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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: 54554 "Experimental Infection with Listeria Monocytogenes as a Model for Studying Host Interferon-γ Responses"
Date: 2016/09/12
Authors and Affiliations

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

	Order
	Author
	Affiliation
	Email

	5 (last)
	Shannon E Dunn
	Department of Immunology, University of Toronto
	Comment: Affiliations are displayed incorrectly. The first affiliation is U of T which is displayed correctly. The 2nd and 3rd affiliation (Toronto General Research Institute, University Health Network, and Women’s College Research Institute) are not part of the University of Toronto, so the University of Toronto should be removed after each of these places.

	
	
	Toronto General Research Institute, University Health Network 
	

	
	
	Women’s College Research Institute
	


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.
	0:00
	
	Superscript the 1 after Thirumahal Selvanantham.

	2.
	0:00
	
	Change Authors to authors (i.e., use lower case) for the line “These authors contributed equally to the work.”

	3.
	0:00
	
	“Listeria monocytogenes” should be italicized

	4.
	2:12
	
	Title slide, italicize the “L. monocytogenes”.



	5.
	6:04
	After incubation of the bacteria on the plate, you have a picture where you show the individual bacterial colonies and some text saying “Discard < 300 /plate”.
	This text should read “keep if >30 and < 300 colonies” to match the script and protocol.



	6.
	6:13
	
	Italicize “L. monocytogenes”, superscript the + in the CD4+ and CD8+ T cells. Also change Cell to cell and Response to response.

	7.
	9:55
	
	The order of affiliations needs to be changed so that 1 is the Department of Toronto, University of Toronto, and 2 is Toronto General Research Institute, University Health Network. The 3 affiliation is ok.


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.
	1:15
	“drag a fresh pipette through the first streak …”
	2.2
	“drag a fresh pipette tip through the first streak….”



	2.
	2:55
	“ After the second wash, resuspend the bacteria in PBS at the appropriate concentration to deliver the CFU of interest to each mouse in a 200 microliter volume”
	3.3
	“ After the second wash, resuspend the bacteria in PBS and dilute at the appropriate concentration to deliver the CFU of interest to each mouse in a 200 microliter volume”

	3.
	4:00
	“using sterile fine scissors make an incision from the groin to the chest.”
	4.2
	“using sterile tough cut scissors make an incision from the chest to the groin”

	4.
	5:38
	“in 0.01% triton X PBS with 250 µl volume per dilution.”
	4.10
	Just say: “in 0.01% triton X in PBS.”

The volume in the tube looks like 1ml instead of the 250 µl specified.

	5.
	6:06
	“counting the colonies in each half of the plate to determine the mean number of colonies for duplicate spreads”
	4.12
	“Count the colonies on each plate.”
There is a mismatch in what was done (spread 100 ul on each plate) and what was in the script later—where you say you count colonies on each half of the plate for duplicate spreads). This is something that we changed in the protocol after videoing.


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.     
Also see revised protocol file uploaded “54554_R1_REV-9-12-2016.docx”
	
	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.
	Summary
	“and to measure interferon-γ (IFN-γ”
	Please add a closing bracket after “(IFN-γ” so that it is “(IFN- γ)”
Fine on word document. Problem with conversion.

	2.
	Abstract
	“Experimental infection of

mice with this pathogen has been highly informative of” 
	Please replace “of” to “on” at “has been highly informative of”
So that it is “has been highly informative on” 

	3.
	Abstract
	“In addition, IFN-γ

production

by memory adaptive”
	Please change “memory adaptive” to “adaptive memory”

	4.
	Introduction
	“highly susceptible to infection with mycobacteria and Salmonella”
	Please change “Salmonella” to “salmonellae” (in plural form, no cap letter and no italicization)

	5.
	Introduction
	“Similarly, mice deficient in either

IFN-γ

or the IFN-γ

receptor exhibit defects in resistance to mycobacterium”
	Please change “mycobacterium” to “mycobacteria” (in plural form, no italicization)

	6.
	Safety Statement
	“Immunocompromised people include pregnant women, the elderly,

individuals"
	Please add “and” between “elderly” and “individuals”

	7.
	Note after Step 1.7
	“If using a culture tube, keep it tilted at a 45 degree angle during culture”
	Please remove the line. This was not done in the video and thus should be removed.

