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ISOLATION,PURIFICATION AND CHARACTERIZATION
OF ACID PROTEASES FROM LEUKOCYTES CELLS
ISOLATED FROM MASTITIS BOVINE MILK

K.S. Doosh* A.M.A. Salih K. A. Shaker
ABSTRACT

Acid proteases was isolated from Polymorph nuclear leukocytes and
purified by the Ion-exchange column DEAE-Cellulose, followed by gel filtration
on Sephadex G-100 column, Specific activity, purification folds and the enzyme
yield were 156.30 unit/mg, 6.04 and 22.65% respectively. The purity of obtained
enzyme was tested by polyacrylamide gel electrophoresis with sodium dodecyl
sulfate and indicated that it had been purified to homogeneity by giving a single
band. The results of enzyme characterization showed that the molecular weights
were 31.6 and 33.113 Kd as determined by gel filtration and electrophoresis. The
optimum pH for the enzyme activity was 3.5 and was stable at pH values ranged
between 2.5-5.0. The enzyme exhibited the maximum activity at 50°C. The study
of heat stability revealed that the enzyme was retained active even when
incubated over 30 min at 30-50° C. The carbohydrate content was 22.5%. When
enzyme treated with some activator and inhibitors It was observed that the
enzyme activity wasn't effected by inhibitors specific for metallo, serine and
cysteine protease but it was completely inhibited by inhibitor specific for aspartic
protease (Pepstatin A) thus it could be identify as aspartic proteases. It was
observed that the addition of NaCl hadn’t effect enzyme activity mean while
CaClI2 activated the Km, Vmax and Kcat values were 13.40 mg/ml,
156.50mM/min, 1560.04min”', respectively.
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