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Abstract

TE141371

To develop the PCR diagnosis for L eptospirosis, the oligo primers are selected from
the rfb locus that involved in biosynthesis af O-antigen. It is expected to have the primers
that is conserved enough to cover most of the pathogenic Leptospira, but still possess the
specificity. The oligo primers designed from orf14 sequence gave the promising results as
they could amplify most of the Leptospira DNA panel except L. interrogans serovar wolffi.
The nested PCR process was used to imcréase sensitivity of the test. The cross reactivity is
still found with a few species of bacteria, however it could be prevented by increasing the
annealing temperature of the second round nested-PCR from 55 °C to 62 °C. With this
procedure none of the cross-reactivity product could be view by both gel electrophoresis

and Southern hybridization,while the specific PCR-product from Leptospira remain.

In another aspect to use the variation within orf14 sequence as the signature
sequence to identify the Leptospiral serovar is the wrong hypothesis, since the recent orf14
sequence of L. interrogans serovars from database revealed that they are quite conserved.
However orf14 sequence of serovar hardjoprajitno that belong to L. interrogans has a far
distance - variation to other L. interrogans and the specific primers designed from this

variation has already been obtained.





