Early preclinical detection of prions in the skin of prion-infected animals
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Supplementary Fig. 1 Detection of PrPS° and neuropathological changes in the brains of infected
hamsters. (@) Representative Western blotting of PrPS° from the brain homogenates of infected
hamsters sacrificed at different time points including 2, 3, 4, 7, 10, 11a, and 11b weeks post-
inoculation (wpi) with brain homogenate containing 263K prion inoculum or PBS (12 wpi) as a

negative control. Given expected low amounts of PrP%¢ in the brain of hamsters at the early stage

of infection, 500 pg/lane of brain tissue (BT) was used for brain samples from hamsters



sacrificed at week 7 or earlier while 50 pg/lane from hamsters sacrificed at week 10 or later.
Animal ID: a, b, and c represent hamsters that were inoculated with 263K prion while d
represents hamsters that were inoculated with PBS at each time point. “11a” and “11b” represent
animals with the same 11 wpi incubation time but housed in two different cages. All samples
were treated with PK at 50 pg/ml. The blot was probed with 3F4. The molecular weight markers
are shown in kDa on the left side of the blot. () Hematoxylin & Eosin (H&E) staining and
immunohistochemistry of brain sections from hamsters sacrificed at different time points
including 3, 4, 7, 10, and 11 wpi with 263K prions as well as 12 wpi with PBS negative controls.

Bar = 50 um.

Supplementary Figure 2

Supplementary Fig. 2 Uncropped Western blot. This is the uncropped Western blot of

Supplementary Figure 1a.
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Supplementary Fig. 3 Uncropped Western blot. This is the uncropped Western blot of Figure 1a.
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Supplementary Fig. 4 Representative Western blot analysis of skin PrP5¢ amplified by sSPMCA.
Amplified PrP5¢ from the thigh, back, and abdominal skin of hamsters sacrificed at 0.4 (n=2) and
1 (n=3) wpi of 263K prions using eight rounds of sSPMCA. P-rounds: number of SPMCA rounds.

All samples were treated with PK at 100 pg/ml except for the samples in the first lane of each



blot that were used as a non-PK treatment control. The blots were probed with 3F4. The

molecular weight markers are shown in kDa on the left side of the blots.
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Supplementary Fig. 5 Representative Western blotting of back skin samples from the negative
controls. The back skin samples from the negative control hamsters inoculated with PBS and
housed separately from 263K-inoculated hamsters were subjected to eight rounds of sSPMCA and
then to Western blotting. All samples were treated with PK at 100 ug/ml except for the sample in
lane 1 that was used as a negative control. P-rounds: number of sSPMCA rounds. The blot was
probed with the 3F4 antibody and it is a reprehensive of three different skin areas from three

animals. The molecular weight markers are shown in kDa on the left side of the blot.
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Supplementary Fig. 6 Western blotting, immunohistochemistry and Hematoxylin & Eosin staining of the
brain of infected Tg40h mice. (a) Representative Western blotting of PrP*¢ in the brain of humanized
Tg40h mice inoculated with sCJDMMI1 brain homogenate euthanized at 4, 8, 20, 22, or 24 weeks post-
inoculation (wpi). Animal ID: a, b, and ¢ represent Tg mice that were inoculated with sSCJDMM1 brain
homogenate while d represents Tg mice that were inoculate with PBS at each time point. The blot was
probed with 3F4 and it is representative of three independent experiments. Molecular weight markers are
shown in kDa on the left side of each blot. (b) Hematoxylin & Eosin (H&E) staining and
immunohistochemistry of brain sections with the 3F4 antibody from humanized Tg40h mice inoculated

with sCJIDMMI1 brain homogenate euthanized at 4 or 20 wpi. Bar = 50 um.



Supplementary Figure 7

Supplementary Fig. 7 Uncropped Western blot. This is the uncropped Western blot of

Supplementary Figure 6a.
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Supplementary Fig. 8 Uncropped Western blots. These are the uncropped Western blots of

Figure 4.



Supplementary Figure 9

Supplementary Fig. 9 Uncropped Western blots. These are the uncropped Western blots of

Figures 7a-d.



