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ABSTRACT Chronic wasting disease (CWD) is a fatal prion disease that can infect
deer, elk, and moose. CWD was first recognized in captive deer kept in wildlife facili-
ties in Colorado from 1967 to 1979. CWD has now been detected in 25 U.S. states, 2
Canadian provinces, South Korea, Norway, and Finland. It is currently unknown if hu-
mans are susceptible to CWD infection. Understanding the health risk from consum-
ing meat and/or products from CWD-infected cervids is a critical human health con-
cern. Previous research using transgenic mouse models and in vitro conversion
assays suggests that a significant species barrier exists between CWD and humans.
To date, reported epidemiologic studies of humans consuming cervids in areas
where CWD is endemic have found no evidence to confirm CWD transmission to hu-
mans. Previously, we reported data from ongoing cross-species CWD transmission
studies using two species of nonhuman primates as models. Squirrel monkeys (SM)
and cynomolgus macaques (CM) were inoculated by either the intracerebral or oral
route with brain homogenates from CWD-infected deer and elk containing high lev-
els of infectivity. SM were highly susceptible to CWD infection, while CM were not.
In the present study, we present new data for seven CWD-inoculated CM euthanized
11 to 13 years after CWD inoculation and eight additional uninoculated control CM.
New and archival CM tissues were screened for prion infection by using the ultra-
sensitive real-time quaking-induced conversion (RT-QuIC) assay, immunohistochemis-
try, and immunoblotting. In this study, there was no clinical, pathological, or bio-
chemical evidence suggesting that CWD was transmitted from cervids to CM.

IMPORTANCE Chronic wasting disease (CWD) is a fatal prion disease found in deer,
elk, and moose. Since it was first discovered in the late 1960s, CWD has now spread
to at least 25 U.S. states, 2 Canadian provinces, South Korea, Norway, and Finland.
Eradication of CWD from areas of endemicity is very unlikely, and additional spread
will occur. As the range and prevalence of CWD increase, so will the potential for
human exposure to CWD prions. It is currently unknown if CWD poses a risk to hu-
man health. However, determining this risk is critical to preventing a scenario similar
to that which occurred when mad cow disease was found to be transmissible to hu-
mans. In the present study, we used cynomolgus macaque monkeys as a surrogate
model for CWD transmission to humans. After 13 years, no evidence for CWD trans-
mission to macaques was detected clinically or by using highly sensitive prion
disease-screening assays.
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Chronic wasting disease (CWD) is a fatal transmissible spongiform encephalopathy
(TSE) or prion disease of deer, elk, moose, and, most recently, reindeer. Since it was

first recognized in 1967 in Colorado, CWD has now been detected in 25 U.S. states as
well as in Canada, South Korea, Norway, and Finland. The spread of CWD has been
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linked to both human transportation of infected cervids to new locations and natural
expansion from infected foci of wild populations (1–3). In areas where CWD is endemic,
cervid population declines have been documented, and some models suggest that
dramatic declines may occur in the future (for reviews, see references 3 and 4).
Unfortunately, eradication of CWD from areas of endemicity is likely impossible due to
the long-term stability of infectious prions in the environment, the ease of transmission
from animal to animal, and the lack of an effective vaccine or treatment (1–3). As the
range and prevalence of CWD increase, so will the potential for human exposure to
CWD prions.

The zoonotic transmission of prion disease from animals to humans appears to vary
with different species and prion agents. For example, in spite of likely exposures over
the last 200 years, there is little evidence of transmission of scrapie from sheep to
humans (5–8). However, there is strong evidence for the transmission of bovine
spongiform encephalopathy (BSE) from cattle to humans albeit at a very low frequency
(9–11). This variability in cross-species transmission raises the question of whether CWD
can be transmitted from cervids to humans and, if so, the frequency at which this might
occur.

To date, scientists have used several types of laboratory models to test the potential
for cross-species transmission of CWD to humans (12–14). Results from seven in vitro
experiments using primarily protein-misfolding cyclic amplification (PMCA), real-time
quaking-induced conversion (RT-QuIC), and cell-free conversion assays are well sum-
marized in a recent review by Waddell et al. (12). Collectively, the in vitro data suggest
that a species barrier exists between cervids and humans, although it may not be 100%.
Five studies have used transgenic mice that express human prion protein as models for
cross-species transmission. None of the mice that expressed human prion protein
developed CWD (15–19). Two epidemiologic studies and nine case studies have also
shown no conclusive link of CWD exposure to an increase in human prion disease (12).
Transmission to two different species of nonhuman primates (NHP) has also been used
to assess the ability of CWD to cross species barriers (20–22). We previously showed
that CWD was transmissible to squirrel monkeys (SM), but not to cynomolgus macaques
(CM), by either the intracerebral (i.c.) or oral route of infection by 10 years postinocu-
lation (22). Since our last report in 2014, we continued to observe seven remaining
CWD-inoculated macaques for onset of disease for three additional years. In the present
study, we present data on these seven monkeys using the newly available, highly
sensitive RT-QuIC assay, immunohistochemistry (IHC), and immunoblot tests for prion
disease. Brain and spinal cord tissues from our previously described CWD-inoculated
CM, as well as from newly acquired uninoculated CM, were also tested by using both
RT-QuIC and IHC with three different anti-prion protein (PrP) antibodies. Using these
new assays, and screening additional tissues, we observed no conclusive evidence of
cross-species transmission of CWD to CM.

RESULTS
Clinical observations of CWD-inoculated cynomolgus macaques. Clinical CWD in

cervids presents primarily as a wasting syndrome, with other clinical signs including
changes in behavior, polyuria/polydipsia, and excessive salivation (23). In SM, the main
presenting sign of CWD was also weight loss, with other clinical signs such as weakness,
inactivity, tremors, mild ataxia, and excess salivation, which varied between individuals
(21). In our study, CWD-inoculated CM were monitored closely for signs of wasting,
neurologic disease, and behavioral changes. Between 6.6 and 10.9 years after CWD
inoculation, 5 monkeys developed weight loss; of these monkeys, 4 were confirmed to
have diabetes, and 1 had no definitive diagnosis (Table 1). All the other CWD-inoculated
monkeys were euthanized for a variety of medical conditions or neurologic signs or
electively at the termination of the study at �13 years postinoculation (Table 1). Each
euthanized CM was screened for prion disease by using prion disease-specific diag-
nostic assays, including the RT-QuIC assay for amyloid-seeding activity, examination of
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brains and spinal cords for neuropathology, and IHC and immunoblotting for the
deposition of disease-associated prion protein (PrPSc).

