Flow cytometry protocol for Bd ploidy

Note: you should use two strains that frame the range of ploidy on each and every run you want to compare!

1. Grow cells on 1%T petri dishes using standard techniques. For example transfer agar cubes (~ 2 mm per side) onto fresh media and flood dish with 1 ml H2O.
2. After 2-5 days will be optimal harvest time, it will depend on strain and the freshness of inoculum.
3. Add 2-3 ml H2O per dish, let sit for 10-30 minutes (combine 2-4 actively sporulating dishes).
4. Pipette off H2O with zoospores and pass through a cell separator (45 um) to remove sporangia into a 50 ml Falcon.
5. Transfer to a 15 ml Falcon
6. Spin cells at 3.3 K in table top rotor for 6 mins at 25C.
7. Quickly decant. Add 0.5 ml of 1X PBS.
8. Take a 10 ul aliquot of spores and add 10 ul of EtOH. Count cells in haemocytometer. Count 5 medium squares for 5 x 0.004 ul = 0.02 ul total. Notes: don’t forget 2X dilution factor and dilute cells further if they are too dense.
9. Dilute to 1.5 x 106 zoospores in 0.5 ml PBS in eppendorf
10. Add 500 ul of 95% EtOH (cold) slowly
11. Allow to site for 20 min.
12. Pellet cells at 5 K in microfuge for 7 min.
13. Invert and blot away all EtOH.
14. Add 0.5 ml PI-RNAse (50 ug/ml PI, 100 ug / ml RNAse)
15. Incubate 20 min at RT in dark.
16. Transfer to BD tube.
17. Keep in fridge in the dark until analysis.
18. [bookmark: _GoBack]Measure 10,000 zoospores on a BD Biosciences FACSCalibur or similar instrument.
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