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Fig. 1. Migh-level expression of endogencus PrP¢ in quiescent
TS8G cells, T98G cells were incubated with 10% FCS-RPMI
1640 under the following conditions. (1) The cells were cultured
for 16 days. (I} The cells were cultured for 3 days. After the
medium was changed to serurn-free medium containing BSA
(0.1 ma/ml), the cells were incubated for another 5 days. (11}
The cells were cultured for 4 days. (A) Cell-density of cultures.
The cells were dissociated and counted by hemocytometer. On
the panel is shown the bar of ceil-density. Results are means =
SEM from triplicate dishes. ***F < 0.001 by One-Way ANOVA.
(B} Cell proliferation was determined by [*Hlthymidine
incorporation assay. The cultures were pulsed with [*Hthymidine
for the last 6 h, Results are means = SEM from triplicate dishes.
**pP < 0.01 by One-Way ANOVA. (C) Fifty ug of whole cell lysate
was treated with (lane 4-6) or without (lane 1.3} PNGase F. After
incubation for 2h at 37°C, the lysates were boiled for 10 min and
subjected to immunoblot with 6H4 antibody. (D) Densitometric
quantitation of the PrP® generated via measurment of the 25 kDa
deglycosylated form. Quantitative anaiysis of the 25 kDa
deglycosylated form of PrP® shown in C {lanes 4, 5, and &) was
perfarmed using computer-assisted densitornetry. The integrated
intensity of each bands was the percentage of the intensity on
Day 16 {lane 4). Bars are means ranges from three independent
experiments. **P < 0.01 by One-Way ANOVA,
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and 6; D-ill), /=, #H a5 OMile ZmiE 5 1E
UKL B U a i 3(Fig. Al-IL Fig. 1B-10),
E M HREE O EEE 4R Uiz(Fig. 1C, lanes 2
and 5; Fig. 1D-1}.
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31 kDa & 7K 25 kDa lC PrP ISR T B/ FER
L 72 ”3(Fia. 2A, lane 4). Proteinase K 10 pug/ml T#4L
FRL /- WCL T2 38 kDa ®/Vr BEALESEL T 31
kDa D /% - RAVEIK L 72(Fig. 24, lane 3). £/, #
MeEfMoOBECBEL THBL - waL &
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Fig. 2. PrP in long term-incubated T98G cells are partially
Proteinase K resistant. Fifty ug of whole cell lysates were treated
with Proteinase K. After incubation for 60 rmin at 37°C, the
lysates were subjected to immuncbiot with EH4 antibody as
described. The lysates were prepared from T38G cells at
relatively high- (A) or low- (B} population doubling level.
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