FUJIFILM

Code No. 296-80901

for Skin Sensitisation Test

ADRA Kit

(Introduction]

ADRA (Amino acid Derivative Reactivity Assay) is in chemico test
method, which is an alternative (non-animal) method, for predicting skin
sensitization potential of chemicals, using N-(2-(1-naphthyDacetyl)-L-
cysteine (hereinafter referred to as NAC) and a-N-(2-(1-naphthyD)
acetyD-L-lysine (hereinafter referred to as NAL). This reagent kit enables
simple implementation of the ADRA.

[Reagent supplied]
This kit contains reagents to implement the ADRA for two 96-well plates.

Components Amount

for 10mL X 2 vials

for 10mL X 2 vials

for 300mL X 2 vials

for 300mL X 2 vials
1mL X 2 vials

NAC (297-80931)

NAL (294-80941)

NAC Buffer (pH 8.0) (premixed) (293-80911)
NAL Buffer (pH 10.2) (premixed) (290-80921)
0.01mol/L EDTA Solution (291-80951)

[Reagents required other than the kit]

1) Trifluoroacetic Acid (TFA) (Wako Special Grade 204-02743)

2) Acetonitrile (for HPLC 019-08631)

3) Distilled water or higher-grade water*
*Use water with low metal content for the ADRA.

4) Acetone** (Guaranteed Reagent 016-00346)

5) Dimethyl Sulfoxide (DMSO)** (Guaranteed Reagent 043-07216)
#kNot to be used if the test chemical dissolves in water or acetonitrile.

6) Phenylacetaldehyde (CAS No. 122-78-1)

[Necessary apparatus]
1) Electronic balance -with a displayed precision of 0.1 mg
2) Micropipette - Three micropipettes capable of distribution of 2-10 u L,
10-100 p L, 100-1000 u L
3) 12 channel pipette - capable of distribution of 50-150 u L
4) HPLC system - equipped with a light-shielding auto-sampler for a
96-well plate capable of liquid feeding at 0.3 mL/min
5) UV detector-photodiode array (PDA) detector or absorbance detector
(281 nm)
6) HPLC column
7) pH meter - with precision of & 0.01 pH, equipped with a buffer
solution for calibration
8) Incubator - capable of a temperature of 25°C
9) 96-well plate
10) 500 mL plastic bottle
11) Test tube mixer
12) Plate seal*
*Use the seal having high sealability and solvent-resistant performance.

13) Plate shaker

—1/16—

14) Plate centrifuge

% All the containers and instrument (except for components of HPLC)
used in this test must be disposable products made of Polypropylene
or Polyethylene. If contaminated by metal ion, dimerization of the
NAC occurs and the assay cannot be performed correctly.

[Principle]

This method assays the presence of skin sensitization by reacting the
test chemicals with NAC and NAL for 24 hours at 25°C, then determining
the concentration of residual NAC and NAL in the reaction liquid.

NAC and NAL are compounds consisting of a naphthalene ring at a
detection area and cysteine or lysine at the nucleophilic area. The relative
concentration of NAC and NAL after the 24-hour reaction is determined
by UV detection at 281 nm under the conditions of gradient elution in
HPLC.
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[Pre-work: Solubility Assessment of Test Chemicals]

Prior to performing the ADRA, the solubility of the test chemical must
be evaluated.

The following 4 solvents are suitable for the solubility evaluation and
the priority for the selection of the solvent is as follows.

1. Water*, 2. Acetonitrile, 3. Acetone, 4. DMSO**

*In case of acid anhydride, due to its hydrolysis reaction, water cannot be selected
as a solvent.

#xDMSO is only used for the 20 mM solution preparation.

Procedure for Solubility Assessment
1) Calculate the quantity of the test chemical necessary to prepare 5
mL of 20 mM solution of the test chemical. Use the formula below
to determine the amount.
[Preparation of 20 mM solution (5 mL) ]

100 « 20mM
purity (%)~ 1000

Quantity of the test chemical (mg) = Molecular weight X X 5mL
« If there is no information on the purity of the test chemical, assume
that it is 100%.
+ If the determined quantity is less than 10 mg, weigh more than 10
mg.
2) Weigh the quantity of the test chemical directly in a 10-15 mL
centrifuge tube, and record the actual weighed value.
3) Calculate the necessary amount of the solvent from the weighed
value using the following formula, then prepare the solution.
[Formula to determine the solvent amount for preparation of 20 mM solution]

Purity (%) %05

_ . . «  Purity 06)
Solvent amount (mL) = Amount of weighted test chemical (mg) Molecular weight .

