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1. Objectvies
This study was performed to find the activities and characteristics of purified thrombolytic enzymes from Holotrichia

extracts.

2. Methods

In the first time, a coarse enzyme fluid was made by using the freedried Holotrichia extracts. After manufacturing
total soluble proteins and purifing enzymes, it was evauluated the activities and characteristics of this enzyme's dissolving
capability to fibrin and thrombus. This study was taken using azocasein assay, fibrin-plate method, native-PAGE and
fibrin zymography.

3. Results

A soluble proteins were efficiently extracted form freezedried Holotrichia extracts. And, this purified enzyme had a
ten times fibrinolytic capability compare with ustulation Holotrichia sample. In native PAGE and fibrin zymography,
Holotrichia extracts showed the respectable fibrinolytic activity. Also, it had higher thrombolytic activities compared
with general thrombolytic enzyme 'plasmin’. In experiment of various protease inhibitors of the purified enzyme from
Holotrichia extracts on the azocaseinolytic activity, the enzyme was strongly inhibited by EDTA - EGTA, and weakly
by APMSF - PMSF - TPCK.

4. Conclusion
Holotrichia extracts has the thrombolytic activities, and it will operate directly th fibrin-clot and thrombus.
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Fig. 1. SDS-polyacrylamide gel electrophoresis of total
soluble proteins concentrated with 50-75% ethanol
from Holotrichia. M lane, protein molecular weight

marker; S, sample of Holotrichia.
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Fig. 2. Protease activities of total soluble proteins concentrated with 50-75% ethanol from Holotrichia. Sample 1, freezedry sample
of live Holotrichia; sample 2, ustulation samples. One unit of azocaseinolytic activity is defined as the amount of enzyme
which causes a net increase of 0.1 in absorbance at 366 nm in 1 hour.
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Fig. 3. Fibrinolytic activities on the fibrin agarose plate of Holotrichia. Upper figure presents fibrin agarose plate and lower figure
presents fibrinolytic activities. a, 25 mM sodium phosphate buffer(oH 7.4) as negative control; b, plasmin as positive control;

¢, Holotrichia sample.
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Fig. 4. SDS—polyacrylamide gel electrophoresis and fibrin
zymography of Holotrichia. M, lane of protein
molecular weight markers; 1, 5 ug; 2, 10 ug; 3, 20
ug. Zymogen analysis of purified protease for activity
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Table 1. Effect of Various Inhibitors on the Azocaseinolytic
Activities of the Protease of Holotrichia

Various Inhibi
anous breors Relative Activity(%) Remarks

of Protease
APMSF 28.440.9 % L 2
PMSF 23.740.6 % i
TPCK 27.3%1.2 % i
TLCK 54.63.1 %
EDTA 84.5+7.5 % 1
EGTA 87.4+12.8 % 1t
aprotinin 46.8£1.2 %
pepstatin-A 54.6+1.1 %
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Fig. 5. Effect of various inhibitors on the fibrinolytic activities
of the protease of Holotrichia. The protease was
incubated in 25 mM sodium phosphate buffer(pH 7.4)
at 37°C for 1 hour with various protease inhibitors.
Azocaseinolytic  activities were determined as
described in the materials and methods section. One
unit of azocaseinolytic activity is defined as the
amount of enzyme which causes a net increase of 0.1
in absorbance at 366 nm in 1 hour.
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