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License: This is an open access protocol distributed under the terms of the Creative Commons Attribution License,  which

permits unrestricted use, distribution, and reproduction in any medium, provided the original author and source are credited

Protocol status: In development

We are still developing and optimizing this protocol
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Abstract

We are still developing and optimizing these protocols!

The aquatic vertebrate eDNA protocols are  designed for persons familiar with basic molecular biology techniques

and access to essential molecular biology laboratory equipment. To facilitate use, we utilize commercial kits and

open source software, and standardized PCR and sequencing protocols.

Overview. From start to finish there are four laboratory components, each of which can potentially be completed

in one day. Except for filtration, which we aim to do within 0-2 days of collection, samples can be safely stored for

weeks to months between steps at -20 °C. All procedures are done on an open bench wearing gloves; wipe down

work area and equipment after use with 10% bleach. We change gloves a lot to minimize cross contamination.

Separate sets of pipettors and reagents are used for pre- and post-PCR work. We do one component at a time; in

particular when filtering do not perform other procedures including DNA isolation and PCR. Unfiltered pipette tips

are employed; after each procedure used tips are discarded and collection containers rinsed with 10% bleach. To

reduce potential for cross-contamination, we do PCR in GE Illustra 8-tube strips (i.e., not 96-well plates), and

other steps in individual 1.5 ml microfuge tubes.

LABORATORY COMPONENTS

1. Filter water samples

2. Isolate DNA

3. Amplify vertebrate 12S

4. Add Nextera tags
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Attachments

nycnj aquatic verteb...

19.5MB

Troubleshooting

protocols.io | https://dx.doi.org/10.17504/protocols.io.p9gdr3w May 23, 2018 3/4

https://content.protocols.io/yawz7fn.pdf
https://content.protocols.io/yawz7fn.pdf
https://content.protocols.io/yawz7fn.pdf
https://content.protocols.io/yawz7fn.pdf
https://content.protocols.io/yawz7fn.pdf
https://www.protocols.io/
https://www.protocols.io/
https://dx.doi.org/10.17504/protocols.io.p9gdr3w


1

protocols.io | https://dx.doi.org/10.17504/protocols.io.p9gdr3w May 23, 2018 4/4

https://www.protocols.io/
https://www.protocols.io/
https://dx.doi.org/10.17504/protocols.io.p9gdr3w