4) If the test chemical is difficult to dissolve, perform ultrasonication
for 5 minutes.
5) Check visually whether the test chemical is soluble or not.
% If the test chemical at concentration of 20 mM does not dissolve
in all the solvent, perform the solubility check at concentration of
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1 mM with water, acetonitrile and acetone. DMSO is only used as
solvent for the chemical at concentration of 20mM, as it needs to
be diluted with acetonitrile for the reaction test.

[Formula to determine the quantity of the test chemical to prepare 100
mL of 1 mM solution]
100 1mM

X —— X 100mL

i i = i X
Quantity of the test chemical (mg) = Molecular weight purity %) 1000

If the test chemical is an aqueous solution, use water as a test
solvent, and determine the necessary amount of the test chemical and
water using the formula below. If the specific gravity is not available,
assume it as 1.

[Formula to determine necessary amount for preparation of 5 mL of
20 mM solution of test chemical]

Molecular weight 10
Concentration (w/v%) = Specific gravity

= Amount of test chemical (yL)

_ Amount of test chemical (pL)
1000

5 mL = Solvent amount (mL)
% In case of preparing 1 mM solution, dilute 20 mM solution by 20
times.

[Preparation of reagents]
1. Preparation of test chemical solution

Prepare the test chemical solution immediately before the reaction

process.

* Prepare the test chemical solution at concentration of 20 mM or
1 mM, using the solvent selected in “Solubility Assessment of Test
Chemicals”. For preparation of the test chemical solution, refer to the
preparation method described in “Procedure for Solubility Assess-
ment”.

+ In case of 20 mM test chemical solution, when using a solvent other
than DMSO, prepare the concentration to be 1 mM by diluting with
same solvent by 20 times. When using DMSO as a solvent, dilute with
acetonitrile by 20 times to prepare the concentration to be 1 mM.

% If sediment or cloudiness is observed, stop the experiment at
that point and perform the Solubility Assessment of Test Chemical
again.

2. Preparation of buffer
@ Preparation method of 100 mM NAC Buffer (pH 8.0)
1) Measure 300 mL of water.
2) Transfer the content of the NAC Buffer (pH 8.0) premixed into a
500 mL plastic bottle.
3) Take 30 mL from the measured water, and rinse the container of
the NAC Buffer (pH 8.0) premixed with it, then pour into the 500
mL plastic bottle.
4) Add 270 mL of the remaining water into the 500 mL plastic bottle,
and dissolve the premix.
5) After the premix is dissolved, add 10 L of 0.01 mol/L EDTA
solution.
6) Transfer some of the prepared buffer to another container and
check its pH. Ensure that the pH is within the range of 7.9-8.1.
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@ Preparation method of 100 mM NAL Buffer (pH 10.2)

1) Measure 300 mL of water.

2) Transfer the content of the NAL Buffer (pH 10.2) premixed into a
500 mL plastic bottle.

3) Take 30 mL from the measured water, and rinse the container of the
NAL Buffer (pH 10.2) premixed with this, then pour into the 500
mL plastic bottle.

4) Add 270 mL of the remaining water into the 500 mL plastic bottle,
and dissolve the premix.

5) Transfer some of the prepared buffer to another container and
check its pH. Ensure that the pH is within 10.1-10.3.

% If storing the prepared buffer, store it in the refrigerator and use
within 3 days after preparation.

3. Preparation of Positive Control Solution
Prepare 1 mM Phenylacetaldehyde (Molecular weight = 120.15) ace-
tonitrile solution as positive control.
* Preparation procedure
1) Using the following formula, calculate the quantity of the positive
control necessary to prepare 5 mL of 20 mM positive control
solution.

