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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: High Throughput In Vitro Assessment of Latency Reversing Agents on HIV Transcription and Splicing
Date:

Authors and Affiliations

Please fill in any missing author information not included in the video.
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	Author
	Affiliation
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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.
	00:08
	Onscreen text says “Georges Khoury 

University of Melbourne”
	Text should say
“Dr Georges Khoury

University of Melbourne”

	2.
	00:06-00:29
	It would be useful to add figure 1 schematic at the start or end.
	Add fig 1 schematic while giving one of the interview statements.

	3.
	1:51
	Left hand floating from right side to left of the hood to free the camera field 
	Should be deleted.

	4.
	1:59
	Section III says “Treatment of Transfected HEK293T with latency reversing agents and Staining of transfected cells with fixable viability dye for flow cytometry analysis”
	Section III should be divided into 2: 

III (Treatment of Transfected HEK293T with latency reversing agents) 

IV (Staining of transfected cells with fixable viability dye for flow cytometry analysis) 

cause we feel as it’s 1step, while there is 48 hr difference.

	5.
	2:00-2:05
	Images 2:00-2:05 not needed. (pipetting media from falcon tube to the eppendorf).
	Image should start at 2:05.

	6.
	3:15-3:20
	Step 3.5.3.
	Please use take 2 as tips of the multichannel were not fully attached, therefore the volume aspirated wasn’t equal/bubbles (shot 3:19).

	7.
	3:32-3:38
	Says “Add 50 microliters of the diluted dye to each well, and pipette up and down to mix [2].” While we see clean tips.
	Start seen at 3:35 while mixing (tip containing 50 microliters of diluted dye) – matches more the audio comments.

	8.
	4:05
	Not needed, as we could clearly see it’s a duplicate shot (3.7.1) and not a new one.
	¨Please cut the seen ahead of 4:05 to distinguish from step 3.7.1.

	9.
	4:29-4:37
	Too fast.

Images show the procedure of checking the cytometer settings, performance and sensitivity.

and selecting lasers - too fast


	Please keep screen shots 4:32- 4:37.

Delete shots 4:38 until 4:44, not needed.

Keep 4:42 and 4:44 steps 

(create compensation controls) should be more discernable.

	10.
	5:00
	Wrong screen shot, doesn’t match the audio comments.

It shows 780/60 (Live/dead compensation), while the audio comments about EGFP (530/30 Blue).


	Please use instead any of the screen shots (3:06-3:10) from the screen capture “2018-11-01 10-54-18 (automatic compensation)” provided, which shows EGFP (530/30 Blue) compensation and matches the audio comments.

The previous shots and audio match perfectly.



	11.
	5:10-5:14
	Nothing happening on the screen while audio says

 “Acquire and record a minimum of 10,000 viable cell events per sample [1].”


	 Please use screen shots (00:15 - onwords till 1:10) from the screen capture “2018-11-01 12-42-00 (Samples JQ1+, PMA/PHA, Tat)” provided, which shows acquiring and recording events of JQ1(+).

It would be good to finish on the screen shot 1:10, which clearly sums up the gating and different populations in a colorful way.

	12.
	6:37-6:39
	Not useful to show.
	Delete this shot.
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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.
	1:49
	“100 nanograms of CMV-driven EGFP and DsRed DNA plasmid for compensation purposes”
	2.5
	Pronunciation

“100 nanograms of CMV-driven EGFP (pronounced “c-m-v driven EGFP”)…”

	2.
	1:04
	“Gently mix the lipid reagent [1], and then dilute 0.65 microliters of it in 50 microliters of serum free medium [2].”
	2.3.
	Rewritten script text :
“Gently mix the lipid reagent [1], and then dilute 0.65 microliters of it per reaction in 50 microliters of serum free medium [2].”

	3.
	3:46
	Original text script:

“Incubate at 4 degrees Celsius, while protected from light using foil, for 10 – 15 minutes [1]. Then, wash the cells once or twice with 150 microliters of wash buffer [2-TXT].” 
	3.7.
	Rewritten script text:

“Incubate at 4 degrees Celsius, while protected from light using foil, for 10 – 15 minutes [1]. Then, wash the cells once or twice with 150 microliters of wash buffer [2-TXT].

After this, centrifuge at 500 x g and at 4 degrees Celsius for 5 minutes [2], and discard the supernatant.”

	4.
	4:29-4:36
	Images show the procedure of checking the cytometer settings, performance and sensitivity.

The rest of the audio comments “adjust the forward and side scatter voltages with unstained sample so that the main population is on-screen and clearly discernable” should be used after step 4.2. 
	4.1.
4.3.
	Rewritten script text:

“After checking the cytometer settings, performance and sensitivity by running calibration beads [1-TXT].”
Rewritten script text:

“Using the fluorescence minus one controls, create plots and set the gates. 

Adjust the forward and side scatter voltages with unstained sample so that the main population is on-screen and clearly discernable.
Acquire and record a minimum of 10,000 viable cell events per sample [1].”
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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.
	Introduction (3rd paragraph)
	“Discosoma sp. red fluorescent protein (DsRed) protein expression.”
	Please correct to “Discosoma sp. red (DsRed) fluorescent protein protein expression.”

	2.
	Protocol section 1, step 10
	“Plate 2 ´ 104 cells in 100 μL of DMEM medium”
	Please correct to “Plate 2 x 104 cells”

	3.
	Protocol section 1, step 11
	“Note: In addition, the use of ….. Determine the DNA purity by measuring the 260/280 OD ratio, which should be between Step 1.7 and 1.9.”
	Please correct to “The use of …..……, which should be between 1.7 and 1.9”
(deleting “In addition,” and “Step” )

	4.
	Protocol section 3, step 1
	“If needed, detach the cells from the plate using 35 mL per well”
	Please correct to “using 35 μL per well”.

	5.
	Protocol section 3, step 6
	“Prepare 50 mL of the diluted stain per well. ”
	Please correct to “Prepare 50 μL of the diluted stain per well.”

	6.
	Protocol section 3, step 9-10.
	“9. Wash 1-2 times with ….
10. Fix the cells with 100 …..”
	Please correct to 
“9. Wash 1-2 times with ……
10. Centrifuge at 500 x g for 5 min at 4 °C. Discard the supernatant.
11. Fix the cells with 100 …….”

Then all numbers onwards in this section.

	7.
	Protocol section 4, step 5
	« Check the cytometer performance and sensitivity across detectors by running respectively calibration beads. »
	Please correct to « Check the cytometer performance and sensitivity across detectors by running respectively the calibration beads. »

	8.
	Protocol section 4, step 6
	“Adjust the forward (FSC-1)”
	Please correct to “Adjust the forward (FSC-A)”

	9.
	Protocol section 4, step 12
	“then eliminate the dead cells using the viability dye stain (negative population).”
	Please correct to “then eliminate the dead cells using the viability dye stain (negative population = live cells).

	10.
	Figure 1 legend
	“or spliced D38rev protein with DsRed.”
	Please correct to “or spliced 38rev protein with DsRed.”
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