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Abstract

The aroC gene from Burkholderia pseudomallei strain PHB111, encoding 5-
enolpyruvylshikimate - 3-phosphate phospholyase (chorismate synthase) was cloned
by complementation of the aroC mutation in E. coli after electroporation with a
Sau3Al DNA library constructed in pUC18 which had been restricted with BamHLI.
The Xhol fragment of 438 Kb internal of the cloned aroC gene was deleted and the
resultant aroC-containing fragment was reintroduced by allelic exchange into the
chromosome of the parental B. pseudomallei PHB111 via conjugation using
pEX19Tc, a suicide vector containing a sacB gene as a counterselectable marker. Two
independent AaroC mutants of B. pseudomaller designated PHB116 and PHB117
were isolated. The marker-free aroC mutant of B. pseudomallei was highly attenuated
in a Balb/c mouse model. However, mice immunized intraperitoneally with either a
single dose or two doses of the B. pseudomallei aroC mutant were not protected

against a lethal parental strain challenge. Protection study via nasal inoculation is

underway to determine 1if this route can induce protection.



