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Figure 9: Spleen from WEEV-infected hamsters at 48 hpi (A 100x & B 400x
magnification) and 72 hpi (C 100x & D 400x). No evidence of necrosis is seen at
48 hpi. By 72 hpi lymphocytosis and necrosis are evident throughout areas of the
spleen.
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liver, spleen, and blood were aseptically collected and cultured for the isolation and

identification of bacteria. At 72 hpi bacterial species isolated include: Aerococcus
viridans, Corynebacterium sp., Streptococcus sp., and Kryptococcus sp. A similar
Corynebacterium sp. was identified from samples collected at 84 hpi, as well a
Staphylococcus sp.. Bacteria isolated from samples taken from sham-inoculated animals
include: Corynebacterium sp., Aerococcus sp., and Pastuerlla sp. Bacteria were isolated
from 10 out of the 40 samples that were submitted. This represents isolation of bacteria
from 10/30 samples collected from virus-inoculated animals (4/6 animals sampled), and
5/10 samples from sham-inoculated animals (2/2 animals) (Table 3).

As described later in experiments evaluating the effects of anti-inflammatory
treatment on WEEV inoculated animals it was noted that some hamsters would survive
beyond the initial disease period in which the majority of animals die by approximately
96 hpi . A proportion of the surviving animals would then die at between 144-204 hpi (6-
9 dpi), occasionally displaying signs of overt neurological disease such as head-tilt,
circling, tremors, or paralysis. To evaluate the possibility of viral induced
neuropathology animals that survived the initial disease phase but succumbed at the later
time points were submitted for necropsy and histopathological analysis. In these animals
there was evidence of previous necrotic lesions in the spleen that appeared to be
resolving. Other lesions included meningitis, cerebral hemorrhage, and perivascular
cuffing with lymphocytic infiltrate into nervous tissue (Figure 10).

The ability of WEEV to induce viral encephalitis was further investigated by
inoculating hamsters intracranially into the right cerebral hemisphere with 100 CCIDs of

WEEV (n=5) or sham inoculating hamsters (n=4) as a negative control. The



Table 3: Description of rates of bacteria isolation and bacterial species isolated from
WEEV- and sham-inoculated hamsters.
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Bacteria 1solated from 6/8 hamsters

Bacteria i1solated from 10/40 samples

WEEV: 4/6 WEEV: 5/30
Sham: 2/2 Sham: 5/10
Time of Sample
Collection 72 hpi 84 hpi Sham

Bacterial species
isolated

Corynebacterium
Aerococcus viridans
Streptococcus sp.
Kryptococcus sp.

Corynebacterium Corynebacterium
Staphylococcus sp. |Aerococcus sp.
Pasteurella




Figure 10: Brain from WEEV-infected hamsters at 132 (A & B) and 144 (C & D)
hpi. Brains show evidence of hemorrhage, lymphocytic perivascular cuffing, and
inflammatory infiltrate.
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intracranially inoculated hamsters were monitored for morbidity and mortality.

Animals that were moribund were euthanized with both euthanized and dead animals
being submitted for necropsy and histopathological assessment. Beginning at 36 hpi
virus-inoculated animals began to show observable signs of disease. Epistaxis was a
common sign among virus-inoculated animals. Signs of neurological involvement
included paralysis, tremors, apparent hyperesthesia, circling, ataxia, increased agitation,
and head tilt. All virus-inoculated animals but 1 was dead by 72 hpi while no sham-
inoculated animals showed any signs of disease (Figure 11). All sham-inoculated
animals were subsequently sacrificed and submitted for necropsy. Lesions in virus-
inoculated animals were similar to, albeit more severe than, those observed in animals
that survived the initial stages of peripheral disease, but later succumbed to apparent viral
encephalitis. Lesions noted include hemorrhage, necrosis, meningitis and lymphocytic
infiltration of the nervous tissue (Figure 12). No lesions were seen in nonneuronal tissue.
No histopathological lesions were noted in any sham-inoculated animal.
Supportive Care of WEE Virus
Inoculated Hamsters

As previously stated, initial results of histopathological changes in hamsters dying
due to inoculation with were consistent with lesions noted in animals suffering from
septicemia and/or bacteremia. To test the hypothesis that WEEV inoculated hamsters
were dying due to a bacteremia secondary to virus infection or due to inflammatory
reactions to either virus or secondary bacteria a series of experiments were conducted to
evaluate the effects of various combinations of supportive care on hamsters inoculated

with WEE virus. As previously described, supportive care consisted of treatment either
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Figure 11: Survival of Syrian golden hamsters following
intracranial inoculation with WEEV or sham inoculation by the

same route.
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Figure 12: Brains from hamsters following intracranial inoculation of WEEV.
Animals were submitted for necropsy following death at 36 (A & B) and 48 (C & D)
hpi. Brains show evidence of hemorrhage, lymphocytic perivascular cuffing, and
inflammatory infiltrate.
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singly or in combination with anti-inflammatory agents, antibiotics, and/or

subcutaneous fluids. In all experiments hamsters were inoculated intraperitoneally with a
10x LDgy dose of WEEV. In the initial experiment animals received either a placebo
treatment with drug vehicles (n=10) or supportive care in the form of an intraperitoneal
treatment with the antibiotic enrofloxacin at a dose of 20 mg/kg/d, the anti-inflammatory
agent flunixin meglumine (FM) at a dose of 5 mg/kg/d, and subcutaneous fluids as
needed (n=10). Animals were monitored for weight change and mortality. Placebo-
treated hamsters had 0% survival with all animals being dead by 108 hpi, while treated
animals had 10% survival at 204 hpi. However, treated animals had significantly
improved survival as evaluated by Kaplan-Meier survival analysis (p<0.05) (Figure 13).
Animals receiving supportive care also had a weight change of 0.4 +3.4% and 3.4 +
1.5% at 72 and 96 hpi, respectively. These values were significantly improved compared
to a weight change of -4.6 £ 1.7% (t=3.964, p<0.01) and -16.5 £ 12.7% (t=4.947, p<0.01)
measured in placebo- treated animals at 72 and 96 hpi, respectively (Figure 14). To better
understand the role of antibiotic therapy in the improved survival noted in hamsters
receiving supportive care a follow-up experiment was conducted in which WEE virus-
inoculated hamsters were treated with a placebo (n=14) a high dose (200 mg/kg/d) of
enrofloxacin (n=13) and a low dose (20 mg/kg/d) of enrofloxacin (n=13) without any
additional supportive treatment. All virus inoculated animals were dead by 132 hpi, and
there was no significant difference in survival detected regardless of treatment (Figure
15).

To test the hypothesis that bacteria resistant to the initial antibiotic of choice,

enrofloxacin, were participating in the disease conditions observed, and to better
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elucidate the role of supportive and anti-inflammatory treatment in the improved

responses observed in WEEV infected hamsters a subsequent experiment was conducted
in which animals received placebo treatment, supportive care of fluids and anti-
inflammatory agents, or supportive care in combination with the antibiotics enrofloxacin
or florfenicol. Florfenicol treatment was toxic in hamsters as evidenced by the weight
loss and mortality seen in sham-inoculated animals receiving treatment (data not shown).
Among virus-inoculated hamsters those animals receiving florfenicol treatment (n=13) or
florfenicol in combination with enrofloxacin (n=13) had a 0% survival rate, while
placebo-treated animals (n=20) had 10% survival at 204 hpi. Although not statistically
significantly different, those animals that received enrofloxacin treatment with supportive
care (n-=13), or supportive care alone (n=13) both had 30% survival at 204 hpi (Figure
16). Furthermore, at 84 hpi placebo-treated animals had an average weight change of -
1.7 £ 4.1% (Figure 17). Animals receiving supportive care alone or supportive care with
enrofloxacin had a significantly improved weight change. Those receiving supportive
care alone had an average weight change of +4.2 £+ 2.8% (t=4.239, p<0.001), and those
animals that received enrofloxacin in addition to supportive care had an average weight
change of 3.9% =+ 3.2% at 84 hpi (t=3.666, p<0.01).

Results from previous experiments appeared to indicate that anti-inflammatory
treatment was the primary effector of improved survival in WEEV inoculated hamsters.
To test the hypothesis that inflammation plays a substantial role in the pathogenesis of
WEEY infection in hamsters an experiment was conducted wherein hamsters were
inoculated intraperitoneally with a 10x LDy dose of WEEV and then received a placebo

treatment (n=20), or a treatment with FM at doses of either 5 mg/kg/d (n=15), or 15
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Figure 16: Effects of supportive treatment with and without antibiotics on the
survival of Syrian golden hamsters inoculated with WEEV via the i.p. route.
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mg/kg/d (n=15). Animals were monitored for weight change and death. Hamsters

receiving the placebo treatment had 0% survival with all animals being dead by 96 hpi
(Figure 18). Animals receiving flunixin meglumine at either dose had 20% survival at
204 hpi, which was significantly better than in placebo-treated animals (p<0.05).
Additionally, animals receiving FM at 15 mg/kg/d had an average weight change of -
0.5% + 4.2%, which was significantly better than the weight change of -4.9% + 4.2%
seen in placebo-treated animals (t=2.745, p<0.05)(Figure 19). In a separate experiment,
hamsters were inoculated intraperitoneally with 10x LDy dose of WEEV. Animals were
then treated with either placebo (n=10), or dexamethasone at 0.6 mg/kg/d (n=10)
administered intraperitoneally. Animals were monitored for changes in body
temperature, weight change, and death. Placebo-treated animals had 10% of animals
surviving to 204 hpi, with all mortalities occurring by 84 hpi (Figure 20). Animals
receiving anti-inflammatory treatment with dexamethasone had 60% survival at 204 hpi,
which was statistically significantly higher than that seen in placebo-treated animals
(p<0.01). The dexamethasone treatment did not significantly alter weight change in
virus-inoculated animals (Figure 21); however, it did significantly inhibit the febrile
response at 60 and 72 hpi. Placebo-treated animals had average rectal body temperatures
0f39.6 £ 0.7 °C and 39.2 + 0.8 °C at 60 and 72 hpi, respectively. Hamsters treated with
DEX had average body temperatures of 38.3 = 1.1 °C (t=3.475, p<0.01) and 38.3 £ 0.8
°C (t=3.045, p<0.01) (Figure 22).

A composite of the effects of anti-inflammatory and antimicrobial treatment in
hamsters inoculated with WEEV was constructed using data from multiple experiments

(Figure 23). Animals in the composite were categorized by treatment modality.
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Figure 20: Effects of anti-inflammatory treatment on the survival of
Syrian golden hamsters inoculated with WEEV via the i.p. route.
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Treatment groups included the following: anti-inflammatory treatment with antibiotics

(n=23), anti-inflammatory treatment without antibiotics (n=63), antibiotic treatment
without anti-inflammatory treatment (n=40), and placebo-treated animals receiving
neither antibiotic nor anti-inflammatory treatment (n=56). This composite excluded
animals receiving drugs with apparent toxicity, such as florfenicol. There was no
significant difference between groups receiving either placebo or antibiotic treatment
without anti-inflammatory treatment. Indeed, the results for these two groups are almost
identical with animals receiving antibiotic treatment alone having 2.5% survival at 108
hpi and 0% survival at 204 hpi. Placebo-treated animals had 3.6% at both 108 and 204
hpi. There was no significant difference between the survival of animals receiving anti-
inflammatory agents in combination with antibiotics or anti-inflammatory agents alone.
However, both groups receiving anti-inflammatory treatment had significantly
improved survival rates compared to placebo-treated animals, and those receiving
antibiotics alone (p<0.001). At 108 hpi animals receiving antibiotics in addition anti-
inflammatory treatment had 39.1% survival while those receiving anti-inflammatory
treatment alone had 34.9% survival. By 204 hpi the survival rate had dipped to 21.7%
and 19.0%, respectively.
Characterization of Clinical and
Cytokine Changes in Hamsters
Inoculated with WEEV
Results from previous experiments evaluating the effects of anti-inflammatory
agents on the disease outcome in WEEV inoculated hamsters indicated that the

inflammatory response was at least partially responsible for the morbidity and mortality
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observed. It was hypothesized that infection with WEEV could induce an

overwhelming inflammatory response producing a clinical syndrome similar to SIRS-
MODS as described in humans. Therefore, to test this hypothesis and to gain a fuller
understanding of the clinical characteristics of WEEV infection in hamsters an
experiment was conducted wherein hamsters were inoculated intraperitoneally with a 10x
LDyy dose of WEEV and multiple clinical parameters were measured over time. Body
weight and body temperature were measured in all animals every 12 h, and all animals
were observed for morbidity and mortality. Also, every 12 h after virus exposure, and
continuing until all animals were dead, 3 randomly selected virus-inoculated animals
were sacrificed, and samples were collected for analysis. Parameters measured included,
complete blood counts, serum biochemistry panels, virus titers, and interferon
concentrations, as well as TNF-alpha concentrations in serum, liver, spleen, kidney, and
brain. The intent of this experiment was to identify parameters and trends for future
analysis. No statistical analysis of data was conducted.

Virus-inoculated animals appeared to be normal and healthy until approximately
60 hpi, at which time they began to assume a hunched appearance and display decreased
activity. As diseased animals progressed towards death they became increasing lethargic
and unresponsive until becoming moribund immediately preceding death. Occasionally,
blood was noted on the external nares and muzzle indicating probable epistaxis. Death
occurred at approximately 96-108 hpi. No obvious neurological disease signs were
observed prior to death.

There was no apparent difference in the daily weight change between sham-

inoculated and virus-inoculated animals until 60 hpi, when virus-inoculated animals had
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an average weight change of -0.8% + 4.0%, compared to an average weight change of

5.1% £ 2.3% seen in sham-inoculated animals (Figure 24). After 60 hpi, virus-inoculated
animals lost weight precipitously until the time of death. Similarly, alterations in normal
body temperature in virus-inoculated animals were not noted until 60 hpi. At that time
sham-inoculated animals had an average rectal body of 37.5 °C compared to the
abnormally elevated temperature of 39 °C seen in WEEV-inoculated animals (Figure 25).

The infectious viral titers in the plasma, spleen, kidney, liver and brain were
determined over a course of time in hamsters inoculated with WEEV (Table 4). Serum
virus titers peaked at 36 hpi with 3.1 £ 1.3 log;9 CCIDs¢/ml serum simultaneously with
the spleen virus titers measured at 4.8 £ 0.7 log;o CCIDso/gram of tissue. Brain virus
titers peaked approximately 24 h before death at 72 hpi, with 8.25 = 0.0 log;o
CCIDsg/gram of tissue.

