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               |FCM REVIEW OF CONCEPTS| 

 

 

 

 

 

1. PLANNING A FLOW CYTOMETRY EXPERIMENT 

 
You want to look at CD25 expression in CD3+ CD4+ T cells in peripheral blood leukocytes. 

You also need to assess cell death. 

 

 FITC PE PerCP PE-Cy5 PE-Cy7 APC 

anti-CD3 ✓ ✓   ✓ ✓ ✓ 

anti-CD4 ✓ ✓ ✓ ✓   ✓ 

anti-CD25   ✓   ✓   ✓ 
 

  Live/Dead:  PI, DAPI 

 

 

a) Looking at the instruments available at the CEDOC Flow Cytometry Unit, which one 

would you choose, and suggest a panel to answer the question (Search supplementary 

information).  

 

 

2. INTERPRETING FLOW CYTOMETRY DATA 

 
a) What is the goal of a titration? 

             -particularly with respect to the positive and negative populations?  

 

 

 

b) Which concentration of antibody is correct?  
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2. INTERPRETING FLOW CYTOMETRY DATA 

 
One of the most basic principles of FCM analysis is “gating,” which is the sequential 

identification and refinement of a cellular population of interest using a panel of 

molecules that are visualized by fluorescence in a unique emission spectrum. 

 

The panel described in this exercise are designed to identify CD4 and CD8 T-lymphocytes in 

human peripheral blood. 

 

 

 

 

 

a) Make an interpretation of the results and describe the gating strategy shown in this 

figure. 
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SUPPLEMENTARY INFORMATION 

 

Know your Instrument: CEDOC Flow Cytometers 

 

FACSCantoII: 3 lasers, 8 parameters 

  

  

 

 

 

 

 

 

 

FACScan: 1 laser, 3 parameters 

 

 

 

 

 

 

 

 

 

FACSAriaIII: 4 lasers, 16 parameters 
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Brightest Fluorochrome (Stain Index)                                        
 

 
 

Antigen Density 

 

 

 

 

  


