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Silver-haired bat rabies virus variant does not induce
apoptosis in the brain of experimentally infected mice
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To examine whether induction of apoptosis plays a role in the pathogenesis of
street rabies, we compared the distribution of viral antigens, histopathology,
and the induction of apoptosis in the brain of mice infected with a street rabies
virus (silver-haired bat rabies virus, SHBRV) and with a mouse-adapted lab-
oratory rabies virus strain (challenge virus standard, CVS-24). In�ammation
was identi�ed in the meninges, but not in the parenchyma of the brain of mice
infected with either CVS-24 or SHBRV. Necrosis was present in numerous cor-
tical, hippocampal, and Purkinje neurons in CVS-24-infected mice, but only
minimal necrosis was identi�ed in mice infected with SHBRV. Likewise, exten-
sive terminal deoxynucleotidyl transferase-mediated dUTP-digoxigenin nick
end-labeling (TUNEL) staining was observed in the brain of mice infected with
CVS-24 but little or none in the brain of mice infected with SHBRV. Rabies virus
antigens were distributed similarly in the CNS infected with either virus. How-
ever, the expression of the glycoprotein (G) is more widespread and the stain-
ing of G is generally stronger in CVS- than SHBRV-infected mice, whereas the
expression of rabies virus nucleoprotein (N) is similar in mice infected with ei-
ther CVS or SHBRV. The positive TUNEL staining thus correlates with the high
level of G expression in CVS-infected mouse brain. Northern blot hybridiza-
tion revealed that the ratio between the N and G transcripts is similar in brains
infected with either virus, indicating that the reduced expression of G protein
is not caused by reduced transcription in SHBRV-infected animals. Taken to-
gether, these observations suggest that apoptosis is not an essential pathogenic
mechanism for the outcome of a street rabies virus infection and that other
pathologic processes may contribute to the profound neuronal dysfunction
characteristic of street rabies. Journal of NeuroVirology (2001) 7, 518–527.
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Introduction

The rabies virus is almost exclusively neurotropic
in vivo (for a review, see Dietzschold et al, 1996). Hu-
mans usually become infected with the rabies virus
through animal bites (Dietzschold et al, 1996) or, in
rare occasions, by mucosal exposure (Constantine,
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1962). The virus enters the peripheral nervous sys-
tem from the site of the bite by binding to speci�c
neural receptor(s) (Lentz et al, 1982; Thoulouze et al,
1998; Tuffereau et al, 1998). Once inside neurons,
the rabies virus replicates and spreads to the cen-
tral nervous system (CNS). Almost all neurons in the
brain can become infected with the virus (Murphy,
1977; Iwasaki, 1991; Smart and Chalton, 1992). How-
ever, the mechanism by which rabies virus infec-
tion of the CNS causes neurological disease and
death is not completely understood. Rabies patients
develop severe agitation, depression, hydrophobia,
and paralysis followed by impaired consciousness
and coma (Hemachudha, 1994). Patients eventually
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die of circulatory insuf�ciency, cardiac arrest,
and respiratory failure (Tirawatnpong et al, 1989;
Hemachudha, 1994). Postmortem examination of hu-
man rabies patients reveals few gross pathologic le-
sions in the brain, other than a variable degree of
cerebral edema (Murphy, 1977). Histopathology of
the brain does not offer a satisfactory explanation
for the lethality of rabies. Microscopic lesions and
in�ammatory reactions are mild with relatively lit-
tle neuronal destruction (Miyamoto and Matsumoto,
1967; Murphy, 1977). Thus, fatal rabies may result
from functional alterations of neurons rather than
from structural damage (Tsiang, 1982).

Recently, apoptosis has been suggested as a
pathogenic mechanism for rabies. Infection of mouse
neuroblastoma cells (Jackson and Rossiter, 1997); hu-
man and mouse lymphocytes (Jackson and Rossiter,
1997; Thoulouze et al, 1997); or rat prostatic ade-
nocarcinoma cells (Jackson and Rossiter, 1997)
with laboratory-adapted rabies virus strains, such
as the challenge virus standard (CVS) or Evelyn
Rokitnicki Abelseth (ERA), resulted in apoptosis.
Infection of suckling and adult mice with CVS
or Pasteur strain also lead to extensive apoptosis
in rabies virus-infected CNS (Jackson and Rossiter,
1997; Jackson and Park, 1998; Theerasurakarn and
Ubol, 1998; Galelli et al, 2000). However, Morimoto
et al, (1999) reported that CVS-N2c, the highly
pathogenic strain that was derived from CVS-24, in-
duced signi�cantly less apoptosis in primary neu-
ronal cultures than CVS-B2c, the low pathogenic
variant also derived from CVS-24. These investiga-
tors suggested that apoptosis contributes to protec-
tion rather than pathogenicity in rabies virus-infected
animals.

