
DAPI staining for flow-cytometry
Introduction
Cell sorting using flow cytometry of cell non-stained, stained with DAPI, or transformed with a GFP encoding plasmid. 

Based on the protocol given on Thermofischer: here. 

Materials

› Strains 

› MG1655 

› TB43

› MinB 

› MG1655 transformed with GFP plasmid 

› TB43 transformed with GFP plasmid

› MinB transformed with GFP plasmid 

› Chemicals 

› DAPI 

› M9 sucrose 

› PBS 

› Absolute Ethanol

› Staining buffer (100 mM Tris, pH 7.4, 150 mM NaCl, 1 mM CaCl2, 0.5 mM MgCl2, 0.1% Nonidet P-40).

Procedure

Prepare the staining Buffer

1. 100 mM Tris, pH 7.4, 150 mM NaCl, 1 mM CaCl2, 0.5 mM MgCl2, 0.1% Nonidet P-40 .  A 1 mL volume will be 

required for each cell sample.

Prepare the stock solution for DAPI

2. To make a 5 mg/mL DAPI stock solution (14.3 mM for the dihydrochloride or 10.9 mM for the dilactate), 

dissolve the contents of one vial (10 mg) in 2 mL of deionized water (dH2O) or dimethylformamide (DMF). The 

less water-soluble DAPI dihydrochloride may take some time to completely dissolve in water and sonication 

may be necessary.

Store at 4°C  (for up to 6 months) in the dark 
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3. Collect a cell suspension of 2 × 105 to 1 × 106 cells

4. Pellet the cells by centrifugation and discard the supernatant

5. Resuspend in 1mL of PBS at room temperature.

6. Transfer the full volume of resuspended cells to 4 mL of absolute ethanol at –20°C by pipetting the cell 

suspension slowly into the ethanol while vortexing at top speed. Leave the cells in ethanol at –20°C for 5–15 

minutes

7. Pellet the cells by centrifugation and discard the ethanol

8. Tap the tube to loosen the pellet and add 5 mL of PBS at room temperature. Allow the cells to rehydrate for 15 

minutes.

Counterstaining protocol

9. Dilute the DAPI stock solution to 3 µM in staining buffer. A 1 mL volume will be required for each cell sample.

10. Centrifuge the cell suspension (from step 2.6) and discard the supernatant. 

11. Tap to loosen the pellet and add 1 mL of DAPI diluted in staining buffer

12. Incubate for 15 minutes at room temperature.

13. Analyze by flow cytometry in the presence of the dye. (scatter-plot BV510)
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