Submission of eDNA data to the USGS Nonindigenous Aquatic Species (NAS) database is a two-step
process. Users interested in the process can review the database’s goals for incorporation of eDNA data
at https://nas.er.usgs.gov/eDNA/default.aspx. Users interested in submission of eDNA data will be
directed to the pre-screening form (https://nas.er.usgs.gov/eDNA/prescreening.aspx), which gathers
very basic information about the study and eDNA data the user would like to contribute. On initial page
load of the pre-screening form, the user is presented with a pop-up notification containing the
Paperwork Reduction Act and Privacy Act statements (see below; number contained in the pop-up is
currently a placeholder)
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Paperwork Reduction Act Statement

This information collection is authorized by the Nonindigenous Aquatic Nuisance Prevention and Control Act of 1990 (16 U.S.C. 4701} [Nov 29, 1990]. Your responses are voluntary and need only be submitted cnce per
sighting report. We estimate that it will take approximately 3 minutes to prepare and submit the response. We ask vou for some basic organizational and contact information to contact you for clarification, if needed

In accordance with the Paperwork Reduction Act (44 U.S.C. 3301), an agency may not conduct or sponsor and a perscn is not required to respond to a collection of information unless 1t displays a currently valid Office of
Mznagement and Budget control number. OMB has reviewed and approved this information collection and assigned OMB Control Number 1028-0098. You may submit comments on any aspect of this information eollection,
including the accuracy of the estimated burden hours and suggestions to reduce this burden. Send your comments to: Information Collections Clearance Officer, U.8. Geological Survey, 12201 Sunrize Valley Dr., Reston, VA
20182 or to gs-info_collections@usgs gov.

Privacy Act Statement

Authority: Nonindigenous Aquatic Nuisance Prevention and Contrel Act of 1990 (16 US.C_ 4701) [Nov 29, 1990]

System of Records: Computer Registration Svstem (Interior USG3-18) published at 74 FR. 23430 [May 19, 2009].

Principal purpose: The principal purpose for collecting this informatien iz to track nonindigenous aquatic species in the U.S. We estimate it will take 3 minutes to complete the observation form.
Routine use: This information will be used by the U.8. Geological Survey to monitor and provide information conceming the status, distribution, and potential impacts of nonnative aquatic organisms.

Disclosure is voluntary: You are not required to provide your personal contact information in order to submit 2 sighting. However, if vou do not provide contact information, we may be unable to contact you for additional
information to confirm and verify your sighting.
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This pop-up contains the OMB control number, but not the expiration date. When the user clicks on the
‘Accept’ button, the user can then interact with the form. The following screenshots show the content of
the form. When the user completes the form and scrolls to the bottom of the page, the OMB Control
Number and the expiration date (both placeholders currently) are visible:


https://nas.er.usgs.gov/eDNA/default.aspx
https://nas.er.usgs.gov/eDNA/prescreening.aspx
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NAS - Nonindigenous Aquatic Species

Initial request form for submitting environmental DNA (eDNA) data

Please fill out this form to begin the process of submitting your eDNA data for display on the USGS NAS database (https://nas.er.usgs.gov). Once we receive and
approve this request, you will be emailed a link to access to the full application form online.

At this time, the NAS database is only able to accept eDNA data:

1. identifying nonindigenous/ invasive aquatic species outside of their native or historic range;

2. from water or aquatic sediment sampling within the United States or its territories;

3. and produced using probe-based quantitative PCR or digital PCR data
Additionally, it is not a requirement to have positive detections to submit your data, but proper controls are paramount (ses Guidance Document). Please fill in all
entries then click the Send Request button below. Further details and descriptions about your submission, or questions you have for the MAS team, can be included
within the Comments entry area.

Do you have multiple target species data to submit? If so, please fill out a request for each species independently, If you have questions, please email 3 NAS
staff member for assistance.

Which aquatic invasive taxa/species are you reporting on?

Type: (Select type) v
Common _Vnme:‘ |
Genus:
Species:
Study details

Sample Medium:
O Water O Sediment

Type of analysis:
() Probe based quantitative real-time PCR (qPCR) O Probe based digital PCR (dPCR)

Do vou have positive target detections to report?
O Yes ONo

Is this part of a continuing project from which vou have previously submitred eDNA dara?
Oves ONo

Study dates and location

Date range of the study: from \ to |

Please state the location where the study was performed as accurately as possible (list names of states, water bodies, national or state parks, management areas,
etc.):

Draw a polygon (or rectangle) encompassing your study area:
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Requestor Information

Your persenal information will NOT be shared on the website but may be shared with aquatic invasive species (AIS) managers and partners responsible for the AIS in
the location where your study took place.

