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Abstract

Physical exercise has been shown to increase neurogenesis, to decrease neuronal injury and to improve memory in
animal models of stroke and head trauma. Therefore, we investigated the effect of voluntary wheel running on
survival, neuronal damage and cell proliferation in a mouse model of pneumococcal meningitis. Mice were housed
in cages equipped with voluntary running wheels or in standard cages before induction of bacterial meningitis by
a subarachnoid injection of a Streptococcus pneumoniae type 3 strain. 24 hours later antibiotic treatment was
initiated with ceftriaxone (100 mg/kg twice daily). Experiments were terminated either 30 hours or 4 days (short-
term) or 7 weeks (long-term) after infection, and the survival time, inflammatory cytokines and corticosterone levels,
neurogenesis in the dentate gyrus of the hippocampal formation and the cognitive function were evaluated in
surviving mice. Survival time was significantly increased in running mice compared to control animals (p =0.0087 in
short-term and p=0.016 in long-term experiments, log-rank test). At the end of the long-term experiment, mortality
was lower in trained than in sedentary animals (p=0.031, Fisher's Exact test). Hippocampal neurogenesis — assessed

in the dentate gyrus of the hippocampal formation.

by the density of doublecortin-, TUC-4- and BrdU + NeuN-colabeled cells - was significantly increased in running
mice in comparison to the sedentary group after meningitis. However, Morris water maze performance of both
groups 6 weeks after bacterial meningitis did not reveal differences in learning ability. In conclusion, physical
exercise prior to infection increased survival in a mouse model of bacterial meningitis and stimulated neurogenesis
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Introduction
Mortality in bacterial meningitis is high, amounting to
approximately 25% in adults, and survivors frequently
suffer from long-term sequelae, particularly from learn-
ing and memory deficits [1,2]. Neuronal cell damage is
evident in the hippocampal formation, the neocortex,
the basal ganglia, and the brain stem of victims of bac-
terial meningitis [3,4]. Additionally, axonal injury in the
white matter has been reported in animal meningitis
models and in human bacterial meningitis [5,6].

While acute diseases of the brain regularly cause cell
damage and neuronal death, endogenous mechanisms of
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cell proliferation in neuronal precursor cells and stimu-
lation of neurogenesis in response to brain injury have
been observed in several diseases of the central nervous
system (CNS), for example, in cerebral ischemia [7,8], in
head trauma [9], after epileptic seizures [10], in hypoxic-
ischemic encephalopathy [11] and in septic-metastatic
encephalitis [12]. Similarly, hippocampal neurogenesis
was also increased after bacterial meningitis in experi-
mental models and in a human autopsy study [13-15].
Stimulation of neurogenesis, however, was found not
only in response to damage of the CNS but also under
conditions of physical exercise. In healthy mice, enriched
environment and exercise increased proliferation of pro-
genitor cells in the hippocampal formation [16,17]. Fur-
thermore, exercise improved both neurogenesis and
learning in young and aged mice, thereby providing

© 2012 Liebetanz et al,; licensee BioMed Central Ltd. This is an Open Access article distributed under the terms of the Creative
Commons Attribution License (http://creativecommons.org/licenses/by/2.0), which permits unrestricted use, distribution, and
reproduction in any medium, provided the original work is properly cited.


mailto:stauber@ukaachen.de
http://creativecommons.org/licenses/by/2.0

Liebetanz et al. Journal of Neuroinflammation 2012, 9:168
http://www.jneuroinflammation.com/content/9/1/168

evidence for a beneficial effect of motor activity on brain
function [17,18].

In animal models of brain diseases such as stroke and
traumatic injury, physical exercise was also able to medi-
ate neuroprotection and to reduce memory deficits
observed regularly in these diseases. In this study, we
investigated if physical exercise by voluntary wheel run-
ning prior to induction of bacterial meningitis is able to
alleviate the course of the disease, to strengthen the
power of resistance against bacterial infection and to in-
crease neurogenesis.

Material and methods

Mouse model and experimental design

For all experiments, male C57BL/6 mice (weight 18 to
22 g, age 6 to 8 weeks) were used. To prove whether
running alone exerts stimulating effects on hippocam-
pal neurogenesis, mice were housed separately in ei-
ther standard laboratory cages (24 x 18 x 16 cm)
(n=10) or cages equipped with voluntary running
wheels (n=10) for a duration of 4 weeks. These mice
were not infected but were sacrificed after 4 weeks. To
investigate whether running exerts positive effects on
the course of meningitis, mice that were later infected,
were either housed separately in standard laboratory
cages or in cages equipped with voluntary running
wheels (n=54). Duration and velocity of voluntary
wheel running was recorded by a computer system
(Runningwheel Systems, TSE Systems, Bad Homburg,
Germany and Boenig & Kallenbach oHG, Dortmund,
Germany). Control animals were kept under the same
conditions but without running wheels (n=54). Four
(n=15) and two (n=39) weeks after voluntary wheel
running, bacterial meningitis was induced in all ani-
mals: mice were intraperitoneally anesthetized with
100 mg/kg body weight ketamine and 10 mg/kg xyla-
zine before injection of 10 pL of 0.9% NaCl containing
10* colony-forming units (CFU) of a Streptococcus
pneumoniae type 3 strain into the subarachnoid space
through the right frontolateral skull. All animals devel-
oped clinical signs of infection within 24 hours. Clin-
ical score [14] and weight were evaluated twice daily
during the acute phase of meningitis (5 days) and
thereafter once weekly. Starting 24 hours after infec-
tion, mice received subcutaneous antibiotic treatment
twice daily with 100 mg/kg body weight ceftriaxone
(Roche, Grenzach-Wyhlen, Germany) either for 3 days
until the end of experiments 4 days after infection
(short-term group), or for 5 days in the long-term
group with termination of the experiments 7 weeks
after infection. Mice that were sacrificed 30 hours after
infection (n=30) for analysis of inflammatory para-
meters and corticosterone plasma concentrations did
not receive antibiotic treatment. In these animals blood
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samples were taken immediately before infection and
30 hours after infection at the time of sacrifice by
retro-orbital puncture. Additionally, mice participating
in the long-term experiment received a total dose of
250 mg/kg body weight bromodeoxyuridin (BrdU)
intraperitoneally in five doses of 50 mg/kg body weight
BrdU every 12 hours from day 2 after infection. Dur-
ing the acute phase of the disease, 11 mice of the
short-term group with antibiotic treatment (36 to 86
hours after infection) and 16 animals of the long-term
group (24 to 130 hours after infection) died. The
short-term experiments were terminated 4 days (108
hours) after infection. In the long-term experiments,
mice were evaluated weekly for motor function by the
tight rope test as described previously [14]. Six weeks
after infection, Morris water maze was performed (fur-
ther details in the next paragraph). At the end of the
experiments, all surviving animals of both groups were
sacrificed by intraperitoneal injection of an anesthetic
agent, and cerebellum, spleen and blood samples were
taken for the analysis of bacterial titers or cytokine
levels, and the brains fixed in formalin for further
immunohistochemical analysis. All animal experiments
were approved by the Animal Care Committee of the
University Hospital of Gottingen and by the District
Government of Braunschweig, Lower Saxony, Germany
as well as by the Animal Care Committee of the Uni-
versity Hospital of Aachen and by the District Govern-
ment in Recklinghausen, North Rhine-Westphalia,
Germany.