RT-QuIC analysis of CM brain and spinal cord. The RT-QuIC assay is an extremely
sensitive screening assay for the detection of disease-specific prions (24). Recently, the
use of recombinant bank vole (BV) prion protein (rPrPsen) as the RT-QuIC assay
substrate was shown to detect numerous different strains of prions from many different
species (25). To confirm that the BV substrate worked with CWD, we tested our three
original CWD inocula (MD-1, WTD-1, and Elk-1) using serial 10-fold dilutions from 10�4

to 10�8. Elk-1 is shown as an example in Fig. 1A, where the endpoint dilution was 10�8.
Similar very high titers were seen with the other two cervid CWD inocula, MD-1 and
WTD-1 (data not shown). As a positive control for prion disease in CM, we tested brains
from three CM infected with a variant Creutzfeldt-Jakob disease (vCJD) inoculum.
Testing of 10-fold dilutions of each vCJD inoculum-infected CM brain showed that brain
homogenate dilutions of 10�3, 10�4, 10�5, and 10�6 consistently gave strong positive
reactions by 10 h in all three positive-control monkeys. Results for one vCJD-positive
CM (CM16999) brain are shown as an example (Fig. 1B). This monkey also had strong
positive reactions at a 10�7 brain dilution, but a 10�8 brain dilution reacted more
slowly (�20 h), and the mean fluorescence for four wells remained at only 25% of the
maximum for the duration of the experiment, i.e., 50 h.

For a more precise analysis of the RT-QuIC results, analysis of the data for individual
wells is helpful. When 10�3 brain dilutions from each CM with vCJD were tested,
analysis of data from individual wells revealed near-maximal fluorescence values within
a 4- to 5-h reaction time (Fig. 2A and B). In contrast, 10�3 dilutions of brain homoge-
nates from 6 uninoculated and 1 normal elk brain-inoculated CM did not have rapid

TABLE 1 CWD-inoculated and normal control cynomolgus monkeysb

CMa Gender CWD source Route Total dose (LD50)
Age at
euthanization (yr)

Observed period
(yr postinfection) Wt change (%)c

Reason for
euthanasia

116 M WTD i.c. 2.0 � 106 14.2 7.3 �34 Diabeticd

144 F WTD i.c. 2.0 � 106 18.0 6.6 �38 Wasting
128 M Elk i.c. 3.2 � 105 17.1 13.4 12 Elective
616 F Elk i.c. 3.2 � 105 15.9 7.9 12 Seizurese

609 F MD i.c. 2.5 � 106 11.9 4.0 NA Aggressionf

135 M MD i.c. 2.5 � 106 16.2 13.3 50 Elective
119 M WTD Oral 1.6 � 109 19.6 13.3 19 Elective
125 M WTD Oral 1.6 � 109 8.8 �15 Diabeticd

130 M Elk Oral 2.5 � 108 17.6 12.4 47 Hemorrhoids
629 F Elk Oral 2.5 � 108 18.5 13.1 10 Abdominal pain
121 M Elk Oral 2.5 � 108 17.4 10.9 �30 Diabeticd

270 F MD Oral 2.0 � 109 8.8 �33 Diabeticd

122 M MD Oral 2.0 � 109 14.7 8.1 21 Tremorg

614 F MD Oral 2.0 � 109 19.7 11.8 39 Anorexiah

633 F NEB i.c. NA 10.9 8.1 Elective
585 F None NA NA 9 Anemia
228 F None NA NA 8.2 Foot injury
949 F None NA NA 7.9 Socialization issues
82-51 F None NA NA 17 Anorexia
161 F None NA NA 5.4 Chronic diarrhea
151 M None NA NA 10 NIA tissue bank
146 F None NA NA 10 NIA tissue bank
27 F None NA NA 23.7 NIA tissue bank
aResults for monkeys in boldface type were not reported in previous studies.
bAbbreviations: M, male; F, female; i.c., intracerebral; WTD, white-tailed deer; MD, mule deer; NEB, normal elk brain; NA, not applicable; NIA, National Institute on
Aging; LD50, 50% lethal dose.

cWeight change was calculated as the percent weight change from the weight at the initiation of the experiment to the final weight taken following euthanasia.
Many CM gained weight during the study, possibly contributing to the high incidence of diabetes.

dThe diabetic monkeys showed a variety of clinical signs, including lethargy, weakness, and intermittent anorexia.
eCM616 experienced 2 seizures over a 3-day period and was euthanized. Tumors were discovered at the base of the brain and in the uterus.
fCM609 became aggressive toward staff and was euthanized at 4 years postinfection. No previous behavioral issues had been observed.
gCM122 developed muscle tremors and intermittent anorexia at around 8 years postinfection. Clinical hypocalcemia (4 mg/dl) was diagnosed and treated successfully
with oral calcium supplementation for 4 months.

hCM614 was euthanized due to depression and intermittent anorexia, likely due to a concurrent change in animal care personnel.
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amyloid-seeding reactions, but several wells in some samples showed an increase in
fluorescence beginning after 28 h (Fig. 2C and D). Based on the nonspecific reactivity
observed after 28 h in the negative-control CM and the rapid reaction times observed
in the vCJD-inoculated positive-control CM, we determined that for samples to be
considered RT-QuIC positive, they must have a �33% maximal fluorescence signal in 2
or more out of 4 wells prior to the 25-h reaction time.

RT-QuIC assays were run on tissues from 7 negative-control and 14 CWD-inoculated
CM by individuals blind to the inoculation status of the animals. Cerebral cortex was
tested for every CM, and brain stem and spinal cord regions (cervical, thoracic, and
lumbar) were tested for a subset of CM (Table 2). The two representative CWD-
inoculated CM shown in Fig. 2E and F, CM130 and CM614, did not have any positive
wells before 25 h and thus were scored negative (Table 2). From 30 to 50 h, many of
the CM from both groups had some wells with an increase in fluorescence, but results
from uninoculated and CWD-inoculated CM could not be distinguished (Fig. 2C to F
and Table 2). Similar results were observed for all the central nervous system (CNS)
regions tested, and no CWD-inoculated brain or spinal cord region scored positive
(Table 2).

