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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: In vitro differentiation of matured myofibers for live imaging
Date: 26/10/2016
Authors and Affiliations

Please fill in any missing author information not included in the video.

	Order
	Author
	Affiliation
	Email

	3
	Bruno Cadot
	2Myology Research Center, UM76-INSERM U974-CNRS FRE 361 Sorbonne University, UPMC University of Paris 6 
	cadotbruno@gmail.com

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	


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.
	00:00
	Title has not been updated, 3rd author name missing and affiliation of Portuguese institute must be written in Portuguese according to legislation 
	In vitro differentiation of matured myofibers for live imaging 
Mafalda R. Pimentel1, Sestina Falcone2, Bruno Cadot2 and Edgar R. Gomes1,2

1 Instituto de Medicina Molecular, Faculdade de Medicina, Universidade de Lisboa, Lisboa, Portugal
2Myology Research Center, UM76-INSERM U974-CNRS FRE 361 Sorbonne University, UPMC University of Paris 6

	2.
	00:17
	Author name missing and wrong affiliation 
	Bruno Cadot
Myology Research Center

	3.
	00:38
	Typo in University Name 
	University Pierre et Marie Curie

	4.
	00:42
	Protocol starts with step II
	I Neonatal Mouse Hind Limb Dissection

	5.
	02:05
	Wrong step number (III) 
	II Myoblast isolation

	6.
	04:08
	Wrong step number (IV)
	III Myofiber differentiation and Immunostaining

	7.
	06:07
	Wrong step number (V)
	IV Results: Developmental Stages of the Myoblast Culture

	8.
	06:12
	Quality of the images is the final quality?
	Better quality images if possible

	9.
	06:25
	Quality of the images is the final quality?
	Better quality images if possible

	10.
	07:19
	Wrong step number (VI)
	V Results: Developmental Stages of the Myoblast Culture
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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.
	01:04
	“use forceps to remove fat tissue without damaging the muscles”
	2.3
	“remove fat tissue without damaging the muscles”

	2.
	02:10
	“Then, to remove the tibialis anterior, extensor digitorum longus, and gastrocnemius  muscles, keep the limb stretched and bend the paw to expose the heel tendons”
	2.3
	“Then, to remove the dorsal hind limb muscles keep the limb stretched and  expose the heel tendons”

	3.
	
	“starting from the tendons use curved scissors to gently slide and cut upwards along the bone”
	2.4
	“starting from the tendons use the scissors to gently cut upwards along the bone”

	4.
	02:57
	“Carefully collect the supernatant and centrifuge the tissue again”
	3.5
	“Carefully collect the supernatant and centrifuge the cell suspension”

	5.
	03:35
	“At the beginning of the last hour of the incubation, coat two 35 mm dishes per mouse with 500 milliliters of basement membrane matrix in cold IMDM medium at room temperature for one hour”
	3.8
	“At the beginning of the last hour of the incubation, coat two 35 mm dishes per mouse with 500 microliters of 1% basement membrane matrix in cold IMDM medium for one hour at room temperature” 

	6.
	03:45
	“After counting cells, adjust the volume to the appropriate cell concentration in 1 mL of growth medium”
	3.10
	“Resuspend myoblasts in growth medium and after counting cells, adjust the volume to the appropriate cell concentration for plating” 

	7.
	04:27
	“Then perform two washes in fresh differentiation medium. Return the cells to the incubator overnight, replacing the medium in each dish with 200 microliters of fresh basement membrane matrix in ice-cold differentiation medium the next morning”
	4.2
	“Then perform two washes in differentiation medium and return the cells to the incubator overnight. The following day, replace the medium in each dish with 200 microliters of 50% basement membrane matrix in ice-cold differentiation medium”

	8.
	04:47
	“After another 30 minute incubation, supplement the cultures with agrin in 2 mL of fresh differentiation medium…”
	4.3
	“After another 30 minutes in a cell incubator, supplement the cultures with agrin in fresh differentiation medium…”

	9.
	06:25
	“The myotubes quickly elongate and display multiple centrally-aligned nuclei, with the number of myofibers with mature characteristics increasing with time as well as cell thickness and some cells beginning to acquire striations and moving their nuclei to the periphery.”
	5.2
	The myotubes quickly elongate and display multiple centrally-aligned nuclei, with the number of mature myofibers increasing with time displaying higher cell thickness, striations and peripheral nuclei.
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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.
	Title
	Not updated
	In vitro differentiation of matured myofibers for live imaging

	2.
	Authors 
	We need to add an additional author
	Mafalda R. Pimentel1, Sestina Falcone2, Bruno Cadot2 and Edgar R. Gomes1,2

	3.
	Affiliations
	The first affiliation has to be in Portuguese and the total number of affiliations is 2 not 3
	1 Instituto de Medicina Molecular, Faculdade de Medicina, Universidade de Lisboa, Avenida Professor Egas Moniz, 1649-028, Lisboa, Portugal
2 Myology Research Center

UM76-INSERM U974-CNRS FRE 361 Sorbonne University

UPMC University of Paris 6

Paris, France

	4.
	Citation of the article
	Has to be updated according to the 2 points mentioned above.
	Pimentel, M. R., Falcone, S., Cadot, B., Gomes, E. R. In vitro differentiation of matured myofibers for live imaging. J. Vis. Exp. (), e55141, doi:10.3791/55141 (2016).

	5.
	Animal Ethics
	Missing second university
	All procedures involving animal subjects were approved by the Animal Ethics Committee at Molecular Medicine Institute and University Pierre et Marie Curie

	6.
	1.7
	Name of one muscle is incorrect. Better to make it general.
	To remove the dorsal hind limb muscles keep the limb stretched and bend the paw to expose the heel tendons. Use the curved scissors to separate muscle from bone, starting from the tendons, by gently sliding and cutting upwards. Excise the muscles and place them in iced DPBS

	7.
	2.4
	We need to underline the importance of this step.
	2.4)
Carefully collect the supernatant. Make sure you do not collect tissue debris. Centrifuge it at 350 x g for 5 min; resuspend it in 5 mL of dissection medium
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