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Concerns: Response to Editor: manuscript  JoVE58350
Dear Editor,

Thank you for your thorough and helpful comments on our manuscript. We have addressed your comments as indicated in your Email of June 15th and the resulting changes are highlighted in the manuscript. 

I detail below the action we have taken.
Yours sincerely,
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Jean-Christophe Billeter

Point-by-point response to issues raised by the editor 
Editorial comments:


1. The editor has formatted the manuscript to match the journal's style. Please retain the same.

- All steps have been formatted following the editors direction.


2. Please address all the specific comments marked in the manuscript.

- All comments have been addressed. We have uploaed a manuscript with tracked changes, and you will find an itemized answer to your comments below. 


3. For the protocol section please be specific as to how you performed the experiments and describe the steps involved in these in imperative tense as if directing the reader to do something.

- All steps have been modified accordingly. 


4. Please provide Graphical User Interface and button clicks for the software programs and hard experimental steps for the experimental part. We cannot film calculations and scripting steps.

- We have uploaed two Video files (Step 4.3 and 6.1) illustrating how to use the software. There is no particular GUI for either software, as the user must add all specific conditions of the experiment in the main script. The videos illustrate how to use these scripts. 


5. Explaining how you do the experiment is important for filming.

- Thank you for asking for clarification on the necessary steps within the manuscript. We have adjusted our directions accordingly. 


6. Once all changes are done, please check that highlighted part of the protocol are no more than 2.75 pages including heading and spacings which is the hard cut limit for filming.

- We have verified this.


7. 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 are not using any figures from previous publications. 
Specific comments in the manuscript:

Main document changes and comments 
Comment [1] Author 14/06/2018 14:57 
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. I have done some of it as an example. 

- Thank you for pointing this out. All the numbering has been changed and adjusted accordingly. 

Also, for the protocol step please write it with respect to a specific protocol which you performed (details are in the result section). So briefly preparation of fly food, rearing of flies, then making the temperature-controlled arena, making the frame of lights, then introduce behavioral experiments- in this case what was the temp, what kind of flies, how do you do everything, then video tracking and data analysis. 

- The order of the steps has been changed according to the editor's comment. We have specified temperature settings in the set-up of the temperature controlled arena (Step 4.3.2) and type of fly used in the description of the behavioral experiments (Step 5.3).

Please ensure that we need hard experimental steps for filming. As of now I’m unsure whether the highlighted steps can be filmed. Please provide some graphical user interface for the software being used, button clicks, etc. if these steps need to be filmed. e.g. Note: Use a commercial software for video tracking (Table of Material). 1.1. Open the video by clicking Open. Then click .... 
- We have added two videos (Step 4.3 and 6.1) that explain the software set-up for the temperature-controlled arena and the usage of the tracking software respectively. We have also changed the steps related to the these two processes to clarify each of the user's actions (e.g clicks). Besides, we have adjusted the highlighted sections to include hard steps in the filming besides the videos we have made. 

Comment [2] Author 18/06/2018 11:33 
This step can be filmed. 
- We have decided not to film the making of the fly food because it is a common process for all Drosophila experiments and it detracts from the focus on the usage temperature-controlled arena, which is our main methodological contribution.

Comment [3] Author 14/06/2018 15:31 
How much in food is poured in the rearing bottles and collection vials. 

- This has been clarified in Step 1.6.

Comment [4] Author 18/06/2018 11:33 
Please write the steps in the order of it being performed. So you first place 20 males and 20 females in a rearing bottle, and leave them in the incubator, then after 3-4 days you do you collect the virgins at this stage and transfer the other flies into fresh rearing bottles? 

- Thank you for asking for this clarification. We have changed the Steps in section 2 to illustrate each action better. 

This step can be filmed. 

- We have highlighted the steps that could be filmed from section 2. 
Comment [5] Author 
For how many days? What is the temp 18 or 25? 

- We have specified we used 25°C in Step 2.1.1.

Comment [6] Author 
Newly eclosed flies from the bottles prepared in 2.1? 

- We have added a note in Step 2.1.1 to explain that new flies will eclose from these bottles to make this point clearer. 

Comment [7] Author 
So only virgin flies are used for this experiment? 

- We have added step 2.2.1 in which it is stated that only virgin flies are used. All figures have this commented too. 
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Comment [8] Author 18/06/2018 11:33 
Will this come before Step 4 since this shows how to make the frame of lights. 

- Thank you for pointing this out, this definitely makes our protocol clearer. Accordingly, we have changes the frame of lights to be section 3. 

These are hard steps. This can be filmed. 

- The frame of lights is built once and then repeatedly used for all experiments; hence, we have decided not to film this process. 

Comment [9] Author 14/06/2018 15:48 
All these are just verification steps. So doesn’t need to be filmed. 

If this needs filming please format properly by stating how to do the step. 

- Thank you for this clarification. We have removed the highlight from most of these steps (section 4), but we have still selected the turning on of the temperature-controlled arena (Step 4.1) and the usage of the TemperaturePhases script that controls it (Step 4.3; Video 1) as important for the filming as we considered they should be clearly illustrated for future users of our protocol. 

Comment [10] Author 14/06/2018 14:55 

Is this correct. Please refer to the figure where ever possible to bring out clarity.

- We have checked that we are referring to the correct figures (Step 4.1)

Comment [11] Author 
How do you verify? Also, what is the temperature sequence in this case? 
 - We have created a video to illustrate each of the steps (Video 1) and added substeps (4.3.1 to 4.3.4) to explain each of the processes and the specific details used for the experiments. 