A subset of CM samples was also tested by using the RT-QuIC assay with another PrP
substrate, the hamster 90-231 substrate. This RT-QuIC assay detected high levels of
amyloid-seeding activity in the vCJD CM positive-control and cervid-derived CWD

FIG 1 RT-QuIC analysis of Elk-1 (CWD inoculum) and vCJD brain from a clinically ill CM. RT-QuIC analysis
using BV rPrPsen as a substrate was performed on serial 10-fold dilutions of CWD-infected elk brain (A)
and vCJD-infected CM brain (B). Each curve represents the average fluorescence for four wells tested for
each individual dilution. Dilutions are shown on the far right of each curve. In panel A, Elk-1 brain
dilutions are indicated as Œ for a 10�4 dilution, � for 10�5, Œ for 10�6, p for 10�7, and e for 10�8, and
� indicates normal deer brain diluted to 10�4 as a negative control. RT-QuIC using the BV rPrPsen
substrate was highly sensitive for both CWD and cynomolgus macaque brain infected with vCJD. ND, not
detected.
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samples. However, all CWD-inoculated CM and uninoculated CM tested with the
hamster 90-231 substrate were negative, and fluorescence levels remained at baseline
levels for �50 h.

Study of neuropathology and PrP staining in brain tissue. Prion disease can be
diagnosed in all species susceptible to infection by various neuropathological features.
These features include typical spongiform lesions in gray matter, astrogliosis and
microgliosis, and the deposition of PrPSc detectable by IHC. To test for evidence of
CWD infection of CM, brains from 8 uninoculated CM, 1 normal elk brain-inoculated CM,
and 14 CWD-inoculated CM were analyzed for neuropathology and the deposition of
PrPSc. The brain from a clinically ill, CWD-infected squirrel monkey was used as a
staining control and provides an example of neuropathology typically found in prion-
infected brains (Fig. 3D, F, I, and L). Similar neuropathology was also reported for brain
tissues from CM with BSE, vCJD, Kuru, or scrapie (26–28). In contrast, no spongiform
degeneration or gliosis was observed in the gray matter of any CWD-inoculated CM
(Fig. 3 and Table 3). Three different monoclonal anti-PrP antibodies (3F4, 6H4, and L42)
representing different epitopes were used for IHC staining of PrP. PrPsen staining in
brain gray matter appeared as a smooth background blush, more prominent in sections
stained with 6H4 (Fig. 3G and H) and L42 (not shown) than in sections stained with 3F4
(Fig. 3J and K). This smooth, typical PrPsen staining pattern was the dominant feature

FIG 2 RT-QuIC analysis of vCJD-inoculated CM, CWD-inoculated CM, and uninoculated CM using the BV
rPrPsen substrate. Four independent wells were tested for each CM, and each well is represented as an
individual curve shown with one of four different symbols (Œ, Œ, �, andp) in each panel. All tested brain
samples were diluted to 10�3. (A and B) Positive-control vCJD-inoculated CM. (C) Normal elk brain-
inoculated CM. (D) Uninoculated CM. (E and F) Two CWD-inoculated CM. The numbers of wells that
reacted were variable between individual CM, but no consistent differences were observed between the
uninoculated and CWD-inoculated groups. The vertical line shown at 25 h represents the cutoff time to
meet the criteria for a positive reaction (see Results and Materials and Methods for more detail). IP,
intraperitoneal; ypi, years postinfection; IC, intracerebral.

Lack of Susceptibility of Macaques to CWD Journal of Virology

July 2018 Volume 92 Issue 14 e00550-18 jvi.asm.org 5

http://jvi.asm.org


of each CM brain. However, many brains from both CWD-inoculated and uninoculated
CM had unusual, small focal areas of anti-PrP antibody-specific staining that appeared
similar to that of disease-associated PrPSc found in known prion diseases (Table 3).
Three different distribution patterns of PrP staining were observed in gray matter:
vascular associated (Fig. 4A, C, and D), pericellular (Fig. 4E and F), and parenchymal (Fig.
4I and J). These areas of anti-PrP staining might be focal areas of increased PrPsen
expression and aggregation.

A rare, fourth distribution pattern was observed in two CM that had been orally
inoculated with CWD. In these monkeys, PrP staining was observed as clusters of
aggregated stain in a spherical pattern, with the center of the lesion having the
strongest and most dense staining (Fig. 5A and B). Clusters ranged from 25 to 500 �m
in diameter and covered an area of the caudate nucleus of approximately 3 by 5 mm
in CM121. The second monkey with a similar staining pattern (CM614) had only 3 small
clusters localized to the frontal cortex. Importantly, in the PrP-stained areas seen in
CM121 and CM614 and in the areas of unusual staining in numerous CM described
above, there was never an association with gray matter vacuolation by hematoxylin and
eosin (H&E) staining or an increase in the amount of astroglia (Fig. 4G and H and 5C and
D). Such features are often located in proximity to PrPSc deposits in prion-infected brain
tissue.

To further complicate the situation, another type of brown pigment deposit was
present in every CM brain tested. This material was associated primarily with blood
vessels and meningeal surfaces and often located near the Purkinje cell layer of the
cerebellum, and it was observed in all IHC slides (including no-primary-antibody
controls) and in H&E-stained slides (Fig. 6A to D). Lipofuscin or hemosiderin aggregates
were suspected, so brain tissue was stained with Prussian blue (PB) for the detection of
iron that would be present in hemosiderin deposits. The positive PB staining pattern
was identical to the brown pigment deposition pattern seen previously, strongly
suggesting that the brown pigment was hemosiderin (Fig. 6E).

TABLE 2 RT-QuIC of cynomolgus macaque brain and spinal cord samples using the BV rPrPsen substratea

