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: Measurement of total calcium in neurons by electron probe x-ray microanalysis
Date: 10-Oct-13

Authors and Affiliations
Please fill in any missing author information not included in the video.
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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.
	00:22
	Not correct to split the two black rectangles
	The whole top part (two black boxes and fuzz) should move down into bottom part (ethane)

	2.
	00:46
	Concentration unit is missing
	Add 2nd title line, “(mmol/kg dry weight)” 

	3.
	01:21
	Protocol starts with: II. Rapid freezing and cryosectioning. No I.
	Begin -- I: Rapid freezing, II: Cryosectioning, as in text protocol.

	4.
	02:12-
02:38
	Talent focusing at microtome is too long (2:12-2:19). Sequence not the best. Instead of high mag of pin stage show low mag.
	To shorten, first show low mag pin stage (2:31-2:38) with coverslip and chips at words ”Cut the frozen …”. 2:20-2:24 unnecessary. 2:25-2:32 goes last, with “solidify”.

	5.
	03:18
	[bookmark: _GoBack]Part III should be Cryotransfer; Freeze-drying & Imaging is Part IV
	Exchange parts III and IV

	6.
	03:53-
04:10
	Temperature increase sequence too long; recooling not shown.
	Shorten sequence to only a few seconds and show a temperature window “-100.2”, same as at 07:00. Somehow indicate a break before second sentence of 4.3, “Then, re-cool the samples back down to –160 °C”; show temp readout of      “-155.4” ,like single frame at 07:01.

	7.
	04:53
	Section IV goes before III
	Exchange parts III and IV

	8.
	07:12
	Delete image of static spectrum
	Start showing growing spectrum at 07:13. 

	9.
	07:48
	URL incorrect for software used
	Delete URL overlay

	10.
	07:58
08:05
	Spectrum display time too short. Mismatch with audio
	See Audio comment.

	11.
	08:06-
08:18
	Two spectra here are poor quality, don’t match 6.3 audio.
	Delete

	12.
	08:18-
08:25
	Spectrum OK.
	Use this image to synch up start of 6.3 (see audio comment).

	13.
	08:25
	Only Simplex results are shown. The real-time fitting run is important but missing.
	Add Simplex run before 08.25.

	14.
	08:51-
09:02
	Poor quality spectrum, dialog box unreadable
	Delete whole sequence. Narrate 6.5 over transition from Simplex results spectrum (ending at 08:50) to Table (09:03 on)

	15.
	09:03
	Contrast on table unacceptable.
	Enhance contrast? Doesn’t have to be legible, just see that it’s data.
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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.
	03:16
	Grid is pressed
	2.7
	“The grid is closed, then the envelope, and the ‘sandwich’ pressed with a cooled pressing tool.”

	2.
	04:03-
04:08
	Recooling is not shown.
	4.3
	Say “Then, re-cool the samples back down to –160 °C” over a break.

	3.
	07:05
	Wide field mode stops here.
	5.4
	5.4 dialog ends here

	4.
	07:06
	Talent returns to spot mode
	5.5
	“return to spot mode, launch … software”… PAUSE … @07:11 “begin 100 second acquisitions.”


	5.
	07:46
	Wrong program version
	6.1
	“DTSA”, not “DTSA II”.

	6.
	07:58
08:05
	All of 6.2 voiced over shown spectrum
	6.2
	Synchronize end of 6.2 (“as they overlap”) with transition from green to blue spectrum. 

	7.
	08:12-
08:19
	Transition spectrum to a Simplex run
	6.3
	Narrate 6.3 from beginning thru “algorithms” over this image.

	8.
	08.25
	Simplex run to be added here.
	6.3
	Narrate 6.3, starting at “such as”, over this sequence.

	9.
	08:51-
09:02
	Sequence to be deleted
	6.5
	Narrate 6.5 over transition from Simplex results spectrum (ending at 08:50) to Table (09:03 on)

	
	
	
	
	

	
	
	
	
	

	
	
	
	
	




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.     

	1.
	Step in Protocol
	Comment
	Suggestion

	2.
	Part 7 step 4
	beam current 5 nA is incorrect
	Change to 3 nA

	3.
	Representative Results, line 1.
	neurotrans-mitter is incorrect
	Change to neurotransmitter 

	4.
	Figure 2, Line 2 from bottom
	Kβand calcium Kαpeaks is incorrect
	Change to Kβ and calcium Kα peaks

	5.
	Discussion, fourth ¶, line 2 from bottom
	infor-mation
	Change to information

	6.
	Table
	EM cryo specimenholder
	EM cryo specimen holder
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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.     
	1.
	Step in Protocol
	Comment
	Suggestion

	2.
	SAME AS FOR TEXT PROTOCOL
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