JOURNAL OF VIROLOGY, Jan. 2000, p. 320-325
0022-538X/00/$04.00+0

Vol. 74, No. 1

Copyright © 2000, American Society for Microbiology. All Rights Reserved.

Successful Transmission of Three Mouse-Adapted Scrapie Strains

to Murine Neuroblastoma Cell Lines Overexpressing
Wild-Type Mouse Prion Protein

NORIYUKI NISHIDA,' DAVID A. HARRIS,” DIDIER VILETTE,®> HUBERT LAUDE,? YVELINE FROBERT,*

JACQUES GRASSL* DANIELLE CASANOVA,' OLLIVIER MILHAVET,"' axp SYLVAIN LEHMANN'*#

Institut de Génétique Humaine, CNRS U.P.R. 1142, 34396 Montpellier Cedex 5, INRA Unité de Virologie
Immunologie Moléculaires, 78352 Jouy-en-Josas Cedex, and CEA, Service de Pharmacologie
et d’Immunologie, CEA-Saclay, 91191 Gif sur Yvette Cedex,* France, and Department of
Cell Biology and Physiology, Washington University School of Medicine,
St. Louis, Missouri 63110%

Received 21 June 1999/Accepted 4 October 1999

Propagation of the agents responsible for transmissible spongiform encephalopathies (TSEs) in cultured
cells has been achieved for only a few cell lines. To establish efficient and versatile models for transmission, we
developed neuroblastoma cell lines overexpressing type A mouse prion protein, MoPrPC€-A, and then tested the
susceptibility of the cells to several different mouse-adapted scrapie strains. The transfected cell clones
expressed up to sixfold-higher levels of PrPC than the untransfected cells. Even after 30 passages, we were able
to detect an abnormal proteinase K-resistant form of prion protein, PrPS, in the agent-inoculated PrP-
overexpressing cells, while no PrP¢ was detectable in the untransfected cells after 3 passages. Production of
PrP5¢ in these cells was also higher and more stable than that seen in scrapie-infected neuroblastoma cells
(ScN2a). The transfected cells were susceptible to PrPSc-A strains Chandler, 139A, and 22L but not to PrP5¢-B
strains 87V and 22A. We further demonstrate the successful transmission of PrP5 from infected cells to other
uninfected cells. Our results corroborate the hypothesis that the successful transmission of agents ex vivo
depends on both expression levels of host PrP¢ and the sequence of PrPS¢. This new ex vivo transmission model
will facilitate research into the mechanism of host-agent interactions, such as the species barrier and strain
diversity, and provides a basis for the development of highly susceptible cell lines that could be used in

diagnostic and therapeutic approaches to the TSEs.

The transmissible spongiform encephalopathies (TSEs), or
prion diseases, are fatal neurodegenerative disorders that in-
clude Creutzfeldt-Jakob disease and Gerstmann-Straussler
syndrome in humans and scrapie and bovine spongiform en-
cephalopathy in animals (29). Human TSEs are unique in that
they occur in infectious, sporadic, and genetic forms. Although
the nature of the infective agent, termed the prion (28), is not
fully understood, the conversion of the normal cellular prion
protein, PrP€, to an abnormal protease-resistant isoform,
PrP%, is a key event in the pathogenesis of all TSEs (27). The
role of PrP in TSEs is also exemplified by genetic linkages
between mutations in the PrP gene in the human inherited
TSEs (25), as well as by the appearance of a spongiform en-
cephalopathy in transgenic animals overexpressing mutated
PrP (13, 18).

While the physiological function of host-encoded PrP€ re-
mains unknown, the central role of interaction between PrP¢
and PrP%¢ in the TSEs is evidenced by the fact that homozy-
gous disruption of the Prnp gene encoding PrP renders mice
resistant to prion, and the animals are no longer capable of
generating PrP5¢ (4, 22, 33). It has also been shown by several
in vivo and ex vivo experiments that PrP€ is necessary for the
neurotoxic effect of PrP5¢ (1, 2). In addition, data obtained
from in vivo transmission studies with transgenic mice harbor-
ing various copy numbers of the Prnp gene suggest that the
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expression level of PrP€ is a major factor in restricting agent
replication and the incubation time of the diseases (6, 39).