	8.
	Discussion: Critical considerations in the protocol
	“Due to biological variation in the immune response to infection (see Figures 4 and 6), it is

recommended that N=4-5

mice per group be used”
	Please add “should” between “per group” and “be” so that it reads “N=4-5 mice per group should be used”

	9.
	Discussion: Potential modifications to technique
	“This because there is a single amino acid change in the sequence”
	Please add “is” between “This” and “because” so that it reads “This is because there”

	10.
	Summary, abstract, 4.1, Fig. 4. Legend,  Fig 6 legend, Fig 7 legend, Discussion.
Supplementary materials list
	C57BL6/J
C57BL6/N

C57BL6
	Should be changed to C57BL/6J
Should be changed to C57BL/6N

Should be changed to C57BL/6

	11.
	2.7, 8.6, Fig. 4 legend title and legend
	“h” for hour 
	Should be changed to “hr” 

	12.
	Note under 2.7
	Change “Choose a OD600 reading that is in the logarithmic phase of growth that can be used as a target OD600 for growing day cultures. : This growth curve provides an estimate of the CFU/ml of the day culture when grown to a certain OD reading.”
	to: : “This growth curve provides an estimate of the CFU/ml of the day culture when grown to a certain OD reading. Choose a OD600 reading that is in the logarithmic phase of growth that can be used as a target OD600 for growing day cultures.”
Essentially just reversed the order of the first vs. second line.

	13.
	Step 3.5
	Change “Aspirate the second wash and re-suspend bacteria in a volume of 1 x PBS such that the desired CFU (i.e., 105 CFU for NK cell compartment) will be delivered to each mouse in a 200 µl volume”
	To “ Aspirate the second wash and dilute bacteria at the appropriate concentration in 1 x PBS to deliver the CFU of interest to each mouse in a 200 µl volume.”

This should also be changed in the voice over for the video—see above.

	14.
	Steps 6.11, 6.13, 6.21.
	Add spaces as follows.

These spaces were missing on the JOVE site version, but were present in the protocol text in the word document.


	Step 6.11, after bleach.

Step 6.13, after 6.10.

Step 21, after 50 and before µl symbol.

	15.
	Step 7.11
	Change “Prepare a 10-fold dilution series of the homogenates in 0.1% Triton-X-100 in 1 x PBS with 250 l volume per dilution (ranging from undiluted to 10-7)”
	To “Prepare a 10-fold dilution series of the homogenates in 0.1% Triton-X-100 in 1 x PBS, ranging from (ranging from undiluted to 10-7)”

This is to match the video that showed a 1 ml serial dilution series. The volume of the dilution is not critical and does not have to be mentioned.

	16.
	Step 7.13.
	Change “Keep the plates that contain up to 300 colonies/plate”
	To “Keep the plates that contain between 30 and 300 colonies/plate”

This is to be consistent with the change in the video.

	17,
	Table 1 legend.
	Change “a 10-fold dilution series of this sample was prepared (10-2 to 10-9) diluted” 
	To  “A 10-fold dilution series of this sample was prepared (10-2 to 10-9) and diluted samples”

Insert the and between bracket and diluted.

	18.
	Supplementary Materials list
	1 x PBS
	Should be a space between 1 and x symbol and x symbol and PBS

	19.
	Supplementary Materials list
	Change “16% Paraformaledehye”
	To 16% Paraformaldehyde

typo

	20.
	Supplementary Materials list
	10 x Perm/Wash Buffer

in the Comments section

Change dilute 10 x in ddH20
	To “Dilute to 1 x solution in ddH20.

	21.
	Supplementary Materials list
	OneComp eBeads

Change “Manufacturer recommends a certain test size, however this should be titrated before use”
	To “Use one drop per stain”

	22.
	Supplementary Materials list
	Change C57BL6/J
	To C57BL/6J

	23. 
	Supplementary Materials list
	In FACS tubes

Change company from BD to Fisher Scientific 

Insert Catalog number of 14-959-5
	

	24.
	Supplementary Materials List
	Change company from “Pro-lab Diagnositics”
	To “Pro-lab Diagnostics”
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