Morris water maze

The water maze task was performed in a pool, painted
white (diameter 100 c¢cm, height 40 cm) containing water
maintained at a temperature of 22 °C. A transparent
platform 10 c¢cm in diameter was located 1 cm beneath
the water surface. The pool was surrounded by several
visual cues that were external to the maze. A video cam-
era mounted to the ceiling above the pool was linked to
a computer system (Video tracking system Any-maze,
Stoelting, IL, USA) and recorded the swim tracks and
time required to escape from the water. Mice were
trained to find the hidden platform within less than 90
seconds (30 trials over 5 days), and the latency, swim
speed and distance to find the submerged platform were
evaluated (spatial acquisition).

Assessment of bacterial titers, cytokine and
corticosterone levels

Bacterial titers were evaluated 30 hours after infection in
tissue homogenates of spleen and cerebellum and in
blood samples by plating 10-fold dilutions on blood agar
plates and incubating for 24 hours at 37 °C and 5% CO,
(detection limit 10*> CFU/mL in tissue homogenates and
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10> CFU/mL in blood samples). TNF alpha and IL-6
were chosen as representatives of inflammatory media-
tors in bacterial meningitis. TNF alpha levels were deter-
mined using antibody pairs from BioLegend (Biozol,
Munich, Germany), and a DuoSet ELISA Development
Kit (R&D Systems, Wiesbaden, Germany) was used for
the measurement of IL-6. The color reaction was mea-
sured at 450 nm on a microplate reader (Bio-Rad, Mun-
ich, Germany). The measurement of corticosterone
levels was carried out by ELISA (BO1263, Beckman
Coulter, Krefeld, Germany). The lowest analytical detect-
able level of corticosterone that could be distinguished
from the zero calibrator was < 1 ng/mL.

Immunohistochemistry

Formalin-fixed and paraffin-embedded 3 um coronal
brain sections (according to coordinates from bregma,
1.46 to 1.77 mm [19]) were used for the immunohisto-
chemical analysis. After deparaffinization, sections were
pretreated with 5 x 3 minutes of microwaving in citric
acid buffer, 10 mmol/l, pH 6.0. After blocking with 10%
FCS/PBS, primary antibodies were applied at the con-
centrations indicated below and permitted to bind over-
night at 4 °C (TUC-4) or for 90 minutes at room
temperature (profilerating cell nuclear antibody (PCNA),
doublecortin (Dcx). For quantification of cell prolifera-
tion, a monoclonal mouse anti-PCNA antibody was used
(1:200; Chemicon, Temecula, CA, USA). Then sections
were incubated with appropriate biotinylated secondary
antibodies (Amersham, Little Chalfont, Buckingham-
shire, UK) followed by an avidin-peroxidase treatment
(Sigma-Aldrich, St. Louis, MO, USA). Expression of
TUC-4 was determined by binding of 1:1000 diluted
polyclonal rabbit anti-TUC-4 antibody (Chemicon,
Temecula, CA, USA), and detection was performed with
the alkaline phosphatase/anti-alkaline phosphatase
(APAAP) method and visualized by newfuchsin. Dcx
was detected by a rabbit polyclonal anti-Dcx antibody
(1:1000; Abcam, Cambridge, UK). Sections were incu-
bated with appropriate biotinylated secondary antibodies
(Amersham, Buckinghamshire, UK) followed by treat-
ment with avidin-peroxidase (Sigma-Aldrich, St. Louis,
MO, USA). Diaminobenzidine (DAB) was used as the
chromogenic substrate. Control sections were incubated
with isotype control antibodies or without primary
antibody as negative control. To analyze how many
BrdU-immunoreactive cells had differentiated into ma-
ture neurons, double immunofluorescence labeling of
BrdU with the neuron-specific nuclear antigen (NeuN)
was performed as follows: after pretreatment by micro-
waving in citric acid buffer, slices were blocked with
10% FCS/PBS for 30 minutes. Sections were then incu-
bated with 1:500 diluted monoclonal rat anti-BrdU
antibody (Abcam, Cambridge, UK) overnight at room
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temperature. Sections were then incubated for one hour
with 1:500 anti-rat Alexa Fluor 594 (Invitrogen, Eugene,
OR, USA). This was followed by incubation with mono-
clonal mouse anti-NeuN (1:1000, Millipore, Schwalbach,
Germany) for three hours at room temperature. Finally,
slices were incubated with anti-mouse Alexa Fluor 488
(Invitrogen, Eugene, OR, USA) for one hour.

In situ tailing

Apoptotic cells were identified by in situ tailing and
morphologic criteria (condensed, shrunken nuclei and
narrow cytoplasms). Deparaffinized and hydrated 2-mm
sections were treated with 50 mg/ml proteinase K
(Sigma, Deisenhofen, Germany) for 15 minutes at 37 °C
in a reaction mixture containing 10 ml of 5 x tailing
buffer, 1 ml digoxigenin DNA labeling mix, 2 ml cobalt
chloride, 12.5 U terminal transferase and the necessary
amount of distilled water to give a volume of 50 ml.
After washing, the sections were incubated with 10%
FCS for 15 minutes at room temperature and then
washed again. A solution of alkaline phosphatase-
labeled anti-digoxigenin antibody in 10% FCS (1:250)
was placed on the sections for 60 minutes at 37 °C. The
color reaction (black) was developed with 4-nitroblue-
tetrazolium-chloride/5-bromine-4-chloride-3-indolyl-
phosphate. Sections were counterstained with nuclear
fast red-aluminiumhydroxide (all reagents from Roche,
Mannheim, Germany).