Several neuronal cell lines persistently infected with mouse-
adapted scrapie have been available for investigation of the
biochemical properties of PrPS¢ (5, 30, 31, 34). A mouse neu-
roblastoma cell line infected with a Chandler scrapie strain,
ScN2a, has been used to obtain important results concerning
the mechanism of PrP5¢ generation and trafficking (9, 10, 37)
and to evaluate potential therapeutic agents (8). However, the
currently available cell lines are not sensitive enough to detect
infectivity in tissue specimens (12), probably due to the rela-
tively low level of PrP€ expression in the host cells. An effective
ex vivo system is urgently needed because animal assays are
costly and time-consuming and because of the growing num-
bers of patients with new variant (15) and iatrogenic
Creutzfeldt-Jakob (20) disease. We report here that PrP over-
expression renders cell lines readily infectible by three mouse
scrapie strains: Chandler, 139A, and 22L. These cell culture
models represent a new tool in prion research and provide a
basis for investigation into the mechanisms of TSE transmis-
sion and strain diversity.

MATERIALS AND METHODS

Reagents and antibodies. Pefabloc and proteinase K were purchased from
Boehringer Mannheim. Dulbecco’s modified Eagle’s medium (DMEM), Opti-
MEM, trypsin, G418, and horse serum were from Life Technologies, Inc., and
fetal calf serum (FCS) was from BioWhittaker. Secondary antibodies were from
Jackson ImmunoResearch (West Grove, Pa.). All other reagents were from
Sigma. Rabbit polyclonal antibody P45-66, raised against synthetic peptide-en-
compassing mouse PrP (MoPrP) residues 45 to 66, has been described previously
(21). Monoclonal antibodies SAF 60, SAF 69, and SAF 70 were generated in
mice with scrapie-associated fibrils from infected hamster brains as immunogens
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TABLE 1. Summary of inocula

Strai Host mice Protein concn
rain - e
Strain Prnp allotype (mg/ml)

Chandler CD-1 ala 6.2
139A C57BL ala 7.4

22L C57BL ala 6.5
22A M b/b 7.7
87V M b/b 7.8

“ Concentration of total protein in 10% (wt/vol) brain homogenate, measured
by BCA protein assay.

by conventional procedures (16). These antibodies recognize residues 142 to 160
of hamster PrP, as demonstrated by enzyme immunoassay measurements with
synthetic peptides (M. Rodolfo et al., unpublished data).

Cell cultures. The mouse neuroblastoma cell line N2a, purchased from the
American Type Culture Collection (ATCC CCL131), was transfected with a
plasmid carrying wild-type mouse prnp cDNA, as previously described (21, 35).
Four different clones (01, 11, 22, and 58) overexpressing MoPrP, isolated after
selection with 700 g of G418 per ml, were used in the experiments. Transfected
and nontransfected N2a cells were cultured in Opti-MEM containing 10% heat-
inactivated FCS, 2 mM L-glutamine, and penicillin-streptomycin and split every
4 days at a 1:10 dilution. GT1-7 cells, a subcloned cell line of immortalized
hypothalamic GT-1 cells (23), a kind gift from D. Holtzman (Washington Uni-
versity, St. Louis, Mo.), were maintained in DMEM containing both heat-inac-
tivated FCS and heat-inactivated horse serum at 5% each and penicillin-strep-
tomycin. The cells were split every 5 days at a 1:3 ratio. All cultured cells were
maintained at 37°C in 5% CO, in the biohazard P3 laboratory of our institute.

Preparation of brain homogenates. Brains infected with Chandler strain were
obtained from terminal stage CD-1 mice that had been inoculated with cell
lysates of ScN2a (30), which were kindly donated by B. Caughey (Rocky Moun-
tain Laboratories, Hamilton, Mont.). The pooled brains were homogenized to
10% (wt/vol) in cold phosphate-buffered saline containing 5% glucose. Other
brain homogenates (10% [wt/vol]) with mouse-adapted scrapie strains 22A, 22L,
139A, and 87V were kindly provided by R. Carp (New York State Institute for
Basic Research). The origin and history of the strains are presented in Table 1.
All homogenates were kept at —80°C until use.

