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15 Expression of splice variant of PrP mRNA in

T98G cells,

(a) T98G cells were incubated after repeated passages.
First strapd-<DNA from total RNA (5 pg) were
prepared from TS8G cells for 24 days after 13 passages
(P13D24, lanes 1-2), for 40 days after 13 passages
(P13D40, lanes 3-6). (b) T9SG cells for 24 days after
18 passages (P18D24) were exposed to hypoxia & %

Oq, lanes 1-2) or normoxia {lanes 3-6) for the last 1
day. First strand-cDNA from total RNA (5 pg) and
genomic DNA (2.5 ng) were prepared, followed by

PCR using human PrP primer set {odd lanes )} and

B-actin primer set (even lanes) with KOD Plus

polymerase.
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B 6 Detection of splice variant of PrP mRNA
using exon-exon junction primers.

(a) T98G cells were incubated for 24 days after 18
passages (P18D24). First strand-cDNA from total RNA
(5 pg) and genomic DNA (2.5 ng) were prepared,
followed by PCR using PRNP exon 2 primer set (122
and 1,433-1,411; lanes 1 and 4) and 24-nucleotide
exon-exon junction primers (lanes 2-3 and 5-6) with
Ex taq polymerase. (b) First strand-cDNA from adult
human brain tetal RNA and human fetal brain total
RNA (5 pg each; BD Biosciences, Palo Alte, CA,
USA) were prepared, followed by PCR using the PRNP
exon 2 primer set (lanes 1 and 4) and the exon-exon
junction primers (lanes 2-3 and 5-6) with Ex taq
polymerase. {c) First strand-cDNA from adult human
total RNA panel (5 pg each; BD Biosciences, Palo Alto,
CA, USA) were prepared, followed by PCR using the
PRNP exon 2 primer set (Panel A), the exon-exon
junction primers (Panel B), and B-zctin (Panel C) with
Ex taq polymerase.
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7 Schematic representation of alternative
splicing model of PRNP exon 2 {1-1,433).
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18 Bindirg of antibodies to coating antigen in
ELISA,

(a) Various concentration of anti-hPrP €18 230 )
antibody (HIPC 678) were incubated with hPrP
(218-230)-Cys-BCIP (@)} or tBoPiP (O) as coating
antigen. (b) Various concentration of
anti-hPrPSV(214-230) antibody (IPSV 76) were
incubated with hPrPSV(214-230)}0OVA (@) or WPrP
(214-230)-0VA (O} as coating antigen.
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