JoVE60362R1
Timestamp Information

· [bookmark: _GoBack]EMBD_JoVE_CV1000v2.mp4
· 1.8 (perform a pre-scan of each well using a 10x 0.4 NA objective) 00:00 -02:03 
· 1.9 (switch to 60x oil objective, begin selecting embryos to image and adjust acquisition settings and focal plane to properly view all embryo sections) 02:03-6:55
· 2:03-3:55- This time stamp includes spreading oil on the plate. This is specific to our setup and it is not explicitly described in the protocol.
· 4:06-6:55- Select point visits and adjust focal plane
· 1.10 (image selected fields using 60x objective at 20min intervals for 10h) 6:56-7:33
· 1.11 (perform a 10x scan of plate following overnight imaging to assess embryonic lethality) 7:38-11:11
· EMBD_JoVE_GUI.mp4
· 3.1.2 (unzip and navigate to find the embryoCropUI executable (…\embryoCropUI\_WINDOWS\embryoCropUI\embryoCropUI.exe) or (…\embryoCropUI\_MacOS\embryoCropUI\embryoCropUI.exe).) 00:00-01:45
· 3.1.3 (select the open button to load the specific field to crop (multi-tiff) 01:46-02:25
· 3.1.4 (specify the following information: number of z- slices, (Z), number of time points (T), number of channels (C), the channel that corresponds to DIC or brightfield (first=1, second=2, etc.)) 02:26-02:50
· 3.1.5 (Select additional processing to run on the images, i.e. Drift Correction, Background Subtraction, and Attenuation Correction.) 02:26-02:50
· 3.1.6 (Specify parameters for Background Subtraction and Attenuation Correction to guide processing efforts in the GUI prompt.) 02:26-02:50
· 3.1.7 (Specify the image collection order (i.e., channel-z-time (czt), or z-channel-time (zct)).) 02:26-02:50
· 3.1.8 (Specify the microns per pixel for the images based on the camera being used.) 02:26-02:50
· 3.1.9 (Select Run at the bottom left corner. A new subfolder labelled “crop” will be created in in the same path as the uncropped folder; cropped versions will be saved in this location. Depending on file size, cropping should complete within seconds to minutes.) 
· 02:51- 04:29- Image is processed during this time window
· 04:29-04:51- Here we navigate to show the location of the cropped image files.
· EMBD_JoVE_Fiji.mp4
· [bookmark: _Hlk10107480]4.1 (Download OpenandCombine_embsV2 and GUI_Instructions_zenodo_repoV2.docx from Zenodo (https://zenodo.org/record/3235681#.XPAnn4hKg2w)) 00:00-00:20
· 4.3 (Open ImageJ, and drag-and-drop the macro file, OpenandCombine_embsV2.ijm, to the ImageJ bar, or open the macro directly.) 00:21-00:35
· 4.4 (Input image folder name in Line 3, input unique alpha-numeric identifier for overnight run in Line 4) 00:36-01:08
· 4.5 (Press Run on Program Window, in newly opened window select outer folder from the image folders that are to be processed) 01:09 – 01:26
· 4.6 (Specify Image Parameters) 01:27 ** Pre-sets are what we used, nothing needed to be changed
· 4.7 (Click OK at bottom of window to begin processing) 01:28 – 10:10
· 4.8 (Files can be reviewed, and they are saved in a newly created folder within the folder specified in 4.4) 10:11-10:59
