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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: Capturing actively produced microbial volatile organic compounds from human associated samples with vacuum assisted sorbent extraction

Date: Jan 31, 2022
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.
	3.2 
	Step says “add 500 μl of sewage to 500 μl BHI and 20 mM 13C glucose”
	Please correct to “add 500 μl of sewage to 500 μl BHI with 20 mM 13C glucose”

	2.
	3.3 
	Step says “add 50 μl of saliva to 500 μl BHI and 20 mM 13C glucose” 
	Please correct to “add 50 μl of saliva to 500 μl BHI with 20 mM 13C glucose”

	3.
	4.10
	Step says “Cultures were extracted for one hour at 70 °C, and stable isotope probing 
experiments with fecal, sewage, saliva, and sputum samples were extracted for 18 hours at 37 °C.”
	Please correct to “Extract cultures for one hour at 70 °C. Extract stable isotope probing 
experiments with fecal, sewage, saliva, and sputum samples for 18 hours at 37 °C.”

	4.
	Line 49-50
	Sentence states: Furthermore, analysis of the stable isotope probing of human derived biological samples identified VOCs that were either commonly or uniquely produced. 

	Please correct to: Furthermore, analysis of the stable isotope probing of human associated biological samples identified VOCs that were either commonly or uniquely produced. 


	5.
	Line 109
	Header: Headspace sorbent pen (HSP) and sample analysis considerations 

	Please change to: Headspace Sorbent Pen (HSP) and sample analysis considerations 


	6.
	4.13
	Sentence states: The experiment can be paused here for up to ~1 week at room temperature before losing volatiles out of the HSP 

	Please change to: The experiment can be paused here for up to ~1 week at room temperature before losing the more highly volatile compounds out of the HSP. 


	7.
	5.3.4
	Sentence states: The spot furthest and leftmost on each tray is spot 1, while the closest and rightmost spot is spot 30. 
	Please change to: The tray position that is left most and closest to the user (front) is position 1, while the rightmost, furthest away is position 30.


	8.
	Line 374
	Sentence states: Water in the column could lead to changes in retention times of the volatile signals. 

	Please change to: Water in the column could lead to changes in retention times and suppression of the MS response, thereby leading to non-quantitative results.   The ability to pull any excess water out of the HSPs prior to removal from the vacuum sleeve / vial assembly  is possible because of the closed system nature of the VASE process, and the ability to extract water back to the coldest spot within that extraction system using the -80 (C cold plate.


	9.
	Line 5
	Add author Daniel B Cardin between Vogel and Dunham
	Daniel B Cardin3

	10.
	Line 19 
	Add author email

	Daniel B Cardin between Vogel and Dunham (dancardin@entechinst.com)

	11.
	
	The manuscript looks good. I would only add a very minor change in the capitalization of "headspace sorbent pen". You've suggested capitalizing one instance (pg 5, line 109) but left at least two other instances without capitalization (both in the caption of Figure 1). I don't think it matters which we choose to use, but we should be consistent.

	

	12.
	Line 234 Step 5.1
	Add split ratio 20:1
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