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Urckinase (UK), a thrombolytic enzyme used fo clear catheters obstructed by blood dlots. can be also used industrially in
the recombinant protein purification system to cleave a fusion protein linked with a certain fragment of GST. We have
immobilized UK by covalent attachment to activated Sepharose 6B-Cl gels and evaluated its performance to cleave a fusion
protein of hGH and GST. The Sepharose gels were activated by ethenfication with glycidol {2,3-epoxypropanol) and further
oxidized with periodate resulting in glyceryl-Sepharase gels. After the activation treatment, surface density of the aldehyde
groups was 7-30 ;. mol-aldehyde/mlL-gel. Immobilization yield was higher than 99% at high pH (10.5), and the immobilized
UK maintained ca. 80% specific activity of the soluble UK. In a column reaction the cleavage vield heavily depended on the
feed rate, and it was nearly 86% of that from soluble UK. And the immobilized UK was successfully regenerated by
unfoiding and refolding with 8M GuHCI After cleavaging reaction, the monomeric hGH was purified by using expanded bed
adsorption chromatography.
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Figure 7. Cleavage reaction of immabilized urokinasc (balch type reaction) Two mL of immabilized wrokinase gol reacled with 5
protein {5 mginl) for 55 howrs, (a) A type (Lane 1: pure hGH, Lane 2-9: cleavage iteacnion at each time), (b) D type (Lane 1:
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