In the present study, we examined the virus dis-
tribution, histopathologic lesions, and induction of
apoptosis in the brain of mice infected with a mouse-
adapted laboratory strain (CVS-24) or with a street
rabies virus strain associated with silver-haired bats
(SHBRV). SHBRV has been associated with most of
the indigenous human cases in the United States
during the past decade (see Dietzschold et al, 2000;
MMWR, 2000). We found that although the CVS-24
induced neuronal necrosis and apoptosis in the brain,
the street virus SHBRV induced only mild histolog-
ical changes and little or no apoptosis in the brain.
These observations suggest that apoptosis may not
be an essential pathogenic mechanism for rabies in-
duced by street rabies virus.

Results

Mice infected with SHBRV developed clinical signs
of rabies one day earlier than those infected
with CVS-24
It has been shown previously that SHBRV-18 is
the most pathogenic virus among the bat viruses
as de�ned by the pathogenic index (Dietzschold

et al, 2000). In the present study, mice infected with
SHBRV exhibited characteristic clinical signs, such
as ataxia, seizures, and paralysis, on days 3 or 4 p.i.,
an average of 1 day earlier than those infected with
CVS-24 (on days 4 or 5 p.i.). All animals were eu-
thanized when moribund, usually at days 5 or 6 after
infection.

Neuronal necrosis was observed in the brain of
mice infected with CVS-24 but not in mice infected
with SHBRV
Brains of mice infected with CVS-24 and with SHBRV
both had meningeal lymphocytic in�ammation and
spongiform change in the neuropil (data not shown).
In�ltration of in�ammatory cells in the parenchyma
of the brains was not apparent in mice infected with
either virus. However, neuronal necrosis was iden-
ti�ed in different brain regions of two mice infected
with CVS-24 (Figure 1). Necrosis was observed pri-
marily in pyramidal neurons in the hippocampus,
Purkinje neurons in the cerebellum, and in neocor-
tical neurons. Necrotic changes were much milder in
the other two mice infected with CVS-24. In contrast,
very little or no neuronal necrosis was observed in
the brain in any of the mice infected with SHBRV
(Figure 1).

Positive terminal deoxynucleotidyl
transferase-mediated dUTP-digoxigenin nick
end-labeling (TUNEL) staining was observed in the
brain of mice infected by CVS-24 but not SHBRV
TUNEL-positive staining was widespread in brain re-
gions, particularly in the hippocampus and the cere-
bral cortex, in two of the mice infected with CVS-24
(Figure 2). In addition, TUNEL-positive staining was
more sporadic in the other two mice infected with
CVS-24. In one of the mice, the TUNEL staining was
most prominent in areas of the brain where necrotic
neurons were identi�ed on hematoxylin and eosin-
stained sections. In contrast, very little TUNEL stain-
ing was observed in the brains in any of the mice
infected with SHBRV (Figure 2). Similar observa-
tions were made using a different SHBRV isolate
(SHBRV-17; data not shown). TUNEL-positive neu-
rons had strong staining of the nucleus and multiple
nuclear condensation of chromatin (Figure 3). Such
apoptotic changes were observed only in CVS-24-
infected mice.

The overall distribution of SHBRV and CVS-24
antigens was similar in the brain but the expression
of the G protein is more widespread and the level
of G expression was stronger in mice infected
with CVS-24 than in mice infected with SHBRV
Rabies virus antigens were initially detected us-
ing anti-rabies virus G polyclonal antibodies. Rabies
virus antigen was present in almost all parts of the
brain, including striatum, cortex, hippocampus, di-
cephalone, medulla, brain stem, and cerebellum. As
shown in Figure 4, viral antigens were distributed
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Figure 1 Pathological changes in the CNS of mice infected with CVS-24 and SHBRV. Mice were infected with either CVS-24 or SHBRV.
Mice were perfused and the brains were taken for histology. Some of the necrotic neurons are indicated by arrows. (Hematoxylin and
eosin, 400 X.)

