Perfusion Protocol

Preparation      

· Run 4% Parafomaldehyde through the tubing and then rinse with PBS + Heparin (.1ml in 100 ml of PBS) to insure no air enters the animal and that flows unimpeded by needle.

· Use dulled needle, gauge depends on size of animal.

· Tools: Large straight scissors, small curved scissor, short-balled scissors, rangeurs, one straight and one curved hemostat.

Perfusion

· Anesthetize the animal with an over dose of ketamine/Xylazine

· Immediately after the animal become unconscious (pinch toe if no response), place it on the tray.

· Open the abdominal cavity widely and cut through the diaphragm to access the chest cavity. Cut through the rib along with mid line and open the chest cavity widely. In small animal (mice) you can cut diaphragm and then clamp ribs back.

· Penetrate left ventricle with a dulled needle and check that needle gets into the aorta. Using straight hemostat, clamp needle to the heart. In small animals (mice) leave the needle in the left ventricle and do not clamp.

· Cut right atrium, and start running the PBS with Heparin. Flow about 10 ml of PBS+Hep in mice.

· Stop the running PBS+ Hep and start running 4% Para formaldehyde. For mice run about 15 –20 ml depend on the size of the animal. Fix with Para formaldehyde until liver gets pale and tail gets stiff.

· Postfix over night.

· Dissect out the prostate and process it for histology.

