
Figure 1 — figure supplement 2
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Add MCF-7 cells to each chamber,
wait 24 hours, then add

TGF-β (5 ng/ml), RA (200nM), or 
EtOH (control) to all 8-well chambers

At 40 min, 2h, 4h, 12h, 24h, 
and 72h, fix one chamber

Perform immunofluorescence
for pSMAD2 in each well

image each well
at 20x magnification

use cellpose to segment
nuclear boundaries

use cellpose’s nuclear masks
to calculate average intensity of 

nuclear pSMAD2 IF signal

normalize pSMAD2 signal for each
nucleus by subtracting the average
pSMAD2 signal in its surrounding

annulus

compare distribution of
nuclear pSMAD2 IF

signals for each condition
and timepoint
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With DAPI channel, select
3-6 well-focused images with minimal 

cell stacking from each well 
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