Supplementary Materials and Methods

DNA (80 ng) or cDNA produced using Trizol for RNA extraction (Roche) followed by reverse-transcription with Superscript II enzyme (Invitrogen), was subjected to standard or touchdown PCR (Twigg et al., 2004).  Amplicons were analyzed by denaturing high performance liquid chromatography (dHPLC) on a Wave 3500HT (Transgenomic, Omaha, NE).  Primer sequences, PCR amplification, and dHPLC analysis conditions for EFNA2, EFNA4 and EPHA4 are provided in Supplementary Table 1.  Amplicons exhibiting aberrant migration patterns were sequenced using BigDye (version 3) on a 3100 DNA sequencer (Applied Biosystems).  Mutations in EFNA4 were further analysed as follows. The 349C>A mutation was confirmed by SexAI digestion after primer-mismatch PCR with 5´-GGGCCCCGAGACGTTTGCTTTGTACATG-3´ and 5´-CAGGTAAGAACTCAAAGCCG AGGGACCAGG-3´ (mismatched bases underlined).  The 471_472delCCinsA mutation was analyzed by blot hybridization of RT-PCR products obtained with 5’-CCTCAACGATTACCTAGACATTG-3’ combined with EFNA4-E4R using the allele-specific oligonucleotide 5´-GGAGAGGAAATTCCCT-3´ (mutant base underlined).  This oligonucleotide was designed specifically to detect spliceform 2 (see Supplementary Figure 2). 

