
· 67693_screenshot_1.mp4
· 2.4.2 (Software interface with the System button being clicked.) 00:00-00:05
· 67693_screenshot_2.mp4
· 2.5.1 (Acquisition > Smart Setup being clicked.  Selection of GFP, mCherry, and DAPI channels in the setup window.) 00:00-00:14
· 2.5.2 (Airyscan option with SR8Y function selected on the Airyscan triangle.) 00:14-00:18
· 2.5.3 (Best Signal and OK being clicked.) 00:19-00:23
· 67693_screenshot_3.mp4
· 2.6.1 (Locate > Microscope Control showing the 40x/1.4 oil immersion objective being selected.) 00:00-00:07
· 67693_screenshot_4.mp4
· 2.9.1 (Locate > Fluorescence > DAPI being selected.) 00:00-00:09
· 67693_screenshot_5.mp4
· 2.10.1 (Acquisition > DAPI channel being selected in the software.) 00:00-00:07
· 2.10.2 (Continuous button being clicked, and the live DAPI image displayed on the screen.) 00:08-00:36
· 67693_screenshot_6.mp4
· 2.11.1 (Tiles > Show viewer being clicked to open the tile viewer.) 00:00-00:05
· 2.11.2 (Adding one tile in the x-direction and three to five tiles in the y-direction in the tile setup.  Preview and Start being clicked, showing the tile configuration preview.) 00:06-00:17
· 67693_screenshot_7.mp4
· 2.12.1 (Tile configuration showing the three zones of the growth plate (resting, proliferation, and hypertrophic).) 00:00-00:01
· 2.12.2 (Adjustments made to the tile positions or number, ensuring accurate coverage of the growth plate.) 00:02-00:16
· 67693_screenshot_8.mp4
· 2.13.1 (Continuous button clicked in the Acquisition tab) 00:00-00:02
· 2.13.2 (The Airyscan Detector Adjustment window open, showing the alignment process with tiles turning green.) 00:03-00:06
· 2.13.3 (Adjustments being made to the Gain (Master) and Laser power in the Channels tab, with a clear image of the nuclei appearing.) 00:07-00:19
· 67693_screenshot_9.mp4
· 2.14.1 (All three channels selected and Continuous clicked, showing the Airyscan alignment process.) 00:00-00:15
· 67693_screenshot_10.mp4
· 2.14.2 (Acquisition Mode tab showing configuration of Image Size, Pixel Size, Frame Size, Speed, and Averaging values being defined.) 00:00-00:07
· 67693_screenshot_11.mp4
· 2.15.1 (Acquisition > Z-Stack tick-box being selected.) 00:00-00:05
· 67693_screenshot_12.mp4
· 2.16.1 (Select the DAPI channel only. Continuous button clicked, with the live image displayed on the screen.) 00:00-00:14
· 67693_screenshot_13.mp4
· 2.16.3 (Z-Stack > Set First Plane and Set Last Plane being clicked, showing the imaging range configured.) 00:00-00:21
· 67693_screenshot_14.mp4
· 2.17.1 (Interval setting in the Z-Stack tab adjusted to 0.15 micrometers.) 00:00-00:04
· 2.17.2 (Talent positioning the objective to the center of the Z-stack range.   Tiles > Tile Regions > Verify and Set Z & Move to Next being clicked.) 00:05-00:14
· 67693_screenshot_15.mp4
· 2.18.1 (Focus Strategy tab showing the focus strategy as Use Z Values/Focus Surface Defined in the Tiles Setup.) 00:00-00:04
· 67693_screenshot_16.mp4
· 2.19.1 (Start Experiment button clicked in the software, initiating the image acquisition process.) 00:00-00:05
· 67693_screenshot_17.mp4
· 2.20.1 (Processing > Airyscan Processing selected, with 3D Processing and Standard Autofilter ticked.) 00:00-00:03
· 2.20.2 (Raw image selected, and processing initiated, showing the progress bar.) 00:04-00:13
· 67693_screenshot_18.mp4
· 2.21.1 (Processing > Stitching selected, with options for New Output, Fuse Tiles, Correct Shading, and All by Reference ticked.  DAPI selected as the reference for stitching.) 00:00-00:14
· 2.21.2 (Stitching process initiated, showing progress.) 00:15-00:00:19
· 67693_screenshot_19.mp4
· 3.1.2 (Analysis panel open, with New Pipeline selected from the dropdown menu.) 00:00-00:05
· 3.2.1 (Cellpose Python Segmenter added to the pipeline with options visible.) 00:06-00:37 	Comment by Theana Johnson: The loading of the segmenter takes a couple of seconds that can be cropped out
· 3.2.2 (Parameters set for Model_Name, Input_channel, Second_channel, Diameter_in_µm, Flow_threshold, and Cellprob_threshold.) 00:38-00:51
· 67693_screenshot_20.mp4
· 3.3.1(+ Add Operation clicked to add Import Document Objects, renamed to Import Manual Labels.) 00:00-00.31
· 3.3.2 (+ Add Operation clicked to add Object Feature Filter, renamed to Size Filter.) 00:32-01:27
· 67693_screenshot_21.mp4
· 3.3.3 (Draw region of interest using the polygon tool on the first plane and the last plane, rename the created object and tag it.) 00:00-01:47
· 3.3.4 (Final pipeline configuration showing the added operators before and after the Cellpose Segmenter.) 01:48-01:54
· 3.4.1 (The forward blue arrow clicked in the analysis panel to execute the pipeline.) 01:55-02:01
· 67693_screenshot_22.mp4
· 3.5.1 (Analysis panel showing the New Pipeline option being selected.) 00:00-00:08
· 3.5.2 (Operators added and renamed in the pipeline: Cilia Threshold, Centriole Threshold, Centriole Splitting) 00:09-02:20
· 67693_screenshot_23.mp4
· 3.5.2 continued (Operators added and renamed in the pipeline: Import Manual Labels, Centriole Splitting Size Filter, and Compartment – Cell.) 00:00-01:54
· 3.6.1 (Forward blue arrow clicked to execute the primary cilia and centriole detection pipeline.) 01:55-02:00
· 67693_screenshot_24.mp4
· 3.7.1 (Objects > Im/Export > Excel Export clicked.) 00:00-00:03
· 67693_screenshot_25.mp4
· 3.7.2 (Selected features listed for export, ready to save the data as an Excel file.) 00:00-00:39




