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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Description automatically generated]
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:
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Description automatically generated]
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Description automatically generated]
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Description automatically generated]

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. 
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Description automatically generated]
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Description automatically generated]
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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Description automatically generated]
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:
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Description automatically generated]
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Description automatically generated]
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Description automatically generated with medium confidence]
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Description automatically generated]
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Description automatically generated]
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Description automatically generated]
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Description automatically generated with medium confidence]
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Description automatically generated]

Upon submission of full application form, the form data is evaluated based on automated rules: if all questions 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
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Description automatically generated]
The user also receives an email containing the same links
[image: A screenshot of a computer

Description automatically generated]
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).
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Description automatically generated]
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)
[image: A screenshot of a computer

Description automatically generated]
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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 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 (see Guidance Document). Please fillin all
entries then lick the Send Request button below. Further details and descriptions about your submission, or questions you have for the NAS team, can be included
within the Comments entry area.

Do you have multiple target species data to submit? If so, please fill out 2 request for each species independently. If you have questions, please email 3 NAS
staff member for assistance.

9 o 5 i Thank you. Your eDNATutial Request has been submitted.
Which aquatic invasive taxa/species are you reporti e Rduest s

Type: Fish [

Common Name: [iest

Genus: t

<

Species: t

Study details

‘Sample Medium:
® Water O Sediment

Type of analys
© Probe based quantitative real-time PCR (qPCR) O Probe based digital PCR (dPCR)

Do you have positive target detections to report?
©Yes ONo
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To: Neison, Matthew E Mon 2025.03-20 1026 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 Guidance Document which contains detailed
instructions and helpful information.
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Alert System

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
ns 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.

Paperwork Reduction Act Statement

This information.
ting report. ¥

tof
nse. We ask y

atethat it will ke o

ot and a persom i not required o
and asi

System of Records: Con

tmate it will

o comy o

Principal purpose: The:

Routine use: distrbution, and cts of nonnative aq

ou do ot provi information, we may be u for additional

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

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
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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
(TODO: link email here). If a fee-for-service lab processed your samples, please enlist their help to complete the application.

meeting the requirement

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

OYes ONo

Please indicate whi

@PCR OdPCR

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?
OYes ONo

Description: The date that the sample was collected, preferably using the 1SO 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?

OYes ONo

Description: A station is defined as a geospatially di
a “site” which is more broadly defined (e.q., 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.q., 29.725, -82.418). For samples obtained using a moving filtration system, such as a backpack, the
starting coordinate is requested.

inct sampling location where a water or sediment sample is obtained (see Guidance Document), as opposed to
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B. Sampling and Processing

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

OYes ONo

iters) or sediment mass (in grams) must be reported for each sample leading to an individual data point.

Description: A water volume

B.2 Were the initial field samples protected from light and (1) immediately preserved using a DNA stabilizing buffer then stored or
(4°C) until processed or (2) frozen (0°C minimum) within 24 hours of collection? Alternatively, were the samples (3) filtered on
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) stabilized with preservative on site and stored at 4°C
0)(2) frozen for future processing or filtered within 24 hours
[0)(3) filtered andor preserved (e.g., desiccant, freezing, etc.) on site
0)(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 (.., 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 appli
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Contamination Controls

Negative 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 /» upon arrival at each new site, after finishing at each station, for each sampling event at a station, etc.) in comments.

Yes ONo

Description: We require, at a minimum, one field blank at each site (broadly defined as 2 river, canal, hill, etc.), and if multiple days at 3 site, a field blank must be collected for each day.
We recommend doing so prior to the beginning of sampling (i.¢., 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. A field blank is collected to ensure the site or equipment is not contaminated by DNA introduced from the lab, or
2 previous sampling site, etc. It involves pouring DNA-free water or dispensing DNA-free sediment into 2 collection receptacle (e.q., bottle, tube, bag, etc.) in the field. When using a field
filtering apparatus (mentioned above), this would mean pulling DNA-free water through the equipment system and collecting the blank as i 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 ONo

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.c., did you
filter/ centrifuge negative controls)?

Yes ONo.

Description: A method blank is callected to ensure the equipment used for isolation is not contaminated as a result of processing. 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?

OYes ONo

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 o sediment samples processed using the same eDNA extraction (purification) method and/or kits?

OYes ONo
Description: Here potential contamination of the eDNA extraction step s tested by running a target DNA-negative water (e.g, distilled) or sediment sample, using the DNA 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 ONo.

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.
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Processing methods

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

Yes ONo.