Comment [12] Author 
Please do not use unpublished data.If needed this can be added as a supplemental file. We cannot have links added to the manuscript.   

- We have removed the link in Step 4.3 and instead created a video (Video 1) to illustrate each of the steps. 

Comment [13] Author 
How? By looking at something? Are all these incorporated in the script? 

Flies from which step? Any sex specific bias? Please provide every necessary detail. 

- We have added  steps (Step 4.3.3 and 4.3.4) to explain each of the processes and specify that the materials used. The flies are specified in Step 5.3 under the section Temperature Behavioral Experiments.  

Comment [14] 
Check how? 

- This is now explained in Steps 4.3.1 to 4.3.4.

Comment [15] 
How and what is the delay that is set up? Again are all these would just involve filming someone checking the script? 

- The delay is illustrated in Video 1. The delay is better explained as an initialization process in Step 4.3.3.

Comment [16] 


Manually? 

- We have clarified this as 'Using the camera USB cable' (Step 4.4).

Comment [17] Author 14/06/2018 17:00 
This can be filmed if formatted properly. 

- We have re-formatted and re-written the steps in Section 5 to make them clearer, and highlighted the sections that could be filmed. 

Comment [18] Author 14/06/2018 16:35 

Flies from which step? Any sex specific bias? Please provide every necessary detail.

- We have specified that flies come from the ones collecting in the rearing vials and exemplified that we use one male fly for results of Figure 3 (Step 5.3). We have also specified that the area in which flies are placed is called Fly Arena (Step 5.1).

Comment [19] Author 14/06/2018 16:37 

Please mark this in the Figure. 

- We have indicated that the gap is the one left by the experimenter when placing the glass cover on top of the Fly Arena in Step 5.1.3. This gap cannot be illustrated in our Figures, but the reference to step in which it is created should be enough to explain which gap we are referring to. 

Comment [20] Author 15/06/2018 10:21 

How? Also mark this in the figure. 

- We have clarified this in Step 5.4.1 and indicated the placement of the ring of lights in Figure 1C.

Comment [21] Author 15/06/2018 10:23 

How?

- Step 5.5 is clearer now by referring to Steps 4.5.2 and 4.3.4, where it is stated how to start the recording process and the experimental process respectively. 

Comment [22] Author 14/06/2018 17:08 

Stop after how long. What kind of behavior is expected? Add a note stating the same. 

- This is clearer now by specifying how to stop the recording (Step 5.6) and how to determine when an experiment is done (Note). 

Comment [23] Author 

Only be filmed if there are some GUI. 

- We have added Video 2 in which the steps for using the FlySteps tracker are illustrated. We have also re-written this section to make every step clearer. 

Comment [24] Author 

This needs institutional login to get connected. Also, we cannot have external links in our manuscripts. Please include this information as a supplemental file instead.  Do you have any graphical user interface for the same? 

Id this section needs to be filmed please provide graphical user interface, button clicks and hard experimental steps of how to do the procedure. 

- The tracker does not have a particular GUI, but instead it provides a script in which the user can specify tracking parameters. We have illustrated each of the steps to use this scrip in Video 2. We have also included all the scripts as “supplementary coding files” accompanied by a Readme.rtf instructive manual explaining the use of each of the coding files. 

- The data will be publicly available upon manuscript acceptance within DataverseNL. The current link to the DataverseNL is temporary and meant for reviewers and editors to access the data files if necessary. This link also includes a folder with the raw data from our experiments in the spirit of OpenScience allowing others to verify our results and/or to use this data as example of how data looks like. 

Publicly available Dataverse link:

https://dataverse.nl/privateurl.xhtml?token=c70159ad-4d92-443d-8946-974140d2cb78
Comments [25] and [26] Author 

How? 

- All steps to use the FlySteps tracker have been specified under 6.1 substeps. 

Comment [27] Author 

We cannot film calculation steps, so highlights are removed. 

- Agreed. Thank you for this correction.

Comment [28] Author 

Some of the experimental details explaining how to perform the experiment can be moved to the protocol section. 

- Thank you for this suggestion. We have moved the explanation about allowing flies to explore the arena to a Note under Step 4.3.2 as this consideration is related to the experimental set-up. We have also modified the first paragraph of this section to simplify the descriptive information. 

Comment [29] Author 

Please remove commercial term and use generic term instead. Please refer to the commercial term in the table of materials. 

- We have removed all commercial terms and ensured that they are added to the Material List. 

Comment [30] Author 

Please correct this. 

- We apologize for the lack of correct symbols appearing in the description of Figure 3. We have used the Insert Symbol function within Word to add the diamond and circle that were missing, hoping that this will avoid changes depending on where the document is opened. 

Comment [31] Author 

Does this need to be in quotes? 

- We agreed that quotes are unnecessary for 'Peltier' as this is acceptable named for the material. Thank you for asking for this change. 

Comment [32] Author 

Is this open source? 

- Yes, it will be open source from DataverseNL upon acceptance of the manuscript. As of today, a temporary link in DataverseNL can be accessed by reviewers and editors and all the necessary files can be downloaded from a .zip document added as supplementary information (see Comment 24).

Comment [33] Author 

Please include this as supplemental files. 

- We have created a .zip file containing all the necessary scripts to use the TemperaturePhases and FlySteps scripts. We have added this as supplementary information. 
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