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Formaldehyde fixation enzyme contribute to detoxification for
growth on vanillic acid in a Burkholderia cepaciaTM1
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Characterization of Lactobacillus paracasei KW3110
for use as probiotics
O Toshio Fujii', Keiko Nakashima', Daisuke Fujiwara', Hisakazu lino*
('Kirin Brewery Co., Ltd. Central Laboratories for Key Technology, *Showa
Women's University)

Key words  Lactobacillus paracasei. probiotics, allegy, Caco-2

S RAGEMNWE S T,

. KW3110 BRD Caco-2 $EAK 712D T,

1H14-3 Comparative role of PCR cloned PHA synthase I and
11 genes from Pseudomonas putida KCTC1639 on mcl-

PHA biosynthesis

Yong-Hyun Lee, O Tae-Kwon Kim, Hyun-Dong Shin
(Dept. Genet. Eng., Coll. Nat. Sci., Kyungpook Natl. Univ., Korea)

A new PHA synthase cluster, composed of phaCl encoding PHA synthase [,
phaZ encoding PHA depolymerase, and phaC2 encoding PHA synthase 11, was
cloned from Pseudomonas putida KCTC1639 using the touchdown PCR, and the
functional roles of PHA synthase 1 and 1l genes on the biosynthesis of mcl-PHA
from various carbon sources were compared. The PCR cloned PHA synthase |
and 11 genes were transformed separately into the PHA synthase negative mutant
strain R. eutropha DSM541 to confirm the expression of PHA synthase [ and [i
genes, and the activity of PHA synthase | was slightly higher than that of PHA
synthase . Two cloned phaCl and phaC2 genes were transformed into the
parent P putida KCTC1639, and the PHA accumulation increased substantially
after transformation of both PHA synthase 1 and 1l genes. To investigate the
molecular characteristics and the function of PHA synthase I and 11 of P putida
KCTC1639, the monomer composition of PHA was analyzed after amplification
of the PHA synthase I and Il genes, respectively.
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1H14-5 Metabolic pathway analysis of pgi knockout Escheri-

chia. coli for PHB production based on RT-PCR

QO Mohiuddin Kabir, Kazuyuki Shimizu
(Kyushu Inst. Tech.)

The pgi knockout E. coli DF11/AeKG1 bearing plasmid for PHB synthesis, pgi
knockout £. coli DF11 and control E. coli JM109 were grown under aerobic
condition. Total cellular RNA was then isolated by Qiagen RNeasy Mini Kit

(QIAGEN K. K.). The primers used in this study were synthesized at Hokkaido
System Science Co. (Sapporo, Hokkaido) and RT-PCR reactions were carried
out in TaKaRa Thermal Cycler (TaKaRa TP240) using Qiagen OneStep RT-
PCR Kit. A total of 87 E. coli genes involved in central metabolic pathways and
key regulatory mechanisms were investigated to understand transcriptional
regulation. The results showed that PP pathway genes and part of EMP pathway
genes were affected significantly by expression of phb genes in £ coli
DF11/pAeKG1 as well as in £. col/i DF11 compared with those in E. coli IM109.
Most of the TCA cycle genes except icdA were downregulated in both pgi
knockout E. coli. It was also found that aceA and aceB genes involved in
glyoxylate shunt were upregulated in both pgi knockout £. coli while ppe gene
was downregulated, indicating that pgi inactivation changes the anaplerotic
pathway from ppc to glyoxylate shunt.

Metabolic pathway analysis of pgi knockout Escherichia. coli for
PHB production based on RT-PCR
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