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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: Detecting and Characterizing Protein Self-Assembly In Vivo by Flow Cytometry
Date: 18 June 2019
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.
	2:15
	The time may vary depending on the setup and needs to be empirically determined. It would be useful to mention that as a subtitle.
	Display- (note: This time may take some empirical testing depending on your setup)

	2.
	2:35
	The video accompanying the audio, “gate single cells on high aspect ratio…” is wrong. Currently a screengrab of the gating during data analysis is presented. The feature Circularity is a derived feature and not available during data collection.
	The screengrab needs to be removed and cut straight to the video from 2:38 while talking about the gating of the single cells, in addition to the remaining script.

	2.
	4:11
	There is no callout to the appropriate graph
	This needs an arrow on the graph labelled ASC PYD R41E, just like the other arrows on that slide, as in 4:08, for instance.

	3.
	4:28
	The callouts (the arrows) are pointing to the wrong populations in the graph. They should be swapped from the current order of appearance.
	The “negligible AmFRET population” is the lower of the two in the middle graph. The “high AmFRET population” is the upper population.

	4.
	4:37
	The red boxes are shown only for panel 1.
	Corresponding red boxes should be shown simultaneously for panel 3 as well.

	5.
	4:49
	The arrows here do not point to the right information as in the accompanying script and is misleading.
	 These arrows need to be deleted and replaced by a single arrow in the box numbered “3”. Also it will be better to keep that arrow on until 4:55.
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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.
	1:05
	Original Script Text:
“non-inducting growth medium”
	
	Rewritten Script Text:
“non-inducing growth medium”

	2.
	1:09
	Original Script Text:
“To prepare a yeast culture for DAmFRET (dam-fret), for every query protein, inoculate the transformed yeast colonies in triplicate [1-TXT] in 200 microliters of an appropriate non-inducting growth medium in individual wells of a 96-well culture plate.”
	
	Rewritten Script Text:
 “To prepare a yeast culture for DAmFRET (dam-fret), for every query protein, inoculate the transformed yeast colonies in triplicate [1-TXT] in 200 microliters of an appropriate non-inducting growth medium in individual wells of a 96-well round-bottom culture plate.”

	3.
	1:30
	Original Script Text:
“Resuspend the yeast pellets in 200 microliters of an appropriate induction medium and return the cells to the shaking incubator for another 12 hours.”
	
	Rewritten Script Text:
“Add 200 microliters of an appropriate induction medium and return the cells to the shaking incubator for another 12 hours.”

	4.
	1:41
	Original Script Text:
“At the end of the incubation, collect the yeast cells by centrifugation and resuspend the pellets in 200 microliters of fresh induction medium.”
	
	Rewritten Script Text:
“At the end of the incubation, sediment the yeast cells by centrifugation and forceful inversion; then add 200 microliters of fresh induction medium.”

	5.
	1:56
	Original Script Text:
“to reduce the auto-fluorescence”
	
	Rewritten Script Text:
“to reduce auto-fluorescence”

	6.
	2:22
	Original Script Text:
“For DAmFRET data collection, load the photoconverted cells onto an image cytometer with non-collinear 488-561 lasers [1] and gate the single cells by a high aspect ratio and a small cell area.”
	
	Rewritten Script Text:
“For DAmFRET data collection, load the photoconverted cells onto an imaging flow cytometer with non-collinear 488 & 561 nanometer lasers [1] and gate for single, unbudded cells by high circularity and a small cell area”

	7.
	3:13

	Original Script Text:
 “Then gate the sample to select only the single cells that are fluorescence positive.”
	
	Rewritten Script Text:
“Calculate the AmFRET parameter as the ratio of the total FRET signal divided by the total FRET acceptor signal.”

	8.
	3:21
	Original Script Text:
“Calculate the AmFRET parameter as the ratio of the total FRET signal divided by the total FRET acceptor signal.”
	
	Rewritten Script Text:
Just remove it as it would already be recited at 3:13.

	9.
	3:39
	Original Script Text:
“while yeast cells co-expressing the protein of interest and the fluorescent protein demonstrate uniform positive AmFRET values”
	
	Rewritten Script Text:
“while yeast cells expressing a stable homo-oligomer fused to the fluorescent protein demonstrate uniform positive AmFRET values.”

	10.
	4:30
	It is crucial to mention at this juncture that the inflammasome protein forms self-assemblies only upon nucleation and that DAmFRET can detect it.
	
	Include script text upon pausing the frame with the three graphs: “Note that the wild-type inflammasome protein resists self-assembly even at high concentrations; with the protein switching to the self-assembled form in only a fraction of the cells. This is a clear indication of the existence of a nucleation barrier to self-assembly.” 
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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.”
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