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A B S T R A C T

The human respiratory syncytial virus (hRSV) is the most common infectious agent that affects children before
two years of age. hRSV outbreaks cause a significant increase in hospitalizations during the winter season as-
sociated with bronchiolitis and pneumonia. Recently, neurologic alterations have been associated with hRSV
infection in children, which include seizures, central apnea, and encephalopathy. Also, hRSV RNA has been
detected in cerebrospinal fluids (CSF) from patients with neurological symptoms after hRSV infection.
Additionally, previous studies have shown that hRSV can be detected in the lungs and brains of mice exposed to
the virus, yet the potential effects of hRSV infection within the central nervous system (CNS) remain unknown.
Here, using a murine model for hRSV infection, we show a significant behavior alteration in these animals, up to
two months after the virus exposure, as shown in marble-burying tests. hRSV infection also produced the ex-
pression of cytokines within the brain, such as IL-4, IL-10, and CCL2. We found that hRSV infection alters the
permeability of the blood–brain barrier (BBB) in mice, allowing the trespassing of macromolecules and leading
to increased infiltration of immune cells into the CNS together with an increased expression of pro-inflammatory
cytokines in the brain. Finally, we show that hRSV infects murine astrocytes both, in vitro and in vivo. We
identified the presence of hRSV in the brain cortex where it colocalizes with vWF, MAP-2, Iba-1, and GFAP,
which are considered markers for endothelial cells, neurons, microglia, and astrocyte, respectively. hRSV-in-
fected murine astrocytes displayed increased production of nitric oxide (NO) and TNF-α. Our results suggest that
hRSV infection alters the BBB permeability to macromolecules and immune cells and induces CNS inflammation,
which can contribute to the behavioral alterations shown by infected mice. A better understanding of the
neuropathy caused by hRSV could help to reduce the potential detrimental effects on the CNS in hRSV-infected
patients.

1. Introduction

The human respiratory syncytial virus (hRSV) is currently the pri-
mary cause of acute respiratory tract infections (ARTIs) worldwide

(Calvo et al., 2008; Divarathne et al., 2019; Obodai, 2018). hRSV in-
fection is characterized by a wide range of symptoms including low-
grade fever, cough, rhinorrhea, congestion, otitis and more severe
manifestations, such as bronchiolitis and pneumonia (Sweetman et al.,
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2005). Although most symptoms of hRSV infection are associated with
pulmonary pathology, other tissues may also be affected by this virus,
such as the central nervous system (CNS) (Eisenhut, 2007, 2006;
Kawashima et al., 2009, 2012; Kho et al., 2004; Millichap and
Wainwright, 2009; Morichi et al., 2011, 2017). Both, in humans and
animal models it has been observed that after exposure to hRSV, disease
manifestations can involve the CNS (Millichap and Wainwright, 2009;
Picone et al., 2019; Espinoza et al., 2013). Indeed, a proportion of pa-
tients with hRSV-associated severe bronchiolitis can develop neurolo-
gical abnormalities, such as seizures (Kho et al., 2004; Ng et al., 2001;
Cha et al., 2019), central apnea (Kho et al., 2004); lethargy, (Sweetman
et al., 2005; Kho et al., 2004) feeding or swallowing difficulties
(Sweetman et al., 2005; Kho et al., 2004), strabismus (Antonucci and
Fanos, 2005), encephalopathy (Eisenhut, 2007; Millichap and
Wainwright, 2009; Picone et al., 2019; Bohmwald et al., 2014, 2018),
and elevated cytokines levels or increased cellularity in the cere-
brospinal fluid (CSF) (Kawashima et al., 2012; Kho et al., 2004; Otake
et al., 2007). Additionally, studies in rodents have shown that hRSV can
cause cognitive alterations, similarly to what has been reported for the
other respiratory viruses, such as the influenza virus and SARS-CoV-2
(Jurgens et al., 2012; Jang et al., 2009; Mao et al., 2020; Meinhardt,
2020; Moriguchi et al., 2020; Bernard-Valnet, 2020; Hornuss, 2020;
Rogers et al., 2020). These observations suggest that hRSV could alter
the proper function of the CNS. However, the cellular and molecular
mechanisms involved in these processes remain poorly understood
(Eisenhut, 2006; Kho et al., 2004; Morichi et al., 2011).

Although the pathophysiological basis for hRSV-related encephalo-
pathy remains unknown, numerous studies support a link between
hRSV-caused neurological components of host inflammatory response
(Kawashima et al., 2009, 2012; Morichi et al., 2017; Otake et al., 2007).
Cytokine measurements in the CSF from patients suffering hRSV-asso-
ciated encephalopathy have shown increased levels of pro-in-
flammatory for IL-6, IL-8, CCL2 and CCL4 (Eisenhut, 2007; Kawashima
et al., 2012; Morichi et al., 2017). Importantly, while IL-6 is usually
involved in detrimental inflammatory processes (Kawashima et al.,
2012; Tanaka et al., 2014), IL-8, CCL2, and CCL4 are associated with
the recruitment of immune cells to the tissues where these molecules
are present (Griffith et al., 2014).

Currently, two models have been proposed for explaining as to how
hRSV could alter the CNS function: the first consist of an indirect effect
as a consequence of peripheral viral replication leading to inflammation
and the second through a direct effect mediated by hRSV infection of
the CNS and local inflammation induced by the virus. These two models
are not mutually exclusive. A previous study carried out by our group
found evidence of hRSV proteins in the brain of mice at three days post-
infection (Espinoza et al., 2013). In addition, behavioral and spatial
learning impairment were shown by hRSV-infected mice and rats, even
several days after the infection was resolved (Espinoza et al., 2013;
Céspedes et al., 2017).

To gain a better understanding of the mechanisms involved in
hRSV-caused behavioral alterations, here we assessed whether hRSV
infection can lead to an inflammatory response in the CNS. We found
that hRSV-infected mice displayed behavioral alterations that extended
at up to 60 days post-infection (p.i.). We were able to identify the
presence of hRSV proteins localizing with astrocytes at the brain cortex
of these mice. Moreover, our results suggest that hRSV infection alters
the permeability of the blood–brain barrier (BBB) and significantly in-
creases the number of CNS-infiltrating inflammatory monocytes, B
lymphocytes and CD8+ T cells. Further, the local expression of pro-
inflammatory cytokines, such as IL-6 and TNF-α, was increased in the
CNS of infected mice. Importantly, endothelial cells, neurons, microglia
and astrocytes were shown to be infected with hRSV in vivo. Because the
infection was more frequent in astrocytes as compared to the other cell
types, we analyzed hRSV infection of astrocytes in vitro, observing an
increased expression of the glial fibrillary acidic protein (GFAP) in these
cells. Furthermore, we evaluated if the inflammation in the CNS due to

hRSV infection could lead to behavioral alterations in mice. These data
support the notion that hRSV can reach the CNS altering BBB perme-
ability, infecting astrocytes and activating them leading to local in-
flammation within the CNS that can contribute to the long-term be-
havioral and cognitive alterations.

2. Material and methods

2.1. Ethics statement

All mouse experiments were conducted in agreement with ethical
standards and according to the national (Chile) animal protection law
number 20.800. All experimental protocols were carried out according
to the Sanitary Code of Terrestrial Animals of the World Organization
for Animal Health (OIE, 24ª Edition, 2015) and were reviewed and
approved by the Scientific Ethical Committee for Animal and
Environment Care of the Pontificia Universidad Católica de Chile
(Protocol number CBB-120/2014).