First Name:

|
Last Name: |
Email: |
Telephone Number (optional): |
Address or Institurion Name: |

Important: non-preferential release: O True O False My data are subject to non-preferential release: Select True' if your data cannot be preferentially released (e.g., USGS data
cannot be released to invasive species managers prior to public release). Please check with vour institutional regulations to
determine the status of your data prior to answering this question.

Additional Comments

Flease leave any comments here:

Submit

OMB Control Number: 1028-0098
Expiration Date: 01/31/2023

Upon successful completion and submission of the prescreening form, the user is presented with a
notification, and receives an automated email describing the review and submission process. Data from
this form is entered into a table in the NAS Database for a staff member to quickly review and
approve/deny for the second, full application form.

Thank you. Your eDNA Intial Request has been submirted.
The NAS staff will be notified.




To: Meilson, Matthew E Mon : 3-20 10:26 AM

Thank you for your interest in submitting eDNA detection data to the U.S. Geological Survey Nonindigenous Aquatic Species
(NAS) Database. Contributions from data providers such as yourself are an important component of the database. A NAS
Database staff member will review your submission application shortly. Following the review, a link to the full application will

be sent to you, or you be contacted directly to discuss the appropriateness of your data for this database. In preparation for
the application and data submission process, please review our associated t which contains detailed
instructions and helpful information.

| % Reply | | Forward |

After the pre-screen form is reviewed by a NAS staff member the user then receives a second email
containing a unique link to the full submission form (https://nas.er.usgs.gov/eDNA/fullApplication.aspx),
which captures detailed metadata about the eDNA data the user would like to submit. The user is again
presented with a pop-up notification containing the Paperwork Reduction Act and Privacy Act
statements (number is screenshot is currently a placeholder)
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Paperwork Reduction Act Statement

This information collection is suthorized by the Nonindizenous Aquatic Nuisence Prevention and Control Act of 1990 (16 US.C. 4701) [Nov 29, 1990]. Your responzes are voluntary and need only be submitted cnce per
sighting repert. We estimate that it will take approximately 3 minutes to prepare and submit the response. We ask you for some basic organizational and contact information to contact vou for clanification, if needed.

In accordance with the Paperwork Reduction Act (44 US.C. 3301), an agency may not conduct or sponser and a person is not required to respond to 2 collection of information unless it displays a currently valid Office of
Menagement and Budget contrel number. OMB has reviewed and approved this information collection and assizned OMB Control Number 1028-0098. You may submit comments on any aspect of this information collection.
includimg the accuracy of the estimated burden hours and suggestions to reduce this burden. Send your comments to: Information Collections Clearance Officer, U.S. Geological Survey, 12201 Sunrise Valley Dr., Reston, VA
20192 or to g3-info_collections @usgs zov.

Privacy Act Statement

Authority: Nonindigenous Aquatic Nuisance Prevention and Control Act of 1990 (16 U.S.C. 4701} [Nov 29, 1990]
System of Records: Computer Registration System (Interier USGS-18) publizhed at 74 FR 22430 [May 19, 20091

Principal purpose: The principal purpose for collecting this information is to track nonindizenous aquatic species in the US. We estimate it will take 3 minutes to complete the observation form.

Routine use: This informatien will be used by the U_S. Geological Survey to monitor and provide information concerning the status, distribution, and potential impacts of nonnative aquatic organisms.

Disclosure is voluntary: Tou are not required to provide your personal contact information in order to submit a sighting. However, if you do not provide contact information, we may be unable to contact you for additional
informatien to confirm and verify your sighting.




