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Abstract: Inflammation plays a central role in the development of neonatal brain injury. The alpha 7
nicotinic acetylcholine receptor («7nAChR) can modulate inflammation and has shown promising
results as a treatment target in rodent models of adult brain injury. However, little is known about
the role of the x7nAChR in neonatal brain injury. Hypoxic-ischemic (HI) brain injury was induced
in male and female C57BL/6 mice, x7nAChR knock-out (KO) mice and their littermate controls on
postnatal day (PND) 9-10. C57BL/6 pups received i.p. injections of x7nAChR agonist PHA 568487
(8 mg/kg) or saline once daily, with the first dose given directly after HI. Caspase-3 activity and
cytokine mRNA expression in the brain was analyzed 24 h after HI. Motor function was assessed 24
and 48 h after HI, and immunohistochemistry was used to assess tissue loss at 24 h and 7 days after
HI and microglial activation 7 days after HI. Activation of «7nAChR with the agonist PHA 568487
significantly decreased CCL2/MCP-1, CCL5/RANTES and IL-6 gene expression in the injured brain
hemisphere 24 h after HI compared with saline controls in male, but not female, pups. However,
a7nAChR activation did not alter caspase-3 activity and TNFe, IL-1p3 and CD68 mRNA expression.
Furthermore, agonist treatment did not affect motor function (24 or 48 h), neuronal tissue loss (24 h
or 7 days) or microglia activation (7 days) after HI in either sex. Knock-out of «7nAChR did not
influence neuronal tissue loss 7 days after HI. In conclusion, targeting the 7nAChR in neonatal brain
injury shows some effect on dampening acute inflammatory responses in male pups. However, this
does not lead to an effect on overall injury outcome.

Keywords: hypoxia-ischemia; neonatal mice; brain injury; alpha 7 nicotinic acetylcholine receptor;
inflammation

1. Introduction

Hypoxic-ischemic encephalopathy (HIE) affects 1 to 8 in every 1000 newborns in high
income countries, and as many as 26 in 1000 in low and middle income countries [1]. Brain
injuries observed with HIE are associated with decreased supply of blood and oxygen to the
brain. This can give rise to a number of complications, such as cerebral palsy (CP), mental
retardation and death [2]. In the last decade, hypothermic treatment has been introduced,
which decreases the mortality and risk for severe complications [3-5]. However only one
in eight newborns respond to this treatment [5], and it is therefore of great importance to
find adjuvant therapeutic strategies.

Inflammation plays an important role in the development of neonatal brain injury [6].
Neonatal HIE activates an inflammatory response [7,8], and anti-inflammatory treatments
have been proposed as a potential therapeutic strategy [9]. Microglia is the main immune
cell of the nervous system and contributes to homeostasis and immunosurveillance. Upon
pathological conditions in the brain, such as HIE, microglia rapidly become activated and
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turn into a more amoeboid phenotype, presenting antigens, secreting cytokines and other
inflammatory mediators [10].

The alpha 7 nicotinic acetylcholine receptor (x7nAChR) is a homopentameric nicotinic
receptor consisting of five a7 subunits. In the central nervous system, it is expressed by
neurons as well as glial cells and is involved in cognition and memory. Several studies
have shown that the receptor display neuroprotective properties [11,12], while decreased
receptor expression has been linked to neurological disorders, such as Alzheimer’s diseases
and schizophrenia [13]. Despite being classified as a neuronal nicotinic receptor, x7nAChR
is also expressed on immune cells, where it acts as a key mediator in the cholinergic anti-
inflammatory pathway and can modulate immune responses [14]. Due to this dual effect of
anti-inflammation and neuroprotection, it has been proposed as a possible target for stroke
treatment in adults, and several studies have shown promising results for agonist treatment
in male rodents [15,16]. However, a study in a murine model of preterm excitotoxic brain
injury showed that «7nAChR activation worsened the injury, while a7nAChR ablation
was neuroprotective [17]. While the number of publications of a7nAChR treatment in
adult brain injury is increasing, knowledge of a7nAChR in neonatal brain injury remains
sparse. To the best of our knowledge, all studies of «*7nAChR treatment in adult brain
injury [15,16,18-21] have so far been carried out in male subjects only, or in the case of
the preterm excitotoxic injury [17], in mixed sex cohorts. In this study, we investigated
the effect of xX7nAChR stimulation and ablation on inflammation and injury in a model of
neonatal hypoxic-ischemic (HI) brain injury in male and female mice separately.