Molecular weight X = Quantity of Phenylacetaldehyde (mg)

10
purity (%)
2) Weigh the quantity of Phenylacetaldehyde directly in a 10-15 mL

centrifuge tube.

3) Calculate the necessary amount of the solvent based on the actual
weighted value, using the following formula.

Purity (%)

Weighed value of Phenylacetaldehyde (mg) X ————
Molecule weight

X 0.5 = Solvent amout (mL)

4) Dissolve the weighted Phenylacetaldehyde in the determined
amount of acetonitrile. (concentration: 20 mM)
5) Dilute it with acetonitrile by 20 times in an appropriate container*
such as 1.4 mL sample track. (concentration:1 mM)
#96-well deep well plate can also be used instead of sample track.
4. Preparation of NAC solution and NAL solution
Prepare the NAC solution and NAL solution immediately before the
reaction process.
" 1) Preparation of NAC solution
Take 10 mL of the NAC Buffer (pH 8.0) and directly add to the
container of NAC, then dissolve (concentration: 6.667 u M).
% Do not perform ultrasonication and intense stirring as it can cause
oxidization of NAC.
2) Preparation of NAL solution
Take 10 mL of the NAL Buffer (pH 10.2) and directly add to the
container of NAL, then dissolve (concentration: 6.667 p M).
5. Preparation of stop solution
Add 1 mL of TFA to 40 mL of water. (concentration: 2.5% (v/v))

[Reaction process]
The following operations are performed in a 96-well plate.

1. Implementation of stability test (O hour)
A stability test (O hour) should be implemented to ensure the stability
of NAC and NAL.
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Refer to the plate layout and dispense the reagents as shown below.

ST (0)

NAC Solution / NAL Solution 150puL
Acetonitrile 50pL

Stop Solution (2.5% (v/v) TFA Solution) | 50pL

After dispensing the reagents, seal the plate with a plate seal, and mix

it on a plate shaker. After being centrifuged, implement HPLC analysis

immediately.

% Check the ADRA-specialized webpage for the conditions of HPLC
analysis and analysis method for obtained data. The URL is shown
on the last page of this manual.

2. Dispensation of reagents
@ Refer to the plate layout and dispense the reagents to the corre-
sponding wells as shown below.
(The plate layout which can be used for a 96-well plate is available
on the ADRA-specialized webpage.)

Sample | RC-A | RC-B | RC-C | CC | PC |ST(24)

NAC Solution / NAL Solution 150pL|150pL|150pL| 150pL| — |150pL|150pL
NAC Buffer (pH 8.0)/
NAL Buffer (pH 10.2)
Acetonitrile — | 50pL | 50pL | — - — | 50pL

Solvent for dissolving test chemical | — - - | 50pL| — - -

- = | - | - |wop| - | -

Test chemical solution 50pl | — - — | 50pL| — -

Phenylacetaldehyde solution - - - - — | 50pL| -

After the dispensation is complete, seal the plate with a plate seal, and
mix it on a plate shaker.

Following spinning down in a centrifuge, incubate it under the light-
shielding condition for 24 hours (&£ 1 hour) at 25°C (£ 1°C).

@ Reaction stop

After the 24-hour reaction, add 50 p L of the stop solution to each

well. The stop solution should be added within 30 minutes after the

reaction is finished.

Following the adding of the stop solution, seal the plate with a plate

seal, and stir it on a plate shaker.

*If precipitation is observed in the reaction liquid after the stirring,
centrifuge the plate at a low speed (100-400 g) to gather the
deposit at the bottom. If it is possible to collect more than 100 u L
of the supernatant, transfer only the supernatant to another plate
for measurement.

(3 Preparation of dilution series of standard solution

1) Preparation of diluted buffer
Take 900 p L each from the NAC Buffer (pH 8.0) and NAL Buffer
(pH 10.2), and dispense each to another sample track. Add
60 L of water, 6 L of TFA and 234 p L of acetonitrile to each.
(hereinafter referrde to as Diluted NAC Buffer, Diluted NAL Buffer)

2) Preparation of NAC and NAL standard solution
Take 300 uL each from the prepared NAC solution and NAL
solution, and dispense each to another sample track. Add 20 p L
of water, 2 p L of TFA and 78 p L of acetonitrile to each.
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(hereinafter referred to as NAC standard solution, NAL standard
solution)
3) Next, prepare the dilution series as follows.

