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WFZER S OMEEE (9£30) : 3, 4-dihydrocoumarin (3, 4-DHC) is known to be a potent skin
sensitizer that has electrophilic property to froma covalent bond with deprotonated amino
groups. Incubation of 3,4-DHC in aqueous solution resulted in hydrolysis to form
3-(2-hydroxyphenyl) propanoic acid (HPA) and formation of 3, 4-DHC-lysine adduct in the
presence of lysine. Also, LC-MS analysis showed that 3,4-DHC modified lysine residues
in KLH. By using such a 3, 4-DHC-KLH adduct, we prepared the polyclonal antibody against

3, 4-DHC.
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HPLC
HPLC-UV-VIS system |&, AT Lz bR
— 7 — SCL-10A (J&#HL) . =R A 7" LC-10AD
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K5 5% LT, YMC-Pack ODS-AM A7 —
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#F HIZIE YMC-Pack ODS—-AM (250 x 4.6 mm
i.d., YMC %) Z w7z, 3,4-DHC B LW
-@-v Fuxv 7)) Futb 4 @
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UPLC-MS

UPLC-MS system (%, H=EA 7 GUEHH)
Acquity UPLC Binary Soluvent Manager., 1%
WA 7 (FE¥EWE M) 515 HPLC Pump
(Waters #). &7 L4 —7 > Acquity UPLC
High Temperature Column Heater. A — k¥
77— Acquity UPLC Autosampler Module
B L OVEESHrEE Synapt High Definition
Mass Spectrometry (HDMS) system (Waters
) o7, B2 TORE T MassLynx
version 4.1 software |25 W —FEHIHE L 7=,
717 HIZ1E Acquity UPLC BEH C18 column (50
x 2.1 mm i.d.) R\,
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keyhole limpet hemocyanin (KLH, 200 pg)
& DMSO IZ¥fiE L7~ 3, 4-DHC (F&IEEE 10 or 40
mM) A4 50 pL @ 0.1 M KPi (pH 7.5)
\ZC 25°CC 8 BRI G STz, D%, ik
B 1% SDS Mz, 0. 1%TNBS & 48 500 ulL
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THXRY 7 v —F)LH 3, 4-DHC Hifk o 3l
KLH (20 mg) & DMSO |Z¥Af#E L7~ 3, 4-DHC
GRCV2PE 40 mM) Z4H 5 ml @ 0.1 M KPi
(pH 7.5) 12T 25°CC 8 Wb & ¥ 7=,
3,4-DHC & s L7~ KLH (3 mL) % 50 mM KPi
(pH 7.5) Tk Liz== /5 7 A 10DG
(Bio-Rad f1) Zff L. 50 mM KPi (pH 7.5)
(3 mL) THWH L., RGO 3,4-DHC % FrE
L7, 15 & 4u7= 3, 4-DHC-KLH & &4 % 3, 4-DHC
PUREL, X 2F]) OBFHE FIZ1 ng
o 2 BRI X ICH 7 BEE S 72, Py
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immunosorbent assay (ELISA) ¥EIZ X V1772
~7z, ELISA L — hZ2HEL, KLH BI O
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SR 2 16 HUfA (Cell Signaling) %
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L CokEh Y v I 57e, BRKENZ XK ED
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>, 0.01% SDS) & FuN, JRME S Lk X
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