2. Methods
2.1. Experimental Design

To investigate the role of the alpha 7 nicotinic acetylcholine receptor («7nAChR) in
neonatal hypoxic-ischemic (HI) brain injury, male and female mice pups were subject to
hypoxic-ischemic brain injury on postnatal day (PND) 9-10. To investigate the effect of
a7/nAChR activation, C57BL/6 pups were injected intraperitoneal (i.p.) with either the
a7/nAChR agonist PHA 568487 (8 mg/kg) or corresponding volume of saline (0.9%) once
daily until sacrifice (Figures la and 2a), and «7nAChR knock-out mice were used to study
if absence of «7nAChR had an effect on neonatal HI brain injury (Figure 3a). For analysis
of acute immune responses, apoptosis and tissue loss, brains were collected from pups
sacrificed 24 h after HI (PND10-11). For analysis of neuronal tissue loss and microglial
activation, brains were collected from pups sacrificed 7 days after HI (PND16-17). Agonist-
and saline-treated mice were tested for motor function 24 and 48 h after HI.
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Figure 1. x7nAChR activation decreases CCL2/MCP-1, CCL5/RANTES and IL-6 gene expression
in the brain in male mice 24 h after neonatal hypoxia-ischemia. (a) Experimental timeline. Male
(left; n = 13-14 per group) and female (right; n = 13 per group) C57BL/6 pups were subject to HI
on PND9-10 immediately followed by i.p. injections with either xX7nAChR agonist PHA 568487
(8 mg/kg, black) or saline (gray) and then sacrificed 24 h after HI. (b,c) mRNA expression of cerebral
Chrna7 (b) and CCL2/MCP-1, CCL5/RANTES, IL-6, TNFe, IL-13 and CD68 (c) in the injured (ipsi)
and non-injured (contra) hemisphere 24 h after HI, analyzed with qPCR. Data are expressed as

2 —AACT

, where the average of the contralateral hemisphere of the saline group was used as the control

(n = 6-8/group). (d) Protein levels of TNFo measured with ELISA. (e) Caspase-3 activity in the brain
24 h after HI in the injured (ipsi) and non-injured (contra) hemisphere. Data were analyzed with
one-way ANOVA followed by Sidak’s multiple comparison test and are expressed as mean £+ SEM.
p < 0.05 was considered significant. * p < 0.05, ** p < 0.01, *** p < 0.001, **** p < 0.0001.
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Figure 2. x7nAChR activation does not affect tissue loss, microglial activation or motor function in
neonatal hypoxic-ischemic brain injury. (a) Experimental timeline. Male (left) and female (right) pups
were subject to hypoxia ischemia (HI) on postnatal day (PND) 9-10 and received i.p. injections once
daily with either a7nAChR agonist PHA 568487 (8 mg/kg; black) or saline (gray) until sacrifice 24 h
(n = 6-8 per group) or 7 days (n = 13-16 per group) after HI. (b) Tissue loss volume (%) in the brain
24 h (left) and 7 d (right) after HI. (c,d) Areal tissue loss (%) at different coronal levels (caudal-rostral
direction) of the brain 24 h (c) and 7 d (d) after HI. Representative micrographs (1.25x) of coronal
sections (level 1) stained with the neuron dendrite marker MAP2. (e) Representative micrographs
(20x) of hippocampus in the injured hemisphere 7 d after HI in sections (level 2) stained with the
microglia/monocyte marker Iba-1. Bar graphs show microglial activation score in different regions of
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injured hemisphere 7 days after HI. (f) Recorded time in negative geotaxis (left) and surface righting
test (right) 24 and 48 h after HI. HI: hypoxia-ischemia; PND: postnatal day; CTX1-2: cortex, PYR:
pyriform cortex, SN: substantia nigra, MB: midbrain, HIP: hippocampus, TH: thalamus, STR: striatum.
Data in (c,d) is analyzed with two-way analysis of variance with experimental day as nuisance factor
and expressed as estimated marginal means & SEM. Data in (e,f) are expressed as mean + SEM.
p < 0.05 was considered significant. * p < 0.05, ** p < 0.01, *** p < 0.001. Scale bar: 2 mm.
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Figure 3. Knock-out of «7nAChR does not affect tissue loss in neonatal hypoxic-ischemic brain injury.
(a) Experimental timeline. Male (left; n = 7-13 per group) and female (right; n = 12-13 per group)
a7nAChR knock-out (KO; black) and wild-type (WT) littermate control (gray) pups were subject to
hypoxia-ischemia (HI) on postnatal day (PND) 9-10, and sacrificed after 7 days. (b) Representative
micrographs (1.25x) of coronal sections (level 1) stained with the neuron dendrite marker MAP2.
(c) Areal tissue loss (%) at coronal levels (caudal-rostral direction) of the brain 7 d after HI. (d) Tissue
loss volume (%) in the brain 7 d after HI. Data are expressed as mean 4 SEM. p < 0.05 was considered
significant. Scale bar: 2 mm.

