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Mushroom Tyrosinase
Inhibitor Screening Kit

(Diphenolase activity)
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6-1. Assay buffer

7 Assay buffer 25 mL
B Enzyme (v ¥ a2 /b—AH¥K) 150 uL X4
W Substrate (L-DOPA) 600 uL %y MIEDAssay buffers ERICTHMET 3. MERHBERETICZOEXEAT 3.
El |nhibitor control (10mM Kojic acid) 300 ulL ER% (RfR%) X4 CITTRE,
96 well microplate 1 plate

6-2. Enzyme solution (ERTFEEL)

4 w NN ICIHELRE D BRATZHRICIHECTFY MIBOEnZymeE XK EH U < (3 4°CIlc TR 3.
=\= 7 I\ Xﬂ ZE d:b 4 X ERERICERY LK U TEnzyme solutionZ %Y %,

Enzyme solution 19 z)HlHDERE
| | Enzyme S5ul

A0 7L—hKhYU—%— (480-510nm7 « JLF —: #3E495nm)

c A YF1R—F— (25-307C) =
CRLFFYRILERY b (2-200uL) i Assaybuties ek
BESEZRURRIEHEBD 2EBEECHANT 22 L 1R

Enzymeld £t (BfEHER) 1X-20°CIK TRE.
BREROEnzymeld 1 BX THRMBLERTZ &N TES,

6-3. Substrate solution (ERTEE)

P WR (20C) b U< HM (4C) THETELTT.
REOBAE 2 BMLATIERCT < I-20CTRELTTE W,

BN ETZEEICE U TH Y MIBOSubstrate =X R (IC TREfET 2.

tEmE (PasED) -20CTRE (KRB THNIE6 7y BHRETY) BRI & < MBI, SERERTICHERY o )LITH U TSubstrate solutionZ WY 3.
A% (MR%R) THRABUTORETREL. 37AURIEALTTEW, .
Substrate solution 192 LBlh OERE

Assay buffer 4°CIRE

Ensyie 20CRE B Substrate 5ul

Substrate (L-DOPA) -20CRE [0 Assay buffer 55uL

Inhibitor control (Kojic acid) -20CRE

96 well microplate ERRE Substrate & Assay bufferZ;B¥ iz ld & <847 %,

BROEZERURRBERED 2EERETHART 2 &R

Substrate(dfEMA#% (RifEH) F-20CIC THRE



6-4. Sample & Inhibitor control

fI=—= -

Sample%#IRT 3158 IE & Assay bufferic THERT %, FRlcHFRBERFETS

Inhibitor control EFRETICZFDEXERT 3. AEHOKEBEF2MME 23,

i E =l

Stepl. Sample®iFN

FEBOYA707L—hDO&D )i 20uLdDAssay buffer (Control).
Inhibitor control, SampleZ#&iNg %,

Step2. Enzyme solution®iZsiN

&7 LI 20 uLDEnzyme solution (FAH(E6-2ICiCH#) ZARMUL.
TL—h e8I BBIT 2,

9

1 YFa1R—%— (25-30°C) K103 MKRIL

Step3. Substrate solution®#sHN

& 1)lIT 60 uLDSubstrate solution (FHHIE6-3ICECH) Z RN UL.
TL—hEEBRT D,

4

1 YFa1R—%— (25-30°C) I TERRIGHEA

Step4. BHAEDRIE

BRRIGHAR. 309%E L T600EDOE D  )LORIE (480-510nm : #
WHRA495nm) % L — KU —F—cTHIE

EEHRET B,

8 MEX - EEXRDOHH

A (Control) = 609 DIRFE(E (Control) - 302 DIXEfE (Control)
A (Sample) = 605 DIRNESE (Sample) - 3053 DRHKESE (Sample)

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

A (Control) < A (Sample) DiZE
{Controd ¢ Rl - A (Sample)

R (%) = X 100
A (Control)
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I7x/5—EF%

Kojic acid (mM)

0 0.0032 0016 008 0.4 2 10

e

o
o

Inhibition rate (%)
o
<)

40
20 I
5 n

Control 00032 0016 008

04

Kojic acid (mM)

2 10




9-2. BMENRYEICLSMEEEN

AEy MEAWTRENEZAFERYVES LCBENHMEOBEEEEZRIEL .
EMEDICE50 (50%FHEEMRE) EUTIKRY,

RERHEMHES BYEDIC501E
EE T/7x/5—% V7z/5—-¢
2E 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-DOPAZRE L LY 7 =/ 5—EEHERET %,
2EX# Liang Qui et al. PLOS ONE, Vol.9, 10,e109398, 2014

*2 HydroquinoneldL-DOPAZEE & LY 7z / 5 —EEEZRHET 2.
2EX# Elizabeth Neeley et al. International Journal of Molecular Science, Vol.10, 3811-
3823, 2009
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