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Tracheal swab/Peritoneal swab/Pleural swab/Lung swab/Liver swab/swab from       Ovaries/Oviduct  swab/Cloacal swab 
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Directly Streaking on Blood Agar plate containing blood agar base supplemented with 5% Citrated bovine blood
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After collection, swab placed into a 5ml tube containing Stuart Transport Medium (Oxoid)
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	Swab Streaking on blood Agar plate 



	Incubation at 37°C in a  CO2 incubator for Overnight (24 hours)

	Colonies with β-hemolytic zone are considered and sub cultured for 3 times to get pure culture. 

	Than Catalase and Oxidase tests were done with pure colonies and 2-3 Colonies  with clear β- haemolytic zone of a blood agar plate mixed up & inoculated into Brain Heart Infusion Broth (BHI) & Incubated for 24 hours at 37°C in a CO2 incubator.
 

	After 24 hours 700 μl BHI broth with whitish growth mixed up with 300 μl sterile glycerol 15% in an 1.5 ml  eppendorf tube & stored at- 80°C  until future use


For molecular investigation, reinoculated the preserved isolate onto blood agar plate supplemented with 5% Citrated bovine blood

DNA Extraction by boiling method from  pure culture

Polymerase Chain Reaction (PCR)
Figure 7. Sequential steps for characterization procedure of Gallibacterium





Figure
8. Directly streaking of swab onto Blood Agar Plate

9. Subculture of probable Gallibacterium suspected colonies for 3 times

10. β- haemolytic Gallibacterium colonies found in first subculture

11. Pure colonies of Gallibacterium found after subculture for 3 times


Figure 12. Reinoculation of preserved sample onto blood agar plate for PCR 13. PCR reaction mixture preparation 14. Amplification of DNA on Thermal Cycler 15. Loading of PCR product on gel hole


Figure 16. Visualization of Amplified DNA after gel electrophoresis under UV Transilluminator
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Questionnaire relating to Gallibacterium and probable lesions associated with the isolations of the organism





Date: ……………………………..		Sample Code No.: ……………….





Name of the Farm: ……………….





Location: Upazilla: ………………		District: …………………………..





Production Type: Broiler/Layer/Breeder/Backyard





Flock size: ……………………….		Age: ……………………………...





Major clinical signs: ……………..





No. died so far: …………………..		No. clinically sick: ………………





No. birds presented for PME: ……		No. sampled: …………………….





PME findings:	


Trachea ………………..


Lungs ………………….


Peritoneum …………….


Ovary ………………….


Oviduct ………………..





Swabs from: Trachea/ Lungs/ Peritoneum/ Ovary/ Oviduct/Cloaca


Any antibiotics administrated before? 


Yes (Name ……………………………………………………………)/No


Result of bacteriological examinations: Gallibacterium Positive/Negative
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