2.2. In Vivo Procedures and Treatment
2.2.1. Animals

C57BL/6 mice were bred in-house with breeding pairs originally purchased from
Janvier Labs (Janvier Labs, Le Genest-Saint-Isle, France). Alpha 7 nicotinic acetylcholine
receptor heterozygote mice (B6.12957-Chrna?7 tm1Bay/J, «7nAChR*/~) were obtained
from the Jackson Laboratory (Bar Harbor, ME, USA) and bred in-house. «7nAChR~/~ and
littermate «7nAChR*/* mice were used in the current study. Genotypes were confirmed
using the genotyping protocol available from Jackson Laboratory, including primers for
both knock-outs and wild types. Animals were kept on a 12 h/12 h light/dark cycle with
unlimited access to laboratory chow and water. All experiments in this study were in
compliance with ethical permission approved by the Regional Animal Ethics Committee
of Gothenburg, in accordance with the European Communities Council Directives of
22 September 2010 (2010/63/EU).

2.2.2. Hypoxia-Ischemia

Neonatal hypoxic-ischemic (HI) brain injury was induced as previously described [22,23].
In brief, male and female pups (PND9-10) were anesthetized using isoflurane 5% (Attane
vet, VM Pharma, Stockholm, Sweden). The left common carotid artery was ligated using a
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silk 7/0 suture and the incision was closed using Vetbond tissue adhesive (3M, Saint Paul,
MN, USA). Following the surgery, which lasted less than 5 min, pups were returned to the
dam for 1 h of recovery. The pups were then placed in a chamber kept at 36 °C (10 min air,
50 min 10% Oy, 10 min air), after which they were returned to their home cage. PND9-10
was chosen as brain development in mice at this age corresponds approximately to that of
human term infant [24].

2.2.3. Treatment

The «7nAChR selective agonist PHA 568487 [25] (Tocris, Abingdon, UK) was used to
study the effect of x7nAChR stimulation on neonatal HI brain injury. C57BL/6 pups were
injected with i.p. PHA 568487 (8 mg/kg) or saline (0.9%, Apoteket AB, Solna, Sweden)
immediately following HI at PND 9-10, and then once daily for 1 week until sacrifice.

2.3. Behavioral Assessments of Motor Function

Negative geotaxis and surface righting tests [26] were used to investigate the effect of
a7nAChR stimulation on motor function after HI. Assessments were performed 24 and
48 h after HI. Replicates of surface righting and negative geotaxis were altered, with 5 min
of rest given between each replicate. The surface righting test assesses the pups’ ability to
right themselves from their back to regular standing position. Pups were placed on their
back on a flat surface and the time and direction (left/right) for righting was recorded.
Measurements were recorded in triplicates for each time point, and the mean value for each
time point was used for further analysis. The negative geotaxis test assesses the pup’s ability
to right themselves on an angled surface (approximately 45°) as described previously [26].
The time was measured for them to turn around to upward facing position. Measurements
were run in triplicates for each timepoint, and the value for best performance was used for
further analysis.

2.4. Sacrifice and Tissue Harvest

Pups were sacrificed 24 h (protein, RNA analysis and immunohistochemistry) or
seven days (immunohistochemistry) after HI by intraperitoneal injection of an overdose
of pentobarbital (APL, Stockholm, Sweden) (Figures 1a, 2a and 3a). Mice were imme-
diately perfused intracardially with saline to clear blood vessels from blood, and mice
used for immunohistochemistry were further perfused with Histofix (Histolab, Askim
Sweden). Brain hemispheres used for RNA and protein analysis were isolated in cryo
tubes and immediately frozen in liquid nitrogen and stored at —80 °C. Brains used for
immunohistochemistry were carefully dissected out and immersion fixed in Histofix until
dehydration.

2.5. Protein and RNA Analysis

Frozen hemispheres collected 24 h after HI were lightly thawed and homogenized in
500 uL of cold RNAse-free PBS using a hand homogenizer. Brain homogenate was then
further processed for protein measurement or immediately frozen on dry ice and stored
at —80 °C until RNA preparation. Five hundred microliters of homogenization buffer
(1% protease inhibitor cocktail, P8340; 10 mM EDTA; 2% Triton X-100; in PBS) was added
to the remaining homogenate, sonicated, centrifuged (10,000 g, 4 °C, 10 min) and the
supernatant stored at —80 °C until protein analysis.