2.2. Mice

Initial colonies of BALB/cJ mice were obtained from Jackson
Laboratory and mice were subsequently bred at the Pontificia
Universidad Católica de Chile facility. Female mice used for in vivo
experiments were 4- to 6-weeks old and 1–3 postnatal days old for
astrocyte primary cell cultures. In order to avoid differences due to
gender, only female mice were included in these experiments, since a
previous study showed that the phenotype of interest was observed
more clearly in female mice (Espinoza et al., 2013).

2.3. Virus production

HEp-2 cell line (ATCC® CCL-23™) was used to propagate the hRSV
serogroup A2, strain 13018–8, a clinical isolate provided by the Public
Health Institute of Chile. Briefly, HEp-2 monolayers were grown in a
T75 flask with DMEM (IThermofisher, Carlsbad, CA) supplemented
with 10% FBS (Thermofisher, Carlsbad, CA). Flasks containing 5 ml of
culture medium were inoculated at Multiplicity of Infection (MOI)
equal to 1 for hRSV and incubated at 37 °C. After viral adsorption (2 h),
the culture medium was replaced for fresh DMEM 1% FBS and in-
cubated for 48 h or until the visible cytopathic effect was observed. The
flask content was pooled and spun once at 300xg for 5 min to remove
cell debris. In parallel, supernatants were recollected from non-infected
HEp-2 cells monolayers and used as uninfected control (mock). The UV-
hRSV (as UV-inactivated hRSV control) was obtained by the exposure of
hRSV vial to ultraviolet light for 30 min. Viral titles of supernatants
were determined by immunohistochemistry as it was described by
Gómez et al. (Gomez, 2016). Briefly, infectious supernatants were se-
rially diluted (10-fold dilutions) and added over 96-well plates with
HEp-2 monolayers (at 80% confluence), and incubated for 48 h at
37 °C. After, the cells were fixed with 2% PFA-PBS. Extracellular
staining was done with the anti-F-hRSV (Palivizumab)-HRP antibody
for 1 h (20 μg/ml). After two washes with PBS, the substrate TRUE-
BLUE Peroxidase was added and incubated for 10 min at RT. Plaques
formation and hRSV syncytia were observed in an optical microscope
and quantified.

2.4. hRSV challenge in vivo

Four to six weeks old female BALB/cJ mice were anesthetized in-
traperitoneally (i.p.) with a dose of ketamine/xylazine (20 mg/kg and
1 mg/kg, respectively) and challenged intranasally (i.n.) with 1x106

PFU of hRSV (13018–8 strain) or UV-hRSV or mock (as non-infectious
control). Animal body weight was recorded until 7 days p.i. (Espinoza
et al., 2013).
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2.5. Marble burying tests

To evaluate the digging behavior of infected and control mice, the
marble burying test (MB) was performed in accordance with (Deacon,
2006). The MB test allows to evaluate a spontaneous and natural be-
havior of mice that reflects the function of the ventral hippocampus
(Deacon and Rawlins, 2005; Wang, 2019). The advantages of using the
MB test are the simplicity and robustness of the data, along with the
absence of pain and suffering imposed to the experimental animals
(Deacon, 2009). Briefly, animal cages were filled with approximately
5 cm of wood chip bedding, lightly tamped down to make a flat and
uniform surface. Twelve glass marbles were placed in a regular pattern
on the surface, about 4 cm apart from each other. The animals were
placed in the cage and left for 30 min and the number of marbles totally
or partially buried (2/3) quantified (Deacon, 2006). The test was per-
formed at 60 and 90 days after challenging either with hRSV, UV-hRSV
or mock.

2.6. Open field test

The open field (OF) test measures exploratory and anxious behavior
(Carter et al., 2015). This test consists of an open rectangular field box
of 460 × 570 × 350 mm. Each animal was placed inside the box for
5 min. In order to evaluate the exploratory behavior at the central area
or at the peripheral box, 9 subdivisions were made in the box. The time
that each mouse spent at the peripheral or at the central area of the box
was recorded. The distance traveled for the mouse in the field was
calculated manually by using the measurements from the videos and
then scaled to the experimental determinations. The analysis is based
on the fact that mice will naturally prefer to be near to the walls and
avoid unprotected central area (Carter et al., 2015; Seibenhener and
Wooten, 2015). After each trial, the test chambers were cleaned with
70% alcohol and feces were quantified per animal. The test was per-
formed at 60 days after hRSV- or mock- treated.

2.7. Evans blue assay

To evaluate the blood–brain barrier (BBB), mock, UV-hRSV
–treated, and hRSV-infected mice were injected intravenously with 2%
Evans Blue in PBS after 3- and 7-days post-infection. Then mice were
terminally anesthetized with a dose of ketamine/xylazine (100 mg/kg
and 20 mg/kg, respectively) 1 h after this injection, transcardiac per-
fusion was performed with 100 ml of ice-cold PBS, to remove the in-
travascular dye. Brains and meninges were removed and photographed,
then homogenized in 1 ml of 50% trichloroacetic acid, and centrifuged
at 10,000×g for 20 min. Samples were quantified at 605 nm in a
spectrophotometer and calculations were based on external standards
(50–1000 μg/ml) dissolved in the same solvent. The level of Evans blue
extravasation was quantified as microgram per gram of brain.

2.8. Sample collection

Mice were terminally anesthetized with a dose of ketamine/xylazine
(100 mg/kg and 20 mg/kg, respectively) at 1, 3, 7, 9, 60 and 90 days
p.i. Blood from cardiac puncture was obtained to measure cytokine
levels in the serum. The bronchoalveolar lavage fluid (BALF) was ob-
tained by injecting 2 ml PBS into the lungs through the trachea. After
obtaining the BALF samples, the animals were intracardially perfused
with 20 ml of PBS. After perfusion, lung and brain samples were col-
lected for RNA and protein analyses by using RT-qPCR and ELISA, re-
spectively.

2.9. Mouse astrocytes primary cultures and hRSV infection in vitro

Glial primary cultures were performed using a modification of
Schildge et al., protocol (Schildge et al., 2013). Briefly, T75 flasks were

first coated with 20 ml of a 50 μg/ml poly-D-lysine (PDL) solution in
cell culture grade water for 1 h at 37 °C in a CO2 incubator. At day one
to three after birth, animals were euthanized by decapitation using
scissors and the brains were obtained and placed into a first dissecting
dish filled with Hank’s Balanced Salt Solution (HBSS). Using a stereo-
microscope, the olfactory bulb and cerebellum were removed. Care-
fully, meninges and hippocampus were dissected. Cortexes were cut
into small pieces and transferred to a 50 ml tube with 15 ml of HBSS
plus 1.5 ml of 2.5% trypsin and incubated in a water bath at 37 °C for
30 min. The cortex was centrifuged 300xg for 5 min, and the super-
natant was discarded. The pellet was dissociated in a single cell sus-
pension in 10 ml of DMEM supplemented with 20% Horse Serum (HS)
by pipetting up and down 20 to 30 times. The flasks were washed with
sterile water, and the glial cells were plated and incubated at 37 °C at
5% CO2. After 14 days, microglial cells were separated from astrocytes
by shaking at 200 rpm for 1 h at 37 °C. The astrocytes were washed two
times with sterile 1X PBS and then incubated with 5 ml of trypsin-EDTA
for 10 min at 37 °C. Once astrocytes were detached, 5 ml of DMEM were
added to collect the cells and transferred to a 50 ml centrifuge tube.
Cells were centrifuged at 180xg for 5 min and the obtained pellet was
resuspended in DMEM and plated in a T75 flask. Importantly, in both
cases, only astrocytes that are immature grow in culture and once they
get confluent and make cell contact, they begin to show a mature
phenotype (Lange et al., 2012). In vitro, hRSV infection was performed
by the exposure of mouse astrocytes to hRSV (MOI: 5) for 2 h at 37 °C in
DMEM 1% FBS medium. After incubation, cells were washed 3 times
with PBS and incubated in fresh DMEM 1% FBS. After 2, 6, 12, 24, 48
and 72 h, mice cells were collected, and the supernatants were stored at
-80 °C for determination of NO levels (see below).

