Oct 26, 2020

Dear Dr. Bajaj,

Subject: Re-submission of JoVE61565. 

Title: Flow cytometric characterization of murine B cell development

Authors: Faith M. Harris, Karoline A. Meagher, Maggie Zhong, Benjamin J. Daniel, Mark Eckersdorff, Jesse A. Green , Vera Voronina, Chunguang Guo, Andre Limnander  and Lynn E. Macdonald

Thank you for the invitation to submit the manuscript and for previously sending it out for editorial and peer review.  

The authors would like to thank the reviewers for their time, comments and expertise. The reviewer’s comments have helped us further strengthen our manuscript. The manuscript has been improved according to the suggestions of the Editor and reviewers. The specific responses to the reviewer’s comments are below.

Editorial comments:
1. Manuscript was revised by proofreading.
2. Manuscript was re-formatted as per JoVE .
3. Manuscript was revised to include alternate methods in the protocol section.
4. Manuscript was revised by removing all commercial language, including trademark symbols (™), registered symbols (®), and company names before an instrument or reagent. We have also removed VelocImmune® and Kappa-on-Heavy (KoH) terminology in the body.
5. Manuscript was revised to include a clear statement of the overall goal of this method, the rationale, advantages over alternative techniques, a description of the context of the technique in the wider body of literature, information to help readers to determine whether the method is appropriate for their application.
6. Manuscript was revised such that the protocol section is in the imperative tense. 
7. Manuscript was revised such that the protocol only contains action items that direct the reader to do something.
8. Manuscript was revised by adding more details to the protocol steps. 
9. Manuscript was revised to ensure that individual steps of the protocol only contain 2-3 actions sentences per step.
10. Manuscript was revised by highlighting the filmable content. 
11. Manuscript was revised such that figure legends include a title and a short description of the data presented.
12. Manuscript was revised such that the results show a summary of the experiment, in line with the title of the manuscript. Additional controls were added.
13. Copyright permission is no longer needed as the experiment was re-done in WT mice (not previously published). 
14. Manuscript was revised such that the discussion includes the critical steps, limitations of the technique and clearer significance of the technique.
15. Manuscript was revised such that journal titles are not abbreviated in the reference section.
16. Manuscript was revised such that the materials table is in alphabetical order.

Reviewer #1: 

Major Concerns: none

Minor Concerns:
1. An alternate method of spleen processing has been added.
2. Greek characters/ symbols were corrected.
3. The names of the populations were revised from “R” to the name of the population.

Reviewer #2: 

1-All references to VelocImmune®mice and Kappa-on-Heavy were removed from the abstract.
2- Manuscript was revised by deleting  “Thus, the size of the B cell compartment should remain unchanged under steady state conditions.”
3- Manuscript was revised such that immature and transitional do not sound like synonyms. 
4- Manuscript was revised to make it clear that flow cytometry and immunohistochemistry have two non-overlapping purposes.
5- Manuscript was revised to emphasize that the enclosed protocol is for mouse, not human, B cells.
6- The original manuscript (and the re-submission) did list Fc block in the materials section. 
7- The names of the populations were revised from “R” to the name of the population.
8- The experiment was reproduced in WT vendor mice rather that genetically engineered mice.
9- Manuscript was revised to include R. R. Hardy gating, nomenclature and references.
10- Manuscript was revised to include all leukocytes in the gate.
11- Manuscript was revised to include viability dye.
12- Manuscript was revised such that Figures 1 and 2 cannot be easily combined into a single figure.

Reviewer #3: 
Major Concerns: none
Minor Concerns: none

Reviewer #4: 
Major Concerns:
1. Manuscript was revised to include quantitative analysis of B cell populations.
2. Manuscript was revised to include FMO controls.

Minor Concerns:
1. Manuscript was revised to included published scenarios where B cell development is altered.
2. Manuscript was revised to include the strain background and age of mice

Reviewer #5: 
Major Concerns: None.

Minor Concerns:
1. Manuscript was revised to make a distinction between phases of animal development and location of B cell differentiation.
2. Manuscript was revised to include R. R. Hardy gating, nomenclature and references.
3. Manuscript was revised to state Fraction F are mature, recirculating B cells.


We hope that our modifications make our manuscript in its current form more suitable for publication in JoVE.

Your truly, on behalf of the authors.

Karoline Meagher, Ph.D.
