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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:

Date:

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.
	1:11
	OVA=Ovalbumin
	This should appear earlier, around 1:01

	2.
	6:58
	Blue squares focusing on images
	Change the order: first bottom one, then red, then green picture (see edited text below too)

	3.
	7:15
	
	Highlighting the cyan in the left panels is not necessary
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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.
	1:01
	“genetically modified LM culture”
	
	“LM culture genetically modified to express OVA (pronounce OVA)”

	2.
	1:11
	“to express OVA to an exponential phase of growth”
	
	“to grow LM to an exponential phase”

	3.
	1:22
	“OVA (pronounce O-V-A)”
	
	“OVA (pronounce OVA)”

	4.
	1:36
	“OTI”
	
	“OT1 (pronounce O-T-1)”

	5.
	1:38
	“OTI”
	
	“OT1 (pronounce O-T-1)”

	6.
	1:58
	“after euthanizing the mice followed by…”
	
	“after euthanizing the mice using Carbon Dioxide followed by…”

	7.
	4:10
	“freeze for less than 30 seconds”
	
	“The OCT (pronounce O-C-T) will thicken and become white when frozen. Freeze the tissue as rapidly as possible to minimize artifacts”

	8.
	5.28
	“antibody of interest to optimal concentration of 2.5…”
	
	“antibody of interest to an optimum concentration, usually 2.5…”

	9.
	5:47
	“according to the manuscript, remove the final wash solution. Allow the PBS to evaporate but do not overdry the section”
	
	“according to the manuscript, remove the wash solution and perform a final wash with PBS (pronounce P-B-S). Aspirate the PBS and allow the remaining PBS to evaporate but do not overdry the section”

	10.
	6:58
	“24 hours after infection, NK cells invaded the white pulp and produced IFN gamma by NK cells, OTI cells and non-labelled cells.”
	
	“24 hours after infection, IFN gamma is produced by multiple cells (focus the square on the cyan picture), including activated antigen-specific OT1 (pronounce O-T-1) CD8 (pronounce C-D-8) T cells (focus the square on the red picture) and NK cells (focus the square on the green picture).”

	11.
	7:21
	“Marginal zone macrophages, and all macrophages, were stained to show IFN gamma production following LM-OVA infection”
	
	“B cells, Marginal zone macrophages, and all macrophages, were stained to delineate the location of IFN gamma producing cells following LM-OVA (pronounce L-M-OVA) infection.”
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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.
	Abstract
	“Similarly, the cytokine signals observed corresponds only”
	Please correct “Similarly, the cytokine signals observed correspond only”

	2.
	1
	1. Adoptive transfer of CD8+ T cells in mice
	1. Adoptive transfer of antigen-specific CD8+ T cells in mice

	3.
	5.1
	CAUTIO:
	CAUTION:

	4.
	5.5
	the organ should sink at the bottom of the plate
	the organ should sink at the bottom of the well

	5.
	6.4
	Freezing must take less than 30 s.
	Replace by: “Freeze the tissue as rapidly as possible to minimize artifacts.”

	6.
	7.5.1
	PBS with 2% fetal calf serum (FCS), 2.5 µg/mL Fc receptor blocker (anti-mouse CD16/32)
	PBS with 0.1% Triton X100, 2% fetal calf serum (FCS), 2.5 µg/mL Fc receptor blocker (anti-mouse CD16/32)

	7.
	7.9
	Wash 4 times with wash buffer: one quick (without incubation), one for 10 min and two for 5 min.
	Wash 4 times with wash buffer: one quick (without incubation), one for 10 min and two for 5 min. Then perform a final wash with PBS for 5 min.

	8.
	discussion
	BFA prevents coatomer protein complex-I recruitment inhibiting the retrograde movement of proteins to the endoplasmic reticulum (ER) promoting accumulation of cytokines in the ER
	BFA prevents coatomer protein complex-I recruitment, inhibiting the retrograde movement of proteins to the endoplasmic reticulum (ER) and thereby promoting accumulation of cytokines in the ER
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