Serum biochemistry parameters were also measured in animals over the course of
the infection with WEEYV via the use of the VetScan automated serum chemistry device
(Abaxis, Union City, CA) (Table 5). Virus-inoculated animals had notable increases in
alanine aminotransferase, glucose, phosphorus, and potassium at various time points
post-virus inoculation, when compared with sham inoculated animals. Virus- inoculated
animals had average alanine aminotransferase (ALT) concentrations of 209 + 107, 192 +
117,and 173 + 10 U/L at 12, 72 and 84 hpi, respectively. This represents an
approximately 4-fold increase over the average ALT of 49 + 5 U/L measured in sham-
inoculated animals. Sham inoculated animals had an average serum glucose
concentration of 161 + 41 mg/dL. In contrast, virus-inoculated animals had increased

serum glucose concentrations ranging from 255 + 81 mg/dL at 36 hpi to 387 + 88
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mg/dL at 60 hpi. This represents up to an approximately 2.4-fold increase in the

serum glucose of virus-inoculated animals when compared to sham inoculated animals.
In examination of serum electrolytes sham-inoculated animals had serum concentrations
for phosphorus 6.6 = 0.6 mg/dL. In comparison, virus-inoculated animals had increased
serum phosphorus concentrations ranging from a low of 7.5 + 0.3 mg/dL at 48 hpi to a
high of 10.3 = 1.5 mg/dL at 48 hpi. Serum potassium in virus-inoculated animals was
intermittently increased compared to 5.7 = 0.5 mg/dL observed in sham-inoculated
animals. Virus-inoculated animals had elevated serum potassium concentrations on 7.8 +
0.0,7.8+1.0,7.0+0.1,and 7.9 £ 0.4 mg/dL at 12, 48, 72, and 84 hpi, respectively. In
the case of glucose and phosphorus there was no obvious temporal pattern associated
with the increased serum concentrations noted in virus inoculated animals. However, the
elevated potassium concentrations appeared to be more likely to occur late in the disease
process.

Hematological parameters were monitored in WEEV-infected hamsters over time
(Table 6). No notable changes were detected in either the hematocrit or total red blood
cells counted over the course of the virus infection. Total white blood cell (WBC) counts
in virus-inoculated animals were relatively unchanged over the course of the infection
except at 48 when hamsters had a moderately decreased WBC count of 3484 + 1577
cells/uL, and at 84 hpi when hamsters had a moderately increased WBC count of 11857 +
5843 cells/uL. In comparison sham-inoculated animals had an average WBC count of
6899 + 852 cells/uL. The primary cause for the decrease in WBC seen at 48 hpi appears

to be associated with decreased circulating lymphocytes, as circulating neutrophil
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and monocyte numbers remained relatively unchanged over the time course

measured. Sham-inoculated animals had an average lymphocyte count of 4338 + 817
cells/uL. Virus-inoculated animals initially had very similar numbers of lymphocytes,
but the average number of circulating lymphocytes began noticeably decreasing at 24 hpi
and reached a nadir of 1000 + 484 cells/uL at 48 hpi before rebounding somewhat at 60
and 72 hpi (Figure 26).

Concentrations of the cytokines TNF-alpha (Table 7) and IFN (Table 8) were
measured over time in the serum and tissues of WEEV-inoculated animals. Interferon
was undetectable in the serum of virus-inoculated animals at 12 and 24 hpi. At 36 hpi,
serum interferon concentrations increased rapidly, with animals having an average serum
interferon level of 357 + 34 U/ml (Figure 27). The interferon concentrations decreased to
an average of 144 + 118 U/ml at 48 hpi, and appeared to be detected only sporadically
after that time. In other tissues interferon concentrations were detected sporadically, with
no apparent pattern. However, at 72 hpi all 3 animals sampled had detectable interferon
in the liver, kidney and spleen with interferon concentrations of 644 + 860, 43 + 17, and
812 + 805 U/gram of tissue, respectively. No sham-inoculated animal had detectable
concentrations of interferon in any tissue sampled. TNF-alpha was detected in the serum
of virus-inoculated animals beginning at 12 hpi and continuing for the duration of the
experiment. TNF-alpha concentrations began noticeably increasing at 36 hpi and peaked
at 60 hpi with concentrations of 58 + 26 U/ml of serum (Figure 28). No TNF-alpha was
detected at any time point in the liver, kidney or brain of WEEV-inoculated animals. In
the spleen of virus-inoculated animals elevated TNF-alpha concentrations of 134 + 67

U/g were measured at 12 hpi. Thereafter, TNF-alpha was detected only sporadically
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Figure 26: Numbers of circulating lymphocytes at various times
post-virus inoculation in the whole blood of Syrian golden
hamsters either sham-inoculated or inoculated with WEEV via the

1.p. route.
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Figure 27: Interferon concentrations at various times post-virus
inoculation in the serum of Syrian golden hamsters inoculated with
WEEV. Dashed line indicates limit of detection.
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Figure 28: TNF-alpha concentrations at various times post-virus
inoculation in the serum of Syrian golden hamsters inoculated with
WEEV. Dashed line indicates limit of detection.
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in the spleen. No TNF-alpha was detected in any sample assayed from sham-

inoculated animals.

An additional clinical observation made over the course of multiple experiments
was that a small proportion of animals occasionally survived the initial disease phase and
appeared healthy and normal. These animals had weight gain comparable to that of
noninfected controls and no overt signs of disease. However, beginning at approximately
144 hpi some of the surviving animals would begin to die. Signs of neurological
involvement such as head-tilt, circling, tremors, and paralysis were occasionally noted.
However, the most commonly noted clinical sign was acute death. The exact proportion
of animals that survived the initial disease period as well as the proportion of animals that
would later succumb to disease was highly dependent upon viral dose and the use of any
exogenous therapy.

The Effects of Viral Dose and
Dexamethasone Immunosuppresion on
Disease Phenotype in WEEV-
Inoculated Hamsters

Additional experiments were conducted with the intent of better characterizing the
relationship between virus dose, the immune and inflammatory response, and disease
phenotype and outcome. To compare the effects of different viral doses 20 hamsters
each were inoculated intraperitoneally with either a LDsg or a 10x LDgy dose of WEEV.
Animals were monitored for mortality. Animals inoculated with the higher viral dose had
0% survival, while those inoculated with the lower dose had 20% survival (p<0.05)
(Figure 29). Additionally, among those animals from either group that died, those that

received the higher viral dose had a significantly greater degree of weight loss
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Figure 29: Survival of Syrian golden hamsters inoculated via the i.p. route with
either a high (an LDgg) dose (10°° CCID50/animal) or a low (LDso) dose (10>
CCIDS50/animal) of WEEV. *p<0.05 compared to low dose WEEV.




112
(Figure 30). At 72 hpi, hamsters that received the high viral dose had weight

changes of -5.4% =+ 3.4%, which was significantly more severe than the weight change of
-3.0% + 3.4% (t=2.040, p<0.05) seen among nonsurvivors inoculated with the lower viral
dose. Furthermore, among those animals from either group that died, the mean time to
death (MTD) in animals receiving the higher viral dose was 91.2 &+ 9.0 h, which was
statistically significantly shorter than the MTD of 102.8 + 15.1 h seen among those
receiving the lower viral dose (t=2.839, p<0.01) (Table 9).

Hamsters were treated with an immunosuppressive dose of dexamethasone (n=5) or
treated with drug vehicle (n=5) beginning 5 d prior to inoculation with an LDs, dose of
WEEV. Dexamethasone-treated animals had 0% survival, with all animals dying at 84
hpi (Figure 31). This was not significantly different than the 20% survival observed in
vehicle-treated animals. At 60 hpi vehicle-treated animals had an average body
temperature of 39.3 £ 0.2 °C, which was significantly higher than the 38.4 + 0.2 °C
measured in sham-inoculated animals (t=5.419, p<0.01) (Figure 32). Dexamethasone
treatment was able to suppress the febrile response somewhat, as drug-treated animals
had an average body temperature of 38.7 £ 0.8 °C at the same time point, which was not
significantly different than in the sham-inoculated animals. Simultaneous with its
suppression of the febrile response, dexamethasone treatment altered viral titers in virus-
inoculated animals. At 60 hpi 3 out of 5 vehicle-treated animals had detectable virus in
their serum, with an average virus titer of 2.0 + 0.5 log;o CCIDs¢/mL. In contrast, virus
was detected in all 5 samples tested from dexamethasone treated animals, which also had
a significantly higher average serum virus titer of 5.3 + 0.5 log;o CCIDso/mL (t=10.66,

p<0.001) (Figure 33).
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Figure 30: Changes in body weight of hamsters inoculated via the i.p. route
with either a high (an LDgg) dose (10°° CCID50/animal) or a low (LDso) dose
(10*° CCID50/animal) of WEEV. *p<0.05 compared to low dose WEEV.
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Figure 31: Survival of WEEV-inoculated Syrian golden hamsters
following either placebo or immunosuppressive treatment with

dexamethasone.

Table 9: Comparison of Mean Time to Death among Syrian golden
hamsters inoculated with either a high (an LDyg() dose (103'5
CCIDs¢/animal) or a low (LDs() dose (102'5 CCIDs¢/animal) of

WEEV.
Treatment Group Mean Time to Death (hours)
High Dose WEEV 91.8 + 8.9**
Low Dose WEEV 102.8 +15.1

**p<0.01 Compared to Low Dose WEEV
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Figure 32: Rectal body temperatures of WEEV-inoculated
Syrian golden hamsters following either placebo treatment or
immunosuppressive treatment with dexamethasone. ++p<0.01
Compared to sham-inoculated animals
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Figure 33: Serum virus titer in WEEV-inoculated Syrian golden
hamsters following either placebo treatment or
immunosuppressive treatment with dexamethasone.
*#%p<0.001 compared to placebo-treated animals.




Comparisons of Infection with Kern and 117
California Strains of WEEYV in the
Syrian Golden Hamster

It was hypothesized that the disease phenotype of rapid death associated with
lymphocytic necrosis as previously described was a condition unique not only to
hamsters, but to the specific virus strain used. Therefore experiments were conducted to
compare certain disease phenotype characteristics in hamsters inoculated with the
previously used California strain of WEEV and a separate distinct virus strain, the Kern
strain. Hamsters were inoculated intraperitoneally with 10°° CCIDs, per animal of the
California (CA) strain of WEEV (n=10), equivalent to a LDy, dose as previously
determined in viral titration experiments. Simultaneously, additional groups of hamsters
were inoculated with 10*° CCIDs, per animal of the Kern strain of WEEV (n=5), or were
sham-inoculated (n=5). Animals were monitored for disease and death. Animals
inoculated with the CA strain followed similar disease patterns as described previously,
displaying lymphopenia, fever, and rapid death. Animals inoculated with the CA strain
had 20% survival, with all mortalities occurring by 96 hpi (Figure 34). The survival in
Kern inoculated animals was significantly different than that observed in CA inoculated
animals as determined by Kaplan-Meier analaysis (p<0.01). Kern inoculated hamsters
had 40% survival with fatalities occurring between 288 and 312 hpi. At 60 hpi the rectal
body temperature of animals inoculated with the CA strain was 39.0 °C £+ 0.8 °C, which
was significantly higher than the average rectal body temperature of 37.5 °C + 0.6 °C

(t=3.796, p<0.01) seen in Kern-inoculated animals or the 37.5 °C £ 0.4 °C measured in

sham-inoculated animals (t=3.798, p<0.01) (Figure 35).
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Figure 34: Survival of Syrian golden hamsters inoculated with two
different strains of WEEV. **p<0.01 compared to hamsters inoculated
with the California strain of WEEV.
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Figure 35: Comparison of rectal body temperatures at 60 hpi
in Syrian golden hamsters inoculated with two different strains
of WEEV or strain inoculated at 60 hpi. **p<0.01 compared to
sham inoculated animals, ++p<0.01 compared to animals
inoculated with the Kern strain of WEEV. Open circles
indicate animals that survived infection with the California
strain of WEEV.
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Blood samples were collected from all animals at 36 hpi and assayed for

serum interferon, serum virus titers, and circulating lymphocyte counts. Blood was also
collected at 48 hpi and assayed for serum interferon concentrations. At 36 hpi CA-
inoculated hamsters had an average circulating lymphocyte count of 3605 £ 3290 cell/uL
of whole blood (Figure 36). While this was not significantly different than the 5708 +
2033 cell/uL seen in sham-inoculated animals it was significantly lower than the 7943 +
2244 cell/uL measured in Kern-inoculated animals (t=2.634, p<0.05). The virus was
detected in the serum of all CA-inoculated animals at 36 hpi, with a mean serum virus
titer of 4.9 + 1.5 log;o CCIDso/mL of serum (Figure 37). This was significantly higher
than the mean titer of 2.7 £ 1.5 log;o CCIDs¢/mL measured in Kern-inoculated animals
wherein only 3 of the 5 animals had detectable virus titer (t=2.772, p<0.05). At 36 hpi 1
sham-inoculated animal had a detectable interferon concentration in the serum, and sham
animals had a mean interferon concentration of 24.0 + 31.3 U/mL. Hamsters inoculated
with the CA strain also had only 1 animal with detectable concentrations of interferon in
the serum and had an average serum concentration of 36.7 = 31.3 U/mL. In contrast, all
but 1 Kern-inoculated animal had detectable amounts of serum interferon and had a mean
concentration of 361.4 +206.3 U/mL, which was statistically significantly higher than
the concentrations measured in CA-inoculated animals (t=4.415, p<0.001) (Figure 38).
By 48 hpi serum concentrations had altered, with no detectable interferon measured in
sham-inoculated animals. Among CA strain-inoculated animals interferon concentrations
were increased, wherein 9 out of 10 animals had detectable amounts of interferon in their
serum and a mean concentration of 125.0 + 128.7 U/mL. The interferon concentrations

in Kern animals had decreased, with only 1 out of 5 animals having serum
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Figure 36: Lymphocyte counts at 36 hpi in the whole blood of
Syrian golden hamsters inoculated with two different strains of
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animals that survived infection with the California strain of WEEV.
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Figure 37: Serum virus titers at 36 hpi in hamsters inoculated
via the i.p. route with two different strains of WEEV. *p<0.05
compared to animals inoculated with the Kern strain of WEEV.
Open circles indicate animals that survived infection with the
California strain of WEEV.
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interferon concentrations above the limits of detection and having a mean interferon

concentration of 59.0 = 109.5 U/mL, which was not significantly different than that seen
in CA-inoculated animals.
Identification of Potential Markers of
Disease Outcome in WEEV-
Inoculated Hamsters

