Supplementary Table S1: In silico splice site predictions from four algorithms for the c.750A>G variant

Program NNSplice MaxEntScan SSF-like SpliceAl*
Score range [0-1] [0-12] [0-100] [0-1]
Threshold 20.4 20 270 20.5
Score 8.4 76.5 0.45
Score change** (x0%) (x0%) (x0%)

*SpliceAl prediction is given as Ascore (difference between reference and mutant score); **compared with wildtype.

Supplementary Table S2: Results of HSF disclosing the effect of the c.750A>G variant on splice enhancers and
silencers

Signal Interpretation

Alteration of auxiliary sequences Significant alteration of ESE / ESS motifs ratio (-10)
Name Position Sequence
RESCUE ESE (ESE Site Broken) chrd:127938787 AGAAGG
EIE (ESE Site Broken) chr4:127938787 AGAAGG
ESE_Tra2 (ESE Site Broken) chr4:127938788 AAGAA
ESS_hnRNPA1 (New ESS Site) chr4:127938789 GAGGAA
Sironi_motifl (ESS Site Broken) chr4:127938789 GAAGAAGG
PESE (ESE Site Broken) chr4:127938789 GAAGAAGG
ESE_SRp55 (New ESE Site) chr4:127938790 TGAGGA
RESCUE ESE (ESE Site Broken) chrd:127938790 TGAAGA
Sironi_motif2 (New ESS Site) chr4:127938790 TGAGGAA
PESE (ESE Site Broken) chr4:127938790 TGAAGAAG
PESE (New ESE Site) chrd:127938790 TGAGGAAG
RESCUE ESE (ESE Site Broken) chrd:127938791 TTGAAG
PESE (ESE Site Broken) chrd:127938791 TTGAAGAA
EIE (ESE Site Broken) chr4:127938792 TTTGAA
Sironi_motif2 (New ESS Site) chr4:127938792 TTTGAGG
Sironi_motifl (New ESS Site) chr4:127938792 TTTGAGGA




Supplementary Table S$3: EX-SKIP comparison of the predicted numbers of ESSs and ESEs identified within

the junction between MFSD8 exon 8-intron 8 and their ratio for both reference and mutant sequences

FAS- FAS-
PESS ESS ESS IIE 13 NI-ESS pess PESE RESCUE EIE EIE pLESE Bt ESS ESE ESS/ESE
Seq (count) hex2 hex3 (count) (sum) s ell (count) EE (count) (sum) s ell (total) (total) (ratio)
(count) (sum) (count) (count) (sum)
(count) (count)
WT 0 0 0 3 54.7993 0 -0.6639 2 4 4 106.1529 4 4.6351 3 14 0.21
MUT 0 0 0 3 58.4170 0 -0.6639 1 2 3 31.3720 4 4.2449 3 10 0.30

Verdict: The mutant allele has a higher chance of exon skipping than the wildtype allele.

Supplementary Table S4: SpliceAid analysis of RNA target motifs bound by splicing proteins in the reference
or c.750A>G MFSD8 sequences using the junction between exon 8-intron 8 as an input

Binding sites present ONLY in the first (WILD-TYPE) sequence
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dAAGAAG

AGAACATCGTGTGGATGACTCAGGAAGACAGTGTAAAAGTATTAATTTTGAAGAAG
AGAACATCGTGTGGATGACTCAGGAAGACAGTGTAAAAGTATTAATTTTGAGGAAG

wt B mt HEXplorer Score
wt mt HBond Score
HEXplorer Score delta (mt-wt) = -28.1

Supplementary Figure S1: Graphical presentation of data extracted from the HEXplorer algorithm for
the wild type and mutated sequences of MFSD8 exon 8 (c.699_754).



