Fluorometric Analysis of Carboxylic Acid
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N-(4-Aminobutyl) -N-ethylisoluminol (ABEI) was used as the fluorometriclabeling
reagent in order to detect benzoic acid in local anaesthetic such as cocain.

The reaction mixture of benzoic acid and acetic acid with ABEI was separated by
the HPLC system equipped with a UV detector or a fluorescence detector. A good
separation was achieved using ZORBAX ODS column with mobile phase of

acetonitrilewater 85 15

The detection limit was about 1 X 10 9g/injection for benzoic acid.
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Kawasaki
Table. 1 ABEI
LC 3A 0.3ml CMPI DPP
uv SPD 2A 2.0ml Fig.
HPLC RF535 2 N2
ZORBAX ODS 4.6mmX* 25cm 60 2
HPLC
ABEI Kawasaki 2 Table 1 Mixing ratio of reagents
reagent molar ratio solvent
o carboxylic acid (less than) 1 CHLOH
CH3CH 3
ety g , ABEI 1 (0.3ml)
2 e P, DPP CH3CHaw e
+ 60°C 2h Ny gas R-conR-(CH), 5 CMPI 2 CH.CN
R-COOH water-bath . 3
DPP 4 (2.0ml)
cMpI= 2-chioro-tmethylpyridinium iodide
OPP = 34.dinydro-2Hpyrido(j2 3 pyrimidin-2.0ne (For example)
Fig. 1 Fluorometric labeling reaction scheme reagent concentration | used volume
Benzoic acid 10mg/100ml 0.2ml
Fig. 1 Kawasaki ABEI 6mg/ 5ml 0.1ml
CMPI 10mg/50ml 1.0ml
2ml Ne 60 2
DPP 12mg/50ml 1.0ml
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Fig. 3 Chromatograms of Labeling reaction mixtures
column ; ZORBAX ODS 4.6mm X 25cm
mobile phase ; CH;CN : H;:O=85: 15
flow rate ; 1.0ml/min
detector ; UV 300nm/fluorescense EX 300nm,EM 420nm
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Fig. 4 HPLC of ABEI-benzoic acid
(about4 x107%g, aboutl x107°g/injection)
Fig. 4 4% 10 %g 1 column ; ZORBAX ODS 4.6mm X 25cm
10 g 100 mobile phase ; CHiCN : H;0=90 : 10
10 “g flow rate ; 1.0ml/min
detector ; UV 300nm/fluorescense EX 320nm,
EM 430nm
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Fig. 5 Thin-layer Chromatogram of reaction mixtures
solvent system ; CHsCN : H)O=85: 15
detector ; UV 254nm
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Fig. 6 HPLC of fraction A fractionated by TLC

column ; ZORBAX ODS 4.6mmaX 25cm
mobile phase ; CHsCN : H/O=85:15
flow rate ; 1.0ml/min

detector ; UV 300nm

N 4 Aminobutyl
N ethylisoluminol ABEI

HPLC uv

1x 10 % 100



T. K. Kawasaki

M. Maeda

28 111 1988
A.Tsuji J. Chromatogr., 328 121 1985
38 59 1989

73



