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6-1. Assay buffer

771 Assay buffer 25 mL
B Enzyme (¥v ¥ a)l—AHFE) 150 uL X 4
W substrate (L-Tyrosine) 300 uL ¥ v MIBDAssay buffers BIRICTRRYT 5. BBREFERETCZOXEEMT 3.
""" Enhancer 300 ulL fERA% (RfE%) F4°CIcTRE.
El |nhibitor control (10mM Kojic acid) 300 ul
96 well microplate 1 plate

6-2. Enzyme solution (ERTFHEL)

w kD CINE R el ERATZHBICSLTF Y MIBOEnzyme%E K b U< d4° CIETRBRT 3.
4 FvrUACBRGEDD EREICERY © LEITH U TEnzyme solutionz 89 3,

Enzyme solution 19zHt=bD
XA O7L—bhY—%— (480-510nm7 1 L7 —: #3EA495nm) 5] Lot
A YFaR—%F— (25-30°C) = il -
CRIVFFrRILERY K (2-200 L) ~ Assay buffer 15uL

BRODEZERUERRSEAEBD 1 2EERETHAR I L 2R

EnzymeldfEftk (BfEHE) £-20°CIc TRE.
BREROEnzymeld 1 X TERBUERT N TE S,

6-3. Substrate solution (ERTFHEL)

WEEE BE (20C) 6L IERMW (4C) THATHETT,
REBOBE I 2 BN THERICY <IC-20CTRELTFE W,

. B ETBFEHEIIEC T Y MIBDSubstrate &Enhancerz Z38IC TRlfi2d %,
S (BstAD) 20CTRE CREBTHNILE 7 AMRETT) B 1% & < 8%, SERIEATICHEA Y = LIKIC S U T Substrate solution’ M8 5.

A% (MR CHBABRUTOBRETREL. 37 BURIERALTTEW,

Assay buffer 4CRE Substrate solution 19 5D DERE
Enzyme -20CRE Substrat 25uL

Substrate (L-Tyrosine) -20°CRE ! L -

Enhancer -20°CIRE B Assay buffer 55uL

Inhibitor control (Kojic acid) -20°CRE Substrate & Assay buffer# & < ;B Enhancer# 70 U B U4
96 well microplate FRRE " Enhancer | 25ulL

BENPEZZEUVEBRIIERED 2MEEBRETHARNT 2 L & #E
Substrate® & U'EnhancerldEfA#% (BifE#) 1&-20°CIC THRE



6-4. Sample & Inhibitor control 8 PHER . (EEXROEH

SampleZ#HIRY 2158 & Assay bufferic THIRT %, BRICHFRBERTZTS & 2#ET 5, A (Control) = 609 DRKESE (Control) - 309 DIEXE(E (Control)
A (Sample) = 605 DIRLESE (Sample) - 304 DIREEE (Sample)

Inhibitor control EFRETICZDLXERT %, AEROKRBEEZ2MME 23,

A (Control) > A(Sample) D%B&
A (Control) - A (Sample)

7 Zabk3a—-lL Ty W oW o B PR (%) = X 100
b A A (Control)

A (Control) < A (Sample) Dig&
(Control) < A (Sample) = A (Sample)

R (%) = X 100
A (Control)

Stepl. Sample®¥in

TEBOYA7O07L—bhD&D z)LIC 20uLdDAssay buffer (Control).
Inhibitor control. SampleZ &g %,

Step2. Enzyme solution®3siN
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&7 x)lIc 20 uLDENnzyme solution (AR (E£6-2IC5EH#) ZARMU.
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Step3. Substrate solution®#xiN
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9-2. BMNRYEICKSHEEFENE

Xy hZEAVWTRERNEZBERYES SUCBENHYMEOBEEFEERIL .
BMEDICE0 (50%FEEFMRE) ZUTIRRY,

KRERNEGMHEXNBYEDIC50(E
TEME €/2zx/5—-4 v7zx/5—-¥
2#H 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

KA T ISRV
T233-0013 #R/ | REEEmERRMNILA2-38-34 BREIL202
TEL/FAX: 045-353-7244

E-mail: info@sakulab-sci.co.jp
HP: https://sakulab-sci.co.jp/

*1  a-ArbutinlZL-DOPAZEE & LY 7z /5 —EEEZRET 2,
£EX#E Liang Qui et al. PLOS ONE, Vol.9, 10, e109398, 2014

*2 HydroquinoneldL-DOPAZEE & LYy 7z / 5—EEEERET 5,
2EX# Elizabeth Neeley et al. International Journal of Molecular Science, Vol.10, 3811-
3823, 2009
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TEL : 06-6435-9747 FAX :06-6435-9748
URL : https://www.kacnet.co.jp/
E-mail : shiyaku-info@kacnet.co.jp
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