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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: Tissue Collection of Bats for -omics Analyses and Primary Cell Culture

Date:

Authors and Affiliations

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

	Order
	Author
	Affiliation
	Email

	7&8
	Davalos & Vernes
	Note that these two authors are joint senior/corresponding authors. Therefore there should be a symbol (as per the * for joint first authors) to depict this. Both should be listed for correspondence also.
	Liliana Davalos Liliana.Davalos@stonybrook.edu
Sonja Vernes

Sonja.vernes@mpi.nl 

	
	
	
	

	
	
	
	

	
	
	
	

	
	
	
	


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

	1.
	0:00-0:33
	Interviews here are from Devanna and Vernes. 
	The Devanna & Vernes interviews are more relevant to the second section of the video (‘Tissue culture’ – starting at 6:07). The Devanna & Vernes interviews video should be moved here. There should be interviews filmed separately from Davalos and Yohe that should be used at the start instead.

	2.
	0:35
	Ethics statement is incorrect
	Davalos to provide appropriate ethics statement for animal work. Ethics statement: The protocol used was approved by the Stony Brook Institutional Animal Care and Use Committee (IACUC) no. 1346687-2.

	3.
	5:14
	Incorrectly labeled organs: where it says “stomach” is the spleen
	Move label to the left to the actual stomach.

	4.
	5:17
	Incorrectly labeled organs: where it says “stomach” is the spleen, where it says “spleen” is the stomach
	Swap the labels to correct position (stomach is light and pinkish, spleen is deep purple)

	5.
	5:21
	Incorrectly labeled organs: where it says “spleen” is the stomach
	Move label to the right to the actual spleen.

	6.
	6:07
	Tissue culture section
	Insert Vernes & Devanna Interviews, previously placed at start of video (0:00-0:33)

	7.
	9:05
	It is ambiguous what step this is
	Add text that says: Passaging cells

	8.
	10:31 – 10:34
	
	Remove these 3 seconds of unnecessary pipette tip movement, start the video again from the moment the blue liquid is injected in the slide. May add a transition before to make this look smoother

	9.
	13:28
	Need transition to Tissue culture results
	Add text saying: Tissue culture results

	10.
	
	
	

	11.
	
	
	


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)

	1.
	6:08
	The voice over says: “Once transported to the tissue culture facility, transfer the contents...”
	4.1
	Instead, say: “Wingclips that have been preserved in growth media as per section 6 of the written protocol should be transferred to the tissue culture facility. Transfer the contents...”

	2.
	6:57
	1ml
	4.5.1
	2ml

	3.
	7:52
	The voice over says: “Gently pipette the entire volume of cell suspension into a single well of a six well plate.”
	4.10
	Instead, say: “Gently pipette the entire volume of cell suspension into a single well of the six well plate that was prepared earlier, containing the pre-warmed growth media.”

	4.
	9:05
	The voice over says: “Carefully aspirate approximately 90% of the growth medium.”
	5.2
	Instead, say: “When it is necessary to passage the cells, carefully aspirate approximately 90% of the growth medium.”

	5.
	9:35
	...EDTA to the well and incubate for one and half minute at room temperature
	5.4
	...EDTA to the well, gently rock the plate to cover the whole surface of the well with Trypsin-EDTA and incubate for one and half minute at room temperature

	6.
	10:50
	Prepare freezing media by combining growth medium with 10% DMSO
	6.1
	Prepare freezing media by combining growth medium with DMSO to obtain a final concentration of 10% DMSO

	7.
	12:40
	A common indicator of success for RNA extractions is the RNA integrity number, or RIN [1], with values below 8 demonstrating high signatures of degradation [2].

	7.2
	A common indicator of success for RNA extractions is the RNA integrity number, or RIN [1], with values above 8 representing high quality, intact RNA [2].
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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)

	1.
	Authorship
	Vernes and Davalos should be listed as joint corresponding authors and noted as “contributing equally”
	

	2.
	8.5
	Add note
	NOTE: small pieces of tissue may still be visible either in suspension or attached to the wall of the 15ml tube. However this does not impact cell suspension preparation

	3.
	8.6
	Add note
	NOTE: if still visible, do not discard the piece of tissue, and gently triturate it in the next step (8.7)

	4.
	8.8
	Add second note
	NOTE (2): if the piece of tissue is still visible, do not transfer it into the culture vessel well

	5.
	8.14
	Cells should be observed under the microscope regularly to determine the need for media refreshment or splitting.
	Should be: Cells should be observed under the microscope regularly (but not more than once a day) to determine the need for media refreshment or splitting.

	6.
	9.2
	Whenever necessary carefully aspirate ~50% of the medium from the well and gently add 1 mL of pre-warmed growth medium to the side of the well so as not to disturb the cells.


	1. Should be: Whenever necessary carefully aspirate ~50% of the medium from the well and gently add approximately the same volume of pre-warmed growth medium to the side of the well so as not to disturb the cells.



	7.
	10.2
	Carefully aspirate ~90% of the growth medium
	Should be: Carefully aspirate and discard ~90% of the growth medium

	8.
	10.3
	1. Wash the cells very gently by adding 1 mL of sterile PBS to the wall of the well so as not to disturb the cells. Gently rock the plate back-and-forth and side-to-side 2x–3x. Carefully aspirate all the PBS from the plate.


	1. Should be: Wash the cells very gently by adding 1 mL of sterile PBS to the wall of the well so as not to disturb the cells. Gently rock the plate back-and-forth and side-to-side 2x–3x. Carefully aspirate and discard all the PBS from the plate.



	9.
	10.5
	Add note
	NOTE: make sure the trypsin-EDTA solution covers the whole surface of the well by gently rocking the plate

	10.
	11.2
	1. Freezing is performed by taking cells pelleted during the passaging process. The pellet should be prepared from an 80%–90% confluent well of a 6 well plate (representing ~1–2 million cells), as per steps 8.1–8.9.


	1. Should be: Freezing is performed by taking cells pelleted as per the passaging process. The pellet should be prepared from an 80%–90% confluent well of a 6 well plate (representing ~1–2 million cells), as per steps 8.1–8.9.



	11.
	Protocol suggestions
	“proper documentation of samples is essential to the proper permitting processes”
	Change to: proper documentation of samples is essential to obtain the necessary (export, import) permits

	12.
	Protocol suggestions
	“Ice cream shops sometimes another option”
	Change to: Ice cream shops sometimes offer another option

	
	Acknowledgments
	“LMD, SJR, KTJD, and LRY were funded by NSF-DEB 1442142.”
	Change to: LMD, SJR, KTJD, and LRY were funded by NSF-DEB 1442142. LMD was funded by NSF-DEB 1838273.

	12.
	Figure 4
	The layout of the figure makes it hard to read
	Turn the figure horizontally

	13.
	Table 1
	AllProtect is shown as X for high MW DNA
	Remove the X and include either a check mark or an equal sign (while not preferred, it can be used to this end)
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