This pop-up contains the OMB control number, but not the expiration date. When the user clicks on the
‘Accept’ button, the user can then interact with the form. The following screenshots show the content of
the form. When the user completes the form and scrolls to the bottom of the page, the OMB Control
Number and the expiration date (both placeholders currently) are visible:

NAS Environmental DNA (eDNA) Data Submission Full Application Form
Each of the following application questions require a "Yes” response for your submission to move forward. Please consult the Guidance Document for more detailed
explanations and descriptions of the questions and for a glossary of definitions for the underlined terms. Provide the answers to the application questions strictly
related to the specific data you wish to submit to the database. For example, if you are only submitting a portion of the data from a study, your answers should apply
only to those data. Failure to meet the data standards (i.e., answering "No"” to any of the questions) will result in your data submission failing its quality check.

If you find you cannot answer a question in the affirmative, you are welcome to reach out to us directly to see if we can assist you with meeting the requirement
(TODO: link email here). If a fee-for-service lab processed your samples, please enlist their help to complete the application.

A. Basic Study Information

A.1 Was either probe-based quantitative PCR (gPCR) or digital PCR (dPCR) performed for all sample data being reported?

Please indicate which: O ¢PCR O dPCR
Description: Only data produced via hydrolysis, probe-based (i.e., TagMan, etc.) quantitative PCR or digital PCR assays are applicable. This does NoT include data

produced using methods such as non-specific, fluorescent dye-based qPCR (e.g., SYBR Green, EtBr, LAMP, etc.), metabarcoding, or conventional/end point PCR.

A.2 Can the collection date be provided for each water or sediment sample for which data are being reported?

Description: The date that the sample was collected, preferably using the ISC 8601 date format of Full Year-Month-Day (e.g., 2019-07-26), must be available for
each sample reported.

A.3 Can geographic coordinates be provided for each sample collection station?

Description: A station is defined as a geospatially distinct sampling location where a water or sediment sample is obtained (see Guidance Document), as opposed to
a "site” which is more broadly defined {e.g., river, canal, hill, etc.). For each station, you must be able to provide the latitude and longitude (WGS84 datum) for each

water or sediment sample to a minimum of three decimals {e.g., 29.725, -82.418). For samples obtained using a moving filtration system, such as a backpack, the
starting coordinate is requested.

B. Sampling and Processing
Sampling

B.1 Can the volume of the water sample or mass of sediment sample be provided?

OYes UNo

Description: A water volume (in liters) or sediment mass {in grams} must be reported for each sample leading to an individual data point.

B.2 Were the initial field samples protected from light and (1) immediately preserved using a DNA stabilizing buffer then stored on ice/refrigeration
(4°C) until processed or {2) frozen (0°C minimum) within 24 hours of collection? Alternatively, were the samples (3) filtered on site and then

preserved (using stabilizing buffer, desiccant, etc.) for analysis off-site or (4) filtered and immediately analyzed on-site? Answer Yes if ANY of the
methods were employed.

OYes ONo
Please indicate which method(s) was/were used:

[1(1) stabilized with preservative on site and stored at 4°C

[C)(2) frozen for future processing or filtered within 24 hours

[T)(3) filtered and/or preserved (e g, desiccant, freezing, etc ) on site
Z1(4) PCR analyzed on site

Description: Evidence shows rapid degradation of eDNA from water or sediment samples at warmer temperatures (Strickler et al. 2015). A maximum short-term
storage temperature of 4°C is needed to preserve eDNA yield and quality, prior to and after concentration {i.e., filtration or centrifugation). If no preservation
method listed was used, samples must have been analyzed through the PCR step on location for approval of the application.



Contamination Controls

Megative controls, or "blanks,” are required for approval of the application. The next questions center on controls which account for possible contamination sources. For each type of
control, you will need to verify that the PCR did not amplify DNA. This result applies to negative controls collected and associated with the specific samples you wish to report.

B.3 Field Equipment blanks: Was at least one equipment blank (DNA-negative water or sediment) prepared at each site (per day) using the field sampling methods to
ensure neither the equipment, nor site, were contaminated by DNA introduced prior to the field effort? Please indicate the frequency and timing of field blank
preparation (i.e., daily, upon arrival at each new site, after finishing at each station, for each sampling event at a station, etc.) in comments.

