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Methods S1. Quantification of a-SMA intensity in sSc(HSCs and pHSCs.

Schematic flow chart of the workflow of the a-SMA intensity analysis. The script to the
analysis is provided on GitHub: https://github.com/ingridwilhelmsen/a-SMA_analysis
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Methods S2. Quantification of UV signal in scHSCs and pHSCs.

Schematic flow chart of the workflow of the UV signal analysis and the automated macros
used for analysis in ImageJ (Java 8 32-bit).
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https://github.com/ingridwilhelmsen/a-SMA_analysis

UV signal: “Huang” threshold macro

roiManager ("Select", 0);
run ("Duplicate...", " ");

setOption ("ScaleConversions", true);
run ("8-bit") ;

run ("Subtract Background...", "rolling=25");

setAutoThreshold ("Huang dark no-reset");

run ("Analyze Particles...", "size=10-Infinity show=Masks display
clear summarize overlay");

close () ;

close () ;

UV signal: “Triangle” threshold macro

roiManager ("Select", 0);
run ("Duplicate...", " ");

setOption ("ScaleConversions", true);
run ("8-bit") ;

run ("Subtract Background...", "rolling=25");

setAutoThreshold ("Triangle dark no-reset");

run ("Analyze Particles...", "size=0-Infinity show=Masks display
clear summarize overlay"):;

close () ;

close () ;

close () ;

Methods S3. Quantification of senescence signal in scHSCs and pHSCs.
The automated macro used for analysis of senescence signal.

Senescence signal: Macro

run ("Split Channels");

close () ;
close () ;

roiManager ("Select", 0);
run ("Duplicate...", " ");

setAutoThreshold ("Yen no-reset");
run ("Analyze Particles...", " show=Masks display clear summarize
overlay") ;

close () ;
close () ;
close () ;



