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Mushroom Tyrosinase
Inhibitor Screening Kit
(Diphenolase activity)
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3 HHAEAB (96 tests)

[ Assay buffer 25 mL
Bl Enzyme (X > a2 )b— LK) 150 uL X4
Bl Substrate (L-DOPA) 600 uL
Il [nhibitor control (10mM Kojic acid) 300 uL

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



6-1. Assay buffer

Fv MIEBDAssay bufferz = RIC TRIFET %, BIBERIEFRETICZFOEEFERT %,
ER% RER) E4CICTRE,

6-2. Enzyme solution (ERTFER)

FERTIHNBICHUTEF Y MIEBDEnzymeZE XK LEH UL IF4°Clc TRIfRS 5,
{ERERTICER Y o )LEUCH U TEnzyme solutionZ5A% T 3,

Enzyme solution 12 x)L&Hlch DERRE
B Enzyme Sul
Assay buffer 15ul

BRAZERBUERIIEAED ] 2EEREETHEIT 5 2R

EnzymeldfER#E (Bif#E) F-20°CICTRE.
BRE#DEnzymeld 1 BlEX THRRUERT DI ENTE S,

6-3. Substrate solution (ERTFEEL)

B E 9 5FMEICHE U THF Y MIEDSubstrate Z=R(C TRIET %,
RhARR I & < ¥BHRE. (BERAIERTICHEERY = )LEICIS U TSubstrate solutionZ5A%8 3 %,

Substrate solution 19 )LHi=hDEES
B Substrate 5ul
Assay buffer 55ul

Substrate & Assay bufferz;Bt /%3 & < #8129 %,
BEHEZRBUERIFERED] 2EERETHRET I L &R

Substrate($fEA% (BifEE) (F-20°CICTRE



6-4. Sample & Inhibitor control

SampleZ#HR I BiHE IFEAssay bufferic THERT %, FRIICHREERTZ1TS & £HRT B,

Inhibitor control (EFRETICEFDEEFERT 3, AERFOKREEX2MME RS,

Stepl. Sample®i#sin

BN 707L—bhDEV )i 20uLdAssay buffer (Control).
Inhibitor control, SampleZ#INg %,

Step2. Enzyme solution®3sin

& x)lic 20 uLDENzyme solution (FAHI6-2IC58H) &7 L.
7L— N EBIBRT 2,

¥

A 2FaR—F— (25-30°C) (C104ERIE

Step3. Substrate solution®i7siN

& 1 )LIc 60 uL?DSubstrate solution (FH%L36-3Ics2H) ZFMUL.
TL— BB T 3,

4

A FaR—%5— (25-30°C) Ic TERKRILFHE

Stepd. TBHAEDHEIE

BRRLFAHE. 3008ELVC0REDED o LOIRKE(480-510nm - #E
BRRA95Nm) & L —~ U—F—ICTHIE




8 MHEX- - REXOHEMH

A (Control) = 609 D& (Control) - 302D E(E (Control)
A(Sample) = 604 DBNESE (Sample) - 302 DBKEE (Sample)

A (Control) > A(Sample) DB&E
A (Control) - A(Sample)

FREE(%) = e
A (Control)
A(Control) < A(Sample) D#B& A (Sample)
(R (%) = S50
A (Control)
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¥y NEBWTIVIREZFOYF—t BEXZLTICRY,
£ T )LOBEIFE0NBOBRRIGICE T 2REETRT,

I7x/5—EFEE

Kojic acid (mM)

0 0.0032 0016 0.08 04 2 10

DGO

Inhibition rate (%)
8

Control00032 0016 008 04 2 10
Kojic acid (mM)




9-2. BMENRYMEBICK SEEEME

T+ v AW TRRNEZBERYESR L CBERNGHYEOBREEMZIREE L .
EMEDIC50 (50%FEEFERE) ZLATICRY,

KRB RYEDICE0fE

& TS dxla—E V72x/5—
'8 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-Arbutini3L-DOPAZEE & UIcY 7 = / S—EiEHZRET %
ZEX#E Liang Qui et al. PLOS ONE, Vol.9, 10, e109398, 2014

*2 HydroquinoneldL-DOPAZEEE UicY 7 =/ 5 —EEk%ERET %,
ZEX@k Elizabeth Neeley et al. International Journal of Molecular Science, Vol.10, 3811-
3823, 2009
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