similarly in SHBRV and CVS-24-infected brains. For
example, pyramidal neurons in the hippocampus
were infected (Figures 4 and 5), whereas granular
neurons in the dentate gyrus were not (Figure 5).
Likewise, Purkinje neurons in the cerebellum were
infected whereas neurons in the granular layer were
infected only rarely (data not shown). The expres-
sion of G was more widespread in CVS- than in
SHBRV-infected brain (Figure 4). When both anti-G
and anti-N antibodies were used in detecting ra-
bies virus antigens, it was found that the inten-
sity of the immunostaining of the rabies virus G
protein was stronger in the hippocampus of mice
infected with CVS-24 than in mice infected with
SHBRV (Figure 5). The immunostaining of the N
protein in the hippocampus of mice infected with
CVS-24 was similar to or slightly less intense than
in SHBRV-infected mice (Figure 5). TUNEL-positive
staining was only observed in the hippocampus of

CVS-infected mice (Figure 5), suggesting that induc-
tion of apoptosis correlates with the higher level of G
expression.

To con�rm that the reactivity of the G polyclonal
antibodies is similar to the G protein of CVS-24
and the G protein from SHBRV, the respective G
proteins were in vitro translated and labeled with
35S-methionine. Initially, the synthesized proteins
were precipitated by 10% TCA and 102100 CPM
of CVS-N2c G and 138550 CPM of SHBRV G were
obtained. After immunoprecipitation with the poly-
clonal anti-G antibody, 52690 CPM of CVS-N2c G
and 80636 CPM of SHBRV G were precipitated,
representing 52 and 58% of the total protein sub-
jected to immunoprecipitation, respectively. These
proteins (25803 CPM of CVS-N2c G and 29100 CPM
of SHBRV G) were further analyzed by 10% SDS-
PAGE. Similar pixels (532913 and 665004) above
background were determined for CVS-N2c G and for
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Figure 2 TUNEL staining in the CNS of mice infected with CVS-24 and SHBRV. Mice were infected with either CVS-24 or SHBRV. Mice
were perfused and the brains were sectioned. Apoptosis was detected by TUNEL assay using the in situ cell death detection POD kit.
Some of the TUNEL positive neurons are indicated by arrows (DAB with hematoxylin, 400 X).

SHBRV G, respectively. All these data suggest that
the anti-G polyclonal antibody does not discriminate
between the Gs of CVS-24 and SHBRV.

Northern blot hybridization indicates that the ratio
between the G and the N transcripts is similar in
brain tissue infected with each of the two viruses
To study if the difference in the levels of G and N anti-
gen expression is caused by differential transcription
of viral messages, Northern blot hybridization was
performed using total RNA prepared from the brains
infected with CVS-24 or with SHBRV. As shown in
Figure 6, the levels of N and G expression are simi-
lar in animals infected with CVS-24 or with SHBRV.
The ratio between N and G mRNA as determined by
densitometry was on average 3.13 in animals infected
with CVS-24 and 3.52 in mice infected with SHBRV,
indicating the expression of N and G mRNA in
CVS-24-infected animals is similar to those in
SHBRV-infected animals.

Discussion

Apoptosis plays an important physiological role in
normal embryonic development and tissue home-
ostasis (Kerr and Harmon, 1991). Apoptosis also can
be induced in vitro and in vivo by a variety of viruses,
including alphavirus (Lewis et al, 1996); �avivirus
(Despres et al, 1998); herpesvirus (Ishii and Gobe,
1993); myxovirus (Takizawa et al, 1993); paramyxo-
virus (Esolen et al, 1995); picornavirus (Tolskaya
et al, 1995); retrovirus (Laurent-Crawford et al, 1991);
and rhabdovirus (Jackson and Rossiter, 1997). Apop-
tosis represents an important host defense mecha-
nism by eliminating virus-infected cells and possibly
preventing the spread of the virus to other suscepti-
ble cells (Kerr and Harmon, 1991). However, destruc-
tion of too many cells by apoptosis, particularly those
nonreplenishable cells such as neurons, may result
in diseases (Lewis et al, 1996). Indeed, the ability
to induce apoptosis in neurons has been correlated
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Figure 3 Multiple nuclear condensation of chromatin in neurons
infected with CVS-24. Sections prepared as described in Figure 2
were observed in higher magni�cations. (DAB, 1000 X.)

