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Study on Active Anticoagulants of Two Leech Species by Native-PAGE-WB Methods
Cheng Shan'’, Wang Bo', Xiao Ling', Nie Jing', Zheng Jian’
(1. Hubet Institution for Drug Control, Wuhan 630064, China;
2. College of Pharmacy, Hubei University of Chinese Medicine, Wuhan 430065, China;
3. National Institutes for Food and Drug Control,Beijing 100010,China)

Abstract: Native—PAGE can conserve the bioactivity of protein after the separation of electrophoresis.Western blot is a
protein detection technique used to detect specific antigens (such as thrombin) with specific antibodies. In this research
Native—=PAGE-WB methods was established to detect Protein—Protein Interactions between thrombin and anticoagulant
components and to explore the active anticoagulants from two leech species. In this method NP-40 lysis buffer was used
to extract the total proteins from Whitmania pigra Whitman and Hirudo nipponica Whitman, then Antithrombin activity of
two leech species was determined by thrombin titration. It was found that both leech species the thrombin — active

peptides was detected through Native— PAGE —WB, and the SDS— PAGE —WB found that the strips produced after the

degeneration of the complex were the same as that of standard thrombin.It comes to the conclusion that the anticoagulants
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from Whitmania pigra Whitman can form stable protein complexes with thrombin in vitro like hirudin.

Keywords: Whitmania pigra whitman, hirudo nipponica whitman, thrombin, Native—PAGE , anticoagulant, Western blot
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