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Fig.1 Expression of bovine PrP mRNA in
BCE C/D-1b cells as host cells.

Agarose gel electrophoresis of RT-PCR
products amplified using primers for bovine
PrP ¢DNA from total RNA extracted from
host cell line BCE C/D-1b.

Templates for PCR:

PrP: Bovine PrP ¢cDNA coding region obtained
from bovine brain cortex; positive control
sample for PCR.

BCE cells: ¢<DNAs obtained from BCE C/D-1b
cells cultured for 2, 4, 6, 8, and 12 days.

(A) Transfected BCE cell lines (B) Transfected BCE cell lines Host cells
C1B6 C1C1 Ci1C2 C1D1 D3A4 D3B4 D3B12D4A8 BCE
PrP M PrP
4 8 4 8 4 8 4 8 4 8 4 8 4 8 4 84 8

1200 =
1000 = SN

|00 Lt “ “ s hased Nl “ ﬂ Ll

500

100

i wa Kol BAF Rl R R e

Fig.2 Expression of bovine PrP mRNA in transfected BCE cell lines.

Agarose gel electrophoresis of RT"PCR products amplified using primers for bovine PrP
cDNA from total RNA extracted from the cell lines, TF-C series (A) and TF-D series (B).
Templates for PCR:

PrP: Bovine PrP ¢DNA coding region obtained from bovine brain cortex; positive control
sample for PCR.

Transfected BCE cell lines: cDNAs obtained from transfected BCE cells cultured for 4 and
8days. C1B6, D3A4 and other names mean cell line clones. Numbers 4 and 8 mean culture
days.

Host cells BCE: cDNAs obtained from BCE C/D-1b cells cultured for 4 and 8 days.

M: 100bp DNA ladder. 1517, 1200, and 1000 to 100.
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BCE <C1C2 D3A4
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4 8 4 8 4 8

Fig.3 Expression of bovine PrP mRNA in
host BCE cells and transfected BCE cell
lines.

Agarose gel electrophoresis of RT-PCR
products amplified using primers for bovine

}ggg —_ PrP ¢DNA from total RNA extracted from
800 = the cells.
- Cells: BCE, untransfected BCE C/D-1b cells;
500 — Transfected BCE, C1C2 (TF-C series) and
— D3A4 (TF-D series).
— Templates for PCR: ¢DNAs obtained from
cells cultured for 4 and 8days. Numbers 4
- " and 8 mean culture days.
M: 100bp DNA ladder. 1517, 1200, and 1000
100 — to 100.
@ 8) .
ovine BCE c1C2 C1H1 C1A2 Bovine BCE D3D4 D2F1 D4A8
Brain Brain
\Da 4 8 4 8 4 8 4 8 kDa 4 38 4 8 4 8 4 8
97.4 97.4
66 66
46
46
30 30
21.5 21.5
14.3
14.3

Fig.4 Expression of bovine PrP in host BCE cells and transfected BCE cell lines cultured
for 4 and 8 days.

Immunoblotting of whole cell lysates from the cell lines, TF-C series (A) and TF-D series
(B). ,

Cella: BCE, untransfected BCE C/D-1b cells; Transfected BCE, C1C2, C1H1 and C1A2
(TF-C series) and D3A4, D2F1 and D4A8 (TF-D series). Numbers 4 and 8 mean culture
days.

Bovine Brain: 10,000 x g precipitation fraction from bovine brain cortex homogenate (P2
fraction).

Anti-PrP antibody: BSPX-54.
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Fig. 2. Subecellular localization of PrPres in
long-term cultured T98G cells. T98G cells
were incubated with 10% FCS-RPMI 1640 for 40
days after 40 passages T98G cells were scraped
into PB525 mM EDTA and sonicated.
Hom ogenates (H) were centrifuged at 100,000 X
g for 60 min at 4°C to obtain a membrane
fraction (M) and a cytosolic fraction (C).
Methanol precipitated lysates (50 pg protein)
were treated with PK at 10 pg m1-1 at 37°C for
30 min {lanes 1, 3, and 5) or left undigested
{lanes 2, 4, and 6). The PK-treated sam ples were
boiled for 10 min and subjected to
immunoblotting with the 6H4 antibody.

123 G f
—-14.4

fraction H P S

Fig. 3. Detergent solubility of PrP:w in long-
term cultured T98G cells. T98G cells were
scraped into PBS2'5 mM EDTA and sonicated.
Homogenates (H) of 50 pg protein were
dissolved in 9 volumes of 0:5% NPHAQ-0-b%
deoxycholate-PBS and centrifuged at 100,000 x
g for 60 min at 4 °C to obtain a nonionic
detergentsinsoluble pellet and a soluble
supernatant fraction. The pellet fraction (P) and
the methanol-precipitated supernatant fraction
(S) were resuspended in the same volume of
lysis buffer.
fraction (lane 2), and supernatant fraction (lane
3) (50 ug protein each) were subjected to

immunoblot with the 6H4 antibody.
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#1 HL PP i o LA VA P RniEE

TS ya—F AR FEAE(HERER B 3D TRAMGERS B3
P2-168 145 + 8 158 + 8
Anti-KLH 139 + 2 161 * 4
31C6 150 + 6 166 + 6
6H10 164 + 4 180 + 8

#x2 VAV EEEBRIOBE

B ZLANERE (%) FAE~w O R EET D R AR EREE R
1% 10/10 164 + 6
0.1% 10/10 : 175 £ 6
0.01% 9/9 189 + 18
0.001% 10/10 212 = 12
0.0001% 9/9 244 + 30
0.00001% 3/6 278 + 52
0.000001% 0/5 -
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