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ABSTRACT

ABSTRACT

This is the first research to conduct the gene cloning, expressioﬁ and characterization
of an alkgliﬁe phosphatase (AP) gene from a thermop'hilic bacterial strain
Anoxybacillus rupiensis. AP has widely applications in the field of biotechnology i.e.
blotting, sequencing, immunoassays, non-isotoﬁic probing and biosensor etc. Current
study reveals the alkaline phosphatasc' gene encoding from Anoxybacillus rupienesis
that leads to cloning in ETGIQ-T vectoa and pET-22a (+) use as {l expression vector,
Whiie E. cah BL21 Codon Plus strain use fo tr .12% SDS-
e”g wean” Sp QJLI'E' o ol

PAGE was used to confirm the AP expressmn AmmoHium sulphate salt was use for

purification of crude enzyme by precipitating process. Gel filtration chromatography

- kwas used for further purification of enzyme. In cell lysate, ammonium sulphate NH, Z
: "how)
(SO4), precipitation process showed@.{) U/mg of specific activity) Whereas 72.5 fM

U/mg specific activity shown by supernatant. In supernatant and cell lysate the

specific activity of 86.36 U/mg and 94.44 U/mg was given by gel filtration
chromatography respectxvely Purified alkaline phosphatase was then subjected to
characterization such as pH and temperature optimization. Stability of pH and
thermostability were also calculated. Enzyme show its opti:mal catalytic activity at pH

9.0 and also shown stability at this pH. Optimum t;f:mperauire was 70°C but /g 2t
thermostability was shown Effects of varidus metal ions were also :? Lff:ua
pwo different ions i.e. Mg™ andLa shown increased in /

and 2. 5 folds respecuvely threas alkalme phosphatase d

determined on AP act1v1ty
catalytic act1v1ty about 2,

activity was decreased by the presence of cadmlum . Triton- XIOO and EDTA.
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