
Dear Author(s),
This document is divided into sections in which you can add your comments to the video and voiceover.   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: Direct-Coupled Electroretinogram (DC-ERG) for Recording the Light-Evoked Electrical Responses of the Mouse Retinal Pigment Epithelium
Date: 10-29-2020

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.
	2:00-2:05
	show the finger pointing at the cylinder base of the magnetic ball joint that has been machined in half.
	video replaced with the one shown at 2:14-2:17

	2.
	3:03
	At 3:03  The circuit is not complete since the capillary electrodes (glass) are not in the solution in the blue cap.
	Just before the voice over begins to say “to complete the circuit”
Display the video previously shown at the 2:00 mark which shows a finger pointing at the capillary electrodes lowered into the solution with the ground and silver/silver-chloride pellet.


	3.
	Around 4:12 
	Text shows” Anesthesia: ketamine 80 mg/kg + xylazxine 8mg/kg i.p.” but this is used to sedate the mouse (put it to sleep) which was done off camera.

The video shows drops being added to anesthesize the cornea and for dilation.
	[bookmark: _GoBack]Show the text of ketamine and xylazine on a black background prior to showing the video of the dilation drops being added with the appropriate voice over description.

	3.
	5:33-5:42
	Video images at 5:33-5:42 are incorrect.  
	Need video showing the topping off of the solution in the glass capillaries (fully assembled) not a filling of the base of the disassembled electrode holder.     

	4.
	7:18
	7:18 the image shown is  an example of unacceptable drift in the recording.  This is NOT an example of bubbles eliminated using the vacuum chamber prior to assembling the microelectrode holder. A more suitable image for this voice over would be Figure 1D which has the raw traces recorded showing low peak to peak noise and low drift.   
Alternatively, if the image of the abrupt drift will be shown (current image shown) a more appropriate voice over description would be ”when bubbles detach from the surface of the glass and move along the length of the electrode this causes abrupt changes in the direction of the baseline drift that cannot be compensated by drift subtraction.” 
This probably makes more sense to show since the following images describe how the drift subtraction is performed.

	Either change the image shown or more preferably change the audio voice over.  
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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 or a web link. 

	
	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.
	2:13
	The voice over that begins at: 2:13 “Slide an approximately 1inch tapered wooden handle modified from a cotton tip cleaning stem into the stand to secure the into the magnetic ball joint stand. ..” 
does not match the image of a finger pointing at the magnetic base.  

	
	Instead this voice over should describe the motions  from 2:18-2:27


	2.
	8:15
	8:15  The voice over “The reduction in the a-wave response to the brightest light intensity suggests a delay in the recovery of the sensitivity due to a visual cycle impairment”  is correct for this particular mouse (mir-204 KO) but it is misleading in how the viewers should interpret this form of analysis when conducting their own studies.  
The point is that the decrease in the relative amplitudes of the dc-erg components exceed the reduction in the amplitudes of the a-wave (in response to the 2nd brightest, non-saturating test flash) indicating that the observed defects in the RPE electrical response cannot be entirely attributed to reduced photoreceptor activity.  This suggests that there is a contributing defect that originates in the RPE. 
A more general voice over statement could be:
“This form of analysis can determine whether the reduced electrical responses of the RPE can be accounted for by the reduction in photoreceptor activity alone or if there is an underlying defect that originates in the RPE.”   
Or if the additional voice over is not possible, perhaps show these three graphs of relative c-wave/fast oscillation/ off response vs relative a-wave first with the current voice over:  
“Here the relative amplitudes of the DC-ERG components normalized to wild type and plotted against the relative two largest light-evoked a-wave amplitudes are shown.”
Then show the 7:42-7:55 video images with their current voice over
“As expected, reduced expression of Kir 7.1 potassium channels on the RPE  greatly attenuates the c-wave and fast oscillation, indicating a significant impairment of the retinal pigment epithelium electrical properties”

This would allow you to delete the voice over regarding the “The reduction in the a-wave response to the brightest light intensity suggests a delay in the recovery of the sensitivity due to a visual cycle impairment” and instead emphasize that the greater reduction in the c-wave/FO than in the a-wave is attributed to an RPE defect (reduced Kir 7.1 potassium channels on the RPE apical membrane).

	
	Change the voice over to: ” “This form of analysis can determine whether the reduced electrical responses of the RPE can be accounted for by the reduction in photoreceptor activity alone or if there is an underlying defect that originates in the RPE.”   

The voice over at 7:42

““As expected, reduced expression of Kir 7.1 potassium channels on the RPE  greatly attenuates the c-wave and fast oscillation, indicating a significant impairment of the retinal pigment epithelium electrical properties”
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