O Yes ONo

Description: We require, at a minimum, one field blank at each site (broadly defined as a river, canal, hill, etc.}, and if multiple days at a site, a field blank must be collected for each dav.
We recommend doing so prior to the beginning of sampling (i.e., at the field vehicle, in boat before launching, before collecting any sediment, etc.). Please indicate the frequency (daily, at
each site, at each station, etc.) of field blank collection in the comments. & field blank is collected to ensure the site or equipment is not contaminated by DNA introduced from the lab, or
a previous sampling site, ete. It invelves pouring DNA-free water or dispensing DMA-free sediment into a collection receptacle (e.g., bottle, tube, bag, etc.) in the field. When using & field

filtering apparatus (mentioned above), this would mean pulling DNA-free water through the equipment system and collecting the blank as if it were a sample. Optimally, this is done
before field sampling begins and using decontaminated equipment.

B.3a Did all the field equipment blanks result in no amplification of DNA?

OYes UNe

Description: Please verify that the PCR did not amplify target or non-target DNA. This result applies to blanks collected and associated with the specific samples you wish to report.

B.4 Method blanks: Were DNA-negative water or sediment blanks processed using the eDNA concentration (isolation from substrate) methodology (i.e., did you
filter/ centrifuge negative controls)?

CYes UNo

Description: & method blank is collected to ensure the equipment used for isclation is not contaminated as a result of precessing. It involves preparing and analyzing DNA-free water or
sediment using the same protocol as the field samples including the concentration equipment (i.e., filtration systems, centrifuge, etc.). Concentration, or isolation, here refers to the step
wherein the biological material is concentrated or separated from the medium {water or sediment) and does not refer to the extraction of the DNA from the biological material (see Q.
B.5).

B.4a Did all the method blank(s) result in no amplification of DNA?

O Yes ONe

Description: Please verify that the PCR did not amplify target or non-target eDNA. This result applies to blanks collected and associated with the specific samples you wish to report.

B.5 DNA extraction blanks: Were DNA-negative water or sediment samples processed using the same eDNA extraction (purification) method and/or kits?

O Yes UNe

Description: Here potential contamination of the eDNA extraction step is tested by running a target DNA-negative water (e.g, distilled) or sediment sample, using the DMA extraction
kit/method. An extraction blank is processed along with your samples to ensure the eDNA extraction (purification) process does not contaminate the samples while obtaining the final
purified DNA product.

B.5a Did all the extraction blank(s) result in no amplification of DNA?

©Yes ONe

Description: Please verify that the PCR did not amplify target or non-target eDNA. This result applies to blanks collected and associated with the specific samples you wish to report.

Processing methods
B.6 Was a peer-reviewed, published method for extraction (purification) of eDNA samples used in the study?
CYes ONo

Please select the product type and include a reference and/or commercial product name in the comments.

Description: At this time, enly extractien methods validated for eDNA samples published in peer-reviewed journal articles are accepted. Studies which use novel, unpublished metheds are
unable to be accepted by our process at this time, Please include a published reference in the comments for the method you employed, and the specific product name,



C. PCR Assay

Validation and Optimization

PCR assay validation

Description: In thls section, validation indicates the detection of target eDNA and not that of non-target eDNA. For some questions, you will be asked to distinguish in-house efforts v reporting the res of a previously
publishe ¢ uzed as the reference for vour study, We require that znswers based on ancther lab's work are appliczblz ONLY if they included species (in zilice) or samples (in wtra."sltu\ from your study area at the regional
sczle [defined 2z 2 \arger gEograph\{ unit encompassing numerous sices, such 2= 2 park or preserve, drainage basin, county/state, etc.). Otherwise, we reguire that these validation
referenced study from which your sssay is derived in the comments. At this fime, only qPCR or GFCR methods validated for eDNA samples and published in peer-revie

unpublished methods are unable o be accepted at this time.

C.1 Has the specificity of the PCR primers and probes been for the ion of taxa in silico?

Tes UM

Description: Were in ftware used to validate the specificity of primers and probes to the taxa’s target sequence? Any appreciable homelogy to similar or unexpectad targets that may be in the study area (regional
sczle) should be rocnd in thn comments. This is often specific to the target organism as evoluticnary rates and the number of spacies in 2 genus will vary significantly.

If yes, are you reporting based on

(1) published information from ancther l2b
(2) results from your own lab

C.2 Has the PCR assay been validated for the exclusion of non-targeted taxa speci

city in vitro?

