
Tutorial 
 
Open-CSAM works with ImageJ or Fiji software. 
 

1- Drag the Open-CSAM macro on ImageJ window to open it (Open-CSAM.ijm downloaded from 
Image J website), or create the macro (copy paste the macro program (in red in Supplemental 
Figure 1) in the macro-record function of ImageJ). 

2- Adjust the pixel size depending on the pixel/camera of the microscope used to record pictures: 
run("Set Scale...", "distance=1 known=0.645 unit=µm"); 
 (in the above example, 0.645 in bold is the pixel camera) 
Open-CSAM uses a size and a circularity filter to exclude extra-cellular spaces from the 
analysis. Depending on the experimental condition, it can be relevant to adjust the size and 
the circularity of the selected myofibers that have to be analyzed in the following section of 
the program in bold: 
run("Analyze Particles...", "size=100-Infinity circularity=0.4-1.00 show=Masks display exclude 
summarize add in_situ"); 

3- Run Open-CSAM (Macros  è   Run macro). 
4- A window automatically opens to choose the picture to be analyzed (Open-CSAM can read 

several formats: TIFF, JPEG, PNG but we preferentially use TIFF format). 
5- Let Open-CSAM analyzing the picture. 
6- At the end of the analysis, myofiber shapes analyzed by Open-CSAM are shown in the original 

picture for a visual check of the analysis. 
If the analysis is perfect, results can be exported into excel. 
 
If corrections are required: 
a- deleting false fibers: select and delete the false 
fibers directly on the picture (example in blue in 
the picture), they will be deleted from the ROI 
Manager.  
b- drawing missing fibers: with the freehand tool, 
draw missing fibers. When you have finished to 
draw one fiber, press Command+T (Mac.OS) or 
CTL+T (Windows) to add the new myofiber to the 
ROI manager. 
 

7- When all the corrections are 
made, close the previous Results 
window and in the ROI manager, 
select all the ROIs and click on Measure to measure the area of all the fibers/ROI. Results (see 
a screenshot below) can be exported into excel. 

 


