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Dear Author(s),
This document is divided into a number of sections in which you can add your comments to the video, voiceover, and online text/PDF.   Please be aware that our policy is to do a single complimentary revision, so it is critical that all participants in this project offer their comments collectively.   In addition, please make sure that your comments are easily interpreted and transparent. 
Have fun!
Protocol Name: Visualizing the Developing Brain in Living Zebrafish using Brainbow and Time-Lapse Confocal Imaging
Date: February 13, 2020
Authors and Affiliations
Please fill in any missing author information not included in the video.
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Video Comments
Please fill in any comments you wish to make using the table below using the example as a guide.  If you need more space to write, please do so below the table.  DO NOT ADD CORRECTIONS TO THE NARRATION HERE.  PLEASE DO THIS IN THE AUDIO COMMENTS SECTION.
	
	Time code
	Comment
	Requested Change

	Example
	2:52
	Onscreen text says use 0.25 mM Fluo-4  
	Text should say use 0.50 mM Fluo-4

	1.
	0:15-0:25
	Video shows mounting while interview describes visualizing cells
	Add inset of Figure 2A1 (showing Brainbow-labeled clones) on the upper half of the frame, above the fish

	2.
	2:14
	Still images of fish showing transmitted light channel and FP channels
	Text should label the fluorescent images to indicate each channel (in clockwise order from top right panel: CFP, YFP, dTomato). Text should correspond to color of fluorescent channel (blue, green, red) and appear in the bottom right corner of each panel.

	3.
	3:17-3:28
	Video shows agarose being added to imaging chamber, fish being pulled up and back onto slide
	When fish is pulled into pipet and hand begins to obscure view of the ring at 3:17, cut to ‘60593_shots 3.5.2 through 3.7.2.mov’ (time 00:34-00:45); this shows the same step under the scope. Do not include the other take of shot 3.6.1 that currently runs 3:22-3:28.

	4.
	3:50
	Video shows E3 being added to imaging chamber
	If possible, use a slightly later segment of this video to show when the E3 floods into the center and covers the agarose

	5
	4.22
	Video shows CFP channel (blue cells) on imaging software
	Use a slightly later segment of this video so that the transition from the CFP to YFP channel (currently at 4:25) occurs at 4:22 to coincide with the narration “…and YFP at 514 nanometers”

	6.
	4:25-4:29
	Video cuts from screen capture of YFP channel (green cells) to zoom out and show all channels simultaneously
	Add a clip of 60593_screenshot_2 (time 00:40-00:44) to show the dTomato channel before zooming out and showing all three channels

	7.
	4:30
	Text says “CFP 463-509 nm…”
	Leave text on screen for longer

	8
	4:35
	Video zooms to highlight left side of the screen
	Video should zoom to highlight the right side of the screen and call attention to the Z-stack settings window (see uploaded image video8 for reference) using the video 60593_screenshot_3 (time 00:34-00:38)

	9.
	4:39
	Video zooms back out to show whole screen
	Video should remain zoomed on right side of screen and call attention to the time series settings window (see uploaded image video9 for reference) using the video 60593_screenshot_4 (time 00:30-00:34)

	10.
	5:05
	Onscreen text says “Results: Brainbow labeled clonally related clusters of dividing cells in the developing zebrafish hindbrain”

	Text should read “Results: Brainbow labels clonally related clusters of dividing cells in the developing zebrafish hindbrain”

	11.
	5:21
	Figure showing sparse and dense Brainbow expression, two yellow boxes appear to highlight cells
	One yellow box should be used to highlight one clone of cells (see uploaded image video10 for reference)
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Audio Comments
This section is used to specify the changes that need to be made to the narration.   Please follow the example below as a guide to list your changes. If there is a pronunciation change, please provide a phonetic pronunciation key.  

	
	Time code
	Comment
	Step(s) in Shotlist 
	Rewritten Text or Corrected Pronunciation (highlight in bold)

	Example
	1:49
	Original Script Text: 

“Then, show the participant their electromyography, or EMG patterns, which correspond to eight specific and unique polar plots.”
	2.2
	Rewritten Script Text:
“Then, show the participant the unique and specific polar plots, which correspond to their electromyography, or EMG (pronounced E-M-G) patterns.”

