Intracellular Staining for FACS(
1. Note that this procedure uses cell fixation, therefore PI staining is not an option.

2. Controls recommended:

a) Negative Abs or genetically-deficient specimens

b) Surface-stained single color controls for each Ab

c) intracellularly-stained control (an aliquot of cells left blank in FACS buffer during surface staining)

d) cells surface stained but not intracellularly stained (the negative control Ab for this control will be used after permeablization).

3. Stain for the appropriate cell surface markers. If desired, an extra sample may be prepared in which the intracellular Ab is used for surface staining.

4. Wash the cells and resuspend in 1% paraformaldehyde (from a frozen 3% stock, dilute in FACS buffer...this dilution is good for ~ one week, if that; 333 (l stock + 667 (l buffer). Incubate the cells covered at 4( C o/n or 20 min at RmT.

5. Pellet the cells and resuspend in 0.2% Tween (make the dilution in FACS buffer). Incubate the cells covered at RmT for 30 min.

6. Wash the cells 2X in Tween. For the appropriate samples stain with the intracellular Ab or the negative control in Tween.

7. Wash the cells, resuspend and acquire with the FACSCalibur.
