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Abstract: Calf pneumonia apostematosa has increased in recent years and major pathogen was Ar-
canobacterium pyogenes by detecting. The purpose of this study is to develop a PCR method for Ar-
canobacterium pyogenes diagnosis. A pair of specific primer was designed and synthesized according
to 16S rRNA of Arcanobacterium pyogenes. After PCR method was optimized, the specificity and sen-
sitivity was assayed. The specific DNA fragment (927 bp) was successfully amplified with the follow-
ing condition: 0.2 pumol/L optimal concentration of primer, 58°C anneal temperature and 1.5 mmol/L
Mg*" concentration. The specific test results showed that Arcanobacterium pyogenes could be amplified
to obtain 927 bp, however the amplified results of Escherichia coli, Staphylococcus aureus, Bacillus
pyocyaneus, Streptococcus pyogenes, Bacillus cereus, Salmonella, Klebsiella pneumoniae and Bacillus
proteus were negative. The results of sensitivity test indicated that the minimum detection limits of
PCR were 42 Arcanobacterium pyogenes. The PCR diagnosis method of bovine Arcanobacterium pyo-
genes was successfully established and this method has high specificity and sensitivity. This research
provides new means for the rapid diagnosis of the bovine purulent pneumonia and epidemiological in-
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vestigations.
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Fig.1 The results of the PCR amplication

Note: M: DL2000 marker; 1: HJ-1; 2: HJ-2; 3: HJ-3; 4: HJ-4; 5:
HIJ-5; 6: HJ-6; 7: Negative control.
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Fig.2 Primer concentration

Note: M: DL2000 marker; 1: 0.2 pmol/L; 2: 0.3 umol/L; 3:
0.4 umol/L; 4: 0.5 pmol/L.
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Fig.3 Mg”" concentration

Note: M: DL2000 marker; 1: 0.5 mmol/L; 2: 1 mmol/L; 3:
1.5 mmol/L; 4: 2 mmol/L.
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Fig. 5 The result of specificity test
: M: DL2000 marker; 1: BAPEXTHE; 20 FRAR AP 3,4: WITICH; S0 KB, 6,7 ¥ AMAERE; 8,9: MM EKE; 100 BRI
T 11 ST T 120 U AT, 13: fLRREEIRTA, 14: IRAT .
Note: M: DL2000 marker; 1: Negative control; 2: Arcanobacterium pyogenes; 3,4: Salmonella; 5: Escherichia coli; 6,7: Staphylococcus
aureus; 8,9: Staphylococcus; 10: Bacillus cereus; 11: Pseudomonas aeruginosa; 12: Klebsiella; 13: Pyogenic streptococci; 14: Proteus.
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Fig. 6 The result of sensitivity test
Note: M: DL2000 marker; 1: 4.2 x 10'%; 2: 4.2x10%; 3: 4.2 x 10% 4: 4.2x107; 5: 4.2 x 10% 6: 4.2 x 10%, 7: 4.2 x 10*; 8: 4.2 x 10%; 9: 4.2 x 10?%;
10: 4.2 x 10%; 11: 4.2 x 10°.
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