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Introduction

Cytolethal distanding toxin(CDT) constitute a family of genetically related bacte—
rial protein toxins able to stop the proliferation of numerous cell lines. This effect is
due to their ability to tigger in target cells a signaling pathway that normally pre—
vents the transition between the G2 and the M phase of the cell cycle.

The CDT of A.actinomycetemcomitans are determined by a cluster of three ad—
jacent gene(cdtA, cdtB, cdtC) encoding proteins whose respective role is not yet
fully elucidated

Objects
The aim of this study is to find the A. actinomycetemcomitans CDT can be re—
constituted in vitro CdtA, CdtC, and purified the reconstituted CDT and to inves—

tigate the function of CDT in the bacterial pathogenesis.

Mehods

A. actinomycetemcomitans (ATCC29522) was used for cloning the cdtA, cdtC
genes.

The genomic DNA of A. actinomycetemcomitans was isolated using the genomic
DNA extraction kit and used as template to yield cdtA, cdtC genes by PCR. The
amplifed cdtA, cdtC genes werecloned into T—vector. The cloned cdt A, cdt C gene
was then subcloned to pQE30 expression vector, yielding pQE30—cdtA, pQE30—
cdtC.

The bacterial host was transformed with pQE30—cdtA, —cdtC and the induced to

express CDT protein



Results

The gene for CDT protein of A.a. was cloned and its integrity was confirmed by
nucleotide sequencing. The cloned cdtA, cdtC was subcloned into pQE expression
vector. Diverse conditons were tested to opitimize the expression and purification of
functional CDT in E. coli. The procedure for the purification of functionally active
CDT pretein is in progress.

In consideration of signification of CDT in cell cycle active recombinant CDT pro—

tein will serve to investigate the pathological process of A.a. in periodontal disease.



