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f## C126035 : MAJOR BIOTECHNOLOGY \f}

KEY WORD : ALKALINE PROTEASE/BACILLUS spp.
KRITSANA POTISARATTANA : CHARACTERIZATION OF ALKALINE PROTEASE FROM
ALKALOPHILIC Bacillus spp. THESIS ADVISOR : ASSIST. PROF. VINICH

KHAMVIWATH, Ed.D. 80 pp. ISBN 974-581-479-2

An alkalophilic Bacillus sp. B-2 was isolated from tanning waste
water and shown to produce an alkaline metalloprotease. It could grow at
pH higher than 8 and at 35-55°C. The enzyme production reached its maximum
level of 380 U/mi after 56 hours of cultivation in alkaline medium (pH 10.5)
containing 3% glucose and 3% soybean meal. Excessive amount of glucose
reduced protease production by this organism which might be due to catabo-
lite repression production of protease. The protease was easily purified
from culture fluid by only two steps which were consecutively passing
through DEAE-sephadex A-50 and CM-sephadex C-50. The specific activity of
the enzyme toward casein was about 46.3 U/mg of protein. The optimum pH
and temperature for the enzyme activity were 10.5 and 55°C in the presence
of 2 mM calcium ions. The enzyme was not completely inactivated by PMSF
and EDTA but was activated by C02+. Substrate specificity (Km) for casein,
BSA, BAEE and BAPNA were 22.5, 5 mg/ml, 1.5 and 0.2 mM, respectively. The
molecular weight of the enzyme estimated by gel filtration method was about

26,000 dalton. The SDS-PAGE method gave about 24,000 dalton.
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