Monkey Inoculum Route Yr postinfection

Sample result

Brain Spinal cord

Cerebral cortex Brain stem (pons) Cervical Thoracic Lumbar

16999 vCJD i.p. 2.4 � TNA TNA TNA TNA
7422 vCJD i.p. 2.4 � TNA TNA TNA TNA
7423 vCJD i.p. 2.3 � TNA TNA TNA TNA
116 WTD i.c. 7.3 � � � � �
144 WTD i.c. 6.6 � � � � �
128 Elk i.c. 13.4 � � NT NT NT
616 Elk i.c. 7.9 � � � � �
609 MD i.c. 4.0 � � � � �
135 MD i.c. 13.3 � � � NT NT
119 WTD Oral 13.3 � � � NT NT
125 WTD Oral 8.8 � � � � �
130 Elk Oral 12.4 � � NT � NT
629 Elk Oral 13.1 � � � NT NT
121 Elk Oral 10.9 � � � NT �
270 MD Oral 8.8 � � � � �
122 MD Oral 8.1 � � � � �
614 MD Oral 11.8 � � � � �
633 NEB i.c. 8.1 � � � � �
228 None NA � � � � �
949 None NA � � � � �
585 None NA � � � � �
151 None NA � � TNA TNA TNA
146 None NA � � TNA TNA TNA
27 None NA � TNA TNA TNA TNA
aAbbreviations: vCJD, variant Creutzfeldt-Jacob disease; i.p., intraperitoneal; TNA, tissue not available; WTD, white-tailed deer CWD; i.c., intracerebral; NT, not tested;
MD, mule deer CWD; NEB, normal elk brain; NA, not applicable.
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Study of neuropathology and PrP staining in spinal cord. Cervical, thoracic, and
lumbar spinal cord sections from a subset of negative-control CM and CWD-inoculated
CM were stained for PrP using anti-PrP antibodies (3F4, 6H4, or L42) and for astrocytes
using anti-glial fibrillary acid protein (anti-GFAP) antibody and were stained by H&E to
look for general pathology. Spinal cord white matter had much lower levels of PrPsen
staining than did gray matter. PrP staining in gray matter regions of the dorsal and
ventral horns was most prominent by using antibody 6H4 or L42 compared to 3F4 (Fig.
7). Within the dorsal horn of both uninoculated and CWD-inoculated CM, we observed
PrP staining, which varied from a smooth, homogenous brown pattern to a more
irregular, punctate pattern in portions of the substantia gelatinosa. PrP staining was
also present in the nerve roots adjacent to the spinal cord in both uninoculated and
CWD-inoculated CM (Fig. 7F to H). This staining was most likely due to normal PrP. For
the spinal cord, uninoculated and CWD-inoculated CM showed indistinguishable stain-
ing with anti-GFAP (Fig. 8). No spongiform lesions, gliosis, or other abnormal pathology
was observed in any of the spinal cord regions examined (Table 3). The lack of any
pathological differences in spinal cords between CWD-inoculated CM and negative-
control CM provided no evidence for positive transmission of CWD to these CM.

Analysis of protease-resistant PrP by immunoblotting. To screen the CM tissues
for the presence of proteinase K (PK)-resistant PrP (PrPres), we performed immunoblot
analyses on proteinase K-treated tissue homogenates of brain, spleen, and lymph
nodes (Table 4). Several regions of each brain were tested for each CM, including the
cerebral cortex, thalamus, cerebellum, claustrum, and brain stem. Tissues from each CM

FIG 3 CM and SM brain histopathology. Shown are examples of gray matter regions from the cerebral cortex of an
uninoculated CM (A, D, G, and J), CWD-inoculated CM (B, E, H, and K), and a CWD-infected squirrel monkey (C, F, I, and J). (A
to C) Tissues were stained by H&E to look for spongiosis/vacuolation and general neuropathology. (D to L) Anti-GFAP IHC was
used to detect activated astrocytes (D to F), and anti-PrP antibodies 6H4 and 3F4 were used with IHC to detect PrP deposition
(G to L). No pathology, spongiform lesions, or excessive astroglial activation was observed in any of the uninoculated or
CWD-inoculated CM brains. PrPsen could be seen in all brains as a smooth brown blush using anti-PrP antibody 6H4 (E and
F). The background PrPsen was less noticeable using anti-PrP antibody 3F4 (G and H). The bar shown in panel A is 50 �m and
applies to all panels.
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were tested as soon as possible following euthanasia (Fig. 9A and B). In addition,
cerebral cortex samples from each CWD-inoculated CM were all retested together at
the end of the experiment to facilitate comparisons (Fig. 9C and D). No positive signals
were observed for any of the CM tissues screened (Fig. 9 and Table 4).

DISCUSSION

Several human prion diseases, including sporadic CJD (sCJD), vCJD, and BSE, have
been transmitted to CM previously (9, 27, 29, 30), suggesting that CM might be a good
surrogate primate species to predict human susceptibility to CWD. Previously, we
reported that 7 of 14 CM inoculated with CWD by the i.c. or oral route were negative
for prion disease after observation for 4.0 to 8.8 years (22). The present paper reports
the final data on the remaining 7 CM that were not euthanized prior to the previous
report in 2014. These animals were observed for 10.9 to 13.4 years and were euthanized
for a variety of clinical issues or electively at the termination of the experiment. No CM
was found to be positive for CWD based on the evaluation of brain and spinal cord for
spongiosis and gliosis as well as testing for PrPSc deposition by IHC and by immuno-
blotting. In addition, tissues from these CM as well as the CM reported in 2014 were
tested for PrP amyloid-seeding activity using the highly sensitive RT-QuIC test. The
results of the RT-QuIC assay for all 14 of these CM were negative, and CWD-inoculated
CM could not be distinguished from 7 negative-control CM who were not exposed to
CWD. Thus, in this study, no clinical, pathological, or biochemical evidence suggested
that CWD was transmitted from cervids to CM.

The long observation time and advanced age of some of the animals in this

TABLE 3 Neuropathology and immunohistochemical detection of PrPa

Monkey CWD source Route
Yr
postinfection

Result

Brain Spinal cord

Spongiform
lesions Gliosis

Unusual PrP
stainingb

Spongiform
lesions Gliosis PrP stainingc

116 WTD i.c. 7.3 � � � NT NT NT
144 WTD i.c. 6.6 � � � NT NT NT
128 Elk i.c. 13.4 � � � NT NT NT
616 Elk i.c. 7.9 � � � � � �
609 MD2 i.c. 4.0 � � � � � �
135 MD i.c. 13.3 � � � � � �
119 WTD Oral 13.3 � � � NT NT NT
125 WTD Oral 8.8 � � � NT NT NT
130 Elk Oral 12.4 � � � � � �
629 Elk Oral 13.1 � � � NT NT NT
121 Elk Oral 10.9 � � �d � � �
270 MD Oral 8.8 � � � � � �
122 MD Oral 8.1 � � � NT NT NT
614 MD Oral 11.8 � � �d NT NT NT
633 NEB i.c. 8.1 � � � � � �
228 None NA � � � � � �
949 None NA � � � � � �
585 None NA � � � NT NT NT
82-51 None NA � � � TNA TNA TNA
161 None NA � � � TNA TNA TNA
151 None NA � � � TNA TNA TNA
146 None NA � � � TNA TNA TNA
27 None NA �e � � TNA TNA TNA
aIn addition to the data provided here, IHC for PrPSc was also performed on spleen and lymph nodes from all the CWD-inoculated monkeys; no positive PrPSc
staining was observed. Colon and ileum samples from most of the orally inoculated CM were also screened by IHC, but no PrPSc was observed. Abbreviations: WTD,
white-tailed deer CWD; i.c., intracerebral; NT, not tested; MD, mule deer CWD; TNA, tissue not available.

