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[image: ]Fig S1 CYP46A1 does not induce the autophagy of alpha-syn via the CMA autophagy pathway. SH-SY5Y cells were co-transfected with either siRNA targeting Lamp2A or control siRNA along wild-type alpha-syn and either CYP46A1 or GFP for 48 hours. The western blot analysis revealed a reduction in Lamp2A expression following transfection with Lamp2A siRNA (50 nM) compared to cells transfected with control siRNA. Overexpression of human CYP46A1 resulted in a decrease in human alpha-syn levels. However, inhibition of chaperone-mediated autophagy pathway by siRNA targeting Lamp2A did not result in the accumulation of alpha-syn, suggesting that CYP46A1 does not induce CMA autophagy
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Fig. S2 CYP46A1 does not promote the degradation of alpha-syn by the proteasome. SH-SY5Y cells were co-transfected with alpha-syn and either GFP or CYP46A1 for 36 hours or left not transfected (NT), followed by treatment with the proteasome inhibitor MG132 or left untreated. Protein samples were analyzed by western blot using antibodies against HA, GFP, actin and human alpha-syn (left panel) and anti-ubiquitin and actin (right panel). Actin protein levels served as a loading control. The ratio of alpha-syn protein levels in the presence of CYP46A1 compared to those detected with GFP, which was 2.5, remained unchanged with or without MG132. The ubiquitin pattern of (right panel, last 3 lanes) exhibited a significant elevation in the presence of MG132 compared to the first lane without MG132, relative to the level of actin, indicating the effectiveness of the proteasome inhibitor MG132
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Table S1 Amino acids sequences of alpha-syn mutants in the 67-78 region

Type Amino Acid Sequence (67-78)
Wild type (Fantini et al, 2011) GGAVVTGVTAVAQ
Mutant 38 GGGLVSRVTAVAQ
Mutant 39 GGTRVTYWTASAQ
Mutant 40 (SynuM53, Crowet etal, 2007) | GGAVSAGVASVTQ
Mutant 42 GGKVVTGVTAVAQ

The amino acid residues of wild-type human alpha-syn involved in cholesterol
binding are indicated in bold (Fantini et al., 2011). The mutated amino acids are
also highlighted in bold within the sequence of each mutant
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Table S2 Primers used to generate WT or mutant alpha-syn plasmids

Primers

Nucleotide sequences

Hindlll atg synF

gragaaagctatggatgtaticatgaaaggac

Xbal stop synR

gageatctagaftatcaggciicaggticgtagtctig

38R

gtcacacgegacaccagtectecte

gaggaggactggtgtcgegtgtgac

38F

39R ctgggetgatgctgtecaatacgteaccctigticctee

39F ggaggaacaagggigacgtatiggacageatcageecag
40R cigggftacigatgccacaccegecgacacige

40F gragtgtcggeggatgtageatcagtaacceag

4R cacacccgtcaccactiicctccaac

a2F gttggaggaaaagtagtoacgagtaty
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