It had been previously noted that hamsters develop severe lymphopenia associated
with WEEYV infection, but that lymphocyte counts in animals subsequently surviving
WEEYV infection were higher (Figure 36). It was also noted that hamsters inoculated with
the Kern strain of virus displayed significantly different serum interferon concentrations
at early time-points in virus infection (Figure 38). Therefore, experiments were
conducted to evaluate lymphocyte counts and serum cytokine concentrations as
indicators of disease outcome. Hamsters were either inoculated intraperitoneally with an
LDso dose of WEEV or sham-inoculated, and monitored for death. At various time
points both before and/or after virus inoculation blood samples were collected and
analyzed for numbers of circulating WBC and circulating lymphocytes. For the current
experiments animals alive after 108 hpi were considered survivors. At 72 hpi sham-
inoculated animals (n=5) had an average WBC count of 4220 + 1746 cells/uL of whole
blood (Figure 39). In comparison animals that subsequently survived the WEEV
infection (n=4) had an average WBC count of 2663 + 782 cells/uL and nonsurvivors
(n=6) had 1871 + 461 cells/uL, which was significantly lower than in sham-inoculated
animals (t=3.197, p<0.05). A separate group of animals was assayed at 84 hpi. At that

time point sham-inoculated animals (n=5) had an average WBC count of 7040 +
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Figure 39: Comparison of circulating white blood cell counts at 72 and
84 hpi in whole blood from hamsters that either survived or succumbed
to infection with WEEV. *p<0.05 WEEV nonsurvivors compared to
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688 cells/ul.. WEEV survivors (n=5) had 8540 & 1746 cells/uL and nonsurvivors

(n=5) had 5655 £ 1632 cells/uL, which was significantly lower than survivors (t=2.700,
p<0.05), but not significantly different than in sham-inoculated animals. Highly
statistically significant differences between survivors and nonsurvivors were noted when
lymphocyte counts in the same groups of animals were assayed (Figure 40). At 72 hpi,
sham-inoculated animals had an average of 2665 & 597 cells/uLL. compared to 945 + 378
cells/uL in survivors (not statistically significant), and 216 £ 184 cells/uL in nonsurvivors
(t=4.120, p<0.01 vs. survivors, t=9.593, p<0.001 vs. sham). At 84 hpi sham-inoculated
animals had average lymphocyte counts of 4762 + 740 cells/uL compared to 3528 + 943
cells/uL in survivors, and 467 & 221 cells/uL in nonsurvivors (t=7.063, p<0.001 vs.
survivors, t=12.42, p<0.001 vs. sham).

In a separate experiment animals were again inoculated intraperitoneally with an
LDso of WEEV or were sham-inoculated. Previous to virus inoculation blood samples
were collected from all animals and analyzed for WBC and lymphocyte counts, and
animals were then randomly assigned to virus or sham-inoculation groups. No
significant differences in either WBC or lymphocyte counts were detected between
groups previous to virus inoculation (data not shown). Blood samples were collected and
analyzed at 84 hpi, and animals were monitored for disease outcome. At 84 hpi sham
inoculated animals (n=5) had average WBC counts of 7834 + 1565 cells/uLL compared to
5382 £2037 cells/pL in survivors (n=5) and 6514 £ 2279 cells/uL in nonsurvivors
(n=15) (Figure 41). Lymphocyte counts in the same animals were 3752 + 1232 cells/puL
in sham-inoculated animals, 2703 + 1375 cells/uL in survivors, and 1498 + 637 cells/ul

in nonsurvivors (t=2.369, p<0.05 vs. survivors, t=4.759 p<0.001 vs. sham) (Figure 42).
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Figure 40: Comparison of circulating lymphocyte counts at 72 and
84 hpi in whole blood from hamsters that either survived or
succumbed to infection with WEEV. **p<0.01, ***p<0.001 WEEV
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Figure 41: Circulating white blood cell counts at 84 hpi in whole
blood from hamsters that either survived or succumbed to infection
with WEEV.
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Figure 42: Circulating lymphocyte counts at 84 hpi in whole
blood from hamsters that either survived or succumbed to
infection with WEEV. ***p<(0.001 WEEV nonsurvivors
compared to sham-inoculated animals, +p<0.05 WEEV
nonsurvivors compared to WEEV survivors.
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In a third related experiment animal blood samples were collected from animals for

WBC and lymphocyte counts, followed by random assignment of animals to different
treatment groups. Hamsters were inoculated with a 10x LDy dose of WEEV or were
sham-inoculated. Hamsters then received treatment with flunixin meglumine (5 mg/kg/d)
as previously described or received placebo treatment. Blood was collected at 84 hpi and
analyzed for WBC and lymphocyte counts. Animals were monitored for disease
outcome. No significant differences in either WBC or lymphocyte counts were noted
between any groups prior to virus inoculation (data not shown). By 108 hpi all placebo-
treated animals were dead; while FM-treated animals had 40% survival at 108 hpi (Figure
43). At 84 hpi sham-inoculated animals treated with FM (n=4) had an average WBC
count of 8188 £+ 2103 cells/uL, placebo-treated animals (n=3) had an average of 8175 +
2575 cells/ulL, FM-treated animals that subsequently survived beyond 108 hpi (n=4) had
4720 £ 802 cells/uL, while nonsurvivors (n=6) had a mean of 6285 +855 cells/uL (Figure
44). Lymphocyte counts in the same animals were 4065 = 2055 cells/uL in sham-
inoculated animals, 1408 & 271 cells/uL in placebo-treated animals, 2375 £ 963 cells/uL
in survivors, and 1292 + 434 cells/uL in nonsurvivors (t=2.952, p<0.05 vs. sham) (Figure
45).

Hamsters were inoculated intraperitoneally with an LDsy dose of WEEV and
monitored for disease outcome. Serum was collected at various times post-virus
inoculation and assayed for cytokine concentration. Animals with cytokine
concentrations below the limits of detection were considered to have a concentration at
the lower limits of the assay (10 U/mL). Virus inoculated animals had a 40% survival

rate, with all mortalities occurring by 108 hpi (Figure 46). Serum was collected at 20 and
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Figure 43: Survival of WEEV inoculated hamsters treated with
flunixin meglumine or placebo treatments.
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Figure 44: Circulating white blood cell counts at 84 hpi in whole
blood from hamsters inoculated with WEEV and treated with
flunixin meglumine or placebo treatment. Survivors=animals

persisting beyond 108 hpi.
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Figure 45: Circulating lymphocyte counts at 84 hpi in whole blood
from hamsters inoculated with WEEV and treated with flunixin
meglumine or placebo treatment. Survivors=animals persisting
beyond 108 hpi. *p<0.05 Nonsurvivors compared to sham-
inoculated animals.
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Figure 46: Survival of hamsters inoculated with WEEV. Serum
samples were collected to measure cytokine concentrations in
WEEV survivors and nonsurvivors.
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44 hpi and assayed for interferon concentrations (Figure 47). At 20 hpi sham-

inoculated animals (n=3) had no samples with interferon above the lower limits of
detection. Of the animals that survived virus infection (n=4) had detectable interferon at
20 hpi, with a serum interferon concentration of 20 = 20 U/mL, whereas 3 of the
nonsurviving animals (n=6) had detectable interferon with an average of 117 £ 163
U/mL. At 44 hpi the same groups of animals had <10 U/mL in sham-inoculated animals,
3 out of 4 survivors had detectable interferon with an average of 114 + 147 U/mL, and 3
of 6 nonsurvivors had detectable interferon with an average of 182 + 204 U/mL. No
statistically significant differences were detected between survivors and nonsurvivors at
either time point. Serum TNF-alpha concentrations were also measured in the same
animals at 44 hpi (Figure 48). Serum concentrations of TNF-alpha in sham- inoculated
animals were < 10 U/mL. Surviving animals had an average of 32 + 44 U/mL, and non-
surviving animals had an average concentration of 270 £ 199 U/mL (t=2.311, p<0.05 vs.
survivors). Virus titer assays were also conducted on the serum samples collected at 44
hpi. No virus was detected from sham-inoculated animals. At 44 hpi surviving animals
had an average virus titer of 1.6 = 0.1 log;o CCIDso/mL of serum, and only 1 of the 4
animals had a serum virus concentration above the limit of detection (Figure 49).
Meanwhile, virus was detected in the serum of all non-surviving animals, with a mean
serum virus concentration of 5.4 £ 1.2 log;o CCIDso/mL, which was significantly higher
than that seen in surviving animals (t=6.217, p<0.001).

Finally, body temperature was also measured in animals every 12 h during the
course of the disease, and correlated with disease outcomes. Similar to that described

previously, rectal body temperatures were seen to increase in virus-inoculated animals,
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Figure 48: Concentration of TNF-alpha in serum at 44 hpi from
sham-inoculated hamsters or hamsters that either survived or
succumbed to WEEV infection. *p<0.05 Nonsurvivors compared
to survivors.
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Figure 49: Serum virus titers at 44 hpi from sham-inoculated
hamsters or hamsters that either survived or succumbed to
WEEYV infection. ***p<0.001 Nonsurvivors compared to
Survivors.
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and particularly in nonsurvivors, beginning approximately 60 hpi, peaking at 72 hpi,

and then rapidly declining before death. At 72 hpi the mean rectal temperature of sham-
inoculated animals was 37.9 °C £ 0.4 °C compared to an average temperature of 37.9 °C
+ 0.2 °C in survivors. Nonsurviving animals had an average rectal body temperature of
39.9 °C + 0.3 °C, which was statistically significantly higher than either sham-inoculated
animals (t=7.051, p<0.001) or WEEV survivors (t=7.428, p<0.001)(Figure 50).
In vitro Effects of WEEV on Hamster
Macrophages and Splenocytes

Previous in vivo experiments indicated a potential role for inflammatory cytokines
in the pathogenesis of WEEV in hamsters. Therefore, experiments were conducted to
examine the ability of WEEV to induce production of TNF-alpha in macrophages in
vitro, and to evaluate the ability of previously used anti-inflammatory agents to mitigate
the TNF-alpha response in macrophages. Hamster peritoneal macrophages were
inoculated with various multiplicities of infections (MOIs) of WEEV. After incubation
supernatant was collected and assayed for TNF-alpha concentrations. In an initial
experiment supernatant was collected at 18 hpi. Macrophage release of TNF-alpha in
response to virus appeared to occur in a dose-responsive manner (Figure 51). When
compared with cells in control wells that were not exposed to virus macrophages
inoculated with a MOI of 5 expressed an average of a 63.5 £ 3.7-fold increase, those
exposed to an MOI of 0.5 had an average of a 9.0 £+ 1.0-fold increase, and those exposed
to an MOI of 0.05 had a 1.3 £ 0.1-fold increase in TNF-alpha expression. Macrophages
exposed to lower MOIs did not have detectable TNF-alpha in excess of that seen in

control cells.
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Figure 51: TNF-alpha production by peritoneal macrophages after
18 h of exposure to various multiplicities of infection of WEEV.
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To determine the time post-virus exposure when the highest expression of

TNF-alpha could be measured macrophages were inoculated with WEEV at MOlIs of
0.05, 0.5, and 5, and supernatants were collected at 12, 18, 24, and 36 hpi, and assayed
for TNF-alpha concentrations. Macrophages continued to show an apparent virus dose
response in regards to the concentration TNF-alpha measured (Figure 52). The time
point of 18 hpi produced the highest concentrations of TNF-alpha. Those macrophages
inoculated with an MOI of 5 had an average of 99.9 + 17.3-fold increase over non-virus
inoculated control macrophages. In comparison supernatants from other macrophages
inoculated with an MOI of 5 and collected at 12, 24 and 36 hpi had average fold increases
with an MOI of 5 had an average of 99.9 & 17.3-fold increase over non-virus inoculated
control macrophages. In comparison supernatants from other macrophages with an MOI
of 5 had an average of 99.9 + 17.3-fold increase over non-virus inoculated control
macrophages. In comparison supernatants from other macrophages inoculated with an
MOI of 5 and collected at 12, 24 and 36 hpi had average fold increases of 35.1 + 10.3,
13.4 £ 2.0, and 74.6 £ 17.4, respectively. All subsequent experiments with peritoneal
macrophages used a collection time of 18 hpi when assaying for TNF-alpha and for
assaying for cell viability. Peritoneal macrophages were seeded into 96-well plates, and
either inoculated with WEEV at an MOI of 3, or sham-inoculated with nonvirus cell
lysate at a similar dilution. Macrophage containing wells, both virus and sham
inoculated, were simultaneously treated with various concentrations of the test
compounds dexamethasone and flunixin meglumine, or were left untreated. At 18 hpi
cell culture supernatant was collected and assayed for concentrations of TNF-alpha.

Virus control wells that received no addition of test compound had an average of a
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Figure 52: TNF-alpha production by peritoneal macrophages
inoculated with various multiplicities of infection of WEEV at
multiple times post-virus exposure.
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42.9 £ 25.8-fold increase in TNF-alpha concentrations compared to untreated cell

control wells (Figure 53). Virus exposed macrophages treated with dexamethasone at
concentrations of 1000 uM, 320 uM, 100 uM, and 32 uM had fold-increases in TNF-
alpha concentrations of 3.5+ 2.8, 13.8 £ 11.4, 17.6 = 14.8, and 12.9 + 10.0, respectively.
Of the dexamethasone concentrations tested only those virus exposed macrophages
treated with 1000 uM of dexamethasone displayed statistically significantly lower
concentrations of TNF-alpha than virus controls (t=5.718, p<0.01). In comparison, wells
similarly treated with flunixin meglumine at concentrations of 1000 uM, 320 uM, 100
uM, and 32 uM had fold increases of TNF-alpha of 1.7+ 1.2, 13.5+11.5,17.1 £17.8,
and 20.7 £ 23.5, respectively, when compared to control wells. Similar to the results
measured with dexamethasone, only treatment with a concentration of 1000 uM of
flunixin meglumine significantly reduced TNF-alpha concentrations (t=5.988, p<0.01).
There were no significant differences in the increase of TNF-alpha between
dexamethasone and flunixin meglumine-treated cells receiving similar micromolar
concentrations. Treatment of macrophages with either dexamethasone or flunixin
meglumine in the absence of virus did not produce detectable concentrations of TNF-
alpha (data not shown).

