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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: Quantitative Immunoblotting of Cell Lines As a Standard to Validate Immunofluorescence for Quantifying Biomarker Proteins in Routine Tissue Samples 
Date: November 19, 2018

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.
	2:37
	Onscreen text 
“Keep tubes at room temperature”
	Modification to text
“Can be stored at room temperature”

	2.
	5:45
	Onscreen text
“Repeat immunoblot and digital exposure using a serial dilution of this cell line” appears at 5:48
	Same text should appear at 5:52, and screen should be held for another 4-5 seconds before fading 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.
	2:41
	Original Script Text:

“Next, remove the NBF from the samples.”
	2.7
	Modification:

“Later remove the NBF from the samples.”

	2.
	3:56
	Original Script Text:

“Then, add the tyramide signal amplification reagents.”
	3.1
	Modification:

“After the staining process, add the tyramide signal amplification reagents.”

	3.
	4:05
	Video states:

“…using the appropriate excitation and detection wavelengths for the fluorospheres that were used.”
	3.2
	Modification:

“…using the appropriate excitation and detection wavelengths for the fluorophores (“fluoro-fours”) that were used.”

	4.
	4:14
	Video states:

“Use image analysis software to identify the nucleus and the cytoplasm, and quantify the mean fluorescence intensity, or MFI.”
	3.3
	Modification:

“Use image analysis software to identify the cellular compartment of interest, whether nucleus or cytoplasm, and quantify the mean fluorescence intensity, or MFI, for each cell line.”

	5.
	5:53
	Original Script Text:

“After this, open the exposure images of the serial dilution blot using image analysis software.”
	4.8
	Modification:

“After immunoblotting a serial dilution of this cell line, open the exposure images using image analysis software.”

	6.
	7:30
	Original Script Text:

“Finally, use statistical software to perform a Pearson correlation test of the values obtained from image analysis of the IF staining, and to those obtained from immunoblotting.”
	4.15
	Modification:

“Finally, use statistical software to perform a Pearson correlation test between the values obtained from image analysis of the IF staining, and those obtained from immunoblotting.”

	7.
	7:44
	Video states:

“This protocol was used to confirm the availability of IF to determine the relative quantity of the anti-apoptotic protein Bcl-2.”
	5.1
	Modification:

“This protocol was used to confirm the ability of IF to determine the relative quantity of the anti-apoptotic protein Bcl-2.”
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Online Text/PDF Protocol
[bookmark: _GoBack]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.     
*** Document has been re-uploaded (w/ tracked changes) as it contained more than 10 modifications (58735-R2-RE-post-filming_edits.docx), November 26, 2018 ***
	
	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.”
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