Dear Editorial Board,

I am pleased to resubmit an invited (by Aaron Berard) methods article entitled “Multi-parameter flow cytometic analysis of mononuclear phagocytes from whole mouse eyes” by Steven Droho, Carla M. Cuda, and Jeremy A. Lavine for consideration for publication in JoVE. 

[bookmark: _GoBack]We have carefully and thoroughly considered the reviewer’s criticisms and responded appropriately. We have already completely satisfied Reviewer 1 and Reviewer 2. Reviewer 3 was concerned regarding the lack of systemic perfusion and we have performed an experiment, demonstrating that systemic perfusion is an optional step that did not influence mononuclear phagocyte numbers in the eye with or withour laser injury. We amended Figure 5 to demonstrate our results, both with and without systemic perfusion, to satisfy the reviewer’s concern. Additionally, we have satisfied all of Reviewer 4’s major and minor concerns, including more detail on microglia, additional citations, and further explanation of our iterative digestion process for optimization of mononuclear phagocytes. Lastly, we have responded to all Editorial comments.

We believe that this manuscript is an excellent fit for JoVE because there are few publications on multi-parameter flow cytometry in mouse eyes. Many ocular researchers still rely on immunofluorescence imaging with IBA-1 alone to identify macrophages and microglia. Furthermore, there are no methods articles on multi-parameter flow cytometry in mouse eyes, and the nuances of the dissection and digestion are best illustrated through videography.

This manuscript has not been published and is not under consideration for publication elsewhere. The principal investigator had full access to all the data in the study and takes responsibility for the integrity of the data and the accuracy of the data analysis as well as the decision to submit for publication. We have no conflicts of interest to disclose. 
Thank you for your consideration!

Sincerely,

Jeremy A Lavine, MD PhD
Assistant Professor of Ophthalmology
Northwestern University
