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Abstract :

The Duchenne Muscular Dystrophy (DMD) gene, located on the short arm of the X chromosome (at Xp21.2), is the largest known gene in humans. It has an open reading frame of ~11.055 kb, containing 79 exons, and transcription from  seven tissue-specific promoters leads to the synthesis of 16 isoforms of the dystrophin protein.                    
MLPA (multiplex ligation-dependent probe amplification) was developed by  as a general method to establish copy number of up to 45 nucleic acid sequences in one single reaction. This method has proved a reliable tool for the diagnosis of genetic diseases characterized by large gene deletions and duplications. MLPA has enabled more reliable and faster quantitative detection of the entire dystrophin gene containing 79 exons to study the deletions and duplications. MLPA analysis was carried out using PO34 and PO35 probes purchased commercially from MRC, Holland (Amsterdam, Netherlands). The procedures were carried out according to the manufacturer’s recommendations. Briefly, 100 ng DNA was denatured and hybridized overnight at 60̊C with the SALSA probe mix 034 (DMD exons 1-10, 21-30, 41-50 and 61-70) and 035 (DMD exons 11-20, 31-40, 51-60 and 71-79). Samples were then treated with Ligase 65 for 15 min at 54̊C. The reactions were stopped by incubation at 98̊ C for 5 min. Finally, PCR amplification was carried out with the specific SALSA FAM PCR primers. Amplification products were run on an ABI PRISM 3100 Genetic Analyzer (Applied Biosystems, USA) with the following modules: capillaries 36 cm, Polymer POP-4, run temperature 60̊ C, capillary fill volume 184 steps, pre-run voltage 15 kV, pre-run time 180 sec, injection voltage 3.0 kV, injection time 10-30 sec, run voltage 15 kV, data delay time 1 sec, run time 1500 sec
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