T7 Gene 6 Exonuclease
Product number 70025

Digestion protocol

T7 Gene 6 Exonuclease hydrolyzes duplex DNA non-processively in the 5'—3' direction from both 5'-phosphoryl or 5'-hydroxyl
nucleotides by liberating mononucleotides until about 50% of the DNA is acid soluble. It also degrades nucleotides at the gaps and nicks
of double-stranded DNA from the 5' termini and RNA from RNA:DNA hybrids from the 5'—3' direction.

Properties:

Molecular weight: 32,000 Da

Optimum pH: 7.5

Optimum temperature: 37°C

T7 Gene 6 Exonuclease and 5X T7 Gene 6 Exonuclease Reaction Buffer are functionally tested in the following protocol to convert 0.5
pmol of 1 DNA to single-stranded half molecules using 75 units of enzyme in 30 minutes at 37°C.

5X T7 Gene 6 Exonuclease Reaction Buffer: 200 mM Tris-HCI (pH 7.5), 100 mM MgCl,, 250 mM NaCl.

Digestion of double-stranded DNA with T7 Gene 6 Exonuclease

DNA (~2.5 pg/ul) _
5X T7 Gene 6 Exonuclease Buffer 3ul
T7 Gene 6 Exonuclease (5 units/jug DNA)
Water to 15l

Incubate at 37°C for 30 minutes.
Incubate at 80°C for 10 minutes to inactivate the enzyme.

Products should be checked on an agarose gel. To avoid trapping of DNA in the wells of agarose gels or "sticky-end" artifact bands, heat
samples to 65-75°C for 3—4 minutes prior to loading.

Note: The above buffer is a "medium salt" buffer, which works for many restriction enzymes but may not work for all of them. If a
specific buffer is used for digestion, subsequent digestion with T7 Gene 6 Exonuclease usually still works satisfactorily. Subsequent
reactions should be carried out in the appropriate buffer. Ethanol precipitation after digestion may be used to change buffers.
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Documentation and support

Customer and technical support

Visit thermofisher.com/support for the latest in services and
support, including:

Limited product warranty

Life Technologies Corporation and/or its affiliate(s) warrant
their products as set forth in the Life Technologies' General

Terms and Conditions of Sale found on Life Technologies'
website at
www.thermofisher.com/us/en/home/global/terms-and-
conditions.html. If you have any questions, please contact
Life Technologies at thermofisher.com/support.

e Worldwide contact telephone numbers

e Product support, including:
— Product FAQs
- Software, patches, and updates
e Order and web support
e Product documentation, including:
- User guides, manuals, and protocols
- Certificates of Analysis
- Safety Data Sheets (SDSs; also known as MSDSs)
Note: For SDSs for reagents and chemicals from other
manufacturers, contact the manufacturer.

The information in this guide is subject to change without notice.

DISCLAIMER: TO THE EXTENT ALLOWED BY LAW, LIFE TECHNOLOGIES AND/OR ITS AFFILIATE(S) WILL NOT BE LIABLE FOR SPECIAL, INCIDENTAL, INDIRECT,
PUNITIVE, MULTIPLE, OR CONSEQUENTIAL DAMAGES IN CONNECTION WITH OR ARISING FROM THIS DOCUMENT, INCLUDING YOUR USE OF IT.

Important Licensing Information: These products may be covered by one or more Limited Use Label Licenses. By use of these products, you accept the terms and
conditions of all applicable Limited Use Label Licenses.
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