Ex vivo transmission. Cells were grown in 6-well plates at 2 X 10° cells/well 2
days before inoculation. They were then incubated for 5 h with 1 ml of 0.2 or 2%
brain homogenate diluted in Opti-MEM. The theoretical multiplicities of infec-
tion were 1 and 10 50% infectious dose per cell. One milliliter of regular culture
medium was added and the cells were incubated for an additional 17 h. The
medium was then removed and the cells were cultured as usual. To evaluate the
presence of infectious material in the cultures, a cell-to-cell transmission exper-
iment was performed. The cells were collected from a confluent 175-cm? flask
under sterile conditions and resuspended in 100 pl of cold phosphate-buffered
saline with 5% glucose. This suspension was subjected to four cycles of freezing-
thawing and then passed through a 27-gauge needle. Twenty microliters of this
extract diluted in 1 ml of Opti-MEM was added to the GT1-7 cells, which were
then incubated for 2 days.

Detection of PrP€ in cultured cells. Confluent cultures were lysed for 30 min
at 4°C in Triton-DOC lysis buffer (1X buffer is 150 mM NaCl, 0.5% Triton
X-100, 0.5% sodium deoxycholate, and 50 mM Tris-HCI [pH 7.5]) plus protease
inhibitors (1 pg [each] of pepstatin and leupeptin per ml and 2 mM EDTA).
After 1 min of centrifugation at 10,000 X g, the supernatant was collected and its
total protein concentration was measured by the BCA protein assay (Pierce).
The equivalent of 12.5 pg of total protein in sodium dodecyl sulfate (SDS)
loading buffer was subjected to SDS-12% polyacrylamide gel electrophoresis.
The proteins were transferred onto an Immobilon-P membrane (Millipore) in
3-(cyclohexylamino)-1-propanesulfonic acid (CAPS) buffer containing 10%
methanol at 400 mA for 60 min. The membrane was blocked with 5% nonfat dry
milk in TBST (0.1% Tween 20, 100 mM NaCl, 10 mM Tris-HCI [pH 7.8]) for 1 h
at room temperature, and MoPrP was detected by immunoblotting with P45-66
antibody as previously described (21). The blots were developed by enhanced
chemiluminescence and exposed on X-ray film (Biomax MR; Kodak). Films were
analyzed with image analysis software (Sigma Scan/Image, version 1.02.09; Jan-
del Scientific).

Detection of PrPS¢, To detect the presence of PrPS¢ in cultures, cells of a
25-cm? flask were lysed in 1 ml of Triton-DOC lysis buffer on ice for 15 min. The
supernatant was collected and its total protein concentration was adjusted with
lysis buffer to 1 mg/ml. The samples were digested with 20 pg of proteinase K per
ml at 37°C for 30 min, and the digestion was stopped by incubating with Pefabloc
(1 mM) for 5 min on ice. The samples were centrifuged at 19,283 X g for 45 min
at 4°C, and the pellet was resuspended in 30 pl of Laemmli buffer (19) and then
loaded onto a 12% polyacrylamide gel just after boiling. Proteins were electro-
blotted onto the membranes, and PrP was detected with a mixture of three
monoclonal antibodies, SAF 60, SAF 69, and SAF 70 (present in a mixture of
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FIG. 1. Detection of PrP€ in the different cell lines and of PrP>¢ in the brain
extracts. (A) Lysate from various cell lines was analyzed by Western blotting with
the PrP N-terminus-specific antibody P45-66. A total of 12.5 wg of protein was
loaded onto each lane. N2a cells (lane 1) were stably transfected with mouse PrP
and four subclones (N2a subclones 58, 01, 11, and 22) were selected (lanes 2 to
5). These clones expressed between three and six times more PrP than the
untransfected N2a cells. GT1-7 cells gave the highest PrP signal (lane 6) and had
glycosylated PrP bands of higher molecular weights. As controls, protein extracts
prepared from the brains of PrP knockout (PrP”?) and wild-type (PrP*/*) mice
were used (lanes 7 and 8, respectively). (B) Protein extracts (3 mg/ml) from the
brains of mice inoculated with various prion strains (i.e., 22A, 22L, 87V, Chan-
dler, and 139A) were digested with proteinase K (100 wg/ml) and analyzed by
Western blotting with a mixture of monoclonal antibodies (SAF 60, SAF 69, and
SAF 70). PrPS¢ was detected in all samples (15 pg/lane) but differences existed
among the glycosylation patterns of the bands. The positions of molecular size
marker proteins are designated in kilodaltons. Ch, Chandler.

