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The aim of this work is to purify a proteinase from alkaliphilic Bacillus sp. B3 by
Fast Protein Liquid Chromatography,and to study its properties. Bacillus sp. B3, isoléted
from a waste water treatment plant of a pulp and paper manufacturer in Thailand,
produced an extracellular proteinase. The maximum enzyme activity was achieved
when the bacterium was grown on 2% deoiled soybean meal at pH 11.0, 250 rpm, 37 °’c
and over 60 h incubation period. The crude proteinase had an optimum pH from 6.0 to
12.0 and maintained its stability in the pH range of 6 to 12. The optimum temperature of
crude proteinase were 30 to 60 °C and maintained its stability in the temperature range
of 30to 60 °C. The proteinase was purified by ammonium sulphate precipitation and
anion exchange chromatography. However, the simplest and most rapid purification
method was the use of Fast Protein Liquid DEAE Chromatography. The enzyme activity
was strongly inhibited by phenylmethylsulphonylfluoride (PMSF). As it has been shown
to have a serine residue which is essential for activity, therefore, it has been grouped
with other serine proteinases, such as trypsin, chymotrypsin, thrombin and subtilisin.
The purified enzyme has an optimum pH of 11.0 and maintained its stability in the pH
range of 8.0 to 11.0. Its optimum temperature is around 60 °C and maintained its stability
at the temperature between 50 and 60°C. The relative molecular mass of the serine
proteinase was determined to be 30 and 45 kDa by sddium dodecyl sulphate
pdlyacrylamide gel electrophoresis. Kinetic studies of this enzyme for N-Omega-Nitro-
L-Arginine p-Nitroanilide Hydrobromide and NA-Benzoyl-L-Arginine p-Nitroanilide
Hydrochioride showed that serine proteinase could hydrolyse N-Omega-Nitro-L-
Arginine p-Nitroanilide Hydrobromide it have shown K, and V., were 784.52 and 2.36

,l.lmol'1.sec'1 respectively but could not hydrolyse NA-Benzoyl- L-Arginine p- Nitroanilide

Hydrochloride.





