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Dear Author(s),
This document is divided into sections in which you can add your comments to the video and voiceover.   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: Automated Sample Multiplexing by using Combined Precursor Isotopic Labeling and Isobaric Tagging (cPILOT)
Date:

Authors and Affiliations
Please fill in any missing author information not included in the video.
	Order
	Author
	Affiliation

	1
	Albert B. Arul
	Department of Chemistry, Vanderbilt University
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	Renã A.S. Robinson
	Department of Chemistry, Vanderbilt University

	
	
	Vanderbilt Memory & Alzheimer's Center, Vanderbilt University Medical Center

	
	
	Vanderbilt Brain Institute, Vanderbilt University Medical Center

	
	
	Vanderbilt Institute of Chemical Biology, Vanderbilt University Medical Center

	
	
	

	
	
	

	
	
	

	
	
	

	
	
	

	
	
	

	
	
	

	
	
	

	
	
	







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.
	07:37
	Peptides in two rows
	[bookmark: _GoBack]Please correct this to be in one row. 

	2.
	
	
	

	3.
	
	
	

	4.
	
	
	

	5.
	
	
	

	6.
	
	
	

	7.
	
	
	

	8.
	
	
	

	9.
	
	
	

	10.
	
	
	

	11.
	
	
	

	12.
	
	
	

	14.
	
	
	

	15.
	
	
	

	16.
	
	
	

	17.
	
	
	

	18.
	
	
	

	19.
	
	
	

	20.
	
	
	
















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 or a web link. 

	
	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.
	3:48
	Use 1070 microliter tips to aspirate 600 microliters of acetonitrile
	
	Proceed to desalt the peptides, use 1070 microliter tips to aspirate 600 microliters of acetonitrile. 

	2.
	3:58
	then dispense it in rows 1 and 2 of the solid-phase extraction, or SPE, plate
	
	then dispense it in rows 1 and 2 of the solid-phase extraction, or SPE, plate to activate C-18. 

	3.
	4:07
	Next, load 2 rows of tips, aspirate 534 microliters of the digested samples, and dispense them to rows 1 and 2 of the SPE plate
	
	Next, load the digested sample to the SPE plate in two passes. Load 2 rows of tips, aspirate 534 microliters of the digested samples, and dispense them to rows 1 and 2 of the SPE plate

	4.
	4:21
	Aspirate 600 microliters of ACN-water solution
	
	Clean the peptides by washing with water and elute the peptides with 60:40 acetonitrile in 0.1% Formic acid. Aspirate 600 microliters of ACN-water (60:40) solution. 

	5.
	4:36
	After setting up the required tips and labware in the software, cross check with the deck layout and click Next to continue the protocol
	
	Dry down the flowthrough and set up the required tips and labware in the software, cross check with the deck layout and click Next to continue the protocol for dimethylation. Reconstitute the peptides in 1% acetic acid. 

	6.
	5:24
	Load 2 rows of 90-microliter tips and aspirate 16 microliters of 24 millimolar sodium cyanoborohydride and 24 millimolar sodium cyanoborodeutaride from rows 1 and 2 of reagent plate 3, then dispense the reagents to rows 1 and 2 of the sample plate. 
	
	Load 2 rows of 90-microliter tips and aspirate 16 microliters of 24 millimolar sodium cyanoborohydride and 24 millimolar sodium cyanoborodeutaride from rows 1 and 2 of reagent plate 3, then dispense the reagents to rows 1 and 2 of the sample plate to start the dimethylation reaction.

	7.
	5:50
	Dispense it into rows 1 and 2 of sample plate 2
	
	Dispense it into rows 1 and 2 of sample plate 2, to stop the reaction. 

	8.
	6:01
	To perform isobaric tagging, reconstitute the peptides with 230 microliters of 100 millimolar triethylamonium bicarbonate buffer on an orbital shaker
	
	After desalting the combined light and heavy peptides, dry down the peptides and perform isobaric tagging. Reconstitute the peptides with 100 microliters of 100 millimolar triethylamonium bicarbonate buffer on an orbital shaker. 

	9.
	
	
	
	

	10.
	
	
	
	

	11.
	
	
	
	

	12.
	
	
	
	

	13.
	
	
	
	

	14.
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	16.
	
	
	
	

	17.
	
	
	
	

	18.
	
	
	
	

	19.
	
	
	
	

	20.
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