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0.5 ml of serum sample

|
Added 0.5 ml of 1/30 M sodium phosphate buffer,
pHﬂO

Vortexed by vortex mixer
Added 0.5 ml of ethanol
Mii(ed
Added 6.0 ml of diethylether
Shaken for 15 min and centrifuged at 3000 rpm for 5 min

5 mli of organic extract

Evaporated to dryness at temperature of
lower than 35°C using a stream of Ny

Dried residue
\
Added 0.2 ml of SI‘TC in acetonitrile®

Mixed well and allowed to stand for 5 min

|
Injected 10~20 pl into HPLGC system

* SFC : succinimido-2-fluorenylcarbamate (50 ug/ml)

Fig. 1 Sample preparation
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Fig. 2 Effect of ethanol to liquid-liquid partition
efficiency for extraction of SDB in serum using
diethylether as extract solvent
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Fig. 3 Chromatograms obtained in the analysis of
a) SDB, b) reaction mixture of SFC (100 pg) with
SDB (10 ug) in 2 ml of acetonitrile, ¢) SFC with hu-
man serum (Consera®) extract containing no SDB
and d) containing 20 ng of SDB per ml of serum

Chromatography was carried out on a reversed-
phase TSK Gel ODS-80TM 4.6X250 mm column
using ethanol : methanol : acetic acid=650: 347.5:
25v/v% containing 0.2% of ammonium acetate as
the mobile phase at a flow rate of 1.0 ml/min.
Eluate from the column was monitored at 286 nm
for excitation and 343 nm for emission wavelengths
except when 280 nm for excitation and 313 nm for
emission wavelengths were used in the analysis of
non-derived SDB.
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Fig. 4 Reaction scheme for the formation of urea derivative SDB-FC from SFC with

SDB
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Table 1 Recovery and reproducibility of SDB from
serum 2 b)
Added serum/ Mean 9 >
ng ml™' recovery, % " RSD, % g =
e 8
40 102.0 5 1.4 £ E SDB-FC
500 100.9 5 1.8 © peak b
% position of  §
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- e 5
L S 3
2 3 =
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/M
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5 1 Retention time/min
- x. . . . .
g ° © Fig. 6 Chromatograms obtained in the analysis of
§ 0.1 ~2 dog serum a) pretreatment and b) at 24 h after sin-
© : , —r gle continual intravenous infusion (15min) of SDB
5 0051 2 4 8 2 48 (0.5 mg/kg) to a female dog
o3 ' Time post start of infusion/h Chromatographic conditions are the same as in Fig.

Fig. 5 Change in serum concentration of SDB fol-
lowing single continual intravenous infusion (15

min) of SDB (0.5 mg/kg) to female dogs

(O individual data, — : mean value
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Determination of N-solanesyl-N,N -bis(3,4-dimethoxybenzyl)ethanediamine in

serum by
fluorenylcarbamate.

HPLC using new fluorescence labeling reagent succinimido-2-
Toshio Hiral, Kiyomi UMEzawa, Masataka Kitamura and Yoshi-
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nori. INOUE {Chemical and Formulation Laboratories, Lederle (Japan), Ltd., 1-6-34,
Kashiwa-cho, Shiki-shi, Saitama 353}

A novel isoprenoid derivative N-solanesyl-N,N’-bis(3,4-dimethoxybenzyl)ethanediamine
(SDB) is an anti-tumor activity potentiating agent for a variety of anti-tumor agents, e.g.,
adriamycin, 5-fluorouracil and mitomycin C. A simple and sensitive method for the de-
termination of SDB in serum has been developed by HPLC using precolumn fluorescence
labeling reagent succinimido-2-fluorenylcarbamate (SFC). After deproteinization with
ethanol, SDB in human serum was extracted with diethylether. Extracted SDB was con-
verted into its fluorenylcarbamyl derivative SDB-FC using SFC in acetonitrile. Reaction
was completed within 5 min at room temperature. A part of the reaction mixture was
injected directly into a HPLC system. HPLC was performed on a reversed-phase TSK
Gel ODS-80TM 4.6X250 mm column using ethanol : methanol : acetic acid=650:
347.5: 2.5 v/v containing 0.2% of ammonium acetate as the mobile phase at a flow rate
of 1.0 ml/min. Eluate from the column was monitored fluorometrically at 343 nm while
excited at 286 nm. Under these conditions, SDB-FC could be separated completely from
the other components in the samples including excess SFC. The detection limit of the
assay was | ng/ml: the good linear relationships between peak area and the concentra-
tion of SDB were found in even low ranges, 1 to 40 ng/ml of human serum. Mean re-
covery and reproducibility (n=5) of the method were 102.0% and RSD (% )=1.4 for 40
ng/ml, and 100.9% and RSD(%)=1.8 for 500 ng/ml of human serum, respectively.
Present method was successfully applied to the analysis of serum after a single in-
travenous administration of 0.5 mg/kg of SDB to female dogs. Terminal half lives of
SDB in dog serum was ca.7.3 h.

(Received November 20, 1990)
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