Macrophage cell viability was also measured at 18 hpi. Virus control wells had
an average cell viability of 60.9 + 12.7%, when compared to cell control wells. Wells
treated with dexamethasone at concentrations of 1000 uM, 320 uM, 100 uM, and 32 uM
had mean cell viability values of 55.9 = 13.9, 72.2 + 12.8%, 67.2 + 13.8%, and 67.8 +
15.6%, respectively, none of which were significantly different than the virus controls.

However, dexamethasone treated toxicity wells had an average decrease in cell



604
(¢B]
(72]
S
S _
e o B3 Dexamethasone
— & 40- .. )
T 5 Flunixin meglumine
o 0O
L =
CEG ©
5©
© <
LL
Z
I—

Figure 53: TNF-alpha production by peritoneal macrophages
inoculated with WEEV at a MOI of 3 and treated with anti-
inflammatory compounds. **p<0.01 compared to virus control
macrophages.
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viability of 28.3 4+ 7.3% compared to cell controls. Therefore, when the cell viability

in wells treated with both virus and dexamethasone was corrected for toxicity, wells
treated with 1000 uM of dexamethasone had average cell viability of 83.3 + 7.3%, which
was statistically significantly higher than virus inoculated wells (t=4.186, p<0.01) (Figure
54). Cells treated with flunixin meglumine showed minimal toxicity at all concentrations
tested, and no correction of cell viability was necessary. Virus-inoculated wells treated
with flunixin meglumine at concentrations of 1000 uM, 320 uM, 100 uM, and 32 uM
had mean cell viability values of 94.5 + 6.2%, 78.9 = 13.5%, 69.5 + 10.9%, and 73.8 +
12.3%, respectively. Flunixin meglumine significantly improved cell viability in virus-
inoculated macrophages at concentrations of 1000 uM (t=6.280, p<0.001) and 320 uM
(t=3.366, p<0.05), when compared to virus controls. Cell viability in flunixin
meglumine-treated wells was not significantly different than that measured in
dexamethasone-treated wells of similar micromolar concentrations after cell viability was
corrected for toxicity.

Previous in vivo experiments indicated a relationship between WEEV infection in
hamsters and the spleen and other lymphoid tissues. Therefore, experiments were
conducted to examine the ability of WEEV to alter cell viability of primarily lymphoid
cells derived from the spleen. Additional experiments were conducted to determine if
WEEYV induced cytokines from peritoneal macrophages could further modulate the effect
of WEEV on splenocytes. To that end, splenocytes were exposed to various MOIs of
WEEYV and later tested for cell viability. WEEV was able to reduce cell viability in
primary hamster splenocytes in an apparent dose-responsive manner (Figure 55), wherein

it was observed that cells inoculated with WEEV at MOI rates of 1.0, 0.1, and 0.01
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Figure 54: Cell viability of peritoneal macrophages following inoculation with
WEEYV at an MOI of 3, and treatment with anti-inflammatory compounds. Cell
viability corrected for drug toxicity measured in nonvirus, compound-treated
macrophages. *p<0.05, **p<0.01, ***p<0.001 compared to virus control
macrophages.
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had cell viability rates of 29.8 + 3.1%, 66.0 & 3.9%, and 83.5 + 3.9%, respectively,

when compared to non-infected cell controls. Assays to measure the TNF-alpha in the
supernatant from WEEV-inoculated splenocytes were conducted similar to those used
following exposure of macrophages to virus. However, no TNF-alpha could be detected
via the cell-based assay used.

When a comparison was made between the ability of the CA and Kern strains of
WEEYV to affect splenocytes directly it was found that the CA strain of WEEV reduced
splenocyte viability significantly more so than the Kern strain (Figure 56). Kern strain
inoculated onto primary hamster splenocytes at MOIs of 0.1 and 0.01 produced cell
viability of 87.0 + 6.7% and 96.0 + 2.1%, respectively. These in turn were significantly
higher than the 66.0 + 3.9% (t=6.584, p<0.001), and 83.5 + 3.9% (t=3.912, p<0.05) cell
viability previously described in splenocytes inoculated with similar amounts of virus
using the CA strain.

In a similar manner to that used in macrophages, the compounds flunixin
meglumine and dexamethasone were evaluated for their ability to modulate the effects of
WEEYV on splenocytes (Figure 57). There was no apparent effect in cells treated with the
compounds. The presence of substantial cytotoxicity associated with each compound
used limited the ability to test for drug effect.

Splenocytes were exposed to a culture supernatant that had been treated in 1 of 3
ways for 18 h: peritoneal macrophages incubated in the absence of any known stimulus,
peritoneal macrophages incubated in the presence of WEEV at an MOI of 1, or culture
media incubated in a similar manner lacking macrophages but containing equivalent

amounts of virus. Samples of supernatants were assayed for infectious virus titers
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Figure 55: Cell viability of hamster splenocytes 3 d after inoculation
with various multiplicities of infection of WEEV.
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Figure 56: Comparison of the ability of two different strains of WEEV to induce
decreased cell viability in hamster lymphocytes in vitro after 3 d of incubation.
*p<0.05, ***p<0.001 Kern strain compared to California strain of WEEV.
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prior to exposure of splenocytes. No significant differences in virus titer were

detected between treatment types whether virus was incubated in the presence or absence
of macrophages. No virus was detected in supernatant from macrophages incubated in
the absence of virus. An additional amount of virus stock, approximately 1 log in excess
of that detected in culture supernatants, was added to each splenocyte culture exposed to
culture supernatant, resulting in a MOI of approximately 1.0. This was done to ensure
that even minor or undetectable differences in virus titers of cell culture supernatant did
not significantly affect the response of splenocytes.

Splenocytes inoculated with virus only and no culture supernatant had a cell
viability rate compared to cell controls of 45.5 + 9.1% (Figure 58). The addition of
macrophage supernatant-lacking virus stimulation resulted in a cell viability rate of 54.6
+ 8.1%, while the addition of supernatant containing WEEV incubated in the absence of
macrophages produced cell viability of 45.6 + 8.49%. When culture supernatant from
macrophages exposed to WEEV was added to the splenocyte culture, it resulted in a cell
viability rate of 26.2 + 3.9%, which was significantly lower than in the virus control
(t=5.961, p<0.001), non-stimulated macrophages, (t=8.715, p<0.001) or WEEV
incubated in the absence of macrophages (t=5.961, p<0.001). No other
combination of WEEV and/or macrophages produced significant differences in
splenocyte viability.

In subsequent tests, splenocytes were similarly exposed to supernatant from
macrophage cultures. In this instance, supernatant came from macrophages exposed to
WEEV, or WEEYV incubated in the absence of macrophages as previously described.

Additional supernatants came from similarly prepared culture conditions with the
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Figure 58: Effects of stimulated macrophage supernatant on the
viability of hamster splenocytes exposed to WEEV. Mac no
stim=Supernatant from nonstimulated macrophages; WEEV no
Mac=Culture media containing WEEYV incubated in the absence of
macrophages; WEEV & Mac=Culture supernatant from
macrophages stimulated with WEEV. ***p<(0.001 compared to
splenocytes exposed to supernatant from WEEV-stimulated
macrophages.
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addition of flunixin meglumine or dexamethasone added at concentrations of 1000

and 320 uM, respectively, added prior to the incubation of virus in the presence or
absence of macrophages (Figure 59). The exposure of virus to either flunixin meglumine
or dexamethasone did not significantly alter detectable virus titers (data not shown).
Treatment of splenocytes with virus only resulted in cell viability of 52.4 + 3.9%, while
the addition of supernatant containing WEEYV incubated in the absence of macrophages
resulted in cell viability of 46.9 + 6.1%. The use of supernatant from macrophages
exposed to WEEV resulted in cell viability of 29.1 + 1.4%, which was statistically
significantly lower than in either virus controls (t=15.29, p<0.001) or virus incubated
without macrophages (t=12.22, p<0.001), confirming the earlier noted effects of
supernatant from WEEV-stimulated macrophages. The addition of dexamethasone to
macrophage cultures exposed to WEEV resulted in splenocyte viability of 23.8 + 1.4%
compared to the 25.1 + 3.3% viability of splenocytes exposed to culture media containing
virus and dexamethasone without macrophages. Cells exposed to culture supernatant
containing virus and flunixin meglumine in the absence and presence of macrophages had
cell viability rates of 10.3 + 1.6% and 10.5 + 1.6%, respectively. There was no detectable
benefit to splenocyte viability associated with treating macrophages with anti-
inflammatory agents prior to collection of supernatant for use in splenocytes. However,
the apparent cytotoxicity associated with residual drug in the supernatant treated with
dexamethasone or flunixin meglumine limit effective analysis of the drug’s effects on the
agents produced by macrophages which in turn, enhance splenocyte destruction in

culture.
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Figure 59: Cell viability of splenocytes cultured in the presence of
supernatant from macrophages stimulated with WEEV and treated
with anti-inflammatory compounds. ***p<0.001 Comparison
between use of supernatant from WEEV-stimulated macrophages or
WEEYV incubated without macrophages.

WEEV no Mac=WEEYV incubated in culture media without
macrophages

WEEV & Mac=Supernatant from WEEV-stimulated macrophages

Dex WEEV No Mac=WEEYV incubated in culture media with
Dexamethasone (320 pM) without macrophages

WEEV Mac Dex=Supernatant from macrophages stimulated with
WEEV and treated with dexamethasone (320 uM)

FM WEEV No Mac=WEEYV incubated in culture media with
flunixin meglumine (1000 uM) without macrophages

WEEV Mac FM=Supernatant from macrophages stimulated with
WEEYV and treated with flunixn meglumine (1000 pM).
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DISCUSSION

Arboviral infections are a worldwide threat to both human and animal health.
Disease caused by arboviruses varies widely depending upon the virus, the host species,
and a multitude of virus-host interactions. This is true even for viruses primarily
considered to be encephalitides. Having a proper understanding of viral
pathophysiological mechanisms is vital to the goals of proper diagnosis and treatment of
arboviral disease.
Viral Encephalitis Disrupts the Function
of the Blood-Brain Barrier

It was initially hypothesized that the permeability of the blood-brain barrier of
mice to the small molecular weight marker sodium fluorescein would increase during the
course of disease following inoculation with a viral encephalitide. This hypothesis was
confirmed by measuring up to 4-fold increases in BBB permeability in virus-inoculated
animals when compared to sham inoculated animals. An additional hypothesis was that
BBB permeability would correlate with disease outcome following treatment with the
interferon inducer Ampligen™, an antiviral agent previously shown to be effective
against the viruses tested. This hypothesis was confirmed by measurement of
significantly decreased permeability of the BBB and significantly improved weight
change and survival of mice that received treatment with the immunomodulatory agent
Ampligen™ prior to virus exposure.

Treatment of viral encephalitis presents a clinical challenge, with few effective

therapies. Improved understanding of the role of the BBB in both health and disease is
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vital to understanding the challenges associated with treating viral encephalitis, and

will also aid in developing new strategies for treatment of viral encephalitis. The results
presented here highlight several aspects of the role of the BBB in viral encephalitis
including the following: that increases in permeability of the BBB is a pathophysiologic
event common to many forms of viral encephalitis, such as arboviruses, that the degree of
BBB permeability correlates directly with disease severity; and that increased
permeability of the BBB may play an important role in the pathophysiology of viral
encephalitis. Showing the ability of two disparate viral species to produce similar
changes in the permeability of the BBB to NaFI reinforces the probability that breakdown
of the BBB is a pathophysiological event common to many forms of viral encephalitis.
This suggests that similar changes may occur in humans infected with encephalitic
viruses from the Flavivirus or Togavirus families of viruses, such as West Nile or
Venezuelan equine encephalitis viruses.

In addition to quantifying the degree of increased BBB permeability, the data
show a positive correlation between increased degrees of BBB permeability and
increased disease severity. This was shown in studies in which Ampligen™ treatment
significantly decreased the degree of BBB permeability while simultaneously decreasing
mortality and weight loss associated with virus inoculations. Ampligen™ has been
proven to be effective against many viruses in a wide range of animal
models, ' 10810%185:214 Apyplicen™ is a double-stranded RNA molecule, and its antiviral
activity is recognized to be due to its ability to induce the expression of alpha/beta
interferons via stimulation of the toll-like receptor 3 which responds to the presence of

double-stranded RNA."® The exact means by which Ampligen™ treatment of virus-
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inoculated animals resulted in a lessening of the degree of BBB permeability is not

known, although it is likely that the decreased BBB permeability measured in virus-
inoculated animals associated with Ampligen™ treatment is due to the systemic antiviral
effects of the drug, and not due to any direct effect of either Ampligen™ or interferon on
the BBB itself. Reducing systemic as well as nervous tissue titers of virus would most
likely result in a blunting of the inflammatory response, which in turn would minimize
associated pathological changes throughout the animal. This view is supported by the
result that administration of Ampligen™ 24 h after virus challenge did not improve
outcome, regardless of the absence of detectable virus in central nervous system tissues
or detectable changes in BBB permeability at the time of Ampligen™ administration.

It should also be noted that BBB permeability in virus inoculated mice began
increasing only after virus was detectable in the brain (Tablel, Figure 1, and Figure 2).
This is particularly true in the case SFV inoculated mice wherein relatively high virus
titers could be measured in brain tissue as soon as 2 dpi, but increases in BBB
permeability were not apparent until at least 5 dpi. Therefore, these results do not
suggest that increases in the BBB permeability, as measured by NaF]l, lead to virus
invasion of the central nervous system. Indeed, it is most likely an opposite effect,
wherein virus infection of the CNS and subsequent immune and inflammatory reactions
within the CNS promote the increased BBB permeability observed here.

