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3 HHEANA (96 tests)

6-1. Assay buffer

[ Assay buffer 25 mL
Il Enzyme (Mushroompa3g) 150 ulL X4
B Substrate (L-Tyrosine) 300 uL Fv MIBDAssay bufferz ERIC TRIFFT 5, RIBRIIFRE T ICZDOEEFERT 2.
"1 Enhancer 300 ul fER%E RRE) 34 CICTRE,
Hll Inhibitor control (10mM Kojic acid) 300 ulL
96 well microplate 1 plate

6-2. Enzyme solution (ERTFHEL)

w D CIAEE A > 3 AT ZHEICHUTEF Y MIBOEnzyme%EKESH U< I 4°CICTRIET Do
4 =\= v b lﬂk’z E = =12 oJ J ERERICERY = )LEICK U TEnzyme solutionZ F5Y %,

Enzyme solution 1Dz DERE
B Enzyme Sul

SRAUOFL—hU—F— (480-510nm7 1 JLY —: H#E32495nm)
- VF2R—F— (25-30C)
CRLFFrURILERY R~ (2-200uL) Assay buffer 15uL

BRAZERURBRIERED ] 2EERE THM T 5 L ZHE

EnzymeldfEfts (R#EH) (3-20CIC TRE.
BEE#RDENzymeld 1 Bl THRIR UERT 52 &N TED,

6-3. Substrate solution (ERTFEH)

fEFRT (FERtAD -20CTIRE
BiE 9 2EMICIEU TF Y MIBDSubstrate £Enhancerz=:RIC CRIRET .
fEF% (RIS BhAREIE & < 1B, (ERERICERY T )LEITIE U TSubstrate solution% f88 Y %,
Assay buffer 4°CIRE
Enzyme -20CIRE
Substrate (L-Tyrosine) -20CRE i
F?]hg?cer rol (Ko " -ggggﬁ Substrate solution 191 LBT-h OEES
nhibitor control (Kojic aci - =
96 well microplate ERFRE ! Substrate 2ouL
Assay buffer 55uL
Substrate & Assay buffer# & <JBt7c# Enhancer’ 7N LB OE#
" Enhancer | 25ulL

BERAZERUERIERED] 2EERETHNT 5 21
Substrated & 'Enhancer (A% (RifEE) 3-20CICTRE



6-4. Sample & Inhibitor control

SampleZ &I 2iHEIE&Assay bufferlic THIRY %, FRICHFINBERS 2175 L 2HRT 5,
Inhibitor control [FFERE T ICZ DX EXEMRT D, AEROKEEIF2MMER S,

7 ZOka—-l

Stepl. SampleDsiN

EBO~Y1I-707L—hD& D )L 20uLdDAssay buffer (Control).
Inhibitor control. SampleZ 09 %,

Step2. Enzyme solution D70

£ 1 )UIT 20 uLDENnzyme solution (FF5LIE6-2(C50H) % R0 U.
TL—h 2B ERT D,

4

A4 >FarR—%— (25-30C) Ic100BERE

Step3. Substrate solutionDZAM

& 1 )LIc 60 uLDSubstrate solution (FE#Y(E6-3ICEEH) =AML,
ZTL— b ZBRBRYT 2,

4

A vFaR—%— (25-30°C) I TBERERGRE

Step4. RAEDRIE

BRRISHRE. 300%H & 60 EDED T ILORE480-510nm : #
ERA95NM) % L — k) =5 —Ic TRHE

8 MHEEX - REXRDHMH

A (Control) = 607> DIRHESE (Control) - 303 DIRFESE (Control)
A (Sample) = 60 DIRNESE (Sample) — 30D DILHESE (Sample)

A(Control) > A(Sample) DFE
A (Control) - A(Sample)
FEEEER(%) = X 100
A (Control)

A(Control) < A(Sample) DBE ASample)

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

9 EAEF—4

9-1. &K+ v N EAW Y IRDOBEERE

AEy NERWTODVEELZFOYF—E BEREZMTICRY .
&7 T LOEEIFCONEDBRRINICE T 2HEZRT,

E®/7x/5—EFH

Kojic acid (mM)
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9-2. BMENRYMEIC K 2HEEEME

¥ v hEAVWTRRNEBFERYES L CBEIHYEOREFEZRI L .
FYMEDICE0 (BO%MAEEERE) EUTICRY

RERMGIHENRYE DIC50(E

EME ®/7z/5—¢ V7r/5—€
28 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-ArbutiniZL-DOPAZEE & Ufe Y7 =/ S —EEHE(BHET 5,
£E37k  Liang Qui et al. PLOS ONE, Vol.9, 10, €109398, 2014

*2 HydroguinoneldL-DOPAZEE & Lc Y7 1/ 5 —EEEERET .

SZE3M  Elizabeth Neeley et al. International Journal of Molecular Science, Vol.10, 3811-

3823, 2009
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