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Figure S1: Schematic representation of the hybrid EGFP-GAA mutant minigene construction.
The GAA exon 2, 50 nt of the flanking introns and additional intronic sequences of the pTB-GAA
MUT minigene (20) were PCR amplified using primers EGFP-GAA-S and EGFP-GAA-AS (Suppl.
Table 2) to generate fragment A. These primers contained an extra sequence complementary to the
central region of the EGFP. In parallel, the entire coding sequence of the EGFP cDNA was PCR
amplified in 2 fragments using primers EGFP-S/R and EGFP-F/AS. Then, two additional fragments
were generated by PCR using primers EGFP-S/EGFP-GAA-AS (Suppl. Table 2) using the commercial
pEGFP-N1 plasmid as template to generate fragments B and C, respectively. Then, using fragments A-
B and A-C as template two additional PCR fragments were generated using primers EGFP—S/EGFP-
GAA-AS and EGFP-GAA-S/EGFP-AS, respectively. These obtained sequences were then digested
with Xhol/EcoRV and EcoRV/Notl, respectively, clones in the pBluescript KS+ vector, sequences,
and the entire sequence sub-cloned into the Xhol/Notl sites of the pEGFP-N1 vector.
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Figure S2. List of top 100 up- and down- regulated genes. List of the top 100 significant
differentially expressed genes after exposure of fibroblasts from patients carrying the c.-32-13T>G
variant to Deferoxamine. Red, upregulation; Green, downregulation.
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Figure S3: KEGG, Reactome and Panther pathways of DEGs after Defe treatment of c.-32-
13T>G fibroblasts. Full list of the top 50 KEGG (left panel), Reactome (middle panel) and Panther
(right panel) pathways differentially regulated after Defe treatment. Over-represented pathways have
been ranked on the basis of their statistical significance.
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Figure S4: Alternative splicing events associated to Defe treatment. Chart (upper panel) and Table
(lower panel) showing the number of total (B3) and significant () alternative splicing events induced
by treatment with Defe. SE: Skipped exon; MXE: Mutually exclusive exon; A5SS: Alternative 5'
splice site; A3SS: Alternative 3' splice site; RI: Retained intron. In the chart, the Y-axis illustrates the 5
types of AS events, and the X-axis illustrates the counts for each type of AS events, respectively.
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Figure S5: Protein expression levels of some of the hnRNPs identified by the RNAseq analysis
modulated by Defe treatment in c.-32-13T>G fibroblasts.

€.-32-13T>G fibroblasts, treated for 7 days with 10 mM Defe or 0,1% DMSO, were lysed in TNN
buffer (50 mM Tris-HCI, 250 mM NaCl, 5 mM EDTA, 0,5% NP-40) and the expression of hnRNP Q,
hnRNP R, hnRNP H, TARDBP and DAZAP1 was determined by Western blot analysis using the
following primary antibodies: anti-hnRNP Q (HPA041275 — Sigma-Aldrich); anti-hnRNP R (ab30930
— Abcam); anti-hnRNP H (home-made); anti-TARDBP (10782-2-AP — Proteintech); anti-DAZAP1
(HPA004201 — Sigma-Aldrich). A representative immunoblot and its quantification using Uvitec
software is shown.



Table S3: Primer sequences.

Primer Sequence (5’-3’)

EGFP-GAA-S CCCGAAGGCTACGTCCAGGTAAGTATGCATTAGCGTTATGGCCA

EGFP-GAA-AS GAAGAAGATGGTGCGCTCCTGAAAAAGAAAAAGAAAAAATGAAGCCTCATTGATATAT
TTAAAAAGG

EGFP-S CCGGACTCAGATCTCGAGCTCAA

EGFP-AS TAAAGCAAGTAAAACCTCTAC

PDK1 for AGTTCCTGGACTTCGGATCA

PDK1 rev TGGTGTCCTGAGAAGATTATCTG

VEGFA for CTTCAAGCCATCCTGTGTGC

VEGFA rev GAGGTTTGATCCGCATAATCTG

EGLN3 for CAATGGTGGCTTGCTATCCG

EGLN3 rev CCATGTAGCTTGGCATCCC

P4HA1 for GGGTAATCTTCCAGGAGTGAAAC

P4HA1 rev TAGGGCTTGTTCCATCCACA




