Supplementary Data

Supplementary Figure 1: Intrinsic properties of the N2a#58 and 22LN2a#58 cell lines. The 22LN2a#58 cells produce partially PK-resistant PrP molecules due to the propagation of the 22L-mouse adapted scrapie strain in contrast to the N2a#58 cells, where no PK-resistant molecules are detected
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Western blot analysis on cell lysates from scrapie-infected (22LN2a#58) or scrapie-free (N2a#58) cells. Cell lysates were either treated with Proteinase K (PK+) or not (PK-), and proteins were methanol precipitated. Protein pellets were resuspended in sample buffer, analyzed by SDS-PAGE, electrotransferred on a PVDF membrane and probed with the 6H4 antibody (dilution 1/5,000). The secondary antibody (GAM-HRP) was used at a 1/10,000 dilution. The blot was developed on autoradiography film, with enhanced chemiluminesence (ECL). For PK treatment 0.75 μgs PK/mg total protein were used for 1 h at 37°C, with agitation; reaction was stopped with addition of PMSF. Analyzed protein loads correspond to 100 μgs for PK(-) samples and to the equivalent of 400 μgs before PK-treatment for PK(+) samples. Pertinent Molecular Weight Markers are indicated. Immunopositive 6H4 bands ~25 kDa, corresponding to different glycoforms of murine PrPSC molecules, are detected in PK-treated lysates from scrapie-infected cells, while they are absent from scrapie-free cells. 

Supplementary Figure 2:  Amino acid alignment of the murine (mouse) and caprine (goat) PrP N-terminal (A) and C-terminal (B) signal peptides
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Supplementary Figure 3:  Comparative analysis of the goat-specific PK-resistant moieties detected in scrapie-infected cells expressing the wild-type caprine chimera relative to endogenous (cellular murine)  and natural scrapie PrPSC molecules
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Western blot analysis on cell lysates from scrapie-infected (22LN2a#58)  cells, that were either untransfected (untr) or transfected to express the wild-type caprine chimera (wt) (A, B) and/or ovine scrapie brain tissue (C).A: Cell lysates were either treated with Proteinase K (PK+) or not (PK-) and analyzed by Western blotting using the goat-specific L42 antibody, at a 1/10 dilution. No signal is detected in PK treated cell lysates, when material from untransfected cells is processed, indicating the specificity of the antibody. Two goat-specific, L42 immuno-positive PK-resistant bands, corresponding to different PrP glycoforms (~25 kDa and ~17 kDa) are detected in PK treated material from transfected cells; the 25 kDa band is predominant. B: Western blot analysis on the samples depicted in A, using the 6H4 antibody, at a 1/5,000 dilution (recognizes both murine and caprine PrPs). Double-glycosylated endogenous (murine) PrPSC molecules are detected in untreated cells, at approximatelly 25 kDa. C: Western blot analysis on PK treated material from either scrapie-infected cell lysates harboring the wild type caprine chimera (wt) or ovine scrapie brain (PC), using the sheep/goat-specific L42 antibody. The characteristic three-band pattern corresponding to double-, mono- and unglycasylated PrPSC is displayed in PC. The 25 kDa goat-specific band detected in cell lysates, correlates with the molecular weight of the PC's double-glycosylated species. The secondary antibody used in all cases was conjugated with horse radish peroxidase (GAM-HRP, used at a 1/10,000 dilution) and blots were developed on autoradiography film, with enhanced chemiluminesence (ECL). Pertinent Molecular Weight Markers are indicated. 
Supplementary Figure 4: Amino acid alignment of the regions corresponding to mature murine (mouse) and caprine (goat) PrPs 
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Supplementary Figure 5: Expression vectors insert confirmation
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Sequencing data corresponding to the mature caprine Prnp region (amino acid residues 25-233) of the constructed vectors were  aligned to the Goat-Prnp-mature sequence. Alignment confirmed the presence of the variants of interest (Asp-146, His-154, Gln-211, Lys-222). The nucleotide changes G→A (position 55) and T→C (position 344), represent silent changes at codons 142 and 138 and are normally found in linkage with the His-154, Gln-211 and Lys-222 variants. Since the inserts were cloned from genomic DNA of animals carrying the above mentioned variations, these silent changes were detected in the corresponding vectors. 

Supplementary Figure  6: Amino acid alignment between the wild type ovine (sheep) and caprine (goat) PrPs
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The two proteins differ by only one amino acid residue at position 240
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