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The polymerase chain reaction (PCR) technique (1) for the amplification of specific seg-
ments of DNA has provided researchers with a powerful tool in the characterization of disease-
causing mutations. Direct sequencing of PCR products is preferred and many methods have
been described (2,3). These methods are useful but often require time-consuming purification of
the PCR product and/or end-labeling primers with 32p. Recently a method was described in
which PCR products are sequenced directly using Taq polymerase (4). Here, we describe a
method in which PCR products purified in low-melt agarose can be sequenced directly using
Sequenase. This allows the PCR product to be prepared for direct sequencing in a single step.

A 20 1I aliquot of the PCR reaction product was
purified in 1% NuSieve GTG agarose (FMC) and the
band was excised. The DNA-containing gel slice was
melted by heating to 700C for 10 min. 10 pg of DNA
were annealed to 5 p1 of sequencing primer (10 ng/pJ)
by heating to 950C (or placing in boiling water) for 10
min and cooling to 370C. Sequencing was then
performed using the Sequenase sequencing kit (US
Biochemicals) according to the manufacturer's
instructions except that the labeling reactions were
performed at 370C to prevent the gel from solidifying.
Electrophoresis was performed on 6%
polyacrylamide/8 M urea (Fig. 1). While overnight
exposure is often sufficient, longer exposures are
sometimes necessary.

This method is fast, simple, and generates up to
200 bp of readable sequence. In addition to the orginal
PCR primers, degenerate oligonucleotides can be used
as sequencing primers (data not presented). We have
also sequenced plasmid and phage DNA by this
method (Fig. 1).

Fig. 1. Lane 1, a 1 kb PCR product from prosaposin cDNA (5) was sequenced using the 5' PCR
primer as the sequencing primer; lane 2, pBluescript (KS II -) with KS sequencing primer
(Stratagene); lane 3, M13mpl9 with the M13 universal primer (US Biochemicals).
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Sequenase®9 is a registered trademark of US Biochemicals.
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