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methoxyphenylsulfonyl chloride as a fluorescent labelling reagent

Hirofumi Inoue, Yasuhiko Sakata, Keiko Fukunaga,
Hiroaki Nishio, and Yasuto Tsuruta

ABSTRACT : A simple and highly sensitive high-performance liquid chromatography for the
determination of pipecolic acid in serum was developed. Pipecolic acid and nipecotic acid
(internal standard) were derivatized with 4-(5,6-dimethoxy-2-phthalimidinyl)-2-
methoxyphenylsulfonyl chloride to produce fluorescent sulfonamides. The labelling reaction
was carried out at 70°C for 15 min at pH 9.0. The fluorescent derivatives were separated on a
reversed-phase column (45°C) with a stepwise elution using methanol/acetonitrile/10 mmol 1
acetic acid = (42:5:53) and methanol at a flow rate of 1.0 ml/min and detected at excitation and
emission wavelengths of 316 nm and 403 nm, respectively. The labelling yield was 100.8%.
The detection limit of pipecolic acid was 4 fmol at signal-to-noise ratio of 3. The within-day
and day-to-day relative standard deviations were 3.3 - 8.1% and 1.4 - 6.4%, respectively. The

concentration of pipecolic acid in normal human serum was 1.09 +0.37 wmol I,
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