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Abstract

An extremely halophilic bacterium, designed as SM1 was isolated from
traditional fermented fish (Pra-ra) using skim milk agar containing 25% NaCl. The isolate
produced protease with clear zone appeared after 4 days cultivation. The bacterium
colony was orange-red, Gram negative, coccus, catalase positive and required at least
15% NacCl for growth. i

Casein was used as a substrate for measuring enzyme activity during medium
optimization for protease production. The optimal culture medium contained 1% yeast
extract, 0.75% casamino acid, 1% MgSO, 7H,0 and 20% NaCl, pH of 6.5. The
conditions for protease production were 37°C, and shaking speed of 200 rpm. Protease
production was highest at early stationary phase. The enzyme could hydrolyze both
casein and gelatin. In the experiment for determination optimal conditions for enzyme
activity gelatin was used as a substrate. The optimal conditions for protease activity
were attained at pH 7.5, 55°C and 4.3 M NaCl (27% NaCl). Residual enzyme activity
was 100, 97.12, 89.75, 85.23 and 72.23% after keeping the enzyme for 30 min at 30, 37,
40, 50 and 60°C, respectively. The results showed that 10 mM MgSO, 7H,© and 20 mM
CaCl, could activate enzyme activity. After storage at 4 and -20°C for 12 days without
the addition of glycerol, the residual enzyme activities were 37 and 41.44%,
respectively. Supplementation of 10% glycerol to the enzyme gave the residual enzyme
activity of 47.75% and 44.44%, respectively. The enzyme was preliminary purified with

ethanol in a ration of 1:3 volivol (enzyme to ethanol). The result revealed that the enzyme

was purified 3.27 folds with a total yield of 27.63%.
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