with neurovirulence for alphavirus and �avivirus
(Lewis et al, 1996; Despres et al, 1998). Both bene-
�cial and detrimental effects of apoptosis in rabies
virus infection have been suggested. In experimental
animals infected with mouse-adapted CVS virus, ex-
tensive apoptosis was observed in most parts of the
CNS (Jackson and Rossiter, 1997; Theerasurakarnand
Ubol, 1998). These observations led to the hypoth-
esis that apoptosis plays an important pathogenic
role in experimental rabies virus infections. How-
ever, Morimoto et al (1999) found that the ability
of the rabies virus to induce apoptosis in primary
neuronal cultures was correlated inversely with its
pathogenicity in animals. These authors suggested
that apoptosis plays a protective rather than damag-
ing role in rabies virus infection. In all these studies,
however, only attenuated rabies viruses were used.

In the present study, we extended the previous in-
vestigations by comparing the induction of apopto-
sis of a laboratory adapted CVS-24 to a street rabies
virus, SHBRV. As reported by others (Jackson and
Rossiter, 1997; Theerasurakarn and Ubol, 1998), ex-
tensive apoptosis was observed in many parts of the
brain in some mice infected with CVS-24 as assayed
by the TUNEL staining. TUNEL-positive neurons

showed typical apoptotic changes such as nuclear
condensation of chromatin. TUNEL-positive neurons
are localized in areas where rabies virus antigen was
detected, for example, pyramidal neurons in the hip-
pocampus and Purkinje neurons in the cerebellum.
However, the most important �nding of the present
study is that the street rabies virus strain, SHBRV-18,
does not induce apoptosis in mice. Very little or no
TUNEL-positive staining was seen in the brain in-
fected with SHBRV, despite the fact that the distribu-
tion of viral antigens in the brain was similar for both
viruses. Yet, mice infected with SHBRV developed
rabies at least 1 day earlier than those infected with
CVS-24. Taken together, these �ndings may suggest
that apoptosis does not play an essential role in the
pathogenesis of street rabies. It is not surprising be-
cause a recent report by Camelo et al (2000) that the
death of animals infected with CVS is not caused by
CNS apoptosis. However, induction of apoptosis in
mice was recently reported for a street rabies virus
isolated from dogs (Ubol and Kasisith, 2000). Further-
more, CVS viruses that have been reported to induce
apoptosis in primary mouse neurons (Morimoto et al,
1999) and in mouse models (Jackson and Rossiter,
1997; Theerasurakarn and Ubol, 1998) did not induce
apoptosis in bats (Reid and Jackson, 2001). There-
fore, the induction of apoptosis in neurons in vivo
may be in�uenced by various factors such as the
age of the host, the virus strains, the type of host,
and so forth. Future studies will be needed to test if
other canine as well as bat rabies virus strains has
the ability to induce apoptosis in animal models as
well as in the natural hosts. The ability of an individ-
ual virus to induce apoptosis should also be corre-
lated to the different degree of virulence observed for
the different rabies virus isolates (Dietzschold et al,
2000).

The induction of apoptosis in primary neuronal
cultures by rabies virus has been correlated with the
level of G expression (Morimoto et al, 1999). These
authors (Morimoto et al, 1999) hypothesized that
pathogenic rabies virus strains prevented apoptosis
by down-regulating the expression of the G, which
enables the virus to spread effectively through synap-
tic junctions. Recently, Morimoto et al (2000) further
suggested that to maintain pathogenicity, the expres-
sion of rabies virus G must be strictly controlled. In
the present study, we found that CVS-24 induced
extensive apoptosis in the brain of mice, whereas
apoptosis was not observed in mice infected
with SHBRV. The G expression is not only more
widespread, but the immunostaining of G is also
more intense in CVS-than in SHBRV-infected mice.
In contrast, the levels of N expression in CVS-
infected mice were similar to, or slightly lower than
in SHBRV-infected mice. Immunoprecipitation of the
in vitro translated G by the polyclonal anti-G anti-
bodies revealed similar reactivity of the anti-G anti-
bodies with CVS G and SHBRV G, indicating that the
differences seen in the G protein staining of CVS-24
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Figure 4 Distribution of rabies virus antigen (G) in the CNS. Mice were infected with either CVS-24 or SHBRV. Mice were perfused and
the brains were sectioned. Rabies virus antigen (G) was detected by immunocytochemistry using anti-G polyclonal antobodies. (DAB,
200 X.)

and SHBRV-infected brains are unlikely caused
by differences in af�nity of the polyclonal anti-G
antibodies to the different G proteins. Therefore, our
�ndings provide in vivo evidence that the induction

of apoptosis indeed correlates with the level of
G expression in rabies virus infections.

