Study of cellular cycle + surface expression of XXX

Wash cells once by centrifugation with PBS. Resuspend in PBS+2%FBS

4ºC

Count cells and bring them up to the concentration  of 106 cells/ml.----1ml

Centrifuge (1000rpm-10min/ quick spin 12 000rpm—30sec)


4ºC

Chromatin Decondensation : Resuspend cells in 0.5ml of PBS containing 0.05% saponin










20sec, 37ºC

Put the tube on ice and stop the reaction by adding cold PBS-1%PF (4ºC)

Fixation: 106 cells in 1 ml PBS-1%PF


   30 min; rotative agitation 4ºC

Centrifuge (2000rpm-10min/quick spin 12 000rpm—1min) Resuspend in PBS-2%FBS 4ºC
Incubate cell suspension with antibody anti XXX*FITC or anti YYY*PE for 1/2h

30 min; rotative agitation 4ºC

Centrifuge (2000rpm-10min/quick spin 12 000rpm—1min) 

Postfixation: Resuspend 106 cells in 1 ml PBS-1%PF


    15 min; rotative agitation
4ºC

Centrifuge (2000rpm-10min/quick spin 12 000rpm—30sec)


4ºC 

Permeabilization:  Resuspend 106 cells  in 1 ml PBS-0.1% saponin





   30 min ; rotative agitation 4ºC

Add 1ml of PBS-2%FBS containing PI (40ug/ml) and RNase 10ug/ml





30 min ; rotative agitation 4ºC

Centrifuge (2000rpm-10min/quick spin 12 000rpm—1min). Resuspend in PBS-2%FBS Filter suspension

4ºC 