Std.1 | Std2 | Std3 | Std4 | Std5 | Std.6 | Std.7
Diluted NAC Buffer/ _
Diluted NAL Buffer 150pL | 150pL | 150pL | 150pL | 150pL | 150pL
NAC/NAL Standard Solution | 150 uL | 150 4L - - - - -
. . N Std.2 at
q — — — — — —
Dilution series operation (1) 1504L
- . PN _ _ _ Std3 at _ _ _
Dilution series operation @) 150pL
_— . NN _ -~ B -~ Std4 at -~ B
Dilution series operation () 1504L
_— . PN _ _ -~ _ -~ Std5at _
Dilution series operation 4 1504L
Final concentration 50puM | 25uM | 125 M |0.625pM|0.313pM|0.156uM| O

[Assay and data analysis]

After the reaction is completed, perform an analysis with HPLC.

Details of the conditions of analysis and method of analysis are avail-
able at the specialized webpage below.

ADRA kit specialized webpage
https://labchem-wako.fujifilm.com/jp/download/adrakit/index.html

[Caution]
{Caution for measurementy
+ Store the reagents in the specified conditions and do not use expired
items.
+ Use the kit as soon as possible after opening.
+ Do not use the container and accessories in this kit for any other
purposes.
{Caution for disposal>
+ In case of disposal, follow the applicable effluent standards and
dispose in a proper manner.

[Storage and expiration date]
- Storage: Keep in the refrigerator and away from the light (do not
freeze).
+ Expiration date: See the product label.
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FUJIFILM Wako Pure Chemical Corporation

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
Telephone : +81-6-6203-3741

Facsimile : +81-6-6201-5964

http://www.wako-chem.co.jp

FUJIFILM Wako Chemicals U.S.A. Corporation  FUJIFILM Wako Chemicals Europe GmbH

1600 Bellwood Road Fuggerstrasse 12

Richmond, VA 23237 D-41468 Neuss

USA. Germany

Telephone : +1-804-271-7677 Telephone : +49-2131-311-0

Facsimile  : +1-804-271-7791 Facsimile +49-2131-311100

http://www.wakousa.com http://www.wako-chemicals.de
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R R ETER
ADRA v b

[iZCsic]

ADRA (Amino acid Derivative Reactivity Assay) & N-(2-(1-naphthyl)
acetyl)-L-cysteine (LL'F NAC) & a-N-(2-(1-naphthyl acetyD-L-lysine (14
NNAL) %27z, (LAY O K s A R R R O B ) S B Al B
15T AFw ME ADRA BV fEEIC i T & 533EF Y ST,

[ ]
ARFy M2 96 well T'L— b 2 K53 DaRBRZ F2iT & Bz i L
TVE9d,

s w O MR eIk
NAC (297-80931) 10 mL A 24
NAL (294-80941) 10 mL EEN
NAC Buffer (pH 8.0) 7L 2w 7 Z (293-80911) 300 mL H RS
NAL Buffer (pH 10.2) 7L 2w Z Z (290-80921) 300 mL A 2K
0.01 mol/L EDTA ¥A#Z (291-80951) 1 mL 24

URF > b DSHC B 2 i 4]
D MU Z)VA el (TFA) (RDERH) 204-02743 )
2) 7= MUV (EEA T T 55 7 H 015-08633)
3) ARUKETEZNALD T L— ROk *
* B TIRBBEHEIDEVIKE THEH T E WL,
4) 7+ b2 GAIERHKL 016-00346)
5) VRAFIVZ)VERF T K (DMSO)** GASERHK 043-07216)
o BRI DK E T2 7 2 b = b V)UICTERRT 25 L8 A,
6) Phenylacetaldehyde (CAS No. 122-78-1)

