














enuipalpus pacificus

Fig. 4. Amplification efficiency of nested PCR with 15, 20, and 25 cycles for a single adult of two false spider mites.

M: 100 bp marker.

solved. Taking the advantage of nested
PCR which has been applied to a variety
of organisms to amplify tiny amounts of
DNA, we have proved herein that it is also
useful for the molecular amplification of
tiny mites.

This study shows that using a large
amount of template DNA from tiny mites
usually has a high amplification of the
target DNA by PCR (see Table 1, and Figs.
2 & 4). However, in some cases the
amplification possibility of using DNA
from 5 individuals of 7. pacificus larva is
not necessarily higher than that of using
DNA from a single individual. The
amplification efficiency of target fragments
was a 2°-fold dilution for a single
individual, but only a 2%-fold dilution for 5
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individuals, of T. pacificus larvae DNA
(see Table 1). Thus, proper preservation of
specimens is necessary to obtain optimal
DNA quality for efficient amplification.
Moreover, an optimal electrophoresis
resolution is obtainable and helpful, if the
electronic voltage and DNA concentration
is adjusted approximately. Finally, the use
of specific primers in the second PCR
makes it possible to avoid generating non-
target DNAs from symbiotic organisms,
such as fungus, or other sources of
contamination.

In this study, we applied nested PCR
to successfully amplify the amplicon of a
single individual (egg, larva, nymph, and
adult) false spider mite, at 10° dilution of
the extracted genomic DNA. Using DNA



from one individual for PCR provides more
reliable amplification results than using
DNA from multiple individuals, which
may consist of more than one species.
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