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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: 58952_Braakman
Date: 17-12-2018
Authors and Affiliations

Please fill in any missing author information not included in the video.

	Order
	Author
	Affiliation
	Email

	2
	Hui Ying Yeoh
	Cellular Protein Chemistry
	h.y.yeoh@uu.nl 

	
	
	Utrecht University
	

	
	
	
	

	5
	Bertrand Kleizen
	Cellular Protein Chemistry
	b.kleizen@uu.nl

	
	
	Utrecht University
	

	
	
	
	


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.
	00:12
	The first interview statement 1.2 is incorrect. 
	Remove 00:12 – 00:30

	2.
	2.08-2.14
	Add text
	“Start your scheme with the longest chase sample to save time”

	3.
	4.02-4.07
	Add text
	“scrape and mix on ice and tilt to remove all lysate”

	4.
	4:16 – 4:21
	Add text
	 “See text for subsequent immunoprecipitation.”

	5.
	4:57 – 5:00
	Video does not fit with the narration
	Take out scene from 4:57 – 5:00

	6.
	4:57 – 5:20
	Timing of text is inaccurate and please change text.
	Change to 5:24 – 5:28

Change “See text for details on immunoprecipitation” to “See text for further details and immunoprecipitation”


	7.
	5:02-5:10
	Add text
	“This is your 0 min chase sample”

	8. 
	6.26-6.29
	Move text to here
	‘NEM: N-Ethylmaleimide”

	9.
	6:29 – 6:31
	Add text
	 “See text for continuation with SDS-PAGE”

	10.
	6:32 – 6:34
	Change text
	Change “Results: Analysis of the Radioactive Pulse Chase” to “Analysis of the Radioactive Pulse Chase Results”

	11.
	6:57 – 7:00
	Change blue box position
	In the 0-minute lane, the blue box should be placed higher than 15- and 30-minutes lanes until it covers the highest smear area.

	12.
	04:47 – 04:56
	Add text
	“Keep tube in the water bath as much as possible”

	13.
	07:09 – 07:12
	Extend blue line
	Blue line should be from lane 15 min to 240 min”


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.
	1:50
	Narration of 2.1.5
	2.1
	“Make sure that your pulse chase set up is in order.”

	2.
	1.56-2.04
	Change narrative
	2.2
	Would be better to cut this sentence in two. We would suggest “transfer the dishes to the racks in a water bath prewarmed to 37 degrees Celsius. Make sure the dishes are in contact with water but do not float.” 

	3.
	4:30
	Improve pronunciation
	3.3
	“Fifty” not “Fifteen”

	4.
	4:32 – 4:36
	Change narrative
	3.3
	“Perform the starvation procedure as previously described” to “Perform the starvation procedure as described in the text.”

	5.
	4:36
	Change narrative
	3.3
	“After the dishes had been in the water bath for 15 minutes, start the timer” change to “After the starvation procedure in the water bath for 15 minutes, start the timer”

	6.
	4:57 – 5:00
	Take out last part narration to fit scene
	3.4
	Take out from first sentence “…….start the chase”

	7.
	03:42 – 03:46
	Change narration
	2.8
	Change “Incubate all dishes on ice in stop buffer” to “leave all dishes on ice in stop buffer until there is time to lyse the cells"



	8.
	05:28 – 05:32
	Change narration
	4.3
	Change “re-suspend the beads in 20 microliters of TE buffer and vortex”



	9.
	07:25
	Improve pronunciation
	5.4
	“disulfide bonds”


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.
	Authors
	Missing authors
	Hui Ying Yeoh (2nd position), Bertrand Kleizen (5th position)

	2.
	1.1
	Change in solution volume
	Change all “1 ml” to “2 ml” and change all “300 μl” to “600 μl”

	3.
	1.1
	Text changes
	Change “the volumes given here are based on 35 mm cell culture dishes. For 60 mm or 100 mm dishes, multiply the volumes by 2 or 4” to “the volumes given here are based on 60 mm cell culture dishes. For 35 mm or 100 mm dishes, multiply the volumes by ½ or 2”

	4.
	1.1.1
	Change text
	Change “seed adherent cells (e.g., HEK 293, HeLa, CHO) in six 35 mm cell culture dishes” to “seed adherent cells (e.g., HEK 293, HeLa, CHO) in six 60 mm cell culture dishes”

	5.
	1.5
	Add text (end paragraph, before note)
	“Start with the longest chase sample to save time during your experiment.” 

	6.
	1.7
	Add text 
	“….directly to the 0 min sample dish on top of…..”

	7.
	2.6
	Delete text
	Take out “NOTE: The supernatant is the nonreduced sample.”

	8.
	3.2
	Change text
	Change “0.05% SDS ammonium persulfate [APS]” to “0.05% ammonium persulfate [APS]”

	9.
	Figure 2 legend
	Change text
	Change “Subconfluent 35 mm dishes of HeLa cells expressing HIV-1 gp120 were pulse labeled for 5 min and chased for the indicated times” to   “Subconfluent 60 mm dishes of HeLa cells expressing HIV-1 gp120 were pulse labeled for 10 min and chased for the indicated times”


	10.
	1.1.3
	Change text
	Change “such asminimum essential medium [MEM] 
“ to “such as minimum essential medium [MEM]”

	11.
	3.10
	Change text
	Change “…….autoradiography film or phosphor screen.If using autoradiography…….” To “…….autoradiography film or phosphor screen. If using autoradiography”

	12.
	discussion
	Add text
	“……kinetic information from pulse-chase experiment. For short pulse times (< 2 min), keep all the dishes on the water bath during the entire pulse time. If extended pulse time……”

	13.
	2.4 
	Add sentence to the end 
	“Vortex the sample”

	14.
	2.7
	Add text to the end
	“Vortex and spin down the samples.”
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