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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: Determining 3'-Termini and Sequences of Nascent Single-Stranded Viral DNA Molecules During HIV-1 Reverse Transcription in Infected Cells
Date: 28-11-2018
Authors and Affiliations

Please fill in any missing author information not included in the video.
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	Author
	Affiliation
	Email
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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.
	3:35
	Samples are added to one heat block (3:35) and taken out of a different one (3:41)
	Suggestion:
Show still image of the heat block with samples that is shown from 3:40 onwards during voice over “to elute…for 2 minutes”

	2.
	9:40
	Clip board for shot number can be seen
	Edit out clip board
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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.”
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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.
	Figure 1 legend
	Bold title of legend is too long
	Change from:
Figure 1: Diagram showing the first steps of HIV-1 reverse transcription, starting with annealing of tRNA(Lys,3) (orange) to the primer binding site (PBS) in the genomic viral RNA (step 1), which allows the initiation and elongation of viral cDNA (blue, step 2).

To:
Figure 1: Diagram showing the first steps of HIV-1 reverse transcription. The process starts with annealing of tRNA(Lys,3) (orange) to the primer binding site (PBS) in the genomic viral RNA (step 1), which allows the initiation and elongation of viral cDNA (blue, step 2).

	2.
	Figure 2a
	Some boxes in the workflow no longer have blue background
	Change to: all boxes with the same background (all blue or all white)

	3.
	Discussion
	Previously requested change not incorporated.
	Change the following sentence:
The loss at the hybrid capture steps should be no higher than 50%. To:

Recovered HIV-1 cDNA after the hybrid capture steps should be at least 10% of the input. 

	4.
	Step 4.3.2
	Specify to put filter in place
	Add this on the end, after … which avoids membrane clogging. :
Put the filter in place with an inverted pipette tip.


	5.
	Step 4.2.6
	Change 2x2cm to 2x3cm
	Divide the remaining gel piece containing the sample, which is typically ~2 x 3 cm in size, horizontally into three even pieces: “low”, “mid” and “high” molecular weight areas

	6.
	4.2.2
	Replace SYBR GOLD with cyanine nucleic acid stain
	Add the gel strip to a container with 1x TBE (about 30 mL) and 5 μL of cyanine nucleic acid stain.

	7.
	4.2.3
	Remove “fluorescent green”
	Take the gel piece out of the staining container and add it to the light box

	8.
	Tables
	Very poor resolution both in webpage and pdf format
	Resolution needs to be improved. Excel files were provided. Additionally pdf files are now provided. A link to the actual excel file would also be advisable as it would allow copy and pasting for scientist wanting to order any of the listed oligonucleotides.
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