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Dear Dr. Upponi:

We have revised our manuscript according you your suggestions. We have also edited it to increase clarity and have removed Figure 1 since our clinical veterinarians thought it was fine for us to video a healthy mouse being injected. We have also received the necessary permissions from the Journal of Immunology to re-use 3 of the figures and have altered the figure legends accordingly to satisfy your guidelines and the journal guidelines. I have also included another author (Dr. Thierry Mallevaey) who helped to critically read the manuscript.
Here is a point-by-point response to the editorial comments:

1. 1. Please adjust the numbering of your protocol section to follow JoVE instructions for authors, 1. should be followed by 1.1) and then 1.1.1) if necessary and all steps should be lined up at the left margin with no indentations.

The numbering has been adjusted.

2. The Safety statement of the protocol section is too long. Please break the statements down intro 2-3 sentences and place them as NOTES where applicable in the protocol.

I reduced the length of the safety statement, but felt it was important to stress that immunocompromised individuals should not work with the pathogen and to define whom these people are. If an immunocompromised person does become infected with the pathogen, they have a high chance of dying. This is a pretty serious issue; hence I felt that it was important to stress this point at the outset. I also included brief statements at the beginning of each procedure about BSC use. The biosafety people at our institution thought that it was important to stress this upfront rather than having it buried in the notes. 
3. Due to the nature of being a video-based journal, JoVE authors must be very specific when it comes to the humane treatment of animals. Regarding animal treatment in your protocol, please only add the following information to your text where applicable:
a) Please include an ethics statement before your numbered protocol steps indicating your protocol follows the guidelines of your institutions animal research ethics committee.

This was already done and has not been changed.


b) Please specify the euthanasia method

We had specified the euthanasia method in the protocol itself, but have now included this information in the ethics statement before the start of the protocol.


c) Please mention how animals are anesthetized and how proper anesthetization is confirmed.

This protocol does not involve animal anesthesia.


d) Use of vet ointment on eyes to prevent dryness while under anesthesia.

This protocol does not involve animal anesthesia.

e) For survival strategies, discuss post-surgical treatment of animal, including recovery conditions and treatment for post-surgical pain.

This protocol does not involve animal surgery.

f) Do not leave an animals unattended until it has regained sufficient consciousness to maintain sternal recumbency.

This protocol does not involve animal anesthesia or surgery.


g) Do not return an animal that has undergone surgery to the company of other animals until fully recovered.

This protocol does not involve animal anesthesia or surgery.


h) Discuss maintenance of sterile conditions during survival surgery.

This protocol does not involve animal anesthesia.


4. Please add a one line space between each step and sub-steps of your protocol section.

This has been done.

5. The (mu) of the micro liter should be greek “mu” symbol. Please change this throughout the manuscript.

This has been done. We also changed the gamma symbol to the greek gamma symbol.

6. Please provide the dilutions for the antibody used throughout the protocol, for example, see section 6

It is not appropriate to specify the dilutions for the antibodies used. This is because there is a lot to lot variation for antibodies. Every time, we buy a new lot of antibody (same catalog number), we have to re-titrate the antibody. Thus it is not appropriate to list antibody dilutions as these will fluctuate over time with different lots. This is a point that we stressed in the notes sections of Procedures 6 and 8.

7. 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. Please remove all commercial sounding language from your manuscript and replace it with a more generic term as much as possible throughout the entire manuscript. All commercial products should be sufficiently referenced in the table of materials/reagents. Examples of commercial sounding language in your manuscript are TissueLyser II, falcon, etc.

We have removed any commercial sounding language from the manuscript.


8. Please un-highlight the written paragraphs under the sub-headings as this may constitute to the overall length.

This has been done. 

9. Please present Recipes as supplemental file or as tables.

The recipes are now presented in Supplemental File 1.

10. After you have made all of the recommended changes to your protocol (listed above), please re-evaluate the length of your protocol section. There is a 10 page limit for the protocol text, but there is a 3 pages limit for filmable content. If your protocol is longer than 3 pages, please highlight (in yellow) 2.75 pages (or less) of text to identify which portions of the protocol are most important to include in the video; i.e. which steps should be visualized to tell the most cohesive story of your protocol steps. Please see JoVEs instructions for authors for more clarification. Remember that the non-highlighted protocol steps will remain in the manuscript and therefore will still be available to the reader.
Our protocol is still within the 10 page limit and we have highlighted the 3 pages of text that we wish to have videod.

11. Please revise the manuscript text to avoid the use of any pronouns (i.e. "we", "you", "your", “our” etc.). If you feel it is very important to give a personal example, you may use the royal "we" sparingly and only as a "NOTE:" after the relevant protocol step. Please use the Ctrl+F function to find and replace the pronouns.
We have removed the majority of we’s, you’s, and ours’ as suggested. A few ‘we’s” remain in the discussion, but we felt that it was best to keep them as we were discussing how we trouble shooted something.

12. “Representative results section” and “Figure legends” are different sections.
We had carefully followed the format of the provided example. Since this was not clear, we have not included a separate heading for the Figure legends. We have also re-written the representative results section.

13. Please add at least one paragraph of results text that explains your representative results in the context of the technique you describe; i.e. how do these results show the technique, suggestions about how to analyze the outcome etc. This text should be written in paragraph form under a "Representative Results" heading and should refer to all of the results figures. You may include the figure captions under this heading but the captions and figure text must be separate entities.

We had followed the provided template for this. Since this was not clear, we have re-written this paragraph to discuss only the representative results and not the figures that referred to experimental steps.

14. If your figures and tables are original and not published previously, please ignore this comment. For figures and tables that have been published before, please include phrases such as “Re-print with permission from (reference#)” or “Modified from..” etc. And please send a copy of the re-print permission for JoVE’s record keeping purposes.
We have received re-print permission from Journal of Immunology and have included these comments in the figure legends. We will also upload a copy of the re-print permission.

15. Please make sure that the “Discussion” is written under the following sections.
a) Critical steps within the protocol.
b) Modifications and troubleshooting.
c) Limitations of the technique.
d) Significance of the technique with respect to existing/alternative methods.
e) Future applications or directions after mastering this technique.
We have re-organized our discussion using slightly modified subheadings. We do agree that this improves the discussion organization. I did not discuss about troubleshooting, as there are so many areas in this protocol that should be troubleshooted and the discussion is already very long. I only discussed the critical parameter to be troubleshooted, which is the infectious dose. This was discussed under the critical steps section.

16. NOTE: Please copyedit the entire manuscript for any grammatical errors you may find. This editing should be performed by a native English speaker (or professional copyediting services) and is essential for clarity of the protocol. Please thoroughly review the language and grammar of your article text prior to resubmission. Your JoVE editor will not copy-edit your manuscript and any errors in your submitted revision may be present in the published version.
I have read through the manuscript and am a competent native English speaker. I have had a colleague also critique and view the manuscript and because of his intellectual input have included him as a co-author.
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