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Spontaneous contraction of iMuSCs-formed myotubes in vitro 
 
The iMuSC-formed neurospheres were harvested and plated in collagen 
type IV/poly-L-ornithine/laminin coated 24-well tissue culture plates in 
muscle differentiation medium (DMEM supplemented with 2% horse serum 
and 1% Penicillin/Streptomycin antibiotics) in 5% CO2 at 37°C for 14 days. 
In these conditions, iMuSC-formed neurospheres proliferated to near-
confluence and aligned in preparation for fusion, and extensive myotube 
formation was observed. The spontaneous contractions of myotubes were 
recorded with a time-lapse microscope. Approximately 70% of the myotubes 
were observed to contract spontaneously, and the contractions lasted for at 
least one hour without any further stimulation. 
 


