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28th January 2020

Prof David Hay
Guest Editor
JoVE video journal
	
Dear Prof Hay,

We submit for your consideration our manuscript entitled “Protocol for controlling electrospun polymer morphology for tissue engineering: demonstration using hepG2 cell line” for publication in your methods collection: “Pluripotent stem cell differentiation, genome editing and tissue engineering.” for the JoVE video journal. 

We thank the reviewers for spending the time reviewing the submitted manuscript and offering their invaluable feedback upon which we could improve the manuscript. We have taken on board the advice and criticism offered by the reviewers and we now offer a revised manuscript.
    
The documents attached describes the changes we have made and offers a rebuttal to each of the comments made by the reviewers. We look forward to your feedback and thank you for the opportunity to publish in JoVE video journal.

Best regards,
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Editorial Comments
Thank-you for your diligent comments regarding the manuscript content, we have addressed the points as per below:
Protocol Detail: Please note that your protocol will be used to generate the script for the video, and must contain everything that you would like shown in the video. Please add more specific details (e.g. button clicks for software actions, numerical values for settings, etc) to your protocol steps. There should be enough detail in each step to supplement the actions seen in the video so that viewers can easily replicate the protocol.
We have made some edits to the protocol which highlight button presses and software usage.
• Protocol Highlight: Please highlight ~2.5 pages or less of text (which includes headings and spaces) in yellow, to identify which steps should be visualized to tell the most cohesive story of your protocol steps.
1) The highlighting must include all relevant details that are required to perform the step. For example, if step 2.5 is highlighted for filming and the details of how to perform the step are given in steps 2.5.1 and 2.5.2, then the sub-steps where the details are provided must be included in the highlighting.
2) The highlighted steps should form a cohesive narrative, that is, there must be a logical flow from one highlighted step to the next.
3) Please highlight complete sentences (not parts of sentences). Include sub-headings and spaces when calculating the final highlighted length.
4) Notes cannot be filmed and should be excluded from highlighting.
We have highlighted the appropriate parts of the text that identify the important visual steps that are to be recorded.
• Results: Please add at least one paragraph of results text that explains your representative results in the context of the technique you describe; i.e. how do these results show the technique, suggestions about how to analyze the outcome etc. This text should be written in paragraph form under a "Representative Results" heading and should refer to all of the results figures. You may include the figure captions under this heading but the captions and figure text must be separate entities.
We have added paragraph form text within the representative results section that describe the results in the context of the technique. 
• Discussion: JoVE articles are focused on the methods and the protocol, thus the discussion should be similarly focused. Please ensure that the discussion covers the following in detail and in paragraph form (3-6 paragraphs): 1) modifications and troubleshooting, 2) limitations of the technique, 3) significance with respect to existing methods, 4) future applications and 5) critical steps within the protocol.
We have edited the discussion information to fulfil these requirements to the best possible effect. The main edits were made in the addition of the final paragraph, and the movement of some discussion elements to the representative results section where they were more relevant.  
• Figures: Define the pseudocolors in Fig 4.
Fig 4 caption has been appropriately updated to indicate the colours in the figure.
• Table of Materials: Please revise the table of the essential supplies, reagents, and equipment. The table should include the name, company, and catalog number of all relevant materials/software in separate columns in an xls/xlsx file. Please include items such as dyes and stain used, cell lines, software etc.
The table of materials has been appropriately updated.
Reviewer #1:
Major Concerns:
The assessment of the HepG cell line is not conducted in detail.
Thank you for your comment regarding the assessment of the HepG2 culture and we understand your concerns regarding the lack of detail included about it. It is true that the article currently includes little detail on the cell culture aspect which was a decision made because it is provided as a demonstration only. It is expected that readers of this article have at least been exposed to standard cell culture methods before attempting to carry out studies with these scaffolds. The method describes that it requires only standard cell culture techniques, the sole difference being the inclusion of the scaffold. The results shown are representative results so it was not thought necessary to include a detailed account of how to carry out the cell culture. Also, the application of multiple cell types is encouraged within the introduction and discussion which implies slightly different materials and methods would be applied in each case. To address your comment we have expanded the methods section to include some more detail on the cell culture aspect (Section 7 of the method). We have also changed the title of the article to reflect our intended purpose of demonstrating an example of a potential cell study using the hepg2 cell line.  
Reviewer #2:
Thank-you for your comments, these have been addressed as per below:
Minor Concerns:
1- Proof-read the paper after complete revision and consider the grammatical points and typos.
The manuscript has been reviewed and we have made edits to the grammar and typos where appropriate. 
2- Please use the recent literature reports in discussion section and compare your work with them
Comparisons of the described method with others recently published in the literature have been included. The final paragraph in the discussion includes these comparisons and 45% of citations within the discussion are dated between 2018 and 2019. 
3- Please update the references in Introduction and cite very recently published works, if exist, especially publications from 2018 and 2019.
We appreciate your requirement for more up-to-date articles cited within the introduction. Having updated some citations, we have 39% of citations dated between 2018 and 2019 within the introduction.
Reviewer #3:
Major Concerns:
manuscript does not communicate any new information. science is poor and and just repeat what many other papers have shown already in last decade
[bookmark: _GoBack]Thank-you for your comments regarding the manuscript content. We do acknowledge that the information is not necessarily new and in the introduction we had mentioned that it is adapted from previous work1. However we must highlight the fact that this method has not been published with the high level of step-by-step detail provided within this manuscript and for a methods based or visual experiment journal. Whilst electrospun polymer technology has been thoroughly explored within the last decade, there is an enduring lack of consideration for morphological consistency and seemingly arbitrary choices of architecture and fibre size2–4. This method is intended to address these issues and provide researchers with access to a detailed study design through which mechano-biological optimisation of electrospun in-vitro systems can be achieved. The level of method detail included is for the purpose of introducing standardised methods into the research field that other researchers are able to follow and reproduce. The representative results described are in accordance with current standards in literature5–7. We have supplied results which show a suitable level of data to legitimise claims made in the justification for the method. The statement ‘science is poor’ is rather vague and as with any scientific writing a basic requirement is the justification of your argument in order to facilitate understanding. 
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