Supplemental Figure 5-2. Pashkova et al.
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Pseudo Code for Automatic Yeast Segmentation and Cell Surface quantitation

Image Preparation
Create folders named: Analysis, Composite, Decon , OUTMASK, Raw
Move Raw images (1) into the “Raw” folder RhD *
Deconvolve image stacks (2) and move to “Decon” folder (Huygens Essential) 2 a—factor Furd 'GF P
## Creates deconvoluted image volume from epifluorescence stacks
Verify field of view has both channels (ImageJ Script #1)
Initialize a slice table for the field of view (ImageJ Script#2)

Image Display and quality control
Create 2 channel composite image(/ImageJ Script#3)
Display composite (red, green merge) image to the user and have user decide

which slices are in focus

Clip and save to Composite image folder then close all images

Machine Learning Segmentation
Copy image Path into the python code and execute
## uses: https:/aithub com/alexxijielu/yeast _seamentation
Make sure that the OUTMASK Directory is completely empty
## Creates Output mask (3) from composite image and places them in OUTMASK directory

Data Collection
Open paired Composite image and Output Mask (/ImageJ Script#4)
Separate cell masks using ImageJ’s “Analyze particles” function indexing individual Output masks
Overlay image of Mask perimeter over composite image (4) stack and present to user for verification
## User verifies image focus and ROls are accurate for all slices.
Define ‘Plasma Membrane(PM)’ and ‘Cell Interior(Cl)’ ROIs (5) and save into “Analysis” Folder .
## Plasma membrane defined by space within 5 pixels from edge of Output mask Output Mask, User verifies
Measure Background Pixel Values of non-cell area (ImageJ Script#5) Derived from Furd*-GFP cell periphery ‘cyan’
## median pixel value outside of Output mask.
Subtract background from image stack and rescale (0-255)
Make single Z-axis projection (maximum point projection) and unite with defined ROIs (6) 5 ’ Plasma Membrane ROI
Measure integrated density within PM and Cl ROlIs for stack.
Calculate % total fluorescence in PM / segmented cell.
Save the data to the “Analysis” Folder
Close All open images
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