[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: 58946
Date: 18/12/2018
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.
	0:07
	Is there a need to include text to indicate a part I? Because the next part starts from part II but there is no indication of a part I in the video.
	

	2.
	1:10
	Onscreen text says “II. Kinase library screening”
	Text should say “II. Kinase inhibitor library screening”

	3.
	4:50
	Video shows 1 scene that depicts only the priming step.
	There should be a scene for the priming step and another scene for the washing cycle.
If there isn’t a file for the washing step for 4.4.3, is it possible to reuse the shot from 3.5.1?

	4.
	7:36 – 7:48
	Onscreen highlighted FACS plots show the top and bottom rows for the entire figure.
	Onscreen highlighted FACS plots should show the top and bottom rows for both sections for active caspase 3 and for CD69 (the 1st, 3rd, 4th and 6th rows).


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.
	2:15
	Original script text: 

To begin thymocytes stimulation, first make sure anti-CD3 and anti-CD28 beads are uniformly re-suspended
	3.1
	Rewritten script text:
To begin thymocytes stimulation, first make sure anti-CD3 and CD28 beads are uniformly re-suspended

	2.
	3:20
	Original script text:
Prime an automated laminar flow plate washer, first with 150 milliliters of ethanol-tween buffer, …
	3.4
	Rewritten script text:

Prime an automated laminar flow plate washer, first with 150 milliliters of ethanol-tween solution, …

	3.
	7.25
	Original script text:

However, the result also showed low levels of CD69 expression… that can be attributed to either its mediated inhibition of kinase C, or its induced apoptosis before CD69 expression
	6.5
	Rewritten script text:
However, the result also showed low levels of CD69 expression… that can be attributed to either its mediated inhibition of protein kinase C, or its induced apoptosis before


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.
	3
	Title says: “Kinase Library Screening…”
	Please change to “Kinase Inhibitor Library Screening…”

	2.
	3.3.1
	Step says “Prepare an antibody staining mixture containing anti-CD3ε/TCR, anti-CD4, anti-CD8, and anti-CD69 antibodies.
	Please correct to “Prepare an antibody staining mixture containing anti-TCR, anti-CD4, anti-CD8, and anti-CD69 antibodies.”

	3.
	4
	Title says: “Kinase Library Screening…”
	Please change to “Kinase Inhibitor Library Screening…”

	4.
	4.2.4
	Step says “Incubate the thymocytes in a 37 °C, 5% CO2 incubator for 17 - 20 h (or overnight).”
	Please change to “Incubate the thymocytes in a 37 °C, 5% CO2 incubator for 17 - 20 h (or overnight) with an anti-evaporation lid.”

	5.
	4.4.1
	Step says “Prepare an antibody staining mixture containing anti-CD3, anti-CD4, anti-CD8, and anti-CD69 antibodies.
	Please correct to “Prepare an antibody staining mixture containing anti-TCR, anti-CD4, anti-CD8, and anti-CD69 antibodies.”


Title: 

"via" should not be capitalized.

Identification of Mediators of T-cell Receptor Signaling via the Screening of Chemical Inhibitor Libraries
Introduction:

Paragraph 1, Line 49: "...to recognize their ligands, complexes consisting of..."
Paragraph 2, Line 56-57: “Selection takes place in the thymus, where Double-positive (DP) thymocytes, expressing both the CD4 and CD8 coreceptors, engage with self-peptide/MHC on the APCs.”
Paragraph 2, Line 62-63: “…apoptosis can be mimicked in vitro by stimulating the thymocytes, for example with anti-CD3/28 antibody-coated beads.”

Paragraph 3, Line 82: “…we used a library of kinase inhibitors and assessed…”

Representative Results:
Paragraph 7, Line 552: “Alternatively, staurosporine induced apoptosis in the cells…”

Discussion:

Final paragraph, Line 695-696: “identify small molecules, and their purported target kinases, that affect TCR signaling and T-cell activation”
References:

Ref. 1: The titles of the article and the journal appear to be switched.
1. Gascoigne, N. R., Rybakin, V., Acuto, O., Brzostek, J. TCR Signal Strength and T Cell Development. Annual Review of Cell and Developmental Biology. 32, 327-348 (2016).
Ref 2: The journal name should be Nature Reviews Immunology.

2. Rothenberg, E. V., Moore, J. E., Yui, M. A. Launching the T-cell-lineage developmental programme. Nature Reviews Immunology. 8, (1), 9-21 (2008).
Ref 3: The journal name should be Nature Reviews Immunology.
3. Klein, L., Hinterberger, M., Wirnsberger, G., Kyewski, B. Antigen presentation in the thymus for positive selection and central tolerance induction. Nature Reviews Immunology. 9, (12), 833-844 (2009). 
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