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

(1) Sitica colvmn
(2) Phenol-chloroform

(3) Enzyme

(4) Bead

(5) Other published method (MUST include reference in commens)

Description: At this time, only extraction methods validated for eDNA samples published in peer-reviewed journal articles are accepted. Studies which use novel, unpublished methods are
unable to be accepted by our process at this time. Please include 2 published reference in the comments for the method you employed, and the specific product name.
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C. PCR Assay
Validation and Optimization

PCR assay validation

Deszription: In thi secton, valdation indicates the dataction of target DNA and ot that o non-targat <DNA, For soms qusstions, you vl be ssked to distinguish in-house sfforts versus reporcing the rasults of 3 pravisusly
published study used 25 the rferance for your sty We require that answers basad on another labs work ara applicable ONLY i they included species (n sico) or samples (1n vita/sicu) from your study area 2t the ragional
Scale (defined 25 2 larger geographic unit ancompassing numerous sites, Such as & park o preserve, drainage basin, county/state, et.]. Gtherwise, e raguire tha thase valdation steps ba assessed by Your Iab. Please cita the
Feferaniad study From uhich your 8558y ' CTVEA I he comments, St 15 e, anly GPCR o QPR methocs VA GSKad for SDNA Samples 2nd AL Shed i peerrev 8. Journal SrCLS 3re sccested. Studes which ues noval
Unaublchad methads ars unsh s be Sczpied st s e,

C.1 Has the specificity of the PCR primers and probes been validated for the exclusion of non-targeted taxa i silico?

T ONo

Descrption: Were i silco ools/software used 1o validate the specificiy of primers and probes to the taxa's trget sequsnce? Any appredable homology to similar o unexpected targets that may b in the study area (regional
scale) should ba noted in the comments. This s ften spacific 1o he targer organism 25 evolutonary rates and the number of specie in 3 ganus il vary significandy.

1f yes, are you reporting based on

(1) piblished informaton rom another 3b
) resls fom your own 3b

C.2 Has the PCR assay been validated for the exclusion of non-targeted taxa specificity in vitro?

T ONo
Description: Was ths assay tastad sgainst genetc samples (.9, DNA exuracis sic.) rom non-iarges tax? This question sesks to snsure the sssay dd 1ot cross-react with an organism that could occur within the system being
samplad (regiona scale). Thi i often accomplshed by performing a PCR (end-poiné, GPCR or dPCR) to tast genetc samples from closely relatad, non-cargat spacies of the same genara and non-related genera. f ths test
fesuiked in 3 posiive detecton for 3 non-target spacies please I the non-target species (sciantiic names) n the comments.
1f yes, are you reporting based on:

(1) piblished informaton rom another 3b

) resls fom your own 3b

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

T ONo
Description: Please ndicate whsther water or sediment samples from a sta within the scudy region whera the target taxa are known to be absent have been tested using the assay and that the confirmed target taxon as ot
detacced. For ths conrol, the sampla i processed like a blank and 2ssayed with an ntemal postive conrol (1PC) ot derved from the target species to ansura the PCR reaction otcurred, but that no nonspecific amplfication
Sccurmed.
1f yes, are you reporting based on:

(1) piblished informaton rom another 3b

) resls fom your own 3b
C.4 Has the PR assay been validated for target taxa in situ using target DNA positive water or sediment samples obtained from the geographic region of your study?

T ONo
Descrption: This quastion addresses the possbiity of false negatives basad on ganatic dfferances wichin 2 species. For example, using an assay design for target taxa in the Great Lakes to test for the same trget 1axa inthe
Pacitc Northuast 11d not mest i crteron. Hare s 25k F the GPCR or dPCR 2533y 125 tasiad by sampling In 20 area whers the farges sxa are known o be present. Atematively. s can be cone by Spiking ater o
Sdimant from the Study 328 1 th target 51 DNA SN G6EENINg 3 ASEKive detachon T he target DA S31ng the Sample 15 SCCEDtaR  for £amples F1om STacy arets whare 3 SHECIaE NSE NOF YEt IVAZEd o7 1 1 Eates,
Lihis samales o Smilar habiat type ars not aczesdbl,
1f yes, are you reporting based on:

(1) piblished informaton rom another 3b

) resls fom your own 3b
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?

T ONo

Descrption: Althaugh the chermical and physical makeup of  water body or area of sediment can chang dally, seasonally,etc, this tet shows tha the assay is functionalin the area being sampled. One way to assess inhibitors
1270 rum teies of scer o SEdment sampISs w2h ncernal poEive contols (IPCe) o dekarmming F inh siars may oe sAzing srialf con,

1f yes, are you reporting based on:

