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Abstract

Bromelain, a proteolytic enzyme from Pineapple stem,
was immobilized by two different methods, namely, ionic binding
with QM-Sephadex C-50 and covalent binding with Amino-Sepharose
4B and Aminopropyl glass. It was found that CQM-Sephadex G50
Enzyme gave % Binding and % Activity yield of 520,20 and 53,20
repectively whereas those of Amino-Sepharose 4B-Enzyme were
30,27 and 68.24 respectively. In the case of (M-Sephadex C=50-
Enzyme maximum binding capacity was cbtained when De2 g of so~
luble enzyme was used to immobilize on 4 g. of wet carrier and
in the case of Amino-Sepharose 4B-Enzyme, 0.4 g. of the soluble
enzyme immokilized on 4 ¢g. of wet carrier gave the maximum bin-
ding capacity. Comparable percentage of binding was obtained
with Aminopropyl glass-Enzyme but the percentage of activity

yield was too low to be of any advantage.
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Kinetics study of the reaction catalyzed by the soluble

enzyme, CM-Sephadex C-50-Enzyme and Amino-Sepharose 4B-Enzyme

‘indicated that rate of the reaction was steady over the first

ten minutes then gradually declined. Optimum pH for catalysis
by the soluble enzyme was found to be 6,0, where- as that of the

CN-Sephadex C;SO—Enzyme and?amlno—Sepharose 4B-Enzyme were 5.6

and 7.4 respect;vely; Optimum temperature of the reactlon ca~
talyzed by soluble enzyme was 60 ¢ and thosa of CM»Sephadex
C-50~-Enzyme and Amino-Sepharose 4B-Enzyme were 70°C. Determi-
nation of Km gave the values of 0.02 jmole/ml. for the soluble
enzyme, 0.10 umole/ml for M-Sephadex GC-50-Enzyme and 0,14 jimole/

ml. for Amino-Sepharese 4B-Enzyme, and the maximum velocities

of the reaction were 0.0067 jmole/min, 0.0040>5m01e/min and

0.005 pmole/min. respectively.
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