
Cells are detected in 
CD3 channel using 

MaxEntropy threshold

ROI is drawn around 
individual thresholded areas 

(smaller than entire cell)

ROI is expanded to enclose 
entire cell. Then, a ~2.5 μm band

 is drawn around this 
expanded ROI (”background band”)

Mean intensities are measured in 
CD3, CD4, and CD8 channels 

within the expanded ROI – 
represent individual 
cell intensities (Ci).

Mean intensities are measured in 
CD3, CD4, and CD8 channels 
within the “background band”-

represent “local background” (bg)

If Ci / bg > 1.7, cells are classified as a “true positive” 
for that channel (CD3, CD4, or CD8) and taken into consideration. 

CD3+ cells, CD3+ CD4+ T cells, and CD3+ CD8+ T cells 
are quantified in each section.

Independently, surface area of each section is measured 
by lowering the threshold in CD3 channel.

CD3+ cells / mm2, CD3+ CD4+ T cells / mm2, 
and CD3+ CD8+ T cells / mm2 are calculated.

Supplementary Figure S4


