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(Immuno)histochemistry Staining



3,3′-Diaminobenzidine (DAB)



● Absorption & Scattering

● Beer–Lambert–Bouguer law

● Quantifying DAB
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Beer–Lambert–Bouguer law

True Absorber

Concentration



Scattering

ScatteringAbsorption



Scattering

ScatteringScattering

Different Size  = Different Effect



Scattering

ScatteringScattering

Different Size  = Different Effect



Consequence with DAB

DAB

? Concentration ?

Absorber AND Scatter
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Normalisation decreases

the Deviation to the Mean

DAB Area

Tissue  Area 
Norm Area =



Quantifying DAB



Quantifying DAB : Using QuPath



Quantifying DAB : Using QuPath



● Intensity of DAB is not so relevant

● Measuring DAB Area 

(normalizing it using Tissue Area)

Conclusion 
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Source: http://www.lfb.rwth-aachen.de/en/research/basic-research/multispectral/