The correlation between high degrees of BBB permeability and poor disease
outcomes appears to be clear. The data suggest that measuring BBB permeability
provides a CNS-specific and quantifiable marker of disease in animal models of viral

encephalitis. Identification of appropriate disease markers is necessary to better
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characterize viral encephalitis in animal models, and is vital for evaluating the

efficacy of antiviral compounds and therapies. A variety of assays for assessing the
condition of animals inoculated with encephalitic viruses have been used. But, with the
exception of histopathology, sensitive markers of disease that are specific for
involvement of the CNS have been difficult to identify in animal models of viral
encephalitis. Common human symptoms of CNS infection with an encephalitic virus
include headache, nuchal rigidity, and altered mental status.®>'*® TItis difficult, if not
impossible, to evaluate and characterize similar disease syndromes in laboratory animals.
Virus titers in the target tissue are a common measurement tool in virological studies.
However, as seen here with SFV-inoculated animals (Table 2), a high viral load in the
CNS does not always correlate to a poor disease outcome for experimental animals.
Standard serum biochemical analyses are unable to detect abnormalities in the CNS.
Changes in body weight can be easily measured and, as seen here, weight loss may
correlate with the progression of disease while amelioration of weight loss can indicate
efficacy of an antiviral agent. However, weight change is a nonspecific marker of
general health which can be affected by environmental conditions, reproductive status,
and administration of drugs or experimental therapeutic compounds, and does not provide
any information specific to the CNS. Measurement of CNS function via neurological
exams and evaluation of motor functions have been previously used in animal models of

. s 1
viral encephalitis.'”

While these techniques can provide valuable information, they are
subjective and their value may depend upon the skill of the observer. Histopathological

evaluation of CNS tissues is an ideal technique, for animal model development, for

disease characterization and drug efficacy studies. However, this requires the services or
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training of an experienced pathologist, and its use may be limited by availability of

pathological services or cost concerns. Similarly, specialized imaging techniques such as
computerized tomography or magnetic resonance imaging may be useful for examining
changes in the CNS of infected animals, but they are not widely available because of
cost, and biocontainment concerns.

As with all assays, the measurement of BBB permeability to NaFl or a similar-
sized marker has certain limitations, and hence should not be considered as a replacement
for other established assays. However, it did provide a quantifiable means for evaluating
the function of the BBB. We observed that BBB permeability gradually increased over
the course of the disease and appeared to peak shortly before the majority of animals
began to die from virus infection. Degree of permeability in virus-inoculated animals at
the apparent peak of disease severity was up to 4-fold higher than the consistently low
BBB permeability measured in sham-inoculated animals.

Permeability measurements in virus-inoculated animals appeared to be a sensitive
indicator of the antiviral efficacy of Ampligen™. Mice treated with Ampligen™ 24 h
after inoculation with Banzi virus had no improvements in survival (Table 2), but had
reduced post-virus weight loss that was highly significantly different, and presumably
better, than placebo-treated animals (Figure 3). Meanwhile, no statistically significant
difference was detected between the BBB permeability measurements of the same
Ampligen™-treated animals and placebo-treated animals. (Figure 5). Similarly, in the
case of mice inoculated with Semliki Forest virus animals receiving Ampligen™ 4-6 h
before virus had highly significantly improved survival compared to placebo-treated

animals, but also had brain virus titers nearly identical to those detected in placebo-
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treated animals (Table 2). However, when BBB permeability was measured in the

same group of SFV-inoculated mice, Ampligen™-treated animals had significantly lower
permeability than measured in placebo-treated animals. In both animal models the BBB
permeability assay showed some benefits over currently available assays by identifying a
false positive result of ameliorated weight loss in the BaV model and a false negative
result of high brain viral titers in the SFV model. The use of a BBB permeability assay in
no way replaces the use of established assay techniques. Indeed, the results described
here highlight the importance of using multiple assay methods to fully characterize
animal models of viral disease and antiviral effects of potential therapeutics

One of the functions of the BBB is to limit entry of foreign molecules into the
CNS. It does so by severely limiting the penetration of hydrophilic or charged molecules
that lack a specific transport system, such as that for glucose. The result of this barrier
function is generally poor distribution to CNS tissue of most pharmacological
compounds, including the majority of currently available antiviral agents. It has been
suggested that investigating means to increase permeability of the BBB to enhance entry
of antiviral agents into the CNS may provide a therapeutic strategy for the treatment of
viral encephalitis. Such a strategy has proven effective in an animal model of herpes
virus infections in the brain in which Acyclovir treatment was administered in
conjunction with the use of a synthetic bradykinin analog used to temporarily
permeabilize the BBB.*® The exact relationship between increased BBB permeability in
viral encephalitis and disease outcomes is unknown. However, the results presented here
showing a correlation between increased BBB permeability and increased disease

severity strongly suggest that any technique intended to increase BBB permeability
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would be contraindicated in animal models of either BaV or SFV infection, or in

humans infected with related members of the Flavivirus or Togavirus families of viruses.
Such a conclusion is consistent with other published reports evaluating the connection

between BBB permeability and viral ence:phalitis.23’151

A possible explanation for the
correlation of BBB break-down, as well as a reason for avoiding any technique that
would increase BBB permeability in clinical cases of viral encephalitis may be that, as
previously stated, the increases in BBB permeability associated with viral encephalitis are
due to inflammation in the CNS. Breakdown of the BBB eliminates the
immunoprivileged status of the CNS, allowing entry of signaling molecules that act as
mediators of both inflammation and cell death, as well as the entry of inflammatory cells.
The subsequent CNS damage from the entry of such inflammatory mediators and cells
may be more severe than that induced by the virus alone. Further study will be necessary
to fully understand the relationship between the increased permeability of the BBB and
disease severity in viral encephalitis.
WEEYV Infection in Syrian
Golden Hamsters

The changes in BBB permeability noted in mice inoculated with viral
encephalitides encouraged a similar approach in hamsters inoculated with WEEV.
Hamsters are highly susceptible to death due to WEEV infection when inoculated
intraperitoneally with WEEV.'?" It was presumed that the animals were dying due to
viral encephalitis. The ability to collect cerebrospinal fluid in a minimally invasive, non-
terminal manner provided the potential to measure BBB permeability to NaFl1 by

measuring NaF1 concentrations in CSF rather than in brain tissue. This provided a means
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to use BBB permeability in a longitudinal fashion not practical in mouse models of

viral encephalitis, and provided the ability to assess increased BBB permeability as an
antemortem marker of disease outcome. It was hypothesized that BBB permeability in
hamsters inoculated with WEEV, as measured using the CSF, would increase as virus
disease severity progressed, in a manner similar to that observed in mice inoculated with
viral encephalitides. This hypothesis proved to be false. Although there was a moderate
increase in the ratio of fluorescence measured in CSF vs. serum noted in virus inoculated
animals when compared to sham inoculated animals (Figure 7) there was no correlation
between the degree of fluorescence measured in CSF and disease outcome (Figure 8).
Furthermore, the ratios of fluorescence measured in the CSF WEEYV of hamsters were
minor compared to those seen previously in mice inoculated with either Banzi or Semliki
Forest viruses.'

The lack of apparent changes in the BBB preceding death in WEEV-infected
hamsters led to an investigation of the cause of death in WEEV-inoculated hamsters. A
review of previously published reports regarding the disease processes of Venezuelan
equine encephalitis virus infections in Syrian golden hamsters indicates the presence of
severe lymphocytic necrosis induced by viral infection followed by systemic septicemia
and rapid death, all with the absence of central nervous system pathology.”'** Therefore,
it was hypothesized that a similar disease state was occurring in hamsters inoculated with
WEEYV via the i.p. route. Specifically, it was hypothesized that WEEV-inoculated
hamsters develop a systemic lymphonecrotic disease in the absence of lesions within the
central nervous system. A secondary hypothesis was that systemic lymphonecrosis was

followed by a secondary septicemia due to bacterial translocation from the
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gastrointestinal tract, and that hamsters then rapidly die from septic shock in a

syndrome similar to that described as systemic inflammatory response syndrome and the
subsequent multiple organ dysfunction syndrome (SIRS-MODS). To test these
hypotheses, and to more fully characterize WEEV infection in Syrian golden hamsters,
experiments were conducted to assay multiple components of disease progression,
including virus titers, histopathology, cytokine response, serum biochemistry analysis,
clinical hematology, and bacteriology, over the time course of virus infection. An
additional experiment was conducted to evaluate the response of animals to virus injected
directly into the brain.

The hypothesis that WEEV inoculation into hamsters causes systemic
lymphonecrosis in the absence of observable central nervous system pathology was
proven correct. The virus titers in serum and tissues followed closely those previously
reported for WEEV infection in hamsters (Table 4),'* although the shorter sampling
interval in the current study may allow for a more precise description of viral kinetics
and the identification of the time of peak viral titers. Histopathological lesions were
consistently seen in the spleen, occurring at or after 72 hpi in virus inoculated-animals
(Figure 19). Splenic lesions occurred approximately 36-48 h after peak spleen virus
titers, with an average peak of 4.8 log;o CCIDsy/g of tissue. Other lesions noted in
animals that died late during the systemic portion of the disease (between 72 and 108
hpi), including pathological changes in the liver and adrenal glands, were considered
incidental as they are commonly seen associated with hypoxia occurring during the end
terminal stages of many disease processes. Also of particular note is the absence of

detectable histopathological changes to the central nervous system at the time of death in
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animals dying from the systemic phase of disease. The lymphonecrotic lesions seen

in the spleen are consistent with those reported for hamsters and guinea pigs
experimentally infected with VEEV'**!!! and are consistent with lesions seen in animal
models of septic shock.'” Furthermore, the splenic necrosis seen in hamsters infected
with WEEV was consistent with lesions seen in naturally occurring human cases of
VEEV.%

Concentrations of TNF-alpha and interferon were measured in the serum and
tissues of WEEV-inoculated hamsters over time. Serum interferon concentrations were
initially undetectable before rapidly peaking at 36 hpi, after which serum interferon
quickly returned to concentrations below the limits of detection (Figure 12).
Interestingly, peak serum interferon concentration coincided temporally with peak serum
and spleen virus titers indicating that the presence of virus in serum or other tissues is
probably inducing the expression of interferon. Serum TNF-alpha concentrations were
also low or undetectable during the earliest stages of virus infection. However, a
noticeable rise in serum TNF-alpha was noted at 48 hpi, before serum concentrations
peaked at 60 hpi and then subsided (Figure 13). The exact trigger of the increased serum
TNF-alpha is uncertain as the peripheral virus titers were waning at the time that TNF-
alpha concentrations were increasing. However, the increased concentrations of TNF-
alpha overlap the time frame of lymphopenia (Figure 11), and the peak TNF-alpha
concentration at 60 hpi coincides with the peak febrile response measured in WEEV-
inoculated hamsters (Figure 10). This suggests that TNF-alpha is possibly contributing to
both of these observed events in a manner similar to that which has been described for

TNF-alpha with other clinical disease states.””>*® In contrast to the serum from WEEV-
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infected animals, and somewhat surprisingly, detectable amounts of either interferon

or TNF-alpha in virus-infected tissues were only sporadic, with no apparent pattern to
their expression. The significance of the lack of consistently detectable cytokines in the
tissues assayed is uncertain.

It was hypothesized that WEEYV infection provided an endogenous environment
that allowed a secondary bacterial septicemia which may have been ultimately
responsible for the demise of WEEV-infected hamsters via an inflammatory syndrome
similar to SIRS-MODS in humans. This hypothesis was in due course shown to be false.
To test this hypothesis an attempt was made to isolate bacteria from virus inoculated
animals, and animals were treated animals with the antibiotics enrofloxacin and
florfenicol. Various bacterial species were successfully isolated form WEEV-inoculated
animals at stages late in the systemic disease phase. However, similar microbial species
were simultaneously isolated from sham-inoculated animals (Table 3). Additionally, the
species isolated are common environmental bacteria, such as Staphylococcal or
Streptococcal species, or bacteria commonly considered to be commensal organisms in
hamsters, such as the Corynebacterial species. This led to the conclusion that all bacteria
isolated were possibly contaminants, in spite of efforts to collect samples under aseptic
conditions. Further evidence suggesting that bacteria isolated from WEEV-inoculated
hamsters were contaminants, and further disproving the hypothesis that secondary
septicemia contributed to the death of hamsters infected with WEEV came from studies
testing the ability of antibiotics to improve survival in virus-infected animals. When
hamsters were treated with enrofloxacin alone and without any anti-inflammatory agent,

animals did not show any improvement compared to placebo-treated animals (Figure 25).
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A lack of improvement with antibiotics is in direct contrast to earlier reported studies

of VEEV infection in hamsters wherein antibiotics blocked early death in virus-infected
animals. Enrofloxacin is a broad spectrum antibiotic with activity against what would be
considered the most common species of bacteria that would cause septicemia, such as
Escheria coli, and Staphylococcus spp. The inability of enrofloxacin to improve discase
outcome would most likely indicate bacteria outside its spectrum of activity, or a non-
bacterial cause of death. Enrofloxacin is poorly effective against anaerobic bacteria, and
the microbial isolation techniques employed did not attempt to isolate anaerobes.
Therefore, an experiment was conducted that included the antibiotic florfenicol, an agent
with recognized activity against most anaerobic bacteria. Use of florfenicol alone, or in
combination with enrofloxacin was again unable to improve the outcome for WEEV-
inoculated hamsters, in spite of the addition of anti-inflammatory treatment (Figure 26).
Florfenicol did cause some apparent toxicity in sham-inoculated animals (data not
shown). Hamsters have a well recognized sensitivity to the ability of various antibiotics
to disrupt normal intestinal flora. This may explain the toxicity noted with the use of
florfenicol. However, the toxicity did not manifest itself until several d after all virus
inoculated animals had died, and it cannot account for the death in those virus infected
hamsters.