Quantification of immunoreactive cells

The sections were examined blinded using a 2 x object-
ive up to a 60 x objective. Only immunoreactive cells
within the granule cell layer and subgranular zone of the
dentate gyrus were counted. An Analysis Software Im-
aging System (microscope BX51; Olympus, Hamburg,
Germany; software AnalySIS® 3.2; Soft Imaging System
GmbH, Miinster, Germany) was used to measure the
area of the dentate granule cell layer. The density of
immunolabeled cells was evaluated in three coronal sec-
tions from each mouse and expressed as the number of
marked cells per mm? of the area measured. The density
of BrdU-labeled cells and the proportion of proliferating
cells differentiating into mature neurons were deter-
mined by evaluation of the percentage of BrdU-labeled
proliferative cells that co-expressed the marker NeuN
7 weeks after meningitis.

Statistical analysis

Survival time was expressed in hours and evaluated by
generating a Kaplan-Meier plot that was statistically ana-
lyzed using the log-rank test. Overall mortality at the
end of the experiment was compared by Fisher's exact
test. Running distance and maximum velocity were
expressed as the mean and standard error of the mean
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(SEM). Bacterial titers were converted into log CFU/ml
and compared by unpaired ¢-test. Immunohistochemical
data and cytokine measurements were expressed as me-
dian and interquartile range. For statistical comparison,
the nonparametric Mann—Whitney U-test was used.
Values of the water maze were expressed as median and
interquartile range and statistically analyzed by nonpara-
metric repeated measures analysis of variance (ANOVA).
A value of p<0.05 was considered statistically signifi-
cant. GraphPad Prism (version 5.0) or Statistical Analysis
Software (SAS) (version 9.1) were used for statistical
calculations. Graphs were generated using GraphPad
Prism.
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Results

Voluntary wheel-running activity four weeks prior to
infection

The time the mice spent running daily, the running dis-
tance and the maximum velocity increased each day dur-
ing the first days until a plateau was reached after the
second week that was maintained until the end of the
study (Figure 1AB). This course of the running activity
indicated that the animals performed an intensive cardi-
opulmonary and musculoskeletal exercise after an initial
training phase. The average running distance accumu-
lated to 179.7 km during 27 days. The mean daily run-
ning distance was 6.7 + 0.35 km/day.
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Figure 1 Running activity over 4 weeks. The mean daily running distance of the mice during voluntary wheel running exercise (n=15) was
recorded in km per day. (A) During the first 2 weeks, mice increased their wheel running capacity, which was accompanied by an improvement
in maximum wheel running velocity (Vmax) during this episode. (B) Both performance parameters remained stable during the following plateau
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Motor performance

The motor performance assessed by the tight rope test
was severely impaired during acute bacterial meningitis
with the highest score (that is, the poorest motor per-
formance) at 36 hours after infection. Motor function
had recovered in survivors by day 4. There was no sig-
nificant difference between running mice and controls
in motor performance during meningitis (P=0.21).
The weight of mice suffering from bacterial meningitis
decreased during acute disease, with the maximum weight
loss corresponding to the poorest motor performance at
36 hours after infection. Thereafter, weight normalized
back to the pre-infection level within 6 days. These obser-
vations confirmed the severity of the infection.

Inflammatory reaction during bacterial meningitis

There were no significant differences in clinical score or
weight between runners and sedentary mice during the
acute phase of meningitis (clinical score of runners
0.87+0.35 vs. 0.87+0.52 30 hours after infection,
P=1.0, unpaired t-test; weight before infection in run-
ners 24.2+1.2 g vs. 23.8+1.0 in controls, P =0.36, un-
paired t-test; weight 24 h after infection 21.3+0.8 vs.
21.7+1.1, P=0.27, unpaired t-test). Comparison of bac-
terial load in cerebellum, spleen and blood 30 hours
after infection showed a tendency towards a lower bac-
terial burden in runners, but this difference was not sta-
tistically significant. Bacterial counts in blood samples
were 4.45+0.9 log CFU/mL in runners vs. 4.72+0.88
log CFU/mL in controls (P = 0.44, unpaired t-test) and in
spleen homogenates they were 3.64 +0.65 log CFU/mL
in runners vs. 3.84+0.95 log CFU/mL in controls
(P=0.514, unpaired ¢-test); bacterial titers in cerebellar
homogenates were 6.16+0.46 log CFU/mL in runners
and 6.14+0.56 log CFU/mL in control animals
(P =0.952, unpaired ¢-test).

Determination of IL-6 and TNF alpha in blood sam-
ples and homogenates of the cerebellum 30 hours
after infection revealed that the protein expression of
IL-6 was much higher in both compartments in com-
parison to TNF alpha. Levels of TNF alpha in the
blood were below the 15 pg/ml limit of quantification.
Overall there was a tendency to lower levels of both
cytokines in cerebellum and IL-6 in the blood of run-
ners compared to control animals. For IL-6 in cerebel-
lum and blood, the medians (25th/75th percentiles) in
pg/ml were 3,495 (2,767/4,599) vs. 3,975 (1,916/4,625)
and 862 (659/1025) vs. 943 (815/1,150) in runners
and controls respectively, and for TNF alpha in cere-
bellum they were 72 (44/96) vs. 78 (65/118).

As expected, comparison of corticosterone plasma levels
before and 30 hours after infection revealed a distinct in-
crease after infection in both runners and sedentary mice
(P <0.0001, Mann—Whitney U-test, n=15). There was a
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tendency towards lower corticosterone levels in running
animals in comparison to controls prior to infection but
this difference was not statistically significant (P=0.14,
Mann—Whitney U-test, n = 15). Before infection, the med-
ians (25th/75th percentiles) for corticosterone in ng/ml
were 6.03 (1/14.9) vs. 11.06 (1.4/16.8) ng/ml respectively
in runners and controls, and 30 hours after infection were
564.6 (513.3/588.1) vs. 532.3 (475.3/565.8).

