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Effect of Deletion of C-terminal Region on Nonhemorrhagic
Recombinant Fibrin(ogen)olytic Metalloprotease

MA Tao, QIU Peng-xin, YAN Guang-mei
(Department of Pharmacology, Preclinical Medical College ,SUN Yat-sen University, Guangzhou 510089, China)

Abstract:  [Objective ] To investigate the effect of C-terminal region on the specificity, activity, and heat-
sensitivity of nonhemorrhagic recombinant fibrin(ogen)olytic metalloprotease (rFII). [Method ]SOEing PCR was used
for constructing mutation of deleting the C-terminal region. The mutation and rF I were induced and expressed in
transformed P.pastoris cells respectively.  The expressed and purified proteins were identified by SDS-PAGE and
Western blot analysis. After that, biochemical characteristics were analyzed.[Result ]The mutation and rF Il were
confirmed by SDS-PAGE and Western blot analysis. Biochemical characteristics analysis revealed: (1) Mutation
caused 1.9 fold increase of catalytic efficiency (Kcat/Km) against chromogenic substrate (N-(p-Tosyl)-Gly-Pro-Lys-
pNA); (2)The mutation and rF Il shared common preferential cleavage site(12-13) of oxidized insulin-B chain while
the difference started to display at secondary cleavage site; (3) Fibrin(ogn)olytic activity analysis revealed a higher
activity in mutation. (4) Heat treatment indicated that mutation was more sensitive than rF [ to increase of
temperature; (5) Furthermore, the ratio of helix of mutation increased by circular dichroism measurements.
[ Conclusion ]The deleted sequence was involved in specificity, activity, and heat-sensitivity of rF Il and could be
viewed as a candidate sequence for optimization.
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