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Abstract : Mycobacterium avium ssp paratuberculosis, intracellular bacteria that can cause chronic granulomatous
enteritis in cattle, continues to pose significant economic losses and health problem with high prevalence. The purpose
of this study is the polymerase chain reaction (PCR)-base strategy for early detection of M. avium ssp paratuberculosis
in whole blood. Blood samples were collected from korean cattles in Jeonbuk, Korea. The 16 out of 88 serum samples
were detected M. partuberculosis by ELISA. Then samples of infected 8 Korean cattles were amplified by PCR. The
PCR amplified targets are 16s rDNA and heat shock protein 65kDa (4sp 65). The 16s rDNA provided a highly sensitive
and specific tool for the direct detection of mycobacteria. In addition M. avium was confirmed characteristically by
the hsp65. Finally there were sure to M. avium ssp paratuberculosis by 1S900 PCR. The restriction fragment length
polymorphism was identified by PCR amplifications and subsequence restriction enzyme digestions with Pst I of a
hsp65. These results indicate that confirm M. avium with 16s tDNA, hsp65 and a restriction fragment length
polymorphism in the Asp65 gene can be seem the other pattern. Therefore, these results can be used for clinical direct
detections of M. avium ssp paratuberculosis in whole blood of Korean cattle and also to be used epidemiological

researches.
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Table 1. Oligonucleotide primers used in PCR . The 16s rDNA provided a highly sensitive and specific tool for the direct detection
of Mycobactera spp. And the hsp65 was confirmed M. avium characteristically.

Primer name Sequence(5'-3") Locus Annealing temp(°C)  Product size(bp)
16SRNAF AGTTTGATCCTGGCTCAG
16S rDNA 72 543
16SRNAR GTATTGCCGCGGCTGCTG
Tb-13 GGCTACATCTCGGGGTACTTC
Hsp65 55 960
65-1400 CTCGGTGGTCAGGAACAGC
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Fig 1. Detection of Mycobacteria spp. 16S rDNA gene
(543bp) in blood samples: analysis of PCR products by
agarose gel electrophoresis. Lane 1, size marker; Lane 2-9,
Iksan 1-8.
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Fig 2. Detection of M. avium hsp65 gene(960bp). Lane 1, size
marker; Lane 2-9, lksan 1-8.
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Fig 3. PCR detection of IS900-specific sequences are designed
to amplify a 229 bp target sequence.
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Fig 4. Analysis of hsp65kda gene digested by Pst I. Lane 1 size
marker, Lane 2-9, Iksan 1-8.
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