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Abstract—A high performance liquid chromatographic method was developed for the determination of
DA-6034 in biological fluids using internal standard. Plasma containing DA-6034 and internal standard
was extracted by liquid-liquid extraction at an acidic pH. After evaporation of the organic layer, the
drug and internal standard were reconstituted with mobile phase and injected into the column. They
were separated by high performance liquid chromatography on inertsil ODS 1 column at 334 nm. The
detection limit of DA-6034 in plasma was 0.02 pg/ml. In this method, the range of recovery and coef-
ficients of variation were 96~110% and 0.40~3.78%, respectively. There was no interference from en-
dogenous substances. Urine and bile were analysed using the deproteinization method and the de-

tection limit of DA-6034 was 1 ug/!.
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Fig. 1 — Basic structure of DA-6034.
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Fig. 2 — Extraction method of DA-6034.
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Table I— Analytical condition of HPLC

® Column : Inertsil ODS II (5 pm, 4.6x150 mm)

@ Mobile phase : 5 mM sodium methanesulfonate/
10 mM KH,PO, (pH 2.5),
acetonitrile="70, 30 (v/v)

® Wavelength : UV 334 nm

@ Flow rate : 1.0 m{/min

® Injection volume : 100 pI

® Temperature : Ambient Temp.

Table II— Response factors and recoveries of DA-6034
at various concentrations in rat plasma us-

ing the extraction method
Concentration Response C.V'® Recovery’

(ug/mi) factor® (n=3) (%)
0.02 0.944+0.0173 1.84 96

0.1 0.927+0.0350  3.78 100

0.2 0.986+0.0145 147 108

1 1.02+0.0824 081 109

2 1.05+0.0042 0.40 110

10 1.01+0.0211 1.92 107

*(Drug peak height devided by its concentration)/
(internal standard peak height): mean+8.D.

® Coefficients of variation, (S.D./mean) x 100

¢ Relative recovery compared with water.
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Fig. 3 — Chromatograms of blank rat plasma (A), rat
plasma spiked with an internal standard (B),
and plasma obtained at 15 min after in-
travenous administration of DA-6034 (5 mg/kg)
to rats (C). Peaks: 1=DA-6034: 2=internal
standard (1 pg/mi).

Vol. 42, No. 2. 1998

Table Il — Response factors and recoveries of DA-6034
at various concentrations in rat urine and
bile using the deproteinization method

Concentration Response C.V.® Recovery
(pg/mi) factor® (n-3) (%)
Urine

10 0.0124+0.00034 2.75 95

50 0.0124+0.00058 4.74 97

100 0.0120£0.00043 3.55 97
Bile

10 0.0132+0.00041 0.81 100

50 0.01280.00012 0.40 101

100 0.0124+0.00017 1.36 99

*(Drug peak height devided by its concentration)/
(internal standard peak height); mean+S.D.

*Coefficients of variation, (S.D./mean) x 100

‘Relative recovery compared with water.
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Fig. 4 — Chromatograms of blank rat urine (A)., rat
urine collected between 0~24 hr after in-
travenous administration of DA-6034 (5 mg/kg)
to rats (B), blank rat bile (C), and rat bile col-
lected between 3~4 hr after intravenous ad-
ministration of DA-6034 95 mg/kg) to rats (D).
Peaks; 1=DA-6034; 2=Internal standard (5
pg/mi).
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