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1.0 Purpose 
The purpose of SOP 8.3 is to provide details on how to prepare infected MCF-10A cells for flow cytometry. 
 

2.0 Scope 
SOP 8.3 is intended to cover all resources, personnel and equipment in the BCR laboratory. 

 
3.0 Materials 

No. Name Description Storage Location 

1.0 HBSS Hanks Balanced Salt Solution Cold Storage (026-380C) 

2.0 FBS Fetal Bovine Serum Freezer #2 

(026-328S-A) 

3.0 ALDH1 Primary Antibody Fridge #1 (026-328S-A) 

4.0 APC-conjugated 
Antimouse IgG 

Secondary Antibody Fridge #1 (026-328S-A) 

 
4.0 Procedure 

4.1 Cells: MCF-10A cells were infected with non, GFP alone (G), DsRed alone (D), G+D,BRCA1-siRNA-GFP 
(GBS) alone, p53-siRNA-DsRed (D53) alone, and GBS+D53 cultured in adherent plates for one week and 
fixed in RNA later and stored at -20°C. 

4.2 Labeled tubes and needed antibodies 
 Cells only (non-infected, no staining) 
 APC only (use the non-infected cells) 
 GFP only (GFP-Infected cells) 
 DsRed only (DsRed infected cells) 
 Sample cells (C, G, D, G+D, GBS, D53, GBS+D53) 

4.3 Take out the cells in the RNA later.  Fill the tubes with HBSS and spin it down at 1500 rpm for five minutes.  
Resuspend the cells in HBSS with 2% FBS at the density of 1x106 cells/100 µL (If you don’t have enough 
cells, the lowest density you can go is 1x105 cells/100 µL). Distribute the cells into each flow tube in the way 
you want. 

4.4 Add primary antibody for ALDH1 to the tubes requiring this antibody and mix very well.  Incubate on ice for 20 
minutes. 

 1° Ab: ALDH1 antibody: 1:100 dilution in 100 µL total volume (Incubate on ice for 20 minutes) (I µL 
primary antibody to 100 µL) 

4.5 Fill the tubes with HBSS with 2% FBS and mix very well, spin it down at 1500 rpm for 5 minutes. 
4.6 Resuspend the cells in 100 µL of HBSS with 2% FBS and mix very well.  Add secondary antibody to the tubes 

requiring this antibody and mix very well.  Incubate on ice in the dark for 30 minutes. 
 2° Ab: APC-conjugated anti-mouse IgG(H+L) for ALDH1: 1:250 in 100 µL volume (Incubate on ice in 

dark for 30 minutes) 
4.7 Fill the tubes with HBSS with 2% FBS and mix very well, spin it down at 1500 rpm for 5 minutes. 
4.8 Remove the supernatant.  Wash one more time (Fill the tubes with HBSS with 2% FBS and mix very well, and 

spin it down at 1500 rpm for 5 minutes) 
4.9 Remove the supernatant.  Resuspend the cells in 300-500 µL of HBSS.  Bring the samples on ice to flow 

core. 
4.10 Always keep the samples on ice! 

 
5.0 Applicable References 
6.0 Change Description 
 

Revision Date Reference Description of Change 

1.0 7/3/12 CL Added room locations 
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