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Table S1. Average t½  and λmax values determined for data in Figure 1 

 

*For sRPT at pH 5, the initial increase in Trp fluorescence was used to determine the t½.  
 

 

Table S2. RPT fragments identified by LC-MS 
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Table S3. List of Pmel homologs having both long and short RPT isoforms 
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Figure S1 

 

Fig. S1. lRPT and sRPT fibrils form similar, β-sheet-rich, secondary structure. lRPT (blue) and sRPT (red) 

fibrils were analyzed by Raman spectroscopy. Spectra were collected at multiple spatial locations (thin 

lines), which were then averaged (bold line). The vertical dashed line represents 1665 cm˗1, to which data 

were normalized. sRPT spectra are off-set for clarity. 
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Figure S2 

 

Fig. S2. Limited protease digestion of lRPT and sRPT. Unseeded lRPT (blue) or sRPT (red) fibrils (30 µM, 

formed at pH 6) were incubated in the absence (dashed) or presence (solid) of 0.3 µg/mL PK at 37 °C for 

15 h and analyzed by LC-MS (a-c) and SDS-PAGE (e). Peaks corresponding to full-length/large peptides 

(shaded areas in a) were deconvoluted to identify the singly-charged masses (b-c). Fragments were mapped 

to the lRPT (d) or sRPT (f) sequence. The underlined regions represent the smallest protease-resistant 

fragment identified in (c). Data are representative of 2 independent experiments. The paradoxical migration 

of full-length lRPT at ~37 kDa and sRPT at ~50 kDa has been shown prior (McGlinchey et al. 2011 J. Biol. 

Chem.).  
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Figure S3 

 

Fig. S3. Trp and ThT fluorescence of self- and cross-seeded RPT fibrils. lRPT (a–b) and sRPT (c–d) self- 

and cross-seeded fibrils, grown at pH 5 or 6, respectively. Spectra are normalized for respective 

concentration. Vertical dashed lines represent λmax for unseeded lRPT (a–b) or sRPT (c–d) for comparison. 

Solid line and shaded area represent the mean and standard deviation, respectively, from 3 independent 

experiments. 
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Figure S4 

 

Fig. S4. Additional TEM images of lRPT/lRPT (a) and lRPT/sRPT (b) fibrils formed at pH 6. Black and 

white arrows represent twisted and straight filaments, respectively. Scale bars indicate 100 nm. 
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Figure S5 

 

Fig. S5. Cross-seeding does not alter the protease-assessible regions of RPT at pH 6. Self- and cross-seeded 

fibrils (30 µM, formed at pH 6), were incubated in the absence and presence of 0.3 µg/mL PK at 37 ˚C for 

8 h and analyzed by SDS-PAGE (a) and LC-MS (b-d). Peaks corresponding to full-length/large peptides 

(shaded areas in c) were deconvoluted to identify the singly-charged masses (d). Data are representative of 

2 independent experiments. 
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Figure S6 

 

Fig. S6. lRPT fibrils inhibit the maturation phase of sRPT aggregation. The aggregation of 30 µM sRPT 

alone (grey) and in the presence of 0.3 (1%, light blue), 3 (10%, blue), 6 (20%, dark blue) or 12 µM (40%, 

black) lRPT seeds at pH 5. Reactions were monitored under constant shaking (6 mm) at 37 °C. Data 

represent an average of 4 replicates. 
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Figure S7 

 

Fig. S7. Additional data set for self- and cross-seeding reactions. The aggregation of 30 µM lRPT (a) or 

sRPT (b) alone (black) and in the presence of 3 µM lRPT (blue) or sRPT (red) seeds at pH 5 and 6. 

Reactions were monitored under constant linear shaking (6 mm) at 37 °C. Solid line and shaded area 

represent the mean and standard deviation, respectively, from ≥5 replicates. 

 

 

 

 

 

 

 

 

 

 

 

 



11 
 

Figure S8 

 

Fig. S8. Self-dilution does not result in disaggregation. lRPT (blue) and sRPT (red) fibrils (10 µM), formed 

at pH 5 or 6 were diluted 6-fold into a cuvette containing pH 5 or 6 buffer and Trp emission was monitored 

under constant stirring at 25 ˚C. The bold line and shaded area represent the mean and standard deviation 

from 3 independent experiments, respectively. 
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Figure S9 

 
Fig S9. Disaggregation of self- and cross-seeded RPT fibrils. lRPT (a–b) and sRPT (c–d) self- and cross-

seeded fibrils, grown at pH 5 or 6, were diluted 6-fold into pH 7 buffer and Trp emission was monitored 

under constant stirring at 25 °C. Trp and ThT fluorescence were collected after self-dilution (solid lines) or 

dilution into pH 7 buffer (dashed lines). Bold line and shaded area represent the mean and standard deviation 

from 3 independent experiments, respectively. 


