[bookmark: _GoBack][image: ]599 Taylor Road, BME 217	fberthia@soe.rutgers.edu
Piscataway, NJ 08854	848-445-6566



July 13, 2018

Dear Editor,

We are sending the revised manuscript entitled “Mouse Model of Pressure Ulcers after Spinal Cord Injury” for consideration for publication in the Journal of Visualized Experiments (JoVE). We thank the reviewers for their generous comments on the manuscript and have edited the manuscript to address their questions and concerns.  We hope that the manuscript is now suitable for publication in the JoVE.  Please find the responses for reviewers’ comments on the next page.  
Best regards,
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Francois Berthiaume




























Editorial comments:
Changes to be made by the Author(s):
	#
	Editorial Comments
	Authors Response

	1.
	Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues. The JoVE editor will not copy-edit your manuscript and any errors in the submitted revision may be present in the published version.
	Thank you for the opportunity and suggestion. We checked the manuscript thoroughly and made changes where needed.


	2.
	Please revise lines 63-67, 109-110, 113-114, to avoid previously published text.
	Thank you for suggestion. All the lines edited in the manuscript text.

	3.
	Please obtain explicit copyright permission to reuse any figures from a previous publication. Explicit permission can be expressed in the form of a letter from the editor or a link to the editorial policy that allows re-prints. Please upload this information as a .doc or .docx file to your Editorial Manager account. The Figure must be cited appropriately in the Figure Legend, i.e. “This figure has been modified from [citation].”
	The copyright permission to reuse the figures is obtained and a copy is uploaded. The same changes are made in the figure legend as per journal policy. 

	4.
	Figures: Please submit the figures as a vector image file to ensure high resolution throughout production: (.svg, .eps, .ai). If submitting as a .tif or .psd, please ensure that the image is 1920 pixels x 1080 pixels or 300 dpi.
	We are submitting the individual .tif file for each figure with 300 dpi.

	5.
	Figure 1: Please line up the panels better. Some panels are off-set. Please ensure that the panels are of the same dimensions if possible.
	Figure 1 is modified as per suggestion.

	6.
	Figure 2: Please spell out SEM in figure legend.
	SEM is spell out in the figure legend.  

	7.
	Figure 4: Please label the panels better to make the text easier to read.
	All the panels are easily readable now.

	8.
	Please remove all commercial language from your manuscript and use generic terms instead. All commercial products should be sufficiently referenced in the Table For example: Charles River 94 Laboratories Inc., Wilmington, MA, Henry Schein Inc., Nair, Henry Schein Inc., Master Magnetics Inc., Alpha-dri, ImageJ, etc.
	All the commercial language is removed from manuscript and added to the table of Materials and Reagents.


	9.
	2.6: How large is this incision?
	The skin incision is ~1.0-1.5 cm.

	10.
	5.7: For in-text formatting, reference should appear as numbered superscripts after the appropriate statement(s).
	Yes, all the references are in the same manner.

	11.
	As we are a methods journal, please revise the Discussion to explicitly cover the following in detail in 3-6 paragraphs with citations:
a) Critical steps within the protocol
b) Any modifications and troubleshooting of the technique
c) Any limitations of the technique
d) The significance with respect to existing methods
e) Any future applications of the technique
	Thank you for suggestion and same is incorporated in the discussion.

	12.
	References: Please do not abbreviate journal titles.
	All the references are corrected. 






Reviewers' comments:
	[bookmark: _Hlk517948512]Reviewer #1
	Author Response

	Manuscript Summary:
Many thanks for this interesting mouse model to induce pressure ulcer and demonstrate wound healing.
	Thank you for appreciation. 

	Major Concerns: 
Long Abstract:
	

	The abstract is well structured and clearly written.
Just some few remarks:
L 37: please add "spinal cord injury" before using SCI the first time in the long abstract.
	Thank you for appreciation and spinal cord injury is added in long abstract.

	L 39: I recommend changing the formulation "because of the lack of animal models " into in the context of animal models. In humans there are different studies (Jan, Groah, Kallman, etc.) to demonstrate differences in wound healing in individuals with and without SCI.
	We made changes in the text as per recommendation.

