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Milan, August 10, 2014

To Jove, 

Object: Rebuttal Letter,

We carefully revised our manuscript entitled “TIRFM and pH-sensitive GFP-based probes to evaluate neurotransmitter vesicle dynamics in the SH-SY5Y neuroblastoma cell line: cell imaging and data analysis”, 
Changes in the text are tracked in red.

Major modifications:

- Abstract has been modified

-Protocol and results sections: comments reported in the figure legend in the past version, have been moved to protocol or result sections, according to reviewer suggestions.

- Discussion. A part relative to modification of cell morphology by temperature has been introduced. 

The paragraph relative to cellular model has been moved in the first part of discussion
Point-to-point response to criticisms:

1. Please take this opportunity to thoroughly proofread the manuscript to ensure that there are no spelling or grammar issues. The JoVE editor will not copy-edit your manuscript and any errors in the submitted revision may be present in the published version.
The text has been checked for spelling or grammar issues.


2. Please highlight 2.75 pages or less of the Protocol (including headings and spacing) 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. The highlighted steps should form a cohesive narrative with a logical flow from one highlighted step to the next. Remember that non-highlighted Protocol steps will remain in the manuscript, and therefore will still be available to the reader.
There are currently 3.75 pages highlighted of Protocol text. 
The highlighted text has been reduced to 2.75 pages
3. Please revise the text to avoid the use of any personal pronouns (e.g., "we", "you", "our" etc.). 
We have deleted all personal pronouns through the text. 

4. Please provide units for all numbers throughout the manuscript:
There is only a number without units 
Line 473: mean peak height 0.042 ± 0.005 normalized fluorescence intensity
Normalized immunofluorescence intensity has been now inserted in the text (thanks).

It was erroneously deleted using our revision.
5. For example: “a statistically significant increase in the average peak area, peak height and width were detected under stimulated conditions (3.8 ± 0.2; 2.75 ± 0.03 and 2.6 ± 0.5 fold increase over resting conditions, respectively)”
Fold increase is the ratio between two numbers with identical units, by definition is a pure number.
The P value has been inserted. 
6. The Figure Legends should include a title and a short description of the data presented in the Figure and relevant symbols. The Discussion of the Figures should be placed in the Representative Results. Details of the methodology should not be in the Figure Legends, but rather the Protocol.
Details in the figure legend have been moved to results or method sections.

7. Please move all URL’s to the Table of Materials and Equipment.
The URL’s have been moved to the Table of Materials and Equipments.
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