ascitic fluids diluted 1/200 in TBST). To detect PrPS¢ in infected brains, proteins
were extracted from 10% brain homogenate mixed with an equal volume of 2X
Triton-DOC lysis buffer. The protein concentration was then adjusted to 3 mg/ml
and the lysate was digested with 100 pg of proteinase K per ml at 37°C for 30
min. The samples were then mixed with an equal volume of 2X Laemmli buffer,
boiled for 5 min, and analyzed by Western blotting.

RESULTS

Expression of PrP€ in host cells. The level of PrP€ expres-
sion in untransfected N2a and GT1-7 cells, as well as in four
transfected N2a clones, was analyzed by immunoblotting with
the MoPrP amino-terminus-specific antibody P45-66. Trans-
fected cells gave a stronger signal than the untransfected cells
(Fig. 1A, lanes 1 to 4). Quantification of the signal, achieved
through serial dilution of the extracts and Western blotting
(results not shown), revealed that N2a subclones 58, 01, 11,
and 22 had five, three, four, and six times the PrP level of
untransfected N2a cells, respectively. In addition, PrP expres-
sion in the GT1-7 cells (lane 5) was estimated to be eight times
that in the N2a cells. PrP€ in the GT1-7 cells had lower mo-
bility, most likely due to its greater degree of glycosylation. The
transfected N2a cells had a slightly lower growth rate than the
untransfected cells and showed a tendency to aggregate (data
not shown).
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FIG. 2. Infection of untransfected and transfected N2a cell lines with the
Chandler strain. (A) N2a cells and one clone of transfected N2a cells (N2a 58)
were infected with Chandler homogenate. Following the infection, the cells were
passaged every 4 days and the presence of PrP>¢ was analyzed by Western
blotting after proteinase K digestion. After one or two passages (P1 and P2) a
strong signal was detected in the N2a cells (lanes 1 and 2), but this signal soon
diminished and then disappeared (lanes 3 to 5). In transfected N2a cells (N2a
58), PrP5¢ persisted even after 30 passages (P30), indicating successful infection
(lanes 6 to 11). (B) Infected N2a 58 cells were subcloned and 23 clones were
analyzed for PrP%. Persistent infection was observed in only three of these (S10,
S$12, and S20) (lanes 3, 5, and 8), while no signal was seen in any of the others
(lanes 1, 2, 4, 6, and 7).

PrP5¢ in inoculum. Prior to the ex vivo transmission studies,
the presence of PrPS¢ was confirmed in all brain homogenates
(Fig. 1B). After proteinase K digestion, different glycosylation
patterns were observed in the PrP5¢ bands. The PrPS¢ pattern
of the Chandler isolate was identical to that of 139A, as ex-
pected, while those of 221, 22A, and 87V were clearly distin-
guishable from the first two strains, in concordance with pre-
vious reports (36). Notably, despite their different sequences,
the patterns produced by 22A and 22L were indistinguishable.
To evaluate the sensitivity of our immunoblotting for the de-
tection of PrP%, serially diluted samples of the Chandler ho-
mogenate were tested. PrPS° was still detectable in a sample
containing 0.12 g of total protein, equivalent to 2 ng of brain
tissue (data not shown).

Production of PrP5¢ in N2a cells after inoculation with the
Chandler strain. The MoPrP-transfected N2a clone 58 and
untransfected N2a cells were incubated with 2% Chandler
brain homogenate. At each passage, confluent cells were lysed
and PrP5¢ was detected by immunoblotting after proteinase K
digestion (Fig. 2A). After one passage (5 days postinocula-
tion), a strong PrPS° signal was present in the untransfected
cells (Fig. 2A, lane 1). In fact, the presence of PrP5¢ in the first
two passages was detected in all experiments, whether or not
infection was achieved, and was assumed to represent material
remaining from the inoculum. At the second and third pas-
sages, the signal in the untransfected cells decreased, and it
disappeared completely by the fourth passage (lanes 2 to 5).
This experiment was repeated eight times (Table 2) and PrP>°
was never detected after five passages in any experiment. In
two experiments, the N2a cells were further cultured and
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TABLE 2. Frequency of successful transmission in cultured cells

