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Figure S1. Monomer, homodimer formation and protein expression levels of human MICU1 splicing variants. HeLa cells
were harvested after 24 hours of transfection with the indicated constructs, and total protein was extracted and subjected
to western blotting analysis with a-HA antibody. SDS-PAGE was performed both in the presence and in the absence of
DTT. a-TOM20 was used as loading control.
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Figure S2. MICU1 and MICUL.1 alternative splicing regulation among different mouse muscles. Representative acryla-
mide gel of PCR products using primers spanning the MICU1 extra exon of cDNA of mouse muscles (TA: Tibialis anterior;
EDL: Extensor digitorum longus muscle; GS: Gastrocnemius and SOL: soleus). MICU1 produces a band of 140 bp, MICU1.1 of
152 bp.
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Genomic Coordinate Motif K-mer | Z-score | P-value Genomic Coordinate Motif K-mer | Z-score | P-value
chr10:59756556 cuuucu | ucuucu | 2.309 | 1.05x10? chr10:72524892 cuuucu | auuucc | 2.213 | 1.34 x 102
chr10:59756556 ucuu ucuu 3.259 | 5.59 x 10* chr10:72524866 ucuu uauu 217 [ 1.50x10?
chr10:59756559 ucuu ucuu 3.268 | 5.42 x 10" chr10:72524863 ucuu uauu 2.161 | 1.53 x 102
chr10:59756564 ucuu uauu 2429 |7.57x10° chr10:72524854 ucuu uuuu 217 [1.50x10?
chr10:59756566 cuuucu | uuuuca | 2.691 | 3.56 x 103 chr10:72524847 ucuu uguu 2.17 [1.50x10?
chr10:59756566 ucuu uuuu 2429 |7.57x10° chr10:72524846 cuuucu | guuucu 2.2 1.39 x 10?2
chr10:59756584 ucuu ucau 2.152 | 1.57 x10? chr10:72524843 ucuu ucuu 2.723 |3.23 x10%
chr10:59756587 cuuucu | uuuuca | 1.679 |4.66 x10? chr10:72524842 CUuUuCuU | cuuugu 2 2.27 x 107
chr10:59756664 cucucu | aucacu 2.58 [4.94x10° chr10:72524835 ucuu uauu 2.161 | 1.53 x10?
chr10:59756666 cucucu | cacugu | 2.625 |4.33x10° chr10:72524830 ucuu uguu 2.161 | 1.53 x10?
chr10:59756668 cuuucu | cugucg | 2.914 | 1.78 x 103 chr10:72524828 cuuucu | uuuugu | 2.213 | 1.34 x 102
chr10:59756668 cucucu | cugucg | 2.625 | 4.33x10° chr10:72524828 ucuu uuuu 2.143 | 1.61x10?
chr10:59756670 cucucu | gucgau | 1.884 | 2.98 x 107 chr10:72524776 ucuu uguu 2.455 |7.04 x10°
chr10:59756672 cucucu | cgauuu | 1.884 | 2.98 x 107 chr10:72524775 cuuucu | guuuuu | 2.712 | 3.34 x 103
chr10:59756674 cuuucu | auuugu | 2.938 | 1.65x10° chr10:72524774 cuuucu | uuuuuu | 2.812 | 2.46 x 10°
chr10:59756674 cucucu | auuugu | 1.884 | 2.98 x 10? chr10:72524774 ucuu uuuu 2.455 |7.04 x10°
chr10:59756676 cucucu | uuguuu | 1.884 |2.98 x10? chr10:72524773 ucuu uuuu 2455 | 7.04x10°
chr10:59756677 ucuu uguu 2.152 | 1.57 x10? chr10:72524772 cuuucu | uuuucu | 3.45 |2.80x10*
chr10:59756678 cuuucu | guuuuu | 2.938 | 1.65x 103 chr10:72524772 ucuu uuuu 2.455 |7.04 x10% 5
chr10:59756678 cucucu | guuuuu | 1.884 | 2.98 x 10? chr10:72524769 ucuu ucuu 3.286 | 5.08 x10*
chr10:59756679 ucuu uuuu 2.152 | 1.57 x10? chr10:72524768 cuuucu | cuuuuu 3.2 6.87 x10*
chr10:59756680 cuuucu | uuuucu | 3.728 | 9.65x10° chr10:72524767 ucuu uuuu 2.455 |7.04x10%
chr10:59756680 ucuu uuuu 2.152 | 1.57 x10? chr10:72524766 cuuucu | uuuucu | 3.613 | 1.51 x10*
chr10:59756680 cucucu | uuuucu | 2.625 | 4.33x10° chr10:72524766 ucuu uuuu 2.455 |7.04x10%
chr10:59756682 cucucu | uucuuu | 2.625 | 4.33x10° chr10:72524763 ucuu ucuc 2.455 |7.04x10°
chr10:59756683 ucuu ucuu 2.714 |3.32x10° chr10:72524761 ucuu ucau 2.455 |7.04x10®
chr10:59756684 cuuucu | cuuucu | 3.877 |5.29 x10° chr10:72524758 cuuucu | ucuucu 3 1.35x10°
chr10:59756684 cucucu | cuuucu 3.33 | 4.34 x10* chr10:72524758 ucuu ucuu 3.286 | 5.08 x 10*
chr10:59756686 cuuucu | uucucu | 3.309 |4.68x10* chr10:72524755 ucuu ucug 2455 | 7.04x10°
chr10:59756686 cucucu | uucucu 3.33 | 4.34 x10* = chr10:72524745 cuuucu | auuucu | 3.175 | 7.49 x10*
chr10:59756687 ucuu ucuc 2.152 | 1.57 x10? C_U' chr10:72524742 ucuu ucug 2.161 | 1.53 x10?
chr10:59756688 cuuucu | cucucu | 3.568 | 1.80 x10* chr10:72524630 cucucu | cucccu | 2.088 | 1.84 x 10?
chr10:59756688 cucucu | cucucu | 3.696 | 1.10 x10* chr10:72524616 cuuucu | auuucg | 2.038 | 2.08 x10?
chr10:59756689 ucuu ucuc 2.152 | 1.57 x10? chr10:72524607 cuuucu | cuguca 23 1.07 x 102
chr10:59756690 cuuucu | cucucc | 3.074 | 1.06 x 102 chr10:72524607 cucucu | cuguca | 1.894 | 2.91x10?
chr10:59756690 cucucu | cucucc | 3.321 | 4.48 x10* chr10:72524605 cucucu | gucacu | 1.894 | 2.91 x10?
chr10:59756691 ucuu ucuc 2.152 | 1.57 x10? chr10:72524602 ucuu acuu 2.143 | 1.61x10?
chr10:59756692 cucucu | cuccuu | 2.625 | 4.33 x10° chr10:72524853 acuaay | uuuaac | 2.011 | 2.22x10?
chr10:59756693 ucuu uccu 2.152 | 1.57 x10? chr10:72524732 acuaay | acugac | 2.587 |4.84x10° o
chr10:59756694 cuuucu | ccuucu | 3.407 | 3.28 x 10* chr10:72524708 acuaay | aauuac | 2.554 |5.32x10%| X
chr10:59756694 ucuu ccuu 2.152 | 1.57 x10? chr10:72524683 acuaay | aguaau 25 6.21x10%| =
chr10:59756694 cucucu | ccuucu | 2.625 | 4.33 x 10° chr10:72524595 acuaay | auuaac | 3.109 | 9.39 x10*
2::1 ggg;ggggs ngﬁﬁu Uzgzga ;?2‘21 fg? x igi chr10:72524721 | wgcaugm |agcaugu | 3.053 | 1.13 x10* z
. . . X 3

