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Study on purity analysis of plasminase by reversed-phase high performance
liquid chromatography

GAO Zhaohui, ZHOU Changming, WANG Jing
Beijing Institute for Drug Control, Beijing Key Laboratory of Analysis and Evaluation on Chinese Medicine, Beijing 102206,
China

Abstract: Objective To establish a method of reversed-phase high performance liquid chromatography to determine the purity of
fibrinolytic enzyme. Methods Using SHISEIDO CAPCELL PAK C, SG300 (250 mm X 4.6 mm, 5 pm) or equivalent performance
column. The mobile phase A was 0.1% trifluoroacetic acid solution - acetonitrile (95:5), and the mobile phase B was 0.08%
trifluoroacetic acid solution: acetonitrile (20:80) with gradient elution at the flow rate of 0.7 mL-min™', the detection wavelength was
280 nm, and the column temperature was 40 °C. The specificity, detection limit and durability were investigated by referring to the
guiding principles of drug quality standard analysis method validation of IV 9101 of Chinese Pharmacopoeia (2020 edition). The
method and molecular exclusion chromatography were used to detect the purity of three batches of samples. Results The established
reversed-phase chromatography has strong specificity, detection limit of 0.01% and durability. Three batches of samples were tested,
the mass fraction was 93.5%—96.9%, and the results were accurate. Conclusion A reversed-phase chromatography method was
established for the determination of plasminase purity with higher resolution, better reproducibility and better quality control.
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Table 1 Elution gradient of mobile phase
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A B

0 55 45
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30 32 68
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Fig.1 HPLC chromatogram of blank solution (A), sample
A solution (B), and sample destroyed by light (C), high
temperature (D), acid (E), alkali (F), oxidation(G)
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Fig.3 HPLC chromatogram of 35 °C (A) and 45 °C (B)
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Table 2 Test results of samples
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