Host No. of transmissions/no. of passages in inoculum

cell Chandler 139A 2L 2A 87V
N2a 0/8 NT“ NT NT NT
N2a 58 10/10 4/4 4/4 0/4 0/4
GT1-7 4/4 1/1 3/3 0/3° 0/3

“NT, not tested.
> PrPS¢ was not detectable in the fifth and 10th passages of cell lysate.

tested again for PrP5¢ after 10 passages but remained negative
(data not shown). In contrast, in the infected N2a 58 cells, the
signal for PrP>° remained strong and was still detectable even
after 30 passages (Fig. 2, lanes 6 to 11). This result was con-
firmed in several independent experiments (Table 2), and
while at least four lines were passaged more than 10 times, a
subsequent loss of the signal was never observed. To estimate
the frequency of infection in N2a 58 cells, we subcloned the
infected population by a limiting dilution method, as previ-
ously described (30). Briefly, after one passage, cells were
vigorously diluted and seeded in a 96-well plate at 0.75 cells/
well. Of 23 isolated subclones, 3 were positive for PrPS° (Fig.
2B). Notably, the level of PrPS¢ production in our cells was
four- to sixfold higher than that in subclones derived from
previously established ScN2a cells (data not shown). One
clone, designated S20, grew slowly and revealed a more differ-
entiated morphology. This phenomenon seemed unlikely to be
due to the prion infection because the characteristics did not
change after an antiprion drug treatment (data not shown) and
because such changes were not seen in the other clones.

Transmission of different TSE strains to transfected N2a
and GT1-7 cells. To evaluate whether or not the N2a 58 cells
are sensitive to other mouse-adapted scrapie strains, we inoc-
ulated different homogenates, at a 2% concentration, into the
N2a 58 and GT1-7 cells. Only 22L, 139A, and Chandler strains
were transmissible to both cell types (Fig. 3A), and PrP5¢
production was detectable in up to 20 passages in all positive
cultures. Strains 22A and 87V (lanes 1 and 3) showed a weak
signal of about 25 kDa at the fifth passage, but this disappeared
after the next passage. To determine the susceptibility of trans-
fected cells to TSE agents, we carried out infection experi-
ments on other PrP-overexpressing cell clones. Cells were in-
cubated with a 0.2% Chandler or 22L homogenate and then
tested for PrPSc production after five passages. PrP5¢ was de-
tectable by Western blotting in all inoculated cell types, even
the lowest-expressing N2a 01 cells (Fig. 3B). Interestingly, cells
inoculated with 22L always produced a much stronger signal
than those inoculated with Chandler homogenate.

Cell-to-cell transmission of PrP%¢, Ultimately, only animal
inoculation experiments can provide confirmation that the in-
fected cell lines generated in this work not only synthesize
PrPS¢ molecules but also permit growth of the agent, and we
have recently confirmed that inoculation of mice with PrPSc-
positive cells does indeed cause mouse scrapie (data not
shown). We have also conducted transmission experiments
with GT1-7 cells as recipients, as previously reported (34). For
this, cell lysates from infected N2a 58 and S20 cells were
prepared and added to the GT1-7 cells. PrP5¢ production was
subsequently detected in cells inoculated with either of the
infected cell lysates (Fig. 4).

