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Objectives:

· Determine the most sensitive tissues and the timing of tissue collection for the molecular detection of CAV in antibody-free chickens up to 56 DPI.
· Determine the detection of CAV from faeces, dust and litter samples, and 
· Establish a relationship between viral load in tissues and serum antibody levels.

Experimental design and methodology
Experimental design
[bookmark: _GoBack]The experiment was conducted in the University of New England (UNE) Chicken Isolator Facility. This experiment ran up to 56 DPI.  Three positive pressure isolators were used in the experiment (Isolators 1, 5 and 9). Twenty day-old SPF chickens were placed in each isolator immediately after arrival from Melbourne, Australia. On the same day chickens of isolators 1 and 5 were infected with CSIRO strain CAU-269/7 at one day old. Each chicken received the equivalent to 105.9 TCID50 of the virus in 200 µl volume orally. The chickens of isolator 9 were kept free of infection as negative control. 
Sample collection and measurements
Three birds from each isolator were removed, humanely killed and samples collected at 7, 14, 21, 42 and 56 DPI to collect tissue samples (thymus, spleen, bursa, bone marrow, gonads, liver, feather shaft, skin and kidney) for viral quantification. Blood was collected from each individual chicken before death. A portion of the blood sample was used for serology and the other portion was used for haematology. Faecal samples were collected from the rectum by emptying the rectal contents into collection tubes. Dust samples were collected twice a week on days 3, 7, 10, 14, 17, 21, 24, 28, 31, 35, 39, 42, 45 and 56 DPI. Litter samples were collected at 7, 14, 21, and 28 DPI. Extra chickens were humanely killed and disposed.



Experimental animals
Specific pathogen-free chicks were obtained from Australian SPF Services Pty Limited, Melbourne VIC, Australia, under animal ethics number AEC13-119. The breed of the chickens was White Leghorn.
Infection method
A 1.5 ml vial of a pathogenic strain of CAV (CAU-269/7) with a potency of 107 TCID50/ml was obtained from the Australian Animal Health Laboratories, CSIRO, and Victoria. The whole contents of the vial were added to 2.5 ml of sterile PBS to make 4 ml. Each chicken received 200µl (equivalent to 105.9 TCID50) orally.

