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Dear Author(s),

This document is divided into a number of sections in which you can add your comments to the video, voiceover, and online text/PDF.   Please be aware that our policy is to do a single complimentary 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 and transparent. 

Have fun!

Protocol Name:
Live imaging and analysis of muscle contractions in Drosophila embryo
Date:
May 24, 2019

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 using the table below using the example as a guide.  If you need more space to write, please do so below the table.  DO NOT ADD CORRECTIONS TO THE NARRATION HERE.  PLEASE DO THIS IN THE AUDIO COMMENTS SECTION.

	
	Time code
	Comment
	Requested Change

	Example
	2:52
	Onscreen text says use 0.25 mM Fluo-4  
	Text should say use 0.50 mM Fluo-4

	1.
	2:12
	The shot cuts from the box around a trachea at one position to the trachea already at a different position, and the box being advanced toward that new position
	We provided video (Screen 2_9_1) of the trachea actually moving to the new position, which should be used here. It will be important for viewers to see how that movement is taking place, so it’s clear that the very same trachea is being marked, before and after the movement. 

	2.
	5:57
	Narration refers first to a wave starting at the anterior region and then moving toward posterior. The entirety of the wave is highlighted. Then a wave in opposite direction (from posterior to anterior) is mentioned.
	Reverse the order of wave description: first describe a wave moving from posterior to anterior direction (noted in the “audio” section below). While describing that wave, highlight the portion of the graph corresponding to posterior part only (top of the graph), then medial (middle) then anterior (bottom of the graph). See attached Graphical explanation for points 2-3.

	3.
	6:09
	Highlights the entire type 2 wave at once
	First highlight the first phase, on the left side of the graph, in which the wave goes from bottom to middle, and then a moment later highlight the second phase (“sweeping wave”, top to bottom) when the narration says “before returning to their origin…” See attached Graphical explanation for points 2-3.

	4.
	2:28
	“Set scale procedure being shown”
	Incorrect order of steps. See revised version of the protocol (4a, Note). Move this step to time 1:42 (just before showing how to analyze Rolling). 

	5.
	2:50
	Embryo shown with GFP in muscles
	Incorrect screenshot was used. Please use screenshot 2_11_1_tk3

	6.
	2:52
	ROI being drawn on the embryo
	Incorrect screenshot was used. Use screenshot 2_11_2_tk3 instead

	7.
	3:51
	Table being shown in spreadsheet program
	Incorrect screenshot was used to show the table. Please use last bit (1:37) of screenshot 2_15_1_tk3 to highlight using Raw integrated density for GFP intensity measurements and graph plotting
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Audio Comments

This section is used to specify the changes that need to be made to the narration.   Please follow the example below as a guide to list your changes. If there is a pronunciation change, please provide a phonetic pronunciation key.  

	
	Time code
	Comment
	Step(s) in Shotlist 
	Rewritten Text or Corrected Pronunciation (highlight in bold)

	Example
	1:49
	Original Script Text: 

“Then, show the participant their electromyography, or EMG patterns, which correspond to eight specific and unique polar plots.”
	2.2
	Rewritten Script Text:

“Then, show the participant the unique and specific polar plots, which correspond to their electromyography, or EMG (pronounced E-M-G) patterns.”

	1.
	1:59
	“Draw an approximately 30 pixel wide by 10 pixel high box…”
	
	“Draw an approximately 7 micron by 7 micron box…”

	2.
	2:07
	“Press the T key on the keyboard to record this position as a slice number y coordinate x coordinate”
	
	“Press the T key on the keyboard to record this position as an x-y coordinate”

	3.
	2:25
	“Then convert the distance to micrometers using a known scale of images. Alternatively, click analyze and set scale and enter the known pixel to micron conversion factor to yield a report in microns to measure the distance in micrometers in a single step.”
	
	This shot and narration should be before the shot starting at 1:42. Narrations should be simply “To set distance measurements to micrometers, click analyze and set scale, then enter the known pixel to micron ratio conversion factor for your microscope setup. All subsequent measurements will then be reported in micrometers”
The correct pronunciation of micrometers should be micro-meters (meter pronounced as “meat-er”).  Alternatively, a narrator could just say “micron” every time to avoid the issue.

	4.
	3:27
	“In the region of interest manager, hold the control key while selecting all of the regions of interest recorded as slice number y coordinate x coordinates”
	
	“In the region of interest manager, hold the control key while selecting all of the regions of interest recorded as x-y coordinates”

	5.
	3:44
	“Report each measurement in a table with each region of interest as a column of the table and each frame as a row, and transfer the table to a spreadsheet program…”
	
	“This will report each measurement in a table with each region of interest as a column of the table and each frame as a row.  Transfer the table to a spreadsheet program…”

	6.
	4:19
	“Estimate the increase in GFP fluorescence intensity relative to the average intensity between the contraction waves at baseline”
	
	“Estimate the baseline GFP intensity as the average intensity of the regions between peaks.  Then assess the increase in GFP fluorescence intensity relative to this baseline”

	7.
	4:35
	“To compare the muscle contractions on the left and right sides of the embryo, analyze the peak intensities on both sides of the embryo for the same segments.  Use the contraction amplitude and the time of the peak intensities to examine the differences in the extent and the timing of the peristaltic muscle contraction waves propagating along both sides of the embryo.  Then compare the normalized intensity of GFP at different segments during a muscle contraction wave propagation to examine the changes in the contraction as the wave propagates, and to determine the direction of the wave.”
	
	“Compare the normalized GFP intensities at posterior, medial, and anterior segments during a muscle contraction wave to examine the changes in the extent of muscle contraction as the wave propagates, and to determine the direction of the wave. To compare the muscle contractions on the left and right sides of the embryo, analyze the peak intensities for the same segments on both sides of the embryo.  Use the contraction amplitude and the timing of the peaks to reveal the differences, if any, in the extent and the timing of the peristaltic muscle contraction waves.”

In the previous version, the narration does not line up with what is happening on the screen, it is backwards. 

	8.
	5:32
	“In this representative analysis, the muscle contraction peaks during the 165 to 178 second time period representing a single forward wave.”
	
	“In this representative analysis, the muscle contraction peaks during the 165 to 178 second time period represent a single forward wave.”

	9.
	5:57
	“A peristaltic contraction is designated as a type 1 wave if its profile has a peak that arises at the anterior region first, followed by peaks at the middle and posterior regions, or a profile in which the peak first arises at posterior segments, and then propagates toward anterior regions.”
	
	“A peristaltic contraction is designated as a forward type 1 wave if its profile has a peak that arises at the posterior region first, followed by peaks at the middle and anterior regions, or as a backward type 1 wave if the peak first arises at anterior segments, and then propagates toward posterior regions.”
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Online Text/PDF Protocol

Please use this table to address changes that need to be made to the online text/PDF document. Both the online text and PDF are generated from the HTML template of your article. Since the PDF is generated from the HTML by our conversion software, it may contain formatting errors. For major structural changes or more than 10 spelling or grammatical mistakes, we will require re-upload of the entire document.     

	
	Protocol Step
	Comment
	Requested Change (highlight in bold)

	Example
	1.1
	Step says “Centrifuge lysate at 2,000 x g.”
	Correct to: “Centrifuge lysate at 4,000 x g.”

	1.
	4.4.1 (4a. 1)
	“approximate width of 30 pixels and height of 10 pixels” 
	Correct to:  “approximately 7 microns by 7 microns”

	2.
	4b.1
	ROI (e.g. a box of some pixels)
	Correct to a box of 15 microns to 45 microns (HXW)
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