POST-REACTION DNA PURIFICATION

GenEIuteTM PCR C|ean-up Kit PCR Reaction Components

For purification of single- or double-stranded
PCR amplification products.

The GenElute™ PCR Clean-Up Kit is designed for rapid purification

of single-stranded or double-stranded PCR lamp||f|cat|oln products 1 Prepare Column

(100 bp to 10 kb) from other components in the reactions, such « Add solution and spin
as excess primers, nucleotides, DNA polymerase, oil and salts (Fig. 1).

This kit combines the advantages of silica binding with a conven-

ient spin column format, eliminating the need for expensive resins

or toxic organic compounds such as phenol and chloroform.

DNA is bound on a silica membrane within the spin column. The .

. . 2 Bind DNA
bound DNA is washed and the clean, concentrated DNA is eluted « Spin 1 minute
in the buffer of choice. Each column can purify up to 100 ul or 10 pug
of PCR amplified DNA and recover up to 95% of PCR products
between 100 bp and 10 kb. More than 99% of the primers and
most primer-dimers (<40 bp) are removed. Purified DNA can be
used in enzymatic reactions, conventional or Automated
Sequencing (Fig. 2), Cloning and Microarray analysis.
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DNA Purification

Wash Column

) * Spin 1 minut
Features and Benefits . s‘;lﬂ 2 minutes

e Purifies up to 100 ul or 10 pug of PCR amplified DNA in 8 minutes
e Recovers up to 95% of PCR products between 100 bp and 10 kb

* Removes over 99% of primers and other components
e Eliminates the need to remove mineral oil by organic extraction
o ] 4 Elute DNA
* 40% more purification preps supplied than market leader e Spin 1 minute

Storage: Room Temperature
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Pure PCR Product

2 kb

375 bp

143 bp

Comparison of PCR product recovery and primer removal.
Figure 1. Three separate PCR products were purified with GenElute™
PCR Clean-Up Kit and the kit from Supplier Q. Products were 143 bp
from corn leaf, 375 bp from pBR322, 2 kb from human blood. Samples
were analyzed on a 20% TBE acrylamide gel and visualized by staining
with SybrGreen II™.

Lanes 1: Unpurified Reaction

Lanes 2: GenElute™ PCR Clean-Up Kit

Lanes 3: Supplier Q
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POST-REACTION DNA PURIFICATION

Purified PCR products are suitable for Automated Sequencing

ANCTCTE CACAC CGACGTCTACT TCT GaGAGGCCAMGGTATCTAAT A GCCATCCATTTGIGATCTTTGTCA GTAGATAT GATACAACAAC TCGCGGTTGACT TGCGCCTTCTTGGL GGCTTATCTG)
10 20 30 40 50 6@ 7@ 80 90 100 110 12e 134

[CTTAGGGGCA GACTCCCGT GTTCCCTCGGATCTTTGGCCACGAGGCTGGAGGGTAT GTTCTATTCCCCGATTTACT TCACTATGTTGCTGACTATATATGTGCTGTGTTTATATTTTGCATY
140 150 160 170 180 190 200 210 220 230 240 250

T TTATTATGT TTTTGCGTCTGAGTTTATGGGTATGGTTGGTGGTCTTTGTTTACTGT TTTACTAGATGCATGTGGAA GAGTCA GAAGAAATAGTTTTTGTTTGAAATGGTATACCA
260 270 280 29@ 300 310 320 330 340 350 360

ACGGTTGGATATTATCTGTGTGGACATCAGATGTTCTGGGT TACTGGCAGT GGACTTTGACAGAT TTATCTATGATTCTTTCATTAGCAGTTTCTTA GCTAATTTACTC
79 380 390 400 410 420 430 440 450 460 470

TTACTATTTTTTCAGTATACAAAGGCACIGTACAGCTAGGGTTGTGTAGAATCATTTTAGATCTGTTATCTGAGGCAAATTTGCTTATTCTAGC CGCCTGAAATTTC]
80 490 500 510 520 530 540 550 560 570 580

TTGATTTTGCCAGTA TCATA GANAAGTGTTGG ANAAAGG GTNNNNNNNNIN NN N NTNNN NNNN NNNNNNMNY NNN- NNNNNNNNTNNN NNT NNNNNAND T TNTNNN NN
59@ 600 610 620 630 640 650 660 670 680 690

Figure 2. Sequence was resolved on an ABI 3100 from a purified, 645 bp corn leaf PCR product. The PCR product was purified with the GenElute™ PCR
Clean-Up Kit. The DNA extraction and PCR were performed using Sigma's Extract-N-Amp™ Plant PCR Kit. The sequence was obtained by using ABI BigDye™
Terminator Chemistry and the same primers as for the original PCR.