2.6. Caspase-3 Activity Assay

Activity of caspase-3 was measured to evaluate the effect of ®7nAChR activation
on apoptosis after HI as previously described [27]. In brief, cleavage of the caspase sub-
strate Ac-DEVD-AMC (#5AP3171-v, Peptide Institute, Osaka, Japan) was measured in
homogenate supernatants of cerebral hemispheres collected 24 h after HI. Samples were
analyzed in a 96-well plate with a Spectramax Gemini plate reader at an excitation wave-
length of 380 nm and emission wavelength of 460 nm. The maximal cleavage rate was
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normalized to protein concentration from BCA assay measurement and expressed as pmol
AMC/mg protein and minute.

2.7. ELISA

ELISA was used to measure the protein level of the pro-inflammatory cytokine TNF-
« in homogenate supernatants from cerebral hemispheres collected 24 h after HI. The
ELISA MAX™ Standard Set Mouse TNF-o kit (BioLegend, San Diego, CA, USA) was used
according to the manufacturer’s protocol.

2.8. QPCR

RNA was extracted from cerebral hemispheres homogenized in RNAse-free PBS using
the RNeasy Lipid Tissue Mini Kit (Qiagen GmbH, Hilden, Germany), and the RNA con-
centration was measured with NanoDrop (Thermo Fisher Scientific, Waltham, MA, USA).
QuantiTect Reverse Transcription Kits (Qiagen GmbH, Hilden, Germany) were utilized for
c¢DNA synthesis according to manufacturer’s protocol. cDNA was analyzed with real-time
PCR on a LightCycler 480 (Roche Diagnostics GmbH, Mannheim, Germany) as previously
described [28]. Melting curves were analyzed for confirmation of single PCR products.
Samples were run in duplicates, and samples with an intersample difference of >0.75 cycle
were excluded. Primers for «7nAChR encoding gene, Chrna7 (Forward: 5 to 3’ GCATGAA-
GAGGCCGGGAGAGGACAAG, Reverse: 5’ to 3’ GTGTGTGGTCGTTTGGCCTGCTCCC;
Invitrogen, Carlsbad, CA, USA) and cytokines, chemokines and immune cell marker TNF-
«, IL-6, CCL2, CCL5 and CD68 (Qiagen GmbH, Hilden, Germany) and IL-1(3 (Forward:
AATGAAAGACGGCACACCCA, Reverse: TGCTTGTGAGGTGCTGATGT; Invitrogen,
Carlsbad, CA, USA) was used. Expression levels of target genes were normalized to the
target gene Gapdh (Qiagen GmbH, Hilden, Germany), and presented as 2~ 24T, where
ACT = CTtarget gene — CTreference gene and AACT = ACTsample - ACTaverage control group* The
values for each sample were then normalized to total cDNA in the sample, measured with
the QUANT-IT™ OLIGREEN ssDNA assay kit (Invitrogen, Carlsbad, CA, USA), according
to the manufacturer’s instructions [29]. The non-injured hemisphere of the saline group
was used as the control.

2.9. Immunohistochemistry

Brains were immersed in ethanol (70%) for 1.5 h, dehydrated and embedded in paraffin.
Embedded brains were sectioned on a microtome in a caudal-rostral direction and 8-um
coronal sections collected on Superfrost Plus slides (VWR international, Radnor, PA, USA)
at 3 levels with 400 um between the first section of each level.

2.10. Neuron and Microglia Staining

Sections were de-paraffinized in a graded series of xylene followed by re-hydration
in decreasing concentrations of ethanol and boiled in citrate buffer (pH 6) for 10 min
for antigen retrieval. Peroxidases were blocked by HyO, (3%) treatment for 10 min. To
block unspecific binding, sections were treated with 3% horse serum (for MAP2 staining)
or 4% goat serum with 0.1% Triton-X100 (for Iba-1 staining) for 30 min. Sections were
then incubated overnight at 4 °C with primary antibody: microtubulin-associated protein
2 (MAP2; clone HM-2, 1:1000; Sigma-Aldrich, St. Louis, MS, USA) or ionized calcium-
binding adapter molecule 1 (Iba-1; 1:2000, Cat# 019-19741; Fujifilm Wako Chemicals U.S.A.
Corporation, Richmond, VA, USA), and then incubated in corresponding biotinylated
secondary antibodies (Vector Laboratories, Burlingame, CA, USA) for 60 min at room
temperature.

