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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:  A High-content Assay for Monitoring AMPA Receptor Trafficking
Date:  12/19/18
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.
	1:24
	Is there a better example that shows removing 100 ul of the media from the well without showing bubbles in the pipette? 
	Provide a better example removing 100 ul of media without showing bubbles in the pipette tip.

	2.
	1:31
	Experimenter is shown returning pipette tips to the box
	Please do not show the experimenter returning the tips to the box (cut earlier)

	3.
	1:34
	Narrator says to remove 100 ul of media from each well, but only shows the experimenter ejecting media into the white boat
	Show the entire step from removal of media from the well through ejection

	4.
	2:14
	After this, add 200 ul of neuronal media to each well. 
	“After this, remove the existing TTX-containing media and add 200 ul of pre-warmed neuronal media”  

NOTE:  Please show the portion of the video where the experimenter is removing the media with a glass pipette tip in the tissue culture hood.

	5.
	2:15
	The experimenter accidentally adds bubbles to the media when pipetting.
	Cut out the portion that shows bubbles in the media or provide a better example of pipetting for this part of the assay.

	6.
	2:16
	“Incubate the microplate at room temperature for 15 minutes”.  
	Keep the voice over but do not show the researcher placing the plate in the 37oC incubator as this is not correctly matched to the assay.

	7.
	3:02
	This incubator is technically not a 5% CO2 incubator.
	Use the earlier shot of experimenter placing the plate in the 5% CO2 incubator

	8. 
	3:16
	This incubator is technically not a 5% CO2 incubator.
	Use the earlier shot of experimenter placing the plate in the 5% CO2 incubator

	9.
	3:29
	The video shows a second incubation step.
	Please remove this second incubation step.  There is only one incubation step for this procedure.

	10.
	3:38
	Video shows adding DHPG solution on the bench.  
	Remove this part of the video as the DHPG treatments must be done in the tissue culture hood, similar to the other timepoints.

	11.
	4:55
	Pipette tip shows a bubble
	Please use a shot without bubbles in the pipette tips

	12.
	5:31
	Video shows bubbles in the pipette tips.
	Replace with a clip that does not show air bubbles in the pipette tips.

	13.
	8:00-8:07
	"In the red channel.... that accurately fits the first well"
	Please remove this clip and insert instead the experimenter clicking "Measure" in the ROI manager.

	14.
	8:39 – 8:41
	
	Show the formula for calculating changes in surface receptor expression on the screen.
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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.
	1:51
	“If there is not enough pooled conditioned media, add some of the previously prepared stored media”
	
	Replace with:
“If there is not enough pooled conditioned media, add some of the previously stored media”

	2.
	2:14
	“After this, add 200 ul of neuronal media to each well.”
	2.5
	“After this, remove the existing TTX-containing media and add 200 ul of pre-warmed neuronal media”  



	3.
	2:59
	“Remove the media.  Add 100 ul of 100 uM DHPG…”
	3.3
	“Remove the media.  Wash the microplate 3 times with 100 ul/well room temperature neuronal media to remove any unbound antibodies.  Add 100 ul of 100 uM DHPG….”

	4.
	3:11
	“Next, remove the DHPG solution and add 100 ul of neuronal media to each well.  Incubate in a 5%....”
	3.7
	“Next, remove the DHPG solution and add 100 ul of neuronal media to each well.  Repeat this step one more time.  Incubate in a 5%....

	5.
	3:48
	“Repeat this process by removing the media and adding the DHPG solution….”
	3.8
	“Repeat this process for each additional timepoint.”

	6.
	7:11
	“Export image for digital media and export the images at the size of 1000 by 679 pixels, with a resolution of 300 dpi, in TIFF format.”
	
	“Export image for digital media and export the images with a resolution of 300 dpi, in TIFF format”

	7.
	7:44
	“Select the region of interest by selecting the circle tool and….”
	6.4
	“In the 680 or red channel, select the Region of Interest by selecting the circle tool and….”

	8.
	8:00
	“In the red channel, select…”
	6.4
	Remove this statement and video as this was shown in 7:44.

	9.
	8:09
	“Select the values that appear....”
	6.7
	“From the ROI manager, click “Measure”.  Select the values that appear…”

	10.
	9:38
	“Surface expression of GluA1 subunits is significantly increased…”
	Representative Results
	“Surface expression of the GluA2 subunit is significantly increased…”
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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.
	1.4
	“…constituents that support neuron survival.”
	“…constituents that support neuronal survival.”

	2. 
	2.3
	Step says “…from step 2.2 to create a 2 uM solution of TTX.”
	Please correct to “…from step 2.2 to create a 4 uM solution of TTX.”

	3.
	2.4
	Step says “Treat neurons with 100 ul/well of the 2 uM solution of TTX from step 2.3.”
	Please correct to “Treat neurons with 100 ul/well of the 4 uM solution of TTX from step 2.3.”

	4.
	2.5
	Step says “…and attach a sterile 200 uL pipette tip to the tip of the pipette.  Remove the media in wells carefully.”
	Please correct to “…and attach a sterile 200 uL pipette tip to the end of the pipette. Remove the media from each well carefully.”

	5.
	3
	step says: 

3. Immunolabelling
	Please add:

3.Immunolabelling (in laminar flow hood)

	6.
	3.6
	Step says “Remove existing media in wells.”
	Please correct to “Remove the existing media from each well.”

	7.
	3.8
	Step says “Remove media added in step 3.7”
	Please correct to “Remove the media added in step 3.7”

	8.
	3.9
	Step says “….add 100ul/well 1XDPBS.”
	Please correct to “….add 100ul/well of cold 1XDPBS.”

	9.
	3.9
	Step says “…( a ready to use formulation in TBS, refer to Table of Materials)…”
	Please correct to “…(a ready-to-use formulation in TBS, refer to Table of Materials)…”

	10.
	6.1
	Step says " 1. Image the 96-well microplate using an infrared laser imaging system according to manufacturer’s instructions. Set the scan resolution to 84 μm, the scan quality to medium and the focus offset according to the base height of the 96-well microplate used. Click on the "Image Studio" menu button → Export → Image for Digital Media → Export images at a size of 1000 x 679 pixels, resolution of 300 dpi, in TIFF format."


	Please remove “size of 1000 x 679 pixels.” 

" 1. Image the 96-well microplate using an infrared laser imaging system according to manufacturer’s instructions. Set the scan resolution to 84 μm, the scan quality to medium and the focus offset according to the base height of the 96-well microplate used. Click on the "Image Studio" menu button → Export → Image for Digital Media → Export images at resolution of 300 dpi, in TIFF format."

	11.
	6.4
	Step says: "In the red channel (the 680 nm surface receptor pool), select the Region of Interest (ROI) by selecting the circle tool and drawing a circle that accurately fits the first well.


	Please change to:

"Open the ROI manager from Analyze → Tools. Check the box "labels" in the ROI manager to label the circles with numbers"

	12.
	6.5
	Step says: "To open ROI manager, press Ctrl+T. Check the box "labels" in the ROI manager to label the circles with numbers."
	Please change to:
"In the red channel (the 680 nm surface receptor pool), select the Region of Interest (ROI) by selecting the circle tool and drawing a circle that accurately fits the first well. Press Ctrl+T"
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