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Fig. 1 15% SDS-PAGE analysis of X-33 cells culture
medium induced by 0.5% methanol

M: Protein molecular mass marker; /: Transfected Pichia pastoris

clone selected with 2.0 g/LL Zeocin; 2: Transfected Pichia pastoris clone

selected with 0.1 g/L Zeocin (Arrows indicate urokinase catalytic

domain mutant band).
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Fig. 2 15% SDS-PAGE analysis of collected protein
captured from cation exchange chromatography SPFF
M: Protein molecular mass marker; /: Fragment from cation exchange

chromatography SPFF.
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Fig. 3

catalytic domain mutant captured by cation column SPFF

Gel-filtration chromatogram analysis of uPA

The eluted peak corresponds to a molecular mass of about 29 ku.
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Fig. 4 Fibrin-agar plate analysis of the activity of
urokinase catalytic domain mutant

1: Mixture of water with plasminogen; 2: Mixture of standard active

urokinase with plasminogen; 3,4: Mixture of expressed urokinase

catalytic domain mutant with plasminogen.

Fig. 5 The crystal of urokinase catalytic domain mutant
obtained by the method of sitting-drop vapor diffusion
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Expression, Purification and Crystallization of

Urokinase Catalytic Domain in Pichia pastoris”
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Abstract

The gene fragment of urokinase catalytic domain mutant (C279A/N302Q) was amplified by the

site-mutated PCR method and was cloned into pPICZaA secretory expression plasmid. The recombinant plasmid

was transformed into yeast X-33 and selected with Zeocin. The recombinant protein was captured by the cation
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exchange chromatography SPFF and was purified to 99% of purity. The recombinant mutant protein was
crystallized by the method of sitting-drop vapor diffusion. These crystals diffracted to 1.45A with synchrotron
X-ray.
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