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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:

Date:

Authors and Affiliations

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

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

	1.
	0:21
	Shot of a single cleared heart in a vial.
	There was a shot similar to this, with three different hearts (uncleared, cleared before RIMS and cleared after RIMS) that we would like to be used here instead.

	2.
	1:26
	Shot from far away of the fourth intercostal muscle.
	If it is clearer, we would like a microscope shot to be used to show the 4th intercostal muscle.

	3.
	1:34
	The position of the neonatal surgery in the microscope camera shots.
	The shot should be flipped 90 degrees to the left, so the neonate is positioned vertically (head at the top) throughout the surgery.

	4.
	3:14
	The position of the shot while the mouse heart is being harvested.
	The shot of the mouse should be flipped 180 degrees throughout the heart harvesting protocol.

	5.
	5:21
	Showing an example of a cleared heart that has been incubated in clearing solution but has NOT been incubated in RIMS solution.
	The image of Fig. 2C should also be included here to emphasize what a cleared heart looks like before RIMS solution incubation. 

	6.
	5:42
	Example image of Fig. 2C and 2D.
	Fig 2C should not be included here (rather it should be moved earlier, as noted in comment 5). Only Fig. 2D should be shown as an example of what a cleared heart looks like after incubation in RIMS solution. 

	7.
	6:45
	A yellow highlighted box is used to show the LAD placement.
	The highlighted region should be expanded to include the LAD, which is the darker red artery directly below the double asterisks.

	8.
	7:18
	Representative Fig 2 is shown.
	Fig 2D should be adjusted so it is of similar size as the other panels.

	9. 
	6:18-6:24
	Wide shot of the microscope room.
	Please remove this wide shot of the microscope, as the correct microscope was not used (it was inverted, rather than upright). 


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.”
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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)

	Ex.
	1.1
	Step says “Centrifuge lysate at 2,000 x g.”
	Please correct to “Centrifuge lysate at 4,000 x g.”

	1.
	summary
	“Utilizing lineage tracing, passive CLARITY, and three-dimensional single-photon confocal microscopy techniques”
	Please correct to “Utilizing lineage tracing, passive CLARITY, and three-dimensional whole-mount confocal microscopy techniques”

	2.
	Protocol introduction
	“All methods were performed on wild type ICR/CD1 and transgenic mouse lines obtained from Jackson Laboratories.”
	“All methods were performed on wild type C57BL/6J (B6) and transgenic mouse lines obtained from Jackson Laboratories.”

	3.
	2.1
	“Begin preparing a cage for anesthesia by stuffing a 50 mL conical tube with cotton balls and pour 1 mL of isoflurane into the tube. Immediately place the uncapped conical tube into an empty mouse cage that has been fully sealed to prevent the escape of the anesthetic agent.”
	Please remove this step. I have updated the following step to include this part (see below, comment #2)

	4.
	2.2
	“Place the mouse into the cage until anesthetized. Remove the animal from the cage and perform a toe pinch to ensure the mouse is fully sedated.”
	Please correct to “Anesthetize the mouse with isoflurane. Perform a toe pinch to ensure the mouse is fully sedated.”

	5.
	2.4
	“Tape the 50 mL conical tube containing isoflurane-soaked cotton balls to the nostril of the mouse in order to maintain sedation.”
	“Maintain isoflurane sedation on the mouse using a nose cone until the heart is extracted”

	6. 
	2.13
	 “Discard the PBS and fill the vial with 2 mL of cold 4% paraformaldehyde (PFA). Incubate for 4 h at RT (Figure 2A).”
	Please correct to “Discard the PBS and fill the vial with 2 mL of cold 4% paraformaldehyde (PFA). Incubate for 4 hours at RT (Figure 2A).”

	7.
	2.16
	“The next day, perform polymerization by transferring the vial to a heat block set at 37 °C for 3 h”
	Please correct to “The next day, perform polymerization by transferring the vial to a heat block set at 37 °C for 3 hours”

	8.
	2.18
	“Discard PBS and fill the vial with 2 mL of Clearing Solution (Table 2). Incubate at 37 °C until the heart is cleared. Change out the solution and refill with fresh Clearing Solution every 2–3 days. The clearing process could take up to several weeks (Figure 2B,C).”
	Please correct how Figure 2 is annotated, correcting the step to “Discard PBS and fill the vial with 2 mL of Clearing Solution (Table 2). Incubate at 37 °C until the heart is cleared. Change out the solution and refill with fresh Clearing Solution every 2–3 days. The clearing process could take up to several weeks (Figure 2B-C).”

	9.
	2.19
	“Discard PBS and fill the vial with 2 mL of PBS and repeat step 2.12 (PBS wash cycle). Refill the vial with fresh PBS and incubate at 37 °C for 24 h.”
	1.1. Discard PBS and fill the vial with 2 mL of PBS and repeat step 2.12 (PBS wash cycle). Refill the vial with fresh PBS and incubate overnight at 37 °C. 



	10.
	2.21
	“Discard PBS and change the solution to Refractive Index Matching Solution (RIMS) (Table 3). Incubate at 37 °C for 24 h.”
	“Discard PBS and change the solution to Refractive Index Matching Solution (RIMS) (Table 3). Incubate overnight at 37 °C.”

