The authors would like to thank the Jove editorial comments and the reviewers for their specific and helpful comments about our manuscript “Investigating Aortic Valve Calcification via Isolation and culture of T lymphocytes using feeder cells from irradiated buffy coat”.
The manuscript has been improved according with the comments suggested.
Editorial comments:
1. Please use numbered superscripts for the references.

Superscripts for all references were used.
____________________________________
Reviewers' comments:
Reviewer #1:
Major Concerns:
There is no more comments.


Reviewer #2:
Manuscript Summary:
The authors have greatly improved the revised manuscript, especially in establishing the premise for evaluating T cells. My only lingering concern is with the figures. As currently presented, the figures are not very informative for someone who is trying to replicate the procedure. It would be helpful to show images of the buffy coat isolation procedure and microscopic images of the cells to help the reader understand what he/she should expect to observe.

A new figure was added, summarizing the key steps of the buffy coat isolation procedure, to make the method more clear and understandable. As suggested, a microscopic image of the cells obtained was included. (Lines 362-364 and 408-410).

Reviewer #3: 
Summary:
This is a revised manuscript describing a method to isolate, expand clonal colonies, and then characterize T cells found in a calcified aortic valve. The innate immune response is thought to contribute to CAVD pathogenesis thus the isolation and further study of T cells found in CAVD may help to discern the complex cellular interactions at play. A key step emphasized in this protocol is the use of irradiated blood to produce a feeder cell that allows for the expansion of T cell clones.

Major Comments:
* The schematic in figure is a good improvement, however not addressed were my prior concerns regarding the confirmation of whether the cloning/expansion keeps the T cells in their native state found in the valve? For this protocol to be valid and useful, it needs to show staining or FACs analysis that validates that the T cells found in the native valve share subtype specific markers of the T cells in the final cloned product.
To show that the same T cell markers are present in both native valve samples and cloned samples, we performed FACS analysis without the cloning phase, as illustrated in figure 4.(Lines 378-380 and 418-422).
We appreciated your suggestions and we hope our modification makes the manuscript suitable for publication.
[bookmark: _GoBack]Yours sincerely.

On behalf of the authors,
Lavinia Curini



