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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: Screening for Thermotoga maritima Membrane-Bound Pyrophosphatase Inhibitors
Date: October 24, 2019
Authors and Affiliations

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

	Order
	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.
	1:43
	Onscreen showing liposome which still turbid because it was after one-time sonication. There should be another footage showing transparent liposome under light.
	Change the footage to another which showing transparent liposome under light.

	2.
	6:11, 6:13, 7:03, 7:13, 7:18
	Onscreen pipetting comes in at angle due to the camera being in the way. This is poor technique.
	Reshoot/find a version where the pipette comes down vertically.

	3.
	6:53
	Video doesn’t show what is being pipetted up and down
	Find video with the 96 well-plate also visible

	4.
	7:45
	Figure 2 is blurred. It should show and emphasize 2C.
	Please emphasize figure 2C.

	5.
	7:54
	The yellow highlight should be covering wells for compound 2, 3, and 8 as shown in the sample arrangement in Figure 2B.
	Please change the highlighting in figure 2c as below:
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	6.
	8:19
	Onscreen still showing figure 3 where it should show figure 4.

	Please change the onscreen to figure 4.
Video editor: emphasize the five traces from the left to the right one by one when VO says “1.7 micromolar, 21.4 micromolar, 58.8 micromolar, 239.0 micromolar and greater than 500 micromolar”. For the first three traces, when in emphasis, show the red lines as below as well.
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Also, as the voice-over says the inhibition constant, display that number over the correct subpanel.


	5.
	8:44
	Onscreen showing an author conclude with only saying: 
“Remember to prepare the mPPase solution just before the beginning of the assay.”


	Please shows the full footage of section 7.1 and 7.2:
“Remember to prepare the mPPase solution just before the beginning of the assay. Also, covering the strips with adhesive sealing sheets is crucial for reliable results.”

Also:

“Kinetic experiments can determine the mode of inhibition, whereas co-crystallization and X-ray diffraction is used to find out how and where the compound specifically binds.”
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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
	1:17
	Original Script Text: 

“To prepare 30-milligram per milliliter liposomes for enzyme reactivation, first add 0.3 grams of L-α-phosphatidylcholine (pronounce as L-alpha- phosphatidylcholine) from soybean to 10 milliliters of 20 millimolar Tris-hydrochloride at pH 8 with 1 millimolar DTT.“
	
	Rewritten Script Text: 

“To prepare 30-milligram per milliliter liposomes for enzyme reactivation, first add 10 milliliters of 20 millimolar Tris-hydrochloride at pH 8 with 1 millimolar DTT to 0.3 grams of L-α-phosphatidylcholine (pronounce as L-alpha- phosphatidylcholine) from soybean.“

	2.
	3:10
	Original script text:

“After that, especially for sparingly soluble compounds, using a multichannel pipette, dispense 75 microliters of the reaction mixture into each well in a 96-well plate. Add 75 microliters of each compound (and water as control) in triplicate and mix by pipetting up and down 5 times. 
”
	3.3
	Rewritten Script Text:

“After that, check for compound aggregation. Using a multichannel pipette, dispense 75 microliters of the reaction mixture into each well in a 96-well plate. Add 75 microliters of each compound (and water as control) in triplicate and mix by pipetting up and down 5 times.

	3.
	3:31
	Original script text:

“Measure possible compound aggregation of each well at 300 volts using a microplate nephelometer.”


	3.4
	Rewritten Script Text
(remove “possible compound aggregation of”)
“Measure each well at 300 volts using a microplate nephelometer.”



	4.
	6:49
	Original Script Text: 
“Then, add 60 microliters of solution A and B, mix by pipetting up and down for 5 minutes and keep the tube strips on the cooling apparatus for 10 more minutes.”


	5.6
	Rewritten Script Text:

“Then, add 60 microliters of solution A and B, mix by pipetting up and down for 5 times and keep the tube strips on the cooling apparatus for 10 more minutes.”
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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
	Title
	Screening for Thermotoga Maritima Membrane-Bound Pyrophosphatase Inhibitors
	Screening for Thermotoga maritima Membrane-Bound Pyrophosphatase Inhibitors

	2
	Authors
	Keni Vidilaseris*1, Niklas G. Johansson*2
	Keni Vidilaseris1,*, Niklas G. Johansson2,*

	3.
	1.3.1
	Step says “Add 0.3 g of L-α-phosphatidylcholine from soybean to 10 mL of 20 mM Tris-HCl pH 8.0 with 1 mM DTT.”
	Please correct to “Add 10 mL of 20 mM Tris-HCl pH 8.0 with 1 mM DTT to 0.3 g of L-α-phosphatidylcholine from soybean.”

	3.
	1.3.2
	Step says “Sonicate the liposome with 1 s pulse interval for 1 min, pause for 1 min, and repeat until the solution becomes transparent yellow.”
	Please correct to “Put the liposome on ice, and sonicate with 1 second pulse interval for 1 minute, pause for 1 minute, and repeat until the solution becomes transparent yellow.”

	4
	1.3.3
	Step says “-80 °C.”
	Please correct to “–80 °C.”

	5
	1.4.3
	Step says “Mix 40μL of the liposomes solution with 22.5 μL of 20% DDM”
	Please correct to “Mix 40 μL of the liposomes solution with 22.5 μL of 20% DDM”

	6.
	2.2
	No NOTE mentioned.
	Please add a note, “NOTE: The final concentrations in the reaction mixture will be 1, 5, and 50 micromolar or 1, 5, and 20 micromolar for soluble and sparingly soluble compounds, respectively.”

	7.
	2.3
	Step says “Check the possible compound aggregation in the assay using a nephelometer.”
	Please correct to “Check for  compound aggregation using a nephelometer.”

	8.
	2.3.2, 4.7, 4.10
	Step says “5x”
	Please correct to “5×”

	9.
	2.3.3
	Step says “Measure the turbidity of each well at 300 V using a microplate nephelometer.”
	Please remove “the turbidity of” from the text become “Measure each well at 300 V using a microplate nephelometer.”

	10.
	3.2.2
	Step says “of a week”
	Please correct to “of one week”

	11.
	4.1.2 × 2, 4.4.4, Representative results × 3
	Step says “Pi”
	Please correct to “Pi”

	12.
	4.9
	Step says “(size 150 mm x 15 mm)”
	Please correct to “(size 150 mm × 15 mm)”

	13.
	5.2, 5.4, 5.5, 5.6
	Step shows blurry formulas
	Please correct to better resolution formulas

	14.
	References
	Some references do not have superscript positive charges in H+, Na+ and K+ in the manuscript


	Please, make superscript positive charges in H+, Na+ and K+ in the reference section of the manuscript.
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