	11.
	3.2
	 “Wash the heart in PBST 3x on an orbital rotator with 30 min incubations at RT.”
	1.2. Please correct to “Wash the heart in PBST 3 times on an orbital rotator with 30 min incubations at RT.”

	12.
	3.3
	“Block non-specific antibody binding by immersing the heart in 2 mL of 20% blocking buffer (diluted in PBST) and incubating on an orbital rotator for 2 h at RT.”
	Please correct to “Block non-specific antibody binding by immersing the heart in 2 mL of 20% blocking buffer (diluted in PBST) and incubate with rotation for 3 hours at RT. Transfer to 4 °C to stain with rotation overnight.”



	13.
	3.4
	 “Wash the heart in PBST 3x on an orbital rotator with 5 min incubations at RT.”
	Please correct to “Wash the heart in PBST 3 times with rotation for 5 min incubations at RT.

	14. 
	3.5
	“Immerse the heart in primary antibody (diluted in 1% blocking buffer with PBST) and prevent

light exposure by wrapping the glass vial in aluminum foil. Incubate on an orbital rotator for 2 days at 4 °C.”
	Please correct to “Immerse the heart in primary antibody (diluted in 2% blocking buffer with PBST) and prevent light exposure by wrapping the glass vial in aluminum foil. Incubate with rotation overnight at RT.”

	15.
	3.5 Note
	“NOTE: From this point forward, aluminum foil should be continuously used to protect the antibody staining from light exposure.
	Please move this note to be included under step 3.7, “Working in an area with limited lighting to prevent secondary antibody […].

NOTE: From this point forward, aluminum foil should be continuously used to protect the secondary from ambient light exposure.”


	16. 
	After Step 3.5, add in this extra step
	Step is not currently included. 
	Please add a step after Step 3.5, “Incubate for an additional 24 hours with rotation at 4°C”



	17.
	3.6 
	“Following primary staining, repeat step 3.2 (long PBST wash cycle). This removes the unbound primary antibody from the tissue.”
	Please correct to “Following primary staining, repeat step 3.2 (long PBST wash cycle) to remove the unbound primary antibody from the tissue. Extend the wash with an overnight incubation with rotation at RT.”

	18.
	3.7
	“Working in an area with limited lighting to prevent secondary antibody light exposure, immerse the heart in secondary antibody (diluted in 1% blocking buffer with PBST) and incubate overnight at 4 °C.”
	Please correct to “Working in an area with limited lighting to prevent secondary antibody light exposure, immerse the heart in secondary antibody (diluted in 2% blocking buffer with PBST) and incubate with rotation for 3 hours at RT. Transfer to 4 °C to stain with rotation overnight.”



	19.
	3.9 
	“Remove residual unbound antibody by extending the PBST wash with an overnight incubation on an orbital rotator overnight at 4 °C.”
	Please correct to “Replace the solution with 2% blocking buffer (diluted in PBST). Remove residual unbound antibody by washing overnight with rotation at RT.”



	20.
	3.10
	“The next day, wash the heart in PBST 3x on an orbital rotator with 5 min incubations at RT.”
	Please correct to “The next day, check that excess secondary antibody has been removed using confocal microscopy. Extend the wash as needed, replacing the 2% blocking buffer solution daily. Proceed once little to no non-specific secondary is present.”

	21.
	3.13
	“Directly before whole mount microscopy, incubate the heart in RIMS solution overnight at 37 °C.”
	“Directly before whole mount microscopy, incubate the heart in RIMS solution overnight at 37 °C. Extend the incubation an additional 24 hours if the tissue is still not fully cleared.”


	22.
	4.2.2 
	“Carefully pick up the cleared heart with curved forceps and place the tissue into the chamber. Fill the remaining volume of the chamber with PBS. Lightly squeeze and rotate the heart inside the chamber to ensure that no bubbles are left in the organ.”


	Please correct to the following, with the last sentence deleted: “Carefully pick up the cleared heart with curved forceps and place the tissue into the chamber. Fill the remaining volume of the chamber with PBS.”

	23.
	4.2.3 
	“Fill the chamber with PBS so the surface of the liquid forms a dome above the top of the chamber. Mount the cover slide. The tissue can now be imaged under a confocal microscope.”


	Please correct this to “Fill the chamber with PBS so the surface of the liquid forms a dome above the top of the chamber. Mount the cover slide. The tissue can now be imaged under an upright confocal microscope.”



	24.
	Representative results 
	“ […] as well as preservation of reporter protein conformation before and after CLARITY (Figure 3B,C).”
	Please correct how Figure 3 is annotated, correcting to “[…] as well as preservation of reporter protein conformation before and after CLARITY (Figure 3B-C).”

	25. 
	Discussion 
	“[…] suggested at 28 days post injury.”
	“[…] suggested between 21- and 28-days post injury.”

	26. 
	Discussion 
	‘For an ICR/CD1 background mouse, clearing duration based on age is estimated as follows […]”
	“For a B6 background mouse, clearing duration based on age is estimated as follows […]”

	27.
	Abstract, introduction (paragraph 5), protocol 3 title, step 3.13, Fig. 3 title, Fig. 3 text, discussion (paragraph 7)
	“whole mount”
	Please correct this to be hyphenated, written instead as “whole-mount”
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