[image: image1.wmf]Biomedical

Tissue 

Research




	StaNDARD OPERATING PROCEDURE


Flow cytometric analysis of cell cycle
	Created by:
	
	reference number:

	Jess Frith
	
	SOP 22

	date:
	

	05/08/2008
	
	


A.  Sample preparation
1) Harvest cells to a single cell suspension and wash in PBS
2) Add 2 ml ice-cold 70% ethanol and incubate at 4°C or on ice for 30 minutes
3) Spin down cells and wash in 5ml PBS
4) Spin down cells and resuspend in 400l PBS

5) Add 50l 1mg/ml RNase A and 50l 500g/ml Propidium iodidide

6) Incubate at 37°C for 30 minutes then overnight at 4°C to allow PI to equilibrate
B. Analysis
1) Analyse samples on the flow, running the samples as slowly as possible (flow rate should not exceed 30 eps)
2) Use Linear PE-Texas red channel to detect amount of DNA and use Linear PE-Texas Red vs Area PE-Texas red to gate out doublets.
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