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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: Identification of Nucleolar Factors During HIV-1 Replication Through Rev Immunoprecipitation and Mass Spectrometry
Date: May 14, 2019
Authors and Affiliations

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

	Order
	Author
	Affiliation
	Email

	N/A
	N/A
	N/A
	N/A

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	


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.
	3:12
	Onscreen text is missing during centrifugation step: 2 min, 820 x g, 4 °C
	Onscreen text should indicate 2 min, 820 x g, 4 °C

	2.
	4:24
	No close-up of residual lysis buffer being removed from the M2 affinity beads.
	Please use a close-up shot of the residual lysis buffer being removed from the M2 affinity beads using the flat micropipette tip (I indicated in the author questionnaire that this step was important for viewers to see).

	3.
	7:53
	The incorrect section of the immunoblot was highlighted (Input and Post-IP) during the onscreen text:

“B23 affinity with wild type Rev-3 prime-flag also decreases with a higher salt concentration and the pcDNA negative control does not yield a nonspecific immunodetection in input or in an alpha-flag-Rev immunoprecipitation under both lysis buffer conditions.”
	The correct area should be highlighted (area under pcDNA in both concentrations) during the onscreen text:

“B23 affinity with wild type Rev-3 prime-flag also decreases with a higher salt concentration and the pcDNA negative control does not yield nonspecific immunodetection after immunoprecipitation under both lysis buffer conditions.”

	4.
	8:05
	The incorrect band on the gel figure was highlighted (B23 at 37 kDa) during the onscreen text:

“Rev nucleolar localization signal-3 prime-flag is most detectable after elution through boiling in 2x sample loading buffer, while B23 is detectable under both the 37- and 95-degree Celsius sample buffer incubation conditions.”
	The correct band should be highlighted (alpha-Flag-Rev at 18 kDa) to match the onscreen text:

“Rev nucleolar localization signal-3 prime-flag is most detectable after elution through boiling in 2x sample loading buffer, while B23 is detectable under both the 37- and 95-degree Celsius sample buffer incubation conditions.”
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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.
	0:39
	Original script text: 

“…and Roger Moore, members of the City of Hope proteomics core in the Department of Molecular Immunology”
	1.3
	Rewritten script text: 

“…and Roger Moore, member of the City of Hope proteomics core in the Department of Molecular Immunology”

	2.
	1:49
	Onscreen text does not have a voice over of section 2.5 of the edited script.
	2.5
	Rewritten script text:

“After a 6-hour incubation in the cell culture incubator, replace the transfection mixture with 10 milliliters of fresh culture medium and return the cells to the incubator for another 42 hours.”

	3.
	2:11
	Original script text:

“Forty-eight hours after the transfection, place each plate on a bed of ice within the Biohazard Level 2 tissue culture hood. Remove the cell culture media, and gently rinse the cells with 10 milliliters of pre-chilled PBS without disrupting the cell layers.”
	3.1
	Rewritten script text:

“Forty-eight hours after the transfection, place each plate on a bed of ice within the Biohazard Level 2 tissue culture hood. Remove the cell culture media, and gently rinse the cells with 10 milliliters of pre-chilled PBS without disrupting the cell layers. Discard the PBS after rinsing the cells.”

	4.
	7:40
	Original script text:

“B23 detection is optimal in lysis buffer containing the low sodium chloride concentration with wild type Rev-3 prime-flag but loses affinity with Rev-nucleolar localization signal M1-3 prime-flag.”
	7.3
	Rewritten script text:

“B23 detection is optimal in lysis buffer containing the low sodium chloride concentration with wild type Rev-3 prime-flag and loses affinity with Rev-nucleolar localization signal M1-3 prime-flag.”

	5.
	7:53
	Original script text:
“B23 affinity with wild type Rev-3 prime-flag also decreases with a higher salt concentration and the pcDNA negative control does not yield a nonspecific immunodetection in input or in an alpha-flag-Rev immunoprecipitation under both lysis buffer conditions.”
	7.4
	Text should say:
“B23 affinity with wild type Rev-3 prime-flag also decreases with a higher salt concentration and the pcDNA negative control does not yield nonspecific immunodetection after immunoprecipitation under both lysis buffer conditions.”

	6.
	8:24
	Onscreen text says:

“After immunoprecipitation as demonstrated, wild type Rev, and Rev-nucleolar localization signals M2, M6, and M9 are detectable at 18 kDa.”
	7.6
	Text should say:

“After immunoprecipitation and silver staining as demonstrated, wild type Rev, and Rev-nucleolar localization signals M2, M6, and M9 are detectable at 18 kDa.”
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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.
	
	
	

	2.
	
	
	

	3.
	
	
	

	4.
	
	
	

	5.
	
	
	

	6.
	
	
	

	7.
	
	
	

	8.
	
	
	

	9.
	
	
	

	10.
	
	
	

	11.
	
	
	

	12.
	
	
	


[image: image1.png]