2.10. Quantitative Real-Time qPCR

Total RNA was isolated from lungs and brains using TRIZOL reagent
according to the instructions provided by the manufacturer. One mi-
crogram of total RNA was reverse transcribed into cDNA using random
primers with the iScript cDNA Synthesis kit. Viral loads were evaluated
by RT-qPCR in the lungs and brain. Cytokines, chemokines and im-
munomodulatory molecules were evaluated in the brain. Primers used
are detailed in Supplementary Table 1. Quantitative RT-qPCR (SYBR
Fast qPCR Master Mix), was carried out in a StepOnePlus™ thermo-
cycler. Relative gene expression data analyses were performed using the
comparative 2Δct (Pfaffl, 20001). Standard curves for qPCR were gen-
erated using pTOPO-N-hRSV or pTOPO-β-actin as templates. The cycle
threshold results were entered in the standard curve with the quantity
log. Data were expressed as the number of hRSV nucleoprotein tran-
script copies for each 5 × 103 copies of the β-actin.

2.11. Tissue immunofluorescence assays and histology

BALB/cJ mice were terminally anesthetized i.p., with a mixture of
ketamine and xylazine (100 mg/kg and 20 mg/kg, respectively) and
perfused with PBS at 3 days p.i. Brains for immunofluorescence assays
were obtained and covered with the Optimal Cutting Temperature
(OCT) compound. The tissue was frozen in cold isopentane and liquid
nitrogen for 2 min. Tissue sections were obtained using a Leica cryostat.
Brain coronal slides of 30 µm thickness were obtained and the sections
were fixed and permeabilized in 70% v/v ethanol for 20 min at −20 °C.
Tissue sections were transferred to 100% ethanol for 30 min and dried
for another 30 min at RT. Next, tissue sections were hydrated by in-
cubating in 95% ethanol for 30 min, followed by 75% ethanol for 5 min,
then to 0.4% Triton X-100 in PBS for 5 min and finally rinsed twice in
PBS for 5 min. Sections were incubated in blocking solution (5 mM
EDTA, 1% fish gelatin, 2% horse serum, and 1% mostly im-
munoglobulin free BSA) for 1 h at RT. After that, the sections were
incubated with primary antibody overnight at 4 °C at the following
concentrations: α -F hRSV (20 μg/ml); and α -GFAP (10 μg/ml) ; MAP-2
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(10 μg/ml); vWF (10 μg/ml); Iba-1 (6 μg/ml), and the antibodies were
diluted in blocking solution. Fixed sections were washed four times
with PBS for 5 min and incubated with polyclonal goat α -mouse con-
jugated to Alexa Fluor 488 (10 μg/ml) and polyclonal goat α -rabbit
Alexa Fluor 555 (10 μg/ml) for 1 h at RT, followed by 4 washes in PBS
for 5 min. Nuclei were stained with DAPI (1 μM) for 10 min. Coverslips
were mounted and examined in a Fluoview FV1000 Laser Scanning
Confocal Microscope (Olympus, Melville, NY). Images were processed
using FV10-ASW 1.7 software (Olympus) and the confocal microscopy
settings were adjusted using the fluorescence derived from the sec-
ondary antibody to minimize the brain autofluorescence.
Quantification of immunofluorescence images was performed using
Image J software (Schneider et al., 2012).

2.12. Flow cytometry

Flow cytometry was used to measure neutrophils infiltration in
Bronchoalveolar lavage fluid (BALF) as a means to quantify pulmonary
disease in challenged animals. BALF was obtained using 1X PBS, and
lungs were collected after perfusion with 20 ml of PBS 1X. Lung samples
were homogenized and filtered using 40-mm cell strainers. BALF and
lung cellular suspensions were centrifuged at 300xg for 5 min, washed
and stained with α-CD45 PE, α-CD11b PE-Cy7, α-Ly6G FITC and α-
CD11c APC (Clone HL3, BD Pharmingen) for 45 min at 4 °C. Data ac-
quisition was performed on a FACS Canto-II flow cytometer (BD
Biosciences) and analyzed using FlowJo 7.6 software. Absolute quan-
tification of cell numbers was conducted using CountBright™ Absolute
Counting Beads. Beads were added in a dilution 1/30 to each BALF
samples. To evaluate the infiltrating cells into the CNS, brains from
perfused animals were collected, and mononuclear cell suspensions
were isolated from brain tissue as follows. Brain tissue was digested
using type IV collagenase (1 mg/ml) and DNase I (50 µg/ml) for 30 min
at 37 °C. Brain samples were homogenized and filtered using a 40 µm
pore cell strainer. The homogenate was centrifuged at 200xg for 10 min
at 4 °C. The pellet was resuspended in 5 ml of 70% isotonic Percoll and
loaded in a tube containing 30% isotonic Percoll. The Percoll gradient
was centrifuged at 700xg for 20 min at 4 °C. Mononuclear cells were
collected from the interface 70/30%, washed and stained with α-CD45
PE, α-CD11b PE-Cy7, α-Ly6G FITC, α -Ly6C-PercCP 5.5, α- B220 APC
Cy7, α- CD19 PE-Cy7, α- CD4 APC and α- CD8 FITC. Data acquisition
was performed on a FACS Canto-II flow cytometer (BD Biosciences) and
analyzed using FlowJo 7.6 software. The gate strategy for this analysis
is shown in Supplementary Fig. 1.

To evaluate the hRSV infection and GFAP expression in murine
astrocytes primary culture, cells were harvested at 24, 48 and 72 h p.i.
Then, cells were fixed with 2% PFA-PBS for 15 min at RT and per-
meabilized with saponin 0,05% in PBS for 20 min at RT, washed and
stained with α-GFAP eFluor® 660 and α-F-hRSV (Palivizumab) Alexa
488 (0.3 μg/ml and 20 μg/ml respectively). Data acquisition was per-
formed on a FACS Canto-II flow cytometer and analyzed using FlowJo
7.6 software. Supplementary Fig. 5 shows a scatter- graph for the gating
strategy and a histogram depicting the number of cells positive for
GFAP staining.

2.13. Enzyme-linked immunofluorescence assay (ELISA)

Serum samples were directly used for quantification of TNF-α, IL-6,
IL-4 by ELISA kit (BD OptEIATM, BD Biosciences Pharmingen, San
Diego, CA), and CCL2 (R&D System), with a technique sensitivity ap-
proximately equal to 2–4 pg/ml. Brains were used for quantification of
TNF-α, IL-6, IL-10, IL-4, GFAP, CD200, and CCL2. Each sample was
previously homogenized in RIPA buffer (Tris-HCl: 50 mM, pH 7.4,
Nonidet P-40: 1%, Na-deoxycholate: 0.5%, SDS 0.1% EDTA: 0.5 mM,
Protease Inhibitor Cocktail: 500 μM AEBSF, HCl, 150 nM Aprotinin,
1 μM E-64, 0.5 mM EDTA, Disodium Salt and 1 μM Leupeptin
Hemisulfate). Then for each sample, total protein was quantified by the

BCA method and 500 μg of total proteins were used for the ELISA fol-
lowing the protocol suggested by the manufacturer.