(1) piblished informaton rom another 3b
@) resalts rom your ovm b




image13.png
PCR Assay Optimization
Desaription: Tha sscsys used to praducs the dats must mess spaciic standard from the Minimum Informstion for Publiceton of Quantiative Resl-Time Expariments (MIQE) or dgitl PCR sxpariments (GMIQE) to nclude.
standard curves and sarial dilutons wchin the acceptable MIQE parameters (Bustin et aI. 2009; Huggats &t a. 2013). The NAS objectve s o host eDNA data that re repeatable. Standard curve data provids crtical nformation
Tegarding rapestabiity and qualty sssurance. For 19 5asad GPCA Snalya, 3 Sandard SUrVe musk BE run S ISS6t OTcR 11 the SEme AroROcel and SQUBMARt (SPUR MSGhna, rESgEnts, S5c ) UAd t Snalyee e samales 113
commercialfld SPCR system Instrumsnt, reagents. sic.) wias sed, Shs company's alidation metricsfo that 3ssay can be used to answer the questions tat fllow
‘While the following metrics (C.6, C.6aC.6b) do not directly apoly to dPCR assays, we st raquire hat you report the metrics based on 3 published work that validated the primers/probes for the dPCR assay you used (please

Gie your referenca(s) in the commens). I such a publicaton does not <X/t a¢ i tima we requir the applcant nesds to have performad 2 validation GPCR standard curva n ther own 13b and may use the resuts of tht to
answer the questons below.

C.6 Were standard curves (PCR) 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 fram an approved source (see description)?

T ONo
Descrption: A minimum of hres (amplfied) replcate for sach of five standards are raguired for statsical analysis of he curve following MIQE guidelines (Bustin e al. 2009).If data are prodced via 2 GPCR assay, 3 sndard
urve must be rn on your system wih your resgants at least once prior o analyzing samples fo reporing below. 1t 5 not required that sandard curves be fun wich each set of samples (18, on Sach plate, .. I mufiple
CLrvas S0 run, e minmum requrEmEnts balas U 355l 9 tne Gataset Sztecicad i 25eh curve

20 ssproprat mataral use forsandards would b custom o syeheic DA, ndde gane ragmens, ofeniclsosdes, iasTids, e Genai DNA o PCR amplcons maybe ued  abe o sccuraely suanty sarng
concentraton using fuorometry.

C.63 Was the assay efficiency between 90 and 110%2

T ONo

Descrption: Effciency valuss are calculated from the standard curve and should fall within the 90-1105% range. Effciency s 2 measure of how effectivly the assay amplfies the target sequence and optimally i as close to 2+
Fol2 aaeh cycle (Cal, or 300%, Vou are walcoma s ancer your S cianey valus in the commanc,

For dPCR, are you reporting based on

(1) piblished information rom amoher 13 (pleasecite rference i commnt)
Q) resls fom your own 3b
)1 dd ot BCR.

C.6b Was the R2 of the standard curve 2 0.957

T ONo

Deszription: R2 i the cosffcent of determination (1.6, gasdnsss-of-) of 3 insar ragression modsl, This is calculsted from the standard curve, generaly b th GPCR softare or by 3 stsctcal analysis program,. The closer the
valie 9 1.00, the bester the regrasson s srecicing the asproximate real data paints.

For dPCR, are you reporting based on:

(1) piblished information rom amther 13 (pleasecite rference i commnt)
Q) resils fom your own 3b
)1 dd ot rn BCR.

C.6¢ Was the limit of detection (LOD) determined?

T ONo

Descrption: The limc o dataction is the lowest standard concensraton with atleast 2 93% datecion rate across all repicates (sse Guldance Document). For lower concantration standards (those thafall withn the double
Gigits), it 5 recommendad to run 10 or mors raplicates o ensure accuracy, as more replicates may help o Gecrease the effective LOD (Kiymus st 3. 2020),

For dPCR, are you reporting based or

(1) piblished information rom amoher 13 (pleasecite rference i commnt)
Q) resls fom your own 3b
)1 dd ot BCR.
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C.7 Were negative controls, or no-template controls (NTCs) run with each batch of samples or PCR plate?
T ONo

Deszription: It i raquired that negative contals (1.6, NTCs, nstrument blanks) are snslyzed with sach bateh of samales (1., sach plats, run, z.). T i sppropristely sccomplshad f DNA-Tree watar or bufer i used 1o
replace templace (samples, standards, etc.) in & minimum o two reactons (for validation by raproducibilty of esult) during the analyss o Sach batch of samples. For the purposes of this application, @ batch could mean one
vl place, or or assays not performed on a plte, such s feld QPCR systams, 3 minmUm of two negative controls may be analy2ed across two separate runs (a5 soma SyStems only analyze a few reactions per run) fo sach
Batch of samles (samsles callcied from the same ste on the same day) o account for reagent dierances or potential on-sie contamination.

C.72 Did the negative controls result in no amplification of DNAZ

T ONo
Deszription: Plesse veriy that the negatva contral PCR resction did nat amplfy target or non-targes SDNA, This result spples to negstive controls anslyzad vith ssch spsciic batch of samales you wish to rzort. Note: Al

negative contrls associated wich a batch must resul n no amplficaton to peris the data from the batch to be acceptad. A¢ this e, subtracting positive dacacsion copy numbers from the experimental samples (ofen defined
25 it of blank) i5 not llowed.

