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The invention provides nethods for the detection of
the anobunt of a nucleic acid in a sanple. The
descri bed nethods exploit the ability to disrupt and
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(54) Title: NUCLEIC ACID DETECTION
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——) O @ Original genomic DNA sequence
A . being targeted
§'0mmD 3" 3 OmmO & }C3 @ PCR primers used in initial
amplifications
S A: B - C - 3

u Sequences after initial PCR
amplification

, A B C . .
5’ O oo i) 3 c. & Concentration of the various
A B’ c 2 compounds are subject to:
3 Ot st ) 5 C1<<C2<<C3
A S c
50mm(y 3 3§ O 5 3
z Add excess amounts of C to the mix
when hot
5 A B c 3 m Concentration of the various

o compounds are subject to:

8 T C2<<C3<<C4
5 A Ve oy
50 A 3 B 5 C 03 m Hybridize at lower temperatures

(extension will also take place,

3 A B’ c’ 5 2 shown in red)
Oy
5A c 3
A 3 , z Note that ABC will remain single
5 O3’ 58=63, ¢, stranded lacking a primer or
c complement strand to attach to it,
c while A'B'C’ will be in double
5 O 3 }04 stranded form

ABC is the orfginal target sequence
A’ is the complement of A

(57) Abstract: The invention provides
methods for the detection of the amount
of a nucleic acid in a sample. The
described methods exploit the ability
to disrupt and redirect a PCR direction,
and the ability to physically pair nucleic
acid molecules in a sample that have
a reference sequence with nucleic acid
molecules in the sample that have a target
sequence. The redirection of the PCR
reaction enables partial amplification as
a preparatory step to other techniques
within the same tube. The pairing can
result in the presence of unpaired target or
reference sequence indicating a difference
in the amount of the target sequence versus
the reference sequence. The methods are
broadly applicable for the determination of
differences in the amount of nucleic acids
in diagnostic and research applications.



as a preparatory step to other techniques within the
sane tube. The pairing can result in the presence of
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