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Supplementary Table 1

Patient | Sex | Mutation Mutation Onset MB a-SG Inflammatory
Allele 1 Allele 2 (years) | (years) | membrane infiltrates
expression
1 F c.739G>A; c.850C>T; 10.0 10.0 slightly low
p.Val247Met | p.Arg284Cys reduced
2 M | c409 G>A; | c.739 G>A; 8.6 26.0 slightly low
p.Glul37Lys | p.Val247Met reduced
3 F c.229C>T; IVSs: 0.7 0.8 absent high
p.-Arg77Cys | ¢.584+5G>A
4 M c.89 delC .89 delC 4.0 2.0 markedly high
P30HfsX16 | P30HfsX16 reduced

Abbreviations. MB: Muscle biopsy.
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Supplementary Figure 1

Evaluation of P2X7R expression in biopsies of dystrophic muscles of Sgca” mice: nuclei and IgG control.
Representative images of immunofluorescence staining to localize P2X7R, CD3 and Ibal in skeletal muscle
(quadriceps) from Sgca” P2rx7"* (A) Sgca” P2rx7” (B) and WT (C) mice. D, IgG control. n=3 images were
acquired from 2 slices obtained from #»=3 animals. 40x Magnification



A Supplementary Figure 2A Sgca” P2rx7™* mice
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Supplementary Figure 2

Evaluation and quantification of P2X7R and CD45 expression in biopsies of dystrophic muscles of Sgca
 mice. Representative images of immunofluorescence staining to localize P2X7R and CD45 in skeletal muscle
(quadriceps) from Sgca” P2rx7"" (A) Sgca” P2rx7"" (B); 40X Magnification. (C) Quantification of the number
of CD45" and P2X7R" cells (left panel), only CD45" cells (middle panel), only P2X7R" cells (right panel).
n=2 images were acquired from 2 slices obtained from n=7 animals per each genotype. ns, not statistically
different.
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Supplementary Figure 3

Evaluation by flow cytometry of P2X7R expression on cultured myoblasts. Flow cytometric analysis to
evaluate P2X7R and CD56 expression on: (B) myoblasts isolated from skeletal muscles of WT mice (n = 3)
and (C) myoblasts isolated from skeletal muscles of Sgca™ (n = 3) animals. (A) Positive control for the anti-
P2X7R antibody in P2X7R" murine microglia cell line (BV2 cells).
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Supplementary Figure 4

Evaluation of P2X7R expression in satellite cells. Representative images of immunofluorescence staining to
reveal GFP (Pax7" cells) and P2X7R expression in tibialis anterior muscle sections from Tg:Pax7-nGFP mice.
Panel B shows a 60X magnification of the indicated area in panel A (40X). (C) Additional representative
images at different 20X (image 1) and 40X (image 2) magnification of Pax7" cells. =3 images were acquired
from 2 slices.
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Supplementary Figure 5.

Evaluation of P2X7R expression in biopsies of skeletal muscle from patients affected by LGMDR3.
Enlargement of the images shown in Figure 2, evaluating P2X7R expression in biopsies isolated from healthy
subjects (A) and three patients affected by a severe form of LGMDR3 (B). 40X Magnification.
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Supplementary Figure 6

Evaluation of inflammatory cells in spleen and peripheral blood. Flow cytometric analysis of immune cells
isolated from: (A) spleen and (B) peripheral blood (PB) isolated from muscle tissue of Sgca” P2rx7"* (n = 10)
and Sgca” P2rx7”" (n = 10) mice. Immune cells were stained with specific anti-surface markers: Ly6G, CD11b,
F480, CD11c¢, CD3, CD4, CDS8, CD25 and Foxp3.
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Supplementary Figure 7

Evaluation of motor performance. Four-limb hanging test was performed of 6, 12, 18 and 24 weeks of age.
Each value represents the mean + SD of animals evaluated (#=10 for each genotype).
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Supplementary Figure 8

Evaluation and quantification of P2X4R and CD45 expression in biopsies of dystrophic muscles of Sgca-
" mice. Representative images of immunofluorescence staining to localize P2X4R and CD45 in skeletal muscle
(quadriceps) from Sgca” P2rx7"" (A) Sgca” P2rx7"" (B); 40X Magnification. (C) Quantification of the number
of CD45" or P2X4R" cells. n=2 images were acquired from 2 slices obtained from »=7 animals for each
genotype. ns, not statistically different.
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Supplementary Figure 9

Evaluation of CD3 expression in biopsies of spleen and thymus of wild type mice. Representative images
of immunofluorescence staining to visualize CD3 and CD68 in spleen (A) and thymus (B) from wild type
mice. n=3 images were acquired from »=2 animals.
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Supplementary Figure 10

Evaluation of P2X4R expression in biopsies of spleen and thymus of wild type and P2rx4” mice.
Representative images of immunofluorescence staining to localize P2X4R and Ibal in spleen (A) and thymus
(B) from wild type and P2rx4”" mice. n=3 images were acquired from n=2 animals.
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