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Nuclei Staining Procedure for Flow Cytometry
Supplies Necessary:  10mM PBS, 50mM MgCl​2, IGEPAL, 1mg/ml Mithramycin, 10.9mM DAPI, Nuclei Cytometry Controls (BioSure( TEN, ZebraFish, CEN singlets)

Dual Dye Protocol


For Red Blood Cells

1) Prepare nuclei as desired, using only EDTA as the anti-coagulant

· 1-2mg EDTA / ml blood (~.15% EDTA)

· The Molecular Probes protocol (see references) for counterstaining cells in suspension has worked with limited success on our red blood cells

2) Proceed to staining step

For BioSure( Nuclei Controls

1) Gently mix stock for 10 sec

2) Add 1 drop CEN or TEN, or 3 drops ZebraFish per 1.0 ml staining buffer

For All: Staining

1) Resuspend nuclei/cell pellet in 1.0 ml Mithramycin Staining Buffer

Per 1 ml:
300 (l 
50 mM MgCl2


1 (l
IGEPAL



50 (l
1 mg/ml mithramycin (=50 (g/ml working)



649 (l
10mM PBS

3) Mix gently via slow vortex 

4) Store in dark, overnight 4 (C

5) Add .5 (l 10.9mM DAPI (= 2.5 (g/ml working), incubate at 4 (C, in dark, up to 1 hour

6) Analyze by flow cytometry
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Molecular Probes MP 01306 – DAPI Nucleic Acid Stain

· For a Counterstaining Protocol as well as the DAPI spectra
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· For Mithramycin specta

