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P-34 Investigation of Duplex-nested PCR and Triplex-nested PCR for
Preimplantation Genetic Diagnosis of Duchenne
Muscular Dystrophy (DMD)
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Seung-Yup Ku'?, Seok Hyun Kim'?, Young Min Choi'?, Jung Gu Kim’, Shin Yong Moon'?
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Objectives: Duchenne muscular dystrophy (DMD) is a X-linked neuromuscular recessive disorder with an incidence of
1 in 3500 live-born males, caused by mutations in the dystrophin gene. The purpose of this study was to develop a series of
duplex and triplex-nested PCR protocols with genomic DNA of single cell level for preimplantation genetic diagnosis
(PGD) of the most prevalent DMD deleltions in the Korean DMD patients.

Methods: We developed a duplex-nested PCR assay for dystrophin exon 8, 13, 45, 47, 50 and 51 within major hotspots
of deletion in the Korean DMD patients. The PCR protocol were carried out on normal individual genomic DNA of single
cell level concentration (5 pg/ul). We have developed duplex-nested PCR and triplex-nested PCR protocols for Duchenne
muscular dystrophy (DMD) allowing the six exons of the dystrophin gene together with ZFX/ZFY gene for gender
determination.

Results: We performed duplex-nested PCR by two exons of dystrophin gene and triplex-nested PCR by two exons of
dystrophin gene and ZFX/ZFY gene. PCR success was indicated by the presence of a single specific and correctly sized
band of reasonable intensity for each sequence when analysed on 2% agarose gel. Subsequently, gender was detected
following Haelll digestion of ZFX/ZFY nested PCR products.

Conclusion: These methods suggest that our duplex-nested PCR and triplex-nested PCR protocols offer an efficient method
for preimplantation genetic diagnosis (PGD) of DMD while enabling the simultaneous analysis of an additional loci.
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