Additional file 1: Supplementary material

Supplementary Figure 1 Porphyrin inhibits αS filament formation in vitro.
Recombinant αS was incubated with DMSO, 5-ALA, hematin, or PPIX under shaking for 72h. After 72 h of incubation, filament formation was measured by ThT fluorescence (a) and sarkosyl-insolubility (b and c). Sarkosyl-insoluble αS analyzed by SDS-PAGE (b); band intensity quantified by Image J software (c) (n = 6). Data are shown as the mean ± SEM, Dunnett’s test was used for statistical analysis (****p < 0.0001). 

Supplementary Figure 2 5-ALA does not affect αS PFFs uptake in mouse primary neuronal cells.
Mouse primary neurons were treated with Dylight488 labeled αS PFFs. After 24 h of incubation, 5-ALA was added to the culture media, and the uptake of Dylight-labeled PFFs was analyzed after 4 or 24 h by fluorescence microscopy. (a) Representative images at 20x. (b) Fluorescence Dylight488 intensity normalized by DAPI counts 24 h after 5-ALA addition. Twenty-five random fields of view were measured per experiment, this was performed in duplicate (total n = 50). Data are presented as the mean ± SEM, and Dunnett’s test was used for statistical analysis (****p < 0.0001). 

Supplementary Figure 3 No neuron loss in the αS propagation mouse model at 1 month post injection.
(a) Representative immunostaining images with anti-TH antibody in the striatum (Bregma +0.14 mm) and SN (Bregma −3.52 mm). (b) Comparison of TH-positive neurons in the ipsilateral and contralateral striata of 5-ALA-untreated mice (0 mg/kg). No neuronal cell loss was observed at 1 month after αS PFFs injection. (c) Quantification of TH-positive area in the striatum after 5-ALA administration. (d) Comparison of TH-positive area in the ipsilateral and contralateral SN of 5-ALA-untreated mice. (e) Area containing TH-positive neurons in the SN after 5-ALA administration. Data shown as mean ± SEM. Statistical analyses were performed using Welch’s t-test for b and d and Dunnett’s test for c and e (n = 5 for 0 mg/kg, n = 4 for 1.7 mg/kg, and n = 5 for 20 mg/kg). 

Supplementary Figure 4 Full uncropped images of immunoblotting.
(a) Full image of α-tubulin for Fig. 2c. (b) Full image of α-tubulin for Fig. 3c. (c) Full image of α-synuclein for Fig. 3c. (d) Full image of α-tubulin for Fig. 3f. (e) Full image of α-synuclein for Fig. 3f.
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Table S1

epitope host* supplier cat# dilution**
pS129 Phosphorylation at Ser129 of aS Rb Abcam ab51253 :ﬁg‘:llzzoooooo
81A Phosphorylation at Ser129 of aS Ms Biolegend | 825701 IF: 1/500
Syn1 91-99a.a. of of aS Ms BD 610787 WB: 1/2000
o-tubulin a-tubulin Ms Sigma T6199 WB: 1/5000
B3-tubulin neuron specific class Il B-tubulin Rb Abcam ab18207 IF: 1/500
TH Tyrosine hydroxylase Rb Millipore AB152 IHC: 1/1000

* Ms: mouse, Rb: rabbit
** IHC: immunohistochemistry, IF: immunofluorescence, WB: western blotting
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