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nMsnseRURagIANAUNNMUEAd  (cell-mediated immunity) Huded
Juswiunsduiulsaidennigaiaanseadoegidmeluwad  (intracellular
organism) \4u\B8 Burkholderia pseudomallei Fuiflummauailsadasslada uas
Huisaniulagmluniedudadlumusanszduliifagidummuinadlad
Tassmaideiinidinguszadfiaznasasndaindudadiuivilisaurdeasadied
wanmsamiulsawdsanlada  wamiaazysaiiudnamwlumsiasininlii
Jagu lesldvyduluealumsdnm msudaiadudinanazardavannsiiGen
rational attenuation 198n19NaY (mutate) U aroC FeduTudmsumsadadivle
saudaluinevaslad mseudiumaSumnmsleaudu  aroC  nde
B.pseudomallei 8Wus PHB111 Fusnldnngihs Tasard@i5ms complement
B8 E.coli aawusiisu aroC gavinlinansly  mslaaudu aroC virtldloamsiasen
partial Sau3AI DNA library 211a 2-4 Kb 9wl transform ##e E.coli aroC
mutant  wardadanleauidasmsleosnsiiedly M9  minimal medium 16
complementing clone 3717U 3 lpau (dan plasmid clone ﬁﬂwmmﬁnqﬂ @a pPHE
146  W2MMSANWIAadiIunas aroC gene laenfiBuain genome sequence
'UE)\‘IL%B B.pseudomallei ﬁﬁ‘ﬂﬂ\ﬂﬂl’itﬁ") lavinnsea Xhol fragment 244 438 bp
Fangmelu aroC gene aanly Taauildda pPHE149  axgaudsanumansolums
complement E.coli aroC mutant Q‘lﬂ‘lfulﬁ'ﬁ'lm'ﬂﬂau Smal/Hindlll fragment ‘E‘Nﬁ
A aroC 10 pPHE149 thldlunieueas pEX19Tc Fadluinaasilil sacB gene 414
(U counterselectable marker Tﬂauﬁgnﬁmﬁlﬁﬁa PHE 150 gminlU conjugated fiu
e B.pseudomallei PHB111 Wazi@8n transconjugants NOBNNISUUBIMNSIAEUE DT
5% sucrose (Hudhuman aniudedendafifeas aromix Fwazdlude B.
pseudomallei inaams AodanBafidasmsld 2 Tasu (PHB116 uas PHB117)
wanidane PHB117 adnweald wamsasiafiudu genotype 18735 Southern
blotting 4ax38 PCR lawagndaslaglifidnwasnamasunsnaghilaslulmmwania
PHB 117 wamsAnenlesms immunize ¥y Balb/c wuindanaiawus PHB 116
fenudauusiavatanlesiidn LD50 ann 1.96 x  10° cfu AN
intraperitoneal Waz nasal lawWSsufisuiudadady PHB111 ildh LD50 vau
NN 20 cfu  samsAnwdngmwlumsladuiafu wuiims immunize vy Balb/c



YN intraperitoneal @I @DNAEWUS PHB 117 $1unudszanas 4 x 107 cfu AsaLdiEn
viadaenss wndu 2 oviied alisansonszqulilie protective immnity luwmy
\la challenge wusnandedanidu PHB111 Tudsnmudalszsnn 10 whwas
$1u LD50 wariiidaagluszvinemsdnuiiegi ms immunize ¥y 19 nasal
wduiuldviali  suhansAnnlunymeussiiaegiezuandwnnmyildly
msdnwaiaiiniala

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 BamHI.
The Xhol fragment of 438 Kb intemnal 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. pseudomallei 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 if this route can induce protection.
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2. AN restriction map Y84 pPHE146
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3’ GAGCGCGCT CATGTAGCCG CGCACCTCGA CGCCGAAGCG CTCGCGCAGC
CACTTCTTCG CGATCGCGCC GGCGCCGACG ACGGGCGCCG TCAGCCGCGC
GGACGAGCGG CCGCCGCCGC GATAGTCGCG CACGCCGTAC TTTTGCCAGT
AGGTGTAATC GGCATGGCCC GGGCGGAACG TCTCGGCGAT GTTGCCGTAG
TCCTTGCTGC GCTGGTCGGT GTTGCGGATC AGGAGCGCGA TCGGCGCGCC
GGTCGTCACG CCCTCGAACA CGCCGGACAG GATCTCGACC TGGTCGGGCT
CCTGGACGCT GCGTGACGTG GCGCGGACGT GCCGGGCTTG CGGCGGTCGA
GCTCGAGCTG GACGTCGGCT TCCGTGAGCG CCATGCCCGG 5’
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