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1.0 Scope and Applicability: This protocol is used for preparation of 5 µM DAPI cell staining solution that is applicable for staining adult mouse brain sections.

2.0 Materials:
2.1. DAPI (4’,6-diamidino-2-phenylindole, dihydrochloride) (Invitrogen D1306 or equivalent)
2.2. 1X PBS (-) (RP0001)
2.3. P200 or P1000 pipette tips
2.4. 5 ml serological pipette
2.5. RNase free stir bar
2.6. Aluminum foil

3.0 Equipment: 
3.1. P200 or P1000 pipette
3.2. Pipettor
3.3. 1000 ml graduated cylinder
3.4. Vortex
3.5. Stir plate
3.6. Magnetic stir bar remover

4.0 Safety:
4.1. Nitrile gloves
4.2. Lab coat
4.3. Safety glasses
4.4. DAPI is a mutagen and should be handled with care.  Please consult your immediate supervisor if you have questions or concerns.

5.0 Output:
5.1. 5 µM DAPI counterstaining solution in PBS.


6.0 Reference Documents: 
6.1. [bookmark: _GoBack]RP0001 Phosphate Buffered Saline (PBS)
6.1.1. https://www.protocols.io/view/phosphate-buffered-saline-pbs-bezgjf3w/abstract
6.2. “MSDS 4'6-diamino-2-phenylindole, dihydrochloride (DAPI) - Life Technologies 12-14.pdf”

Warning:  Personal Protective Equipment (PPE) should be used at all times while operating this protocol.  If you are unsure what PPE you should be using, see your immediate supervisor.  DAPI is a mutagen and should be handled with care.

7.0 Setup:
7.1.  Aliquot the appropriate volume of 1X PBS (-) according to Table 1 and add an RNase free stir bar to the bottle.  Reference Protocol RP0001 Phosphate Buffered Saline (PBS).
7.2. Obtain 10 mg/ml DAPI stock solution from the 4°C refrigerator.
7.2.1. To make 10 mg/ml DAPI stock solution, dissolve the content of one vial (10 mg) in 1 ml MilliQ water.  Vortex the bottle until the solid contents have been completely dissolved in the MilliQ water.

8.0 Methodology (record all lot numbers and volumes in the appropriate reagent preparation notebook):
8.1. Vortex the DAPI stock solution before use, check to make sure that there is no DAPI precipitate.  If a precipitate is present, vortex until dissolved.
8.2. Prepare the required volume of 5 µM DAPI staining solution according to Table 1.

	
	105 slides
(3½ racks)
	210 slides
(7 racks)
	315 slides
(10½ racks)

	1X PBS (-)
	900 ml
	1.8 L
	2.7 L

	10 mg/mL DAPI stock solution
	158 µl
	316 µl
	474 µl

	Final Volume
5 µM DAPI solution
	900 ml
	1.8 L
	2.7 L


Table 1.  Volumes to prepare 5 µM DAPI staining solution

8.3. Place on stir plate at a high speed and stir for approximately 2 minutes.
8.4. Remove the stir bar using the magnetic stir bar remover.
8.5. If the staining solution is not to be used within one hour, cover with aluminum foil and store at 4C.  Discard staining solution if not used within the day of preparation.

9.0 Take Down:  
9.1. Excess/ unused 5 µM DAPI solution should be disposed of in the DAPI waste container.

10.0 Technical Information:
10.1. DAPI staining solution is always prepared fresh the day of use and must be changed every 105 slides (3½ racks).
10.2. DAPI stock solution can be aliquoted and stored at ≤ -20C.  For short-term storage the solution can be kept at 2-6C, protected from light.
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