Running increased neurogenesis in the dentate gyrus of
the hippocampal formation in the absence of meningitis
Four weeks of running did not change proliferation but the
density of dentate granule cells expressing early neuronal
markers
PCNA is expressed during the S-phase of mitosis and
is used as a marker for cellular proliferation and
DNA synthesis. In this study, the density of PCNA-
immunoreactive proliferating cells showed no differ-
ence between runners and control mice after 4 weeks
of running (P=0.91, Mann—Whitney U-test, n =20); the
median (25th/75th percentile) was 55.9 (43.2/86.5)/mm?>
for runners and 72.5 (50.3/80.9)/mm? for controls.
TUC-4 (also TOAD-64) is a membrane-associated
marker, which is transiently expressed in the cytoplasm
and processes of young but not adult neuronal cells
[20,21]. Dcx is a protein required for normal migration
of neurons into the cerebral cortex and is transiently
expressed in newly formed neuroblasts [22]. The expres-
sion of TUC-4 and Dcx was used to identify the popula-
tion of newborn cells developing into the neuronal cell
lineage. There was a tendency to more dentate granule
cells expressing TUC-4 in running mice compared to the
sedentary group but this difference was not statistically
significant (P=0.212, Mann—Whitney U-test, n=20).
The median (25th/75th percentile) was 67.1 (9.5/116.3)/
mm? for runners and 29.6 (15.2/42.4)/mm? for controls.
The density of Dcx-expressing granule cells was signifi-
cantly higher in running animals compared to sedentary
mice 4 weeks after running (P =0.0005, Mann—Whitney
U-test, n=20). The median (25th/75th percentile) was
206.7 (164.4/265.3)/mm?> for runners and 102.1 (54.5/
162.6)/mm? for controls.

Exercise increased survival time and decreased mortality
in bacterial meningitis

Four weeks of running prior to meningitis increased
survival time in short-term experiments

Five animals out of fifteen in the running group and six
out of fifteen in the sedentary group (approximately 33%
in total) died in the acute phase of bacterial meningitis.
The survival time after induction of infection, however,
was significantly longer in the running group in com-
parison to that of the sedentary group. The median sur-
vival time (25th/75th percentile) was 76 (38/86) hours in
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the running group and 27 (25/35) hours in the control
group (P=0.0087, log-rank test). Since 4 weeks of run-
ning exerted significant effects, the running time was
reduced to 2 weeks to assess whether short-term exer-
cise also affected survival parameters.

Two weeks of running prior to meningitis decreased
mortality in long-term experiments

The course of the Kaplan-Meier survival curves of
trained and sedentary animals was significantly different,
demonstrating prolonged survival in trained animals
(P=0.016, log-rank test, Figure 2). Sixteen out of forty-
eight animals died during the course of bacterial menin-
gitis (33%). From these 16 animals, 12 belonged to the
sedentary group and 4 were runners. In this series of
experiments, exercise prior to meningitis led to a statis-
tically significant decrease in mortality after meningitis
(P=0.031, Fisher’s exact test).

Proliferation and synthesis of young neurons in the
dentate gyrus four days after bacterial meningitis (short-
term experiments)

No evidence for exercise-induced proliferation four days
after meningitis

The density of PCNA-immunoreactive proliferating cells
did not differ between runners and control animals
4 days after infection (P=0.90, Mann—Whitney U-test,
n=19), the median (25th/75th percentile) was 126.3
(55.6/180)/mm? for runners and 119 (72.3/166.5)/mm?
for controls.

Exercise stimulated expression of TUC-4 and Dcx in the
dentate gyrus after meningitis

The density of dentate granule cells expressing TUC-4
was higher in running mice compared to the sedentary

125+

100+
—O— runner

—a
75+
—o— control

Percent survival

RO
time (h)

Figure 2 Comparison of survival during the course of
meningitis with or without preceding running activity. Kaplan-
Meier survival curves illustrating the course of Streptococcus
pneumoniae meningitis, revealing increased survival in running mice
(open squares) in comparison to sedentary controls (open circles)
(P=0.016, log-rank test, n=48).
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group (P=0.012, Mann—Whitney U-test, n=19,
Figure 3A and B). Similarly, Dcx-expressing cells were
observed more frequently in the granule layer of the
dentate gyrus in running animals compared to sedentary
mice (P=0.015, Mann—Whitney U-test, n=19,
Figure 3C and D).

No evidence of axonal damage or increased neuronal
apoptosis after running

Axonal injury, assessed by evaluation of APP staining as
a marker of acute axonal damage, was not detected in ei-
ther group. Furthermore, analysis of apoptotic neurons
by in-situ tailing did not reveal differences in the rate of
apoptosis between runners and controls; the median
(25th/75th percentile) was 0 (0/1.6)/mm® in controls
and 0 (0/1.9)/mm? in runners (P =0.88, Mann—Whitney
U-test, n=19).

Changes in hippocampal neurogenesis seven weeks after
bacterial meningitis (long-term experiments)

Exercise did not increase the number of proliferating cells in
the dentate gyrus

The density of BrdU-immunoreactive cells in the granule
cell layer was lower in running mice in comparison to
sedentary animals (P=0.01, Mann—Whitney U-test,
n=32). The median (25th/75th percentile) was 29.8
(23.6/47.2)/mm? in runners and 72.7 (51.8/96.4)/mm? in
controls.

No change in the number of Dcx-expressing cells in the
dentate gyrus seven weeks after meningitis

In contrast to observations 4 days after meningitis, the
density of Dcx-immunoreactive cells did not differ sig-
nificantly between runners and sedentary control ani-
mals 7 weeks after infection; the median (25th/75th
percentile) was 180.5 (137.1/207.8)/mm?> vs. 128.5
(82.58/189.4)/mm? in runners and controls respectively
(P=0.18, Mann—Whitney U-test, n=32).

