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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: A Micro-agar Salt Bridge Electrode for Analyzing the Proton Turnover Rate of Recombinant Membrane Proteins

Date: 11/12/2018
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.
	2:42
	Onscreen text says “0.2 g agarose for 3 M KCL 1% (v/v) agarose”
	Add a note that 0.2 g agar can be used instead of agarose as well. 

	2.
	6:19
	Onscreen text: “Comparison of Membrane Measurements Made with AgCl and Agar Salt Bridge Electrodes”
	Onscreen text: “Comparison of Membrane Measurements Made with AgCl and Salt Bridge Electrodes”. 

	3.
	6:25
	In the figure, the lines are highlighted in yellow.
	The video should rather outline the data points at this sentence. 

	4.
	6:30
	The lines are not highlighted here.
	The lines should be highlighted in yellow to show the linear fit to the data.
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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.
	2:52
	Take it out to visually check that the agar is dissolved completely.
	2.8
	Take it out to visually check that the agarose is dissolved completely.

	2.
	3:02
	Once the agar is dissolved, slowly pipette 10 µL into the micro capillary to avoid air bubbles. 
	2.8
	“Once the agarose is dissolved, pipette 10 µL into the micro capillary slowly to avoid air bubbles.”

	3.
	3:55
	If necessary, store the agar salt bridge electrode by dipping it in a 3 molar potassium chloride solution.
	2.12
	If necessary, store the salt bridge electrode by dipping it in a 3 molar potassium chloride solution.

	4.
	4:49
	Now, retrieve the agar salt bridge from the potassium chloride solution.
	2.16
	Now, retrieve the salt bridge from the potassium chloride solution. 

	5.
	4:54
	Plug the agar salt bridge electrode into the measurement tip with the buffer
	2.16
	Plug the measurement tip with the buffer onto the salt bridge electrode. 

	6.
	5:06
	At this point, suspend the reference electrode in the buffer solution with the reference electrode.
	2.17
	At this point, suspend the salt bridge electrode in the buffer solution with the reference electrode.

	7.
	6:08
	Fill a new measurement tip with a higher concentration buffer to allow a proton gradient across the membrane.
	3.3
	Fill a new measurement tip with buffer adjusted to different pH value to setup a proton gradient across the membrane.

	8.
	7:18
	Here are the data for mitochondrial UCP1 comparing an agar salt bridge electrode and a standard electrode
	4.4
	Here are proton turnover numbers determined for mitochondrial uncoupling protein 1, UCP1, measured by the salt bridge electrode compared to a standard electrode. 
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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.
	2.1.1
	… which the buffer-containing tip will be attached and use a sliding caliper… 
	… which the buffer-containing tip will be attached to and use a sliding caliper…

	2.
	2.2.2
	…smooth down the surface of 1-cm length…
	smooth down the surface of 1 cm length…

	3.
	2.8.5
	Fill the measurement tip with 3 µL of buffer and plug it into the salt bridge electrode.
	Fill the measurement tip with 3 µL of buffer and plug it onto the salt bridge electrode.

	4.
	4.1
	4.1. Estimate the amount of protein in the membrane…
	Estimate the amount of protein in the membrane…

	5.
	4.2
	
	All equations should be formatted similarly. 
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