Data File 18-1150-14 AB Polymerase Chain Reaction (PCR)

ExoSAP-IT PCR Clean-up Kit

Description EXOSAP-IT CLEAN-UP

ExoSAP-IT™ is designed for fast and efficient purification of

Polymerase Chain Reaction (PCR) products for downstream Targot DA
applications such as sequencing, genotyping (SNP analysis),
cloning, in vitro transcription, etc.
EX0SAP-IT consists of two hydrolytic enzymes,
Exonuclease | and Shrimp Alkaline Phosphatase (SAP), in a :

. — —
sp‘ecmllg formulated buffer for the removql of unwonted T g — e
primers and dNTPs from a PCR product mixture with no — =

interference in downstream applications. S

DNA polymerase, | thermal cycling
EX0SAP-IT offers: i i

. . . PCR product
¢ A 30-min PCR clean-up protocol in a convenient () proce
one-tube, one-step format __ s
= 4dNTPs
e 100% recovery for both small (< 100 bp) and long = -

(> 20 kb) PCR products

Add ExoSAP-IT 37°C, 15 min for treatmeant

80°C, 15 min 10 Inactivate

¢ Less hands-on time compared to other methods
Double-stranded

¢ Ascalable and easy to automate procedure for handling ~ PCR product
large volumes Nucleosides, P,
Quick: 30 min clean-up protocol /!
Sequencing or SNP Analysis

The protocol for EXoSAP-IT consists of a single pipetting

step (enzyme mixture addition), a 15-min incubation at Fig 1. Schematic diagram of the ExoSAP-IT PCR clean-up method
37 °C followed by enzyme inactivation at 80 °C for a further

15 min. Thus the clean-up procedure is completed within

30 min and your PCR product is ready to be used in

downstream applications (Fig 1). The heat-inactivated

enzymes do not interfere with downstream applications.




Simple: single-step, one-tube

Ex0SAP-IT eliminates the need for gel or spin column
purifications, sedimentations, filtrations, beads and/or
magnetic separations (1). The method requires minimum
hands-on time. Both Exonuclease | and SAP are active in
commonly used PCR buffers hence eliminating the need for
a buffer exchange step. Exonuclease | removes residual
single-stranded primers and any extraneous single-
stranded DNA produced during the PCR reaction (Fig 2).
SAP removes the remaining, unincorporated dNTPs from
the PCR mixture.
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Fig 2. Perfect primer degradation. A 5' FAM-labeled 20-mer was
electrophoresed on a 15% denaturating polyacrylamide gel (pre) and
following (post) ExoSAP-IT treatment (0.1 pmol per lane). The oligo and
subsequent digestion products were visualized on a fluorescent scanner.
EX0SAP-IT is able to digest at least 25 pmol of primers (in 5ul) in 15 min at
37 °C, which is about ten times the average concentration of primers that
are present in a typical PCR reaction. The digestion product is a 5' FAM-
labeled dinucleotide. Fluorescein-labeled dCTP is shown as a marker.

High yield: 100% sample recovery

Unlike other protocols that use multiple steps and spin
columns with recoveries in the range of 70-90%, ExoSAP-IT
can be used to process PCR products ranging in size from
less than 100 bp to well over 20 kb with no sample loss. The
enzymatic treatment step of EXoSAP-IT ensures that all of
your PCR products are retained in the reaction tube (Fig 3).
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Fig 3. No loss of PCR products after ExoSAP-IT treatment. Single-copy
targets were amplified from human genomic DNA. HES-1 (125 bp), numb
(455 bp), NRAGE (1.55 kb) and numb (4.6 kb) were loaded on a 1.5% agarose
gel before (pre) and after (post) 15 min treatment with ExoSAP-IT at 37 °C.
The DNA marker is shown on lane M. A wide range of PCR product sizes can
be treated with ExoSAP-IT, even a 125-bp fragment, with no sample loss.
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Scalable: decreases time and expense while
increasing throughput

The single pipetting step for PCR clean-up enables direct
enzyme addition to the PCR reaction tube. This makes
ExoSAP-IT the method of choice for processing multiple
samples at once; either manually or with robotic devices.

Sequence-grade: obtain high-quality sequencing
results with PCR products

Enzymatic treatment to remove excess primers and
nucleotides yields templates that can be easily sequenced.
Problems with leftover PCR primers leading to background
bands are virtually eliminated. ExoSAP-IT can be used as an
effective clean-up method prior to any fluorescent or
radioactive DNA sequencing protocol (Figs 4 and 5).
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Fig 4. Fluorescent sequencing results of a 100-bp puUC18 PCR
fragment. Data generated by Cleveland Genomics—a research service
company. Pre-sequencing PCR clean-up performed with a) ExoSAP-IT
and b) a commercial column designed for PCR clean-up. Base miscalls in
b) are due to inherently low yields or short PCR products when using
columns (courtesy of USB Corporation).

GATC Fig 5. Autoradiograms of a 20.7-kb
Lambda PCR fragment sequenced
with Thermo Sequenase Radiolabeled
- Terminator Cycle Sequencing Kit. Pre-
sequencing PCR clean-up performed
— with: (a) ExoSAP-IT: (b) a commercial
- column designed for PCR clean-up.
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Applications

ExoSAP-IT is used in an increasing range of applications
including sequencing (manual and automated), genotyping
(SNP analysis), cloning, in vitro transcription, nested PCR, etc.