bUnusual PrP staining (PrP staining differing from the typical homogenous PrPsen background seen in uninoculated CM [see Fig. 3 for typical PrP staining and Fig. 4
for examples of unusual PrP staining]).

cPrP staining was observed in the gray matter and substantia gelatinosa layer of the spinal cord in both CWD-inoculated and uninoculated CM and did not appear to
be disease-specific PrPSc.

dThese two monkeys also had PrP staining, as shown in Fig. 5.
eNegative-control CM27 had widespread white matter vacuolation; this monkey was 23.7 years old and had renal failure.
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experiment posed potential problems for the analysis and diagnosis of prion disease in
this cohort of CM. In fact, analysis of brain and spinal cord for PrPSc by IHC showed
evidence of some unusual PrP deposits suggestive of the disease-associated form of
PrP, PrPSc. However, these deposits were quite rare, and most were seen in both
uninoculated and CWD-inoculated CM. The deposits stained with 3 different anti-PrP
monoclonal antibodies, suggesting that they were indeed PrP, but their detection in
uninoculated CM strongly implied that they were not PrPSc (Fig. 4). The detection of
PrP staining unique to two orally inoculated CM was a concern (Fig. 5). However, in
these two monkeys and all the other monkeys with PrP staining, there was no evidence
of gliosis or vacuolation in the region of the PrP deposits (Fig. 4G and H and 5C and D),
as is often found in prion disease brain tissue. In addition, the sensitive RT-QuIC test for
PrP amyloid-seeding activity was negative with these samples, as was standard immu-

FIG 4 Immunohistochemical staining of CM brain using anti-PrP and -GFAP antibodies. Shown are examples of a normal elk
brain-inoculated CM (A, B, E, G, and I) and a CWD-inoculated CM (C, D, F, H, and J). We tested three monoclonal anti-PrP antibodies
(3F4, 6H4, and L42). All antibodies gave similar staining results, but only 3F4 is shown. Three patterns of aggregated PrP staining were
observed: perivascular (A, C, and D), pericellular (E and F) and parenchymal (I and J). In all cases, aggregated PrP staining was rare and
affected only small, focal regions of the brain. Panels G and H show minimal anti-GFAP staining and a lack of astrocytic activation in
the same brain regions shown in panels E and F, respectively. A no-primary-antibody control (NP) is shown in panel B to demonstrate
primary antibody staining specificity. The bar shown in panel A is 25 �m and applies to all panels.
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noblotting done for the detection of PK-resistant PrP. Thus, there was no supporting
evidence for CWD infection of these two CM from either clinical observations or
biochemical tests.

Additional experiments attempting to transmit CWD to CM were done by another
group from Canada and Germany. Although their results have not yet been reported,
oral presentations and abstracts have stated that they may have seen positive trans-
mission of CWD to some CM. IHC staining of PrP in spinal cords of CWD-inoculated CM
was the main disease-specific feature reported (31). However, in our present study, we
saw similar PrP staining by IHC in spinal cords of both uninoculated and CWD-
inoculated CM (Fig. 7). Therefore, we did not regard our data on this observation to be
evidence for CWD infection of CM.

Prion disease transmission to SM and CM has been studied previously by several
groups using both human- and animal-derived prion agents. Comparing these known
patterns of transmission may be helpful for understanding which monkey model would
be more predictive of prion disease transmission to humans. Human prion diseases,
including sCJD and vCJD, as well as the closely related disease BSE, were shown
previously to readily infect both CM and SM (28, 30, 32, 33). Similar experiments using
sheep- or rodent-adapted scrapie agents gave slightly different results. SM were highly
susceptible to scrapie with rather short incubation periods (1 to 3 years) (34, 35), and
CM were susceptible to scrapie in only 2 of 3 reports, both following much longer
incubation periods (28, 34, 36). In studies of the transmission of CWD to SM and CM,
results differed for these two species. SM were susceptible to CWD (22), while CM were
not, as shown here and reported by another group as an experiment in progress (28).
It is not clear why CM and SM models give such different results with different prion
agents. However, known human prion disease susceptibility appears to correlate more
closely with the susceptibility pattern of CM than with that of SM.

Based on paleontological and DNA data, the evolutionary divergence between SM

FIG 5 Immunohistochemical and H&E staining of the caudate nucleus from CM121. (A and B) Anti-PrP
staining with the 3F4 antibody (A) and anti-PrP staining with the 6H4 antibody (B) show a cluster of PrP
staining (brown). Several additional similar clusters were observed in the caudate nucleus of this monkey.
(C) H&E staining of the same region depicted in panels A and B. No spongiform lesions were observed.
(D) Minimal anti-GFAP staining and a lack of astrocytic activation in the same brain regions shown in
panels A and B. The bar shown in panel A is 25 �m and applies to all panels.
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and CM is believed to have occurred 40 million to 50 million years ago (37, 38), so
differences in disease susceptibility should not come as a surprise. However, PrP, which
is a key protein influencing the species barrier to prion transmission, has only a
5-amino-acid-residue differences between SM and CM (not counting the extra octa-
peptide repeat seen in some SM) (21, 39). Any of the five differing residues might
explain the differences in CWD susceptibility between SM and CM (14, 40–42). Com-
pared to human PrP, CM and SM have nearly equal numbers of amino acid residue
differences (21, 39). Due to the strong influence of single-amino-acid substitutions
within PrP, it remains difficult to predict which of the two primate models better
predicts the susceptibility of humans to CWD based on amino acid sequence alone.
Nevertheless, there are no data suggesting that humans are similar to SM in suscep-
tibility to CWD. In fact, SM are considered by some researchers to be similar to bank
voles in their profile of broad susceptibility to diverse prion agents.

