Dear Author,

This document is divided into a number of sections in which you can add your comments to the video, voiceover, online text, and .pdf.   Please be aware that our policy is to do a single complementary revision, so it is critical that all participants in this project offer their comments collectively.   In addition, please make sure that your comments are easily interpreted, transparent, and where appropriate, specifically reference a time-point in the video or step in the written section.   

Have fun!

Project Name: JoVE protocol N°52267
Date:18-11-14
Authors and Affiliations

Please fill in any missing author information not included in the video.

	Order
	Author
	Affiliation
	Email

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	


Video Comments:

Please fill in any comments you wish to make in the “comment” column and insert the time-code that references the video at the time of the mistake in the “time-code” column.   Also, please make suggestions to correct the mistake.   For example it is not enough to say that 0.25 mM Fluo-4 is incorrect.  You must suggest the correct concentration.   If you need more space to write, please do so below the table.  DO NOT ADD CORRECTIONS TO THE VOICEOVER HERE.  PLEASE DO THIS IN THE NEXT SECTION.

	Time-code
	Comment
	Suggestion 

	1.
	0:10 and 3:06
	Daniele Federica
	Federica (name)

Daniele (surname)

	2.
	3:33
	the image reports the slider and not the laser system
	The image corresponding to the laser source is reported in fig 1B (PDF file). The laser source has been filmed by your videography

	3.
	3:35
	the image reports the scanning stage for specimens and not the slider
	Use the image reported in time-code 3:33

	4.
	3:47
	Caption: typing error

“See text for KRH solution preperation”
	“See text for KRH solution preparation”

	5.
	4:16-4:30
	The sequence shows an event which is described at time 4:45-4:52
	If possible:

1) keep the sequence 4:16-4:23 (SCRIPT 2.5…..a spot is visible in the center of the TIRF sample cover)

2) move to the screw sequence (4:31-4:43)

3) Substitute the sequence 4:44- 4:52 with the sequence 4:23- 4:30 (SCRIPT 2.6….the spot disappears, and a straight, thin, focused line is evident in the middle of the sample cover)

	6.
	
	Title section III: typing error

“Flourescence Intensity Quantification”
	“Fluorescence Intensity Quantification”

	7.
	11:00
	The representation of peak height is not correct
	If possible, substitute the reported image with the new one (loaded as image at the web site: video comment point 7 image .pptx)
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Audio Comments:

This section is used to specify the changes that need to be made to the voiceover.   Please specify time code where each mistake in the voiceover occurs, your comment, the step in the script that needs to be changed, and the corrected text.  Please include the entire step from the script in last column with the corrected text in bold.  If there is a pronunciation change, please provide a phonetic pronunciation key.  

EX: 

Restinosis – (Reese-tin-oh-sis)
	Time code
	Comment
	Step in Script (ex 4.2)
	Rewritten Text or Corrected Pronunciation

	1.
	5:26
	Please replace the text 
	2.8.1)…. time between 40-80 msec and 1 Hertz sampling frequency….
	….time between 40-80 msec and 1 or 2 Hertz sampling frequency….
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Text Protocol:

Please use this table to address changes that need to be made to the text.  List the step in the text protocol where there is an issue, your comments pertaining to that issue, and how we should resolve it.  For drastic changes to the protocol (major structural changes or more than 10 spelling or grammatical mistakes), we will require re-upload of the entire document.     

	
	Step in Protocol
	Comment
	Suggestion

	1.
	2.3) sample imaging. 1
	Acquire images at 1 Hz sampling frequency
	Acquire images at 1-2 Hz sampling frequency
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.PDF

Please use this table to address changes that need to be made to the pdf.  List the step in the text protocol where there is an issue, your comments pertaining to that issue, and how we should resolve it.  For drastic changes to the protocol, we will require re-upload of the entire document.     

	
	Step in Protocol
	Comment
	Suggestion

	1.
	3.4) Data analysis. Point 3
	Figure number error

An example of fusion event analysis using logical formulas is reported in Panels 3De and 3Df.
	An example of fusion event analysis using logical formulas is reported in Panels 3Dd and 3De.

	2.
	3.4) Data analysis. Point 5
	Figure number error

 (Figure 3Df)
	(Figure 3De)

	3.
	Representative results
	(Video 1, 2, respectively). (Video 1, 2, respectively).
	(Video 1, 2, respectively). (Video 1, 2,

respectively).

	4.
	Representative results
	Peak width specifies the time of vesicle fusion, attachment and endocytosis before re-acidification

and recycling, Panel 5F. Peak height measures the fluorescence intensity changes induced by vesicle fusion, Panel 5G.
	Peak width specifies the time of vesicle fusion, attachment and endocytosis before re-acidification and recycling, Panel 5G. Peak height measures the fluorescence intensity changes induced by vesicle fusion, Panel 5F.

	5.
	Discussion
Fluorophore
	Italic format 
duringrecording.The most important is photobleaching23
	Regular format 

during recording. The most important is photobleaching23

	6.
	Acknowledgements
	Please insert the reported sentence

We would like to thank Prof. Jeremy M. Henley, School of Biochemistry, University of Bristol, United Kingdom, for the pHluorin construct and Dr. Dotti Francesco for assistance in data analysis.
	We would like to thank Prof. Jeremy M. Henley, School of Biochemistry, University of Bristol, United Kingdom, for the pHluorin construct and Dr. Dotti Francesco for assistance in data analysis and Silvia Marsicano for technical assistance.

	7.
	Reference 18
	Amico
	D’Amico 

	8.
	Reference 19
	Perego, C., Cairano,
	Perego, C., Di Cairano,
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