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Combinatorial extracellular matrix cues with mechanical strain
induce differential effects on myogenesis in vitro
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Supplementary Figure 1. Representative fluorescent images of
myoblasts on combinatorial ECMs under static conditions: C2C12
myoblasts cultured on collagen | (C), fibronectin (F), laminin (L), collagen
| + fibronectin (C+F), collagen | + laminin (C+L), fibronectin + laminin
(F+L), and collagen | + fibronectin + laminin (C+F+L). Blue: Hoechst
33342 nuclear dye; Red: myosin heavy chain. Scale bar: 100 pym.




Sarcomere Genes
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Supplementary Figure 2. Quantification of sarcomere-related gene
expression based on RNA Sequencing. Data is shown for collagen |
(C), laminin (L), and collagen | + fibronectin + laminin (C+F+L)
extracellular matrices under static conditions.
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Supplementary Figure 3: Representative fluorescent images of
C2C12 myoblasts cultured on laminin under different stretch
regimes (constant stretch: high or low; intermediate stretch: high or low).
Blue: Hoechst 33342 nuclear dye; Red: myosin heavy chain. Scale bar:
100 ym.




RNAseq PCR

MyoD MyoD
0 1
5 l $1.5
= g =
O 4ol 010 | J T | 1
ke, T ke l 1 [
2 I R
0.5 T T 0.5
0.0 ; . ‘ ; ; : 0.0
C L C+F+L C L C+F+L C L C++L C L CH+F+L
Static Strain Static Strain
Myh1 T 8 Myh1 T
2.0
® l o 01 l
(®)] [#)]
c 1.57 c
® T _ S |
c | c£4
@] 101 1 &) ==
3 T 3
pls ]
L 0.5 s w2 "
0.0 0—[ . | - I____l . ‘ .
C L C+F+L C L C+F+L C L C+F+L C L C+F+L
Static Strain Static Strain
T Myh3| 25 Myh3
1.5 T
I 2.0 |
o 0 |
c o J_
c1.01 71 - 515 T
S 1 | S T T T
© (.51 1 ©
t - L5
0.01 0.0
C L C+F+L C L C+F+L C L C+F+L C L C+F+L

Static Strain Static Strain
Supplementary Figure 4. Comparison of gene expression data from
RNAseqg to quantitative PCR. Fold change gene expression with respect to
Collagen | on static calculated for both RNAseq and qPCR. For gPCR, the data
was normalized to GAPDH housekeeping gene (n = 2-3). Data is shown for
collagen | (C), laminin (L), and collagen | + fibronectin + laminin (C+F+L).
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