Experiments using transgenic mice expressing nonmouse PrP previously indicated
that PrP itself appears to be the most important factor in determining the barrier to

FIG 6 Hemosiderin pigment deposition in CM brain. All panels show a similar region of cerebellum from
CWD-inoculated CM270. Staining methods are shown in the lower left corner of each panel. (A to D)
Brown pigments (yellow arrows) were observed in slides stained with 3F4 (A), no-primary-antibody
controls (B), and H&E-stained sections (C and D) of brain tissues examined from all the CWD-inoculated
and uninoculated CM. (E) Prussian blue iron staining (blue) on adjacent sections confirmed that the
pigment was hemosiderin. Hemosiderin pigment deposition was common near Purkinje cells, often near
blood vessels (red arrow). The bar shown in panel A is 25 �m and applies to all panels.
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cross-species prion infection (14, 40–42). Therefore, transgenic mice expressing human
PrP might be an important tool to assess the susceptibility of humans to CWD. CWD
transmission studies using such mice have been attempted by several laboratories
(15–19). Transmission and infection were not clearly demonstrated in any of these
studies. However, there are many types of mice expressing human PrP at different
levels and with different codon 129 genotypes, and the best combination for successful
CWD transmission might not yet have been tested. It is unlikely that background
non-Prnp mouse genes would block CWD infection of transgenic mice because trans-
genic mice expressing cervid PrP are in fact susceptible to CWD (19, 43, 44).

The existence of different strains of CWD infectivity was demonstrated previously
(45–48), and such strains might be a confounding variable in assessments of the
susceptibility of humans or related animal models to CWD. Possibly, human suscepti-
bility to CWD might be restricted to a subset of CWD strains. Therefore, a variety of
different CWD sources should be tested in animal models pertinent to human suscep-
tibility to reduce the chance of overlooking a strain capable of human infection.

Setting aside the above-mentioned concerns about CWD strains and the validity of
CM as a surrogate primate for human susceptibility, the present study found no
evidence for the transmission of CWD to CM using a broad range of data, including
clinical, pathological, and biochemical observations. Despite the observation of several
suspicious types of PrP staining by IHC, this evidence was not definitive due to the
presence of similar lesions in uninoculated and CWD-inoculated CM as well as a lack of
gliosis or vacuolation. Similarly, biochemical tests using RT-QuIC and immunoblotting
were also unable to distinguish uninoculated from CWD-inoculated CM, thus also
supporting the conclusion that no transmission had occurred.

FIG 7 Detection of PrP in spinal cords and nerve roots of CM using anti-PrP antibody (6H4). Spinal cord regions (cervical, thoracic, and
lumbar) were screened for PrP deposition in 6 CWD-inoculated CM, 2 uninoculated CM, and 1 normal elk brain-inoculated CM. (A to E)
Examples of thoracic spinal cord from one uninoculated CM (A), a normal elk brain-inoculated CM (C), and three CWD-inoculated CM (B,
D, and E). PrP staining (brown) was similar for all CM. The strongest staining was located in the substantia gelatinosa region of the dorsal
horn (blue arrow). (F and H) PrP staining (purple arrows) was also observed in nerve roots adjacent to the spinal cord. (G) The same nerve
region depicted in panel F, without antibody 6H4 being applied (no primary ab). The bar shown in panel A is 1 mm and applies to panels
A to E; the bar shown in panel F is 50 �m and applies to panels F to H.
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MATERIALS AND METHODS
Ethics statement. All CWD-inoculated monkeys and six of the nine uninfected control monkeys were

housed at the Rocky Mountain Laboratory (RML) in an AAALAC-accredited facility in compliance with
guidelines provided by the Guide for the Care and Use of Laboratory Animals (49). Archival tissues from

FIG 8 Detection of astroglia in CM spinal cord using anti-GFAP antibody. Shown are an uninoculated CM (A, C, and D) and a CWD-inoculated
CM (B, E, and F). (A and B) Typical astrocyte staining in spinal cord. (C to F) Higher magnifications show astrocyte staining in white matter
(C and E) and gray matter (D and F), and squares drawn in panels A and B show the location of the magnified regions. No differences between
CWD-inoculated and uninoculated CM were seen in astrocyte density, distribution, or cellular morphology. The bar in panel A is 1 mm and
applies to panels A and B. The bar in panel C is 50 �m and applies to panels C to F.

TABLE 4 Cynomolgus monkey tissues tested for PrPSc by immunoblotting using anti-PrP antibody 3F4a

Monkey CWD source Route Yr postinfection Tissue(s) screened Result

116 WTD i.c. 7.3 Cortex, CC, thalamus, claustrum, cerebellum, BS, spleen, LNs Negative
144 WTD i.c. 6.6 Cortex, thalamus, claustrum, cerebellum, BS Negative
128 Elk i.c. 13.4 Cortex, claustrum, BS, spleen Negative
616 Elk i.c. 7.9 Cortex, claustrum, spleen, LN Negative
609 MD i.c. 4.0 Cortex, thalamus, cerebellum, cervical SC, spleen Negative
135 MD i.c. 13.3 Cortex, claustrum, BS, spleen Negative
119 WTD Oral 13.3 Cortex, claustrum, BS, spleen Negative
125 WTD Oral 8.8 Cortex, claustrum, thalamus, cerebellum, BS, spleen, LNs Negative
130 Elk Oral 12.4 Cortex, claustrum, thalamus, cerebellum, BS, HS Negative
629 Elk Oral 13.1 Cortex, claustrum, thalamus, cerebellum, BS, spleen Negative
121 Elk Oral 10.9 Cortex, thalamus, cerebellum, spleen, LNs Negative
270 MD Oral 8.8 Cortex, thalamus, claustrum, cerebellum, BS, spleen, LNs Negative
122 MD Oral 8.1 Cortex, claustrum, spleen, LN Negative
614 MD Oral 11.8 Cortex, claustrum, thalamus, BS, cerebellum, spleen, tongue, ileum Negative
633 NEB i.c. 8.1 Cortex, claustrum, spleen, LN Negative
228 None NA Cortex Negative
949 None NA Cortex Negative
aAbbreviations: WTD, white-tailed deer CWD; i.c., intracerebral; MD, mule deer; NEB, normal elk brain; CC, corpus callosum; BS, brain stem; LN, lymph node; SC, spinal
cord; HC, hippocampus.
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three uninoculated CM were provided by the National Institute on Aging, in cooperation with the
Wisconsin National Primate Research Center, Madison, WI, USA. Experimentation with and housing of CM
followed RML Animal Care and Use Committee-approved protocols 2002-01, 2006-30, 2008-05, 2011-21,
2014-016, 2014-047, and 2016-058.

