Dear Editor-in-Chief 

Jove

Thank you for your comments on the “ Isolation of adipose derived regenerative cells used for the treatment of erectile dysfunction following radical prostatectomy”.
 We appreciate your helpful considerations. We have taken all your comments into account and revised the manuscript accordingly.  

We have attached an updated copy and a copy where we have marked the changes in yellow.

Thank you for considering this revised manuscript for publication in JOVE

On behalf of all the authors

Sincerely 
Dr. Sabrina Toft Hansen, M.D.
Department of Urology L
Odense University Hospital
Denmark


Editorial comments:
Changes to be made by the author(s) regarding the manuscript: It has been inserted as yellow
1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues. Done
2. Please revise lines 90-92 to avoid previously published text. It has been revised
3. Please note that numbering of institutional affiliation should follow the order of authors. First author gets 1, next author with different affiliation gets 2, etc., following from first to last. Has been corrected and the list of authors has been re-arranged
4. Please provide an email address for each author. There is now an e-mail address for each author 
5. Please rephrase the Short Abstract to clearly describe the protocol and its applications in complete sentences between 10-50 words: “Here, we present a protocol to …”: This section has been rephrased
6. Long Abstract: Please do not include references here. Done
7. Please rephrase the Introduction to include a clear statement of the overall goal of this method. Done
8. Please adjust the numbering of the Protocol to follow the JoVE Instructions for Authors. For example, 1 should be followed by 1.1 and then 1.1.1 and 1.1.2 if necessary. Please refrain from using bullets, dashes, or indentations. The numbering has been adjusted. 
9. Please revise the protocol to contain only action items that direct the reader to do something (e.g., “Do this,” “Ensure that,” etc.). The actions should be described in the imperative tense in complete sentences wherever possible. Avoid usage of phrases such as “could be,” “should be,” and “would be” throughout the Protocol. Any text that cannot be written in the imperative tense may be added as a “Note.” Please include all safety procedures and use of hoods, etc. However, notes should be used sparingly and actions should be described in the imperative tense wherever possible. Please move the discussion about the protocol to the Discussion. Has been removed.
10. Please add more details 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. Please ensure you answer the “how” question, i.e., how is the step performed? Alternatively, add references to published material specifying how to perform the protocol action. See examples below.
11. Line 118: What are the inclusion and exclusion criteria for patients? Are patients anesthetized before the procedure? If so, please specify how patients are anesthetized and how proper anesthetization is confirmed.
The critia for participating in trail has now been listed. It is specified that the patients must be under general anesthesia during the liposuction. It is out of the scope of the present study to get information in more detail how the patients are  anesthetized and how proper anesthetization is confirmed
12. Line 120: Please specify the size of the small incision. The size has been specified 
13. Line 112: Please describe how to perform the tumescent technique or add a relevant reference. What volume of modified Kleins solution is injected? The volume of Kleins solution is described in 1.3.2
14. Line 149: Please specify the composition of anesthesia.The composition has been specified
15. Line 179: What solution? Please specify. The solution has been specified 
16. In the protocol, please also discuss post-surgical treatment, including recovery conditions and treatment for post-surgical pain. Done
17. Please remove commercial language: Cytori Celution, Eppendorf. Has been removed
18. Please combine some of the shorter Protocol steps so that individual steps contain 2-3 actions and maximum of 4 sentences per step. We have combined the shorter steps in the protocol as noticed. 
19. Please include single-line spaces between all paragraphs, headings, steps, etc.
All paragraphs, heading, steps ect. Are now followed by a single-line space
20. After you have made all the recommended changes to your protocol (listed above), please highlight 2.75 pages or less of the Protocol (including headings and spacing) that identifies the essential steps of the protocol for the video, i.e., the steps that should be visualized to tell the most cohesive story of the Protocol. We find this essentiel and have highlighted the whole protocol
21. Please highlight complete sentences (not parts of sentences). Please ensure that the highlighted part of the step includes at least one action that is written in imperative tense. Please do not highlight any steps describing anesthetization and euthanasia. Done
22. Please include all relevant details that are required to perform the step in the highlighting. 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 highlighted.
23. Please remove the embedded table from the manuscript. All tables should be uploaded separately to your Editorial Manager account in the form of an .xls or .xlsx file. Each table must be accompanied by a title and a description after the Representative Results of the manuscript text. Please reference the table in the Representative Results. According to your guidelines one is asked to insert a table?. The table is performed by the authors and therefore no references. 
24. Discussion: Please discuss critical steps within the protocol. Done
25. Please ensure that the references appear as the following: [Lastname, F.I., LastName, F.I., LastName, F.I. Article Title. Source. Volume (Issue), FirstPage – LastPage (YEAR).] For more than 6 authors, list only the first author then et al. See the example below:
Bedford, C.D., Harris, R.N., Howd, R.A., Goff, D.A., Koolpe, G.A. Quaternary salts of 2-[(hydroxyimino)methyl]imidazole. Journal of Medicinal Chemistry. 32 (2), 493-503 (1998). We  have corrected this.
26. References: Please do not abbreviate journal titles. Done
27. Table of Equipment and Materials: Please revise the table of the essential supplies, reagents, and equipment to include the name, company, and catalog number of all relevant materials in separate columns in an xls/xlsx file. Please sort the items in alphabetical order according to the Name of Material/ Equipment. Done	Comment by Lars Lund: er det


