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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: Fluorescence-based neuraminidase inhibition assay to assess the susceptibility of influenza viruses to the neuraminidase inhibitor class of antivirals
Date: 22/2/2017
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.
	2:31
	Onscreen text says “66.6 MES and 8 mM CaCl2, pH 6.5”. This text looks odd, appearing randomly without specifically referring the 2x assay buffer.  
	Replace the text to
“2x assay buffer (66.6 MES and 8 mM CaCl2, pH 6.5)

Zanamivir, MW=332.32 g/mol”

	2.
	2:38
	Onscreen the text was “D-tartrate, MW = 386.44 g/mol”. This text also looks odd without the complete name of oseltamivir carboxylate D-tartrate”.
	Replace the text with “Oseltamivir carboxylate(D-tartrate), MW= 386.44 g/mol”

	3.
	2:53
	No text shown on the screen. For consistency, I would like to have MW of peramivir shown.
	Add in the text “Peramivir trihydrate, MW=382.45 g/mol”

	4.
	3:04
	No text shown on the screen. For consistency, I would suggest to have the Laninamivir, MW shown here too.
	Add in the text “Laninamivir, MW=346.34 g/mol”

	5.
	4:40
	Onscreen plate was placed into the incubator for incubation at room temperature. 
	Plate should be left on bench to incubate at room temperature for 45 min.

	6.
	6:42
	The Figure 4 shown in the video had the incorrect graph A/Perth/82/2016. 
	Please use the inhibition curve that shows A/Perth/82/2015. This should be the same graph as the shotlist 5.1.1.

	7.
	7:23
	Table 3 is poorly presented in the video
	Please use the recently uploaded png file “Table 3 shotlist 5.2.1”.

	8.
	7:40

8:15
	Table 2 is not very well presented in the video.
	Please use the uploaded png file “Table 2 shotlist 5.3.1 and Table 2 shotlist 5.4.1”.

	9.
	8:32
	Table 4 is not very well presented in the video.
	Please use the recently uploaded png file “Table 4 shotlist 5.5.1”.
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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.
	From 1:10 onwards
	Throughout the video, voice talent pronounced 1x or 2x assay buffer as “one AXE or two AXE assay buffer”
	2.1.3 onwards
	For voice talent, please read the 1x assay buffer as “one time assay buffer” and read 2x assay buffer as “two times assay buffer.”

	2.
	4:18
	Original Script Text:

“ Dispense the

required volume of NA inhibitors into an 8-deep-well reservoir. Then dispense 50 (L of NA inhibitors at dilutions ranging from 0 to 30,000 nM in rows A through H in a clear, 96-well, flat-bottom plate.”

	3.9.2
	Voice talent read “30,000 nM” as nanometers. It should be read as 30,000 nanoMo
lar”.

	3.
	7:38
	Original script text:

“For influenza A viruses, normal inhibition, or NI viruses are those with IC50 values less than 10-fold compared to the reference median IC50 for their respective subtype. Reduced Inhibition, or RI viruses are those with IC50 values between 10- and 100-fold above the reference median IC50 for their respective subtype”.
	5.3.1
	Please change to 

“For influenza A viruses, normal inhibition, or NI viruses are those with IC50 values less than 10-fold compared to the reference median IC50 for their respective subtype. Reduced inhibition, or RI viruses are those with IC50 values between 10- and 100-fold above the reference median IC50 for their respective subtypes. Whilst highly reduced inhibition viruses have IC50 values of 100-fold above the reference median IC50.”

	4.
	8:14
	Original script text:

“Highly reduced inhibition, or HRI viruses have IC50 values of 100-fold above the reference median IC50. Influenza B NI viruses have IC50 values less than 5-fold compared to the reference median IC50.  RI viruses fall between 5- and 50-fold, and HRI viruses have values 50-fold above the reference median IC50”. 
	5.4.1
	Please change to

“Highly reduced inhibition, or HRI viruses have IC50 values of 100-fold above the reference median IC50. For influenza Bs, normal inhibition viruses have IC50 values less than 5-fold compared to the reference median IC50. Reduced inhibition RI viruses fall between 5- and 50-fold, and HRI viruses have values 50-fold above the reference median IC50”.

	5.
	8:32
	Original script text:

“This table presents a list of NA amino acid substitutions that have been detected over the last 5 years that confer reduced inhibition to the neuraminidase inhibitors”.
	5.5.1
	Please add in “This table presents a list of NA amino acid substitutions that confer reduced inhibition to the neuraminidase inhibitors that have been detected at the WHO Collaborating Centre for Influenza in Melbourne over the last 5 years”.

	6.
	8:39
	Original script text:

“A result of normal inhibition, reduced inhibition or highly reduced inhibition is assigned to the test viruses, by comparing the IC50 values with the median IC50 values for respective types and subtypes.”
	5.2.1
	Please mention that these median IC50 values were determined at the WHO Collaborating Centre for Influenza in Melbourne. 
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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.
	1.2
	Step says “Prepare 5 mL of a range of 4-MU concentrations (i.e., 2.5 µM, 5 µM, 10 µM, 20 µM, 40 µM, 80 µM, 160 µM, and 320 µM)……….”
	Please correct to “Prepare 5 mL of a range of 4-MU concentrations (i.e., 2.5 µM, 5 µM, 10 µM, 20 µM, 40 µM, 80 µM, 160 µM, and 320 µM)…...”

	2.
	1.3
	Step says “Dispense 50 µL of each serial dilution of 4-MU (two wells per dilution) into a clear, 96-well flat-bottom plate and 50 µL of 1x assay buffer into the…………”
	Please correct to “Dispense 50 µL of each serial dilution of 4-MU (i.e., 5 µM, 10 µM, 20 µM, 40 µM, 80 µM, 160 µM, 320 µM and 640 µM) (two wells per dilution) into a clear, 96-well flat-bottom plate and 50 µL of 1x assay buffer into the……………”

	3.
	Note below 1.3
	
	Please add a note below Step 1.3.

“Note: The final concentrations of 4-MU in the reaction volume (50 µL 4-MU + 50 µL 300 µM MUNANA) are 2.5 µM, 5 µM, 10 µM, 20 µM, 40 µM, 80 µM, 160 µM and 320 µM.”

	4.
	1.4
	Step says “Prepare a 2.5 mM MUNANA stock solution by reconstituting 2.5 mg of MUNANA in 20 mL of distilled water………..”
	Please correct the text “Prepare a 2.5 mM MUNANA stock solution by reconstituting 25 mg of MUNANA in 20 mL of distilled water………..”

	5.
	4.5
	Step says “In the inhibition_key file, list all sample names below the ID.”
	Please add an extra sentence to “In the inhibition_key file, list all sample names below the ID. Each sample name must be unique.”

	6.
	Figure 4
	Figure 4 shows the inhibition curve of A/Perth/82/2016
	Please change to Figure 4 that shows inhibition curve of A/Perth/82/2015 which was uploaded on the 18th Jan 2017

	7.
	Table 1
	Virus dilution required for virus 2 shows 1/400
	Please change to virus dilution required for virus 2 to 1/40. 

	8.
	Table 3
	Table 3 shows Median (range) IC50 nM for oseltamivir of A(H1N1)pdm09 was 0.36 (0.01 – 3.75)
	Please change Median (range) IC50 nM for oseltamivir of A(H1N1)pdm09 to 0.36 (0.01 – 3.48)
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