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In order to investigate for the role and significance of tandem repeats within
Mycobacterium mberculésis leud gene encoding alpha-isopropylmatate synthase (& -IPMS),
we compared the properties of native «-IPMS and mutated «-IPMS of which the 2
copies of 57 bp repeats had been deleted. By using mutagenic PCR procedure , we
successfully constructed a recombinant plasmid of pET15b expression vector carrying the
mutated gene. Optimum expfession conditions were studied and properties of gene
products were compared. Mutated gene was optimally amplified at 64°C annealing
temperature and well exi)ressed in Escherichia coli BL21(DE3) at 25°C for 3-6 hrs using
isopropylthio - [ -galactoside at the final concentration of 0.5 mM as inducer. Properties
of both native and mutated enzymes were compared. The results showed that with
deletion of the 2 copies of 57 bp tandem repeats, the mutated leud can well expressed to
a functional mutated «-IPMS. The basic properties of mutated & -IPMS was similar to
the native & -IPMS. Mutated o -IPMS was smaller, corresponding to the deleted 2 copies
of 19 amino acids repeats and the native form of the enzyme was also dimer. The
optimal temperature and optimal pH for enzyme activity was between 30°-50°C and 7.5
respectively. The stability of mutated @ -IPMS also similar to the native & -IPMS. From
this study, significant differenes was not observed between the two types of enzyme. These
results showed that the 2 copies of 57 bp tandem repeats may have no relation to leud

expression and & -IPMS basic properties.
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