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How to choose mAb / Fluorochrome combination 

to improve data quality 



Multicolor Resolution 

FITC PE ECD PC5 PECy5.5 PC7 

APC Alexa 700 APCAlexa 
700 

APC-H7 APCAlexa 
750 

Pacific Blue Krome Orange 

CD8 Conjugates 



62% 
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Basic Considerations on Compensation 



Increased detection limits through strong overspill ! 

Basic Considerations on Compensation 

dye / channel -specific  

linear Log vs Log slopes 

ădistortion factorò 

50% of Cells 

50% of cells 



Basic Considerations on Compensation 

Linear Ăremedyñ through logicle display option in Kaluza 

50% of cells 

50% of cells 



 é but compensation factors only reflect relation of PMT voltages 

for a given fluorochrome bearing an INVARIANT emission spectrum. 

Comp 34% Comp 46% Comp 62% 
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Basic Considerations on Compensation 

450V 380V 410V 
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Basic Considerations on Compensation 

 éanother hockey stick curve ? 
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Basic Considerations on Compensation 

Gallios / Navios overspill pattern for typical dyes 

 - independent from PMT settings and compensation factors ! - 

BUBBLE 

 MATRIX 
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Impact Factors 

Detection 

Limits 

Fluorochrome 

 Brightness 

vs 

Antigen  

Density 

 

Discrete 

vs  

Modulated 

Expression 

Coexpression Pattern 

Filter Configuration 

Dye Spectra 

é 

Sterical Hindrance 

Unspecific Staining 

Preparation Issues 

é 



Silent and Untouchable Channels 
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5 Complementary Rules 

¾ Weakly expressed antigen works best with bright dye, 
 strongly expressed antigen works with all dyes  

 

¾ Weakly expressed antigen works best on Ăuntouchedñ channel,
 strongly expressed antigen works best on Ăsilentñ channel  

 

¾ Allow spillover between excluding antigens  

 

¾ Avoid spillover between non-exclusively coexpressed markers 

 

¾ Allow spillover from subpopulation markers to parent markers,
 avoid vice-versa 
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Weak/Bright/Untouched vs Strong/Dim/Silent 

strong: 

dim  

but not silent 

weak/modulated: 

bright  

but not untouched 

strong: 

but not dim  

silent 
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Basic Considerations on Compensation 

Gallios / Navios overspill pattern for typical dyes 

 - independent from PMT settings and compensation factors ! - 

BUBBLE 

 MATRIX 



strong: 

dim  

and silent 

weak/modulated: 

untouched  

but not  bright 

(+ less steric hindrance) 

strong: 

but not dim  

silent 
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Weak/Bright/Untouched vs Strong/Dim/Silent 
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Allow Crosstalk Between Excluding Antigens 

 Mutually excluding antigens serve each other as dump channels  
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Basic Considerations on Compensation 

Gallios / Navios overspill pattern for typical dyes 

 - independent from PMT settings and compensation factors ! - 

BUBBLE 

 MATRIX 
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Avoid Crosstalk Between Coexpressed Antigens 

 Logarithmic view 
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Basic Considerations on Compensation 

Gallios / Navios overspill pattern for typical dyes 

 - independent from PMT settings and compensation factors ! - 

BUBBLE 

 MATRIX 
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Allow spillover from Subpop Markers  

to Parent Markers, Avoid Vice-Versa 