2.14. Quantification of NO production

NO production by mouse astrocytes primary cultures was de-
termined by measuring nitrite (NO−2) using the Griess assay method as
previously described (Flores and von Bernhardi, 2012). NO−2 is a stable
metabolite derived form NO that correlates well with NO production
(Flores and von Bernhardi, 2012; Brahmachari et al., 2006; Buskila
et al., 2005). Briefly, mouse astrocytes primary cultures were infected
with hRSV at MOI equal to 5. Supernatants were collected after 2, 6, 12,
24, 48 and 72 h p.i. An aliquot of 50 μl was mixed with a solution of
10 μl of 0.5 M EDTA/H2O (1:1), pH 8.0, and 60 μl of freshly prepared
Griess reactive. A calibration curve was established by using solutions
of 5 to 80 μM NaNO2 as a standard. The production of NO−2 was
measured by absorbance at 540 nm by using an automated ELISA
reader (EPOCH, Biotek).

2.15. Statistical analyses

All statistical analyses were performed using Prism 6.1 Software for
Windows. Statistical significance was evaluated by one-way ANOVA
(Kruskal-Wallis test) and/or two-way test with Bonferroni or Tukeýs
post-test, and Area Under the Curve (AUC). Differences were considered
significant with a p-value < 0.05. Mann-Whitney U test or unpaired t-
test was used to compare two groups at the same time point. A p-value
**** P < 0.0001, *** P < 0.0005, ** P < 0.005, * P < 0.05, was
considered significant.

3. Results

3.1. hRSV induces disease in mice and viral RNA is detected in both, lungs
and brain tissue

Disease progression of mice infected with hRSV or UV-hRSV and
mock-treated mice were monitored by measuring the body weight of
infected mice. As expected, hRSV-infected mice displayed significant
weight loss at day 2, 3 and 4 p.i. as compared to mock-treated and UV-
hRSV challenged animals (Fig. 1A). Airway inflammation was also
measured by performing flow cytometry on the bronchoalveolar lavage
fluids (BALFs). Consistent with the findings described above we ob-
served an increase in the percentages of neutrophils in the BALFs of
hRSV-infected mice (40%) as compared to UV-hRSV and mock-treated
animals (18%) (Fig. 1B). Additionally, viral loads were quantified by
measuring N-hRSV (nucleoprotein N gene of hRSV) mRNA levels in the
lungs and brains of treated mice. As expected, N-hRSV mRNA peaked at
7 days p.i. in the lungs and at 3 days p.i. in the brains of hRSV-infected
mice (Fig. 1C and 1D). It is noteworthy to mention that infectious hRSV
particles (PFUs) could not be recovered from the brains of infected
mice, likely due to low viral loads in this organ, as compared to the lung
tissue. These data are in agreement with our previous report assessing
infection with the viral isolate 13018-8 obtained from a local clinic
(Obodai, 2018). We had previously published that the highest loads of
hRSV were observed at day 7 and day 3 p.i. at the lungs and brain
respectively (Espinoza et al., 2013).

3.2. hRSV infection alters the digging and exploratory behavior in mice
post-challenge

Previously, we reported that after 30 days post-infection with hRSV
mice showed alterations at the hippocampal function demonstrated as
reduced spatial memory and poor digging behavior (Espinoza et al.,
2013). In this study we evaluated whether the digging, which is a re-
petitive behavior that depends on ventral hippocampal function, was
impaired in mice up to 60- and 90-days post-infection with hRSV.
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Fig. 2A and 2B show representative images of MB tests performed at 60-
or 90-days p.i., respectively. A significant impairment in the digging
behavior was detected after 60 days p.i. in hRSV-infected mice as
compared to UV-hRSV- and mock-treated mice (Fig. 2C). However,
90 days p.i. hRSV-infected mice showed a normal digging behavior
suggesting that this alteration in mice endures long but it recovers
(Fig. 2B and D). Mice after 60 days p.i. with hRSV showed an enhanced
exploratory behavior in the open field test at the central area of the box
compared to the peripheral area (Supplementary Fig. 2).

3.3. High levels of IL-4, IL-10 and GFAP mRNA and protein are detected in
the CNS of mice after 60 days of post-infection with hRSV.

It has been previously shown that cytokines, such as IL-6, TNF-α, IL-
1β, IL-4, IL-10, and CD200 can affect the behavior, learning and
memory of animals (Avital et al., 2003; Balschun et al., 2004; Santello
and Volterra, 2012; McAfoose and Baune, 2009; Pozner, 2008; Donzis
and Tronson, 2014). Moreover, the high expression of GFAP by astro-
cytes has been related to astrocyte activation, inflammation and neu-
rodegenerative diseases (Anderson et al., 2014; Brenner, 2014;
Middeldorp and Hol, 2011). We think that it is possible that the content
of these cytokines and GFAP could be altered in the brain of mice in-
fected with hRSV. Therefore, the mRNA levels of IL-6, TNF-α, IL-1β, IL-
4, IL-10, CD200 and GFAP were analyzed in the brains from hRSV-
infected mice 60 days p.i. Similar levels of IL-6, TNF-α, CX3CL1, IL-1β
and CD200 mRNAs were observed in the brains of hRSV-infected mice
as compared to mock- and UV-hRSV-treated mice (Fig. 3A). Interest-
ingly, 60 days p.i. a significant increase was observed for IL-4, IL-10,
CCL2 and GFAP mRNA levels in hRSV-infected mice. The expression of
TNF-α mRNA and protein content were similar among all experimental
groups (Fig. 3A and 3B, respectively). A significant increase in the

protein content of IL-4 (Fig. 3C) and IL-10 (Fig. 3D) and GFAP (Fig. 3E)
was observed in hRSV-infected mice as compared to UV-hRSV- and
mock-treated mice. The protein levels of these molecules were con-
sistent with their mRNA levels.

3.4. Increased blood–brain barrier permeability and immune cell infiltration
into the brains of hRSV-infected mice

It has been observed an increase in the BBB permeability in mice
infected with influenza virus (Hosseini et al., 2018). Given that and that
we previously were able to identify hRSV in the brain cortex (Espinoza
et al., 2013) at 3 days p.i., here we evaluated whether the hRSV in-
fection promotes an alteration of the BBB permeability and in-
flammatory cell infiltration. For that BALB/c mice were either in-
tranasally (i.n.) infected with 1x106 PFUs of hRSV or inoculated with
non-infectious supernatant (i.e., mock) or UV-inactivated hRSV. After 3
or 7 days of infection BBB permeability was measured by Evans blue
extravasation into the brain (see materials and methods). Evans blue is
a cationic dye that binds to albumin in the serum and forms a complex
that under normal conditions is not able to trespass an intact BBB
(Varatharaj and Galea, 2017). Thus, extravasation of the Evans blue-
albumin complex into the brain is indicative of increased BBB perme-
ability to macromolecules (Roe et al., 2012). Mock- or UV-hRSV treated
mice showed no significant extravasation of Evans blue into the brain
(Fig. 4A and B). However, hRSV-infected mice showed a significantly
increase of Evans blue extravasation into the brain at 3 days p.i.
(Fig. 4A and 4C). Even though, after seven days p.i. the amount of
Evans Blue detected at the CNS was reduced (Fig. 4B and 4D), it was
significantly high, suggesting that the permeability of the BBB to
macromolecules was increased in hRSV-infected mice.

