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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: Raising the Mexican Tetra Astyanax mexicanus for Analysis of Post-larval Phenotypes and Whole-mount Immunohistochemistry
Date: 12/4/18
Authors and Affiliations

Please fill in any missing author information not included in the video.
Order is correct. All authors have the same affiliation. Affiliation at the bottom of the title screen should read:

Genetics Department

Blavatnik Institute 

Harvard Medical School 
Boston, MA 02115 USA
	Order
	Author
	Affiliation
	Email

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	


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
	Title page, title and affiliation should be changed
	“Mexicanus” should not be capitalized. The affiliation should read: 

Genetics Department 
Blavatnik Institute

Harvard Medical School

Boston, MA 02115 USA

	2.
	0:05
	Edit name and affiliation 
	Name should include title: 
Misty Riddle PhD

Harvard Medical School

	3.
	0:21-24
	Edit affiliation for Brian and Megan
	Harvard Medical School 

	4.
	0:35
	II. Breeding 
This should be the first step. Please change labels at each section to agree with step number in the written protocol. 


	Should read:
I. Breeding

II. Hatching Fertilized Eggs

III. Transfer of Hatched Larvae to Nursery Containers

IV. Preparation of rotifer-based fish food

V. Feeding post-larval fish 

VI. Whole-mount immunochemistry of post-larval fish 
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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.
	0:37-0:45


	Original Script Text:
“To begin, place plastic mesh in the bottom of a tank 

Then, fill a 5 gallon tank with fish ready water”


	1.1
	Rewritten Script Text: 

“To begin, place plastic mesh in the bottom of a 5 gallon tank 

Then, fill the tank with fish ready water”



	2.
	0:53
	“A. mexicanus”
	1.3
	“Astyanax mexicanus”

	3.
	3:42
	“replace the euthanasia solution used for euthanasia with fixative”
	3.1
	“replace the euthanasia solution with fixative”
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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.
	Abstract
	Less is known about how the populations differ at post-larval stages (at the onset of feeding); although, studies may provide insight into how cavefish survive through adulthood in their natural environment.
	Less is known about how the populations differ at post-larval stages (at the onset of feeding). Such studies may provide insight into how cavefish survive through adulthood in their natural environment.

	2.
	Abstract
	Here we describe how to raise fish with a recirculating system for two-weeks, using live rotifers as a nutrient-rich food source, which does not require daily replenishment.
	Here we describe how to raise fish on a diet of nutrient-rich rotifers in non-recirculating water for up to two-weeks post fertilization.  

	3.
	2.1
	Once eggs are identified in a breeding tank, remove the adults and plastic mash, and reduce the water to a depth of 10 cm using a beaker or cup.
	Once eggs are identified in a breeding tank, remove the adults and plastic mesh, and reduce the water to a depth of 10 cm using a beaker or cup.

	4.
	6.1
	1. Remove post-larval fish of the desired stage from food for 24 h. 

1. Pour the nursery container containing the fish through a nylon mesh strainer and place the strainer into a container with clean fish-ready water (see step 1.1).

2. Use a transfer pipette to move the fish into a 1.5 L container with clean, fish-ready water.
NOTE: It is essential to remove all of the food. Even small amounts of food in the gut are auto-fluorescent and will influence imaging.


	1. Remove post-larval fish of the desired stage from food for 24 h by pouring the nursery container containing the fish through a nylon mesh strainer and placing the strainer into a container with clean fish-ready water (see step 1.1).
NOTE: It is essential to remove all of the food. Even small amounts of food in the gut are auto-fluorescent and will influence imaging.



	5.
	Discussion
	Newly hatched Artemianauplii are commonly used as a food source in aquaculture, but we found that using rotifers has considerable advantages, including reduced price, improved biosecurity, consistent nutrition, and better water quality, each discussed below.
	Newly hatched Artemia nauplii are commonly used as a food source in aquaculture, but we found that using rotifers has considerable advantages, including: reduced price, improved biosecurity, consistent nutrition, and better water quality (see below).

	6.
	Discussion
	Additionally, the nutrient composition of Artemianauplii are environmentally determined and therefore inconsistent
	Additionally, the nutrient composition of Artemia nauplii are environmentally determined and therefore inconsistent

	7.
	Discussion
	Finally, Artemianauplii begin dying in fresh water several hours after being introduced.
	Finally, Artemia nauplii begin dying in fresh water several hours after being introduced.

	8.
	Discussion
	Removing dead Artemia is time-consuming and dangerous for post-larval fish that are not much bigger than Artemia; therefore, they may be accidently removed or injured
	Removing dead Artemia is time-consuming and dangerous for post-larval fish that are not much bigger than Artemia and may be accidently removed or injured

	9.
	Discussion 
	While rotifers as a food source have considerable benefits, the rotifers must be provided with food daily: this can be achieved with an automatic feeder that dispenses liquid algae into the rotifer culture container (see Table of Materials).
	While using rotifers as a food source has considerable benefits, to maintain the rotifer stock, algae must be added to the culture system daily. This can be achieved with an automatic feeder that dispenses liquid algae into the rotifer culture container (see Table of Materials).

	10.
	Discussion
	A. mexicanus is an excellent model to investigate evolution, as populations of the same species that have evolved in dramatically different environments can be directly compared in the laboratory.
	Please delete the comma in this sentence. 

	11.
	Title
	Raising the Mexican Tetra Astyanax Mexicanus for Analysis of Post-larval Phenotypes and Whole-mount Immunohistochemistry


	Raising the Mexican Tetra Astyanax mexicanus for Analysis of Post-larval Phenotypes and Whole-mount Immunohistochemistry
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