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Tissue Harvest Protocol

Set-Up:

If plasma is desired use 1cc syringes w/ 25G needle coated w/ heparin (withdraw 

1000U/ml heparin directly into syringe and pull plunger back and forth to coat 

inside of syringe. Expunge all the heparin from the syringe and the needle tip) 

REFER to EXPERIMENT FORM FOR EXPLICIT DIRECTIONS  
1 metal tray large enough to fit mouse w/ board in 

blue pads

sac pack including:
2 pairs of hemostats




1 scissor




1 forcep




2 microclamps (size doesn’t matter)

cold PBS (use about 50ml/ animal)

2% paraformaldehyde (use about 50ml/ animal)

2-250ml lactated ringers solutions bags empty.

Cut slit across one side at top of bag in order to fill with solution.

Attach fitted tubing on end of bag (same tubing as hepatocyte tubing).

Attach three way stopcock to end of tubing.

Attach 18G needle to the stopcock.

Fill PBS bag w/ cold PBS (depending upon how many mice you have to sac)

Fill para bag w/ para (depending upon how many mice you have to sac)

Procedure:

Hook bags up to top shelf using large binder clips.  

Attach a small binder clip to the metal part of the large binder clip.

Hook bag up to the shelf using the small binder clip.

**Bag should be ~1meter (3ft) above surface level to get appropriate flow and pressure 

for perfusion.

Shave abdominal area and 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.

Perform cardiac puncture:
Use 25G 5/8 needle with 1 ml syringe for cardiac puncture

 (mice)

Use 18G  needle w/ 5ml syringe for cardiac puncture (rats)

Insert needle into R ventricle of heart and remove blood

*Allow blood flow to control suction of syringe.  Pulling too fast will cause cells to lyse

After cardiac puncture start Perfusion w/ PBS to remove all red blood cells from remaining organs. Be sure to let the fluid run through the line to remove all the air.
Insert 18G needle into L ventricle and turn stopcock to flow through the animal.  Let liquid flow until the organs turn pale.

Next, start perfusion w/ paraformaldehyde. 

Samples for Immunoflurescences (IF), shall be incubuated in 2%paraformaldehyde at 4C for ~2hrs.  Duration of fixation depends on tissue size.  A lobe of mouse liver needs 2 hrs a lymph node requires an hour.  If sample is left in fixitative too long, your sample will have higher autofluorescences and antigen access to your antibody of interest may be reduced.  Samples fixed in 2%paraformaldehyde may be processed for IF, Immunohistochemistry/H&E.  The use of formalin is discouraged as it reduces future use of samples in IF experiments.

After fixation, samples for IF are to be incubated at 4C in cold 30%sucrose for 24hrs.  Changing the sucrose 3X within 24hrs further minimizes paraformaldehyde negative effects.

Samples are slow frozen by liquid nitrogen cooled 2-methylbutane (see detailed protocol at http://www.cbi.pitt.edu/protocols/fixation.)

Samples perfused with paraformaldehyde may also be processed for H&E (see the Research Histology Service under the heading of Histopathology/Immunohistochemistry at http://stiresearch.health.pitt.edu/content.  Tissues for H&E should be fixed in paraformaldehyde for a duration dependent of tissue size.  Allow ~1mm/hour for the fixative to penetrate your tissues and a volume of 10-20 times fixative volume to tissue. Once fixation complete, switch to 70%EtOH.   

