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Cell preparation for FACS
Pellet cells in a 1.5ml tube (we use ~0.3x107 mitotic or 1.2x107 meiotic cells)
Re-suspend in 70% ethanol, fix O/N – to 1 week at 4(
Spin down cells 3000g 1 min, discard supernatant

Re-suspend cells in 500µl FACS wash, spin 10,000g 30s, discard supernatant
Re-suspend cells in 500µl FACS wash
Sonicate in Bioruptor 20s on low power (40s is good for cells that flocculate heavily eg: SK1)
Add 25(l of 20mg/ml RNase A, mix (CARE – lots of RNase - use filter tips!!!)

Incubate at 37( for 2 hours

Spin cells 10,000g 30s, discard supernatant

Re-suspend cells in 0.5ml FACS stain, spin 10000g 30s, discard supernatant

Re-suspend cells in 450µl FACS stain and add 50µl 0.5mg/ml propidium iodide

Sonicate the cells for 20s as above.

Stain overnight - 3 days at 4(
Sonicate the cells for 20s as above.
To each FACS tube, add 900µl FACS wash and 100µl of stained cells (use filter tips)
Before placing the sample in the machine, votex to re-suspend the cells as they will settle to the bottom of the tube

FACS wash:
50mM tri-sodium citrate

pH to 7.0 with citric acid

FACS stain:
200mM Tris pH7.5



211mM NaCl



78mM MgCl2
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