Supplementary Digital Content 2
Haplotype analysis of the R3983C and D4505H variants in Case 2.
A 1.8 kB fragment of human RYR1 transcript spanning across residues 3983 and 4505 was generated using skeletal muscle mRNA from Case 2. RT-PCR reactions were conducted with forward primer: 5’-GGCAAGGATGTCATTGA-3’; reverse primer: 5’-CCCTCTGCACCTCCAGTTCTC-3’, and GoTaq® DNA Polymerase in combination with AccuPrime™ GC-Rich Buffer A used to amplify highly rich GC region. Amplification conditions were: denature at 94°C for 30 s, anneal at 57°C for 30 s and extend at 72°C for 4 min. A total of 38 cycles were used in the protocol. Negative RT-PCR controls were conducted in parallel using RNA in the absence of reverse transcriptase. PCR products were then directly subcloned into pGEM®-T Easy Vectors and transformed into DH5™ or XL1-Blue Escherichia coli competent cells. 54 colonies were sequenced, 30 of which contained complete sequence across both the 3983 and 4505 residues. Among the 30 sequenced colonies, 14 contained the R3983C variant and 16 contained the D4505H variant. No colonies were found to contain either both variants or wild-type sequence for both sites (fig. 1).          
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Figure 1. Representative sequence chromatographs of exons 87 (A) and 92 (B) of the type 1 ryanodine receptor from a control subject (upper) and the proband in Case 2 (lower). Arrows indicate the positions of nucleotides 11947C (A) and 13513 (B). C>T and G>C nucleotide changes at these positions result in Arg3983Cys and Asp4505His mutations, respectively. 
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