[image: image1.png]o
1 Alewife Center, Suite 200
Cambridge, MA 02140
JOURNAL OF tel. 617.401.7770, ext. 701
VISUALIZED EXPERIMENTS =~ WWW.JOVE.com






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: Identification of Transcription Factor Regulators using Medium-Throughput Screening of Arrayed Libraries and a Dual Luciferase-Based Reporter

Date:  02-05-2020
Authors and Affiliations

Please fill in any missing author information not included in the video.
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	Author
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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.
	~2:13-2:17
	Audio clip says “incubate the transfection supermix at room temperature for 5 minutes”. This is the correct step and the audio is correct, but the corresponding video clip shows the researcher putting a plate of cells into incubator- this is not the correct video clip.
	Remove the video clip of the researcher putting a plate of cells into incubator from 
2.15-2.17 and say the text either at end of previous clip or at beginning of next clip.

	2.
	7:30
	Onscreen text says:
Dual Luciferase Activity Quantification 
	Change to:
Dual-Luciferase Activity 
Quantification

	3.
	9:40
	The wrong group of dots is highlighted. The narrator is correctly talking about the sh-YAP-1/TAZ-1 sample (lane 6), but the 5th lane (sh-NTC) is highlighted
	Highlight both the sh-NCT and sh-YAP-1/TAZ-1 as the result is that they are not significantly different 

	4.
	9:52
	Wrong groups of data points are highlighted: Currently Lanes 5 and 6 (sh-NTC and sh-YAP-1/TAZ-1 in cells transfected with minimal promoter) 
	Instead of lanes 5 and 6 please highlight the data points in lanes 2 and 3 (sh-NTC and sh-YAP-1/TAZ-1 in cells transfected with the MCAT promoter) 

	5.
	10:00-10:06
	Narrator is describing expected results in Fig. 3 and says “as expected shRNAs targeting YAP and TAZ, or Src….” And the bars in the graph are highlighted
	We should have included PiK3CA (called Pi3 kinase) in both the narration and have the two PIK3CA bars highlighted in the graph. Can we add this? Also added the narration change for this step in the Audio comments (# 5) table below 

	6.
	10:45
	 “Conclusion” text does not seem like the best name for this section
	Can Conclusion be changed to “Important Considerations
” 

	7.
	
	
	


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)

	1.
	0:51
	Original script text:

“To expand 
and purify each lentiviral vector in the library, first add 1.3 milliliters of Luria broth supplemented with 100 micrograms/milliliter of ampicillin to each well of a 96-well plate”
	2.1
	Replace with: 

“To expand and purify each lentiviral vector in the library, first add 1.3 milliliters of Luria broth supplemented with 100 micrograms/milliliter of ampicillin to each well of a 96-well deep well plate”

	2.
	1:57
	Original script text:

“To prepare a transfection mixture will be setup for each vector in the library, first dilute each lentiviral vector to a final concentration of 50 nanograms/microliter with nuclease-free water and transfer 5 microliters of each dilution into individual wells of a 96-well plate
”
	3.2
	Replace with: 

“To prepare a transfection mixture will be setup for each vector in the library, first dilute each lentiviral vector to a final concentration of 50 nanograms/microliter with nuclease-free water and transfer 5 microliters of each dilution into individual wells of a 96-well PCR plate”

	3.
	5:10
	Original script text:

“When the cells begin to detach, neutralize 
the enzymatic reaction with 400 microliters of growth medium supplemented with puromycin”
	5.2
	Replace with: 

“Once the cells have detached, neutralize trypsin with 400 microliters of growth medium supplemented with puromycin”

	4.
	5:48
	Original script text:

“Add the appropriate volume of trypsin-EDTA to each well to achieve a one times ten to the sixth cells per microliter 
concentration”
	5.4
	Replace with: 

“Add the appropriate volume of trypsin-EDTA to each well to achieve a one times ten to the sixth cells per milliliter concentration”

	5.
	10:00-10:06
	Original script text:

“As expected, short hairpin RNAs targeting YAP and TAZ or Src (sarc) significantly reduces YAP-TAZ-TEAD activity”
	8.7
	Replace with: 

“As expected, short hairpin RNAs targeting YAP and TAZ, Src (sarc) or Pi3 Kinase (P-i-3 kinase) significantly reduces YAP-TAZ-TEAD activity
”
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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.
	SEE ATTACHED 
EDITED PDF
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	12.
	
	
	


�This clip does not go with this step so should be removed


�We found in both the PDF and shot list that we were not consistent in our use of a hyphen between Dual and Luciferase – We changed all  text to contain the hyphen


�Conclusion was in shot list, but after seeing video it does not seem the best title since the interview statements are not really conclusions. 


�Although this is how it was written on the shot list, we now realize it may be confusing to the viewer if we do not specify the type of 96 well plate.


�Although this is how it was written on the shot list, we now realize it may be confusing to the viewer if we do not specify the type of 96 well plate.





�Although this is how it was written on the shot list, after hearing the video we are concerned the viewer may neutralize the trypsin too early (just when the cells start detachinnt.) so we think the change is important





�This was a mistake in the shot list that we missed in the editing. 


�This accompanies a suggested change to the video described in comment #5 above


�I made several grammatical changes to the PDF and sent it as well
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