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PI protocol for FACS (small vol)
Need @ least 200,000 cells
1. Harvest and combine 2 wells of 6 well plate (remember to collect media as well).
2. Spin down at 500xg, 5min, 4 degrees

3. Resuspend in 1 ml 1x PBS

4. Spin down 2 min., 2000-3000 rpm @ RT. (500xg)
5. Aspirate supe and add 1ml 70% ice cold EtOH (-20)
6. Resuspend cells with p1000 carefully

7. Keep at 4 degrees until rest of time points are harvested (up to 1 week)
8. Spin down 2 min @ 500xg, RT
9. Remove EtOH and resuspend carefully in 500ul PBS/1%BSA Wash
10. Spin down 2min @ 500xg, RT

11. Repeat wash 1x.
12. Add 250 ul PBS (no BSA) to resuspend pellet

13. Add 250 ul 2x PI/RNase Solution

14. Incubate 30-45 min, 37 degrees

15. FACS (remember to filter cells)
to make 2X PI/RNAse solution:


10mg/ml RNase A



.1 grams RNAse A



33.33ul 3M Sodium Acetate pH 5.2



9.86ul H2O




- heat to 100 C for 15 minutes




- allow to cool to RT slowly





- adjust pH by adding .1 Volume 1M Tris-Cl pH 7.4




- aliquot and store at -20 C


2X Propidium Iodide Stock


100 ug/ml PI



.1% Nonidet P-40



.1% Sodium Azide



in PBS


2X PI/RNAse Stock


247ml of 2X PI Stock



3 ml of RNAse stock

- store in foil wrapped glass bottle

- good indefinitely

