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Abstrac:t Klebsiella oxytoca HPp is a potemiale,producing bacterium we screened fram a hot spring In he Present stud},’ metaholic

engneering strategy was carried out ©0 construct ethano] Pathway mutants by han ojpgous recanhination n order 10 mprove hydrogen

producton Yiel] Mewaholic fluxes of the wild and themutants were ana]ysed and canpare]
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K. oxytoca HP1 genomic DNA
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tema] fragmentofK  oxytoca HP| adhll gene was am. ]
Plified bY PCR from genamic DNA Wit degenerate ol "™
gonu cleotide Priners desi€ned fran conserved regions of 6_ O 2;8'_:;:
adhE gene sequences PBY pnsertin€ an aadA cassete \ ndhl-f%
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695 district n p’IA the hamogenetic nte€ration pPlas
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2 Results

PCR analysis of the g€enamic DNA fram construc.
ted mutanss indicated that the appropriate deleton and
nsertion ndeed occurred PBatch cultures were carrged
out t0 exan metaho|ic engneering Op era tjon I—L _produw
cmngmetaholic nework ofK oxYtocaHR is showed m
Figa
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The deletion mutant disPlayed sinilar growth can
pared © thewild-tYPe Biamass and metaholies fomed
were [ist in Tapley, Camparison 1©0 the wild- rypg: eth
anoJ aceta‘g lactae and }L of the mutant were de
crease hyg9 9o and increased bYs6. 504, 105. 9%,
9. 4%, respectively It seamed that the reductant saved
n ehano] pathiway was not captured bY hydrog€enase of

Klbsiella oxytoca HPy

K oxytoca HP| Pr hydmogen productiogl but redirec
ted 10 lactate producing patiway Ethano] patiway node
may he a ri€id node for}g production of K oxybca
HP| on glucose fmentatpn

Tal 1 Metaholic fluxes of he wild and the
mutant of glucose fementaton
Metaholites Acetate Ethano] [ actate PL Bianass
W id 64 68 10748 2564 132 178 4
mu@nt 101 2 32 4 528 112 1952
% 56 5 -69. 9 105.9 -152 9.4

The results reported here represent a step toward
usjngm etaholic engneerng o developng strajns of}L _
producing hacterpg with high Yeld
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