Moreover, it is possible that not only the BBB permeability was

Fig. 1. hRSV infection in mice. (a) This graph shows body weight data during 7 days for mice that were intranasally infected with 1x106 PFU of hRSV or UV-hRSV,
or mock-treated. The results combine data from three independent experiments performed (N = 3 mice per experimental group per each experiment). Comparisons
between groups were made using one-way ANOVA test with Tukeýs post-test, ** P < 0.01, *P < 0.05. Bars represent mean ± SEM. BALF was harvested 7 days pi.
(b) Contour plots show the gating strategy to select the CD11b+ Siglec F- cell population. Representative BALF contour plots of mock-treated and hRSV-infected mice.
Neutrophils were characterized as the CD11b+ Siglec F- CD11c- Ly6Ghigh cell population. One-way ANOVA test with Tukeýs post-test, * P < 0.05. Graphs show the
quantification of N-hRSV mRNA in the lungs (c) and in the brain (d) of mice after mock (white bar) or UV-hRSV (gray bar) treatment or hRSV infection (black bar).
Three independent experiments were performed (N = 3–4 mice per experimental group per each experiment). Comparisons between groups were made with the
Kruskal-Wallis U test, **** P < 0.0001, *** P < 0.001, ** P < 0.01, * P < 0.05. Bars represent mean ± SEM.
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Fig. 2. Mouse digging behavior remains impaired for up to 60 days after hRSV infection.Mice were intranasally infected with 1x106 PFU of hRSV or UV-hRSV,
or mock-treated and then MB-tested 60 and 90 days p.i. Upper panels show the initial position of marbles and the lower panels show marbles position after 30 min
(T = 30′). (a) Representative photographs of the MB test performed after 60 days. Two independent experiments were performed (N = 2–3 mice per experimental
group per each experiment) and (b) 90 days (N = 2 mice per group per experiment) p.i. with hRSV. (c) The graph shows the quantification of the number of hidden
marbles at 60 days and (d) at 90 days p.i. Mann-Whitney U test. *** P < 0.0005, *P < 0.05 indicates that means are significantly different. Bars represent
mean ± SEM. (For interpretation of the references to colour in this figure legend, the reader is referred to the web version of this article.)

Fig. 3. Expression of GFAP and molecules that contribute to inflammation were increased in the brains of mice at 60 days post-infection with hRSV.mRNA
and protein expression of GFAP and immunomodulatory molecules were analyzed in the brains of mice that were intranasally infected with 1x106 PFU of hRSV or
UV-hRSV-treated for 60 days and after performing the MB test (a) The graph shows mRNA relative expression for IL-6, IL-1β, CD200, GFAP, TNF-α, IL-4, IL-10, CCL2
and CX3CL1 using β-actin as a housekeeping control gene. Graphs show the quantification of TNF-α (b), IL-4 (c), IL-10 (d) and GFAP (e) by ELISA from the brains of
these mice. Two independent experiments were performed (N = 2–3 mice per experimental group per each experiment). Comparisons between groups were done
using one-way ANOVA test with Tukeýs posttest. *P < 0.05 indicates means are significantly different. Bars indicate mean ± SEM.
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increased to macromolecules but also the infiltration of inflammatory
cells into the CNS. We assessed the presence of inflammatory cells into
the brain parenchyma of hRSV-infected mice. Immune cell infiltration
was evaluated by flow cytometry at days 3 and 7 p.i. with hRSV, UV-
hRSV or mock treatments (Fig. 5). A significant increase in neutrophils
(Fig. 5A and 5D), and inflammatory monocytes (Fig. 5A and 5F) was
observed in the brains of hRSV-infected mice 3 days p.i. when com-
pared to UV-hRSV-challenged or mock-treated mice. Resident macro-
phages cells were also analyzed (Fig. 5A and 5E) and a significant in-
crease in hRSV-infected mice was only observed when compared to
mock-treated mice. As microglia expresses similar surface markers as
macrophages, we used the Ly6C marker because it had been previously
described that microglial cells do not express this surface protein
(Greter et al., 2015). At 7 days p.i., no significant differences were
found. The population of CD4+ T cells was similar in the brains of all
experimental groups after 3 or 7 days p.i. (Fig. 5C and 5H). On the other
hand, a significant infiltration of CD8+ T cells (Fig. 5C and 5I) and B
cells (Fig. 5B and 5G) was observed at 7 days p.i. in the brains of hRSV-
infected mice as compared to UV-hRSV- or mock-treated mice.

3.5. hRSV infection induces the expression of pro-inflammatory cytokines
and immunomodulatory molecules in the brain of infected mice.

Given the observation that immune cell populations were increased
in the brains of hRSV-infected mice, selected inflammatory cytokines
were analyzed in the brains of mock-treated, as well as UV-hRSV- and
hRSV-infected mice by qPCR and ELISA (Fig. 6). To corroborate the

data dispersion an area under the curve (AUC) analysis was performed
(Supplementary Fig. 4). IL-6 mRNA expression was increased at day 1
and 7 p.i. in the brains of hRSV-infected mice, as compared to UV-
hRSV- and mock-treated mice (Fig. 6A). Consistently, the amount of IL-
6 protein found in the brains of hRSV-infected mice was significantly
increased at day 3 and 7 p.i. as compared to UV-hRSV- and mock-
treated mice controls (Fig. 6F). A lack of a significant increase in the
serum levels for IL-6 after hRSV infection suggested that the increase of
this cytokine was localized in the CNS and not a systemic phenomenon
due to viral infection (Supplementary Fig. 3A). A significant decrease of
TNF-α mRNA was detected at day 9 p.i. for hRSV-infected as compared
to UV-hRSV- and mock-treated mice (Fig. 6B). In contrast, a significant
increase of TNF-α protein levels were detected at day 1 p.i. in hRSV-
infected mice, as compared to mock-treated animals and at day 3 p.i. in
hRSV-infected mice, as compared to UV-hRSV-treated and mock-treated
animals (Fig. 6G). The serum levels of TNF-α were similar in all ex-
perimental groups at any time-point(Supplementary Fig. 3B). A sig-
nificant increase in IL-4 mRNA was observed in the CNS of hRSV-in-
fected mice at days 1 and 3 p.i. as compared to UV-hRSV- and mock-
treated mice (Fig. 6C). Consistently, a significant increase in IL-4 pro-
tein was detected at days 1, 7 and 9 p.i. as compared to mock-treated
mice. (Fig. 6H). As expected, no significant differences in serum levels
were observed for IL-4 among hRSV-, UV-hRSV- or mock-treated mice
(Supplementary Fig. 3C).

