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XS ZVABBRBILEVWTFOAVF—ERER2DORGEZHRETZ (K1) . L-FAYYREDE/
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3 HTBAR (96 tests)

I Assay buffer 25 mL
B Enzyme (¥v Y2 )Ll—AHBEFE) 150 uL X 4
B substrate (L-DOPA) 600 uL
Il |nhibitor control (10mM Kojic acid) 300 uL

96 well microplate 1 plate

4 Fvy NUANICRERZRED

RA7O0FL—KkY—4— (480-510nm7 « LY —: #32495nm)
A YFaR—=F— (25-30°C)
CTYILFFrRILERY A (2-200 L)

BXR A AR (-20C) TEELTTEW,

fE/MmE (FARET)  -20CTREL. HiER MMRINILICEHR) 537 AURIKERALTTE W,

A% (MREk) BREREUTORETREL, WEANS 3 7 BLURICERLTTE W,

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



6 HEOHR

6-1. Assay buffer

v MIBDAssay bufferz ERIC TR T %, MBREIFRETICZOIEFERT %,
ER% (ME%R) X4 CICTRE.

6-2. Enzyme solution (ERTFHE)

FERTZPDEBICHUTF Y MIBDOEnzymeZXKLEH UL IF4° CICTREYT %,
FERERICERY o LI U TEnzyme solutionZ R 9 %,

Enzyme solution 17zBlch DERE
B Enzyme 5uL
Assay buffer 15uL

BENEZERUVERRSERBD 1 2BEERECHARI S L 2R

Enzymeld A% (RMRR) E-20°CICTRE,
BREROEnzymeld 1 Bl X THERMBUERT I ENTES,

6-3. Substrate solution (ERTFHE)

BNETHERICHL TF Y MIEDSubstrate Z=FRICTRAERT 5,
AR EIE & CIBME. FREMICERY o LI U TSubstrate solutionZ A $ %,

Substrate solution 19z)LHBh DERE
M Substrate 5ulL
' Assay buffer 55ul

Substrate & Assay bufferz Bt /&3 &k <1819 %,
BN EZEBUERIIERED 2EERETANT 2 2R

Substrate(dfEA#% (BfE#) (E-20CICTRE



6-4. Sample & Inhibitor control

SampleZ#HRT 25 IE & Assay bufferic THIRT 2. BRICFREERNZTS> T & 2#ET 3,

Inhibitor control (EFRETICFDXEERT %, AERFOKREEI2MMER S,

7 Z7OM3-)

Stepl. Sample®DsH0

TEOYA707L—rD&V zILIC 20uLDAssay buffer (Control),
Inhibitor control, SampleZ &MY %,

Step2. Enzyme solution®iZxiN

&7 x)LIC 20 uLDEnzyme solution (AR (E6-2(CECH#)ZARMUL.
TL—hZ2B<BH®IT S,

3

1YFaR—¥— (25-30°C) L1053 ERIE

Step3. Substrate solution®#si0

&7 x)lIC 60uLdDSubstrate solution (% (X6-3ICiC®)ZRMUL.
TL— 2B BRI S,

4

1Y FaNR—¥— (25-30°C) K TERRIGHE

Step4. IRNAEDRIE

BRRIGHABE. 300ERELT60EDEZ Y £ JLORKE (480-510nm : #
FHR495nm)%E FL— MY =¥ —cTHIE




8 MHEX - REXDHEUH

A (Control) = 609 DRXE{E (Control) - 309 DRKE(E (Control)
A (Sample) = 605 DRKEE (Sample) - 309 DRNEE (Sample)

A (Control) > A(Sample) D&
A (Control) - A (Sample)
PHERR (%) = X 100
A (Control)

A (Control) < A (Sample) D&
(Control) < A (Sample) DiZH KSample]

{RER(%) = X 100
A (Control)

9-1. &XF v hAW Y JBROEEMR

XXy hEBWTIAVIBEZFOYF—F EEREUTICRY .
BV T DBEHEIBCODHEDOERRITICE T 2REBERT,

I7x/5—€EEH

Kojic acid (mM)
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9-2. BMENRYEIC X SEEENE

Ay hZERAWTRRNEZAERVELS JUCBENHIYMEOHEEEEZRIL .
BEMHEDICE50 (S0%MAEFMERE) ZUTIKRY,

KREHNEGENBYEDICS50(E
EE ¥/7x/5—F Voxz/5—¢
2H 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-ArbutinlZL-DOPAZEFR E LY 7z /S —EEKEZRET 2,
ZZEX# Liang Qui et al. PLOS ONE, Vol.9, 10, e109398, 2014

*2 HydroquinoneldL-DOPAZEE & Uity 7z / 5 —EEEZRET 5,
Z2E @R Elizabeth Neeley et al. International Journal of Molecular Science, Vol.10, 3811-
3823, 2009
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