Higher proportion of BrdU/NeuN co-labeled cells after
exercise

To determine the differentiation of proliferating cells
into adult neurons in the subgranular zone of the den-
tate gyrus 7 weeks after bacterial meningitis with or
without preceding exercise, the proportion of BrdU-
immunoreactive cells that co-expressed the neuron-
specific marker NeuN was evaluated. The percentage of
proliferating cells having differentiated into mature neu-
rons was significantly higher in running mice with men-
ingitis in comparison to sedentary mice with meningitis
(P=0.018, Mann—Whitney U-test, n = 32, Figure 4).
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Figure 3 Increased hippocampal neurogenesis in running mice four days after bacterial meningitis. Four days after infection, the density
of TUC-4- (A, B) as well as doublecortin-expressing (C, D) young neurons was significantly increased in the granule cell layer of the dentate gyrus
after voluntary wheel running in comparison to sedentary mice. (B) and (D) represent the median and interquartile range of the densities of
immunoreactive cells (example in A und €)/mm? dentate gyrus, P=0012 and P=0.015, respectively, Mann-Whitney U-test, scale bar=50 um).
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Figure 4 Increased hippocampal neurogenesis in runners seven weeks after bacterial meningitis. Detection of NeuN (A) and BrdU (B) by
double-label fluorescent immunohistochemistry. Merger of both markers revealed a newly formed neuron 7 weeks after bacterial meningitis (C).
There was a higher percentage of co-labeled BrdU + NeuN + neurons in running mice in comparison to sedentary controls (D) (median and
interquartile range, P=0.018, Mann-Whitney U-test, scale bar= 50 um). BrdU: Bromodeoxyuridin; NeuN: Neuron-specific nuclear antigen.
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Morris water maze task

Six weeks after initiation of the experiment, the Morris
water maze task was carried out. Exercise prior to bac-
terial meningitis did not improve performance in this
task in comparison to sedentary mice. The groups did
not perform differently in the Morris water maze with
respect to latency to reach the hidden platform
(P=0.4594, repeated measures ANOVA), swim velocity
(P=0.9453, repeated measures ANOVA) and distance
traveled to locate the platform (P=0.3446, repeated
measures ANOVA, n =32, data not shown).

Discussion

Exercise and voluntary wheel running have not only
been shown to increase neurogenesis [17] but also to
improve memory and learning tasks [18] and exert bene-
ficial effects on diseases of the CNS, such as stroke, by
facilitating motor recovery in rats [23]. Frequent long-
term sequelae after bacterial meningitis are cognitive
deficits as a consequence of hippocampal damage in the
course of this infectious disease. Conversely, hippocam-
pal neurogenesis has been shown to increase after men-
ingitis in both rodents and humans [13-15], but the
effects of CNS inflammation on neurogenesis remain
controversial [24,25].

The increase in neurogenesis after brain injury pos-
sibly reflects an endogenous potential of cell replace-
ment. Mice exposed to an enriched environment after
recovery from bacterial meningitis, as a rehabilitative
approach, did not show additive elevation of the
meningitis-induced increase of hippocampal neurogen-
esis, suggesting a limited capacity of the brain to fur-
ther increase the already elevated neurogenesis after
bacterial meningitis. Accordingly, learning performance
was not better in mice exposed to an enriched envir-
onment after meningitis compared to animals with
meningitis who received no further stimuli [26]. The
present study aimed to investigate whether exercise
prior to infection could alleviate the course of disease
and increase neurogenesis, as well as improve spatial
learning performance, thereby attenuating long-term
sequelae after meningitis.

In this study, mortality due to Streptococcus pneumo-
niae meningitis was significantly decreased in mice that
had been exercised by means of running wheels prior to
infection, compared to animals that were kept under
standard conditions. It can be hypothesized that
improved cardiorespiratory capacity achieved by regular
exercise facilitated survival and that an altered immune
response towards a less pro-inflammatory direction was
also responsible for decreased mortality. Indeed, the de-
crease of mortality was accompanied by a tendency to-
wards lower bacterial burden as well as towards lower
pro-inflammatory cytokine levels of IL-6 and TNF alpha
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and lower corticosterone levels in runners compared to
sedentary mice. Overall, the extent of the inflammatory
and stress response to bacterial meningitis was de-
creased by physical exercise. This observation is in ac-
cordance with other studies showing a decreased release
of TNF alpha in response to lipopolysaccharide chal-
lenge in physically active animals [27], and adjuvant
therapy with TNF alpha converting enzyme inhibitor-
prolonged survival in rats with Streptococcus pneumo-
niae meningitis [28]. Similar to this mouse model of
meningitis, cortisol levels were significantly increased in
the cerebrospinal fluid of patients with pneumococcal
meningitis [29], and running appeared to have beneficial
effects by reducing pre-infection corticosterone levels.

Since proliferative activity showed no difference be-
tween running and sedentary mice 4 days after infection,
we propose that running prior to infection was unable
to further increase the cell proliferation in the dentate
gyrus stimulated also by the infection, but favored the
differentiation of new-born cells into the neuronal
lineage. Comparison of BrdU-labeled cells 7 weeks after
meningitis revealed a lower amount of proliferating cells
in running mice. One cannot differentiate whether this
difference is due to fewer proliferating cells in the acute
phase of meningitis (BrdU was applied on day 3 to 5
after induction of meningitis) or whether more initially
labeled cells died or went into apoptosis by the end of
the experiments 7 weeks after meningitis.

The number of TUC-4 and Dcx-expressing young
neurons in the dentate gyrus was significantly increased
in running mice 4 days after infection, suggesting a
stimulating effect of physical exercise on neurogenesis in
addition to the stimulating effects of meningitis alone.
Seven weeks after meningitis, the number of Dcx-
expressing cells no longer differed between the groups,
but the percentage of initially proliferating BrdU-labeled
cells that differentiated into adult neurons was signifi-
cantly higher in running mice in comparison to seden-
tary controls. Running probably exerted its stimulating
effects on neurogenesis by modulating the inflammatory
response and reducing corticosterone levels, as the latter
has already been shown in healthy mice [30]. However,
this modulation may not be the only reason for the
beneficial effects of running. Other parameters such as
the modulation of growth factors may also contribute to
the increase of neurogenesis after meningitis and exer-
cise. Promotion of growth factor pathways by running
resulted in both stimulation of hippocampal neurogen-
esis and in functional improvement of memory tasks
[31]. In a rat model of traumatic brain injury, physical
exercise 6 weeks before head trauma resulted in a better
adaptation to oxidative challenge and prevented against
ROS (reactive oxygen species)-mediated inhibition of the
Na+, K+ —ATPase [32].
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The increase of hippocampal neurogenesis in this
study was not accompanied by improved spatial learn-
ing: no difference in Morris water maze performance
was observed between runners and non-runners 6 weeks
after meningitis. If there were possible positive effects of
running on cognitive performance, these effects were
most probably erased by the damage caused by meningi-
tis, and running prior to meningitis did not overcome
these post-inflammatory sequelae. Whether learning and
hippocampal neurogenesis positively correlate is still a
matter of debate. There are studies postulating a correl-
ation between neurogenesis and cognitive performance
[33-37] while other studies imply partially contradictory
results [13,26,38-41]. Furthermore, there are studies in
which adult neurogenesis was virtually completely sup-
pressed by radiation [42] or genetic manipulation [43]
and in which learning and memory performance of the
rodents remained unimpaired [44-47]. These divergent
results may be in part a consequence of technical differ-
ences and varying time points of evaluation [48]. The
detection of alterations in spatial learning in the Morris
water maze is a challenge because even healthy rodents
without any manipulation perform differently in this
task depending on species differences, genetic back-
ground, high intraindividual variation and motivation;
all of which lowers the chance of detecting significant
differences [49].

