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Supplementary Table 1. Determination of prion infectivity titre in cell culture

Positive Wells (w/wyg) Percentage Positivity
Dilution RML BH ME7 BH Purified RML BH ME7 BH Purified
16200* 121487 ME7 (1X)* 16200* 121487 ME7 (1X)*
1.10" 24/ 24 | 24 [/ 24 | 24 | 24 100.0% 100.0% 100.0%
3.10° 24/ 24 | 24 |/ 24 | 24 | 24 100.0% 100.0% 100.0%
1.10° 20 / 24 | 24 |/ 24 | 15 / 24 83.3% 100.0% 62.5%
3.10° 5 / 24 | 16 / 24 5 / 24 20.8% 66.7% 20.8%
1.10° 2/ 24 9 / 24 1/ 24 8.3% 37.5% 4.2%
3.10” 0 / 24 2/ 24 0o / 24 0.0% 8.3% 0.0%
1.107 0 / 24 1/ 24 0o / 24 0.0% 4.2% 0.0%
NI 0 / 24 0 / 24 0 / 25 0.0% 0.0% 0.0%
log TCIU mI™* 5.8 6.1 5.5

Measurement of total protein and PrP content:
Total protein (mg ml™?) 10.0 10.0 0.0027
PrP content (ug ml™) 5.4 11.0 2.7
Calculation of specific infectivity:
log TCIU mg™ protein 4.8 5.1 8.1
log TCIU mg™ PrP 8.1 8.1 8.1

(w/wy), the number of prion infected wells (w) versus the total number of inoculated wells (wg); BH, brain
homogenate; TCIU, tissue culture infectious units; NI, non-prion inoculated

* Prion titre of 10 *%° (mean + s.d., n=6) intracerebral LDsq units/ml in Tg20 mice’
T Purified material was resuspended to the same volume as the 10% (w/v) BH from which it was derived

* TCIU calculated according to the Poisson distribution’



Supplementary Table 2. Cryo-EM data collection, refinement

and validation statistics

ME7
(EMD-15043)
(PDB 8A00)

Data collection and processing
Magnification

Voltage (kV)

Electron exposure (e—/A?)
Defocus range (um)

Pixel size (A)

Symmetry imposed

Initial particle images (no.)
Final particle images (no.)
Map resolution (A)

FSC threshold

Map resolution range (A)

Refinement
Initial model used (PDB code)
Model resolution (A)
FSC threshold
Model resolution range (A)
Map sharpening B factor (A%
Model composition
Non-hydrogen atoms
Protein residues
Ligands
B factors (A%
Protein
r.m.s. deviations
Bond lengths (A)
Bond angles (°)
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MolProbity score
Clashscore
Poor rotamers (%)
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0.002
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0
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Supplementary Figure 1. 2D classification of ME7 prion fibrils. Gallery of representative 2D
classes (box size: 397.5 x 397.5 A).
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Supplementary Figure 2. Quality of the ME7 map and model. a Top, Fourier Shell
Correlation (FSC) plots for independent half-reconstructions, determined in Relion 4.0-beta.
The final plot (black line) is corrected for overfitting with high-resolution noise substitution.
Bottom, FSC plot for the model:map fit. b Local resolution of the protein density calculated
with Relion 4.0-beta LocRes. ¢ Atomic B-factor values colour-coded on the solvent-excluded

model surface.
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