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exon-exon junction primer set

PrP primer set
PRNP exon 2 mRNA [ EESRRORIRGT AR R

alternatively spliced mRNA i

H1

RT-PCR primer sets

Schematic representation of quantitative

The arrowed regions represent the primer sets, and the
doublets represent the expected products.
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2. Immunoblot analysis of recombinant human PrP
and splice variant isoform of PrP

Recombinant human PrP [codon 129M (lane 1) and
129V (lane 2)1, splice variant isoform of PrP [codon
129M (lane 3) and 129V (lane 4)], and homogenates
(lane 5) from T98G cells for 40 days after 40 passages
(P40D40) were subjected to immunoblot with the
HUC2-13 (A), 17H5 (B), HPC2 (C) or HPSV178 (D)
antibodies. Epitope recognition sites located within PrP or
PrPSV are shown as amino acid numbers.
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B 3. Characterization of splice variant form of GPI
anchorless PrP in T98G cells

(A) Detection of GPI PrPSV. T98G cells for 40 days after
40 passages (P40D40), 52 passages, and 77 passages were
scraped into PBS — 2.5 mM EDTA and sonicated. The
postnuclear fractions (50 pg protein each) were subjected
to immunoblot with the 6H4 (upper panel) or HPSV178
(lower panel) antibodies.

(B) Analysis of deglycosylated forms of GPI' PrPSV.
T98G cells for 40 days after 77 passages (P77D40) were
scraped into PBS — 2.5 mM EDTA and sonicated. The
postnuclear fractions (50 pg protein each) were incubated
with (lane 1) or without (lane 2) PNGase F for 120 min.
The digested homogenates were boiled for 10 min and
subjected to immunoblot with the 6H4 (upper panel) or
HPSV178 (lower panel) antibodies.

(C) Subcellular localization of GPI PrPSV. T98G cells for
40 days after 77 passages (P77D40) were scraped into
PBS — 2.5 mM EDTA and sonicated. The homogenates
(50 ug protein each) were centrifuged at 100,000 X g for
60 min at 4°C to obtain a membrane fraction and a
cytosolic fraction. The resultant fractions were subjected to
immunoblot with the 6H4 (upper panel) or HPSV178
(lower panel) antibodies.

(D) Detergent solubility of GPI PrPSV. T98G cells for 40
days after 77 passages (P77D40) were scraped into PBS —
2.5 mM EDTA and sonicated. Homogenates (H) of 50 pg
NP-40 —
0.5 % deoxycholate — PBS and centrifuged at 100,000
X g for 4°C
detergents-insoluble pellet and a soluble supernatant
fraction. The pellet fraction (insoluble fr.) and the
methanol-precipitated supernatant fraction (soluble fr.)
were resuspended in the same volume of PBS — 2.5 mM
EDTA. Homogenates (lane 1), pellet fraction (lane 2), and
supernatant fraction (lane 3) (50 pg protein each) were
subjected to immunoblot with the 6H4 (upper panel) or
HPSV178 (lower panel) antibodies.

protein were dissolved in 9 volumes of 0.5 %

60 min at to obtain a nonionic
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B 4. Quantification of splice variant of PrP mRNA
in T98G cells

T98G cells for 40 days after 90 passages (P90D40) were
exposed to hypoxia (2 % 02), CoCh (100 pmol/L), and
normoxia for the last 4 days. The resulting total RNA (5
ng) were analyzed by real-time quantitative RT-PCR with
PrP primer set (black bars) and exon~exon junction primer
set (white bars). Splice variant of PrP mRNA were shown
as average relative expression values normalized to PrP
mRNA (hatched bars). Values are the mean = standard
error (SE) of three independent cell samples.

* The B-actin primer set was used as a control for the
amount of RNA used in each reaction (data not shown)
’ p < 0.05 compared with normoxia (Student z-test),
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5. Proteinase K sensitivity of splice variant form of
GPI anchorless PrP in T98G cells

T98G cells for 40 days after 90 passages (P90D40) were
exposed to hypoxia (2 % Oz, lanes 5 and 6), CoCl2 (100
umol/L, lanes 3 and 4), and normoxia (lanes 1 and 2) for
the last 4 days. Methanol-precipitated homogenates (50 pg
protein) were treated with PK (10 pg/mL) at 37°C for 30
min (lanes 2, 4, and 6) or left undigested (lanes 1, 3, and
5) The resultants homogenates were boiled for 10 min and
subjected to immunoblot with the 6H4 (upper panel) or
HPSV178 (lower panel) antibodies.
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