In conclusion, voluntary wheel running prior to the in-
duction of the infection prolonged the survival time and
decreased the mortality of bacterial meningitis, attenu-
ated the inflammatory response and, furthermore,
increased the differentiation of proliferating cells into
adult neurons in the dentate gyrus suggesting a benefi-
cial and protective effect of running. Physical exercise
increased the ability of the host organism to survive
Streptococcus pneumoniae meningitis with the aid of
antibiotic therapy, but the neuroregenerative effect of
this mechanism with respect to neuropsychological out-
come appeared small under the conditions of the
present study.

Abbreviations

ANOVA: analysis of variance; APAAP: alkaline phosphatase/anti-alkaline
phosphatase; BrdU: bromodeoxyuridin; CFU: colony-forming units;

CNS: central nervous system; DAB: diaminobenzidine; Dcx: doublecortin;
ELISA: enzyme-linked immunosorbent assay; FCS: fetal calf serum;

IL: interleukin; IST: in-situ tailing; NeuN: neuron-specific nuclear antigen;
PBS: phosphate-buffered saline; PCNA: proliferating cell nuclear antigen;
ROS: reactive oxygen species; SEM: standard error of the mean; TNF: tumor
necrosis factor.

Competing interests
The authors declare that they have no competing interests.

Acknowledgments
We thank Stephanie Bunkowski and Sabine Hamm for excellent technical
assistance.

Page 9 of 10

This investigation was supported by the Else Kréner-Fresenius-Stiftung grant
numbers: P61/06//A70/06 and 2010_A102.

Author details

'Department of Clinical Neurophysiology, Georg-August-University,
Robert-Koch-Strasse 40, 37075 Gottingen, Germany. “Department of
Neurology, Diana Hospital, Dahlenburger Strasse 2a, 29549 Bad Bevensen,
Germany. *Department of Neurology, RWTH University Hospital,
Pauwelsstrasse 30, 52074 Aachen, Germany. 4Depar‘[ment of Neuropathology,
Georg-August-University, Robert-Koch-Strasse 40, 37075 Gottingen, Germany.
°Department of Geriatrics, Ev. Krankenhaus Weende, An der Lutter 24, 37075
Gottingen, Germany.

Authors’ contributions

DL made substantial contributions to the conception and design of the
study, carried out part of the animal experiments and contributed to the
interpretation and discussion of the data. JG contributed to the design of
the experiments, carried out part of the animal experiments and helped with
the discussion of the data. CS accomplished all neuropsychological tests and
performed the immunohistochemistry. FK carried out part of the animal
experiments. SS carried out the animal experiments in the course of the
revision of the manuscript and measured the cytokine levels. HJ measured
the corticosterone levels in the course of the revision of the manuscript. RN
helped with the interpretation and discussion of the data and with drafting
the manuscript. SCT supervised all experimental procedures, carried out part
of the animal experiments, supervised and evaluated the neuropsychological
study procedures, analyzed the immunohistochemical data, performed all
statistical analysis and wrote and revised the manuscript. All authors read
and approved the final version of the manuscript.

Received: 11 January 2012 Accepted: 10 July 2012
Published: 10 July 2012

References

1. Schmidt H, Heimann B, Djukic M, Mazurek C, Fels C, Wallesch CW, Nau R:
Neuropsychological sequelae of bacterial and viral meningitis. Brain 2006,
129:333-345.

2. van de Beek D, Schmand B, de Gans J, Weisfelt M, Vaessen H, Dankert J,
Vermeulen M: Cognitive impairment in adults with good recovery after
bacterial meningitis. J Infect Dis 2002, 186:1047-1052.

3. Gerber J, Brick W, Stadelmann C, Bunkowski S, Lassmann H, Nau R:
Expression of death-related proteins in dentate granule cells in human
bacterial meningitis. Brain Pathol 2001, 11:422-431.

4. Nau R, Soto A, Briick W: Apoptosis of neurons in the dentate gyrus in
humans suffering from bacterial meningitis. J Neuropathol Exp Neurol
1999, 58:265-274.

5. Nau R, Gerber J, Bunkowski S, Briick W: Axonal injury, a neglected cause of
CNS damage in bacterial meningitis. Neurology 2004, 62:509-511.

6. Gerber J, Seitz RC, Bunkowski S, Briick W, Nau R: Evidence for frequent
focal and diffuse acute axonal injury in human bacterial meningitis. Clin
Neuropathol 2009, 28:33-39.

7. Felling RJ, Levison SW: Enhanced neurogenesis following stroke.

J Neurosci Res 2003, 73:277-283.

8. Kokaia Z, Lindvall O: Neurogenesis after ischaemic brain insults. Curr Opin
Neurobiol 2003, 13:127-132.

9. Dash PK Mach SA, Moore AN: Enhanced neurogenesis in the rodent
hippocampus following traumatic brain injury. J Neurosci Res 2001,
63:313-319.

10. Jiang W, Wan Q, Zhang ZJ, Wang WD, Huang YG, Rao ZR, Zhang X: Dentate
granule cell neurogenesis after seizures induced by pentyllenetrazol in
rats. Brain Res 2003, 977:141-148.

11.  Mattiesen WRC, Tauber SC, Gerber J, Bunkowski S, Briick W, Nau R:
Increased neurogenesis after hypoxic-ischemic encephalopathy in
humans is age related. Acta Neuropathol 2009, 117:525-534.

