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Abstract

(Hamabata)  In order to find the transcriptional regulator protein of CS6 gene, CS6 plasmid was
isolated from previously constructed ETEC4266 cssB::Km (kanamycin-resistant cassette) isogenic
strain. The entire nucleotide sequence of the plasmid was determined using a next-generation
sequencer with the subsequent help of gap-filling PCR. The CS6 plasmid of 4222 was 165 kb in
length and designated as pCss165. This plasmid contains Insertion Sequences up to 24.4% and
several genes that might function to be advantageous to itself. Although two known
transcriptional regulators, csvk and araC, were found on pCss165, knockout of these genes
constructed from 4266 affected neither CS6 expression nor adhesion to INT407 cells. The regulator
of CS6 was suggested to be located elsewhere in the genome of 4266.

(Nishikawa) The previously developed tetravalent peptide compound GGR-tet inhibited CHO cell
elongation induced by CT but cAMP overproduction of Caco-2 cells. We this time developed novel
peptide compounds YGR-tet and GNR-tet, by means of multivalent peptide on-sheet synthesis,
which inhibit both CHO elongation and Caco-2 cAMP overproduction. The novel compounds
AAR-tet, developed through multivalent peptide library approach for LT-inhibitor, showed
efficient inhibition on both CHO elongation and Caco-2 cAMP overproduction induced by LT.
Interestingly, the CT-neutralizer GGR-tet mentioned above strongly inhibited Caco-2 cAMP
overproduction by LT, suggesting the effective motifs on CT and LT are different in spite of their
homology. For developing STh-neutralizer, the STh(5-18) peptide was successfully biotinylated
remaining the cGMP overproduction ability in Caco-2 cells.

(Okamura) The binding preference of CS6 was examined using glycan array slides. It was found
that CS6 preferentially bound to heparin, and the binding seemed depending on the number as
well as the position of desulfurization in heparin molecule. CssB, the CS6-constitutive subunit
together with CssA, showed the same result as CS6, whereas CssA showed weak binding to Lacto
N-neotetraose (LNnT) as well as heparin. However, LNnT did not inhibit the adherence of
ETEC4266 to INT407 cells, whereas heparin did in a dose-dependent manner. Taking into account
the data we previously reported that 118t lysine (K118) in CssB is responsible to the adherence by
CS6, the positive charge of CssB K118 and the negative charge of sulfate in heparin might be the
mechanism of adherence by CS6. Evaluation of the most appropriate mouse inbred strain for
infection of Vibrio cholerae and ETEC was continued. We concluded that, no specific strain was
suitable for V. cholera infection host because of the rapid excretion in all strains, where DBA/2
might be a candidate of ETEC infection model since this strain retained the orally-inoculated

ETEC in the gut rather longer than other mouse inbred strains did.

Researchers [2[&. DEMAEEZILHT 5.
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