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Fig. 1 (57) Abstract: The present invention relates to a
method for assembling multiple target loci to a

L_) AN R NC>  Genomic DNA single assembled nucleic acid sequence, and to a
o s GNP s 1+ s GNP e ¢ et SPG o e sim SNPY s -2 method for simultaneously detecting multiple target
Genomic DRA T \'"—"‘S“Pz:_‘:\‘ """"'S”m;“‘:(““‘"“'s"p“;'“:“\"' loci using said. asse.mbly method. Tl}e method of.the
present invention involves assembling the multiple

target loci to a single assembled nucleic acid se-

l First PCR quence through two polymerase chain reactions

(PCRs), i.e. a primary PCR and a secondary PCR.

= o o GNP e - e SNP e SNPY e, More particularly, a pair of primers (a forward

M GNP 2 e NP 5 PR SR primer and an inverse primer) for a primary ampli-
fication consist of a target-specific sequence (a tar-

l Second PCR get hybridization nucleotide sequence) and a 5'-

flanking assembly spacer sequence (an overlapping

sequence). In addition, a primary amplified product
S NP1 smemcoimm GNPZ e s GNP it SNPY s, d ) primary amp P

N NP o NP2 s o SNP Jviy __\ ampliﬁed by means of . the pair of primers for a
primary amplification is assembled to a single
/ \ shortened nucleic acid sequence in a convenient and
easy manner through a set of primers for a secondary
Cloning  Direct sequencing amplification, thus enabling the simultancous detec-
s ENZyTiE S0 1 tion of multiple target loci. Accordingly, the method
wosem Assemblepat 1) and a kit of the present invention may simultan-
e sme AsSemnble part 2

Sequencing o Assernble part 3 eously detect and analyze multiple variabilities in
s Enzyme site 2 DNA sequences of a sample (preferably human
blood), thus not only remarkably reducing sequen-
cing costs for detecting variabilities, but also provid-
ing a critical approach and means for achieving the concept of customized medicine.
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