Tes O Me

Descnuu:n. Wzs this assay tested against genetic samples (=g ) from non-target taxa? This question seeks to ensure the assay did not cross-react with an organism that could occur within the sy
sampled (regional scale). This is often accomplished by performing 2 PCR (end- pamt qPCR or dPCR) ta test genetic samples from closely related, nen-target species of the same genera and non-related genera, If th
razulted in 2 peositve detection for a non- target spaciss, plezse list the non-target sped sclnnnﬁc names) in the comments.

tem being
test

If yes, are you reporting based on:

(1) published information from ancther l2b
(2) results from your own lab

C.3 Has the PCR assay been validated for taxa specificity in situ against co-occurring, non-target taxa?

Tes DM

Description: Pleass indicate w
detected. For this contral, th
occurred.

ether water or sediment samples from a site within the study region whers the target taxa are known to be sbsent have been tested using the assay and that the confirmed target taxon was not
mple is processed like a blank and assayed with an internal pasitive contrel (IPC) not derived from the target species to ensure the PCR reaction occurred, but that no non-specific amplification

If yes, are you reporting based on:

(1) published mformation from another lab
{2) results from your own lab

C.4 Has the PCR assay been validated for target taxa in situ using target eDNA positive water or samples obtained from the hic region of your study?

Yes TN

Description: This guestion addresses the possibility of false negatives based on genstic differences within @ species, For example, using =n 2ss=y designed for target taxa in the Great Lekes to test for the same target taxa in the
Pacific Nerthwest would not mest this criterien, Here we ask if the gPCR or dPCR 2ssay was tested by sampling in an zrez whers the target taxa are known to be present. Altarnatively. this can be cone by spiking water or

.2diment from the study area with target taxa DNA and observing 2 pesitive detection for the target DNA. Spiking the sample is acceptable for samples from study areas where 2 speci as not yet invaded or in rare cases,
suitable samples of slmllar habitat type are not accessible,

1f yes, are you reporting based on:
(1) published information from ancther l2b
(2) results from your own lab
C.5 Has the PCR assay been validated in situ to test for inhibitors and other environmental cofactors in the study area that may affect PCR amplification of your target eDNA?
Tes ONo

Description: Althaugh the chemical and physicsl makeup of 2 water bedy or =res of sediment can change daily, seasonally, etc., this test shows that the assay is functiona!in the zrez being sampled. One way to assess inhibitars
is to run tests of water or sediment samples with internal positive controls (IPCs) to determine if inhibitors may be affecting amplification.

If yes, are you reporting based on:

(1) published mformation from another lab
(2) results from your own lab



PCR Assay Optimization
Description: The assays used to produce the dara must meet specific standzrds from the Minimum Infarmation for Publication of Quantitative Real-Time Experiments (MIQE) or digital PCR experiments (dMIQE) to include
standard curves and ions within the acceptable MIQE parameters (Bustin et al. 200%; Huggett et al. 2013). The NAS objective is to host eDNA dats that are repeatable. Standard curve data provide critical information
regarding repeatabilicy and quality assurance. For lab-based qPCR analysis, andard curve must De run at lezst once with the same protecol and equipment (gPCR machine, reagents, etc.) used to analyze the samples. If 2
commercizl field gPCA system [instrument, reagents, etc.) was used, the company's validation metrics for that 2ss2y can be used to answer the guestions that fall

While the following metric: .6, C.62-C.6b) do not directly =pply to dPCR. assays, we still require that you report the metrics based on = published work that validzted the primers/probes for the dPCR ass=y you used [pleass
cite your referenca(s) in the comman If such = publication doss net exist, 2t this time we require the applicant needs o have performed a validation gPCR standard curve in their own lzb and may use the resules of thar o
answer the guestions below.

€.6 Were standard curves (qPCR) or dilution series (dPCR) run using a minimum of three technical replicates per standard/dilution with a minimum of five standards/dilutions covering the expected
dynamic range, OR can you report such metrics from an approved source (ses description)?
Yes ONe

Description: A minimum of three (amplified) replicates for each of five standards are required for statistical anslysis of the curve follawing MIQE guidslines (Bustin et al. 2009). If dats are produced vis = qPCR assay, a standard
curve must be run on your system with your reagents at least once prior to anzalyzing samples for reporting below. It is not required that standard curves be run with each set of samples (i.e., on each plate, etc.), If multiple
curves are run, the minimum requirements belo uld zpply to the dataset associzted zach curve,

An appropriate material used for standards would be custom or synthetic DNA, to incdude gene fragments, oligenucleotides, plasmids, stc, Genomic DNA or PCR amplicons may be used if able to accurately quantify starting
concentration using fluorometry.

