Flow Cytometry – Propidium Iodide & BrdU

Preparation
1. Add 10uM BrdU (final concentration) to cells 20-40 minutes prior to harvesting.
2. Harvest cells and resuspend 5x105 cells per sample in 300 µL PBS on ice
3. Add slowly 700 µL ice cold Ethanol and mix gently by inverting tube
4. Fix for at least 2 hour on ice or in -20. *Samples can stay at -20 overnight or longer
5. Spin down at 2000 xg for 5 minutes. Aspirate carefully. Dave suggests centrifuging for 2min then turning tubes 180 degrees and centrifuging another 2min.
6. Break up cell pellet by running along an eppendorf tube rack
7. Add 1 mL 0.5% BSA/PBS.
8. Spin down at 2kxg for 5 minutes. Aspirate carefully.
9. Break up cell pellet by running along an eppendorf tube rack
10. Add 1mL 2N HCl + 0.5% triton-x-100/PBS (see recipe below)
11. Incubate 30 mins RT
12. Spin down at 2k xg for 5 minutes. Aspirate carefully.
13. Break up cell pellet by running along an eppendorf tube rack
14. Add 1mL 0.1M Na-borate, incubate 2 mins.
15. Spin down at 2k xg for 5 minutes. Aspirate carefully.
16. Break up cell pellet by running along an eppendorf tube rack
17. Add 1 mL 0.5%BSA/PBS
18. Spin down at 2k xg for 5 minutes. Aspirate carefully.
19. Break up cell pellet by running along an eppendorf tube rack
20. Add 100 uL of BrdU antibody (1:20 BrdU-488 in 0.5% BSA/PBS/0.5% Tween; Mobu antibody won’t cross react with EdU if you are using both BrdU and EdU.  The other BrdU antibodies will recognize EdU)
21. Incubate 30 min RT
22. Spin down at 2k xg for 5 minutes. Aspirate carefully.
23. Break up cell pellet by running along an eppendorf tube rack
24. Add 1 mL 0.5% BSA/PBS
25. Spin down at 2k xg for 5 minutes. Aspirate carefully.
26. Break up cell pellet by running along an eppendorf tube rack
27. 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
28. 37 degrees for 30 minutes
29. Store at 4 degrees overnight or until ready to use (not longer than overnight)
30. Filter cells, place filter gauze over test tube and pipette through cell sample.  Now ready for flow cytometry.

Note: Add yellow tip to end of 1 mL tip to aspirate (or use gel loading tip), rake tubes across tube rack to loosen pellet before adding next solution.  Consider centrifuging for 2 minutes, then turn tubes 180 degrees and centrifuge another 2 minutes to make nice cell pellet. May need to aspirate most of liquid, centrifuge for 2 more minutes, then remove remainder to avoid losing any cells in pellet.  

2N HCl Solution
5 mL of 4N HCl (or you can use any other stock and just adjust to a final of 2N HCl)
4.5 mL Water
500 uL 10% triton X-100
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