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Purification and some Properties of Trypsin

Inhibitor from Rape Seed (B. napus)
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Fig. 1. Gel Filtration of the Trypsin Inhibitor
Concentrate which was extracted from
Rape Seed on a Sephadex G-75 Column
(5§ x40 cm)

Inhibitor was eluted with the 0.1 M Nacl
containing 0.02 M sodium acetate buffer
(pH 5.5) at a flow rate of 10 ml/hour.
Inhibitory activity was assayed using 0.2 ml.
of each fraction.

absorbance at 280 nm,
------ inhibitory activity.
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Fig. 2. Rechromatography of the active Fraction
by Chromatography on Sephadex G-75

Column=2.6 x70 cm, A flow rate=10 ml/hour,
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Fig. 3. Chromatography of the Trypsin Inhibitor
Concentrate extracted from the Three Kinds
of Rape Seed on a CM—cellulose Column
(1.5 x 30 cm)

Inhibitor activity of each fraction was assayed by
the same method-as Fig. 1. .
absorbance at 280 nm,

------- inhibitory activity,
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Fig. 4. Chromatography of the crude Trypsin Inhibitor Concentrate on a
CM—cellulose Column (2.6 x 40 cm)

Inhibitor activity of each fraction was assayed by the same method as in Fig. 1.
------- inhibitory activity, absorbance at 280 nm,
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Table 1. Specific Activity of Rape Seed Inhibitors
Total Total Total Specific
Step volume protein activity activity Yield
(ml) (mg) (units) (units/mg prot.) (%)
Crude extract 320 3472 1984 0.6 100.0
Chromatgraphy on a
CM-—cellulose column 96 150 416 2.8 200
Inhibitor — 1
Inhibitor — I 210 14 . 153 109 7.7
Inhibitor — IIT 75.5 16 82 5.1 4.1
Rechromatography 26.5 28 225 133 1.3

of Inhibitor I

One unit = The amount of inhibitor which was required for complate inhibition of 24/u g

of trypsin.
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Fig. 6. Estimation of Molecure Weight of Inhibitor
by Gel Filtration Method
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Fig. 7. Heat Stability of the Three Inhibitors which

were fractionated by Chromatography on
CM—cellulose

The inhibitor solution was heated at 90+ 2°C.
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