In a further attempt to identify a SIRS-MODS like clinical syndrome, and to
better characterize WEEV infection in hamsters serum from WEEV-inoculated animals
was assayed for common clinical biochemistry values and monitored over the course of
disease. Surprisingly, few alterations were seen in the serum biochemistry values of

virus-inoculated animals compared to sham-inoculated animals (Table 5). The only



168
serum parameter to be altered sufficiently to note was alanine aminotransferase

(ALT), which was elevated approximately 4-fold compared to sham-inoculated animals
at 12 hpi, immediately post-virus inoculation. ALT was again elevated in the late
systemic phase of the disease at 72 and 84 hpi to approximately 4 times that noted in
sham inoculated animals. While it is worth noting such an increase, the biological
significance of a relatively minor increase is questionable. Increased ALT levels may be
associated with the suspected hypoxic damage to livers noted in livers in end-terminal
diseased animals. The quantities of serum glucose, potassium and phosphorus were also
noted to be elevated in virus inoculated hamsters compared to sham inoculated animals.
The reason for the increases noted is unclear. Possible explanations for increased serum
glucose include the choice of anesthetics, a combination of ketamine and xylazine, which
are known to increase serum glucose. Release of endogenous cortisol in response to
stress, whether to the virus infection or to handling of animals, can induce a transient
hyperglycemia. Increased serum potassium can be seen in cases of anuric or oliguric
renal failure, or with massive tissue necrosis. Both possibilities may occur in hamsters
which die due to system WEEYV infection, but it would be expected that such changes
would be noted only during the latter portions of the systemic disease, which was not the
case observed here. Hyperphosphatemia may also be noted in renal failure, or may be
increased, along with other electrolytes, in dehydrated animals. The lack of any apparent
temporal pattern (i.e. levels increasing or decreasing over time) associated with the
quantities of serum glucose, potassium, and phosphorus indicate that the differences
observed between virus inoculated animals and sham inoculated animals are probably not

associated with viral pathology. The most likely causes for the elevated concentrations
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for these 3 parameters are either hemolysis or prolonged contact of serum with RBC

after blood collection. RBCs contain high concentrations of glucose, potassium, and
phosphorous, which may be released into serum if a blood sample is not properly and
promptly processed after collection. Any future studies involving serum biochemistry in
WEEY inoculated hamsters must make every effort to appropriate collect and handle
blood samples to eliminate such potentially confounding results as noted here.

Perhaps what is more significant in the serum biochemistry is what is absent.
Specifically, it had been hypothesized that animals were dying due to bacterial septicemia
and a subsequent inflammatory syndrome similar to the SIRS-MODS complex noted in
humans with septicemia. Such a disease syndrome is characterized by severe dysfunction
of multiple organ systems and is in part diagnosed clinically via alterations in serum
biochemistry values.'”?® Increased values of BUN and creatinine would indicate kidney
dysfunction, or increased ALP, ALT, or bilirubin would indicate liver damage or
dysfunction. Except as previously noted, hamsters infected with WEEV displayed little
or no alteration to serum biochemistry values, even at the latter stages of disease
immediately preceding death. The absence of expected changes in serum biochemistry
that would indicate organ dysfunction further contradicts the hypothesis that a secondary
bacterial infection is contributing to death in WEEV-infected hamsters.

Hematological values were measured over time in WEEV-inoculated animals (Table 6).
The hematocrits of virus-infected animals were elevated to an average of 55.0% and
52.0% at 72 and 84 hpi, respectively, compared to a mean hematocrit of 49% in sham-
inoculated animals. The degree of increase should be considered moderate, and it is most

likely due to the dehydration associated with anorexia and malaise in febrile animals.
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Otherwise, the erythron of virus-infected animals was unremarkable. In contrast, the

leukogram and, in particular, the circulating lymphocyte count displayed marked changes
in WEEV-inoculated hamsters. At 48 hpi a temporary mild decrease in the total white
blood cell count was detected, coinciding with a more severe lymphopenia (Figure 11).
The circulating WBC count returned to approximately normal at all time points
afterwards. However, lymphocyte counts remained low in most animals measured until
84 hpi when lymphocyte numbers appeared to rise somewhat.

It has been observed in multiple experiments that a subset of WEEV-infected
hamsters would survive the early systemic phase of the disease without any obvious
negative side-effects. A very small subset of the surviving animals would then begin to
die between approximately 144 and 216 hpi (6-9 dpi) (Figures 23, 26, 28, and 33).
Among those animals dying at these later time points some would display disease signs
characteristic of nervous system damage, such as circling, tremors, and limb paralysis.
The observed phenomenon only occurred if animals were inoculated with a virus dose
that was sufficiently high to cause death in a majority of animals. Animals inoculated
with lower viral doses would survive infection without any apparent negative sequelae.
Interestingly, these events began to occur 48 h after peak viral titers were measured in
brain tissue, a time interval similar to that observed between peak viral titers in the spleen
at 36 hpi, and severe splenic necrosis beginning to occur at 72 hpi. This observation
regarding the time interval between viral invasion of an organ and manifestation of
pathological lesions may explain the absence of nervous system pathology at the time of
animal death at approximately 96 hpi in spite of very high viral titers in nervous tissue.

Simply put, the virus has not had adequate time in the CNS to cause visible pathologic
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damage. The observation that some hamsters would eventually develop CNS disease

following WEEV inoculation led to the hypothesis that WEEV retained its ability to
cause viral encephalitis in hamsters. This hypothesis was shown to be correct. To test
the hypothesis that WEEV can induce CNS disease, WEEV-infected hamsters that
survived the initial systemic disease but succumbed after 144 hpi were submitted for
necropsy and histopathological analysis. These animals often displayed resolving
necrotic lesions in the spleen. They also had lesions of encephalitis and meningitis in the
CNS (Figure 20). These lesions included extravasation of lymphocytic cells into the
perivascular space, lymphocytic infiltration of nervous tissue, and hemorrhage in the
brain. These histopathological lesions in the central nervous system are consistent with
those seen in other infections with related alphaviruses, such as VEEV infections in
humans® and horses;'”” WEEV infections in humans® and in monkeys;'** and EEEV
infections in humans® and horses.®* To confirm that the lesions observed in the CNS of
hamsters dying late in the disease process were due to WEEV, and to definitively show
the ability of WEEV to induce encephalitis in hamsters, animals were inoculated with
virus directly into the right cerebral hemisphere. Incidentally, the virus dose inoculated
into the brain was sufficiently low that it would have been unlikely to induce death if
inoculated via the peripheral route. Intracranially inoculated animals began to die within
36 hpi, and all but 1 virus inoculated-animal were dead by 72 hpi. These animals
displayed overt signs of central nervous system involvement including circling, paralysis,
apparent hyperesthesia and head tilt. Histopathological lesions in the CNS of hamsters
inoculated intracranially were similar to, albeit more severe than, those observed in

hamsters dying late in the disease following peripheral inoculation (Figure 21).
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Furthermore, hamsters inoculated intracranially did not show evidence of

pathological changes in nonneuronal tissues. It is worth noting that the interval between
virus introduction into the brain and the onset of morbidity and mortality is similar to the
time interval between peak virus titer in the brain and apparent encephalitis observed in
animals following peripheral virus inoculation. No sham-inoculated animals showed any
observable signs of disease during the same time period. Histological observations of the
brain of sham inoculated animals were lacking in any lesions of significance, except
minor traces associated with the introduction of a needle into nervous tissue. These
results lead to the conclusion that death in hamsters inoculated via the i.p. route is likely
not caused by bacteremia or a syndrome similar to SIRS-MODS. 1t is also concluded that
WEEYV retains its ability to cause lethal encephalitis in hamsters whether inoculated
peripherally or directly into the CNS. It is further concluded that the primary cause of
death in WEEV-infected hamsters following peripheral inoculation is not encephalitis,
but rather sequelae associated with lymphocytic necrosis. The presence of virus in the
brain at the time of death means that viral damage to neurons can not be precluded as a
contributor to the death of WEEV-infected hamsters. It is recognized that as much as 12
h or more may pass between the time a cell ceases to function and dies, and the time
when histopathological changes may be observed via a light microscope. It is possible
that because of the vital role the CNS plays in sustaining life, that sufficient damage to
the CNS may occur such that an animal dies but no detectable lesions in the CNS are
present. However, the severe histopathological changes noted in the brains of hamsters
inoculated with WEEYV intracerebrally suggests that an animal dying from viral

encephalitis due to WEEV with an absence of histopathological lesions within the central
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nervous system is unlikely. Finally, it is concluded that severe lymphopenia is a

reliable antemortem marker of death, and the mechanisms associated with lymphopenia
may contribute to animal death. A corollary to these conclusions is the observation that
pathology and substantial cell death will occur approximately 48-72 h after the
establishment of a virus infection in susceptible tissues
Supportive Care and Dexamethasone
Immunosuppresion of WEEV-
Inoculated Hamsters

Data gained from experiments evaluating histopathological changes in hamsters
inoculated with WEEV showing lymphocytic necrosis (Figure 19) were consistent with

243 Results from

previously published reports of hamsters inoculated with VEEV.
previous studies involving VEEV in hamsters indicated that animals were dying due to
bacterial translocation from the intestines allowed by viral destruction of intestinal
lymphatic tissue. Therefore, it was hypothesized that WEEV-inoculated hamsters were
dying due to an endotoxemia/septicemia secondary to viral destruction of lymphatic
tissue in the gastrointestinal tract. Standard clinical therapy for individuals suffering
from endotoxemia is broad spectrum antibiotics in combination with anti-inflammatory
therapy and cardiovascular support in the form of fluids. Therefore, the initial
experiment testing this hypothesis centered on the administration of the antibiotic
enrofloxacin in combination with supportive fluids and anti-inflammatory treatment with
flunixin meglumine. Later experiments also used dexamethasone as an anti-

inflammatory. Interestingly, fluoroquinolone compounds, such as the antibiotic

. .. . 198 .
enrofloxacin, have been evaluated for the antiviral properties, — while, there are no
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published reports indicating that either flunixin meglumine or dexamethasone have

any direct antiviral properties. Flunixin meglumine is a widely used veterinary anti-
inflammatory agent whose primary mechanism of action is considered to be broad

inhibition of cyclooxygenase enzymes.”* FM has also been shown to inhibit nuclear
factor kappa-B,* a ubiquitous transcription factor involved in many components of

12,33,207

inflammation and the immune response to viruses. Dexamethasone is a steroid

hormone with wide ranging systemic effects in vivo, not the least of which is potent
inhibition of inflammation.'”***

Experimental results initially appeared to confirm the hypothesis that animals died
due to septicemia as animals receiving supportive care had a moderate but statistically
significant improvement in survival compared to placebo-treated animals (Figure 23).
However, this hypothesis was shown to be false, as results from subsequent studies
showed that the administration of antibiotics in the absence of anti-inflammatory
treatment provided no benefit to virus-infected animals (Figure 25). Furthermore, the
administration of FM in the absence of antibiotics provided nearly identical protection
compared to those receiving FM in combination with antibiotics (Figure 26). These
results lead to the conclusion that the beneficial effects observed were associated with
anti-inflammatory treatment. Treatment with FM was also able significantly modulate
the lymphocyte response to virus infection (Figure 45). FM can suppress production of
TNF-alpha,”'** an inflammatory cytokine reported to reduce numbers of circulating
lymphocytes. However, the observed effect of FM treatment improving circulating

lymphocyte numbers in WEEV-inoculated animals may be more suggestive of the

predictive value of lymphopenia as a marker for death than it is a description of a specific
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mechanism for FM in virus-infected animals. These data strongly suggest that the

anti-inflammatory capabilities of FM were the primary cause for its beneficial effects.
The corollary being that virus-induced inflammation is a contributing factor to the
morbidity and mortality observed in WEEV-infected hamsters. Additional support for an
inflammatory component was gained from the observation that administration of
dexamethasone to hamsters after virus inoculation was able to significantly improve
survival while also suppressing fever (Figures 30 and 32).

Experimental results showing improvement in WEEV-inoculated hamsters treated
with anti-inflammatory compounds suggested a role for the immune response and
inflammation in the pathogenesis of WEEV in hamsters. Therefore, it was hypothesized
that inflammation and the immune response were playing a significant role in the demise
of WEEV-infected hamsters and that suppression of the immune response would provide
improved outcomes for virus-inocualted hamsters. Therefore, an experiment was
conducted in which hamsters received an immunosuppressive dose of dexamethasone or
a placebo treatment for 5 d prior to inoculation with an approximate LDy dose of WEEV.
The febrile response to WEEV was suppressed in animals receiving dexamethasone when
compared to placebo-treated animals (Figure 17). Dexamethasone treatment also had
significantly higher serum virus titers at 60 hpi compared to placebo-treated animals
(Figure 18). Previous results indicate that there is little or no detectable virus in the
serum at the relatively late time period of 60 hpi in immunocompetent hamsters, which
was confirmed by the low average virus titer detected in placebo-treated animals. The
suppression of fever and significant alterations to virus kinetics in WEEV-inoculated

hamsters indicates that dexamethasone treatment is exerting effects on the immune
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system of hamsters. However, dexamethasone treatment did not significantly alter

disease outcome compared to placebo-treated animals (Figure 16).

While there appears to be clear evidence that inflammation plays a role in
hamsters infected with WEEYV, it should not be concluded that inflammation is the sole
nor even the primary cause of disease and death associated with WEEV infection in
hamsters. The inability of high doses of FM to provide additional benefit compared to
the previously used standard dose suggest that maximum inhibition of inflammation had
been achieved (Figure 28), and no further benefit would be observed through blocking
inflammation. The concept that inflammation is a secondary contributing factor rather
than the primary cause of WEEV-induced disease in hamsters is further supported by the
inability of dexamethasone administered in an immunosuppressive-manner pre-virus
inoculation to alter disease phenotype or outcome. This leads to the conclusions that
animals are not dying from a septicemia, or a SIRS/MODS like syndrome, but that direct
viral effects probably play the greatest role in WEEV-associated disease in Syrian golden
hamsters. An additional conclusion is that the inflammatory response to virus infections

enhances virus induced pathology.

The Effects of Virus Dose and Virus Strain

As a result of previously described studies examining the effects of supportive
care and dexamethasone immunosuppression on WEEV-inoculated animals it was
hypothesized that death in WEEV infected hamsters was primarily due to virus
destruction of target cells. A supporting hypothesis being that an increased virus

inoculum would result in increased quantities of virus in hamsters and subsequently result
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in a more severe disease process. A counter hypothesis was also considered.