It has been demonstrated that the G expression by
different rabies viruses in cell culture is regulated
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Figure 5 Comparison of rabies virus N and G expression and the induction of apoptosis in the hippocampus of mice infected with
CVS-24 and SHBRV. Serial hippocampal sections from mice infected with CVS-24 or SHBRV were subjected to antigen detection using
anti-G polyclonal antibodies or anti-N monoclonal antibody 802, or apoptosis detection using the in situ cell death detection POD kit.
(DAB, 50 X.)

at the posttranslational level via protease degrada-
tion (Morimoto et al, 1999). To investigate if the ex-
pression of SHBRV G is regulated similarly in vivo,
Northern blot hybridization was performed to mea-
sure the levels of both G and N mRNAs using respec-

Figure 6 Expression of rabies virus N and G mRNA in the CNS of
mice infected with CVS-24 and SHBRV. Total RNA was prepared
from brain tissue of mice infected with CVS-24 or with SHBRV.
The RNA prepared from animals infected with CVS-24 was hy-
bridized with N and G cDNA probes prepared from CVS-N2c. The
RNA prepared from animals infected with SHBRV was hybridized
with N and G cDNA probes prepared from SHBRV. All the RNA
preparations were also hybridized with ¯-actin probe.

tive G and N probes and the ratio between N and
G transcripts determined. These studies showed that
the levels of N and G mRNAs were similar in animals
infected with CVS-24 or with SHBRV suggesting that
SHBRV regulates G expression not by downregulat-
ing G mRNA transcription, but rather by posttransla-
tional degradation.

The question how rabies virus infection of neurons
causes neurological disease and death in animals and
humans has puzzled investigators for more than a
century (Murphy, 1985). It has long been known that
human rabies patients show few gross or histopatho-
logical lesions that could explain the lethality of
rabies (Murphy, 1977). In the present study, little
in�ammation was observed in the parenchyma of
mice infected with either virus apart from a mild
leptomeningitis. Neuronal necrosis and apoptosis
were observed in some of the mice infected with
mouse-adapted CVS-24, and only minimal apopo-
tosis or necrosis were found in mice infected with
street rabies virus variant SHBRV. The mechanism(s)
by which street rabies virus infection causes neu-
rological disease and death remains largely unre-
solved. Our present studies suggest that apoptosis
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does not play a direct role in the pathogenesis of most
street rabies virus infections and that other pathologic
processes, particularly impairment of neuronal func-
tions (Tsiang, 1982), may contribute to the profound
CNS dysfunction characteristic of rabies. It is possi-
ble that one of the mechanisms by which street rabies
viruses induce neurological diseases is by evading in-
nate and adoptive host defense mechanisms such as
apoptosis and antigen presentation. In this context, it
has been shown that apoptotic bodies have an excep-
tional ability to present immunogens to antigen pre-
senting cells and thereby enhance antiviral immune
responses (Sasaki et al, 2001).

Materials and methods

Cells, animals, and viruses
ICR mice were housed in temperature- and light-
controlled quarters. They had access to food and
water ad libitum. Three groups of mice (10 in each
group) 5 to 6 weeks of age were selected. One group
was left uninfected, and the other two groups were
infected intracerebrally (i.c.) with 2 £ 105 focus form-
ing unit (ffu) of either CVS-24 or SHBRV. The CVS-
24 was prepared by passaging the virus in suckling
mouse brain as described previously (Morimoto et al,
1998). The SHBRV (SHBRV-18) was isolated from a
human patient and passaged in suckling mice as de-
scribed previously (Dietzschold et al, 2000). After in-
fection, mice were observed daily for 10 days for clin-
ical signs of rabies. When moribund, mice (eight in
each group) were anaesthetized and perfused trans-
cardially with 10% neutral buffered formalin. Af-
ter perfusion, the brains were removed for either
immunocytochemistry (four mice each group) or
histopathology (four mice each group). Alternatively,
mice (two in each group) were euthanized, and brains
were removed and immediately frozen for RNA
extraction and Northern blot hybridization.

