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Figure S7. Peptide abundance and ratios by day. Each stacked barplot shows the percent of
total PrP peptide abundance contributed by each peptide in clinical samples across five different
days.
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Figure S8. Normalization based on dose-response data. Normalization was performed as
described in Methods using data from the same *°N dose-response experiment depicted in
Figure S5C. A) Spiked N PrP concentration versus observed °N:L ratio for each peptide.
Each point is one replicate, and points are jittered along the y axis so that each point is visible.
We fit linear models correlating spike ~ *°*N:L ratio with the y-intercept fixed at zero, and each
peptide yielded a different slope. Note that this figure is plotted in log-log space, so the different
slopes appear as different intercepts. We assigned each peptide a response factor equal to the
maximum observed slope (that for VWVEQMITQYER, top left) divided by its own slope. B) Same
data from panel A but with response factors applied. C) Raw PrP concentrations in clinical
samples (simply °N:L ratio times the known *N concentration of 24 ng/mL). D) Normalized PrP
concentrations in clinical samples (**N:L ratio times 24 ng/mL times peptide response factor). In
C and D, gray lines connect the dots representing distinct peptides from the same sample.
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Figure S9. Correlation between L:**N and L:H ratios across clinical samples, for each
peptide. The correlations exhibit different slopes, consistent with the different observed area of
heavy vs. 1°N across peptides (Figure 2 and Figure S6) and likely arising from differences in
recovery from trypsin digestion or other analytical factors prior to heavy peptide addition.
Nonetheless, all correlations show good linearity (R? 2 0.77), indicating that the two
normalization approaches — using synthetic heavy peptides or uniformly **N-labeled
recombinant — give similar results.
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Figure S10. Scatterplot correlations between peptides across clinical samples. A) L:*N
ratio and B) L:H ratio. The most abundant peptide, VVEQMCITQYER, is used as reference (x
axis) versus all other peptides (y axis). The slopes differ, consistent with different response of
different peptides (Table S5 and Figure 2 and S5), but linear correlations are observed for each,
across the full dynamic range of samples analyzed. This provides supporting evidence that our
assay is technically able to measure the biological variability among samples, and that all
peptides move together according to changes in disease state.
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