5. Morphology analysis

5.1. Open FIJI/ImageJ. 00:05

5.2. Open the 40x image using Image J or FIJI. Select View stack with: Hyperstack and color mode: Composite, then press Ok.  00:10

NOTE: All the other boxes should remain unchecked.

5.3. Select Image | Stacks | Z project. The Z-Projection window will open. Include all slices, from the first through last slice. The number will vary depending on the slice number of each image. Select Projection type: Max intensity and press Ok. 00:20
 
5.4. Click on the new window with the Z project. Select Image | Colors | Split channels. Conduct the traces on the images of the IBA1 channel.  00:33

NOTE: The other channels (TMEM119 and DAPI) can be kept open and consulted as needed during the microglial morphology analysis.

5.5. On the menu bar, select Analyze | Set measurements. Check the Area, Centroid, and Perimeter. On the tab Redirect to, select the opened file (Figure 3K).  00:46

5.6. Set the scale as described in steps 4.3 and 4.4.  00:57

5.7. Select Analyze | Measure or press the M key to obtain the pixel length of the scale. A results window will pop up. Use the length and information imprinted at the scale to set the pixel/length unit. Make sure to insert the correct distance unit.  01:07

5.8. To measure the soma size in the IBA1 channel, draw a rough perimeter of the soma with the freehand selection tool (Figure 3D).  01:27

5.9. Enable the selection brush tool by double-clicking the oval tool on the tool bar, followed by checking Enable the selection brush box (Figure 3G). Select a selection brush size between 10−20 (Figure 3B). 01:37

5.10. Using the selection brush, adjust the trace to best fit the soma. Zooming in will enable precision during this step (Figure 2I). 01:50

5.11. Press the T key to add the soma trace to the ROI manager (Figure 3L). 02:32

5.12. Select Analyze | Measure or press the M key. A results window will pop up. Copy and paste the results on a datasheet (Figure 3R). 02:44

5.13. To save the information regarding the soma area, go to the ROI manager window, right-click on the ROI, change the name to match the image’s name, specify that the trace is for soma, then save the file. 03:27

5.14. To measure arborization area in the IBA1 channel, click on a microglial process extremity with the polygon selection tool, which will start the polygon shape (Figure 3C). 04:06

5.15. Following the tips of the microglial processes, go around the microglia by clicking at the tips of each process extremity to form a polygon that best represents the area covered by the microglial arborizations (Figure 2D−H). 04:30

NOTE: Make sure that the polygon connects all the microglial process extremities. The lines forming the polygon should never intersect. When clicking around a microglial process tip, be careful to avoid cutting off any part of the process. It is sometimes useful to add points. The number of points forming the polygon is not directly linked to the number of distal processes and thus is not relevant for the study. 

5.16. To close the polygon, click on the starting point of the polygon. 06:44

5.17. Press the T key to add the trace to the ROI manager (Figure 3L). Select Analyze | Measure or press the M key. A results window will pop up. Copy and paste the results on a datasheet (Figure 3R). 06:48

5.18. [bookmark: _GoBack]To save the information regarding the arborization area, go to the ROI manager window, right-click the ROI, change the name to match the image’s name, specify for arborization, then save the file. 07:22

