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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: 58194 “Methods for Evaluating the Role of c-Fos and Dusp1 in Oncogene Dependence”
Date:11/12/18
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.
	3:22
	On screen text says Undesired cell fraction
	Text should say desired cell fraction during plunging

	2.
	6:10
	After cell resuspension it directly goes to CFU assay
	After cell resuspension it should mention the YFP+ cells were sorted.

	3.
	6:13
	On screen text says colony forming UnitAssay
	Text should have space between Unit and Assay
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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.
	4:36
	Original script missed the step 5.1.7 in the video
	
	After adding the  transfection mix incubate the cells for 8 hrs in a 37 °C, 5% CO2 incubator. Change the media on these cells by very slowly adding 14 mL of fresh DMEM 10 media. Pipetting slowly against the wall of the dish helps to prevent any stripping of the HEK cells. Incubate the cells overnight in the 37 °C, 5% CO2 incubator.


	2.
	4:53
	Says “collect viral supernatant 16 hrs later”
	
	This should be said before collecting the viral supernatant at 4:36

	3.
	5:43
	Says “remove the supernatant with vacuum and wash the cells with PBS”
	
	There are no cells in the plate therefore it should instead say “wash the viral coated wells with PBS”

	4.
	6:10
	Video script does not mention the sorting of the cells
	
	Please add that to the screen that the “YFP expressing cells were sorted”

	5.
	8:08, 8:51, 8:52, 9:02
	Dusp1 is pronounced as individual letters D  U S P 1
	
	Please pronounce DUSP1 as a word like you would say Dump

	6.
	8:15, 8:25, 9:06
	Script spells out 

BCR-ABL 
	
	It should say “B C R – able” abl is said as the word Able

	7.
	8:30
	Script says IL-1 “One”
	
	It should say IL-3  “three”
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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.
	2.3
	block the membranes in 1x Tris-buffered saline + 0.1% Tween 20 (TBST) with 5% non-fat milk

	Please add the incubation time 
block the membranes in 1x Tris-buffered saline + 0.1% Tween 20 (TBST) with 5% non-fat milk for one h.
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