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Large numbers of templates for DNA sequencing can be
produced via PCR directly from plaques, colonies or genomic
DNA. Sequencing directly from PCR products has many
advantages over subcloning; the ability to PCR directly from
plaques or colonies removes the need for template preparation
and is highly amenable to automation. The main problem with
this approach is the subsequent purification of the amplified
products prior to DNA sequencing, especially since the sequence
quality is proportional to the purity of the template. This is
especially important when sequencing PCR products to identify
sequence polymorphisms.

The advantages of using magnetic particles in molecular and
diagnostic biology have been described previously (1-4). The use
of solid phase techniques has significantly increased over the past
few years as more biochemical methods have become adapted for
use with magnetic particles.

We introduce here a general method for producing quality
DNA sequencing template from PCR products. This procedure is
rapid and inexpensive ($0.15 per prep.). The method termed SPRI
(solid-phase reversible immobilization) avoids organic extrac-
tion, filtration and centrifugation steps (5). The SPRI method
employs a carboxyl coated magnetic particle manufactured by
PerSeptive Diagnostics, Cambridge, MA. (cat no #8-4125). We
discovered that these particles could reversibly bind DNA in the
presence of polyethylene glycol (PEG) and salt.

This solid phase has no streptavidin, making the use of
biotinylated primers or probes attached to the particles
unnecessary. When using biotinylated primers one must exercise
caution since excess primer will compete for streptavidin particle
binding (6). This in turn may also contribute to lower yield and
quality of the template.

Here we describe a general PCR isolation procedure which is
amenable to automation, rapid and yields double-stranded PCR
product suitable for DNA sequencing. The method is as follows.

PCR primers. Forward primers are tailed with -21M13
sequences. TGTAAAACGACGGCCAGT (18 nt).

PCR reagents.

1. 10x PCR buffer [100 mM Tris—HCI (pH 9.3); 500 mM KClI;
15 mM MgCly; 0.01% gelatin].

2. 10 mM dNTPs.

3. 10 uM forward and reverse primers.

4. 20 ng/ul genomic DNA.
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Figure 1. This gel shows an example of PCR products before and after
purification using SPRI. Lanes M are 200 ng ¢X 174 Haelll digest, lanes 1 and
2 are one-tenth of a PCR product before and after SPRI purification, lanes 3 and
4 are one tenth of a PCR product spiked with 100 nmol of excess primer (36 nt)
prior to purification, lane 3 is before and lane 4 is after SPRI. Lanes 5 and 6 are
identical to lanes 3 and 4 using a different PCR product. Lanes 7 and 8 are 100
nmol excess primer (36 nt) before and after purification using SPRI.

Standard PCR reaction (50 pl).

1. 6.5 ul PCR MIX [10x PCR buffer, 5 pl; 10 mM dNTPs, 0.5
ul; Tag, 1 U; dH70 to add up to 6.5 pl].

2. 41 pl primer dilution [10 pM F&R primers, 0.5 pl; dH,O,
40.5 plJ.

3. 2.5 ul genomic DNA (50 ng).

PCR conditions (35 cycles). 96°C, 5 min; 96°C, 30 s; 57°C or
55°C, 2 min; 72°C, 2 min; 72°C, 5 min; 4°C.

Solid-phase reversible immobilization for the purification of PCR
products (96-well format).

1. Wash 10 mg/ml carboxyl coated magnetic particles three
times with WASH BUFFER [0.5 M EDTA (pH 8.0)].

2. For each PCR reaction (50 pl), add 10 pl of washed particles
and 50 pl of HYB BUFFER (2.5 M NaCl/20% PEG 8000). Mix
well and incubate at room temperature for 10 min.

3. Place the microtitre plate on a magnet for 2 min and wash the
particles twice with 150 pl of 70% EtOH.

4. Air dry for 2 min, and resuspend the particles in 20 pl of
ELUTION BUFFER {10 mM Tris-acetate (pH 7.8)] and incubate
at room temperature for 5 min.

5. Magnetically separate the particles and remove the
supernatant for testing and sequencing.
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Figure 2. Sequencing traces derived from three related individuals are aligned to show the reliability of calling heterozygous bases. The cycle sequencing reactions
of purified double-stranded SPRI purified PCR products were performed using AmpliTaq FS DNA polymerase (Applied Biosystems Division of Perkin Elmer, CA)
using dye-labeled ~21M13 primers. The reactions were then run on an ABI 373A following the manufacturers protocols.

The SPRI PCR method binds DNA based upon size as shown
in Figure 1. This figure shows that for a 2 kb PCR product, the
final yield is 80-90% whereas the yield from a PCR primer <50 nt
in length is almost undetectable. We have shown previously that
the lower limit at which yields in excess of 80% are achieved is
200 bp, the maximum limit is in excess of 200 kb (BAC DNA
isolation).

Overall this solid-phase procedure is fast, simple and highly
automatable. Over the past year, this method has been used to
isolate >5000 PCR products for DNA sequencing, the majority of
which have been purified on our robotic systems. As shown in
Figure 2, the sequence data is of the highest quality, allowing the
identification of single base pair polymorphisms.
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