2. [bookmark: _GoBack]Flow Cytometric Analysis of Experimental Mouse Spinal Cord Cells
67967_screenshot_1
2.1.1 (Talent placing the isotype control tube into the flow cytometer) 00:00-00:10
2.1.2 (Show the adjustment of voltage levels for both axes and the shifting of the cell population into view) 00:11-00:32
67967_screenshot_2
2.2.1 (Show the software interface where the first graph is configured with IgG-APC and IgG -PE axes) 00:33 -00:54
2.2.2 (Show the software interface where the second graph is configured with IgG -FITC and IgG -APC-Cy7 axes) 00:55 -01:14
67967_screenshot_3
2.3.1 (Show the adjustment of fluorescence channel voltages for all four markers and the resulting repositioning of the cell population within the 103 range on the graph) 01:15 -01:49
67967_screenshot_4
[bookmark: _Hlk200579212]2.4.1 (Indicate the settings panel with confirmed values and a note or action indicating "Do not change")01:50 -02:00
2.4.2 (Talent placing the antibody-stained experimental tubes into the flow cytometer) 02:01 -02:11
67967_screenshot_5
2.5.1 (Show the creation of the CD11b-PE vs SSC graph) 02:12 -02:22
2.5.2 (Show the configuration of the CD68-FITC vs CCR7 APC-Cy7 graph) 02:23 -02:48
2.5.3 (Show how the region for CD11b+ cells is drawn and labeled as the “P1 gate” using the isotype control as a reference) 02:49 -03:06
67967_screenshot_6
[bookmark: _Hlk200580587]2.6.1 (Show selection of the correct graph in the software) 03:07 -03:13
2.6.2(Demonstrate right-clicking the graph, choosing “Show Populations”, and set it to P1) 03:14 -03:31
67967_screenshot_7
2.7.1 (Show the software interface where compensation settings are adjusted post-acquisition) 03:32 -04:52
2.7.2 (Display data readouts or gates for M1-like and M2-like populations, highlighting the percentage values) 04:53 -05:05
67967_screenshot_8
2.8.1 (Talent loading new experimental tubes into the flow cytometer and starting the next round of data collection) 05:06 -05:16
67967_screenshot_9
2.9.1 (Configure and display the CD45-APC vs CD11b-PE graph) 05:17 -05:37
2.9.2 (Configure and display the CD68-FITC vs CCR7 APC- Cy7 graphs) 05:38 -05:51
2.9.3 (Show event count progress bar reaching 50,000 and subsequent compensation adjustments) 05:52-06:36
67967_screenshot_10
[bookmark: _Hlk200583431]2.10.1 (Highlight the regions for CD45high within CD11b+ gates on the pseudocolor plot, and analyze the distribution of CCR7+ and CCR7- subsets within each gated population ) 06:37-07:08
2.10.2 (Highlight the regions for CD45−/low within CD11b+ gates on the pseudocolor plot, and analyze the distribution of CCR7+ and CCR7- subsets within each gated population) 07:09-07:34
2.11.1 ( Display a summary table or graph with the percentages of M1-like and M2-like cells)

3.	Flow Cytometry Data Analysis
67967_screenshot_1
3.1.1 (Talent opening the flow cytometry analysis software on a computer) 00:00-00:11
3.1.2 (Show user dragging multiple experiment files into the All Samples section on the software interface. TXT: Begin by analyzing the isotype control tube) 00:12-00:35
67967_screenshot_2
3.2.1 (Show the dot plot opening upon double-clicking the isotype sample) 00:36-00:46
3.2.2 (User setting FSC-A and SSC-A on the respective axes in the plot window) 00:47-00:58
3.2.3 (User clicking the Rectangular Gate button and drawing a gate around the main population excluding debris) 00:59-01:10
67967_screenshot_3
3.3.1 (User double-clicking the gated area and opening a histogram plot) 01:11-01:19
3.3.2 (Axis configuration showing FITC on the x-axis and Histogram on the y-axis) 01:20-01:31
3.3.3 (Use of Region Gate button to draw a gate in the histogram indicating threshold determination) 01:32-01:49
67967_screenshot_4
3.4.1 (Selection and gating of each fluorochrome—PE, APC, and APC-Cy7—one after the other, showing the histogram changes) 01:50-02:09
3.4.2 (For each, maintain Histogram on the y-axis and highlight gate placements to define signal thresholds) 02:10-02:29
67967_screenshot_5
3.5.1 (For each antibody histogram, show user applying the Region Gate and finalizing signal thresholds) 02:30-02:49
67967_screenshot_6
3.6.1 (User opening the experimental sample’s dot plot view) 02:50-03:00
3.6.2 (Axis assignment with FSC-A and SSC-A) 03:01-03:11
3.6.3 (User applying Rectangular Gate to isolate main cell population) 03:12-03:26
67967_screenshot_7
3.7.1 (Open dot plot showing gated region from previous step) 03:27-03:38
3.7.2 (User assigning axes: CD11b-PE and SSC-A) 03:39-03:50
3.7.3 (User gating CD11b+ cells using PE threshold as a reference) 03:51-04:22
67967_screenshot_8
3.8.1 (User opening the CD11b+ gate region into a new dot plot) 04:23-04:36
[bookmark: OLE_LINK1][bookmark: OLE_LINK2]3.8.2 (Axes set to CD68-FITC and CCR7 APC-Cy7) 04:37-04:49
3.8.3 (Cross Gate tool used to mark M1-like and M2-like cell regions based on fluorescence thresholds) 04:50-05:19