The level of CCL2 was analyzed in the brains of hRSV-infected mice
because this molecule it is a potent chemoattractant for monocyte
(Deshmane et al., 2009). Consistently, there was a higher number of

Fig. 4. hRSV infection induces BBB permeability in vivo. Mice that were intranasally challenged with 1x106 PFU of hRSV or UV-hRSV, or mock-treated and the
permeability of the BBB was measured using Evans blue dye at day 3 and 7 p.i. (a) Representative images of the brain of mice for each treatment and the
quantification of Evans blue dye in the brain of infected mice at 3 days p.i. (b) Representative images of the brain of mice for each treatment and the quantification of
Evans blue dye in the brains of infected mice at 7 days p.i. Three independent experiments were performed (N= 9 mice per group for each experiment). Comparisons
between groups were made with one-way ANOVA test with Tukeýs post-test. ** P < 0.005, *P < 0.05 indicate that means show significant statistical differences.
Bars indicate mean ± SEM. (For interpretation of the references to colour in this figure legend, the reader is referred to the web version of this article.)
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inflammatory monocytes in the brains of hRSV-infected mice (Fig. 5F).
An increase in CCL2 mRNA and protein levels was observed at day 3 p.i.
(Fig. 6D, 6I). No significant differences were observed when CCL2 was
measured in the serum of hRSV-infected mice as compared to mock
controls. A decreasing trend was observed over time in infected animals

(Supplementary Fig. 3D).
In the CNS, microglia and astrocytes are the most abundant cells

(Moriguchi et al., 2020); these cells contribute to the regulation of the
immune response at the CNS (Bernard-Valnet, 2020). In the brain,
CD200 is a type-1 membrane glycoprotein expressed by neurons,

Fig. 5. Immune cell infiltration into the CNS of hRSV-infected mice. Immune cell infiltration in the brain of mice that were intranasally infected with 1x106 PFU
of hRSV or UV-hRSV and mock-treated mice were analyzed by flow cytometry. (a-c) Representative contour plot for the analyzed immune cells (1: Neutrophils, 2:
Resident macrophages, 3: Inflammatory monocytes, 4: B cells, 5: CD8+ T cells, and 6: CD4+ T cells). The graph shows the number of (d) neutrophils, (e) resident
macrophages, (f) inflammatory monocytes (j) B cells, (h) CD4+ T cells, and (i) CD8+ T cells in the brain of hRSV-infected mice, UV-hRSV infected mice and mock-
treated mice 3 and 7 days post-infection. Two independent experiments were performed (N = 3–4 mice per group per each experiment). Comparisons between
groups were done using one-way ANOVA test with Tukeýs post-test. *P < 0.05 indicates that means are significantly different. Bars indicate mean ± SEM.

Fig. 6. Increased expression of inflammatory cytokines in the CNS of hRSV-infected mice. mRNA and protein levels of cytokines (analyzed by RT-qPCR and
ELISA) in the brain of mice intranasally infected with 1x106 PFU of hRSV or UV-hRSV and mock-treated mice. The following graphs show mRNA levels for: (a) IL-6;
(b) TNF-α; (c) IL-4; (d) CCL2; and (e) CD200. The following graphs show the content of protein levels for: (f) IL-6; (g) TNF-α; (h) IL-4; (i) CCL2; and (j) CD200. Three
independent experiments were performed (N = 3–4 mice per experimental group per each experiment). Comparisons between the groups were done using one-way
ANOVA test with Tukeýs posttest. ** P < 0.005, *P < 0.05 indicates means are significantly. Bars indicate mean ± SEM.
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oligodendrocytes, and reactive astrocytes. Importantly, CD200 is an
immunosuppressive molecule (Rogers et al., 2020) and its interaction
with its receptor, (CD200R) which expressed by the microglia, mod-
ulates microglia activation (Rogers et al., 2020). During inflammatory
conditions, the downregulation of CD200 leads to increased activation
of microglia (Rogers et al., 2020). Moreover, it has been observed that
the downregulation of CD200 leads to cognitive impairment (Hornuss,
2020). Thus, the levels of CD200 mRNA and protein were measured in
the brains of hRSV-infected mice. As shown in Fig. 6E a significant
decrease in CD200 expression was observed at days 1, 3, 7 and 9 p.i. in
hRSV-infected mice, as compared to UV-hRSV- and mock-treated mice.
Similar results were obtained when protein levels of CD200 were
quantified showing significant differences at days 1, 3, 7 p.i. (Fig. 6J).

Another molecule with important immunomodulatory effects in the
CNS is the chemokine CX3CL1, which exists both as membrane-bound
and soluble forms (Jones et al., 2010). The chemokine CX3CL1 is ex-
pressed by neurons and its receptor CX3XR1 is expressed by microglia
(Bertollini et al., 2006; Hansen, 2001; Lauro et al., 2015). Importantly,
the CX3CL1- CX3CR1 axis keeps microglia in a resting state and the loss
of CX3CL1 expression promotes the activation of microglial cells (Lauro
et al., 2015; Ransohoff and Cardona, 2010). Interestingly, a significant
decrease in CX3CL1 mRNA expression was found at day 3 p.i. in the
brains of hRSV-infected mice, as compared to UV-hRSV- and mock-
treated mice (Supplementary Fig. 3E).

Additionally, it has been described that hRSV infection impairs the
antiviral activity of IFN-α and IFN-β in the infected host (Spann et al.,
2004). Mice infected with other respiratory viruses, such as influenza
have shown alterations in the expression of type-I IFNs (IFN-α and IFN-
β) in the brains that could be associated with a cognitive impairment
(Jurgens et al., 2012). When the expression of IFN-α and IFN-β was
measured in the brains of hRSV-infected mice, a significant increase
was detected for IFN-α and IFN-β at day 1 p.i. and at 7 days p.i., re-
spectively (Supplementary Fig. 3F and G). A significant decrease in the
expression of IFN-α and IFN-β mRNAs was detected at day 3p.i.
(Supplementary Fig. 3F and 3G).

3.6. CNS cells can be infected by hRSV in vivo

It has been previously proposed that hRSV can reach the brain at
3 days p.i. (Espinoza et al., 2013) and it enters into the CNS utilizing a
“Trojan horse” mechanism (Miner and Diamond, 2016). However,
whether hRSV can infect and replicate in cells of the CNS remains un-
known. Therefore, we evaluated whether hRSV could infect astrocytes,
neurons, microglia and endothelial cells at day 3 p.i. with 1 × 106

PFUs. Fig. 7 shows representative pictures of immunofluorescence co-
localization analyses in brain cortex for hRSV and various markers for
CNS cells. F-hRSV colocalized with 1% of endothelial cells (Fig. 7B), 1%
of neurons (Fig. 7C) and 1% of microglia (Fig. 7D). Whereas, F-hRSV
colocalized with 5% of astrocytes (Fig. 7E). Moreover, we also detected
approximately 4% of F-hRSV± free, which means that the viral protein
was not associated with any of the analyzed cell types. These results
suggest that even if all these cell types could show the presence of hRSV
antigens, astrocytes were more susceptible to infection by this virus.

3.7. hRSV infection activates astrocytes in vitro

Astrocytes display several immune functions, such as antigen uptake
and presentation to T cells, as well as the secretion of cytokines and
immunomodulatory molecules (Farina et al., 2007; Dong and
Benveniste, 2001). According to this notion and because we found that
the percentage of hRSV-infected astrocytes was higher as compared to
the other cell types (Fig. 7), the hRSV infection was evaluated by flow
cytometry in mouse primary astrocyte cell cultures that were inoculated
with a MOI equal to 5. Supplementary Fig. 5 shows a scatter graph for
the gating strategy and a histogram depicting the number of cells po-
sitive for GFAP staining. To corroborate the data dispersion an area

under the curve (AUC) analysis was performed (Supplementary Fig. 6).
Importantly, expression of F-hRSV was detected in murine astrocytes
cultured in vitro and the levels of this protein increased over time,
supporting the notion that hRSV can infect these cells (Fig. 8A). Fur-
thermore, quantification of N-hRSV mRNA at various time-points
showed an increase at 24 h p.i. and then a reduction after 48 and 72 h
p.i. with hRSV (Fig. 8B). Interestingly, the median fluorescence in-
tensity (MFI) of GFAP was quantified in astrocytes and observed an
increase over time along with the expression of F-hRSV (Fig. 8C). The
observed astrocyte activation upon hRSV infection was consistent with
the increase in GFAP content found in these cells (Eng and Ghirnikar,
1994).

