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Response to Reviewers
Dear Dr. Bajaj,

We would like to thank you and the four reviewers for the thorough review process. The reviewers’ comments have helped to improve the manuscript substantially. We were also glad to read that all four reviewers were in general very positive about our manuscript. All comments made by you and the reviewers have been addressed in the new version of the manuscript, as outlined below.   
Editorial comments:
1. We have proofread the manuscript or proper English language. We have also changed British English to American English throughout. 

2. We have indicated email addresses for each author on the title page of the manuscript. 
3. We have indicated all commercially available products in the Table of Materials and Reagents. 
4. It was checked that the text does not match previously published text. 

5. The protocol section was changed to imperative tense throughout.

6. Personal pronouns were removed in the protocol section.
7.  Single line spaces were included in the protocol section.

8. Discussions about the protocol were removed to the Discussion section.
9. Large paragraphs of text in the protocol section were removed. 

10. It is made clearer how particular steps are performed.

11. The steps for using software are made as explicit as it is reasonably possible.   

12. Text in the protocol section has been shortened. 

13. The odorants used are indicated as well as how they are presented. 

14. About 2.75 pages are highlighted to indicate the filmable content. 

15. There are no copyrights on any pictures. All pictures are our own and have not been published before. 

16. The discussion section was revised according to your suggestions.   

17. The Journal titles in the reference list were expanded.

18. All microscopic images in the figures contain scale bars now. 

19. The figures are now changed (odor instead of odour and s instead of sec). 

20. The materials in the table are sorted now alphabetically. 

Reviewer #1:
1. The highlighted section (approximately 2.75 pages) is intended to indicate the filmable part of the protocol. 

2. The exact composition of the Ringer’s solution together with the reference of its first description is now indicated. 

3. In the discussion section we have now explained in greater detail why we have used GCaMP3 fused with a postsynaptic protein. In fact, there is no fusion construct that would target GCaMP6 to the postsynaptic compartment. We have discussed that this will be a potentially valuable improvement in the future. 

Reviewer #2:
1. The terms “razor blade” and “blade holder” were replaced by “surgical scalpel blade” and “surgical scalpel handle”. 
2. The term “needle” was replaced by “hypodermic needle”´. 

3. The reason for using female flies is mentioned now. In fact, female flies are just slightly larger than males.

4. The word “retrained” was replaced by “restrained”. 

Reviewer #3:
1. New pictures of the fly preparation are included now together with a more details explanation of the assembly of the preparation chamber and the opening of the head capsule (figure 1). 
2. Spelling errors were corrected.

3. The reviewer’s helpful suggestions for changing some sentences we have included throughout. 
Reviewer #4:
1. The design of the imaging chamber we have described now in greater detail and explained the assembly in figure 1. Over the years our group has designed a variety of imaging chambers. The latest version is actually extremely simple but is the most efficient construction because it enables one to perform the preparation very quickly in a few minutes. 
2. It was asked how exactly the electric shock system works. We have explained that in more detail in the new version if the manuscript. However, the explanations are not extensive because the entire shock system consists literally of two wires and a power supply only. The arrangement we have described better in now in figure 2 and hope that it will become entirely clear once the video is being provided. 

3. The difference in noise level and also in the amplitude of the signal is due to inter-individual variability (e.g., induced by small motions of a preparation). This is indicated now in the section “representative results”.
4. The emission filter and the detector used are now indicated in the table of materials. 

5. The frame rate used for optical imaging is now indicated.  
6. Critical steps in the experimental process have been indicated in greater detail now. 
Sincerely yours,
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