C.6a Was the assay efficiency between 90 and 110%7

Tes CMo

Description: Efficiency values are calculated from the standard curve 2nd should fall within the 30-110% range. Efficiency is a measure of how effactively the assay amplifies the targst sequence and optimally
fold each cycle (Cq), ar 100%. You are welcome to enter your efficiency value in the comments.

For dPCR, are you reporting based on:

(1) published information from ancther lab (please cite reference in comments)
(2) results From vour own lab
(3)1 did not run dPCR.

C.6b Was the R2 of the standard curve = 0.957

Yes Mo

Description: R2 is the coefficient of determinatien (i.e.. goodness-of-fit) of a linear reg on medel, This is calculated from the standard curve, generally by the qPCR software or by a statistical analysis program. The closer the

value to 1,00, the better the regression is predicting the approximate real data points.

For dPCR, are you reporting based on:

(1) published information from ancther lab (please cite reference in comments)
(2) results from your own lab
(3)1 did ot run dPCR.

C.6c Was the it of detection (LOD) determined?
Tes UNo
Description: The limit of detection is the lowest standard concentration with at least a 95% detection rate across all replicat: ee Guidance Document). For lower concentration standards (these that fall within the deuble

digits), it is recommendad to run 10 er more replicates to ensure accuracy, as more replicates may help to decrease the effective LOD (Klymus et al. 2020).

For dPCR, are you reporting based on:

(1) published information from ancther lab (please cite reference in comments)
(2) results from your own Iz
(3)1 did ot run dPCR.



C.7 Were negative controls, or no-template controls (NTCs) run with each batch of samples or PCR plate?

Yes CMNe

Description: It is required that negative contrals (i.e., NTCs. instrument blanks) are anzlyzed with esch batch of samples (i.e., sach plate, run. etc.). This is 2ppropristely accomplished if DNA-free water or buffer iz used to
replace template (samples, standards, etc.) in @ minimum of twe reactions (for validation by reproducibility of results) during the anzlysis of each batch of sampl
56-well plate, or for aszays not performed an a plate, such s fizld gPCR systems, 2 minimum of twe negative controls may be anzlyzed across two separate run
batch of samples (samples collected from the same site on the same day) to account for reagent differences or potential on-site contamination.

C.7a Did the negative controls result in no amplification of DNA?
Yes ONe

Description: Please verify that the negative control PCR reacticn did not amplify target or non-target eDNA. This It applies to negative controls analyzed with each specific batch of samples you wish to report. Note: All
negative controls associated with a batch must result in no amplification to permit the data from the batch to be

as limit of blank’} is not allowed.

C.8 Were positive controls run in the PCR assay?
Yes OUNe
Please identify which type:

(1) Genomic DNA
(2) PCR amplicon
(3) Custom/ Synthetic DNA (i.e., zene frasment, z-Block, olizonucleotids, plasmid, etc)

Description: It is required that positive controls are ru
== from = tissus sample) to several wells (minimum two) of the plate/strin/=
synthetic DNA strands should have at least five nucleotides 5' of ('flanking' or 'upstream of') the binding sites of the forward and reverse primers (e.q., the DNA fregment should not begin or end at the first nuclectide of the
primer binding site). Fer azsays not performad on 2 plate, such as fisld gBCR systems, the minimum two positive controls must be run with each batch of samples (samples collectad from the same site on the same day) to
account for reagent differences or local sample source variation (pH, inhibitors, etc.}, but do not necessarily need to be analyzed in the same run.

For dPCR: Tf dBCR was run, the positive cantrol should have been run to function as a calibrator [i.e., a DNA control containing the target sequence) (Huggstt =t al, 2013). This positive control should he used st the same
wolume and concentration throughout the study and must have been run on each plate. or with each round of analyses, as appropriate. Each reaction should yield a consistent number of copies for the calibrator/ positive
contraol.
C.8a Did the positive controls result in (gPCR) detection of target DMA or did your positive control (calibrater) yield similar copy numbers and amplitude from dPCR run to run?

Yes ONe
Description: Please verify that the gPCR/dPCR did amplify target DNA. This result applies to positive controls analyzed with each specific batch samples you wish to report. If running dPCR, please verify that similar copy
numbers and amplitude were observed from run to run.
C.9 Were at least three PCR technical replicates run for each sample in the PCR analysis?