	1.
	1:56
	…then transfer them to Petri dishes with 0.2 millimolar PTU in prewarmed E3
	2.4
	…then transfer them to Petri dishes with 0.2 millimolar PTU in E3, kept warm in the 28°C incubator.

	2.
	3:45
	Fill the imaging chamber with E3, adding as much as possible to account for evaporation over the course of imaging.
	3.8
	Wait for the agarose to harden, then fill the imaging chamber with E3, adding as much as possible to account for evaporation over the course of imaging.

	3.
	4:13
	Find a region with appropriately dense and bright labelling of cells and set up the acquisition parameters.
	4.1
	Find a region with appropriately dense and bright labelling of cells and set up the acquisition parameters. This is an example using Zen software, but settings will vary depending on microscope and laser lines available. 

	4
	4:29
	…and use a DPSS 561 nanometer laser to excite dTomato (pronounce ‘D-tomato’)
	4.2
	…and use a DPSS 561 nanometer laser to excite dTomato (pronounce ‘D-tomato’, not tdTomato) 


	5.
	4:50
	After imaging is complete, save the file in czi (spell out ‘C-Z-i’) format and save the raw data in a format
compatible with Fiji, then import the images into Fiji using the BioFormats Importer.
	4.4
	[bookmark: _GoBack]After imaging is complete, save the raw data in czi (spell out ‘C-Z-i’) format if using Zen -- or another format compatible with Fiji -- then import the images into Fiji using the BioFormats Importer.  
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Online Text/PDF Protocol
Please use this table to address changes that need to be made to the online text/PDF document. Both the online text and PDF are generated from the HTML template of your article. Since the PDF is generated from the HTML by our conversion software, it may contain formatting errors. For major structural changes or more than 10 spelling or grammatical mistakes, we will require re-upload of the entire document.     

	
	Protocol Step
	Comment
	Requested Change (highlight in bold)

	Example
	1.1
	Step says “Centrifuge lysate at 2,000 x g.”
	Please correct to “Centrifuge lysate at 4,000 x g.”

	1.
	Introduction, paragraph 3
	The ability to directly image the inside of the organism, along with their rapid ex utero development…
	The ability to directly image into the living organism, along with their rapid ex utero development…

	2.
	4.2
	If necessary (e.g., imaging earlier than 2 dpf), before mounting the embryos dechorionate using syringes under a dissection microscope.
	If necessary (i.e., imaging at 2 dpf or earlier), before mounting the embryos dechorionate using syringes under a dissection microscope.

	3.
	4.4
	Using a clean transfer pipette, cover the fish with 1.0% low-melt agarose (LMA) in E3 stored at 40°C…
	Using a clean transfer pipette, cover the fish with 1.0% low-melt agarose (LMA) in E3 stored at 42°C…

	4.
	4.5
	Fill the imaging chamber with E3.
	Wait for the agarose to harden, then fill the imaging chamber with E3.

	5.
	6.1
	Save the file in .czi format once image acquisition is completed.
	If using Zen software, save the file in .czi format once image acquisition is completed.

	6.
	7.4
	For ease of comprehension, normalize the color distance by dividing by, the maximum possible distance between colors…
	For ease of comprehension, normalize the color distance by dividing by √2, the maximum possible distance between colors…

	7.
	Results, Figure 3 title
	Figure 3: Cells in the ventricular zone undergo cell death in vivo.

	Figure 3: Time-lapse Brainbow imaging shows cells in the ventricular zone undergo cell death in vivo. 

	8.
	Discussion, paragraph 1
	This technique builds on previous studies, which labeled a single clone using retroviral vectors.
	This technique builds on previous studies that labeled single clones using retroviral vectors.

	9.
	Materials table (name)
	1.5mL transfer pipet
	1.5mL transfer pipet (fine tip)

	10.
	Materials table (notes)
	Used to store LMA at 40°C
	Used to store LMA at 42°C
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