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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: 60781 (Preclinical Cardiac Electrophysiology Assessment by Dual Voltage and Calcium Optical Mapping of Human Organotypic Cardiac Slices)
Date: 04/03/2020
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.
	1:26
	Step to glue agarose block to tissue holder
	This step seems to be out of place. It needs to come after the identifying LV free wall step at ~1:35.

	2.
	2:17 – 2:35
	Step to place mesh over slice and move slice to RT recovery solution.
	The video sequence for these two steps seems to be swapped. The mesh if first put on the slice and then it is moved to a larger bath on the bench at RT.

	3.
	4:45
	Supposed to show recording of signals.
	The video shows files on the computer screen with no action potential traces. This should be swapped with video for computer screen with action potential traces or clicking of Acquisition button on software.

	4.
	5:20, 6:13, 6:31, 6:56
	Voice says select start and end times to encompass a full action potential or decay of calcium transient.
	But the video is zoomed in too much that the selection of the action potential or calcium transient is not visible. The full screen is available in the screen capture submitted.

	5.
	8:17
	Rise time maps are shown.
	Indicate which rise time map is from voltage and which from calcium. Left – voltage, right- calcium. When the data figure was split up for the video, this information was left out.
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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.
	2:50
	Original Script Text: “Rinse the slice with gentle rocking before transferring the samples into…”
	4.2
	Rewritten Script text:
“Rinse the slice with gentle rocking and repeat this process 3 times with fresh sterile PBS before transferring the samples into…”

We think it is an important step and should be included in the audio and not just as text on the screen.

	2.
	3:19
	Original Script Text “Immediately following slicing or culturing….”
	5.1
	Rewritten Script text:

“After 20 mins of incubation in recovery solution for freshly cut slices or immediately following culturing…”

	3.
	3:27
	Original Script Text:

“…pin down the four corners to the gel layer…”
	5.1
	The original script is correct but the audio says ““…pin down the four corners of the gel layer…” This is incorrect, please use original text.

	4.
	8:06
	Original Script Text:
“… repolarization-calcium removal from the cytoplasm”. 

The audio says “repolarization calcium removal from the cytoplasm”.
	7.5
	That term does not make sense. It should be “…. repolarization or calcium removal from the cytoplasm, respectively.”
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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.”
	Please correct to “Centrifuge lysate at 4,000 x g.”

	1.
	1.3
	Step says “Reconstitute the voltage-sensitive dye RH237 at 1.25 mg/mL in dimethyl sulfoxide (DMSO) and store it in 30 µL aliquots at 4 °C.” 
	Please correct to “…. aliquots at   -20° C”. 

Both RH237 and Rhod2AM aliquots are stored at -20° C.

	2.
	1.3.1
	Step says “Add nonionic, surfactant polyol (Table of Materials) to Rhod-2AM at a 1:1 ratio before dilution in recovery solution.”
	Please correct to “Add Pluronic F-127 (Table of Materials) to Rhos-2AM at a 1:1…..”

	3.
	2.1.1.2
	Step says “Select the vibrate option check for Z axis value.”
	Please add comma, “Select the vibrate option, check for Z axis value.”

	4.
	5.2
	Step says “Add 0.3−0.5 μL of the stock blebbistatin to the reservoir containing the recovery solution.”
	Please correct to “Add 0.3−0.5 mL of the diluted blebbistatin to the reservoir containing the recovery solution.”

	5.
	5.4
	Step says “Repeat step 5.3 to reconstitute the stock calcium indicator Rhod-2AM.”
	Please correct to “Repeat step 5.3 to reconstitute the stock calcium indicator Rhod-2AM and load it onto slice.”

	6.
	5.8
	Step says “Add more blebbistatin to the reservoir in steps of 0.1 μL until the motion no…”
	Please correct to “Add more blebbistatin to the reservoir in steps of 0.1 mL until the motion no…”

	7.
	6.1.4
	Step says “…windows to link the two display windows, so the two data sets are recorded from the same region on the slice.”
	Please correct to “…windows to link the two display windows, since the two data sets are recorded from the same region on the slice.”

	8.
	6.4.2
	Step says” Enter the percent repolarization that will determine the APD, for example, 0.8 for APD80/CaTD50 or 0.5 for APD50/CaTD50.”
	Please correct to “Enter the percent repolarization that will determine the APD, for example, 0.8 for APD80/CaTD80 or 0.5 for APD50/CaTD50.”

	9.
	6.6
	Step says “This allows for the analysis of changes in the reuptake of calcium ions from the cytoplasm back into the SR.”
	Please correct to “This allows for the analysis of changes in the removal of calcium ions from the cytoplasm.”

	10.
	Discussion, Last line
	It says “Finally, during transportation and slicing of the heart, one should ensure that during transportation and slicing of the heart, the cardioplegia and slice cutting solution are kept as close to freezing temperature as possible to preserve tissue viability.”
	Please correct to “Finally, during transportation and slicing of the heart, one should ensure that the cardioplegia and slicing solution are kept as close to freezing temperature as possible to preserve tissue viability.”
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