[image: image7.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 for you to list any changes to the online text/PDF of your article.   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: Contact-Free Co-Culture Model for the Study of Innate Immune Cell Activation During Respiratory Virus Infection
Date: 22 Jan 2021
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.
	Authors
	Original “Vincent Tak Kwong Chow2,6, Kai Sen Tan1, De Yun Wang1,6”
	Edited “Vincent Tak Kwong Chow2,6, Kai Sen Tan1,2,6, De Yun Wang1,6”

	2.
	Corresponding Authors
	Original “enttks@nus.edu.sg”
	Edited “kaistan@nus.edu.sg”

	3.
	Note before Section 1 (at the start of the protocol) “
	Note says:

NOTE: Refer to Table 1 for recipes of media used in this protocol.


	Please correct to:

NOTE 1: Refer to Table 1 for recipes of media used in this protocol.

NOTE 2: hNECS grown on 12-well transwell have been found to grow into more optimal thickness for soluble factors to reach the basal chamber readily when infected with Influenza virus. Hence use of 12-well sized transwell for co-culture is recommended. 

	4.
	1.2.2
	Step says “Add mitomycin C-supplemented medium 3 to the flask”
	Please correct to: “Add mitomycin C-supplemented complete DMEM to the flask”

	5.
	1.2.3
	Please add step 1.2.3
	Please add: “1.2.3. Add Complete DMEM to the flask and incubate at 37°C, 5% CO2 overnight for 3T3 cells to recover from mitomycin C treatment.”

	6.
	2.2
	Step says “Seed 1 × 106 cells in 2 mL of medium 3 per well of a 6-well plate onto a ready 3T3 feeder layer.”
	Please correct to “Seed 1 x 106 cells in 2mL of medium 3 per well onto 6-well plate containing prepared 3T3 feeder layer after removing the media in the 6 well plate.”

	7.
	2.2.1
	Note says “Medium 3 is formulated to promote the selective growth of hNEPSCs.”
	Please correct to “Medium 3 is formulated to promote the selective growth of hNESPCs.”

	8.
	4.2.4
	Step says “Centrifuge at 800 × g”
	Please correct to “Centrifuge lysate at 400 x g.”

	9.
	4.2.6
	Step says “Centrifuge at 400 × g”
	Please correct to “Centrifuge lysate at 800 x g.”

	10.
	5.2.1
	Step says “Seed the required number of PBMCs in 150 μL (for 24-well)/300 μL (for 12-well) of complete RPMI medium by directly adding the PBMC suspension into the basal chamber of each well of infected hNECs from Day 0 (1.5 × 106 for 24-well plates and 3

× 106 for 12-well plates).”
	Please correct to “Seed the required number of PBMCs in 150 μL (for 24-well)/300 μL (for 12-well) of complete RPMI medium by directly adding the PBMC suspension into the basal chamber of each well of uninfected or infected hNECs from Day 0 (1.5 × 106 for 24-well plates and 3 × 106 for 12-well plates).”

	11.
	5.3.3.2
	Step says “Flush the wells 2x with 300 µL of 1x dPBSE,”
	Please correct to “Flush the wells 2x with 300 µL of 1x dPBS,”

	12.
	6.1.1
	Step says “Centrifuge at 300 × g”
	Please correct to “Centrifuge lysate at 800 x g.”

	13.
	6.1.2
	Step says “Centrifuge at 300 × g”
	Please correct to “Centrifuge lysate at 800 x g.”

	14.
	6.1.2
	Step says “Incubate all the PBMCs (except for the "unstained") with 50 µL of a viability stain for 15 min at rtp.”
	Please correct to “Incubate all the PBMCs (except for the "unstained") with 100 µL of a viability stain for 15 min at rtp.”

	15.
	6.1.4
	Step says “Centrifuge at 300 × g”
	Please correct to “Centrifuge lysate at 800 x g.”

	16.
	6.2.2
	Step says “Centrifuge at 500 × g”
	Please correct to “Centrifuge lysate at 800 x g.”

	17.
	6.2.4
	Step says “Centrifuge at 500 × g”
	Please correct to “Centrifuge lysate at 800 x g.”

	18.
	6.3
	Step says “Centrifuge at 300 × g”
	Please correct to “Centrifuge lysate at 800 x g.”

	19.
	Table 1: Recipe of Media Used
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PneumaCult ALI Maintenance Supplement (100X) is specified as a Media.
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PneumaCult ALI Maintenance Supplement (100X) is a component of Differentiation Media.

	20.
	Table 1: Recipe of Media Used
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Mitomycin C is specified as a Media.
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Mitomycin C is a component of Mitomycin C – containing Media 3

	21.
	Table 1: Recipe of Media Used
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Original “Mitomycin C-containing Medium 3”
	Please correct to: “Mitomycin C-Supplemented Complete DMEM”

	22.
	Table 1: Recipe of Media Used
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Original “Medium 3”
	Please correct to: “Complete DMEM”
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