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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: Development and Testing of Species-specific Quantitative PCR Assays for Environmental DNA Applications

Date: 10/20/20
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.   
We added several small edits that were identified by our internal review process. These are highlighted in green in the attached word document  of the text. We also identified other formatting errors and edits to improve clarity as identified by the authors and the internal review. Most of these edits are documented below, and we also made the changes in the attached word document as there were more than 10. These edits are highlighted in blue. 
	
	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.
	3.4.2
	Step says “…at approximately 100 copies/reaction to 106 copies/reaction (Figure 3a).” 106 should be 105
	Please correct to “…at approximately 100 copies/reaction to 105 copies/reaction (Figure 3A).”

	2.
	3.4.4.2 NOTE
	Missing space: “…should be reported as% detections”
	Please correct to “…should be reported as % detections”

	3.
	Fig. 3 Legend
	We are re-submitting an updated file for Figure 3, which has the sub-figures labeled with capital letters instead of lowercase, to be consistent with the other figures. 
	Please correct the text of the legend for Figure 3, so that instead of lowercase letters representing each sub-figure, use uppercase which will match with the new, updated Figure 3 File. 
Instead of a.; use A.; instead of b. use B, instead of c. use C.; instead of d. use D.

Please do so for elsewhere in the legend text that refers to on of the subfigures (end of 4th line “…standard replicates of igure 3A.”; line 6 “…amplified in example 3C.”)

	4.
	Fig. 3A
	The legend says “…the amplification of replicate the six standard dilutions.”
	Please correct to “…the amplification of three replicates each of six standard dilutions.”

	5.
	Fig. 3A
	The legend says “…with decrease concentration moving to the right”
	Please correct to “…with decreasing concentrations moving to the right”

	6.
	Fig. 3C
	The legend says “…the amplification of replicate the standard dilutions”
	Please correct to “…the amplification of three replicates each of six standard dilutions.”

	7.
	Fig. 4
	The legend says “The dilution series was plated across three plates (a, b, c),…”; the figure only has 2 plates
	Please correct to “The dilution series was plated across two plates (A, B),…” do not include C

	8.
	Fig 7
	The legends says “Samples were collected at Wallen’s Bend …”, there is not apostrophe
	Please correct to “Samples were collected at Wallens Bend …”

	9.
	Table 3 
	In the component column says “ Actinonaias ligementina …”
	Please correct to “ Actinonaias ligamentina …”

	10.
	Table 3 
	In the Sequence 5’-3’ column, the probe regions for each assay  is not underlined as it is stated to be in the legend.
We highlighted in red text the location of the probe (underlined section) in the newly uploaded excel sheet for Table 3.


	For the Actinonaias ligementina standard Please correct to:

CCCTCATCACGTACCTCTTAATCCTATTAGGTGTCGCATTTTTCACTCTTCTTGAACGTAAAGCCCTCGGGTACTTTCAAATCCGAAAAGGCCCAAATAAAGTTGGAATTATGGGCATTCCCCAACCATTAGCAGATGCTCTAAAGCTCTTCGTAAAAGAATGAGTAACACCAACCTCCTCAAACTACCTACCCTTCATCTTAACCCCAACCACTATGTTAATTTTAGCACTTAGACTTTGACAATTATTTCCATCCTTTATANTATCATCCCAAATANTTTTTGGTATGCTCCTATTCTTGTGTATCTCCTCCCTAGCTGTTTATACAACACTTATAACAGGCTGAGCCTCAAACTCCAAATATGCCCTTTTAGGAGCTATTCGAGCCATAGCCCAAACCATTTCTTATGAGGTTACAATAAC
And for the IPC template (Hem-T)

Please correct to:

CTACATAAGTAACACCTTCTCATGTCCAAAGCTCTCTGAGTGTCCCTCGAATCTCAGACGCT

GTATGACAGTCTCCTTTCGTGTGAACATTCGGCTGCTCTATGTTCTCAAGGACTGCAC



	11.
	Introduction, first sentence, it is the first mention of eDNA, so should be spelled out as environmental DNA
	“….interested in the use of eDNA assays…”
	Please change to “ …interested in the use of environmental DNA assays…”

	12.
	3.5.2.4 
	“take multiple water samples per site, preferably 3 sites of each type…”
	Should say “Take multiple water samples per site, preferably 3 samples per site.”

	13.
	Representative Results, 5th paragraph
	Starts with “IPC amplification…”
	We should have spelled out IPC at the beginning of the sentence, so it should be, “The Internal Positive Control (IPC) amplification in unknown samples…”

	14.
	3.3
	“Order primers, probes and a synthetic standard…”
	We should have written it” Order primers, probes and a synthetic DNA standard…”

	15.
	Note under 3.5.2.6
	“…Thalinger et al.’s (see preprint)..”
	We should have written it” …Thalinger et al. (2020)…”

	16.
	2.3.7.1
	“Determine the temperature.”
	It should state: “Determine the melting and annealing temperatures of the primers and probe.”

	17.
	2.3.7.1; sentence 2
	“”Ideally……., and Tm of the probe…”
	There should be a “the” before “Tm”; “Ideally…, and the Tm of the probe…”

	18.
	2.3.7.2
	Should be a “.” And not a “:” at end of first sentence. And use examine instead of determine.
	“Examine the GC content.”

	19.
	2.3.7.6
	“Determine probes” should be “Design probes”
	“Design probes.”

	20.
	2.3.7.9
	“Determine the MGB probes:” is incorrect
	Please change to this to a note under 2.3.7.6

	21.
	2.3.7.3
	Change Determine to Search for.
	Please change to “Search for hairpin and dimer structures.”

	22.
	3.1.1
	Third sentence. “ …in the Organism box.”
	Should “Organism” be bold faced as it describes a specific box/ location on the software to enter information?

	
	3.4.5
	Split the sentence.
	Use an internal positive control (IPC) to test for PCR inhibition. Inhibition can lead to a decrease in sensitivity and false negatives.



	23.
	3.4.5.1
	“An IPC can be multiplexed…”
	Should be “An IPC assay can be multiplexed with the target  assay….”

	24.
	3.5.2; 2nd sentence
	“In this no-template control…” should not have hyphen and should include (NTC abbreviation)
	Should be “In this no template control (NTC), the only ….”

	25.
	Figure 3A Legend

3rd sentence
	“The flat line…”
	Should be “The horizontal line…”

	26.
	Discussion
	“…but Sengupta et al (2019)…” should have a period after al
	Should be “…but Sengupta et al. (2019)…”

	27.
	Table 1 Title
	Name of species should be fully spelled out
	Please change to “ …Actinonaias ligamentina…” instead of “A. ligamentina…”

	28.
	Acknowledgements
	We need to include our agency’s internal data release.
	Please add the following to the end of the paragraph.

“Data generated during this study are available as a USGS data release https://doi.org/10.5066/P9BIGOS5.”


	29. 
	Acknowledgments
	Updated the funding information according to edits made by  our internal review.
	Funding for the assay design reported in this study was provided by the Department of Defense Strategic Environmental Research and Development Program (RC19-1156).
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