PrPS¢ pattern. After proteinase K digestion, the different
brain homogenates showed distinct PrP5¢ glycosylation pat-
terns (Fig. 1). Chandler and 22L homogenates were distin-
guishable as the diglycosyl band for Chandler and the aglycosyl
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FIG. 3. Infection of transfected N2a and GT1-7 cell lines with different prion
strains. (A) GT1-7 and N2a 58 cells were infected with a 0.2% brain homogenate
of 22A, 221, 87V, Chandler, and 139A strains. After five passages (lane 5), the
presence of PrPS¢ was analyzed by Western blotting after proteinase K digestion.
Only 22L, Chandler, and 139A homogenates led to the production of PrPS¢ by
the infected cell lines. (B) Three MoPrP-transfected N2a subclones (01, 11, and
22) were incubated with a 0.2% homogenate of 22L and Chandler strains. PrP5¢
was detected in each line after five passages and appeared to correlate with the
level of PrP€ expression of the different clones. NC, negative control; Ch, Chan-
dler.
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band for 22L were slightly underrepresented (Fig. 1B, lanes 2
and 4; Fig. 5, lanes 1 and 4). Additionally, the mobility of the
aglycosylated PrP5¢ was lower in 22L. Upon passage into cells,
the PrP5¢ had a higher mobility in both cell lines. Interestingly,
this mobility was the same for both strains in the same cell line,
with that in GT1-7 cells being even higher than that in N2a
cells. Distribution in the infected N2a cells was variable, how-
ever, showing either no clear difference (Fig. 3B, lane 5; Fig. 5,
lane 2) or an underrepresentation of the aglycosyl band (Fig.
3B, lanes 2, 8, and 9). In the GT1-7 cells, on the other hand, the
diglycosyl band was consistently underrepresented after infec-
tion with the 22L strain (Fig. 3A, lane 7; Fig. 5, lane 6).

GT1-7
P14 S20

Host cell

Inoculum NC
3l
|

prpSe

FIG. 4. Transmission from infected N2a 58 cells to noninfected GT1-7 cells.
GT1-7 cells were inoculated with lysates prepared from noninfected N2a 58 cells
(NC), cells infected with the Chandler strain which were passaged 14 times
without subcloning (P14), or subclonal cells from infected N2a 58 cells (S20).
PrPS¢ was detected after five passages in GT1-7 cells inoculated with either of the
infected N2a 58 cell lysates.

PrP-OVEREXPRESSING CELL LINES AND PRION INFECTION 323

Ch 221
Br N2a GT Br N2a GT

KDa

i _165

1 2 3 4 5 6

FIG. 5. Proteinase K-digested samples obtained from Chandler and 22L
brain homogenates (lanes 1 and 4) and from N2a 58 and GT1-7 cells infected
with these two extracts (lanes 2, 3, 5, and 6) were loaded onto SDS-polyacryl-
amide gel electrophoresis gels for comparison of their respective electrophoretic
patterns.

DISCUSSION

In vivo transmission studies with transgenic mice have
clearly demonstrated an inverse correlation between the ex-
pression level of PrP< in host animals and the incubation time
of experimental prion diseases. A prolonged incubation time
was noted in Prnp”* mice (4, 22, 33), and host animals har-
boring a high copy number of the Prnp transgene have shown
a much shorter incubation time than animals harboring the
wild type (6, 39). To test the hypothesis that high-level PrP®
expression improves the sensitivity of cells to TSE agents, we
developed stable transfected cell lines expressing various levels
of MoPrP and subjected the cells to ex vivo transmission of
mouse-adapted TSEs. N2a cells have been reported to be sus-
ceptible to Chandler scrapie prion, and infected N2a cells
(ScN2a) have been used to analyze the cell biology of prions
(12, 26). For this reason, we first subjected both untransfected
and transfected N2a cells to the Chandler isolate but failed to
detect any PrPS° in the untransfected cells after the third pas-
sage or thereafter. This result emphasizes the poor efficiency of
transmission and the need to subclone cell populations to
maintain prion infection in N2a cells. On the other hand,
infection of different N2a cell lines overexpressing a wild-type
MoPrP was repeatedly successful. The inoculated cells persis-
tently produced PrP5° after 30 passages, even without subclon-
ing, and the relative level of PrP5¢ production seemed to cor-
relate with the level of PrP overexpression in the cells. In
addition, the success rate of transmission was 100% and the
frequency of infection was estimated at around 13% in the
transfected cells, while that of untransfected N2a was previ-
ously reported to be less than 1% (30). Although the possibility
of low-level infection or the presence of undetectable levels of
PrP5° in the untransfected N2a cells cannot be ruled out at this
point, our data strongly support the hypothesis that overex-
pression of PrP< can increase the sensitivity of cells to the
agent. In a preliminary experiment, we were able to infect the
transfected N2a cells with a high dilution of the Chandler
homogenate (0.0002%). A full-scale study is now in progress to
evaluate, for different samples, the respective sensitivities of
animal assay, Western blotting, and our ex vivo transmission
system.

