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Supplementary Figure 1. Cell Viability on pmolded Gelatin Hydrogels. Representative
image of C2C12 skeletal myoblasts cultured on pmolded gelatin hydrogels for one day and
stained to quantify cell viability. Cells were stained to identify live and dead cells (a) and dead
cells only (b). (¢) Merged image shows live and dead cells in blue and dead cells in green.



Supplementary Table S1. Statistical analysis for compressive elastic moduli of gelatin
hydrogels cross-linked with MTG. All data was normally distributed, as determined by the
Lilliefors test. The p-value for one-way analysis of variance (ANOVA) was 1.7 x 10e-5.
Multiple comparisons were performed using Tukey’s test, with the p-values indicated in the table
below.

Comparison p-value
No MTG vs 10% MTG 4 hours <0.03
10% MTG 4 hours vs 10% MTG 24 hours <0.001
No MTG vs 10% MTG 24 hours <0.0001

Supplementary Table S2. Statistical analysis for dry mass of pmolded gelatin hydrogel
constructs. All data was not normally distributed, as determined by the Lilliefors test. The p-
value for the Kruskal-Wallis test was 8.4 x 10e-4. Multiple comparisons were performed using

Tukey’s test, with the p-values indicated in the table below.

Comparison p-value
0 day vs 1 day <0.001
0 day vs 7 days <0.03

1 day vs 7 days NS

Supplementary Table S3. Statistical analysis for wet mass of pmolded gelatin hydrogel
constructs. Data was not normally distributed, as determined by the Lilliefors test. The p-value
for the Kruskal-Wallis test was 0.0011. Multiple comparisons were performed using Tukey’s

test, with the p-values indicated in the table below.

Comparison p-value
0 day vs 1 day <0.005
0 day vs 7 days <0.01

1 day vs 7 days NS




Supplementary Table S4. Statistical analysis for total nuclei in ppatterned tissues. All data
was not normally distributed, as determined by the Lilliefors test. The p-value for the Kruskal-
Wallis test was 1.1 x 10e-8. Multiple comparisons were performed using Tukey’s test, with p-

values for statistical differences indicated in the table below.

Comparison p-value
Wk1 FN-pprinted PDMS vs Wk3 FN-uprinted PDMS NS

Wk1 FN-pprinted PDMS vs Wk1 FN-pprinted soft PDMS <0.02
Wk1 FN-pprinted PDMS vs Wk3 FN-pprinted soft PDMS NS

Wk1 FN-pprinted PDMS vs Wk1 pymolded gelatin <0.00001
Wk1 FN-pprinted PDMS vs Wk3 pmolded gelatin <0.00001
Wk3 FN-pprinted PDMS vs Wk1 FN-pprinted soft PDMS NS

Wk3 FN-pprinted PDMS vs Wk3 FN-pprinted soft PDMS NS

Wk3 FN-pprinted PDMS vs Wk1 pymolded gelatin <0.03
Wk3 FN-pprinted PDMS vs Wk3 pmolded gelatin <0.01
Wk1 FN-pprinted soft PDMS vs Wk3 FN-pprinted soft PDMS NS

Wk1 FN-pprinted soft PDMS vs Wk1 umolded gelatin NS

Wk1 FN-pprinted soft PDMS vs Wk3 pmolded gelatin NS

Wk3 FN-pprinted soft PDMS vs Wk1 umolded gelatin NS

Wk3 FN-pprinted soft PDMS vs Wk3 pmolded gelatin NS

WKk1 pymolded gelatin vs Wk3 pymolded gelatin NS

Supplementary Table S5. Statistical analysis for total nuclei in isotropic tissues. All data
was not normally distributed, as determined by the Lilliefors test. The p-value for the Kruskal-
Wallis test was 5.9 x 10e-9. Multiple comparisons were performed using Tukey’s test, with p-

values for statistical differences indicated in the table below.

Comparison p-value
Wk1 FN-isotropic PDMS vs Wk3 FN-isotropic PDMS NS

Wk1 FN-isotropic PDMS vs Wk1 FN-isotropic soft PDMS <0.02
Wk1 FN-isotropic PDMS vs Wk3 FN-isotropic soft PDMS NS

Wk1 FN-isotropic PDMS vs Wk1 isotropic gelatin <0.00001
Wk1 FN-isotropic PDMS vs Wk3 isotropic gelatin <0.00001
Wk3 FN-isotropic PDMS vs Wk1 FN-isotropic soft PDMS NS

Wk3 FN-isotropic PDMS vs Wk3 FN-isotropic soft PDMS NS

Wk3 FN-isotropic PDMS vs Wk1 isotropic gelatin <0.01
Wk3 FN-isotropic PDMS vs Wk3 isotropic gelatin <0.01
Wk1 FN-isotropic soft PDMS vs Wk3 FN-isotropic soft PDMS NS

Wk1 FN-isotropic soft PDMS vs Wk1 isotropic gelatin NS

Wk1 FN-isotropic soft PDMS vs Wk3 isotropic gelatin NS

Wk3 FN-isotropic soft PDMS vs Wk1 isotropic gelatin NS

Wk3 FN-isotropic soft PDMS vs Wk3 isotropic gelatin NS

WK1 isotropic gelatin vs Wk3 isotropic gelatin NS




Supplementary Table S6. Statistical analysis for myogenic index in ppatterned tissues. All
data was not normally distributed, as determined by the Lilliefors test. The p-value for the
Kruskal-Wallis test was 0.01. Multiple comparisons were performed using Tukey’s test, with p-
values for statistical differences indicated in the table below.

