Thank you very much for the comments and suggestions.  We appreciate the time spent by the Reviewers.  Each of the questions is answered below and addressed in the Redline version of the manuscript.  The paper is much improved; thank you again!
____________________________________
You will find Editorial comments and Peer-Review comments listed below. Please read this entire email before making edits to your manuscript.
NOTE: Please include a line-by-line response to each of the editorial and reviewer comments in the form of a letter along with the resubmission. 
[bookmark: _GoBack]
Editorial Comments:

• Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammatical errors.
Thank you. We confirm that there are no spelling or grammatical errors in the manuscript. 

• Text Overlap: Significant portions of the manuscript show significant overlap with previously published work. Please re-write Lines 46-49, 90-92, 106-111, 143-157 using ALL original text to avoid this overlap.
Thank you for pointing this out. We have rewritten these parts using original text.

• 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.
1) Please include an ethics statement before your numbered protocol steps indicating that the protocol follows the animal care guidelines of your institution.
2) 1.1: Mention sex if it matters.
3) 1.5: Mention povidone % and isopropanol %.
4) 2.1.2: How deep is the initial incision? Skin-deep? Or through the musculature?
5) 2.1.3: Mention tools used for dissection.
6) 2.1.4: Describe the dissection in a bit more detail.

Thank you for these questions.
1) We included the statement that all experiments are performed with approval from the Yale University Institutional Animal Care and Use Committee. 
2) Both male and female mice could be used for this experiment.
3) We mention these concentrations.
4) We mention that the initial incision is skin-deep.
5) A micro-needle holder is used for dissection.
6) We described the detail of the infra-renal aorta IVC dissection.
 

• 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.
Thank you for this instruction. We now address all these points in the discussion.

• Figures:
1) Fig 2: Please provide scale references on the images.
Scale references are provided in Fig 2.

• Tables:
1) Table 1: Mention statistical test used. Mention sample sizes.
Student’s t-test was used and sample size were 4 to 6. We mention this in the table legend.

• References:
1) Please make sure that your references comply with JoVE instructions for authors. Citation formatting should appear as follows: (For 6 authors or less list all authors. For more than 6 authors, list only the first author then et al.): [Lastname, F.I., LastName, F.I., LastName, F.I. Article Title. Source. Volume (Issue), FirstPage – LastPage, (YEAR).]
2) Please spell out journal/source name.
We followed these instructions by downloading the JoVE Endnote styling from JoVE website.

• Commercial Language:JoVE is unable to publish manuscripts containing commercial sounding language, including trademark or registered trademark symbols (TM/R) and the mention of company brand names before an instrument or reagent. Examples of commercial sounding language in your manuscript are Surflo® 22G; Terumo, (Vevo770 High 183 Resolution Imaging System
1) Please use MS Word’s find function (Ctrl+F), to locate and replace all commercial sounding language in your manuscript with generic names that are not company-specific. All commercial products should be sufficiently referenced in the table of materials/reagents. You may use the generic term followed by “(see table of materials)” to draw the readers’ attention to specific commercial names.
Thank you for this point. We followed these instructions.

• 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 surgical tools, ultrasound imager, animals, drugs used etc.
Thank you for this point. We followed this instruction and revised the table of materials.

• If your figures and tables are original and not published previously or you have already obtained figure permissions, please ignore this comment. If you are re-using figures from a previous publication, you must obtain explicit permission to re-use the figure from the previous publisher (this can be in the form of a letter from an editor or a link to the editorial policies that allows you to re-publish the figure). Please upload the text of the re-print permission (may be copied and pasted from an email/website) as a Word document to the Editorial Manager site in the "Supplemental files (as requested by JoVE)" section. Please also cite the figure appropriately in the figure legend, i.e. "This figure has been modified from [citation]."
The figure is original.
 
Comments from Peer-Reviewers: 

Reviewer #1:

This is a very interesting and meaningful method article. The writing is excellent. However, I found some minor issues. It's best to polish it up before publication.

Minor Points:
1. It may be better to use centigrade or both;
We changed degrees from Fahrenheit to Celsius.

2. It might be better to describe the specific time of anesthesia induction;
We now describe this.

3. Is there any recycling equipment for anesthesia gas?
We do not use any recycling equipment for anesthesia gas.

4. In Figure 2, it is better to add a normal control (without any operation).
We added panels of the sham group as a normal control and mentioned this in the representative results section.

5. Please add some material/equipment information (acrylic induction chamber; thermal support device).
Thank you for this comment. We added information about the acrylic induction chamber and thermal support device in Table of Materials.

Reviewer #2:

Manuscript Summary:
This manuscript describes a new model of AVF and venous stenosis. It is well written and illustrated. This model is appropriate to study what happens to AVF in the presence of a venous stenosis, as one might see with a dialysis fistula in the arm and then a more central venous stenosis.

Major Concerns:

1. What type of suture did the authors use to place around the IVC? We have found that a non-reative prolene suture will produce less surrounding inflammation than a silk suture. Can the authors provide this information?
Thank you for raising this interesting point. We use polyamide monofilament sutures, which produces less surrounding inflammation than silk sutures. We now address this in the Protocol section.

2. Why do the authors put the suture around both the artery and vein initially, rather than just going around the IVC?
Thank you for this question. The reason is that it is much safer. The IVC can easily be damaged if a needle holder goes around the IVC through the window between the IVC and aorta; we thus avoid touching the IVC when putting the suture around it. We now address this in the Discussion section.

3. Why do the authors use such a large spacer?
The reason we use a large spacer is to avoid creating a venous thrombosis. A spacer that is smaller than 22G can cause postsurgical thrombosis in the IVC distal to the stenosis; in fact, Payne et al.1 used a 30G spacer to create a model of deep vein thrombosis. On the other hand, we created this model to create a stenosis without creating a thrombus, e.g. maintain venous flow.

4. Finally, can the authors clarify if they ligate all draining side branches, or just a few of them?
Thank you for this important question. We do not ligate any draining side branches. As mentioned in the discussion section, the IVC stenosis is created distally to distinct side branches to keep the fistula flow from entering branches. Side branches above the IVC stenosis do not affect the fistula flow as vascular resistance of the side branches is much higher than in the proximal IVC.
 
Minor Concerns:

1. For Figure 2, the authors should number the parts of their images and then refer to these numbers in their legend.
Thank you for this point. We followed this suggestion.

1	Payne, H. & Brill, A. Stenosis of the Inferior Vena Cava: A Murine Model of Deep Vein Thrombosis. J Vis Exp. 10.3791/56697 (130), (2017).

