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Tissue Harvest Protocol

Set-Up:

1cc syringe w/ 25G needle filled with 0.1cc heparin
5cc syringe filled with heparinized saline (1ml Hep/50ml Saline) – for lung perfusion

22G IV catheter -Trachea tube for lung perfusion

IV bag filled with Heparinzed saline solution for whole body perfusion

1 metal tray large enough to fit mouse w/ board 

blue pads

sac pack including:
2 hemostats



1 scissor




1 forcep




2-4 microclamps (size doesn’t matter)

2% paraformaldehyde (use about 20ml/ animal)

IV bags or 60cc syringes should have bag spike already if not insert into bag for easy filling with Hep/Sal or 2% Paraformaldehyde.
Attach fitted tubing on end of bag spike with three way (w/two male connections)

Procedure:

· Hook IV bags or 60cc syringes up to Ring stand (bottom of bag or syringe @ 8” above mouse).  This creates the appropriate pressure to perfuse without disrupting structure. (25mmHg)  

**Bag should be approximately 8inches above surface level to get appropriate flow and pressure for perfusion.
· Shave abdominal area and throat area remove excess hair with 4x4 gauze pad.

· Midline incision through skin and abdomen all the way up to the xyphoid (make sure to pick skin up when cutting to avoid organ damage)

· Cut diaphragm along rib cage to separate it 

· Cut rib cage just lateral to the R & L internal thoracic arteries.  

· Place hemostats on cut xyphoid segment with curvature of hemostat face up to hold for viewing heart for cardiac puncture.

· Insert Trachea tube and tie off –be careful not to puncture carotid arteries…..

· Insert suture around caudal Vena Cava

Infuse 0.1cc 1000U/ml heparin (not diluted) into Right Ventricle from prepared 1cc syringe w 25g needle while keeping the 
*(VMI holds that vena cave suture taught during Heparin infusion to restrict it to the pulmonary cavity-we may want to infuse more straight heparin and leave that restriction off so the heparin reaches the liver too for more effective clearance of blood) 
· Hold the needle in the heart for about 10 seconds then perform your cardiac puncture.  

· After blood collection infuse heparinized saline (from 5cc prepared syringe) into Right ventricle to clear the lungs and liver of blood

· Place suture around right lobes of the lung and tie off completely.  

· Place 2 sutures around left lobe of the lung do not tie off.

· Place suture around liver lobes and other vasculature that leads to organs you will be removing for protein and RNA. 

· Then hook up the trachea tube to the 2% perfusion set-up and perfuse left lung lobe first.  

· Let fluid run to fill the lobe completely and inflate the lobe.

· Stop the flow then tie the suture tight to keep the lung inflated.  Tie off the other suture to close opening in order to keep Pressure for Perfusion of the rest of the body.  Excise the lobe and place into 30% sucrose.
· Continue the perfusion through right ventricle and a 25G needle hooked to perfusion set-up.  Excise the organs you want to image placing each into about 5cc 30% sucrose.

Place all RNA samples into RNA later keep at room temp.

Place all protein samples into liquid nitrogen and store at -80.

