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My Goals For Today 

1. Save you time analyzing your 
data 

2. Help you get more out of your 
data ($$$) 

3. Keep you on the cutting-edge 

 



Benefits of Using FlowJo 

Keyword-Driven Data Organization 
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Benefits of Using FlowJo 

Intuitive Hierarchical Gating 
 



Workspace for Hierarchical Gating 
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Advanced Gating 

Spider Curly Quad Auto 



Advanced Plotting Tools 



Grouping Samples 

Samples quickly organized using keywords 



Grouping Samples 

Samples quickly organized using keywords 



Layout Editor: Creating Figures 



Layout Editor: Creating Figures 



Layout Editor: Creating Figures 



Data can be exported in a variety of ways: 

 

 

 
 

PC Mac 

FlowJo does the work for you! 
 
Perform an operation once and instruct the 
software to repeat it. 
 
 

 

Iterative Analysis Through “Batching” 



Iterative Analysis Through “Batching” 



Iterative Analysis Through “Batching” 



Table Editor: Creating Statistics 



Table Editor: Creating Statistics 



Table Editor: Exporting the Table 



Rapid-Fire Template Creation 

 

 



• New Ribbon Interface 

• Translations 

• Undo Buttons 

• Breadcrumb Bar 

• New Compensation Wizard 

• Optimized Preference Settings 

FlowJo Version 10 - Chimera 
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Biexponential Transformation 
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Biexponential Transformation 

Baseline subtractions or compensation result in NEGATIVE values  

Transformation “EXPANDS” log scale for lows and negatives 

Data values are NOT altered – only the scale is altered 



Biexponential Transformation 
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Biexponential Transformation 

Parks DR, Roederer M, Moore WA. Cytometry A. 2006 Jun;69(6):541-51. 
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Compensation – What is it? 

Removing the spillover fluorescence of a 
particular probe from the "wrong" channel. 



Compensation – Why is it important? 
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Compensation – How to do it? 

Setting Up Compensation Controls 

• Controls should be brighter than samples 

• Autofluorescence should be the same for positive 
and negative populations 

• Compensation color MUST match experimental 
color 

• Use the same tandem dye from the same 
manufacturer (and lot#) 



Gating Controls 

Fluorescence Minus One (FMO) Controls: leave out one reagent 
at a time (the opposite of single stain controls) 



Gating Controls 



Current Compensation Wizard 



Version 10 Compensation Wizard 



FLUORISH! Panel Wizard 

• Create an account and join a circle 

• Stepwise process for antibody panel design 

• Takes into account instrument selection 
and configuration 

• Target-fluorochrome refinement 

• Combined product databases from multiple 
vendors (BD, eBio, BioL, Miltenyi, etc.) 

www.fluorish.com 



Fluorish 



Create An Account 



Instrument Configuration 



Save Antibody Panels For Life 























Online Resources 



Thank You...Questions? 

 

FlowJo Tech Support 
flowjo@treestar.com 

1-800-366-6045 

 

Jack Panopoulos, Ph.D. 
Application Scientist 

 


