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3 HBAR (96 tests)

[ Assay buffer 25 mL
B Enzyme (& ME¥E) 450 uL X 4
Bl Substrate buffer 7 mL
BN Substrate(L-Tyrosine) 300 uL
" Enhancer 300 uL
Il |nhibitor control (10mM Kaojic acid) 300 ulL

96 well microplate 1 plate
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YA 7OFL—KkYU—4%— (480-510nm7 1 JL% —: #32495nm)
V¥ aR—4— (25-30°C)
CRILFFvURILERY N (2-200 1L)

WXRE BE (-20°C) TEELTTE W,

$EFRT (PAMET) -20CTHREL. HER AERINLICERH) H53 7 AUREERBLTTE L,

fERE (MM%) RBREUTORETREL. BIERHLS3 7 AUAIERLTTE W,

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



6-1. Assay buffer

F v MMIBDAssay bufferz ZRIC THMRET 2. MBEREFRETICZFOXIXERT %,
ER% (MBRK) 4 CIETRE.

6-2. Enzyme solution (ERIFEEL)

FERTZABIIGEUTE Y MIBDEnzyme%E XK EH UL IF4°Clc TRUET %o
ERBERIICERY  LEITI U TEnzyme solutionZ AR T %,

Enzyme solution 19z BEDOERE
M Enzyme 15uL
[ Assay buffer 5ul

BEDEERUXRRBEREDO 2EERETHARIT 2R

EnzymeldEB#% (BFEH) I£-20°CIc TRE.
BRERODOEnzymeld 1 B X THRMBUERTZ I ENTES,

6-3. Substrate solution (ETFEH)

B ET3FEMICH U Ty MIBDSubstrate . Enhancer. Substrate bufferz =8
ICTRRT %2, BRI ICERE,. EHAERIERY = )LEICIK U TSubstrate

solutionZ AW T 5,
Substrate solution 17zBRDDERE
B substrate 25ulL
M Substrate buffer 55ulL
Substrate & Substrate buffer%z #iN#. ## L Enhancer% &N
"' Enhancer 25ul

Substrate & Substrate buffer, EnhancerZ Bt /- & <829 5,
BES%ZZRBUEBRIEIERED I 2EERETCHANI ST L &

Substrate® & U'EnhanceridEfA# (RifE#) F-20CIc THRE
3 Substrate buffer(ZfEf# (MEHR) B4 CICTRE



6-4. Sample & Inhibitor control

SampleZ %R 9 21H 8 IEAssay bufferiC THIRT 2. BRICHFRBERNETS & EHET 3,
Inhibitor control EHFRETICZDEXERT 5. AEROREEIF2MME LS,
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Step1. Sample®i7in

RO /07L—hD&D x)lic 20uLDAssay buffer (Control),
Inhibitor control. SampleZ &Y %,

Step2. Enzyme solution D78l

£ z)lIc 20 uLDEnzyme solution (FR(L6-2iciC#) ZER/MU.
TL— 2B BRI S,

g

AYFaR—%— (25-30°C) 104 ERIE

Step3. Substrate solution® AN

& x)lIc 60 uLdDSubstrate solution (FAR(I6-3ICEEHE) ZFMU.
TL—hE2EBRT S,
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AVFaR—4F— (25-30°C) Ic TEERRIGHE (RIGERE 5 KE)
RIGFAHBORBEE L V5 HEBROBIXELZNET %,

Step4. RIEEDRIE
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8 MHEXOHH

A (Control) = 5 BRE#DORNE(E (Control) - RIGE® (0K OWNEE (Control)
A (Sample) = 5 BRE#%ORNEE (Sample) - RIGE# (0 BRE) ORNEE (Sample)

A (Control) > A(Sample) DiHE
A (Control) - A (Sample)
PHER (%) = X 100
A (Control)
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9-2. GMEXNRYEICLSHEEENE

Fxy hZEAVWTRERNEZAERYES SUBENHMEOREEEZRILL .
BEMEDIC50 (50%FHEFMRE) ZUTIKRY,

REWBEXS R EDIC50fE

EE €/7x/5—% V7x/7—€
#H 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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