To determine whether astrocytes can be activated during hRSV in-
fection, intracellular levels of nitric oxide (NO) were quantified as a
marker for astrocyte activation (Pozner, 2008). Importantly, the pro-
duction of NO increased in hRSV-infected astrocytes 24, 48 and 72 h
p.i., as compared to UV-hRSV-treated cells (Fig. 8D). These data further
support the notion that hRSV activates astrocytes and that this virus is
likely that could induce an inflammatory response in the CNS. There-
fore, we also measured the secretion of cytokines associated with in-
flammation, such as IL-4, IL-10, TNF-α and IL-6 in the supernatants of
astrocytes exposed to hRSV. A significant increase in IL-4 was detected
after 6 and 12 h p.i. as compared to mock-treated astrocytes (Fig. 8E). A
peak in IL-10 secretion was detected at 6 h post hRSV-infection
(Fig. 8F). TNF-α also increased in the supernatants of hRSV-infected
astrocytes, but 12 h p.i., as compared to control cells (Fig. 8G). Further,
IL-6 secretion significantly increased in astrocytes infected with hRSV
between, 12 h to 72 h, p.i. as compared to control cells (Fig. 8H). These
results suggest that hRSV infection induces an inflammatory response in
astrocytes that is mediated by the secretion of molecules with im-
munomodulatory and inflammatory properties, such as for IL-10, IL-4
and TNF-α and IL-6.

4. Discussion

Neurological complications in patients with severe bronchiolitis due
to infection with hRSV have been increasingly reported in the past years
(Sweetman et al., 2005; Kawashima et al., 2009; Kawashima et al.,
2012; Millichap and Wainwright, 2009; Morichi et al., 2011, 2017).
Importantly, viral mRNA has been detected in CSF samples of patients
with neurological alterations, suggesting that hRSV can reach the CNS
(Eisenhut, 2007, 2006; Morichi et al., 2011; Zlateva and Van Ranst,
2004). Furthermore, an increased cytokine level detected in the CSF of
hRSV-infected patients suggests that CNS infection could be accom-
panied by encephalitis (Bohmwald, 2019; Kawashima et al., 2009,
2012; Millichap and Wainwright, 2009; Otake et al., 2007; Zlateva and
Van Ranst, 2004). Consistently these important observations in hRSV-
infected patients, in this study we reported that neurological symptoms
could also take place in animal models. These data further support the
notion that hRSV can access to the CNS, in particular by infecting as-
trocytes. However, clinical signs associated with the encephalopathy
described in humans by hRSV, such as seizures (Morichi et al., 2011,
2017) were not observed in the murine model. Importantly, our find-
ings are in agreement with previous data suggesting that hRSV may
enter the CNS by a “Trojan horse” mechanism, by infecting monocytes
and B cells (Zhivaki et al., 2017; Takeuchi et al., 1998); as well as
peripheral blood monocytes (Torres et al., 2010). Indeed, blockade of
integrin α4 with a neutralizing anti-CD49d antibody prevented hRSV
entry into the CNS, which supports the idea that cells carrying the virus
would require crossing the BBB to access the CNS, but not the lungs
(Espinoza et al., 2013; Puntambekar et al., 2011).

This work provides evidence suggesting that even up to 60 days
after hRSV infection mice still display a poor repetitive behavior
(Fig. 2). Because motor alterations in mice infected with hRSV were
previously ruled out (Espinoza et al., 2013); our data suggest that the
infection caused a long lasting effect at least over ventral hippocampal
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functions (Wang, 2019). The aim of this study was to evaluate only the
behavioral long-term alterations after hRSV infection. Therefore, the
MB test was chosen for its capacity to assess behavioral alterations in
mice including the digging and repetitive behavior (Deacon, 2009;
Thomas et al., 2009). To further evaluated the behavioral alterations,
an open field test was performed. During this test, it was clearly ob-
served that hRSV-infected mice increased their exploratory behavior
and the amount of time spent in the central area, but not at the per-
ipheral area (Supplementary Fig. 2), which is not their common beha-
vior (Carter et al., 2015). No differences were observed in the defeca-
tion frequency indicating that both experimental groups displayed
similar levels of anxiety (Seibenhener and Wooten, 2015). Despite these
observations, it would be needed to perform additional tests in future
studies to have a more complete view regarding the alterations to the
CNS due to hRSV infection. Moreover, our data indicate that astrocytes
can be infected by hRSV suggesting that they could be part of the cel-
lular mechanisms related to CNS inflammation and low hippocampal
function. Further, we found an alteration in the permeability to mac-
romolecules and immune cells of the BBB, which is somewhat equiva-
lent to the effect that the West Nile virus produces on the BBB in mice,
although hRSV is a much more prevalent pathogen (Roe et al., 2012).
Increased BBB permeability to immune cells rises neutrophils, resident
macrophages, inflammatory monocytes, B cells, and CD8+ T lympho-
cytes infiltration into the brains of hRSV-infected mice. As observed in
previous studies, inhibition of leukocyte transmigration into the brain
by means of CD49d blockade, reduced by 70% viral loads in this tissue

(Espinoza et al., 2013). However, the remaining 30% could be due to
the virus reaching the brain by alternative routes. Thus, hRSV-infection
alters the permeability of the BBB, likely impacting immune cell in-
filtration into this tissue. Nevertheless, subsequent studies addressing
the contribution of the choroid plexus and the immune cells would
provide important information for the involvement of nervous-immune
interactions during the pathology caused by hRSV (Meeker et al.,
2012). Previous studies suggesting possible interactions between the
choroid plexus and immune cells (Espinoza et al., 2013) need to be
completed by additional research to better understand the contribution
to CNS inflammation.

Additionally, increased levels of monocytes infiltrating the CNS
have been associated with cognitive impairments and therefore, could
be implicated in CNS alterations observed in hRSV-infected mice
(Espinoza et al., 2013; Howe et al., 2012). Increased cytokine expres-
sion during viral infection can also modulate the normal function of
CNS, mainly cognitive processes (Jurgens et al., 2012; Campbell et al.,
2010). Here, we found that behavioral alterations caused by hRSV in-
fection lasted up to 60 days p.i., which was manifested by severe dig-
ging behavior impairment by the animals and sustained increased ex-
pression of IL-4, IL-10, CCL2 and GFAP in the infected animals at this
time-point. Our results are in accordance with the observation that the
lack of IL-4 increases this type of altered behavior (Moon et al., 2015).
While similar findings were described for IL-10 (Mesquita et al., 2008),
CCL2 was shown to increase in mice with anxiety-like behavior induced
by LPS (Mayerhofer et al., 2017). Together, these results suggest that

Fig. 7. hRSV infects different CNS cell types in vivo.Mice were intranasally infected with 1x106 PFU of hRSV or mock-treated and brains were obtained 3 days p.i.
Representative immunofluorescence images of (a) F-hRSV and vWF for mock mice. Representative immunofluorescence images of F-hRSV with (b) vWF, (c) Iba-1 (d)
MAP-2 and (e) GFAP proteins were analyzed hRSV-infected mice at 20X magnification. The hRSV F-protein is visualized in green, the cell markers in red and cell
nuclei in blue. (f) The co-localizations of F-hRSV and tprotein markers for each type of cell are visualized in yellow and were quantified to determine the percentage
of F-hRSV+ cells in whole field. Two independent experiments were performed (N = 6–7 mice per experimental group per each experiment). Comparisons between
groups were performed with Mann-Whitney U test. Bars indicate mean ± SEM.
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hRSV infection impairs the normal behavior at extended time-points
after infection which is accompanied by an increase of pro-in-
flammatory cytokines secretion (McAfoose and Baune, 2009; Yirmiya
and Goshen, 2011).