(M9 % & 1)
1) BYRM--0.1 mg FTCEREINDLED
2) XA Z7aE¥xy b 2~10pL, 10~100xL, 100~ 1000 pL %
THWTES 3AZMH
3) 123 EXy k50 ~ 150 p L 77E(ATHEZR & D
4) HPLC ¥ A7 Ly 5% 0.3 mL/min TR ATHES 96 well HIBDEA—
TS —ffE
5) UV Kithds- 7 4+ A A4 —R7 LA Kithas (PDA Mitds) & 7z1dmk
JeEEMHIAE (281 nm)
6) HPLC /15 L\
7) pHit-£ 0.01 pH ¥ E THIS T LW IHERE D, K AR
TThsrT L
8) A VF aR—R—25CRENTHEIRE D
9) 96 well 7L —
10) 500 mL RV R b
11) #ABRE I FY—
12) 7L—b>—u*
* BEEHE, ARIMEORmNE D& SHAT FE W,
13) L—byzAh—
14) 7'L— bk
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¥ ADRA I 9 2 525087 B (HPLC MRl ZFR <) &9 XT PP
F/E PEROT ¢ AR TIVZEHHLTREV, SEA AR
AT %ENACHRAKEL, FHEiZEL <1752 ENTEE LA,

(L))

AIEFHERYIE & NAC, NAL % 25°C T 24 BERIRGE B, KIS
5179 % NAC & NAL ZNZNOUEE 7% & & U N SR FIE O A 2 51 L
9,

NAC & NAL ZBHERNIDF 7 2 L VB LSRN D Y AT A >V £ F ik
VI UhSRMETY, 24 R IG#%D NAC & NAL ORI X
HPLC O 75T LY b DA T, 281 nm @ UV R TERL X T,

o
HaN
HS oH o
HN HN
o O o O

NAC NAL
Cr ik - B e o vE L]
ADRA 7217 5 Bl 69 HERMI B DIAMRIEZ T L. BT FHE-e Ty

HERE NEOVERZEE LT R EW,
TARRIERTA 1 AEF T REZR YA IE LU R D 4 FET S, BRI, 5
ENTVBEHESDED T,

@k*, @7 b=FYJIL, @7k, @ DMSO**
* BRI IUK RS % 72Tl & U OKIGBIR T E XA,
#xDMSO & 20 mM VATRIHELANC DA L E 9,

VA RERTAL T IE
D) #EWIE 20 mM 74172 5 mL RS 2 7o DI BB E O B L At
ZRIRLE T, UTORZM-> THRHLTTEW,
(20 mM % 5 mL 739 2 BROBERME H & R H ]
100 20mM
B (%)~ 1000

« W R OISO A X, SIS 100% E0ELTFE W,
cEHHUZBAZED 10 mg Kk k-7 54513 10 mg ZHZREE L, 10
mg DL EFFRLUTREW,

2) 10 ~ 15 mL AR OB EFICHEEBYE 2 B2 afra L, B0
FREfEZ AR U TR E W,

3) URORZ M > TR S B ERRZFR U, ERZHRELT
TEW,
(20 mM ik 7z 53 % BRoOvaIR R 1K)

W O H 7 (mg) = 77 1 X X 5mL

VSl (mL) = PP L7 BRIETIR (mg) X *’E’f{é) X 05

) IEFIC VGRS, @SR (5 90D Z1T>TREW,
5) BHTHE., WBROARZHRAL TR,
% 20 mM 2O WERPIE DTN TOEBICHER L G- 725 801E, 1
mM ROVAREREREK, 72 ZRUI, TRV TIT>TRE
W DMSO MGt BRIC 72 F = MUV THERT 2 08 HH % /-
B, 20 mM BOREE L TORMHLET,
[1 mM 7&ifi% 100 mL FRA%S 2 B e H & &8 )
100 1mM

X ——— X 100mL

WD H 7 (mg) = 771X % @) < 1000
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SR D KB D G d i BRA I 2k & Uy ROFHEZZ VT
B SREE LKOBZEBLET, LEMDILLRWVWESIEL &
ELTTREW,
(20 mM #ERPIE VAR 5 mL FEEF HC]

TR 10

m X E = VBRI R (pL)

_ BUSRYES (ul)