In the present study, we also successfully infected GT1-7
cells with mouse prion. This cell line is a subline of immortal-
ized hypothalamic neuronal cells, designated GT1, isolated
from simian virus 40 T-antigen-introduced mice, and it has
been reported to be susceptible to prion (34). The GT1-7 cells
expressed even higher levels of PrP€ than the transfected N2a
cells. As expected, they were sensitive to the agent, again



324 NISHIDA ET AL.

supporting the theory that the level of PrP¢ is an important
factor for the successful propagation of prion. The fact that we
have not been able to transmit mouse TSEs to either nonneu-
ronal or nonmurine cells expressing large amounts of MoPrP®
suggests that certain tissue- or species-specific factors other
than PrP€ are likely to be involved in the mechanism of prop-
agation and replication of prion, as suggested by others (24,
38).

The presence of numerous strains of prion constitutes per-
haps the most challenging evidence to the prion hypothesis,
but the existence of distinct PrP5¢ conformations in different
hamster strains was recently proposed as a possible mechanism
for this strain variation (11, 32). In the present study, we tested
the susceptibility of the transfected N2a and GT1-7 cells to five
different well-established mouse scrapie strains. Both cell types
were susceptible to 22L, 139A, and Chandler strains, but not to
22A or 87V. The 22L, 139A, and Chandler strains were ob-
tained from PrP-A mice (7), as were the cell lines, whereas 22A
and 87V were obtained from PrP-B mice (3) (Table 1). A
possible explanation for the unsuccessful transmission of 22A
and 87V may thus reside in the differences in the PrP allotype
between the host and inoculum. This explanation is consistent
with previous reports demonstrating the influence of PrP“
polymorphism upon the incubation time of disease in both
congenic and transgenic mice (6, 24). It is also possible that
each strain possesses its own cell tropism, illustrated, for ex-
ample, by differences in the localization of the neuropathologic
changes in the affected brains (14, 17). The use of other strains
such as ME7 or Fukuoka-1 and of strains passaged in mice of
various genetic backgrounds may help in the understanding of
this phenomenon. Another approach will be to use cell lines
transfected with the Prnp-b allele as recipients.

The PrP*¢ profiles of 22 and Chandler strains can be dis-
tinguished in brain homogenates mostly by differences in the
size of the unglycosylated fragment (Fig. 1 and 5). In infected
N2a and GT1-7 cell lines, this difference was less clear and the
fragments had a higher mobility than in the homogenate. Gly-
cosylation patterns were also affected, and in GT1-7 cells, at
least, Chandler and 22L strains were clearly distinguishable but
still different from the inoculum. These data support the idea
that the glycosylation of PrP5¢ depends not only upon the
strain but also on the host cell type (36). The possibility that
the strain and/or the conformation of PrP% is affected upon
passage into cells remains to be established, and it will be
particularly interesting to see if strain properties can be recov-
ered upon inoculation of infected cell lysates into mice. A
more complete characterization of PrP¢ in the different in-
fected cell lines that we have generated in this work is also
needed. It will be especially important to compare the bio-
chemical properties of PrPS¢ (level of protease resistance, in-
solubility, and phosphatidylinositol-specific phospholipase sen-
sitivity) between strains, as well as the biological characteristics
such as subcellular localization. Notably, the 22L strain pas-
saged in the different cell lines always gave a stronger PrPs°
signal than the other strains. At this stage, we do not know if
this is linked to biological properties of the strain, to biochem-
ical properties of the PrP5¢ molecules such as tertiary struc-
ture, or to the infectious titers of the brain homogenates used.
However, the latter is unlikely, since diluted 22L still led to a
stronger PrPS° signal than did the other strains (data not
shown).

In conclusion, the infected cell cultures that we generated in
this work are likely to prove valuable in the search for the
molecular mechanisms behind strain variation. They also rep-
resent new models for the study of PrP5¢ generation and the
evaluation of potential therapeutic agents. Moreover, the re-
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sults presented here suggest the potential for the adaptation of
our murine cell culture system to create a human cell model for
the laboratory testing of infectivity in clinical specimens. Such
a diagnostic system could also conceivably constitute a means
of evaluating the possibility of transmission from bovine spon-
giform encephalopathy-affected food to humans.
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