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	Protocol Step
	Comment
	Requested Change (highlight in bold)

	1.
	Affiliations
	Mozzetta’s affiliation: "C. Darwin" Sapienza, is hyperlinked and bold.
	Please put in bold and hyperlink “CNR – IBPM”, as this is the main affiliation

	2.
	Introduction
	Sentence says “This characteristics”

	Please correct to “This characteristic”


	3.
	Introduction
	Sentence says “such as those derived from Lamin Δ8-11 -/- micel24”

	Please correct to “such as those derived from Lamin Δ8-11 -/- mice24”


	4.
	2.1.1. 
	Sentence says “Before start, prepare”
	Please correct to “Before starting, prepare”

	5.
	2.3.1.
	Sentence says “NOTE: It is enough to pipette the solution up and down several times”
	Please correct to “NOTE: to coat the tip, pipette the solution up and down several times”

	6.
	Discussion
	Sentence says “The most critical step in our protocol, is the key to obtaining viable and intact myofibers. Use 19 ± 2 days-old mice for a rapid but gentle muscle dissection, tendon-to-tendon isolation to avoid any muscle damage”
	Please correct to “The key step in our protocol to obtain viable and intact myofiber can be considered the rapid but gentle muscle dissection, by tendon-to-tendon isolation, to avoid any muscle damage.”


	6.
	Table of materials
	“lab equipment” and “manufacturer”, the titles of the list of lab equipments, results as part of the list of reagents
	“lab equipment” and “manufacturer” need to be in bold and separated from the table of reagents.

	7.
	Figures
	Figures are all grouped at the section “results”
	Figure 1, 2 and 3 are listed in different step of the protocol, they may be under their citation.

	8.
	Discussion
	Sentence says “However, whenever more satellite cells are needed to carry out, for example, biochemical or genomic studies, FACS-isolated satellite cells might be the best option to collect a sufficient amount of material.
	Please correct it to “However, when biochemical or genomic studies are of interest, FACS-isolated satellite cells might be the best option”.

	
	
	
	

	9.
	Affiliations
	4CNR -Institute of Biomedical Technologies…
	Please correct to “4 CNR – Institute of…”

	10.
	Abstract
	Sentence says “Emery-Dreifuss muscular dystrophy (EDMD) is caused by mutations in the LMNA gene.”
	Please correct to “Autosomal dominant Emery-Dreifuss muscular dystrophy (EDMD) is caused by mutations in the LMNA gene”

	11.
	Introduction 
	Sentence says “The final goal of this approach is to provide a standardized procedure to allow for the study of myofibers-associated muscle stem…”
	Please correct to “The final goal of this approach is to provide a standardized procedure for the study of myofibers-associated muscle stem…”

	12.
	protocol
	Sentence says “authorization n. N. 127/2012-A”
	Please correct to “authorization N. 127/2012-A”

	13.
	protocol
	Sentence says “1.1.2 Clean all the surfaces and tools with 70% ethanol that will be used during the procedure."
	Please correct to “1.1.2 Clean all the surfaces and tools that will be used during the procedure with 70% ethanol."

	14.
	protocol
	Sentence says “1.1.3. perform coating of 100 mm and 35 mm Petri dishes using Horse serum (HS)”
	Please correct to “perform coating of 100 mm and 35 mm Petri dishes using Horse Serum (HS).”

	15.
	protocol
	Sentence says “1.1.5. For every different mouse”
	Please correct to “For each mouse”

	16.
	protocol
	Sentence says “Immediately before the beginning of muscle retrieval, sacrifice the mouse by CO2 asphyxiation or according to proper national IACUC recommendation”
	Please correct to “Immediately before the beginning of muscle retrieval, sacrifice the mouse accordingly to the proper IACUC recommendation”

	17.
	protocol
	Sentence says “1.2.12. Do the same for the other leg (steps from 1.2.6. to 1.2.10.)”
	Please correct to “Do the same for the other leg (steps from 1.2.7. to 1.2.11.)”

	18.
	protocol
	Sentence says “2.3.2. After immunostaining, collect the fibers from the tube and spread them on a microscope glass slide.”
	Please correct to “Collect the fibers from the tube and spread them on a microscope glass slide.”

	19.
	Representative results
	Sentence says “ActivatedPax7+/MyoD+ satellite cells then proliferate and by 72 h in culture, they generate cell aggregates bound to the myofiber, even more visible at96 h (Figure 5)”
	Please correct to “ActivatedPax7+/MyoD+ satellite cells then proliferate and by 72 h in culture, they generate cell aggregates bound to the myofiber, that are even more visible at 96h…”

	20.
	Representative results
	Sentence says “The final outcome of each single experiment let us think that the protocol developed for single myofiber isolation and culture from this model of severe muscle dystrophy is well developed and ensure good quality myofibers for all the further applications.”
	Please correct to “The final outcome of each single experiment let us think that the protocol developed for single myofiber isolation and culture from this model of severe muscle dystrophy ensures good quality myofibers for all further applications.”

	21.
	Figure 1
	Sentence says “…giving rise, in 72 hof culture, to a cluster of several cells which are the progeny …”
	Please correct to “…giving rise, in 72 h of culture, to a cluster of several cells which are the progeny…”

	22.
	Figure 3
	Sentence says "Avoiding the removal of the thin layer covering the muscle protected the myofibers inside."
	Please correct to "Avoiding the removal of the thin layer covering the muscle protects the myofibers inside."

	23.
	Figure 4
	Sentence says "Representative phase contrast images of viable myofiber in suspension."
	Please correct to "Representative phase contrast images of viable myofibers in suspension."

	24.
	Figure 5
	Sentence says "Differences in the dimension of stem cell clusters in wt and mutant mice"
	Please correct to "Difference in the dimension of stem cell clusters in wt and mutant mice"

	25.
	Figure 5
	Sentence says "The dimension of the cell cluster in most of the cases, was significantly"
	Please correct to "The dimension of the cell cluster in most of the cases was significantly"

	26.
	Acknowledgement
	Sentence says "We are grateful to Chiara Cordiglieri for the precious helps at confocal microscope."
	Please correct to "We are grateful to Chiara Cordiglieri for the precious help at confocal microscope."
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