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notes/Comments:

Living cells can be used for the detection of membrane-associated proteins. Cells need to be fixed (and permealised) when detecting intracellular proteins. Optimal fixative is depending on the antibody used. 4% paraform aldehyde in PBS works in many cases.

Flow cytometry protocol

1. Remove media and wash cells twice in PBS.

2. Remove adherent cells from a T75 culture flask by incubation in 5ml washing buffer (0.2% BSA and 5mM EDTA in PBS) at 37(C. Collect non-adherent cells in the same buffer.

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

4. Resuspend cells in washing buffer (use 100(l buffer per test sample, plus negative controls, see below). Use around 50,000-100,000 cells per sample, count if unsure.

5. Put 100(l of cell suspension in a labelled eppendorf, including cells used as negative control (no primary antibody). Add relevant primary antibody at correct concentration (usually 1:100, in washing buffer), and incubate on ice for 30min (flick tubes to resuspend cells after 15min). FITC or PE-conjugated primary antibodies are usually used at 1:20 dilution (keep in the dark).

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

(If antibody is FITC/PE conj., resuspend pellet in 400(l washing buffer, keep on ice in the dark, and proceed to flow cytometry)

7 Resuspend cells in 100(l washing buffer containing FITC or PE-conjugated secondary antibody (usually 1:20) and incubate on ice in the dark for 30min (flick half way through).

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

9 Add 400(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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