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Determination of free hydrazine in isoniazid injection by
HPLC with precolumn derivatization

LIZi', YU Run—fang’, HOU Ning’, LIU Shuai', WANG Wei'

( 1. Tianjin Institute for Drug Control, Tianjin 300070, China; 2. Tianjin Kingyork Pharmaceuticals Co., Ltd., Tianjin 300457, China )

Abstract Objective: To develop an HPLC method for determination of free hydrazine in isoniazid injection by
precolumn derivatization. Methods: This method is based on precolumn derivatization with benzaldehyde to form
benzaldehyde azine. Welch Ultimate XB—C 5 column ( 250 mm X 4.6 mm, 5 pm ) was adopted, the mobile phase
consisted of 0.1% EDTA-acetonitrilr ( 30:70 ) at a flow rate of 1.0 mL - min"', the detection wavelength was 310 nm,
and the column temperature was 40 °C. Results: The calibration curve of free hydrazine showed good linearity in
the ranges of 2.5-100 wg*mL™". The average recoveries were 96.9%-101.0% with RSDs of 0.2%-3.0% at
three spiked levels. The limit of detection was estimated to be 0.5 g+ mL™, and the limit of quatification was
2.5 wg-mL™. The contents of free hydrazine in three batches of samples were 0.014%, 0.043% and 0.095%,
respectively. Conclusion: Our study provides an effective method for the quality control of isoniazid injection.
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Fig. 1 The reaction equation of benzaldehyde and hydrazine
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Fig. 2 Chromatograms of reference solution ( a ) , test solution(b ),

blank reagent ( ¢ ) after derivatization
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Tab.1 Results of determination of recovery

JE 5 (original )/ A (added )/ SN ( measured )/ iR P IR RSD/%
(mg-ml™") (mg-ml™") (mg-ml™") (recovery ) /% (‘average recovery ) /%

0.020 88 0.025 26 0.046 76 102.4 100.9 3.0
0.045 48 97.4
0.046 87 102.9

0.020 88 0.050 53 0.071 62 100.4 101.0 0.6
0.071 86 100.9
0.072 20 101.6

0.020 88 0.077 51 0.096 14 97.1 96.9 0.2
0.095 96 96.9
0.095 91 96.8
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Tab.2 Results of determination of samples
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1510111 0.014
1502091 0.043
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