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Figure S1.  Voltage dependence of Ca2+ release in orbicularis oculi–derived myotubes. Orbicularis oculi–derived myotubes were 
patch clamped in the whole cell configuration and stimulated to different depolarizing potentials to elicit SR Ca2+ release as de‑
scribed in Materials and methods. (A) Three examples of stimulated Ca2+ current (lower traces), line scans imaged in the line scan 
mode using fluo-3 and corresponding line profiles at −40 mV, −10 mV, and 10 mV, respectively. With increasing membrane depolar‑
ization, the amplitude of the triggered Ca2+ transient increases. (B) The maximal Ca2+ transient amplitudes at each tested membrane 
potential are summarized. The ECC of orbicularis oculi myotubes demonstrates a V dependence of Ca2+ release similar to that ob‑
served in quadriceps myotubes (Rokach et al., 2013). At low depolarization, a slow rise in Ca2+ initiates and leads to a Ca2+ transient 
of small amplitude. With increasing depolarization, Ca2+ release becomes faster and larger, reaching peak amplitudes at about 30 
mV. Data are normalized to the respective peak transient amplitude in each cell. The Ca2+-voltage relationship was fitted with a 
Boltzmann function and derived a half-maximal activation potential of approximately −25 ± 5.3 mV (n = 5–-6 cells). Despite rapid 
coupling, the Ca2+ removal mechanisms after release appear to be very immature. As seen in the line scan images and previously 
reported in quadriceps-derived myotubes (Rokach et al., 2013), it takes several seconds for [Ca2+]i to return to basal levels. Error 
bars indicate SEM.
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Figure S2.  Human myotubes do not show spontaneous Ca2+ release events (SPA​RKS). (top) Representative photomicrographs 
of fluo-4–loaded myotubes. (middle) Representative 2.5-s line scan images. (bottom) Positive control showing that using similar 
settings sparks can be detected in a vascular smooth muscle cell (SMC). Bars, 20 μm. OO, orbicularis oculi; QU, quadriceps.

Table S1.  Sequence of primers used for qPCR

Gene name Primer sequence (5′ to 3′)

RYR1                  F: GGA​CCT​CTA​CGC​CCT​GTA​TC 
                 R: ATC​TCC​CGC​CTT​AGC​CAT​TTT

RYR3                  F: CAG​TCC​CTA​TCT​GTC​AGA​GCC 
                 R: CAT​GGC​CGT​ATA​ACA​GGG​TCC

CAC​NA1S                  F: TTG​CCT​ACG​GCT​TCT​TAT​TCCA 
                 R: GTT​CCA​GAA​TCA​CGG​TGA​AGAC

CAC​NA1C                  F: TGA​TTC​CAA​CGC​CAC​CAA​TTC 
                 R: GAG​GAG​TCC​ATA​GGC​GAT​TACT

SER​CA1                  F: GGT​GCT​GGC​TGA​CGA​CAA​CT 
                 R: AAG​AGC​CAG​CCA​CTG​ATG​AG

CASQ1                  F: CAC​CCA​AGT​CAG​GGG​TAC​AG 
                 R: GTG​CCA​GCA​CCT​CAT​ACT​TCT

JSRP1                  F: TGT​CGC​TCA​ACA​AGT​GCC​TG 
                 R: GCC​TGG​GCC​TCG​AAC​TTAG

UTRN                  F: TGA​AGG​ATG​TCA​TGT​CGG​ACC 
                 R: GTT​GAG​GAC​GTT​GAC​TTG​GCT

DMD                  F: GAG​ACA​CAT​GCG​GCC​TTT​ATG 
                 R: CTC​TAA​CTC​CTC​AAA​TGG​GTGC

ACTN2                  F: GAC​ATC​GTG​AAC​ACC​CCT​AAAC 
                 R: CCG​CAA​AAG​CGT​GGT​AGAA

MYH13                  F: GGA​GAG​AAT​CGA​GGC​TCA​AAA​TC 
                 R: GTC​TGG​ATC​ATG​CCT​TTC​ACA​TA

Conditions were as described in Materials and methods. F, forward; R, reverse.
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