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Inhibitor Screening Kit

(Diphenolase activity)
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3 HHEARAE (96 tests)

1 Assay buffer 25 mL
B Enzyme (k hEH¥E) 150 uL X 4
B substrate (L-DOPA) 600 uL
Il |nhibitor control (10mM Kaojic acid) 300 uL

96 well microplate 1 plate

4 v hrUANCDBERBRHD

RA470FL—KYU—%— (480-510nm7 1 LY —: #3495nm)
A YFarR—%— (25-30C)
CRILFFrYRILERY Kk (2-200 L)

WXRE BE (-20°C) TEELTTEW,

tEmE (FHE) -20CTHREL. WEH GMESNLECEH) 1537 AURIERLTTE W,

EAE (BRR) BERIUTORETREL. HEANS3 7 BUARIERLTTE W,

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



6 HEOHR

6-1. Assay buffer

F v MMIBDAssay buffere ZRICTHET 2, MBREIFRETICZOXEERT 2.
A% (MER) X4 CICTRE,

6-2. Enzyme solution (ERIFER)

FERTZIDEBICBUTFY MIBOEnzymeZXKLEH UL IF4° CICTREYT %,
FERERNICERY LU U TEnzyme solutionZ AR 3 %,

Enzyme solution 12xBlhDERE
B Enzyme S5ulL
Assay buffer 15uL

BEADEZERUVRRIERABD 1 2EERECHARIZ T L 2R

EnzymeldEA#% (REH) E-20°Cic THRE,
BREROEnzymeld 1 Bl X TCHEMBUERT I ENTES,

6-3. Substrate solution (ERTFHE)

BRETZFEEICH U THF Y MIBDSubstrate Z =R IC TRET %,
BRI & B, FRERICERY o LIS U TSubstrate solutionZ AR T %,

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

Substrate & Assay bufferz Bt 7% 3 & <1817 %,
BENEEBURRIEFRED 1 2EERETHANT 22 & &8

Substrate(dEE#% (MEE) (-20CICTRE



6-4. Sample & Inhibitor control

SampleZz# NI %155 IFAssay bufferiC THIRI 5. BRIICHFRBERNZT S & =2HRT 5,

Inhibitor control [IFRETICFDXXFERT %, AEFOKREEII2MMER S,

7 ZOM3—-)

Stepl. Sample®iFin

fEBOYA/707L—hD&D I 20uLDAssay buffer (Control),
Inhibitor control. SampleZ#iNY %,

Step2. Enzyme solution sl

&7 )T 20 uLDEnzyme solution (AR (L6-2iciE#) ZARML.
7L—hEBEIBBRIT D,

3

1YFa2R—%— (25-30°C) K104 MR

Step3. Substrate solution®#sAM

& )lIc 60 uLdDSubstrate solution (A (X6-3ICEH)ZRMU.
TL—hEERBRT 2,

4

AYFaR—4— (25-30C) Ic TERRIGHE

Step4. AEDRIE

BRRIGHBE. 300#%E L U600 DE Y T )LORNE (480-510nm :
HRA95Nnm)E L — MY =5 —cTHIE




8 MHEXOEH

A (Control) = 609 DIRFE(E (Control) - 302 DIRKEfE (Control)
A (Sample) = 603 DK E(E (Sample) - 30 DRNEE (Sample)

A (Control) > A(Sample) D&
A (Control) - A (Sample)
PREESR (%) = X 100
A (Control)
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EVTIDEBEEEFCONHEOBRERIGICEITZ2HEREERT .
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9-2. BMENRYEIC X SEEENE

Ay hERAWTRRNEBERYVELS SUCBENHYEOBREEEZRIL o
EMEDIC50 (50%PHEFEMRE) ZLUTIKRY,

KRG BYE DICS50ME
a E/7x/5—¢€ V7x/5—¢
2H L-Tyrosine L-DOPA
Kojic acid 250 uM 600 uM
a-Arbutin 150 uM 900 uM
B-Arbutin 400 uM 3,500 uM
Hydroquinone 100 uM 720 uM
Ascorbic acid 350 uM 90 uM
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