Namely, that the pathological processes in WEEV-inoculated animals that succumb to
virus infection are essentially identical, and that virus dose is only important in
determining the rate of mortality within a group of hamsters. To test this hypothesis a
comparison of pathophysiological effects of different virus doses was done by
inoculating animals with either an LDs or a 10x LDy dose of WEEV, and then
observing animals for morbidity and mortality. The degree of mortality for each group
was approximately as expected, with animals receiving the higher viral dose showing 0%
survival, while those receiving the lower dose had a significantly higher 20% survival
rate (Figure 14). Virus titration experiments in hamsters showed that animals which
succumb to the virus all die at approximately the same time regardless of virus dose.'*’
Such results appear to support the second hypothesis that pathophysiological processes
are similar in animals that die due to virus infection, regardless of virus dose. However,
it is worth noting that even when comparing only nonsurvivors from each group the viral
disease phenotype was significantly different depending upon the virus dose.
Nonsurviving hamsters receiving the higher viral dose had significantly more severe
weight loss (Figure 15) and died significantly earlier in the disease than those receiving
the lower viral dose (Table 9). These results support the hypothesis that disease severity
is closely correlated with the amount of virus present, while contradicting the latter
hypothesis that virus dose does not matter. These results, in conjunction with results
form previously described experiments showing limitations on the ability of anti-

inflammatory or immunosuppressive therapy to modulate disease outcome, also support
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the hypothesis that death in WEEV-infected hamsters is due to direct virus killing of

target cells, and not secondary immune or inflammatory events.

The WEEV disease phenotype of rapid death associated with a systemic virus
infection is notably different than that observed in other animal models inoculated with
encephalitic viruses. Therefore, it was hypothesized that the disease phenotype noted in
hamsters inoculated with the California strain of WEEV is unique to this virus strain and
animal model. The acquisition of a different strain of WEEV provided an excellent
opportunity to test this hypothesis and compare the effects of two different strains in the
same animal model. Such a comparison would allow for the identification of disease
characteristics unique to the animal and virus model being used. Hamsters were
inoculated with an LDs( dose of the CA strain and a CCIDs, equivalent dose of the Kern
strain of WEEV and monitored for outcome. Different characteristics of virus disease
were observed in animals inoculated with the two different strains. As expected,
hamsters inoculated with the CA strain appeared outwardly normal until approximately
60 hpi, at which time they exhibited fever and began showing signs of lethargy and
apparent malaise, followed rapidly by death between 84 and 96 hpi. In contrast Kern-
inoculated animals displayed no outward signs of disease until approximately 192-216
hpi (9-10 dpi), at which time animals underwent a wasting disease process with
progressive weight loss leading to death between 288 and 312 hpi (11-13 dpi). In
addition to these observed clinical differences statistically significant differences between
animals inoculated with the CA strain and the Kern strain were noted in circulating

lymphocytes (Figure 36), serum interferon concentration (Figure 38), and serum virus
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titers at 36 hpi (Figure 37), body temperature at 60 hpi (Figure 35), and overall

survival (Figures 34).

Conclusions from experiments comparing disease phenotype in hamsters
inoculated with two different strains of WEEV are that the rapid death previously
described in hamsters inoculated with the CA strain is a disease phenotype unique to this
virus stain and animal model. Each of the statistically significant differences noted
between CA- and Kern-inoculated hamsters, such as mortality, weight loss, lymphocyte
count, and body temperature, highlight the unique characteristics of disease associated
with the California strain of WEEV. Although spleen histopathology was not assayed,
the lack of lymphopenia in Kern inoculated animals may suggest that lymphonecrosis
does not occur in association with Kern strain infection; further enhancing the hypothesis
that the CA strain infection in hamsters causes a unique disease phenotype.
Identification of Potential Markers of
Outcome in Hamsters Inoculated
with WEEV

Identification of markers for disease outcomes in virus infected animals is an
important tool for developing animal models and designing experiments to test
therapeutic efficacy of new treatment strategies or compounds. Identification of markers
may also provide additional information about disease pathogenesis. In hamsters
inoculated with WEEV an apparent correlation between low lymphocyte counts and poor
clinical outcome was observed in animals at late stages in the systemic disease phase.
Due to this observation it was hypothesized that severe lymphopenia in hamsters infected

with WEEV is a marker for death. This hypothesis was proven to be correct. To test this
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hypothesis a series of experiments was conducted in which circulating lymphocyte

numbers were assayed and correlated with disease outcome. Repeated studies found that
animals that eventually succumbed to virus infection in the systemic phase had
significantly lower circulating lymphocyte counts than either sham-inoculated animals, or
animals that subsequently survived WEEV infection (Figures 40, 42, 45). Additional
confirmation of the correlation between decreased lymphocyte counts and death seen in
hamsters inoculated WEEV was noted in experiments comparing differences between
different strains of WEEV, wherein it was observed that the two CA strain survivors had
noticeably higher numbers of lymphocytes in circulating blood than did the nonsurvivors
(Figure 36).

In general, lymphopenia occurring in such a short time frame as that seen in
WEEV-inoculated hamsters can occur either due to lymphocyte destruction or
redistribution and sequestration of lymphocytes out of blood circulation. The current
study shows that WEEV infection in hamsters can stimulate production of both TNF-
alpha and interferons, both of which can induce sequestration of lymphocytes.'>*** This
study also shows that WEEV can directly induce lymphocyte cell death in vitro, which
can be enhanced by inflammatory cytokines. Therefore, while the exact mechanism of
lymphopenia in WEEV-inoculated hamsters is unknown it is likely due to a combination
of factors including lymphocyte sequestration and viral induced lymphocyte destruction.
The physiological or immunological significance of lymphopenia in WEEV-infected
hamsters is also unclear. In the current study it is proposed that severe lymphopenia is a
consistent and reliable marker of death in virus-infected hamsters. However, there is a

potential for decreased lymphocyte numbers to be an inherent part of the viral
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pathophysiology in hamsters. It could be argued that a lack of immune cells limits an

animal’s ability to mount both a humoral and cell-mediated immune response. This, in
turn, would inhibit an animal’s ability to effectively clear a virus infection and ultimately
contribute to virus associated death.

It was observed that hamsters inoculated with the Kern strain of virus had an
earlier expression of serum interferon than did hamsters inoculated with the CA strain
(Figure 38), and that Kern-inoculated animals had a noticeably different disease
phenotype with a significantly delayed onset of mortality when compared to CA-
inoculated animals. Therefore, it was hypothesized that the timing of the endogenous
interferon response in CA-inoculated animals may be an indicator of disease outcome in
that an early interferon response may be more effective at limiting virus spread within an
animal. To test this hypothesis a study was conducted wherein animals were inoculated
with an LDsy dose of WEEV and then assayed at various times post-virus inoculation for
serum interferon concentrations. There were no significant differences between survivors
and nonsurvivors in the serum interferon concentrations at either 20 or 44 (Figure 47).
However, it was observed that nonsurvivors had significantly elevated rectal body
temperature at 72 hpi when compared to either survivors or sham-inoculated animals
(Figure 50). Additionally, serum virus titers (Figure 49) and serum TNF-alpha
concentrations (Figure 48) were significantly higher in nonsurvivors than in survivors at
44 hpi. These results lead to the conclusion that serum interferon is not a reliable
indicator of disease outcome in hamsters infected with WEEV. However, as previously
described severe lymphopenia is a consistent indicator of poor disease outcome. Other

potential markers of disease outcome include elevated body temperature, high serum
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virus titers, and elevated serum TNF-alpha concentrations, all of which appear to

indicate that death during the systemic phase of disease is likely. In addition to standing
as indicators of disease outcome each of the parameters also likely indicates the presence
of a robust systemic virus infection and associated increases in disease severity among
animals that subsequently die. This is in contrast to what is likely a substantially limited
virus infection in animals that survive. The presence of either a robust or limited
systemic infection is also consistent with differences in serum virus titers between
survivors and nonsurvivors as well as with the observation that survivors from groups of
hamsters inoculated with LDsy doses of WEEV rarely have any negative sequelae.
In vitro Activity of WEEV in Hamster
Splenocytes and Macrophages

Experiments involving WEEV-infected hamsters provided evidence that WEEV
stimulates production of TNF-alpha during virus infection. Other experiments showed
that treatment of animals with anti-inflammatory agents provided improvements in
disease outcomes. These results suggest a probable role for inflammatory cytokines in
the pathogenesis of WEEV infection in hamsters in vivo. It was decided to examine the
ability of WEEV to induce TNF-alpha production in cells in vitro, and to evaluate the
ability of anti-inflammatory compounds to modulate the virus-induced production of
TNF-alpha. From that, it was hypothesized that WEEV could stimulate TNF-alpha
production from hamster macrophages in vitro, and that both flunixin meglumine and
dexamethasone could inhibit WEEV-stimulated production of TNF-alpha from hamster
macrophages. The data show that the WEEV can stimulate macrophages to produce the

inflammatory cytokine TNF-alpha. The observations that TNF-alpha production appears
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to occur in a dose-responsive manner (Figure 51), that increased TNF-alpha

production can be measured as early as 6 h after virus inoculation of macrophage cultures
(Figure 52), and that there is no detectable increase in WEEV titers after incubation with
macrophages would all suggest that the virus particles are inducing TNF-alpha
production in macrophages in a manner more consistent with a ligand rather than an
actively infectious organism. The production of TNF-alpha can be significantly inhibited
by both flunixin meglumine and dexamethasone in a dose dependant manner (Figure 53).
Dexamethasone and flunixin meglumine are two anti-inflammatory compounds with
divergent mechanisms of action that have both been shown to be able to reduce
inflammatory cytokine production in vitro.***”'** Neither dexamethasone nor flunixin
meglumine has been reported to exhibited antiviral properties, a result that was confirmed
by testing in a standard antiviral cytopathic assay (data not shown). The current report
does not attempt to describe the means by which WEEV can stimulate macrophages to
produce TNF-alpha. However, the ability of these two compounds to inhibit virus
induced inflammatory cytokine production suggests that WEEV stimulates TNF-alpha
production via common inflammatory pathways. Toll-like receptors (TLR) are potential
mediators of the inflammatory response in macrophages because many are recognized for
their ability to sense markers of pathogen infection, such as activation of TLR-3 by
double-stranded RNA associated with viral infection.'® Both TLR-3 and TLR-9 have
been shown to interact with virus and participate in the production of TNF-alpha.'*"**
The common ability of flunixin meglumine and dexamethasone to inhibit TNF-alpha
production would suggest their ability to modulate downstream regulators rather than the

toll-like receptors themselves. Potential targets for the effects of dexamethasone and
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flunixin meglumine seen here are NF-kappa-B and COX enzymes. Both NF-kappa-B

and COX-2 are activated during TNF-alpha stimulation. TLR-3 can activate nuclear
factor kappa-B® and the COX-2 enzyme.”” However, cyclooxygenase enzymes may also
stimulate the production of TNF-alpha via the production of various prostaglandin
molecules’’ Both dexamethasone and flunixin meglumine can inhibit activation of NF-
kappa-B and cyclooxygenase enzymes.' >

Inoculation of macrophages with WEEV was able to reduce cell viability by
approximately % within 18 h, a relatively short period of time compared to the 48-72 h
necessary to see reductions in cell viability in the highly susceptible Vero 76 cell line.
Both flunixin meglumine and dexamethasone were able to significantly ameliorate, and
in some cases almost eliminate reductions in macrophage viability associated with
exposure to WEEV, and did so in a dose-dependant manner. The degree of protection
from FM or DEX appeared to correlate with their respective abilities to reduce
macrophage production of TNF-alpha. The current study does not attempt to describe the
exact mechanisms of decreased macrophage viability. However, the ability of anti-
inflammatory agents to protect macrophages from virus-induced cytotoxicity in the
absence of any recognized antiviral effect leads to the conclusion that cell death was most
likely induced by inflammatory mediators rather than direct viral effects. One possible
mechanism is inhibition of TNF-alpha production, which in turns blocks the cell death
signals initiated by TNF-alpha.”*° Another potential target is the previously mentioned
NF-kappa-B. As noted above, both FM and DEX can inhibit NF-kappa-B. Among its
many recognized functions NF-kappa-B participates in the induction of apoptosis and can

be induced by the presence of virus.'*® If NF-kappa B plays a significant role in WEEV-
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induced macrophage death blocking it would certainly provide protection. Further

studies will be necessary to determine if TNF-alpha is the primary mediator of decreased
macrophage viability, or if some other effector or cell death mechanism is involved.

Due to the splenic necrosis observed following infections of hamster with WEEV
it was hypothesized that WEEV could directly induce cytotoxicity in splenic cells, and
that the cytotoxicity could be observed in vitro. Furthermore, following the stimulation of
TNF-alpha production in hamster macrophages in vitro, the observed increase in TNF-
alpha in WEEV infected animals, and the beneficial effects associated with the use of
anti-inflammatory compounds in vivo it was hypothesized that macrophage-produced
inflammatory cytokines could enhance virus-induced destruction of splenocytes. It was
deemed important to use conspecific cells to study the effects of virus-stimulated
cytokines on splenocyte-virus interactions rather than commonly available cell lines or
recombinant cytokines. This was because of the uncertainty of the full range of cytokines
that may be produced by macrophages under virus stimulation and because of the
uncertainty of cross-species cytokine reactivity. Both the hypothesis regarding WEEV
cytotoxicity of splenocytes and the hypothesis regarding the ability of macrophage
produced cytokines to enhance WEEV cytotoxicity of splenocytes were shown to be
correct. WEEV can induce reductions in splenocyte viability in a dose-dependent
manner, although it requires 72 h after exposure to virus to detect substantive reductions
in cell viability, compared to the less than 24 h needed in macrophages. No TNF-alpha
could be detected in the supernatant from virus inoculated splenocytes, suggesting that
reductions in splenocyte viability were due to direct virus actions rather than TNF-alpha

as seen in macrophages. Additionally, the use of the same anti-inflammatory compounds
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used successfully to protect macrophages did not provide any benefit when used on

splenocytes. However, interpretation of the effects of anti-inflammatory agents on
splenocytes must be somewhat tempered by the substantial compound-induced toxicity to
splenocytes that was not observed in macrophages treated with similar concentrations of
the drugs (Figure 57). The anti-inflammatory compound-associated toxicity may be due
to the longer incubation period associated with splenocyte culture.

The results from experiments evaluating the effect of WEEV on splenocytes
indicate that splenocyte destruction appears to be more related to direct virus effects
rather than inflammatory mediators, in contrast to peritoneal macrophages. This is in
concert with the proposed in vivo effects of virus on lymphoid cells wherein WEEV is the
primary mediator of cell destruction. This is not to say that inflammatory mediators do
not play a role in splenocyte destruction. Exposure of splenocytes to supernatant from
WEEV-stimulated macrophages resulted in moderate but statistically significant
enhancements to the virus cytotoxic effects (Figure 58). This also is in agreement with
the proposed ability of inflammatory cytokines to enhance WEEV-mediated cytotoxicity
in vivo. Although attempts were made to evaluate the ability of flunixin meglumine and
dexamethasone to inhibit the ability of macrophages to produce pro-cytotoxic mediators,
the apparent toxicity of splenocytes due to residual drugs found in the macrophage
supernatant makes accurate interpretation of such data impossible (Figure 59).

