
DNA Staining Protocol 
(after Tate et a1., Cytometry 4:211-215, 1983) 

	Constituent 
	Concentration
	(g/mol)
	(amount/100mL of stain)

	Na3citrate
	4mmo/L 
	294.1
	0.118 g

	RNase1
	30U/mL
	70U/mg
	42.8 mg

	Triton X-100
	0.1%
	----
	0.1 mL

	Propidim iodide 2
	50g/mL
	----
	5.0 mg

	NaCl, 10X conc.
	0.138 mmol/L
	58.44
	8.064

	1 RNase is  added on tha basis of activity in Kuenitz units. The example here is for a preparation that contains 70U/mg. Since preparations vary in activity, adjust the amount added to yield a final activity of 30U/mL. 

	2 PI is a potential carcinogen; be especially careful of the fine dust from dry crystals. It is recommended that you wear gloves when working with solutions of PI. 


Mixing Protocol 

1. Dissolve RNase in half the final volume of DDW; heat 15 min @ 80C; cool to room temperature. 

2. Dissolve citrate in half the final volume of DDW; add Triton X-lOO. 

3. Mix RNase, citrate/ TX-100; adjust pH to 7.8 with 0.1N NaOH. Add base dropwise since buffer strength is very low. 

4. Dissolve PI in solution made in step #3; cover with foil; check pH when PI is dissolved (it will take 20-30 minutes to dissolve. (Solution can be dispensed in aliquots and frozen for use later.) 

5. Dissolve NaCl in DDW. 

Staining protocol 

Resuspend washed cells in PI solution; incubate 10 min at 37C in the dark.. Add 0.1 volume of NaCl 10X solution and mix; hold at 4C in the dark until analyzed on the flow cytometer. 
  
Final concentration of cells should be about l06 cells/mL; at this density a final volume of 0.5 mL is adequate for many purposes. Cells that are sticky and tend to reaggregate may need to be filtered through a 60m Nitex mesh before analysis. 
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