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Supplementary Figure 1. Reactivity of FSHD patient sera and HC sera with healthy human
skeletal muscle protein extract. Healthy human skeletal muscle lysate was separated by SDS-
PAGE and transferred to nitrocellulose membranes. Blot strips were incubated with FSHD
patient sera (A—H) and healthy control sera (H), and bound antibodies were visualized by IRDye-

labeled secondary antibodies. Patient sera are coded as sF followed by a number, and healthy

48



control sera as sSHC followed by a number. The left side of each panel indicates the position of

molecular weight markers.
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Supplementary Figure 2. Reactivity of FSHD patient sera and HC sera with FSHD
guadriceps muscle protein extract. FSHD muscle lysate (F) and, as a reference an extract from
healthy muscles (H), were separated by SDS-PAGE and transferred to nitrocellulose membranes.
H and F blot strips were incubated with FSHD patient sera (sF) (A-1) and with healthy control

sera (SHC) (I).
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Supplementary Figure 3. Reactivity of FSHD patient sera and HC sera with FSHD
myotubes protein extract. Healthy control myotubes protein extract (HC), FSHD1 myotubes
protein extract (F1), and FSHD2 myotubes protein extract (F2) were separated by SDS-PAGE
and transferred to nitrocellulose membranes. Blot strips were incubated with FSHD patient sera
(sF) (A-E) and with healthy control sera (SHC) (E). On the left of each panel the positions of

molecular weight markers are indicated.
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Supplementary Figure 4. Reactivity of sera with DUX4-inducible myoblasts protein extract.
DUX4-expressing myoblast protein extract (+) and control myoblast protein extract (-) were
separated by SDS-PAGE and transferred to nitrocellulose membranes. Blot strips were incubated
with FSHD patient sera (sF) (A-1). On the left the positions of molecular weight markers are

indicated.
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Supplementary Figure 5. Antibody reactivity in FSHD patient sera assessed by indirect
immunofluorescence. DUX4-expressing myoblasts were fixed and incubated with either patient
sera (A-P, left panels) or control sera (A-M, left panels) and with an anti-DUX4 antibody (middle
panels). Bound antibodies were visualized by fluorescent secondary antibodies. Merged images

are shown in the right panels. sF= FSHD serum. sHC= healthy control serum. Scale bar: 20 pm.
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