REBUTTAL DOCUMENT-2

We would like to kindly thank the Reviewers and Editor for their comments. The manuscript has been revised to address each of the editorial and peer review comments as described below.

Editorial Changes
1- Please note that the manuscript has been formatted to fit the journal standard. Comments to be addressed are included within the manuscript. Please review and revise accordingly.
The comments with animal details and references have been reviewed and revised as requested.

2. Commercial terms like Ficoll-Paque and Matrigel have been replaced with generic terms like density gradient medium and basement membrane matrix respectively. These terms have been referenced in the description column in the Table of Materials. Please include the details of Matrigel in the Table of Materials.
The generic term for Ficoll-Paque (“density gradient solution”) has been added in the Table of Materials as requested.

Matrigel was used to obtain representative results, but is not a material used in the actual protocol.  Therefore, we have not added Matrigel to the Table of Materials.  Please let us know if the Table of Materials should include materials used to obtain representative results, but not used in the protocol itself.

3. Please label the panel labels of all figures using uppercase letters. In this version, all the panels are labeled using lower case letters. Please revise. 
Figure panel labels have been revised with uppercase letters as requested.

Reviewer #1
1- Lines 57-58 Should mention the advantage of the use of autologous human endothelial progenitor cells, suggested correction: "....endothelial cells (or endothelial colony-forming cells). These cells provide an autologous resource for therapeutics and disease modeling. Xenogeneic cells may provide an alternative source of therapeutics due to their availability and homogeneity achieved by using genetically similar animals raised in similar conditions"
Lines 57-58 in previous R0 version (now lines 38-41 in the current revised R1 version) have been revised as requested.

2- The same consideration for lines 102-104 and 293-294
Please add a statement about further studies required to confirm the homogeneity of pig BOECs and their compatibility as a therapeutic source in Humans.
We have added a statement about further studies required as requested to lines 395-396 in the current revised R1 version.

Reviewer #2
The manuscript describes a protocol for the isolation of blood outgrowth endothelial cells from porcine blood. The manuscript has been considerably improved in response to reviewer comments and now acknowledges the significant limitations of using xeno-derived cells for human therapy. The protocol is scientifically sound, but it remains unclear how this differs from previously published protocols for human blood, including one published in Jove.
We agree there have been many robust protocols published for generating BOECs from human peripheral blood that generally work well without modification in animal species. The goal of our manuscript is not to provide a novel method of generating BOECs. Rather the goal of our manuscript is to bring to bear our collective experience with nearly 100 porcine BOEC cultures to provide the research community with a detailed and reliable protocol for generating porcine BOECs with a success rate of 90-95%. Importantly, JoVE’s video protocol format is particularly well-suited to accurately convey the protocol.
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