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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: Use of Decellularized Mammalian Lung Tissues to Study Cell: Matrix Interactions
Date: 04-25-2018
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.
	3:52
	Onscreen text says ……proper precautions.
	Text should say
…… standard precautions.

	2.
	9:11 to 9:16
	This is one step of dialysis (6.3 in the shotlist). Not the step of dilution of the ECM solution (6.4 in the shotlist).
	Please insert this video after 8:50! 
Please remove the onscreen text (DMEM, 10% FBS, 1% pen/strep)! It’s not belong this part. 
No more voiceover needed.

	3.
	9:18 to 9:25
	This is the step of (6.4.2 in the shotlist) Talent adds cell culture level water to an empty tube to start to prepare ECM working solution.
	TEXT on screen should say ECM Solution, DMEM, 10% FBS, 1% pen/strep, Cell Culture Grade Water


	4.
	9:41 to 9:48
	Please cancel this!
	The right one is 9:49 to 9:55.

	5.
	10:08 to 10:22
	Please remove [1-LM]!
	

	6.
	11:20 to 11:34
	The voiceover and highlight were mismatch.
	Please highlight “Trichrome, CollagenI and CollagenIV” when the voiceover mentions collagens!

Please highlight “GVG/Elastin, Fibronectin and Laminin” when the voiceover mentions glycoproteins!
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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) pa
tterns.”

	1.
	1:31
	Original Script Text: 

“Then use PBS with 1 (g/mL of sodium nitroprusside to rinse the slices for 1 h”
	2.3
	Corrected Pronunciation:
“Then use PBS with 1 microgram per mL of sodium nitroprusside to rinse the slices for 1 h”

	2.
	1:52
	Original Script Text: 

“Transfer the slices to a 15-mL tube with 5 mL of decellularization, or decell solution.”
	3.1
	Rewritten Script Text:

“Transfer the slices to a 15-mL tube with 5 mL of decell solution.”

	3.
	9:18 to 9:25
	Original Script Text: 

……prepare ECM working solution by using cell culture medium to dilute the purified ECM solution to 20 (g/mL
	6.4
	Rewritten Script Text:

……prepare ECM working solution by using cell culture grade water and cell culture medium to dilute the purified ECM solution to 20 (g/mL

	4.
	9:25
	Original voiceover of “To stimulate PBMCs with ECM solution, following their isolation, seed 1x106 PBMCs in a 12-well-plate in 500 μL of cell culture medium” start from 9:17.
	6.5
	Please start the voiceover of “To stimulate PBMCs with ECM solution, following their isolation, seed 1x106 PBMCs in a 12-well-plate in 500 μL of cell culture medium” from 9:25.

	5.
	9:34 to 9:55
	Original voiceover of “9:34 to 9:55” :
Treat the PBMCs by adding 50 μL of ECM working solution + 450 μL of cell culture medium for the final concentration of 1 μg/mL. Or add 500 μL of ECM working solution for a final concentration of 10 μg/mL
	6.6
	The voiceover of “9:34 to 9:55” should be:

Treat the PBMCs by adding 50 μL of ECM working solution + 450 μL of cell culture medium for the final concentration of 1 μg/mL

	6.
	9:56 to 10:00
	Original voiceover of “9:56 to 10:00”:
and culture the cells for up to 14 d.
	6.6
	The voiceover of “9:34 to 9:55” should be:

Or add 500 μL of ECM working solution for a final concentration of 10 μg/mL, and culture the cells for up to 14 d.

	7.
	10:08 to 10:22
	Original Script Text:

The initial steps of this protocol are designed to process intact lung tissue as shown here to yield an acellular culture substrate as seen in this image
	7.1
	Rewritten Script Text:

The initial steps of this protocol are designed to process intact lung tissue to yield an acellular culture substrate as seen in this image

	8.
	11:04 to 11:09
	Original Script Text:

When examined histologically, H&E or trichrome staining as well as scanning electron microscopy reveal complete absence of cellular material but preserved alveolar architecture
	7.4
	Rewritten Script Text:

When examined histologically, H&E or scanning electron microscopy reveal complete absence of cellular material but preserved alveolar architecture

	9.
	11:20 to 11:34
	Original Script Text:

In addition, appropriately decellularized tissue will retain collagen and proteoglycans, although glycosaminoglycans may be reduced relative to native tissue
	7.5
	Rewritten Script Text:
In addition, appropriately decellularized tissue will retain collagens and glycoproteins, although glycosaminoglycans may be reduced relative to native tissue
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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.
	Author Name in PDF of Protocol
	Last author’s name is misspelled.
	The right one is “Huanxing Sun”

	2.
	Author Name in PDF of Protocol
	One correspondence author’s name is misspelled.
	The right one is “Huanxing Sun”

	3.
	Author Name in PDF of Materials Table
	Last author’s name is misspelled.
	The right one is “Huanxing Sun”

	4.
	Introduction
	The first paragraph, line 6
	Please insert “intact” between “an” and “ECM”!

	5.
	1.1.1
	Step says “Urethane or other anesthetic (1.5 g/kg)”
	Please correct to “Urethane or other anesthetic (2 g/kg)”

	6.
	1.1.1
	Step says “phosphate buffer saline, or PBS”
	Please correct to “phosphate buffer saline (PBS)”

	7.
	1.2.4
	Step says ”benzonase buffer (Table 1)”
	Please correct to ”benzonase buffer (Materials Table)”

	8.
	3.3
	Step says ”(Table 1)”
	Please correct to ”(Materials Table)”

	9.
	Representative Results
	The second paragraph, line 2, says “but preserved alveolar architecture (Figure 3A and 3B left).”
	Please correct to “but preserved alveolar architecture (Figure 3B left) versus native lung (Figure 3A left)

	10.
	Representative Results
	The second paragraph, line 2, says “absence of cells but intact alveolar spaces (Figure 3A and 3B right)”
	Please correct to “absence of cells but intact alveolar spaces (Figure 3B right)”

	11.
	Figure 8
	Figure 8 legend, Line 3 says “scanning electron microscopy or SEM”.
	Please correct to “scanning electron microscopy (SEM)”.

	12.
	Materials Table
	Comments for the “benzonase nuclease” says “90 U/ml”
	Please correct to “90U/ml for human lung tissue and 50U/ml for mouse lung tissue”


13.            Materials Table         Company name of “American Bioanalytical” was misspelled for 5 times as “AmeriXan Bioanalytical”. Please correct! 

Actually, I uploaded a new version of Material Table.
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