5 mlL 1000

= VAR (mL)
¥ 1 mM Bz S B3 20 mM AR Z 20 BRIRL X9,

(ko 4]
1. PSR OB
R EVATIE RS LA ERNCIRE L TR E W0,
- [P liade - PSR OVARRIEREM) C¥tE U7zialz FivLC 20 mM
F72id 1 mM OWERYIEISRZ R L TTFE WV, WA O
& YARRPESTHE TR OFB 2SR L TTFE N,
+ 20 mM DOHERYIETSKRIC B TIE DMSO DSOS D&, [ A
IR FWT 20 {57 L. 1 mMICHHEI L TR &L, DMSO iAo
ABET7E = MUV EHOT 20 fEARL. 1 mMICHHE L TFEW,

XIR VDI E LT C S T EIIE L, 1, IR
ZREELTFEW,

2. Buffer 54
@® 100 mM NAC Buffer (pH 8.0) F{&1/5i%
1) /K300 mL ZFHRLE T,
2) NAC Buffer (pH 8.0) 7L 2 v 7 ADHE% 500 mL KUK ~Uic
BLET,
3) FHR L7k 5 30 mLE(D . NAC Buffer (pH 8.0) YL v 7 AD
AEPENTH, 500 mL RV R MU ANE T,
4) 5D D7k 270 mL % 500 mL RV R MUichnz, LI w7 A=
fRLE T,
5) TL 2w 7 AWAMR L Tz#%. 0.01 mol/L EDTA ¥A#i% 10 pL#¥nL
ESr
6) FHH L 7z Buffer O—ZRIOAZICHE U pH ZHER L £9°, T DR
pHIZ 7.9 ~ 8.1 DIHINTH 2 T L 2R L £,
@ 100 mM NAL Buffer (pH 10.2) #%1/5i%
1) 7k 300 mL Z&FHEL £ T,
2) NAL Buffer (pH 10.2) 7L 2w 7 A% 500 mL KV R hlic
BLET,
3) GHE L 7z7kA 5 30 mL WD . NAL Buffer (pH 10.2) YL IvF R
DRBBETNTH, 500 mL RY R MUICANET,
4) 58D D7k 270 mL & 500 mL RV R MUz, L3 v 7 A%
fRLE T,
5) #HH L 7z Buffer O—HZROABCHE L. pH ZHER L £, Z DR
pH 1 10.1 ~ 10.3 DHFANTH 5 Z L Z MR LT,
XIS U7z Buffer Z A3 2 S MEMAE L L, #@%% 3 HUA
AL TREW,

3. BRI BT i ik B
PP BRI & UC 1 mM Phenylacetaldehyde (51 =120.15) 7
b= P UVEREFE LTIV,
+ AT
D LUFORZHW, 20 mM Bt A2 5 mL JH85d % Dlc s 3i7s
M E O ARz iR L Ed,
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10
FUEE (%)

DTEX = Phenylacetaldehyde H%Ht (mg)

2) 10 ~ 15 mL AROELEICHEE, H% RO Phenylacetaldehyde %
FFRELUTREL,

3) FrE L7z ilEic D E IR O S BRI EZHELE T,

Phenylacetaldehyde FFifi (mg) X M X 0.5 = /AR (mL)
7T
4) fP&t L7z Phenylacetaldehyde ZHH L7z 8D 7 & + = b U)VIC AR

L%d, GEEE: 20 mM)
5 14 mLY YTV E Ty IEOBYEAR*NT7 v b= UV
WTC 20 fETRIRL £ 9, (RJE @ 1 mM)
w TR Tw I ORDYIC96well 7 — T VT L— iz EEMEHFTRE
<7

4. NAC ¥, NAL 7%y
NAC 7AH. NAL IS RS TRROERICHE LTI E W,
1) NAC /& DFE
NAC Buffer (pH 8.0) % 10 mL HX D, NAC DABRIC NN X &M L
%9, (4% 1 6.667 uM)
MHE LR U O EFRE NAC AL B R &2 D £ 9D T, 17
DIRNTFE,
2) NAL /& DS
NAL Buffer (pH 10.2) % 10 mL H(» . NAL OZZHCE RN Z 157
L&Y, (RE:6.667 pM)