FIG 9 Immunoblot screening for PrPres in CWD-inoculated CM tissues. CWD-inoculated CM were euthanized
at many different times throughout the 13.4-year study. Tissues from each individual CM were screened soon
after euthanasia and again as a group at the conclusion of the study. All tissues shown were treated with
proteinase K prior to testing. CWD-infected squirrel monkey brain (SM) was used as a positive control in each
immunoblot. Lanes used for the molecular weight markers are marked with “mw.” Approximate molecular
weights (in thousands) are shown at the left of each immunoblot. Immunoblots were probed with anti-PrP
antibody 3F4 (A and B) and with anti-PrP antibody L42 (C and D). (A and B) Examples from two individual CM.
(A) Lanes 3 to 10 show tissues from CM121 inoculated orally with CWD. Lanes: 3, cortex; 4, thalamus; 5,
cerebellum; 6, spleen; 7, axillary lymph node; 8, cervical lymph node; 9, inguinal lymph node; 10, mesenteric
lymph node. (B) Lanes 2 to 8 are tissues from CM130 inoculated orally with CWD, and lanes 9 to 10 are tissues
from normal elk-inoculated CM633. Lanes: 2, ventral cerebral cortex; 3, hippocampus; 4, cerebellum; 5, brain
stem; 6, dorsal cerebral cortex; 7, thalamus; 8, claustrum; 9, claustrum; 10, thalamus. (C) Cerebral cortex
samples from 6 CM inoculated i.c. with CWD and 2 naive controls. (D) Cerebral cortex samples from 8 CM
inoculated i.c. with CWD. Individual monkey identifications are provided across the top of panels C and D. In
all blots, the SM positive-control lanes contained 0.24 mg and 0.36 mg of tissue equivalents, respectively.
Experimental tissue lanes in panels A, C, and D contained 0.72 mg tissue equivalents per lane, and those in
panel B contained 1.2 mg tissue equivalents per lane.
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Experimental design, inoculations, and clinical observations. Cynomolgus monkeys were inoc-
ulated in 2003 and 2004 by either the i.c. or oral route with one of three different pools (MD-1, WTD-1,
or Elk-1) of brain homogenates derived from CWD-infected deer and elk (Table 1). Details of CWD
inoculum infectivity titers and inoculation methods and schedules were described previously (21). Briefly,
six CM were injected intracerebrally with 500 �l of brain homogenate containing 5 mg of CWD-positive
cervid brain. Oral challenges of the nine CM were performed by oral gavage using a rubber gastric tube.
Doses were given at 2- to 6-day intervals for a total of 5 doses. Each dose contained 0.8 g of brain
homogenate for a total of 4 g of CWD-infected cervid brain containing up to 2.0 � 109 infectious doses,
as measured by a bioassay in transgenic mice expressing mule deer PrP (21). As a negative control, one
CM (CM633) was inoculated i.c. with a normal elk brain homogenate. Following inoculations, CM were
housed in individual cages together in one room. Monkeys could see, smell, and interact with each other.
Toys, music, television, and a variety of treats were provided as stimulation. Tissue samples were also
collected from other negative-control CM as follows: 5 uninoculated CMs housed at RML in a different
building from the CWD study CM (animals 228, 949, 585, 82-51, and 161) and 3 uninoculated CM
provided by the National Institute on Aging, Bethesda, MD, in cooperation with the NHP tissue bank,
Wisconsin National Primate Research Center, Madison, WI (animals 151, 146, and 27). Prion disease-
positive control brain tissues were obtained from 3 vCJD-infected CM (animals 16999, 7422, and 7423)
from Luisa Gregori at the FDA (50).

CM housed at RML were observed twice daily by animal care staff and as needed by clinical staff
veterinarians. In addition, CM were observed 1 to 2 times per week by prion investigators for assessment
of overall health, with attention being given to behavioral changes and/or the onset of neurologic signs
consistent with prion infection. Over the 13.4-year course of the study, 3 prion investigators shared the
responsibility for these observations. Having a consistent group of observers was critical, as each monkey
displayed unique behaviors and personalities. Investigators remained in close communication with care
staff when behavioral changes or health concerns arose. Physical exams and blood chemistry analyses
were performed on each monkey each year to assess general health. Additional exams and diagnostic
tests were run as needed for particular individuals. Following euthanasia of each monkey, tissues were
collected for prion-specific screening tests, including RT-QuIC, IHC, and immunoblot analysis.

RT-QuIC. RT-QuIC reactions were performed as described previously, using recombinant bank vole
prion protein (BV rPrPsen) as the substrate (residues 23 to 230 [methionine at residue 109]; GenBank
accession no. AF367624) (25). PrP from bank voles has proven to be very good at detecting PrP
amyloid-seeding activity by RT-QuIC assays in a wide variety of species, including deer and elk with CWD
(25). Briefly, sample brains were homogenized to 10% (wt/vol) in phosphate-buffered saline (PBS).
Homogenate supernatants were then collected following a 1-min clearance step at 2,000 � g. Samples
were then 10-fold serially diluted in 0.05% SDS (sodium dodecyl sulfate; Sigma)–PBS–N2 (catalog no.
17502-048; Gibco) to yield brain tissue concentrations of 10�3. Four independent wells were tested for
each monkey brain or spinal cord sample. Two-microliter sample volumes were added to reaction wells
of a black 96-well, clear-bottom plate (Nunc) containing 98 �l of RT-QuIC reaction mix, resulting in final
concentrations of 0.001% SDS, 10 mM phosphate buffer (pH 7.4), 300 mM NaCl, 0.1 mg/ml BV rPrPsen,
10 �M thioflavin T (ThT), and 1 mM EDTA. The plate was then sealed with a plate sealer film (Nunc) and
incubated at 42°C in a BMG Labtech FLUOstar Omega plate reader with a repeating protocol of 1 min
of shaking (700 rpm, double orbital) and 1 min of rest throughout the indicated incubation times. ThT
fluorescence measurements (450-nm � 10-nm excitation and 480-nm � 10-nm emission; readings were
collected from the bottom of the plate) were taken every 45 min. Data were normalized to the
percentage of maximum fluorescence obtained from the strongest signal by a positive-control sample
tested in the same run. In the experiments shown here, vCJD CM16999 brain at a 10�3 dilution was used
as the positive control. To distinguish RT-QuIC-positive and -negative results, we established criteria
based on testing of negative- and positive-control samples. Positive controls included three vCJD-
inoculated CM and three cervid-derived CWD pools. Negative controls included 1 normal deer brain, 6
uninoculated CM, and 1 CM inoculated with normal elk brain. To be scored positive in this assay, samples
had to show �33% of the maximal fluorescence signal obtained for the strongest positive-control signal
(described above) in 2 or more out of 4 wells prior to the 25-h reaction time (Fig. 1 and 2).

