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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: Characterizing Single-Molecule Conformational Changes under Shear Flow with Fluorescence Microscopy
Date: 01/09/2020
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.
	0:23 
	Molecules out of focus for a while
	Reduce the amount of time unfocused molecules are shown; can also add videos of unraveling and relaxing molecules if editors see fit

	2.
	2:00  
	PDMS is uncured (in liquid rather than solid form) and contains air bubbles in it; also, shot is identical to shot in 1:48 
	Replace with video of PDMS without air bubbles, if available; if that is not available, replace with video that shows cured (solid) PDMS 

	3.
	3:38 
	Onscreen text says “Use 1 mg / mL BSA-biotin for Lambda DNA experiments”
	Text should mention concentrations for both VWF and lambda DNA; ex: “10 µg/mL for VWF experiments; 1 mg/mL for Lambda DNA experiments”; also, units should be written consistently as mg/mL or mg / mL throughout video
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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.
	4:02 
	Original Script Text:
“Allow the BSA-biotin to incubate in the device for 2 hours, which will result in BSA nonspecifically binding the coverslip surface.”
	3.2
	Rewritten Script Text:
“Allow the BSA-biotin to incubate in the device for 2 hours, which will result in BSA nonspecifically binding to the coverslip surface.”
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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.
	5.1 
	Step says “Inject <10 μL of 1 mg/mL BSA-biotin for lambda-DNA experiments.”
	Please change to “Inject <10 μL of 1 mg/mL BSA-biotin for lambda DNA experiments.”

	2.
	6.1
	Step says “Attach the other end of the tube to the inlet of the microfluidic device.”
	Please change to “Attach the other end of the tube to the inlet of the microfluidic device. It is recommended to do this 3 minutes after step 5.6.”

	3.
	6.6
	Step says “Start flow from the syringe pump so that casein blocking solution flows into the channel and out of the outlet.”
	Please change to “Start flow from the syringe pump so that casein blocking solution flows into the channel and out of the outlet. Do this exactly 5 minutes after step 5.6.”

	4.
	Last paragraph of discussion
	“For instance, Fu et al. have shown that tethered VWF can activate under high shear flow and further capture the platelet adhesion molecule GPIb# under varying flow conditions.”
	Please change to “For instance, Fu et al. have shown that tethered VWF can activate under high shear flow and further capture the platelet adhesion molecule GPIbα under varying flow conditions.” (Change # to alpha symbol)
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