12. Tauber SC, Bunkowski S, Briick W, Nau R: Septic metastatic encephalitis:
Co-existence of brain damage and repair. Neuropathol Appl Neurobiol
2011, 37:768-776.

13. Gerber J, Tauber SC, Armbrecht I, Schmidt H, Briick W, Nau R: Increased
neuronal proliferation in human bacterial meningitis. Neurology 2009,
73:1026-1032.



Liebetanz et al. Journal of Neuroinflammation 2012, 9:168
http://www.jneuroinflammation.com/content/9/1/168

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31

32.

33.

34.

35.

36.

Tauber SC, Stadelmann C, Spreer A, Briick W, Nau R, Gerber J: Increased
expression of BDNF and proliferation of dentate granule cells after
bacterial meningitis. J Neuropathol Exp Neurol 2005, 64:806-815.

Gerber J, Béttcher T, Bering J, Bunkowski S, Briick W, Kuhnt U, Nau R:
Increased neurogenesis after experimental Streptococcus pneumoniae
meningitis. J Neurosci Res 2003, 73:441-446.

Kempermann G, Kuhn HG, Gage FH: More hippocampal neurons in adult
mice living in an enriched environment. Nature 1997, 386:493-495.

van Praag H, Kempermann G, Gage FH: Running increases cell
proliferation and neurogenesis in the adult mouse dentate gyrus. Nat
Neurosci 1999, 2:266-270.

van Praag H, Shubert T, Zhao C, Gage FH: Exercise enhances learning and
hippocampal neurogenesis in aged mice. J Neurosci 2005, 25:8680-8685.
Keith BJ Franklin, George Paxinos: The mouse brain in stereotaxic coordinates,
Compact. third editionth edition. San Diego: Academic; (ISBN
9780123742445): levels 285, 315 and 335 were used for stereotaxic analysis
from http//www.hms.harvard.edu/research/brain/atlas.htm.

Minturn JE, Geschwind DH, Fryer HIL, Hockfield S: Early postmitotic
neurons transiently express TOAD-64, a neural specific protein. J Comp
Neurol 1995, 355:369-379.

Gaetano C, Matsuo T, Thiele CJ: Identification and characterization of a
retinoid acid-regulated human homologue of the unc-33-like
phosphoprotein gene (hUlip) from neuroblastoma cells. J Biol Chem 1997,
272:12195-12201.

Brown JP, Couillard-Després S, Cooper-Kuhn CM, Winkler J, Aigner L, Kuhn
HG: Transient expression of doublecortin during adult neurogenesis.

J Comp Neurol 2003, 467:1-10.

Ke Z, Yip SP, Li L, Zheng XX, Tong KY: The effects of voluntary,
involuntary, and forced exercises on brain-derived neurotrophic factor
and motor function recovery: a rat brain ischemia model. PLoS One 2011,
6:216643.

Monje ML, Toda H, Palmer TD: Inflammatory blockade restores adult
hippocampal neurogenesis. Science 2003, 302:1760-1765.

Hoffmann O, Mahrhofer C, Rueter N, Freyer D, Bert B, Fink H, Weber JR:
Pneumococcal cell wall-induced meningitis impairs adult hippocampal
neurogenesis. Infect Immun 2007, 75:4289-4297.

Tauber SC, Bunkowski S, Ebert S, Schulz D, Kellert B, Nau R, Gerber J:
Enriched environment fails to increase meningitis-induced neurogenesis
and spatial memory in a mouse model of pneumococcal meningitis.

J Neurosci Res 2009, 87:1877-1883.

Bagby GJ, Sawaya DE, Crouch LD, Shepherd RE: Prior exercise suppresses
the plasma tumor necrosis factor response to bacterial
lipopolysaccharide. J Appl Physiol 1994, 77:1542-1547.

Echchannaoui H, Leib SL, Neumann U, Landmann RM: Adjuvant TACE
inhibitor treatment improves the outcome of TLR2—/— mice with
experimental pneumococcal meningitis. BVMC Infect Dis 2007, 7:25.

Beran O, Dzupova O, Holub M: Cortisol kinetics in cerebrospinal fluid
during bacterial meningitis. J Clin Neurosci 2011, 18:1001-1002.
Kannangara TS, Lucero MJ, Gil-Mohapel J, Drapala RJ, Simpson JM, Christie
BR, van Praag H: Running reduces stress and enhances cell genesis in
aged mice. Neurobiol Aging 2010, 32:2279-2286.

Devine JM, Zafonte RD: Physical exercise and cognitive recovery in
acquired brain injury: a review of the literature. PM R 2009, 1:560-575.
Lima FD, Oliveira MS, Furian AF, Souza MA, Rambo LM, Ribeiro LR, Silva LF,
Retamoso LT, Hoffmann MS, Magni DV, Pereira L, Fighera MR, Mello CF,
Royes LF: Adaptation to oxidative challenge induced by chronic physical
exercise prevents Na+, K+ —ATPase activity inhibition after traumatic
brain injury. Brain Res 2009, 1279:147-155.

Rola R, Raber J, Rizk A, Otsuka S, VandenBerg SR, Morhardt DR, Fike JR:
Radiation-induced impairment of hippocampal neurogenesis is
associated with cognitive deficits in young mice. Exp Neurol 2004,
188:316-330.

Zhang CL, Zou Y, He W, Gage FH, Evans RM: A role for adult TLX-positive
neural stem cells in learning and behaviour. Nature 2008, 451:1004-1007.
Jessberger S, Clark RE, Broadbent NJ, Clemenson GD Jr, Consiglio A, Lie DC,
Squire LR, Gage FH: Dentate gyrus-specific knockdown of adult
neurogenesis impairs spatial and object recognition memory in adult
rats. Learn Mem 2009, 16:147-154.

Gould E, Beylin A, Tanapat P, Reeves A, Shors TJ: Learning enhances adult
neurogenesis in the hippocampal formation. Nat Neurosci 1999,
2:260-265.

37.

38.

39.

40.

41.

42.

43.

45.

46.

47.

48.

49.

Page 10 of 10

Dupret D, Revest JM, Koehl M, Ichas F, De Giorgi F, Costet P, Abrous DN,
Piazza PV: Spatial relational memory requires hippocampal adult
neurogenesis. PLoS One 2008, 3:21959.

Kempermann G, Gage FH: Genetic determinants of adult hippocampal
neurogenesis correlate with acquisition, but not probe trial performance,
in the water maze task. fur J Neurosci 2002, 16:129-136.

