Flow Cytometry - PI Staining

Day 0 – Plate cells (6 well plates)

Day 1 – Treat cells

Day 2 (or whenever the treatment needs to be stopped)

1) Aspirate medium. Rinse wells with 1 mL PBS.

2) Aspirate PBS. Trypsinize cells (500 L/well). Add 1.5 mL medium containing 10% FBS/well. Transfer cell suspension to labeled FCS tubes.

3) Pellet cells (3500 rpm for 5 minutes)

4) Aspirate or pour off supernatant. Wash cells with 1 mL PBS. Resuspend pellets in PBS (make sure there are no clumps). Centrifuge at 3500 rpm for 5 minutes. Repeat (leave a little PBS in tube after last wash).

N.B. for attached cells: the first time cells are resuspended in PBS, disperse clumps by pipetting up and down 6-10 times (or until clumps are completely dispersed). The cells can be resuspended by vortexing only with the second PBS wash.

N.B. it is better to vortex cells at no more than 2/3 maximum speed.

5) Flick tube (or vortex) to break up pellet (make sure no clumps! VERY IMPORTANT)

6) Fix cells: while vortexing tubes, add 1 mL ethanol (70% ethanol in distilled water). Incubate for 30 minutes at room temperature (or up to 8 days at 4(C)

7) Centrifuge at 3500 rpm for 5 minutes.

8) Aspirate or pour off supernatant. Wash cells with 1 mL PBS. Centrifuge at 3500 rpm for 5 minutes. Repeat.

9) Aspirate supernatant. Add 200-400 L PI/RNAse solution. Cover samples with aluminum foil (keep in dark until at flow cytometer machine). Incubate for 30 minutes at 37(C.

10) bring samples to flow cytometry (or store at 4(C overnight).

PI/RNAse solution: 

  50 g/mL propidium iodide

100 g/mL RNAse A

                   PBS

Vortex to make sure propidium iodide is completely dissolved

(do not need to adjust pH)

