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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: Evaluating the Impact of Hydraulic Fracturing on Streams using Microbial Molecular Signatures
Date: 12/14/2020
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.
	Discussion
	Sentences say “For pipetting steps (3-6), filter tips should be used to avoid contamination due to the pipette itself. All tools used for lab work, including pipettes, should be wiped down before and after with the bleach and ethanol solutions. Filter tips should also be used as an extra precaution to avoid contamination, with tips being changed every time they touch a non-sterile surface.”
	Please change to “For pipetting steps (3-6), filter tips should be used to avoid contamination due to the pipette itself, with tips being changed every time they touch a non-sterile surface. All tools used for lab work, including pipettes, should be wiped down before and after with the bleach and ethanol solutions.” Upon re-reading the paper in its final form, we felt that section is a little redundant as is.

	2.
	7.2
	Step says “Use the software to analyze 16S rRNA data, e.g, mothur, QIIME2, and R. See here https://docs.qiime2.org/2020.8/tutorials/moving-pictures/ for an example Qiime2 16S analysis tutorial.”
	Please change to “Use software, such as mothur, QIIME2, and R, to analyze 16S rRNA data. See here https://docs.qiime2.org/2020.11/tutorials/moving-pictures/ for an example QIIME2 16S analysis tutorial.” We think the sentence flows a little better this way. 

	3.
	Discussion
	Sentence says “If negative samples for PCR show amplification, troubleshooting should be performed to determine the source and then the samples should rerun.”
	Please change to “If negative samples for PCR show amplification, troubleshooting should be performed to determine the source and then the samples should be rerun.” It looks like we just forgot the word “be” after “should” and didn’t catch that until now. 

	4.
	Representative Results
	Sentence reads “At any rate, programs, such as Qiime2 and R (Figure 3), should allow for the evaluation of potential significant differences among the bacterial communities based on fracking.”
	Please change to “At any rate, programs, such as QIIME2 and R (Figure 3), should allow for the evaluation of potential significant differences among the bacterial communities based on fracking.” 

	5.
	Representative Results (Figure 3 caption)
	Beginning of caption says “Figure 3: Example analysis. (A) PCoA plot based on coordinates calculated with a Weighted Unifrac distance matrix created and visualized through Qiime2. (B) PCoA plot based on coordinates calculated with the Weighted Unifrac distance matrix exported from Qiime2.”
	Please change to “Figure 3: Example analysis. (A) PCoA plot based on coordinates calculated with a Weighted Unifrac distance matrix created and visualized through QIIME2. (B) PCoA plot based on coordinates calculated with the Weighted Unifrac distance matrix exported from QIIME2.” 

Between this edit and the edit in 4., that should be all instances of “Qiime2” that need to be capitalized. 

	6.
	3.6.11
	Step says “Move the prepared filter onto a sterile microcentrifuge tube. Transfer the eluted DNA from step 3.4.5 to this filter and centrifuge at 16,000 x g for 3 min. The flow through contains the extracted RNA.”
	Please correct to “Move the prepared filter onto a sterile microcentrifuge tube. Transfer the eluted RNA from step 3.6.9 to this filter and centrifuge at 16,000 x g for 3 min. The flow through contains the extracted RNA.”
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