5. BEE Ik B
/K40 mLiC bV 7)UA O (TFA) 1 mLZ2iMA 9, (BE:25%
~/v)

ALK )|
PUROEREE 96 well 7L— b ECHIEZTTNE T,

—

VR ER DI (0 RERD)
NAC. NAL OZ W ZTET 270, EMMRMAE (0 Rl =17
WE9,
TL— MEENEZSIRL, Tl ¥z LEd,

ST (0)

NAC YA#K /NAL T8 150pL

ViR = P 50 L
SRR (2.5% (v/v) TEA IKTEHR) 50uL

MEORER, TL— by —)VTHEE L. TL— bz A h—THHE

LET, EIMETAE Y XY v Uitk 77251 HPLC 53872 92t L

TREW,

¥ HPLC 3Mi5RfE. 195N 77— X DfE#T /7143 ADRA A WEB R—
V2R T E WV URL BAGHITE DR -V L TED £9,

2. kSR
OFL—MEERZSB L, WEd 2% well I N0 D il 3271 EL
TREW,
(ADRA Hf] WEB R—IC 96well /'L — b EFERTHEZZ S L—k
RERNS D ET, CHATEW,)
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Sample | RC-A | RC-B | RC-C | CC | PC |ST(24)

NAC ¥ /NAL ¥4 150uL| 150pL| 150 L] 150pL| — |150pL|150pL

NAC Buffer (pH 8.0)/

NAL Buffer(pH 10.2) I e R R V2

TR UL — |sopL|s0uL] - | - [ - [s04L

BESRETA AR - | - - |sopl| — | - | -

A 50pL | — - - |50pL| — -

Phenylacetaldehyde ¥4 - - - - — | 50pL| —

SHENE T LES, TL—hr—VTCEEL, TL— by h—TH
HFLET, BOETRAE YR YV LTt.25°C (£ 1°C) T 24 B (+
1D CIRIETA v F aX—F LT REW,

@M IE

24 BRI KESE 1 1. 7% Well lo IS5 -2 50 p LRI LT F&E W,

BSOS TR SEEE T 1% 30 S0 ANICERINL TR E W,

MISEILRZERMUIZ%, TL— b 2T L—ho—)IVTHEHL, 7

L—byx A —THELTFE,

XIBIPBRORISTRICH SN RS NG/, 71— F2&#E (100
~400 @) TELL, HithZEICHED T EEV, L% 100l
PLEFINTZ 2551 EEORFIO T L— M L, JIEICHNT
FEW,

OF R DFHH

1) 7iv#R Buffer OFfHL
NAC Buffer (pH 8.0) /NAL Buffer (pH 10.2) »5%ZhZh 900
pL &b, ZNEFNENOY TNV ETy JIcnELET, Th
Fhuc/ke0puLl, TFAG6puL, 7 b= hUL 234 L INAE T,
—7i#R NAC Buffer. #i#R NAL Buffer

2) NAC/NAL FE#EHk D5
FHELE D NAC 8. NAL /SR S ZNZFN 300l &b, Zh
FNEROY VTV Ty 2IicniELEd, TNZFhick 20p L,
TFA2puL. 72 = RUL 78 pL INZE T,
— NAC F2EiE, NAL Ry

3) KT AL D TIRRIN B L TR E W,

Stdl | Sd2 | Sd3 | Swd4 | Sd5 | 6 | sd7
%ﬂ}a%ﬁ%‘;ﬁrg — | 150uL | 150pL | 1504L | 1504L | 150pL | 1504L
NAC/NAL B | 150pL | 150uL| — | - | - | - | -
THRIIWERED - - ??(-)Zuaﬁ _ B B B
THRINERED - - _ ?lsdéiaf _ _ B
THCRIINERD - - _ _ ??04;13{ _ B
THCRYINERED - - _ _ _ ?tsdoiaﬁ B

AR 50uM | 25uM | 1250 [0625pM0313pM[0.156 M) 0

Uik « 57— 2 il

KIS5E 7%, HPLC I &> THMZEMBLE T,
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