Dobrossy MD, Drapeau E, Aurousseau C, Le Moal M, Piazza PV, Abrous DN:
Differential effects of learning on neurogenesis: learning increases or
decreases the number of newly born cells depending on their birth
date. Mol Psychiatry 2003, 8:974-982.

Raber J, Rola R, LeFevour A, Morhardt D, Curley J, Mizumatsu S, VandenBerg
SR, Fike JR: Radiation-induced cognitive impairments are associated with
changes in indicators of hippocampal neurogenesis. Radiat Res 2004,
162:39-47.

Madsen TM, Kristjansen PE, Bolwig TG, Wortwein G: Arrested neuronal
proliferation and impaired hippocampal function following fractionated
brain irradiation in the adult rat. Neuroscience 2003, 119:635-642.

Meshi D, Drew MR, Saxe M, Ansorge MS, David D, Santarelli L, Malapani C,
Moore H, Hen R: Hippocampal neurogenesis is not required for
behavioral effects of environmental enrichment. Nat Neurosci 2006,
9:729-731.

Kowalczyk A, Filipkowski RK, Rylski M, Wilczynski GM, Konopacki FA, Jaworski
J, Ciemerych MA, Sicinski P, Kaczmarek L: The critical role of cyclin D2 in
adult neurogenesis. J Cell Biol 2004, 167:209-213.

Shors TJ, Townsend DA, Zhao M, Kozorovitskiy Y, Gould E: Neurogenesis
may relate to some but not all types of hippocampal-dependent
learning. Hippocampus 2002, 12:578-584.

Snyder JS, Hong NS, McDonald RJ, Wojtowicz JM: A role for adult
neurogenesis in spatial long-term memory. Neuroscience 2005,
130:843-852.

Van der Borght K, Wallinga AE, Luiten PG, Eggen BJ, VanderZee EA: Morris
water maze learning in two rat strains increases the expression of the
polysialylated form of the neural cell adhesion molecule in the dentate
gyrus but has no effect on hippocampal neurogenesis. Behav Neurosci
2005, 119:926-932.

Saxe MD, Battaglia F, Wang JW, Malleret G, David DJ, Monckton JE, Garcia
AD, Sofroniew MV, Kandel ER, Santarelli L, Hen R, Drew MR: Ablation of
hippocampal neurogenesis impairs contextual fear conditioning and
synaptic plasticity in the dentate gyrus. Proc Natl Acad Sci 2006,
103:17501-17506.

Burger C: Region-specific genetic alterations in the aging hippocampus:
implications for cognitive aging. Front Aging Neurosci 2010, 2:140.
Vorhees CV, Williams MT. Morris water maze: procedures for assessing
spatial and related forms of learning and memory. Nat Protoc 2006,
1:848-848.

doi:10.1186/1742-2094-9-168

Cite this article as: Liebetanz et al.: Pre-infection physical exercise
decreases mortality and stimulates neurogenesis in bacterial meningitis.
Journal of Neuroinflammation 2012 9:168.

~
Submit your next manuscript to BioMed Central
and take full advantage of:
e Convenient online submission
¢ Thorough peer review
* No space constraints or color figure charges
¢ Immediate publication on acceptance
¢ Inclusion in PubMed, CAS, Scopus and Google Scholar
* Research which is freely available for redistribution
Submit your manuscript at ) -
www.biomedcentral.com/submit ( BiolVied Central
J




	Abstract
	Introduction
	Material and methods
	Mouse model and experimental design
	Morris water maze
	Assessment of bacterial titers, cytokine and corticosterone levels
	Immunohistochemistry
	In situ tailing
	Quantification of immunoreactive cells
	Statistical analysis

	Results
	Voluntary &b_k;wheel-&e_k;&b_k;running&e_k; activity four weeks prior to infection

	link_Fig1
	Motor performance
	Inflammatory reaction during bacterial meningitis
	Running increased neurogenesis in the dentate gyrus of the hippocampal formation in the absence of meningitis
	Four weeks of running did not change proliferation but the density of dentate granule cells expressing early neuronal markers

	Exercise increased survival time and decreased mortality in bacterial meningitis
	Four weeks of running prior to meningitis increased survival time in &b_k;short-&e_k;&b_k;term&e_k; experiments
	Two weeks of running prior to meningitis decreased mortality in &b_k;long-&e_k;&b_k;term&e_k; experiments

	Proliferation and synthesis of young neurons in the dentate gyrus four days after bacterial meningitis (short-term experiments)
	No evidence for &b_k;exercise-&e_k;&b_k;induced&e_k; proliferation four days after meningitis
	Exercise stimulated expression of &b_k;TUC-&e_k;&b_k;4&e_k; and Dcx in the dentate gyrus after meningitis
	No evidence of axonal damage or increased neuronal apoptosis after running

	Changes in hippocampal neurogenesis seven weeks after bacterial meningitis (long-term experiments)
	Exercise did not increase the number of proliferating cells in the dentate gyrus
	No change in the number of &b_k;Dcx-&e_k;&b_k;expressing&e_k; cells in the dentate gyrus seven weeks after meningitis
	Higher proportion of BrdU/NeuN &b_k;co-&e_k;&b_k;labeled&e_k; cells after exercise


	link_Fig2
	link_Fig3
	link_Fig4
	Morris water maze task

	Discussion
	Competing interests
	Acknowledgments
	Author details
	Authors&rsquo; contributions
	References
	link_CR1
	link_CR2
	link_CR3
	link_CR4
	link_CR5
	link_CR6
	link_CR7
	link_CR8
	link_CR9
	link_CR10
	link_CR11
	link_CR12
	link_CR13
	link_CR14
	link_CR15
	link_CR16
	link_CR17
	link_CR18
	link_CR19
	link_CR20
	link_CR21
	link_CR22
	link_CR23
	link_CR24
	link_CR25
	link_CR26
	link_CR27
	link_CR28
	link_CR29
	link_CR30
	link_CR31
	link_CR32
	link_CR33
	link_CR34
	link_CR35
	link_CR36
	link_CR37
	link_CR38
	link_CR39
	link_CR40
	link_CR41
	link_CR42
	link_CR43
	link_CR44
	link_CR45
	link_CR46
	link_CR47
	link_CR48
	link_CR49

