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Flow cytometry protocol

1. Remove media and wash cells twice in PBS.

2. Remove adherent cells from the culture flask by incubation in trypsin at 37(C. 

3. Collect cells, spin at 450g for 5 minutes and aspirate supernatant.

4. Resuspend cells in 1ml PBS containing fixative and triton-X-100 (4% paraformaldehyde and 0.1% triton-X-100). Leave for 10 minutes at room temperature. Add 5ml buffer A to wash and spin 450g for 5 minutes.

5. Resuspend in buffer A containing 10% serum of the animal in which the secondary antibody was created. Allow 100μl per sample or control. Transfer 100(l aliquots into labelled eppendorfs and leave to incubate on ice for 30 minutes.

6. Add primary antibody at the correct concentration and leave to incubate on ice for 45 minutes (flick tubes to resuspend cells half way through the incubation time).

7. Add 1ml buffer A to all tubes, spin for 5mins 450g, 4(C. Carefully remove supernatant, leaving cell pellet.

7 Resuspend cells in 100(l buffer A containing the secondary antibody at the correct concentration and incubate on ice in the dark for 45min (flick half way through).

8 Add 1ml buffer A, spin as above and remove supernatant.

9 Add 200(l washing buffer, keep on ice in dark, and analyse by flow cytometry. 

Note: make sure there are no visible particles in the sample. These will block the flow cytometer. Remove cell clumps by putting them through a needle.
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