RT-QuIC reactions using recombinant hamster 90-231 prion protein (GenBank accession no. K02234)
were performed under conditions identical to those described above except that the running temper-
ature of the plate was 50°C. Since no uninoculated or CWD-inoculated CM had measurable fluorescence
above baseline levels prior to 50 h, they were all scored negative.

Immunohistochemistry. Tissues were removed and placed into 10% neutral buffered formalin
for 3 to 5 days. Following fixation, half-brains were cut into 4 to 6 blocks at even increments,
representing different levels from midline to lateral aspects of the brain. These sections representing
different brain regions were all stained as independent samples for each monkey. For spinal cords,
tissues were blocked to obtain a 1- to 2-cm-long sagittal section and multiple cross sections on each
slide. All other tissue types were processed for routine cross sections and longitudinal sections of the
tissue. Tissues were then processed by dehydration and embedding in paraffin. Sections were cut by
using a standard Leica microtome, placed onto positively charged glass slides, and air dried
overnight at room temperature. On the following day, slides were heated in an oven at 60°C for 20
min. Neuropathology was assessed on hematoxylin and eosin (H&E)-stained sections. H&E staining
was performed according to the manufacturer’s (Shandon) instructions, with hematoxylin incubation
for 12 min and eosin incubation for 4 min.
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All IHC, deparaffinization, antigen retrieval, and staining procedures were performed on the auto-
mated Discovery XT staining system (Ventana Medical Systems). “No-primary-antibody” controls were
run on a subset of slides for each CM for each antibody detection system.

For staining of prion protein using monoclonal antiprion antibody 3F4, 6H4, or L42, antigen
retrieval was done by using the Discovery XT system with the extended CC1 protocol (cell
conditioning buffer containing Tris-borate-EDTA [pH 8.0], incubated for 44 min at 100°C). This
antigen retrieval step does not destroy normal cellular, non-disease-associated PrP (PrPsen), and a
background level of PrPsen staining can be seen by using 6H4 or L42 with the protocols described
below. In comparison, 3F4 staining (described below) did not show a strong PrPsen background. The
3F4 antibody (Laboratory of Persistent Viral Diseases tissue culture 3F4 supernatant, lot no. 2-18-04)
was used at a dilution of 1:5 in antibody dilution buffer (catalog no. ADB250; Ventana), applied for
60 min at 37°C. The 6H4 antibody (catalog no. ID01-010; Prionics) was used at a 1:10,000 dilution in
antibody dilution buffer, applied for 2 h at 37°C. The L42 antibody (R-Biopharm) was used at a 1:400
dilution in antibody dilution buffer, applied for 2 h at 37°C. The secondary antibody for all reactions
was biotinylated goat anti-mouse IgG (BioGenex ready-to-use supersensitive rabbit link), applied for
32 min at 37°C. For all anti-PrP staining, staining was completed by using a DABMap detection kit
and hematoxylin counterstain.

For GFAP staining, antigen retrieval was done by using the Discovery XT system with the mild CC1
protocol (cell conditioning buffer containing Tris-borate-EDTA [pH 8.0], with incubation for 12 min at
100°C). The anti-GFAP antibody was used at a dilution of 1:3,500 in antibody dilution buffer, applied for
16 min at 37°C. The secondary antibody was biotinylated goat anti-rabbit IgG, as described above,
applied for 16 min at 37°C. Staining was completed by using a RedMap detection kit and hematoxylin
counterstain.

For the detection of microglia, polyclonal rabbit anti-Iba1 antiserum was used. This antiserum was
generated by the immunization of rabbits with a 14-amino-acid peptide from the C terminus of the Iba1
protein, as described previously (51), and was a generous gift from John Portis. For Iba1, antigen retrieval
was done by using the Discovery XT system standard CC1 protocol (cell conditioning buffer containing
Tris-borate-EDTA [pH 8.0] for �44 min at 100°C). Anti-Iba1 was used at a 1:2,000 dilution and applied for
40 min at 37°C. The secondary antibody used was biotinylated goat anti-rabbit IgG (BioGenex ready-to-
use supersensitive rabbit link) and was applied for 40 min at 37°C. Staining was completed by using a
RedMap detection kit and hematoxylin counterstain.

Sections stained with H&E, 3F4, 6H4, L42, Iba1, and GFAP were scanned with an Aperio ScanScope
XT instrument (Aperio Technologies, Inc.) and analyzed and photographed by using Aperio Imagescope
software.

Immunoblotting for detection of PrP. Tissue was homogenized in 1� PBS as a 20% (wt/vol) tissue
homogenate using a mini-bead beater for 45 s on the homogenization setting. Aliquots were stored at
�20°C. For the detection of proteinase K (PK)-resistant PrP (PrPres), samples were treated with PK at 50
�g/ml. Briefly, 20 �l of a 20% homogenate from each sample was adjusted with a solution containing
100 mM Tris-HCl (pH 8.3), 1% Triton X-100, 1% sodium deoxycholate, and 50 �g/ml PK in a total volume
of 31 �l. Samples were incubated for 45 min at 37°C. All PK digestions were stopped by the addition of
2 �l of 100 mM Pefabloc (Roche Diagnostics), and the reaction mixture was placed on ice for 5 min. An
equal volume of 2� Laemmli sample buffer (Bio-Rad, Hercules, CA) was added, and the samples were
boiled for 5 min. Samples were frozen at �20°C until needed for gel electrophoresis. At this time, they
were thawed, reboiled for 5 min, electrophoresed on a 16% Tris-glycine SDS-polyacrylamide gel
electrophoresis (PAGE) gel (Life Technologies, CA), and blotted onto polyvinylidene difluoride (PVDF)
membranes using a 7-min transfer on an iBlot device (Life Technologies). Immunoblots were probed with
anti-PrP antibody 3F4 at a 1:500 to 1:3,000 dilution or L42 at a 1:3,000 dilution. The secondary antibody
used was peroxidase-conjugated rabbit anti-mouse IgG (Sigma) at a 1:5,000 to 1:80,000 dilution,
depending on the lot used. Protein bands were visualized by using either an enhanced chemilumines-
cence (ECL) or SuperSignal West Femto detection system according to the manufacturer’s instructions
(Thermo Scientific).
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