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High Performance Liquid Chromatographic Assay of Ofloxacin
in Plasma

Chae Sun Baek and Young Su Kim
College of Pharmacy, Chosun University, Kwangju 501-759, Korea

A high-performance liquid chromatographic method with fluorometric detection was evaluated for
analysis of ofloxacin in plasma. Biological fluids (plasma, 200 pL) were prepared for assay by pro-
tein precipitation with chloroform. The detection of ofloxacin and triamterene as an internal standard
were performed at 358 nm for excitation and 495 nm for emission. The HPLC separation was carried
out on Ultrasphere ODS column (4.6 mmx25 cm, 5 pum) with acetonitrile (45%)-phosphoric acid
(1.5%) containing 0.3% sodium laurylsulfate as the mobile phase. The flow-rate was 1.0 mL/min.
The calibration graphs were linear from 3.0 to 80 ng/mL with r=0.998. The minimal detectable con-
centration in plasma was 1.5 ng/mL. The proposed technique is reproducible, selective, reliable and

sensitive.
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OFLOXACIN TRIAMTERENE (1.8.)

Fig. 1. Chemical structures of ofloxacin and triamterene
(internal standard)

Sample 0.2 mL{(plasma)

triamterene (1.0 ng/mlL, internal standard)
B el

30 sec. vortex mixing

0.1M phosphate buffer(pH 7.0) 0.5 mL

30 sec. vortex mixing
! chloroform 3 mL
25 min. vortex mixing and 10 min, centrifuge at 3000 rpm
\ remove water layer by aspirator
organic layer

Q.19 phasphoric acid 0.3 mL
1 min. vortex and 15 min. centrifuge at 3000 rpm

aqueous layer

|

120~150 1 L injection into HPLC

Scheme 1. Schematic outline of the HPLC analysis of
ofloxacin in plasma
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Fig. 2. Typical chromatogram of ofloxacin (60 ng/mL) in
plasma. Peaks: 1. ofloxacin (11.5 min), 2. triamterene
(internal standard, 13.5 min)
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Table 1. Recovery and reproducibility of ofloxacin
analysis

Coefficient of variaton

Concentration Recovery (%)
(ng/mL) (% ; mean=S.D.)
Inter-day  Intra-day
10 96.7+2.9 44 6.5
20 98.6+3.4 3.1 48
40 97.9+£3.0 29 34
80 98.4+2.1 1.5 27

n=5 at each concentration
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