KRISHAN STAIN FOR DNA CELL CYCLE ANALYSIS

1. Prepare a single cell suspension with .1 to 1 x 10-6 cells per tube.

2. Wash cells with PBS, then centrifuge to pellet them. Remove the supernatent PBS, vortex to dislodge the pellet, and add 1 ml of Krishan’s stain. Vortex again. Refrigerate and let stand at least overnight before analysis. 

KRISHAN STAIN

Reference: Krishan, A. (1975) J. Cell Biol.; 66,188.


Stain: 0.224 g NaCit.2H2O


          9.22 mg Propidium Iodide (carcinogen)

2.0 ml 1% NP40 in H2O

2.0 ml 1mg/ml Rnase, (DNase free)
qs to 200 ml with H2O


Storage: refrigerate


Shelf life: at least 6 months

Flow Cytometric Analysis

Cells are analyzed using a Beckman Coulter  FC500 flow cytometer. Doublets are excluded from the analysis using the peak vs. integral gating method. ModFit LT software (Verity Software House, Topsham, ME) is used for cell cycle analysis.

