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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: Rigid Embedding of Fixed and Stained, Whole, Millimeter-Scale Specimens for Section-free Imaging by Micro-CT
Date: 09/03/2018
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.
	1:04
	Top two zebrafish cartoons are unnecessary. Bottom image of real zebrafish is too dark
	Remove cartoons of zebrafish and brighten the image of the real zebrafish.

	2.
	1:44
	Shots of removal of old solution from the vial was not shown
	Add shots of solution removal by pipetting

	3.
	2:35
	This shot is for the previous step for the preparation of 1:1 LR White and EtOH
	This shot should be moved to 2:30 and replaced with a shot that shows pouring solution into glass vial

	4.
	4:00
	
	Add an arrow pointing to the fish being aspirated

	5.
	5:15
	The words “successfully embedded zebrafish larva should have no air bubbles trapped” is currently shown with an unsuccessfully embedded sample with an air bubble. 
	Switch the order of the images shown in the current video. The second embedded zebrafish image shown currently (Fig. 2A) is the one without air bubble.

	6.
	6:22
	
	Please replace Figure 5 with the updated version uploaded with this document.
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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.
	1:04
	?Start preparing juvenile zebrafish for fixation by starving them for at least 24 hours, for 10-millimeter specimen, in order to reduce the volume of gut content”
	2.1
	“For juvenile or older zebrafish, starve them for at least 24 hours in order to reduce the volume of gut content prior to fixation”

	2.
	1:14
	“Pre-chill 10% Neutral Buffered Formalin or NBF and 2x Tricaine-S on ice to 4 °C.?
	2.2
	The narrative should completed by 1:19

	3.
	1:20
	N/A
	2.3
	“Double the fish water volume with chilled 2x MS-222 for rapid and humane euthanasia.”

	4.
	4:18
	“Immediately after - to seal the open end of the tubing - flatten a piece of oil-based soft modeling clay into a 1-mm thick sheet”
	5.6.1
	“Immediately after - to seal the open end of the tubing - flatten a piece of oil-based soft modeling clay into a sheet about 1mm thick”

	5.
	4:42
	“Pull out the tubing by gentle rotation while holding a finger against the sealed end to prevent the ejection of the clay”
	5.7.2
	“Pull out the tubing by gentle rotation” 

	6.
	4:49
	“Seal the other end by slowly pushing the unsealed end of the tubing into the clay.”
	5.7.4
	“While holding a finger against the sealed end to prevent the ejection of the clay, seal the other end by slowly pushing the unsealed end of the tubing into the clay.”

	7.
	5:45
	“The successful embedding can be shown with reconstructed 3-d renderings imaged by micro-CT scan [1-LM] for Zebrafish… [2-LM] Drosophila… [3-LM] and Daphnia [4-LM].”
	6.3
	“The successful embedding can be shown with reconstructed 3-d renderings imaged by micro-CT scan [1-LM] for Zebrafish… [2-LM] Daphnia… [3-LM] and Drosophila [4-LM].”
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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.”
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