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Fig. S7. In vitro calibration using purified GFP and mCherry. Surface immobilized GFP 

(green channel shown, upper panel) and mCherry (red channel shown, lower panel) with 

frame average image using 10 consecutive image frames (left panel) with identified 

single molecule hotspots (white circles), compared against single slimfield image frames 

(right panel). (B) Distribution of in vitro spot brightness values for mCherry (red) and 

GFP (green), compared against YPet (yellow), generated using 1-dimensional unbiased 

kernel density estimation of spot brightness values with a kernel width of 100 counts, 

mean and s.d values indicated (arrows), N=69-128 spots. 


