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3 EmAZR (96 tests)

I Assay buffer 25 mL
M Enzyme (Y7 AH3¥K) 450 uL X 4
Il Substrate buffer 7 mL
BN Substrate(L-Tyrosine) 300 uL
[ Enhancer 300 ulL
Il |nhibitor control (10mM Kojic acid) 300 uL

96 well microplate 1 plate

4 Fvy  NUACBERED

YA 7L—KJ—%— (480-510nm7 « L% —: #3€495nm)
c A YFa2R—%— (25-30C)
RILFFrrRILEXRY b (2-200 L)

WXRE % (-20°C) TEIELTTE W,

fEFET (PASEN) -20CTREL. BER WRSNILICEH) 1537 BURICERLTTE W,

Rk (EMR%) BEEZUTORETREL. REANS37AUAERLTTEW,

Assay buffer 4°CIRE
Enzyme -20CRE
Substrate buffer 4°CRE
Substrate (L-Tyrosine) 20°CRE
Enhancer -20°CIRE
Inhibitor control (Kojic acid) -20CIRE
96 well microplate ERRE
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6-1. Assay buffer

F v MIBDAssay bufferz ZRIC TR 5, MBREFRETCZOIXERT 3.
fEMA% (MREER) 34°CIKTRE.

6-2. Enzyme solution (ERIFEE)

ERTZ2PEBICBUTHFY MIBDEnzymeZ XK EH UL I 4°CIC TRIET %,
ERERIICHERY LTI U TEnzyme solutionZ M3 %,

Enzyme solution 17z B OERE
M Enzyme 15uL
[ Assay buffer 5uL

BROZERURRBERAED 1 2EERETHARI I L2 HR

Enzymeld 5% (RfEH) (&-20°CIc TRE.
BRE®ODENzymeld 1 BIX THERBUERT RN TE S,

6-3. Substrate solution (ERIFEHE)

B ETBEEICIH U TE Y MMIEBDSubstrate . Enhancer. Substrate bufferz =38
K THERYT %, MEBREIICEBRE, EHERMICERY o LEICTIE U TSubstrate
solutionZzH#HE 9 %,

Substrate solution 17z Hich OERE
M substrate 25ulL
B Substrate buffer 55ulL
Substrate & Substrate bufferz #xiN#., ## UEnhancerz N
" Enhancer 25ul

Substrate & Substrate buffer, EnhancerZz Bt /#% (3 & < iB#49 %,
BEROZZRUVEREIERED1 2EERE RN T T &R

Substrate® & U'EnhanceridfEf#% (RfE#%) E-20°CIC TRE
Substrate buffer(dEA% (MfE#E) F4CICTHRE



6-4. Sample & Inhibitor control

Samplez#HIMY 515 & IFAssay bufferiC THIRT 3. BRIICHFRBERNZTS & 2RI 5,

Inhibitor control EFRETICFDXXFERT %, AERKOREEF2MMELR S,

7 ZOM3-)

Stepl. Sample®i7in

TEBOYAo707L—hrD&D )l 20uLdDAssay buffer (Control),
Inhibitor control. SampleZ &Y %,

Step2. Enzyme solutionDsA0

&7 LT 20 uLDEnzyme solution (AR (E6-2ICECH#) ZARMUL.
7L—hZBEIRBIT S,

3

A% aR—%— (25-30°C) 109 BRI

Step3. Substrate solution®#si0

& x)lIc 60 uLDSubstrate solution (FAR(Z6-3ICEEH)ZHRMU.
TL— & BRT S,
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AvFarR—4%— (25-30°C) Ic TEERRIGEE (RGER 5 RR)
RSB OBHEE L V5 BEEROBRXEEINET 5,

Step4. RIEEDRIE

BERGHKBER (OFKMB) SLUS5RKHEAEOR Y )LD RNE (480-
510nm : #EER495nm) 2 7L — KU =% —CTHIE
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A (Control) = 5 BRE#% ORI} E(E (Control) - RIGEZ (0 KRE) ORXEE (Control)
A (Sample) = 5 K% O ESE (Sample) - RIGE# (0 BE) ORXEE (Sample)

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

PHE R (%) = X 100
A (Control)
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BV )DEHIF30C. SHEMOBRRGICEITZHRBERT,
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Kojic acid (mM)
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9-2. BHERRYEICLSMEEFNE

FEy hEAVWTRRNEZAFERAYVES JUCBENHYEOBRBEHZRIL .
EMEDIC50 (50%FHEFEHRE) ZLUTICRT,

RENEEX BYE DICS501E
aEtE ®/7x/5—¢ V7x/5—%
#H L-Tyrosine L-DOPA
Kojic acid 30 uM 80 uM
a-Arbutin 2,000 uM 5,000 uM
B-Arbutin 3,800 uM 10,000 uM
Hydroquinone 70 uM 1,000 uM
Ascorbic acid 600 uM 115 uM
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