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[ Abstract] Objective To develop a PCR for the detection of corynebacterium kutscheri( C. kutscheri)and apply it
to clinical samples. Methods Genomic DNA was extracted as template for PCR from C. kutscheri ( ATCC 11306 )
recoveried and cultivated in brain heart infusion medium. According to the C. kutscheri 16S rRNA gene sequence available in
GenBank a pair of primes were designed and synthesized in order to develop a PCR for detection of C. kutscheri. After
evaluated for sensitivity and specificity the PCR method was applied to detect the C. kutscheri in clinical livers and kidneys of
mice artificially infected with C. kutscheri. Results The PCR for the detection of C. kutscheri was developed successfully
and were specific enough to distinguish C. kutscheri from salmonella, streptococcus pneumoniae and Pasteurella. A minimum
of 100 positive plasmids could be detected, indicating a good sensitivity of the assay. Conclusion  This method repoted here
is specific, sensitive and provides a fast detection of C. kutscheri and could be used for C. kutscheri clinical diagnosis.
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Tab. 1 Strains used for designing primers and
probe for C. kutscheri detection
TH B GenBank % 53¢ 5
Strain GenBank accession number
ATCC15677 D3780.2
CIP 103423T X82063. 1
CIP 103423 X81871. 1
CIP 103423 AY438060. 1
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Fig. 1 Temperature gradient PCR amplification
PKIE M:100bp PCR marker; K3 1 -8 : 18 M H
55.2°C \54.3°C \53.4°C \52.4°C 51.5%C ,50.5%C 49.6°C 48.7°C
Lane M:100bp PCR marker; lane 1 8 the temperature is respectively
55.2°C \54.3°C \53.4°C \52.4°C 51.5%C ,50.5%C 49.6°C 48.7C
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Fig. 2 Identification of the recombined plasmid
M :100bp PCR Marker; N B P4 it 8 5 1 5 41 Jo kir
M. 100bp PCR marker; N:negative control;

1. the recombined plasmid
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Fig. 3 PCR amplification of different
copies of the target gene
M:100bp DNA marker; Jki& 5 - 1 B4R 5330 R
1 x10* 1 x10° 1 x10> .1 x10" .1 x 10°
Lane M: 100bp DNA marker;Lane 5 — 1. copies of the target

gene is respectively 1 x 10* |1 x10* .1 x10* |1 x 10" |1 x 10°
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Fig. 4 Results of specificity test
M :100bp marker;1 —3 . 4351 A /N BUI 4 86 Bk i
Y TT PR A B FRAFF 7 € U AR A 1

M. 100bp PCR marker; lane 1 -3 streptococcus pneumoniae,

salmonella and pasteurella; M: C. kutscheri
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