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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: Amplification of Near Full-Length HIV-1 Proviruses for Next-Generation Sequencing
Date: 09/20/2018
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.
	0.39
	Onscreen text “Lysis of HIV-1 infected cells….”
	Please show the text on screen for longer to give more time for it to be read

	2.
	4.43
	Onscreen text “DNA purification and quantification”
	Please show the text on screen for longer to give more time for it to be read

	3.
	4.55
	Onscreen text “Well volume: 0.8 mL”
	The well volume isn’t important, as the audio specifies to use a MIDI plate. The onscreen text can be deleted

	4.
	8.44
	Onscreen has shot of pipetting a sample into a spectrophotometer
	This shot is incorrect as it belongs to an earlier step (at 7.12)

	5.
	9.01
	Onscreen text “IV. Results: Analysis of Amplified Full-Length HIV-1 Proviruses”
	Please show the text on screen for longer to give more time for it to be read

	6.
	9.31 
	Onscreen highlighted wells 1,3, 6, 9 
	Please also highlight well 10
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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.
	4.45
	Original text
“First, use a plate spinning to briefly spin the PCR2 plate and pull down any residual contents from the sides of the wells”
	3.1
	Change to 
“First, use a plate spinner to briefly spin the PCR2 plate and pull down any residual contents from the sides of the wells”

	2.
	7.30
	Original text
“Set out a dsDNA quantification kit, and dilute the buffer to 1x in sterile DNase free water”
	3.9
	Change to 
“Set out a dsDNA quantification kit, and dilute the buffer to 1 times in sterile DNase free water”
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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
	Step says “ Wash beads by adding 200 uL 80% of ethanol”
	Please correct to “Wash beads by adding 200 uL of 80% ethanol”

	2.
	3.3
	Step says “(50 pg to 2 µg DNA in 100 µL of volume)”
	Please correct to “(0.001 – 1 ng/µL)

	3.
	Abstract
	The FLIPS assay can be utilized to identify HIV-1 proviruses that lack these defects and that are therefore potentially replication-competent.
	The FLIPS assay can be utilized to identify HIV-1 proviruses that lack these defects and are therefore potentially replication-competent.

	4.
	Introduction
	To overcome the limitations of existing full-length HIV-1 proviral sequencing assays, we developed the full-length individual proviral sequencing (FLIPS) assay
	To overcome the limitations of existing full-length HIV-1 proviral sequencing assays, we developed the Full-Length Individual Proviral Sequencing (FLIPS) assay



	5.
	3.4.3
	Following step 3.4.3, the final concentration of the standards will range from 1 to 0.001 ng/µL
	Following step 3.4.4, the final concentration of the standards will range from 1 to 0.001 ng/µL



	6.
	5.5.1
	In these circumstances, contigs are aligned to a near full-length (~9 kb) consensus sequence from the same participant and scaffolded through manually assembly. All reads are then mapped to the manually assembled scaffold and the final consensus accepted if read coverage is even throughout the assembly and no single nucleotide polymorphisms (SNPs) > 40% are present.
	In these circumstances, contigs are aligned to a near full-length (~9 kb) consensus sequence from the same participant and manually assembled into a single contig. All reads are then mapped to the manually assembled contig and the final consensus accepted if read coverage is even throughout the assembly and no single nucleotide polymorphisms (SNPs) > 40% are present.

	7.
	5.6.2
	Multiple copy provirus templates present during PCR are often identified by very uneven read coverage
	Multiple proviral templates present during PCR are often identified by very uneven read coverage

	8.
	Figure 3 legend
	Wells 1, 3, 6, and 9 contain amplified HIV-1 proviruses containing large internal deletions (size < 9 kb), well 2 contains co-amplification of two HIV-1 proviruses of different lengths (mixture), and well 12 contains positive control. Note the percent of wells containing amplified product is 60%, which is above the percentage required to isolate single templates
	Wells 1, 2, 3, 6, 9, and 10 contain amplified HIV-1 proviruses. Well 10 contains a provirus with a large internal deletion, well 2 contains co-amplification of two HIV-1 proviruses of different lengths (mixture), and well 12 contains positive control. Note the percent of wells containing amplified product is 60%, which is above the percentage required to isolate single templates

	9.
	Table of materials
	PCR1 and PCR2 Primers
Desalted. Dilute to (100 M) with H2O
	PCR1 and PCR2 Primers
Desalted. Dilute to (100 µM) with H2O
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