Flow Cytometry – Propidium Iodide Only

Preparation
1. Harvest cells and resuspend 5x105 cells per sample in 300 µL PBS on ice
2. Add slowly 700 µL ice cold Ethanol and mix gently by inverting tube
3. Fix for at least 1 hour on ice or in -20. *Samples can stay at -20 overnight or longer
4. Spin down at 2k rcf for 5 minutes.  Aspirate carefully.
5. Break up cell pellet by running along an eppendorf tube rack
6. Add 1 mL PBS to wash cells
7. Spin down at 2k rcf for 5 minutes.  Aspirate carefully.
8. Break up cell pellet by running along an eppendorf tube rack
9. Add 500 µL PBS + Propidium Iodide and RNAase A
a. Stock PI at 5 mg/mL, add 5 µL per mL PBS
b. Use RNAase at 4mg/mL, 5 uL per mL PBS
c. Protect from light, PI is light sensitive
10. Incubate at 37 degrees for 30 minutes
11. Store at 4 degrees until ready to use (up to a week)
12. Filter cells, place filter gauze over test tube and pipette through cell sample.  

Note: Add yellow tip to end of 1 mL tip to aspirate, rake tubes across tube rack to loosen pellet before adding next solution