Immunocytochemistry for the detection of rabies
virus antigens
The perfused brains were �xed with 10% formalin
for 3 days and coronal sections (50-¹m thickness)
were prepared by slicing the brains with a Vibratome
(TPI, St. Louis, MO). These sections were subjected to
immunocytochemical staining following the proce-
dure routinely used for detecting pseudorabies virus
antigens (Weiss and Chowdhury, 1998) using the
VectaStain ABC kit (Vector Laboratories, Burlingame,
CA). The primary antibody used was either the mon-
oclonal antibody 802-2 directed against rabies virus
nucleoprotein (N) (Harmir et al, 1995) or the rab-
bit polyclonal anti-rabies virus glycoprotein (G) an-
tibody (Fu et al, 1993a). The secondary antibody
used was biotinylated goat anti-mouse or goat anti-
rabbit IgG from the VectaStain kits. The avidin-biotin-
peroxidase complex (ABC) then was used to localize
the biotinylated antibody. Finally diaminobenzidine

(DAB) was used as a substrate for color development.
The positively stained cells had a dark brown reac-
tion product over the nucleus and cytoplasm under
a light microscope.

Histopathology
For histopathology, the perfused mouse brains were
dehydrated through a graded series of ethanol and
embedded in paraf�n. Paraf�n sections of 4-¹m
thickness were prepared and stained with hema-
toxylin and eosin.

Detection of apoptosis in vivo
Apoptosis in the brains of infected mice was detected
with a TUNEL assay by using the in situ cell death
detection POD kit (Boehringer Mannheim, Germany).
The TUNEL assay was performed according to the
manufacturer’s speci�cations. Brie�y, tissue sections
(paraf�n or �oating sections) were treated with pro-
teinase K (20 ¹g/ml) and then incubated with 3%
H2O2 for 10 min at room temperature. After sec-
tions were washed, the TUNEL reaction mixture was
added. After incubation overnight at 4±C, the sections
were rinsed and incubated with converter-POD for
2 h at room temperature. Finally, DAB-substrate solu-
tion was added to the sections for color development.
The �oating sections were mounted onto slides, air-
dried, and coverslipped. The paraf�n sections were
counterstained with hematoxylin.

In vitro translation, immunoprecipitation,
and PAGE analysis of G protein
Full-length cDNAs for CVS-N2c and SHBRV G
proteins were synthesized by reverse transcription-
polymerase chain reaction (RT-PCR) as described
(Morimoto et al, 2000). After ampli�cation and
digestion with XhoI-XbaI, the cDNA fragments
were cloned into XhoI-XbaI sites of pCI mam-
malian expression vector. Recombinant plasmids
containing G proteins were ampli�ed with plas-
mid speci�c primers. After sequencing, PCR prod-
ucts were transcribed/translated using in vitro TnT
Quick Coupled Transcription/Translation System
(Promega, Madison, WI). Brie�y, PCR-generated frag-
ments containing the T7 promoter were added to-
gether with [35S] methionine to the TnT Quick
Master Mix and incubated in a 50-¹l reaction vol-
ume for 90 min at 30±C. The synthesized proteins
were used for TCA precipitation and immunoprecip-
itation. TCA precipitation was performed according
to the TnT Quick Coupled Transcription/Translation
System technical manual. Immunoprecipitation was
carried out at 4±C overnight using a rabbit anti-rabies
G antibody (Fu et al, 1993a). The resulting immune
complexes were bound to Protein A agarose (Life
Technologies, Gaithersburg, MD) and analyzed by
10% SDS-PAGE. Following electrophoresis, the gel
was dried and protein bands were visualized and
quantitatively analyzed using a phosphorimager.
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Northern blot hybridization
Total RNA was extracted from brain tissue as de-
scribed previously (Fu et al, 1993b). For Northern
blot hybridization, total RNA was denatured with a
10 mM sodium phosphate buffer (pH 7.4) containing
50% (v/v) formamide at 65±C for 15 min and elec-
trophoresed on a 1.2% agarose gel containing 1.1 M
formaldehyde and 10 mM sodium phosphate. Full-
length N and G cDNAs for CVS-N2c and SHBRV were
synthesized by RT-PCR as described (Morimoto et al,
2000) and were used to make nick-translated N and G

probes for Northern blot hybridization. For quantita-
tive analysis, the intensity of the hybridization bands
was measured by densitometry.
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