chr10:59756707 cucucu | aguucu | 1.884 | 2.98 x 102 chr10:72524656 | wgcaugm | cgcauga | 3.474 | 2.56 x 10" (;3"
gm 8522;22;?? 232323 zzgggg 1 -g;” g-gg i 182 chr10:72524649 | wgcaugm | ugcauau| 2.487 |6.44 x10%| =
chr10:59756801 cucucu | gccucu | 2.027 | 2.13 x 107
chr10:59756803 cucucu | cucugg | 2.027 | 2.13 x10? Q
chr10:59756810 cucucu | cucccu 2.58 [4.94 x10° chr10:72524720 gcaug gcaug 1.694 | 4.51x10? 8
chr10:59756817 cucucu | cucccu | 2.652 | 4.00 x 10° 5
chr10:59756837 cucucu | aucccu | 2.098 | 1.80 x 107
chr10:59756841 cucucu | cugacu | 2.107 [1.76 x10?
chr10:59756850 cuuucu | auuucc | 2.444 | 7.26 x10?
chr10:59756855 cucucu | cuguuu | 1.911 |2.80 x 10?
chr10:59756858 cuuucu | uuuuau | 2.185 | 1.44 x10?
chr10:59756860 cuuucu | uuaucu | 2.383 |8.59 x103
chr10:59756860 cucucu | uuaucu | 1.911 | 2.80 x 107
chr10:59756862 cuuucu | aucucu | 2.333 | 9.82 x 10?
chr10:59756862 cucucu | aucucu | 2.277 | 1.14 x10?
chr10:59756745 acuaay | auuaau | 2.793 |2.61x10?
chr10:59756748 acuaay | aaucac | 1.728 |4.20x10°| o

=
chr10:59756731 wgcaugm | agcaugu | 2.592 | 4.77 x10°| —
chr10:59756764 | wgcaugm | uccaugu | 1.895 | 2.90 x 10? g
chr10:59756796 | wgcaugm | ugcaugc | 3.171 | 7.60 x 10+ (:'3
chr10:59756732 gcaug gcaug 1.694 |4.51x10?| =

o
chr10:59756556 cuuucu | ucuucu | 2.309 | 1.05x10? 8

x

N
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Figure S3. Prediction of the binding sites of splicing factors involved in muscle differentiation in Homo sapiens and Mus
musculus 300 bp surrounding the MICU1.1 extra-exon. (A,B) Genomic coordinates, motives, K-mer, Z-score and P-value
of the identified binding sites. (A) Binding sites in the mouse sequence. (B) Binding site in the human sequence.
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Figure S4. Silencing efficiency of splicing factors involved in myogenic differentiation. C2C12 myoblasts were transfected
with either control scramble or the indicated siRNA. After 72 hours, cells were harvested, and expression levels were
evaluated by qPCR and normalized to GAPDH. n=3. Data are expressed as mean + SEM. For data analysis, parametric
one-way ANOVA was used with post hoc Tukey’s multiple comparison test for each sample. * p<0.05.