Yes UNe

Description: We require at least three technical replicates per sample (a2t this time) to ensure repeatability of results, reduce the chances of false negatives, and te most accurstely report true positives.

D. Reporting

D.1 Are the data reportable for each sample in one of these standardized formats: Qualitative detection (non-detect or detection) or
quantitative detection (concentration in copies/Liter for water or copies/gram for sediment)?

Please indicate which or both.

[171) Qualitative

[{2) Quantitative (you must report the limit of quantification in the comments)

Description: (see Guidance Document)
Non-detection: For qualitative or quantitative reporting, this is a result of no detections of target eDNA amcng all PCR replicates.

Qualitative detection: All reported detections must be replicated either in 2 or more technical replicates or among two or more station replicates
(not just in one reaction/replicate). For qPCR, detecticn must occur with value(s) above the LOD but are below the LOQ in two or more of all gPCR
reactions for a station sample.

Quantitative detection: For gPCR, the concentration value of at least 2 replicates with positive detection must be above the assay limit of
quantification (LOQ). This is defined as the lowest standard concentration that resulted in less than 35% coefficient of variation. For dPCR at least
two (2) reactions must have cne or more positive droplets with an amplitude within the amplitude range of the positive control/ calibrator run on
that plate. Calculations should use the metrics: copies/Liter for water or copies/gram for sediment.

Note about Inconclusive detection (see Guidance Document): Defined as a detection in only 1 of the PCR technical replicates for a station sample.
These data will be permissible to submit with your dataset, but will not be displayed on the map viewer. They will be retrievable in the table format
with the rest of your submitted data.

Additional Comments

Please leave any comments here:

For the purpeses of this application, 2 batch could mean one
me systems only anzlyze 2 few reactions per run) for 2ach

pted. At this time, subtracting positive detection copy numbers from the experimentsl samples (often defined

h 2ach batch of samples [l.e., szch plate, BCR, e1c.). This iz 2ppropriataly sccomplished if 2 standard curve iz includad in the run, o by the 2ddition of target DNA (such
. to verify PCR amplification cccurred (. €.4). Genomic DNA could be extract from the tissue, blood, etc. of the target organism. PCR amplicons and

OMB Control Number: 1028-0098
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Upon submission of full application form, the form data is evaluated based on automated rules: if all
guestions are answered in the affirmative (indicating that the eDNA data meets with the previously
established standards for submission), the user is shown a pop-up notification containing a link to the
data template file, the submission guidance document, and a unique URL for submission of their dataset

reactions for a station sample.

Thank you for completing the application. Your dataset and study metadata meet our criteria and have been approved for submission to the database.

Please format your dataset using the Sample Template File. Instructions for formatting your data for the template can be found in the Guidance Document. The completed data template can
be submitted to the database here.

Laairional Comments

The user also receives an email containing the same links

NAS eDNA Full Submission Request

Mon 2023-03-20 10:46 AM
Thank you for completing the application. Your dataset and study metadata meet our criteria and have been approved for

submission to the database.

Please format your dataset using the Sample Template File. Instructions for formatting your data for the template can be found
in the Guidanc y)cument. The completed data template can be submitted to the database here.

The sample template file page contains two versions of the template: one with annotations on the field
names and sample data, and one just containing field names. No OMB control number is displayed on
this page, nor is a pop-up containing the PRA and Privacy Act statements presented (as the user has
been shown this information twice during the submission process).

as.er.usgs.gov/eDN nplate.as Q o & a3 = E "'
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science for a changing worid

NAS - Nonindigenous Aquatic Species

Report a Sighting Screening Tool (SEINeD)

eDNA Templates

Please downlcad the template and enter your data as shown in the example file. Details about the data for each header can be found in the Guidance
document. When complete, you can upload your data by clicking on the link in your acceptance email.

Annotated Template with Sample Data
Basic Template with Headers Only

After the user formats their data according to the data submission template, the user can upload their
dataset to the NAS database using a unique URL present in the acceptance email (see above)
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eDNA Data Upload
Please use this form to upload yvour eDNA data for review by a NAS Database staff member.

Accepted file types are Excel ( XLS, XLSX) and CSV.

Filename: | Choose File | No file chosen
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