Reviewers' comments:

Reviewer #1:

Manuscript Summary:
The manuscript clearly describes the isolation procedure of Adipose derived Regenerative Cells (ADRCs) from stromal vascular fraction (svf) in order to be used as possible treatment for erectile dysfunction.
The procedure involves the initial liposuction from the patient and the automatic isolation of ADRCs by using the Cytori Celution 800IV device. Furthermore, this study has been registered as clinical trial at ClinicalTrials.gov (NTC02240823).
Finally, the study clearly indicates the safe use of autologous ADRCs for erectile treatment accompanied by 12 month follow up.

Major Concerns:
There are no major concerns

Minor Concerns:
There are some minor concerns, which the authors should consider.

A) The manuscript is entitled "Procedure for isolation and treatment of erectile dysfunction using adipose derived regenerative cells".
The title should be changed, as an example " Isolation of adipose derived regenerative cells for the treatment of erectile disfunction"
The title has now been reviced. 
B) In the introduction section (lines 83-87), the authors are referring to Adipose derived regenerative cells. The authors should include the official term of adipose derived regenerative cells as indicated by NCI Drug Dictionary.
Adipose-derived regenerative cells
A population of cells derived from adipose tissue with stem cell and wound repair activities. Adipose-derived regenerative cells (ADRC) consists of several cell types, such as adult stem cells, vascular endothelial cells, and vascular smooth muscle cells, among others. These cells contribute to wound repair through a variety of mechanisms by promoting blood vessel growth and blocking apoptosis. In addition, ADRC can differentiate into several tissue types, such as bone, cartilage, fat, skeletal muscle, smooth muscle and cardiac muscle. Check for active clinical trials using this agent.
The official term of Adipose-derived regenerative cells is corrected. 

C) In the section of Protocol (lines 127-128) "3.3 Wait 10 min to maximize the effect of adrenalin and reduce the amount of blood in harvested adipose tissue"
The authors should consider any possible side effects of adrenalin in stem cells isolation and function.
In the study of Fedder et al. (2010) "In vitro exposure of human fibroblasts to local anaesthetics impairs cell growth" it was proposed that the use of anesthetics in conbination with adrenalin may have negative impact to the cell growth of fibroblasts.
Thank you for mentioning this, and it has now been mentioned. 
[bookmark: _GoBack]
In addition, the manuscript must be checked for minor grammatically and syntax errors. We have done so.




Reviewer #2:

Manuscript Summary: The usega of stem cell therapy in erectile dysfunction is an interesting topic in the literature and future studies on this topic will be presented. The authors presented a method describes stem cell isolation and therapy for treatment of erectile dysfunction following RP. Following major and minor points should be taken into consideration.

Major Concerns:
1. When did the authors perform this injection to the patients? In acute phase, early after RP or in long-term disease. What was the time interval between RP and injection? We would like to thank the reviewer for this importent question and we have now mentioned this under the description of the protocol. 
2. Did the authors consider to compare nerve sparing and non-nerve sparing surgery? Thank you for this question. We have considered this, and we are now performing a randomised, placebo controlled study where only nerve-sparing patients are included.

3. What percentage of patients treated with injection has been undergone nerve-sparing surgery? 8 out of 17 patients surgery were performed as nervesparing surgery
Minor Concerns:
1. The incidence of ED after RP should be revised. A meta-analysis published last month may help to the authors (Philippou YA, 2018). Done	Comment by Lars Lund: 
2. What is the percentage of patients treated with penile rehabilitation?
All patients were treated with penile rehabilitation before entering the study. All patients experienced insufficient effect from PDE-5, PGE1 analog or mechanical devices	Comment by Lars Lund: 

________________________________________