©.8 Were positive controls run in the PCR assay?

T ONo
Please identify which type:
D) Genomic DNA

Q) PCR amplicon.
) Custom Syathaic DNA (i, e fagment, ¢ Block, ligomuclaside, plasmid, ete)

Description: ¢ raquired that posicva controls are run with sach batch of samples (.., each plate, PCR, etc.). This is ppropriately accomplished i  standard curve i incuded i the run, or by the addition of target DNA (such

25 from a tissue sample) o several wells (minimum tw) o the plate/strip/ete, <o verfy PCR amplifcation occurred (Q. C.4). Genomic DNA could be axtract from the tssus, biood, et o the targes organism. PCR amplicons and

Synthetic DNA strands should have atleast ue nuclotides 3'of (flanking. or spstream of) the binding sites o the forward and revarse primers (2.3, the DA fragment should not begin or end at the first nuclactde of the

primer binding 5t). For assays not performed on 2 place, such a5 fild GPCR systems, the minimum two posicive controls must be run with aach baich of samples (samples collected from the same site on the same day) to

Sccoun for reagent diferances or local sample source variation (oH, Inhbitos, &) bt do not necessarly need o be analyzad in the same ru.

For dPCR: If 4PCR was run, the postive contol should have been run to funcion as 2 calbrator (1., 3 DNA contrl containing the arget sequence) (Huggets ot al 2013). Tis positive contrl should be used at the same

volume and concantration throughout the study and must have been run on each plate, or with sach round of analyses, a5 3ppropriate. Each reaction should yield 2 consistent number of copies for the calbrator] postve
o,

C.82 Did the positive controls result in (qPCR) detection of target DNA or did your positive control (calibrator) yield similar copy numbers and amplitude from dPCR run to run?

T ONo

Desiription: Plsse veriy that the GPCR/PCR did amalfy sarges DNA, This resuls azpliss © postive controls analyzed with asch spacfic batch samples you wish t repors. I running dPCR, plesse verfy that smilar copy
numbars and ampiude wers observed from run to rn.
©.9 Were at least three PCR technical replicates run for each sample in the PCR analysis?

T ONo

Descrption: We raquire at leastthres technical replicates per sample (st this time) to ansure repeacabily o resuls, raduce the chances of false negatives, and o most accurately report true posicives.
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D. Reporting

one of these standardized formats: Qualitative detection (non-detect or detection) or
er for water or copies/gram for sediment)?

D.1 Are the data reportable for each sample i
quantitative detection (concentral i

Yes ONo

Please indicate which or both.
(1) Qualitative
(0(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 among 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, detection 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 qPCR, 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 one 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:

OMB Control Number: 1028-0098
Expiration Date: 01/31/2023
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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
e submitted to the database here.
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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.
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I 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

Paperwork Reduction Act Statemer

nis author

2201 Sumise Vally D, Reston, V

Privacy Act Statement
Authority: X

System of Records: Compet

2 form

stimate it minutes to complete

{ Principal purpose: T

distrbution, and potertial impacts of nomative aquai

Routine use:

£ you do not provide contact nformation,we may be nable o contact you for additional

BTl o o K TR TR (6 B G (P TR TSR




image2.png
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Taxa Information

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 (see Guidance Document). Please fill in all
entries then dlick the Send Request button below. Further details and descriptions about your submission, or questions you have for the NAS team, can be included

within the Comments entry area.

Do you have multiple target species data to submit? If so, please fill out 3 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:
CommenName|_— ]
G [

Study details

‘Sample Medium:
OWater O Sediment

Type of analysis:
Probe based quantitative real-time PCR (PCR) O Probe based digital PCR (4PCR)

Do you have positive target detections to report?

OYes ONo

Ts this part of a continuing project from which you have previously submitted eDNA data?
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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,

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

O Draw Polygon @
() Draw Rectangle @

O Polygon from WKT@ | R
Unselect all three options to  uc.cn
pan map. b ELPasog

Nashiile® Knoryile
TENNESSEE

OKLAHOMA

o Atlanta

Bimiighan
sballas Y GEOR

LABAW v

pustin LOUISIANA

Bioustorn New Ortears

o

oTamp:

Tlontenrey guror
3 Esni, HERE, Garmin, FAO, NOAA, USGS, EPA





image4.png
Requestor Information

‘Your personal 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.

FisXame: —
Eman: —
Telephone Number (optional):[ |
Address or Institution 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 your institutional regulations to
determine the status of your data prior to ansiwering this question.

Additional Comments

Please leave any comments here:

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





