April 5th, 2019
Journal of Visualized Experiments (JoVE)

Dear Editors,

Thank you very much for your mail of March 19th concerning our manuscript (Ref: JoVE59893) entitled "Presynapse formation assay using presynapse organizer beads and “Neuron ball” culture" together with the reviewers’ comments.  We are pleased to learn that you are interested in our paper for publication in Journal of Visualized Experiments (JoVE).

	We have carefully examined the editorial and reviewers’ comments and will now respond to each of the comments in turn, indicating revisions made to the text as appropriate.

· Editorial comments:
1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues.

We have checked proofread our manuscript thoroughly. 

2. Please obtain explicit copyright permission to reuse any figures from a previous publication. Explicit permission can be expressed in the form of a letter from the editor or a link to the editorial policy that allows re-prints. Please upload this information as a .doc or .docx file to your Editorial Manager account. The Figure must be cited appropriately in the Figure Legend, i.e. “This figure has been modified from [citation].”

We obtained copyright permission from Neuroscience Research (Publisher: Elsevier) by Elsevier and Copyright Clearance Center.  Original “Elsevier and Copyright Clearance Center” document is pdf, however, I attached docx version according to the Editor’s suggestion.  We have cited Figures like this: “This figure has been modified from8”.  

3. Please use 12 pt font and single-spaced text throughout the manuscript.

We have used 12 pt Calibri font. We have changed single-spaced text throughout the manuscript.

4. Please adjust the numbering of the Protocol to follow the JoVE Instructions for Authors. For example, 1 should be followed by 1.1 and then 1.1.1 and 1.1.2 if necessary. Please refrain from using bullets or dashes.

We checked the numbering of the protocol.

5. Please add a one-line space between each of your protocol steps.

We added a one-line space between protocol steps.

6. JoVE cannot publish manuscripts containing commercial language. This includes company names before an instrument or reagent. Please remove all commercial language from your manuscript and use generic terms instead. All commercial products should be sufficiently referenced in the Table of Materials and Reagents.

We have removed company names from our protocol. For example, We changed “MilliQ water” and “SCAT 20X-N” to “ultrapure water” and neutral non-phosphorous detergent, respectively. 

7. Please use standard SI unit symbols and prefixes such as µL, mL, L, g, m, etc.

We changed “ml” to mL”

8. Please use h, min, s for time units.

We changed “hr” to “h”.

9. There is a 2.75 page limit for filmable content. Please highlight 2.75 pages or less of the Protocol steps (including headings and spacing) in yellow that identifies the essential steps of the protocol for the video, i.e., the steps that should be visualized to tell the most cohesive story of the Protocol.

We highlight essential steps in yellow within 2.75 pages.

Reviewers' comments:

Reviewer #1:
Manuscript Summary:
The MS reported by Parvin et al. describes the sophisticated method that makes possible to observe synapse formation easily in vitro. The protocol is well explained.

We thank reviewer #1 for highly appreciating our protocol.

Minor Concerns:
The only concern is, (although it is not directly related to the method) the lack of the sequence and vector information of LRRTM2 expression system. To reproduce the experiment, it is necessary to be described in detail.

We have added the vector information as a supplementary figure 1. We also added figure legend for supplementary figure 1 in FIGURE AND TABLE LEGENDS section.

Reviewer #2:
Manuscript Summary:
The authors describe a method for studying presynapse formation by combining pseudo-explant or neuron ball cultures with the axonal application of LRRTM2 coated beads. The methods allows for the removal of the cell bodies and the study of local protein synthesis without the use of microfluidic chambers.

We also thank reviewer 2 for highly appreciating our protocol.

Major Concerns:
p.4 line 89: most of the solutions should not be autoclaved as they contain serum, glucose, etc.
Major copy-editing is needed.

[bookmark: _GoBack]We understand autoclave is not allowed to sterilize some solutions, because serum and some reagent is vulnerable to high temperature.  For heat vulnerable solution, we used filtration for sterilization.  We changed the old version of sentence “Prepare and autoclave all the required solutions in advance” to “Prepare all the required solutions and sterilize them by autoclave/filtration in advance” (line 89).

We also checked spelling and typo errors in our manuscript.  We hope that you will find these changes satisfactory and the revised version is now acceptable for publication in JoVE.  We wish to thank you again for your thorough and prompt review of our manuscript and to thank the reviewers for their constructive and useful criticisms and suggestions.  

Sincerely,
[image: ]
Yukio Sasaki, Ph.D.
Associate professor
Department of Medical Life Science
Yokohama City University Graduate School of Medical Life Science
Yokohama 230-0045, Japan.
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