Components

Exonuclease | from E. coli and Shrimp Alkaline Phosphatase
(arctic Pandalus borealis) in a specially formulated buffer
compatible with commonly used buffers for PCR.

Storage and Stability

Shipped on dry ice. Store at -20 °C and keep on ice during
pipetting. EXoSAP-IT retains 75% of its activity after 8 h
incubation at room temperature and > 50% of its activity
after one week at 4 °C in its storage buffer. EXoSAP-IT can be
frozen and thawed up to 4 times without significant loss of
activity. Product can be subaliquoted for more convenient
storage, if required.

Expiry

See details on main packaging.
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Ordering Information
EXoSAP-IT One Step PCR Clean-up
Description

Code number

100 reactions

500 reactions

2000 reactions

Custom product solutions available upon request

Related products
Polymerases for PCR
Description

Us78200
Us78201
Us78202

Code number

Tag DNA Polymerase

FldeliTag PCR Master Mix (2X)
FldeliTag PCR Master Mix Plus
RT-PCR Master Mix (2X)

PureTag™ Ready-To-Go™ PCR Beads

GenomiPhi™ DNA Amplification Kit
Description

see catalog for full range
E71182
E71183
E78370
see catalog for full range

Code number

25 reactions
100 reactions
500 reactions

Nucleotides
Description

25-6600-00
25-6600-01
25-6600-02

Code number

dNTPs for PCR and Long PCR, Premixed

see catalog for full range

Sequenase™ Version 2.0 DNA Sequencing Kit

Description

Code number

100 templates

Thermo Sequenase™ Cycle Sequencing Kit

Description

Us70770

Code number

100 reactions

US78500

Thermo Sequenase Radiolabeled Terminator

Cycle Sequencing Kit
Description

Code number

50 templates

Us79750



Asia Pacific

Tel: +85 65 6 275 1830

Fax:

+852 2811 5251

Japan

Tel: +81 3 5331 9336

Fax:

:+81 353319370

Australasia Tel: + 61 2 9899 0999 Fax: +61 2 9899 7511 Latin America Tel: +55 11 3933 7300 Fax: + 55 11 3933 7304
Austria Tel: 01/57606-1619 Fax: 01/57606-1627 Middle East & Africa Tel: +30 210 9600 687 Fax: +30 210 9600 693
Belgium Tel: 0800 73 888 Fax: 02 416 82 06 Netherlands Tel: 0800 82 8282 1 Fax: 0800 82 82 82 4
Canada Tel: 1 800 463 5800 Fax: 1 800 567 1008 Norway Tel: 815 65 555 Fax: 815 65 666
Central, East, & Tel: + 43 1972720 Fax: +43 197272 2750 Portugal Tel: 21 417 7035 Fax: 21 417 3184
South East Europe Russia & other Tel: +7 (495) 956 5177 Fax: +7 (495) 956 5176

Denmark Tel: 45 16 2400 Fax: 45 16 2424 C.I.S. & N.I.S

Eire Tel: 01494 544000 Fax: 0044 1494 542010 South East Asia Tel: 60 3 8024 2080 Fax: 60 3 8024 2090
Finland & Baltics Tel: +358-(0)9-512 39 40 Fax: +358 (0)9 512 39 439 Spain Tel: 93 594 49 50 Fax: 93 594 49 55
France Tel: 01 6935 6700 Fax: 01 6941 9677 Sweden Tel: 018 612 1990 Fax: 018 612 1910
Germany Tel: (089) 96281 660 Fax: (089) 96281 620 Switzerland Tel: 0848 8028 12 Fax: 0848 8028 13
Greater China Tel: +852 2100 6300 Fax: +852 2100 6338 UK Tel: 0800 616928 Fax: 0800 616927
Italy Tel: 02 27322 1 Fax: 02 27302 212 USA Tel: +1 800 526 3593 Fax: +1 877 295 8102

General Electric Company reserves the right, subject to any

www.gehealthcare.com/lifesciences

regulatory approval if required, to make changes in specifications
and features shown herein, or discontinue the product described
at any time without notice or obligation. Contact your GE
Representative for the most current information.
© 2006 General Electric Company—All rights reserved.
GE and GE Monogram are trademarks of General Electric
Company. Sequenase, Thermo Sequenase, Genomiphi, PureTag,
) . and Ready-To-Go are trademarks of GE Healthcare Limited.
BUCk| ng hO mSh Ire EX0oSAP-IT is a USB product and it is distributed by GE Healthcare
Limited. ExoSAP-IT is a registered trademark of USB Corporation
H P7 9 NA and it is covered by U.S. patent numbers 6,379,940 and 6,387,634.
The Polymerase Chain Reaction (PCR) is covered by patents
U K owned by Roche Molecular Systems and F Hoffmann-La Roche
Ltd. A license to use the PCR process for certain research and
development activities accompanies the purchase of certain
reagents from licensed suppliers such as GE Healthcare Limited
and affiliates when used in conjunction with an authorized
thermal cycler. Exonuclease I/Shrimp Alkaline Phosphatase
method of use is covered by one or more of the following
patents: 5,756,285 and 5,741,676. ExoSAP-IT is covered by U.S.
patents: 6,379,940 and 6,387, 634. Thermo Sequenase DNA
polymerase—this product and/or its method of use is covered by
one or more of the following patents: 4,962,020; 5,173,411;
5,409,811; 5,498,523 and foreign equivalents.

GE Healthcare Limited
Amersham Place
Little Chalfont
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