	Introduction:

	

	L 61: It would be fine citing an addition reference, as Mak 2010 for example.
	Mak 2010 is added in the text and reference list.

	L66: you only mentioned some of the internal risk factor therefore it is better to mention either other relevant additional as psychological factor or behaviour management, nutrition or to add etc. (Marin J, Nixon J, Gorecki C. A systematic review of risk factors for the development and recurrence of pressure ulcers in people with spinal cord injuries. Spinal Cord 2013; 51: 522-527.)

	Thank you for suggestion and same is incorporated in the text.

	Protocol:
	

	L132: Did you manage bladder and bowel function in any way? Could you please describe or mention?
	Yes, we manage the bladder and observed the bowel activity every day.  The same is mentioned in post-operative care section.

	Representative results:
	

	L167: I think it is necessary to describe the special kind of PU. It is a standardized PU between counterpart skin layers (not over bone prominences etc.)
	Thank you for suggestion and same is incorporated in the results text.

	Could you please shortly mention how many mice you included? How often problems or complications occurred?
	Yes. Mice information is either added inside figure or in figure legend. 

	Discussion:
	

	L 256 - 264: The whole paragraph is a narrative repetition of the result part. The focus of the paper is the discussion and demonstration of the method. So you should discuss advantages and challenges concerning the methods and procedures. The presentation of exact data including exact p values and not inexact description as more, less or much can be mentioned but is not the main focus of this publication. Also the conclusions have to be adapted to the scientific fundament. The argumentation is, that the procedure is reproducible and feasible. Compared to the situation of a real PU in humans you have to compare the different mechanism and influencing factors when preparing the next step of drug application and therapeutic intervention.
	The paragraph is modified as per suggestion.

	L276: This paragraph is fine and covers what we want to know. The comparison between human and mouse skin is missing as well as the different physiological changes about PU over bone prominence and between skin layers.
	The recommended information added in the discussion.

	L284 - 287: PU occurs during hospital stay or in the outpatient setting. So be careful with the shortening of presentation is this paragraph. PU can be superficial or deep PU according to NPUAP or EPUAP classification and it might be interesting to differ these two graduations of destruction in relation to different intervention times in your experimental setting. Please reformulate this paragraph.
	Thank you for suggestion and the paragraph is modified as per recommendation. 

	Minor Concerns:
	

	L75: Are you really sure that there are no studies or is it better adding „to our knowledge"?
	The sentence is modified as per suggestion.

	L 256: Please remove the word "much". The best is to talk about significant changes, if you have any calculation. P values.
	The sentence is modified as per suggestion.



	Reviewer #2
	Author Response

	Manuscript Summary:
The authors present a simple, non-invasive model of a superficial pressure ulcer that heals slower below the SCI than above the SCI. These are stimulating results and deserve further investigation.
	Thank you for recommendation. 

	Major Concerns:
	

	1. The injury appears to be superficial and the authors ascribe the pressure ulcer stage to be between Stage I and Stage II. Yet, they suggest that the healing is similar to that of a full-thickness wound. I would request that this disparity be clarified.
	A statement in the discussion has been added. Based on our findings, it appears that the kinetics of wound closure, which proceeds primarily via contraction, are not influenced by the presence or absence of a viable panniculus carnosus underneath the wound bed.

	2. The authors cite using a BMS tool to assess hindlimb functionality, but never mention their results. For completeness they need to include their assessment results.
	The BMS result is submitted as supplementary figure and the same information is incorporated in the text.

	3. Since the wound was not full-thickness the panniculus carnosus muscle layer under the dermis is still intact. The authors may want to comment in how denervation of this muscle layer below the SCI could impact wound contraction
	Wound closure in rodents is mostly governed by a wound contraction process that is mediated by the fibroblasts and myoflbroblasts in the dermis in viable tissue surrounding the wound site. Since our results suggest that the panniculus carnosus may play little role in this process, the impact of denervation may be more directly felt at the level of the fibroblasts. However, this is hypothetical at this point as we have yet to do studies to elucidate the mechanism whereby innervation locally affects cellular responses. 

	Minor Concerns: 
With these additions, I would propose publication.
	Thank you for your recommendation. 
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