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Next generation sequencing (NGS) 
SureSelect Clinical Research Exome V5 kit (Agilent) libraries were prepared from DNA (2 μg) obtained from peripheral blood of all five family members using the Gentra Puregene blood kit (Qiagen). Libraries were analyzed by paired-end next generation sequencing (NGS) (HISEQ2000, Illumina); average read length: 100 bases. Sequences were aligned to the human genome reference (GRCh38/hg38). Whole exome sequencing (WES) data were analyzed using the CINECA whole exome pipeline (https://bioinformatics.cineca.it/wep), annotated and filtered using wANNOVAR (http://wannovar.wglab.org), and prioritized using Phenolyzer (http://phenolyzer.wglab.org). Considering the consanguinity of the parents and the segregation pattern of GLSP in the family, autosomal recessive transmission was assumed. The analysis initially focused on consensus splice-site changes, non-synonymous variants, and frameshift insertion and/or deletions in coding regions. Only unknown variants, or those annotated with a minor allele frequency < 0.001 in the Exome Aggregation Consortium (ExAC), 1000 Genomes, and dbSNP132 databases, were considered. NGS findings were confirmed by Sanger sequencing (primers: 5-ACCGCTACTCTGCCCAAAA-3; 5-GGAGGGTTGCATAAGCAGTC-3). 
Relative quantitative fluorescent PCR (rqf-PCR) and bioinformatic predictions 
Using cDNA from the two affected siblings, their healthy brother and their parents, relative quantitative fluorescent PCR (rqf-PCR) was performed to investigate ITPR1 splicing changes. cDNA was obtained by reverse transcription of 500 ng of RNA using the ImProm- IITM Reverse Transcription System (Promega), according to the standard protocol. Rqf-PCR was performed using an unmodified forward primer (5-AGCACCTTGGGCCTGGTTG-3) and a fluorochrome-conjugated (FAM) reverse oligonucleotide (5- [6FAM]CACCTATGACCACGCTGTCTC-3) to amplify all ITPR1 splice isoforms in a single reaction and separate them by capillary electrophoresis (ABI PRISM 3130xl Genetic Analyzer, Applied Biosystems). The relative amount of each fragment was measured as a microsatellite peak using relative fluorescence unit (Rfu) values generated by GeneMapper software. The relative amount of the amplicons was calculated as follows: [area of amplicon 1/ (area of amplicon 1+ area of amplicon 2)]*100. Then, the proportion of the longer amplicon was calculated as follows: 1 - amount of the shorter amplicon. PCR products were analyzed by Sanger sequencing, to confirm the interpretation of rqf-PCR analysis (primers: 5-AGCACCTTGGGCCTGGTTG-3; 5-CAAATGCAGGAGCTGCATCAC-3).
In silico prediction of the effects of c.278_279+2delACGT on ITPR1 splicing was performed using MaxEntScan (http://genes.mit.edu/cgi-bin/Xmaxentscan_scoreseq.pl), NNSPLICE (http://www.fruitfly.org/seq_tools/splice.html), and Human Splicing Finder 3.0 (http://www.umd.be/HSF/) (Table S1). At the protein level, the effect of exon 5 skipping was predicted using ExPasy translate (http://web.expasy.org/cgi-bin/translate/dna_aa).
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