
  

Supplementary Material 
 
Comparative Analysis of Total Alpha-Synuclein (αSYN) Immunoassays Reveals That They 
Do Not Capture the Diversity of Modified αSYN Proteoforms 
 
 
 

 
 
Supplementary Figure 1. Summary table of general technical and handling considerations of 
the analyzed total αSYN immunoassay kits. 
 



  

 



  

 



  

Supplementary Figure 2. Characterization of the generated library of αSYN proteins bearing the 
most commonly occurring N-terminal and C-terminal PTMs. Mass spectrometry, ultra-
performance liquid chromatography (UPLC) and Coomassie staining were performed to establish 
the purity and integrity of all generated proteins. 
  



  

 
 

Supplementary Figure 3. Single graphs separately showing the detection of PTM αSYN proteins 
using the Euroimmun immunoassay. Full dilution curves of the proteins with the same dynamic 
range as the standard curve fitted to a 4-parameter sigmoid curve and plotted against the kit 
standard curve. C-terminal truncations ranging from 103 to 122 were not recognized. 



  

 
Supplementary Figure 4. Single graphs separately showing the detection of PTM αSYN proteins 
using the MSD immunoassay. Full dilution curves of the proteins with the same dynamic range as 
the standard curve fitted to a 4-parameter sigmoid curve and plotted against the kit standard curve. 
C-terminal truncations ranging from 103 to 122 were not recognized. 



  

 
Supplementary Figure 5. Single graphs separately showing the detection of PTM αSYN proteins 
using the Biolegend immunoassay. Full dilution curves of the proteins with the same dynamic 
range as the standard curve fitted to a 4-parameter sigmoid curve and plotted against the kit 
standard curve. C-terminal truncations ranging from 103 to 122 were not recognized. 
 
 



  

 
 
Supplementary Figure 6. Single graphs separately showing backcalculated spike values using 
the Euroimmun immunoassay. Single graphs separately showing the back-calculated values of the 
high-, medium- and low-PTM αSYN spikes in assay buffer or CSF interpolated to the assay 
standard curve (red dots). Nominal expected high, medium, and low spikes interpolated to the 
standard curve are shown by the dotted lines. 



  

 
 
Supplementary Figure 7. Single graphs separately showing back-calculated spike values using the 
MSD immunoassay. Single graphs separately showing the back-calculated values of the high-, 
medium-, and low-PTM αSYN spikes in assay buffer or CSF interpolated to the assay standard 
curve (red dots). Nominal expected high, medium, and low spikes interpolated to the standard curve 
are shown by the dotted lines. 



  

 
 
Supplementary Figure 8. Single graphs separately showing back-calculated spike values using 
the Biolegend immunoassay. Single graphs separately showing the back-calculated values of the 
high-, medium-, and low-PTM αSYN spikes in assay buffer or CSF interpolated to the assay 
standard curve (red dots). Nominal expected high, medium, and low spikes interpolated to the 
standard curve are shown by the dotted lines. 
 



  

 
Supplementary Figure 9. Summary table of single percentage recoveries obtained at high, 
medium, and low spikes of the analyzed total αSYN immunoassays in assay buffer and 
commercial human CSF. The high, medium, and low recoveries are assessed as the percentage of 
the back-calculated values of the spiked samples subtracted from the unspiked sample with 
respect to the nominal spiked protein amount. ND, not determinable. 
 