This model of WEEV infection in the Syrian golden hamster was selected because
of its unique disease phenotype. However, the use of a hamster-based animal model
severely limits the ability to test for most cytokines due to a lack of species specific

assays and reagents that are widely available in more commonly studies species such as



187
mice and humans. However, it is highly likely that WEEV induces macrophages to

produce multiple inflammatory cytokines in addition to TNF-alpha. Identification of the
specific role of TNF-alpha in causing or enhancing virus-associated decreases in cell
viability in either splenocytes or macrophages was also limited by the inability to identify
an agent or blocking antibody able to inhibit the activity of hamster TNF-alpha in spite of
attempt to do so (data not shown). But due to the widely reported and investigated ability
of TNF-alpha to induce either apoptosis or necrosis in a broad range of cells and tissues
under widely varying conditions it seems likely that TNF-alpha is at least partially, if not
wholly, responsible for the cytotoxic effects noted in WEEV-inoculated macrophages,
and the cytotoxic enhancing effects observed in splenocytes.
Proposed Model of WEEV Infection in
the Syrian Golden Hamster

Interpretation of the results of the studies presented here in context of one another
leads to the proposal of the following model for WEEV infection in the Syrian golden
hamster (Figure 60). Following intraperitoneal inoculation of WEEV, 1 of 3 disease
pathways is possible. First, a mild virus infection will be established, an adequate
immune response will occur and the hamster will rapidly eliminate the virus with no
negative sequelae. Second, a robust virus infection will be established leading to the
clinical and pathological signs observed in WEEV-infected animals. These signs include
increases in serum TNF-alpha, lymphopenia, fever, and virus-induced
lymphocytotoxicity that may be enhanced by inflammatory cytokines. Animals
following this infectious path will rapidly succumb to virus infection with death

occurrin approximate 1. Although severe lymphocytic necrosis may be
ing by approxi ly 96 hpi. Although lymphocyti i yb
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seen in these animals no histopathological evidence of neurological disease will be

present. The third infectious pathway that may be taken occurs in animals in which a
moderate virus infection is established. These animals will survive beyond the time
period of animals suffering a robust virus infection, and display no signs of viral disease
until 6-9 dpi. At this late time in the infectious process animals may develop overt signs
of neurological damage, but the most common outward sign of disease noted is sudden
death. Following death animals will display histopathological lesions in the central
nervous system, and may show signs of resolving lymphocytic lesions in nonneuronal
tissues. This encephalitic disease path was the least commonly observed of the 3 disease
phenotypes. The reason for the low prevalence of the encephalitic disease path may be
because the virus must maintain a delicate balance of having sufficient replication to
maintain a persistent infection, but not so robust replication as to cause severe
lymphocytic necrosis resulting in early death. Under such a hypothesis of the virus
infection and the difficulty of maintaining the appropriate balance the encephalitic
disease phenotype would be expected to have a low rate of occurrence. Administration
of anti-inflammatory agents to WEEV-infected hamsters may protect some animals from
death associated with the robust phenotype of WEEV infection and allow them to follow
either the mild or encephalitic phenotypic pathways because anti-inflammatory drugs
limit the cytotoxic enhancing effect of inflammatory cytokines. Interestingly, the 3 forms
of WEEV-induced virus disease following establishment of mild, robust, or moderate
virus infections described herein for hamsters mimic very closely the influenzal,

fulminant and encephalitic forms of VEEV infection described in human cases.”
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The ability of anti-inflammatory agents to protect some animals from the

initial stages of disease highlights a probable role for inflammatory cytokines in causing
morbidity and mortality. This becomes especially apparent when reviewing the
composite survival results for WEEV-infected hamsters receiving anti-inflammatory
treatment (Figure 33). Although the beneficial effect of anti-inflammatory therapy on
survival was moderate, the repeatable nature of the results and the improved statistical
power associated with the increased numbers of animals indicate a true and significant
biological response. Support for the role of inflammatory cytokines in inducing or
enhancing viral destruction of cells was also gained from the in vitro assays involving
macrophages and splenocytes.

The factors that direct the infectious path that an individual hamster will follow
are not known, but, at the very least, virus dose is a vital determining factor. Under the
currently proposed model, benefit from anti-inflammatory treatment will only be
observed when animals are inoculated with virus within a very narrow viral dosing range.
In the current report the ability of anti-inflammatory agents to protect some animals from
early death was observed in animals inoculated with a 10x LDg. The identification of
the appropriate virus dose for recognizing the benefits of anti-inflammatory treatment and
subsequently determining the potential role for inflammatory cytokines in the progression
of WEEV-induced disease in hamsters was arrived at somewhat serendipitously. In
retrospect it can be observed that almost any other viral dose would not have led to the
current conclusions regarding the role of inflammation in the pathophysiology of WEEV
in hamsters. Animals inoculated with high viral doses will almost always develop a

robust virus infection and die by approximately 96 hpi. Use of such a dose would result
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in an overwhelming infection and massive virus-induced destruction of cells

regardless of the presence or absence of inflammatory cytokines. In contrast, animals
inoculated with low doses of virus will rarely die or even show signs of disease. Because
the beneficial effects of anti-inflammatory agents are somewhat moderate the use of LDs
or otherwise low virus doses would require impractically large numbers of animals to
detect statistically significantly changes in outcome. The ability to detect effects from
anti-inflammatory agents is further complicated by the observation that individual
animals appeared most likely to follow either the robust or mild forms of disease, with
only a very small percentage exhibiting the third encephalitic form of WEEV infection,
even when hamsters are inoculated with viral doses intended to cause death in
approximately half of the animals. Immune status may also play a role in determining
disease phenotype as observed by the rapid death and uncommonly high serum virus

titers seen in animals immunosuppressed with dexamethasone prior to virus inoculation.

Future Experiments

The results of this work have lead to several questions to be answered by future
experiments. Several of these questions are discussed below.

What are the mechanisms of death in virus-inoculated splenocytes? The results of
this report strongly support the hypothesis that splenocytes die directly from virus-
mediated actions, and only secondarily due to inflammatory responses. However, this
report does not describe whether cells die due primarily to apoptotic or necrotic signaling
pathways, nor what intracellular death pathways may be involved. Elucidation of such

information may provide for novel therapeutic approaches to virus infections. This
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hamster model of WEEV infection may present a unique opportunity for testing new

therapeutic strategies. The blood-brain barrier has posed a significant hurdle to
introducing experimental therapeutic agents into the target organ associated with
infection by viral encephalitides. If virus-infected neurons follow similar intracellular
pathways leading to cell death as do splenocytes the peripheral nature and apparent high
susceptibility of splenocytes to WEEV may provide an adequate surrogate cell model to
study basic mechanisms of virus-induced cell death as a well as means to prevent cell
death.

By what means does WEEV trigger cytokine production in macrophages, and
what cytokines, in addition to TNF-alpha are produced in response to virus exposure?
These results suggest that WEEV acts more as a ligand than as a replicating infectious
agent in stimulating production and release of TNF-alpha from macrophages.
Identification of receptor or cellular pathways by which this occurs would better define
the disease process as well as provide additional targets for therapeutic investigations.
Toll-like receptors are known to recognize characteristics of various pathogens and

.. . . . 141,1
participate in the immune and inflammatory response,'*""'®

and would provide an ideal
starting place in attempts to answer this question. Use of cells from animals lacking
specific toll-like receptors or other target receptors, the use of transfection technologies,
and receptor blocking strategies may be used in such endeavors.

What are the mediators that enhance virus associated cytotoxicity in splenocytes?
An obvious first step would be to identify which WEEV-induced macrophage-produced

factors are able to increase the virus-mediated destruction of splenocytes. TNF-alpha is

certainly a candidate for further consideration in this role as it has been shown to enhance
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cell death in other virus models.”' Identification of agents that specifically block

TNF-alpha activity would help to delineate its role both in cell culture and animal-based
models of WEEV infection. However, a multitude of other inflammatory cytokines has
been shown to influence survival of virus-infected cells. The use of a hamster model
severely limits the availability of commercial reagents and assays, such as antibodies and
cytokine specific immunoassays, which would help answer this question. However, the
relatively recent and ongoing identification of the mRNA sequences of hamster cytokines
in combination with newer technologies, such as small-inhibitory RNA molecules able to
inhibit mRNA transcription, may provide powerful research tools to better elucidate what
macrophage-produced mediators are in involved in enhancing cell destruction.

Three questions specific to the current animal model have been proposed for
future research. An additional step would involve attempts to apply results gained in
further elucidating the virus-cell or virus-host interaction to additional disease models or

eventually to applicable human disease conditions.

Conclusion and Summary
The findings from each of the specific aims of this project are summarized below:
Inoculation of mice with either Banzi or Semliki Forest viruses will cause
increased permeability of the BBB to the small molecular weight marker NaFl. Virus-
induced BBB permeability increases in a manner that is progressive with the viral
infection in vivo. Similar increases in permeability demonstrated by two disparate virus
species indicates that increased permeability of the BBB may be a pathophysiological

event common to many forms of viral encephalitis. In agreement with published data
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these results have also shown that administration of the immunomodulatory agent

Ampligen™ prior to, but not after, virus exposure can significantly improve the survival,
weight change, and tissue viral titers in mice inoculated with viral encephalitides.
Ampligen™ treatment prior to virus exposure also results in virus-infected animals
showing improved BBB function as indicated by a concomitant decrease in BBB
permeability. This improved function appears to be positively correlated with
improvements in disease outcome such as weight change, tissue viral titers, and survival.
The improvement in BBB function was lost if Ampligen™ treatment was delayed until
after virus inoculation. Hamsters inoculated with western equine encephalitis virus
exhibited only mild increases in BBB permeability as measured via cerebrospinal fluid.
However, there was no apparent correlation between degree of changes to BBB
permeability and disease outcome in WEEV-inoculated hamsters.

Hamsters inoculated with the California strain of WEEV can potentially follow a
mild form of disease with no negative sequelae, a robust virus infection with death
occurring at approximately 96 hpi, or an encephalitic form of infection with overt
neurological disease, and death occurring between 6-9 dpi. Virus dose was at least
partially responsible for the disease phenotype expressed. Among hamsters that died, the
robust form of infection was the most common disease phenotype. In the robust infection
animals appeared to be dying primarily from a lymphonecrotic rather than encephalitic
disease. At the time of death at approximately 96 hpi virus-infected hamsters had severe
lymphocytic necrosis, primarily in the spleen, and no detectable histopathological lesions
in the brain in spite of high brain viral titers. Bacterial isolates form WEEV-infected

hamsters were similar to those isolated from sham-inoculated animals and antibiotic
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treatment alone did not provide any benefit to animal survival. This indicates that in

spite of similarities to lymphocytic necrosis seen in VEEV-infected hamsters, WEEV-
infected hamsters are not dying from a secondary bacterial infection. Results of serum
biochemistry analysis of WEEV-infected hamsters were essentially unremarkable. This
suggests hamsters did not die from an overwhelming inflammatory disease and
subsequent organ disregulation as such changes would have been detected via standard
serum biochemical analysis. However, inflammatory cytokines may play a role
enhancing disease severity. Hematological analysis found WEEV-inoculated animals
exhibited lymphopenia. Lymphopenia was found to be a consistent marker of poor
disease outcome, although the exact mechanism and pathophysiological significance of
lymphopenia is uncertain.

WEEYV retained its ability to cause encephalitis in hamsters. Some hamsters
inoculated with WEEV survived the initial systemic disease period or were protected
from death by the use of anti-inflammatory agents. Among these animals, some
displayed overt signs of neurological disease before death, while other animals died
without displaying observed clinical signs. These events occurred at approximately 6-9
dpi. These animals had histopathological lesions in the brain consistent with published
reports of neuropathology caused by alphavirus induced encephalitis. Hamsters
inoculated with WEEYV intracranially also exhibited overt signs of neurological disease.
Animals receiving virus inoculation directly into the brain had neuropathology consistent
with published reports of alphavirus encephalitis. The lesions were also very similar,

albeit more severe, to that seen in animals that died 6-9 d after peripheral virus infection.
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The cytokine TNF-alpha was increased in the serum of WEEV-infected

hamsters, indicating a possible role for inflammatory cytokines in virus-induced disease.
Treatment of WEEV-inoculated hamsters with the anti-inflammatory agents flunixin
meglumine or dexamethasone resulted in moderate but statistically significant increases
in animal survival, and in the case of FM treatment resulted in significantly improved
lymphocyte counts. These results strongly suggest a potential role for inflammation to
enhance virus disease in vivo. Peritoneal macrophages exposed to WEEV in vitro
expressed TNF-alpha which could be measured in culture supernatant, and appeared to
do so in a virus dose-responsive manner. The addition of high concentrations of virus
could induce decreased macrophage viability within the relatively short time period of 18
h. The addition of known anti-inflammatory compounds to macrophage cultures exposed
to WEEV significantly reduced TNF-alpha expression in a dose-responsive manner.
Although the same anti-inflammatory compounds exhibited no detectable antiviral
activity their use could also significantly protect macrophage viability in virus-exposed
cultures. This result suggests that macrophages cell death was being induced by
inflammatory mediators rather than virus effects. Hamster splenocytes exposed to
WEEYV displayed decreased cell viability in a virus dose-responsive manner although no
TNF-alpha could be detected in splenocyte culture supernatant, indicating a primary viral
mechanism for splenocyte death. Cell culture supernatant from WEEV-exposed
macrophages could significantly enhance virus-induced killing of splenocytes. Anti-
inflammatory agents provided no benefit to virus-inoculated splenocytes, and anti-

inflammatory treatment of macrophage cell cultures also could not block cytotoxic
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enhancement. In both cases of anti-inflammatory compound use in splenocytes,

drug-associated toxicity limited effective interpretation.

In conclusion, these data support a disease model in WEEV-infected Syrian
golden hamsters in which morbidity and mortality are associated with a non-neurological
peripheral lymphonecrotic disease. Inflammation may enhance viral disease, but virus
mediated cell killing is the primary cause of pathology and disease manifestations. In
spite of the primarily peripheral disease phenotype, WEEYV retains its ability to cause

viral encephalitis in hamsters.
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