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Principle:

This method allows for the semi-quantitation of viable vs non-viable cells in a specimen 

where  the integrity of the cell populations has been compromised. Sample that are older than 48 hours or that have been stored or transported incorrectly can be subject to decreased viability.  Propidium Iodide and 7-ADD will penetrate cell membranes that are unstable due to age or other factors. Propidium Iodide emits fluorescence in the FL2 region. It is considered a carcinogenic substance and should be handles according to safety precautions.  The reagent 7-AAD emits fluorescence in the FL3 region. Either can be used  in conjunction with cell surface staining or on Selected CD34 Stem Cell Products. (see Procedure)

Reagents:

Propidium Iodide, Cat.#537059 Calbiochem


Stock Solution: Dilute 1.0 mg PI in 25 ml of 1x PBS. Store at 2-8 C.

            Working Solution: Use 1:10 dilution of Stock Solution with 1x PBS. Store

             Preparation on ice shielded from light prior to testing.

Use as Titered amount – 10 uL
Via Probe, 7-AAD Pharmingen reagent

Use as Titered amount – 20 uL
Procedure:

1. Stain 50 uL cells (adjusted to flow rate of 800-1200 cells/sec) in 10 uL of Working PI  Soln for 15 minutes on ice and shielded from light.

2.  If Surface staining cells, wash once with 1xPBS/azide/FCS and spin at 1500rpms for 5 minutes.

3. Add 0.5 ml 1x PBS to analyze. Do not use fixative

4. Alternative Procedure: use 20 uL 7-AAD and 50 uL cells. Incubate on ice and shielded from light.

5. Wash cells as above and acquire/analyze cells on flow cytometer

6. Use FacsDiva Experiment Template to acquire and analyze data.

Procedural Comments:

Other methods are available for enumerating non-viable cells such as Trypan Blue (Blood Bank) and Ethidium Bromide/ Acridine Orange.

Reagents are considered carcinogenic, refer to Flow Safety Procedure.

References:

CAP Flow Cytometry Checklist, June 2010
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