Furthermore, studies regarding the effect of influenza (H1N1) in-
fection on spatial learning have shown that despite this virus is not
infecting the CNS, peripheral infection induces an increase in mRNA
cytokines, such as IL-6, IL-1β and TNF-α, among others (Jurgens et al.,
2012). Changes in expression of these cytokines correlated with cog-
nitive impairment observed in the infected mice at day 7 p.i. (Jurgens
et al., 2012). Here, we found an increase in the expression of both, IL-6
and TNF-α levels in the brains of hRSV-infected mice, which may have
somewhat shared consequences over the CNS. Since hRSV-infection
causes an immune response polarized towards a T-helper (Th-) 2 pro-
file, we evaluated IL-4 production and found that the levels of this
cytokine were increased during the infection (Fig. 6). These results
somewhat suggest that the increase in the expression of these pro-in-
flammatory cytokines may be due to the activation of microglia and
astrocytes, which could be enough to cause a behavioral alteration in
mice (Hosseini et al., 2018).

As mentioned above, both CD200 and CX3CL1 are im-
munomodulatory molecules that are mainly expressed by neurons al-
lowing their interaction with microglia, which express the receptor for
these molecules in the resting state (Lyons et al., 2007; Shrivastava
et al., 2012; Costello et al., 2011). Also, it is known that CD200-defi-
cient mice display cognitive impairment, suggesting that this molecule
plays a significant role in cognition processes (Costello et al., 2011).
Similar to what was observed in the brains of influenza-infected mice,
we found that CD200 expression was decreased starting day 1p.i. in
hRSV-infected mice, while in the study with influenza, this expression
was only evaluated on day 7 p.i. (Jurgens et al., 2012). Furthermore, we
found a decrease in CX3CL1 mRNA expression in hRSV-infected mice at
3 days p.i. suggesting that the alteration of the normal expression of
CD200 and CX3CL1, mainly on day 3p.i., could be due to the activation
of microglia with subsequent astrocytes activation and an inflammatory
immune response.

Previously, it has been shown that CCL2 attracts inflammatory im-
mune cells to sites of injury, mainly monocytes (Deshmane et al., 2009).
In the brain, CCL2 is constitutively expressed by neurons yet, its levels
increase in astrocytes and microglia under pathologic conditions (Zhou
et al., 2011). In line with the findings of inflammatory monocytes in the
brain of hRSV-infected mice, we found that the CCL2 expression was
elevated in this tissue. Respiratory virus infection can cause systemic
inflammation, as occurs during infection with influenza virus (Jurgens
et al., 2012). We evaluated cytokine and chemokine levels in the serum
of infected animals. Our findings indicate that the inflammation ob-
served in the brains of hRSV-infected mice is a local effect of hRSV-
infection and not due to high levels of systemic cytokines differentiating
itself with the influenza virus. Regarding type-I to IFNs expression, we
observed a significant decrease in mRNA levels for IFN-α and IFN-β in
the brains of hRSV-infected mice, which is consistent with the notion
that hRSV can inhibit the production of type-I IFNs to promote viral
infection (Spann et al., 2004). These results suggest that the down-
regulation of type-I IFNs observed could be due to direct infection of
CNS cells by hRSV, which differs from the findings made with influ-
enza. Previously we described that hRSV can be detected in the CNS
(Espinoza et al., 2013); yet the cells type targeted by the virus were
unknown. Astrocytes are essential players in the cognitive process be-
cause the structure of the neuronal synapse depends on the signal
pathways mediated by these cells and alterations in astrocytes could
eventually contribute to cognitive and behavioral impairments
(Volterra and Meldolesi, 2005). In this work, we found that astrocytes
which is one of the most abundant cell type in the CNS (Farina et al.,
2007; Sofroniew and Vinters, 2010) can be infected by hRSV. These
observations have been reported for different viruses, such as the Ve-
nezuelan Equine Encephalitis virus (VEE) (Schoneboom et al., 1999),
the Sindbis virus (SV) (Brodie et al., 1997), and the Tick-borne En-
cephalitis virus (TBEV) (Potokar et al., 2014). In virus-infected astro-
cytes, the production of pro-inflammatory cytokines was induced, as
well as the production of NO and GFAP (Brahmachari et al., 2006; Yu
et al., 2009). Our results showed co-localization between the F-hRSV
protein and GFAP in the cortex, indicating that hRSV can infect

Fig. 8. hRSV infects and activates astrocytes in vitro. Primary cultures of mouse astrocytes were infected with hRSV at MOI 5 and cells were analyzed to determine
the percentage of F-hRSV+ cells (a), the number of N-hRSV copies analyzed by RT-qPCR (b),MFI of GFAP (F-hRSV+ GFAP+) cells (c) and the quantification of NO−2

in the supernatants of mice astrocytes primary cultures (d). Protein levels of IL-4 (e), IL-10 (f), TNF-α (g) and IL-6 (h) were evaluated by ELISA. Five independent
experiments were performed. Comparisons between groups were performed using a two-way ANOVA test with Bonferronís post-test. **** P < 0.0001, ***
P < 0.0005, ** P < 0.005, * P < 0.05 indicates that means are significantly different. Bars indicate mean ± SEM.
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astrocytes in vivo (Fig. 7). Such a response is likely to promote in-
flammation in the CNS and may also cause the activation of microglia.
These cells in turn will secrete pro-inflammatory cytokines affecting
CNS function (Smith et al., 2012). To definitely determine the cerebral
location of immune cells, additional immunohistochemistry and im-
munofluorescence studies need to be performed. This is an important
question to be addressed by future studies, as it goes beyond the scope
of this manuscript. Additionally, we found that not only astrocytes
colocalized with hRSV antigens (about 5%), but also did 1% of en-
dothelial cells, 1% of microglia cells and 1% of neurons (Fig. 7). Re-
garding to that, it was previously shown that hRSV can infect 5% of
lung neuronal cells and cortical neurons in culture (Li et al., 2006).
Moreover, despite the low percentage of hRSV-infected endothelial
cells, these infected cells could enhance BBB permeability allowing the
transmigration of immune cells into the brain. The infection of micro-
glia also could contribute to the increased amounts of cytokines found
in the brains of hRSV-infected mice. The detection of “free” virus
probably is associated to the immune cells that infiltrate the CNS of
hRSV-infected mice. Nevertheless, additional studies would be needed
to better understanding the effects of hRSV-infection on other CNS cell
types.

Based on the important role that astrocytes play in several CNS
functions, the response of astrocytes to hRSV infection was assayed by
astrocyte infection in vitro and their responses upon viral challenge. To
approach this goal, primary glial cultures were used, which were se-
parated into microglia and astrocytes. Importantly, similar to the ob-
servations in vivo, we found that astrocyte cultures are permissive to
hRSV infection and up-regulate GFAP upon infection. These results are
consistent with similar responses seen for astrocyte primary cultures
infected with the Junin virus described by others (Pozner, 2008). Ad-
ditionally, we observed that hRSV-infected astrocytes had a pro-in-
flammatory profile response characterized by increased production of
IL-4, TNF-α and IL-6. These data suggest that hRSV-infection induces
murine astrocyte activation and inflammatory responses by secreting
pro-inflammatory cytokines, likely involving these cells in neuroin-
flammation to hRSV infection observed in the animal model. However,
our results suggest that hRSV replication may be somewhat impaired in
astrocytes as viral RNA was found to decrease over time. Taken to-
gether, our work provides new insights onto the effects of hRSV over
the CNS and calls for attention to further assess the effects that this
virus may have over the brain and its function in humans.
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