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Figure S1. MSOT Quantification of biceps muscle using non-negative signals. 
Comparison of signal intensity for single wavelength 700 nm (A), 730 nm (B), 760nm (C), 
800nm (D), 850nm (E), 910nm (F), 930nm (G), 950nm (H), 980nm (I), 1030nm (J), 1080nm 
(K), 1100nm (L), MSOTcol (M) and MOSTlip (N) between HV and PD. MSOT = Multispectral 
Optoacoustic Tomography, HV = healthy volunteers, PD = Pompe disease patients, Spec C = 
Spectrum Collagen = MSOT- derived collagen signal (MSOTcol), Spec L = Spectrum Lipid = 
MSOT- derived lipid signal (MSOTlip). Results represent 80 data sets from n = 40 independent 
biceps muscle regions (n = 20 HV/n = 20 LOPD) in n = 20 biologically independent subjects (n 
= 10 HV and n = 10 patients with LOPD). Each bar displays the mean of top 10% MSOT signal 
of the biceps muscle of a whole proband group with the error bars indicating SD (green bar/dots 
= HV and violet bar/dots = LOPD). Statistical difference was tested with Welch’s t test. 
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Figure S2. MSOT Quantification of biceps muscle using top 10% of total signals. 
Comparison of signal intensity for single wavelength 700 nm (A), 730 nm (B), 760nm (C), 
800nm (D), 850nm (E), 910nm (F), 930nm (G), 950nm (H), 980nm (I), 1030nm (J), 1080nm 
(K), 1100nm (L), MSOTcol (M) and MOSTlip (N) between HV and PD. MSOT = Multispectral 
Optoacoustic Tomography, HV = healthy volunteers, PD = Pompe disease patients, Spec C = 
Spectrum Collagen = MSOT- derived collagen signal (MSOTcol), Spec L = Spectrum Lipid = 
MSOT- derived lipid signal (MSOTlip). Results represent 80 data sets from n = 40 independent 
biceps muscle regions (n = 20 HV/n = 20 LOPD) in n = 20 biologically independent subjects (n 
= 10 HV and n = 10 patients with LOPD). Each bar displays the mean of top 10% MSOT signal 
of the biceps muscle of a whole proband group with the error bars indicating SD (green bar/dots 
= HV and violet bar/dots = LOPD). Statistical difference was tested with Welch’s t test. 
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Figure S3. MSOT Quantification of biceps muscle using mean signals. Comparison of 
signal intensity for single wavelength 700 nm (A), 730 nm (B), 760nm (C), 800nm (D), 850nm 
(E), 910nm (F), 930nm (G), 950nm (H), 980nm (I), 1030nm (J), 1080nm (K), 1100nm (L), 
MSOTcol (M) and MOSTlip (N) between HV and PD. MSOT = Multispectral Optoacoustic 
Tomography, HV = healthy volunteers, PD = Pompe disease patients, Spec C = Spectrum 
Collagen = MSOT- derived collagen signal (MSOTcol), Spec L = Spectrum Lipid = MSOT- 
derived lipid signal (MSOTlip). Results represent 80 data sets from n = 40 independent biceps 
muscle regions (n = 20 HV/n = 20 LOPD) in n = 20 biologically independent subjects (n = 10 
HV and n = 10 patients with LOPD). Each bar displays the mean of top 10% MSOT signal of 
the biceps muscle of a whole proband group with the error bars indicating SD (green bar/dots 
= HV and violet bar/dots = LOPD). Statistical difference was tested with Welch’s t test. 
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Figure S4. MSOT Quantification of biceps muscle using maximum signals. Comparison 
of signal intensity for single wavelength 700 nm (A), 730 nm (B), 760nm (C), 800nm (D), 
850nm (E), 910nm (F), 930nm (G), 950nm (H), 980nm (I), 1030nm (J), 1080nm (K), 1100nm 
(L), MSOTcol (M) and MOSTlip (N) between HV and PD. MSOT = Multispectral Optoacoustic 
Tomography, HV = healthy volunteers, PD = Pompe disease patients, Spec C = Spectrum 
Collagen = MSOT- derived collagen signal (MSOTcol), Spec L = Spectrum Lipid = MSOT- 
derived lipid signal (MSOTlip). Results represent 80 data sets from n = 40 independent biceps 
muscle regions (n = 20 HV/n = 20 LOPD) in n = 20 biologically independent subjects (n = 10 
HV and n = 10 patients with LOPD). Each bar displays the mean of top 10% MSOT signal of 
the biceps muscle of a whole proband group with the error bars indicating SD (green bar/dots 
= HV and violet bar/dots = LOPD). Statistical difference was tested with Welch’s t test. 
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2. Study Protocol (Initial Version) 
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3. Study Protocol (Amended Version) 
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4. Study Protocol (External Cohort) 
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5. Statistical Analysis Plan (SAP) 
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