63778: List of screenshots (screen capture videos) required for Manuscript/Video protocol

· 63778_screenshot_1
· 4.3.1 (Create/select the appropriate configuration for fluorophores to image) 00:02-00:07
· 4.3.2 (Click Live under Acquisition Mode and adjust the Zoom between 2x and 4x to optimize the scan area) 00:08-00:27

· 63778_screenshot_2
· 4.4.1 (Select a track under Channel window and click Live) 00:03-00:08
· 4.4.2 (Check the box for Range Indicator and adjust Master gain and Laser power until a few red dots showing saturation are seen, and uncheck the range indicator box to see the channel color) 00:09-00:23

· 63778_screenshot_3
· 4.5.1 (Ensure SR is selected in the Acquisition mode toggle window under Image Size) 00:02-00:08

· 63778_screenshot_4
· 4.6.1 (In Airyscan mode, ensure averaging is kept at None as it is not required. It may be changed to 2x depending on experiment type and in regular confocal microscopy) 00:02-00:06
· 4.6.2 (Click Snap to collect raw data) 00:08-00:13

· 63778_screenshot_5
· 4.7.1 (To acquire a z-stack, click on z-stack checkbox under the Acquisition tab) 00:02-00:04
· 4.7.2 (Select desired channel to observe the specimen, for example DAPI, and click on Live to start a live scan) 00:05-00:13

· 63778_screenshot_6
· 4.8.2 (Adjust the position in the z-axis to set the endpoints of the z-stack by clicking Set First and Set Last) 00:02-00:23
· 4.8.3 (Set the interval for z-stack to assign a step size. For optimal 3D reconstruction, the interval should be kept at that optimized by the software or below 0.5 µm) 00:24-00:28
· 4.8.4 (Click on Start Experiment to begin z-stack acquisition) 00:29-00:35

· 63778_screenshot_7
· 4.9.1 (After obtaining the z-stack, click on Processing tab and then the Method option, and select Airyscan Processing) 00:03-00:10
· 4.9.2 (Start the processing using auto filter first, and then change to manual processing if needed by deselecting the checkbox for auto filter) 00:11-00:20

· 63778_screenshot_8
· 4.10.1 (Click Apply to generate a processed image) 00:04-00:07
· 4.10.2 (Select the 3D Processing box to process the whole z-stack) 00:08-00:13

· 63778_screenshot_9
· 5.1.1 (To visualize protein trafficking in 3D after the acquisition and processing of a z-stack, generate a 3D image by clicking the 3D icon in the preview window that will appear in the display control section of the Airyscan processed image) 00:05-00:10
· 5.1.2 (Select surface or mixed view from different views available when viewing the structure of vesicles) 00:11-00:16

· 63778_screenshot_10
· 5.2.1 (Select the Precise most setting for highest quality image, as the faster settings will be less accurate and lead to poor 3D rendering) 00:05-00:11

· 63778_screenshot_11_t1
· 5.3.1 (Rotate and zoom in on the image to obtain the desired view) 00:02-00:16

· 63778_screenshot_11_t2
· 5.3.1 (Rotate and zoom in on the image to obtain the desired view) 00:03-00:24

· 63778_screenshot_11_t3
· 5.3.1 (Rotate and zoom in on the image to obtain the desired view) 00:03-00:15

· 63778_screenshot_12
· 5.4.1 (Under the 3D tab, select Displayed Resolution and click on Create Image to create a snapshot of the desired view obtained from 3D reconstruction) 00:01-00:13
