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Figure S1: The Akt/mTOR pathway is not activated in response to carnosol incubation.

At confluence, myoblasts (M19) were induced to differentiate for 3 days, and then, carnosol
(CO, 1 pg/mL), insulin (INS, 100nM) or carnosol + insulin were added to the culture for the
indicated times. A) On the left: myotube protein extracts were analyzed by western blotting
with anti-phosphorylated AKT (pAKT) and -total AKT antibodies. Revert® total protein stain
was used as internal loading control. On the right: quantification of the western blotting data;
A.U., arbitrary units (i.e. the ratio of pAKT/AKT relative to the Revert® stain level). B) On the
left: myotube protein extracts (treated as before) were analyzed by western blotting with
antiphosphorylated mTOR (p-mTOR) and -total mTOR protein antibodies. Revert® total
protein stain was used as internal loading control. On the right: quantification of the western
blotting data; A.U., arbitrary units (i.e. the ratio of p-mTOR/mTOR relative to Revert® stain
level; M19, 19-year-old man donor.
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Figure S2: The proteasome inhibitor bortezomib increases myotube cell size

At confluence, myoblasts (M19) were induced to differentiate for three days, and then,
incubated (BZ) or not (CTRL) with increasing concentrations of bortezomib for 48 hours.
Myotubes were fixed and analyzed by indirect immunofluorescence. (A) Representative
images showing troponin T staining (green). DNA was stained with DAPI (blue). (B)
Quantification of troponin T immunofluorescence images with the Fiji software; **p <0.01,

***p <0.001. Data are the mean * SD of three biological replicates. M19, 19-year-old man
donor.