Comparison p-value
Wk1 FN-pprinted soft PDMS vs Wk1 umolded gelatin NS
Wk3 FN-pprinted soft PDMS vs Wk3 pmolded gelatin <0.03
Wk1 FN-pprinted soft PDMS vs Wk3 pmolded gelatin NS
Wk3 FN-pprinted soft PDMS vs Wk1 umolded gelatin <0.03
Wk1 FN-pprinted soft PDMS vs Wk3 FN-pprinted soft PDMS NS
WKk1 pymolded gelatin vs Wk3 pmolded gelatin NS

Supplementary Table S7. Statistical analysis for myogenic index in isotropic tissues. All
data was not normally distributed, as determined by the Lilliefors test. The p-value for the
Kruskal-Wallis test was 7.0 x 10e-4. Multiple comparisons were performed using Tukey’s test,
with p-values for statistical differences indicated in the table below.

Comparison p-value
Wk1 FN-isotropic soft PDMS vs Wk1 isotropic gelatin NS
Wk3 FN-isotropic soft PDMS vs Wk3 isotropic gelatin <0.03
Wk1 FN-isotropic soft PDMS vs Wk3 isotropic gelatin NS
Wk3 FN-isotropic soft PDMS vs Wk1 isotropic gelatin <0.01
Wk1 FN-isotropic soft PDMS vs Wk3 FN-isotropic soft PDMS NS
Wk1 isotropic gelatin vs Wk3 isotropic gelatin NS

Supplementary Table S8. Statistical analysis for myotube width in ppatterned tissues. All
data was not normally distributed, as determined by the Lilliefors test. The p-value for the
Kruskal-Wallis test was 0.01. Multiple comparisons were performed using Tukey’s test, with p-
values for statistical differences indicated in the table below.

Comparison p-value
Wk1 FN-pprinted soft PDMS vs Wk1 pmolded gelatin NS
Wk3 FN-pprinted soft PDMS vs Wk3 pmolded gelatin <0.01
Wk1 FN-pprinted soft PDMS vs Wk3 pmolded gelatin NS
Wk3 FN-pprinted soft PDMS vs Wk1 umolded gelatin NS
Wk1 FN-pprinted soft PDMS vs Wk3 FN-uprinted soft PDMS NS
Wk1 umolded gelatin vs Wk3 umolded gelatin NS




Supplementary Table S9. Statistical analysis for myotube width in isotropic tissues. All data
was not normally distributed, as determined by the Lilliefors test. The p-value for the Kruskal-
Wallis test was 3.4 x 10e-4. Multiple comparisons were performed using Tukey’s test, with p-
values for statistical differences indicated in the table below.

Comparison p-value
Wk1 FN-isotropic soft PDMS vs Wk1 isotropic gelatin NS
Wk3 FN-isotropic soft PDMS vs Wk3 isotropic gelatin <0.001
Wk1 FN-isotropic soft PDMS vs Wk3 isotropic gelatin <0.02
Wk3 FN-isotropic soft PDMS vs Wk1 isotropic gelatin <0.03
Wk1 FN-isotropic soft PDMS vs Wk3 FN-isotropic soft PDMS NS
WK1 isotropic gelatin vs Wk3 isotropic gelatin NS

Supplementary Table S10. Statistical analysis for myotube length in ppatterned tissues. All
data was not normally distributed, as determined by the Lilliefors test. The p-value for the
Kruskal-Wallis test was 1.3 x 10e-5. Multiple comparisons were performed using Tukey’s test,
with p-values for statistical differences indicated in the table below.

Comparison p-value
Wk1 FN-pprinted soft PDMS vs Wk1 umolded gelatin <0.05
Wk3 FN-pprinted soft PDMS vs Wk3 pmolded gelatin <0.0001
Wk1 FN-pprinted soft PDMS vs Wk3 pmolded gelatin <0.01
Wk3 FN-pprinted soft PDMS vs Wk1 umolded gelatin <0.001
Wk1 FN-pprinted soft PDMS vs Wk3 FN-pprinted soft PDMS NS
Wk1 pmolded gelatin vs Wk3 pmolded gelatin NS

Supplementary Table S11. Statistical analysis for myotube length in isotropic tissues. All
data was not normally distributed, as determined by the Lilliefors test. The p-value for the
Kruskal-Wallis test was 2.0 x 10e-5. Multiple comparisons were performed using Tukey’s test,
with p-values for statistical differences indicated in the table below.

Comparison p-value
Wk1 FN-isotropic soft PDMS vs Wk1 isotropic gelatin <0.01
Wk3 FN-isotropic soft PDMS vs Wk3 isotropic gelatin <0.01
Wk1 FN-isotropic soft PDMS vs Wk3 isotropic gelatin NS
Wk3 FN-isotropic soft PDMS vs Wk1 isotropic gelatin <0.0001
Wk1 FN-isotropic soft PDMS vs Wk3 FN-isotropic soft PDMS NS
WK1 isotropic gelatin vs Wk3 isotropic gelatin NS




Supplementary Table S12. Statistical analysis for myotube alignment on pmolded gelatin
hydrogels. All data was normally distributed, as determined by the Lilliefors test. The p-value
for one-way analysis of variance (ANOVA) was 9.3 x 10e-6. Multiple comparisons were
performed using Tukey’s test, with the p-values indicated in the table below.

Comparison p-value
WK1 isotropic gelatin vs Wk3 isotropic gelatin NS
WK1 isotropic gelatin vs Wk1 pmolded gelatin <0.001
WK1 isotropic gelatin vs Wk3 pmolded gelatin <0.01
WKS isotropic gelatin vs Wk1 pmolded gelatin <0.001
WKS isotropic gelatin vs Wk3 pmolded gelatin <0.01
WKk1 pymolded gelatin vs Wk3 pmolded gelatin NS




