETREL., BEANS 3y AMURIEALTTE L,

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



6 HEOHRE

6-1. Assay buffer

Fv MIBDAssay bufferZ ERICTHEYT 5. BMBREIFRETCZOXXERT 3.
AR (ME%R) F4CTRE.

6-2. Enzyme solution (ERTFER)

ERATZNEBICEUTF Y MIBDEnzymeZ XK EH UL I 4°CICTRIEY %,
EAERIICERY = JLEICHE U TEnzyme solutionZ MY %,

Enzyme solution 17zl DERE
M Enzyme 5ul
Assay buffer 15uL

BEDEEZERURREBEREDO I 2HEERETHARNI S L R

EnzymeldEA#% (MEHR) F-20CIc TRE.
BRERODEnzymeld 1 BIX THRMMBUERTZIENTES,

6-3. Substrate solution (ERIFHL)

B ETEFEHICHUTHF Y MIBDSubstrate =& (IC TRIfET %,
mERIE &L BB, FREERIICHERY o )LEICIE U TSubstrate solutionZ AR ¥ %,

Substrate solution 12x)LHBlch DERE
M Substrate 5ulL
[ Assay buffer 55ul

Substrate & Assay bufferzBE /- & < BB T %,
BN EZERUEBRIEREDO 1 2EERETANT 2 L £ H#E

SubstrateldfEA#% (RE%) (E-20CICTRE



6-4. Sample & Inhibitor control

SampleZF NI 35S & Assay bufferic THIRT %, BRICHFREBEERFTZITS> L 2#HET 2,
Inhibitor control IEFRETICZOXXEAT %, AEROKREEFZ2MME RS,
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Stepl. Sample®iiN

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

Step2. Enzyme solutionD#NiN

&7 x)lIT 20 uLDENnzyme solution (AR (X6-2IciC#) EFHMUL.
T7L—hEEIBBT S,

¥

1YF*a2R—4— (25-30°C) 105 ERIE

Step3. Substrate solution®ZsAM

&7 x)lic 60 uLdDSubstrate solution (FAR(X6-3ICEEHE) ZARINUL.
TL—hEE BRI S,

4
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Step4. BRNEDRIE

BRRICHBE. 3008 L U600E%DE Y T ILORIE (480-510nm : #
HRA495nm) &2 L— KN =4 —ICTHIE




FEX - REXORH

A (Control) = 609 DIRXE(E (Control) - 309 DRKEE (Control)
A (Sample) = 609 DRKEfE (Sample) - 30 DRNEE (Sample)

A (Control) > A(Sample) Dig&
A (Control) - A (Sample)
BRESR (%) = X 100
A (Control)

A (Control) < A (Sample) ©i5&
{ ks BiRamels) 087 A (Sample)

BER (%) = X 100
A (Control)
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9-2. GHEXRYEICKSMEEELE

A&y hZEAVWTRRNEBFEAVERS JUBENHMEOHEEEEZRIL I
BEMEDICE0 (50%PEEFMRE) ZUTIKRY,

KRENBEMEBYEDIC50(E
&M ®/7x/5—F I72x/5—¥
25 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-DOPAZEBR & LY 7z /5—EiEKERET B,
ZZ3# Liang Qui et al. PLOS ONE, Vol.9, 10, 109398, 2014

*2 HydroquinoneldL-DOPAZEH E LY 7z / 5 —EE S ZRET S,
2EX#k Elizabeth Neeley et al. International Journal of Molecular Science, Vol.10
3823, 2009
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