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Table 1 Composition of reaction solution

1 2 3 4 5
Casein (10mg/ml) 10 10 10 10
70%A.S. *fraction 20 30
0.1mM Phosphate buffer (pH7.5) 50 50 50 50 50
Trypsin (50 z g/ml) 2.5 2.5 5
Soybean trypsin inhibitor (50 u g/ml) - - - 10
DW. 40 30 37.5 7.5 25
Total 100 100 100 100 100
* A.S.,ammonium sulfate (uD)

Table2 Composition of reaction solution

1 2 3 4 5
Casein (10mg/ml) 10 10 10 10
70%A.S. fraction 20 30 30 *
0.1mM Phosphate buffer (pH7.5) 50 50 50 50 50
Trypsin (50 u g/ml) 2.5 2.5 2.5
D.W. 40 30 375 7.5 7.5
Total 100 100 100 100 100
* The sample was heated for 10 min at 100°C. (ul)
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Fig.1 SDS-PAGE of the protein isolated
from tossa jute.

Lane M, marker ; Lane 1, Casein ; Lane 2,
Tl isolated from tossa jute ; Lane 3, Reac-
tion mixture of Casein and Trypsin ; Lane 4,
Reaction mixture of Casein, Trypsin and TI
isolated from tossa jute ; Lane 5, Casein,
Trypsin and Soybean trypsin inhibitor

30.0 —

Fig.2 SDS-PAGE of the heat stability of
the trypsin inhibitor from tossa
jute.

Lane M, marker ; Lane 1, Casein ; Lane 2,

Tl isolated from tossa jute ; Lane 3, Reac-

tion mixture of Casein and Trypsin ; Lane 4,

Reaction mixture of Casein, Trypsin and

Tl isolated from tossa jute ; Lane 5, Casein,

Trypsin and Tl isolated from tossa jute.

* T| was heated for 10 min at 100°C.
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Fig.3 Native-PAGE analysis of the iso-
lated trypsin inhibitor from tossa
jute.

Lane M, marker ; Lane 1, Trypsin inhibitor

(Chicken Egg White) ; Lane 2, Tl isolated

from tossa jute (60ug) ; Lane3, Tl isolat-

ed from tossa jute (120 u g) ; Lane 4, TI
isolated from tossa jute (180ug).
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Abstract

The protease inhibitor may be playing an important role in the metabolism of the plant
restraining the endogenous proteinases or protecting the plant against foreign proteinases.

A trypsin inhibitor(TI) was isolated and purified from the tossa jute (Corchorus olitorius
L.) juice by 70% ammonium sulfate treatment. The inhibitory activity of TI was examined
by photometical method and sodium dodecy! sulfate-polyacrylamide gel electrophoresis (SDS-
PAGE). The trypsin activity was analyzed by incubating 70 % ammounium sulfate fra-
ction of tossa jute mixed with trypsin and casein as substrate. The mixture was incubated at
37°C for 20 minutes before trichloroacetic acid (TCA) solution was added to stop the process.
After centrifugation, the absorbance of the supernatant of this reaction mixture was measured
at 280nm with a spectrophotometer. The absorbance at 280nm of the reaction mixture con-
taining TI has not increased at all. TI inhibited trypsin activities which catalyzed casein.

Analyzed by SDS-PAGE, the molecular weights of TI was found to be 100, 59, 55, 50kDa.
Under non-reducing conditions in SDS-PAGE gel, TI showed a single protein band with esti-
mated molecular weight of 100kDa.

After being treated at 100°C for 10 minutes, TI could no longer inhibit trypsin activities,
which proved that the trypsin-inhibitory activity of TI was heat-unstable.