ORDERING INFORMATION

Product Product Description Purifications Quantity

NA1020 GenElute™ PCR Clean-Up Kit 70 1 kit

.5832

.800.325

1

.3010 Technical Service:

1.800.325

Order:
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http://www.sigma-aldrich.com/ProductLookup.html?ProdNo=NA1020&Brand=SIGMA

POST-REACTION DNA PURIFICATION

GenElute™ Agarose Spin Columns
For purification of DNA from agarose gel slices.

Agarose Gel Slice
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GenElute™ Agarose Spin Columns isolate DNA by centrifugation/
filtration. A slice of agarose gel containing the DNA of interest is
excised, placed into a spin column, and spun at maximum speed in
a microcentrifuge. Agarose is retained on a filter in the spin column
and soluble molecules, including DNA, pass through the filter and
collect in a microcentrifuge tube.

Features and Benefits
e One-step, 10 minute protocol

* No melting or digestion of agarose required
e Simpler and quicker than bind and elute or electroelution methods
¢ No ethanol precipitation

e Typical recovery of 40 to 45% for DNA fragments from 100 bp
to 10 kb (Figs. 1 and 2)

KRR R R R Recovery of 100-600
RN Y &% bp DNA fragments

© ified usin,
purifie ']
GenElute™ Agarose
Spin Columns.
Figure 1. 1 ug of 100 bp
DNA ladder was electro-
phoresed on a 2.0%
agarose gel. 100, 200,
300, 400, 500, and 600 bp
fragments were excised
from the gel, and puri-
fied using GenElute™
Agarose Spin Columns
as above. Samples were
loaded and analyzed on a
2.0% agarose gel.
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ORDERING INFORMATION

Load
¢ Place gel slice into spin

column and spin 10 minutes. ?
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Recovery of 2 to 23 kb
DNA fragments purified
using GenElute™
Agarose Spin Columns.
Figure 2. Lambda Hind Il
markers were pre-heated at
65°C and electrophoresed on
a 2.0% agarose gel. The 2.0,
4.4, 6.6, 9.4, and 23 kb frag-
ments were excised and puri-
fied using GenElute™ Agarose
Spin Columns. Samples were
loaded and analyzed on a
2.0% agarose gel.

Product Product Description

5-6500 GenElute™ Agarose Spin Columns

Purifications

Quantity
70/pkg.



http://www.sigma-aldrich.com/ProductLookup.html?ProdNo=56500&Brand=SIGMA

POST-REACTION DNA PURIFICATION

GenElute™ Minus EtBr Spin Columns

For recovering DNA from ethidium bromide
(EtBr) stained agarose gels or EtBr-containing
solutions.

GenElute™ Minus EtBr Spin Columns are based on the GenElute™
Agarose Spin Column but incorporate a membrane for the selec-
tive removal of ethidium bromide (Fig. 1). The DNA band is excised
from an agarose gel and loaded onto the spin column. The mem-
branes, embedded within the column, retain agarose and ethidium
bromide while allowing DNA to selectively pass through the column
into a centrifuge tube during centrifugation.

Up to 95% of ethidium bromide is removed from DNA with a simple
10 minute procedure. GenElute™ Minus EtBr Spin Columns can
recover DNA fragments from 100 bp to 10 kb with typical recoveries
of 30 to 35%. The purified DNA can be used directly for ligation,
Restriction Enzyme Digestion, Cloning, PCR and related manipula-
tions without ethanol precipitation.

ORDERING INFORMATION
Product

Product Description

5-6501 GenElute™ Minus EtBr Spin Columns

Features and Benefits
® Removes up to 95% of EtBr from DNA

e One-step, 10 minute protocol
¢ No melting or digestion of agarose required
e Simpler and quicker than most methods

¢ No ethanol precipitation

Ethidium Bromide removal demonstrated over a UV light box.
Figure 1. DNA was electrophoresed
in agarose gels containing ethidium
bromide (0.5 pg/ml). Bands were
excised, applied to both the Minus
EtBr and Agarose Spin Columns
and centrifuged. The final eluate
from each column was compared
under a UV light box. The filter
within the GenElute™ Minus EtBr
Spin Column retained Ethidium
bromide.

Left Tube: GenElute™ Agarose
Spin Column

Right Tube: GenElute™ Minus
EtBr Spin Column

Purifications Quantity

70 70/pkg.

.5832

.800.325

1

.3010 Technical Service:

1.800.325

Order:
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http://www.sigma-aldrich.com/ProductLookup.html?ProdNo=56501&Brand=SIGMA

