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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: Fluorescence Recovery after Photobleaching of Yellow Fluorescent Protein Tagged p62 in Aggresome-like Induced Structures
Date: 3/15/2019
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.
	2:07
	Onscreen text says “II. Cell Line and Laser Set up”
	Text should say “II. Cell Treatments and Laser Set Up”

	2.
	5:45
	Speed of screen capture videos are a bit too fast
	Slow down the speed of the screen capture videos

	3.
	5:57
	Speed of screen capture videos are a bit too fast
	Slow down the speed of the screen capture videos

	4.
	7:44
	Speed of screen capture videos are a bit too fast
	Slow down the speed of the screen capture videos

	5.
	
	
	


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.
	2:14
	Original Script Text:

“To begin, prepare a plate of RAW 264.7 macrophages and treat them with lipopolysaccharide and nocadozole as described in the accompanying text protocol.”
	
	Rewritten Script Text:

“To begin, prepare a plate of YFP-p62 transfected RAW 264.7 macrophages and treat them with lipopolysaccharide as described in the accompanying text protocol. Next, rinse the treated cells with ice cold Tyrode’s buffer one time.  Then, add 2 mL of nocadozole supplemented Tyrode’s buffer to the plate.”
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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.
	3.2.10
	Step says “Click the Acquire”
	Please correct to “Click Acquire”

	2.
	3.2.10
	Step says “Click and drag in the image window to create a circle at has a”
	Please correct to “Click and drag in the image window to create a circle that has a”

	3.
	3.2.10
	Step says “…10-pixel diameter (area = 0.8 µm2).Click…”
	Step says “…10-pixel diameter (area = 0.8 µm2). Click…” (Insert 1 space between “.” and “Click”).

	4.
	3.3.1
	Step says “…by analysis with image processing software (see materials list).”
	Please correct to “…by analysis with image processing software (Table of Materials).”

	5.
	3.5.2
	Step says “…Corrected Bleach ROI by the values in the column labeled Control Corrected ROI.”
	Please correct to “…Corrected Bleach ROI by the values in the column labeled Corrected Control ROI.”

	6.
	Figure 1 legend.
	Abbreviations in the figure are not defined in the figure legend.
	Please add the following text after “…prebleach fluorescence in the bleach ROI.” “Abbreviations: Con, control; BG, background.”

	7.
	Figure 3 legend
	Legend says “Thedata given in panels A-C….”

	Please correct to “The data given in panels A-C…”

	8.
	Discussion
	Text reads “…to obtain correct values for If, Mf,and t1/2, the acquisition…”
	Please correct to “…to obtain correct values for If, Mf, and t1/2, the acquisition…”

	9.
	Discussion
	Text reads “…there was no difference between the If, Mf,and t1/2 values…”
	Please correct to “…there was no difference between the If, Mf, and t1/2 values…

	10.
	Discussion
	Text reads “…and it would lead to incorrect measurements of If, Mf,and t1/2.”
	Please correct to “…and it would lead to incorrect measurements of If, Mf, and t1/2.”

	11.
	2.3
	Step says “…allows for imaging to be performed room temperature.”
	Please correct to “…allows for imaging to be performed at room temperature.”

	12.
	3.2.3
	Step says “Enter 3 in the optical zoom field, then press Enter (Figure 2C).”
	Please correct to “Enter 3 in the optical zoom field, then press Enter (Figure 2C).” The word “Enter” should be in bold text.

	13.
	3.2.4
	Step says “…detector gain to 582 (just below saturation).Click the…”
	Please correct to “…detector gain to 582 (just below saturation). Click the…” (Insert 1 space between “.” and “Click”).

	14.
	 3.2.7
	Step says “…collected at the PMT (detector) will be higher compared to scanning an entire cell or multiple cells.”
	Please correct to “…collected at the PMT (detector) will be greater than the number of pixels collected at the PMT (detector) after scanning an entire cell or multiple cells.”

	15.
	Figure 3 legend
	Legend says “…and bleach depth = 92.94.”
	Please correct to “…and bleach depth = 91.94.”

	16.
	3.5.1
	Step says “…labeled Bleach ROI.Subtract the values…”
	Please correct to “…labeled Bleach ROI. Subtract the values…” (Insert 1 space between “.” and Subtract”).
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