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A. 
Reagents and Materials
· Dissection equipment: Cork board, pins, scissors and forceps
· Homogenising equipment: Glass homogenizer, HBSS medium, syringe plunger, Petri dish, syringe barrel packed with sterile cotton wool, 10 mL centrifuge tubes.

B. Method
1.
A mouse will be sacrificed for you by CO2 narcosis. You will need to swab the animal with 70% alcohol and pin out on a cork board. Incise and reflect the skin and pin to the board. Please refer to demonstrator for correct organ identification.
2.
The tissues may be removed on the bench provided that good aseptic technique is observed. Use sterile instruments for each stage. Once removed from the animal the tissues may be processed in the hood. 

3.
Preparation of spleen cells:  Mince the spleen finely with scissors in a Petri dish. Prepare a spleen cell suspension by gentle homogenization in a minimal amount of HBSS using a glass tissue homogenizer.


It should not be necessary to grind the tissue. Frothing of the medium is undesirable and can be avoided if you do not repeatedly draw the pestle out of the fluid. 


Remove the pestle slowly to prevent cavitation of the fluid and release of liquid or aerosols.

4.
Cells can be further dissociated by gentle pipetting with a Pasteur pipette. 

5.
Large aggregates of tissue should be allowed to settle to the bottom of the dish or removed by filtering the suspension through a syringe barrel packed with cotton wool. 


The cell suspension can then be collected by pipetting into a 10 mL tube.

6.
1st Wash: Make up the suspension to 10 mL with HBSS and gently mixed by inversion. The suspension should then be "washed" by centrifugation at 1,000 rpm for 10 min in the Beckman GS-6R centrifuge. 

7.
Following centrifugation, discard the supernatant by decanting without disturbing the cell pellet. Resuspend the cells in the remaining residual liquid by flicking the bottom of the tube (ask demonstrator). 

8.
Make up the volume to 10 mL with HBSS medium with a plugged Pasteur pipette. Take out 20 µl for cell counting with Trypan Blue before proceeding to the next step.

10.
2nd Wash: "Washed" the cell suspension by centrifugation at 1,000 rpm for 10 min in the Beckman GS-6R centrifuge. 

11.
Following centrifugation, discard the supernatant by decanting without disturbing the cell pellet. Resuspend the cells in the remaining residual liquid.

12.
Make up the volume to 10 mL with Culture Medium (not HBSS) with a plugged Pasteur pipette.
PPE required: Gown, closed shoes, gloves and eye protection, Centrifuge procedures will be supervised by demonstrators – Spill Procedures may apply and will be supervised by demonstrators