After incubating sections with Vectastain ABC Elite (Vector Laboratories, Burlingame,
CA, USA), they were developed with 0.5 mg/mL of 3,3-diaminobenzidine enhanced with
15 mg/mL ammonium nickel sulfate, 2 mg/mL 3-D-glucose, 0.4 mg/mL ammonium
chloride and 0.01 mg/mL f -glucose oxidase. Sections were then de-hydrated in a graded
series of ethanol and xylene and mounted using Pertex mounting medium (Histolab, Askim



Biomedicines 2022, 10, 2023

8 of 14

Sweden). All chemicals were purchased from Sigma-Aldrich (St. Louis, MS, USA) unless
otherwise stated.

2.11. Quantification of Brain Injury and Microglial Scoring

All quantifications and scoring were performed in a blinded manner. Images of
sections were captured using a light microscope. MAP2-stained areas in each hemisphere
were measured using Image] 1.51j8 (http:/image].nih.gov/ij, National Institutes of Health,
Bethesda, MD, USA). Tissue loss was calculated by subtracting the MAP-2 positive area of
the ipsilateral hemisphere from the contralateral hemisphere and expressed as percentage
tissue loss of the non-injured hemisphere. The volume of the tissue loss was calculated as
Vinjury = Veontra — Vipsi where V = XA-T, A is the MAP2-stained section of the hemisphere
at each level and T is the distance between levels (400 pm), including the thickness of the
section [23]. Microglia scoring was performed using a modified version of a previously
described scoring system [30,31]. In brief, brain regions, including upper and lower
cortex, pyriform cortex, hippocam-pus, midbrain, substantia nigra, thalamus and striatum,
were given a score 0-4 based on microglial phenotype and accumulation (Supplementary
Figure S1). In brief, using a light microscope at 20 x, multiple sections of selected regions
(upper cortex, mid cortex, pyriform cortex, substantia nigra, midbrain, hippocampus,
thalamus and striatum) were given a score between 0 and 4 based on microglial morphology
and accumulation, from which a mean was calculated for each region. The overall mean
score was calculated as the mean value of all regional scores in each animal.

2.12. Statistical Analyses and Visualization

Analysis of mRNA, protein levels and caspase-3 activity were performed in GraphPad
Prism (version 9.1.1 for Windows, GraphPad Software, San Diego, CA, USA). Normal
distribution was tested using Shapiro-Wilk and statistical test chosen accordingly. The
variance homogeneity was examined with Levene’s test. RNA and protein measurements
24 h after HI data were analyzed using one-way ANOVA followed by Sidak’s multiple
comparison test. Analysis of tissue loss, microglial activation, animal weights and behavior
was performed using SPSS software (IBM SPSS Statistics for Windows, version 26; IBM,
Armonk, NY, USA). Measurements of tissue loss, microglial activation, and weights were
analyzed with two-way ANOVA with experimental day as nuisance factor. For analysis
of behavioral data, negative geotaxis time was compared using Mann-Whitney U test for
two independent groups (saline and PHA) for each day (24 and 48 h after HI), and righting
direction scores were analyzed with Pearson’s chi-squared test. For analysis of alteration in
behavioral data between experimental days (24 and 48 h after HI) within each group, two-
tailed paired t-test was used. All graphs were generated using GraphPad Prism (version
9.1.1 for Windows, GraphPad Software, San Diego, CA, USA). The number of mice used
per experiment and other specific statistical details are stated in the figure legends. p < 0.05
was considered significant. Graphic illustrations were created using BioRender.com.

3. Results
3.1. Activation of «7nAChR Does Not Alter a7nAChR mRNA Expression in the Brain

Using qPCR, the gene coding for a7nAChR, Chrna7, was measured 24 h after HI
to investigate whether hypoxia ischemia (HI) and/or agonist stimulation would affect
expression of the receptor (Figure 1a). There was no difference in X7nAChR expression in
the injured hemisphere compared with the non-injured hemisphere in either of the groups
24 h after HI. Furthermore, ®7nAChR agonist PHA 568487 did not alter gene expression of
the a7nAChR (Figure 1b).

3.2. Activation of x7nAChR Decreases Gene Expression of CCL2, CCL5 and IL-6 24 h in the Brain
24 h after Hypoxia Ischemia in Male Pups

To investigate the acute effect of x7nAChR activation on inflammation in neonatal
brain injury, mRNA expression of common pro-inflammatory cytokines was measured
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in the brain 24 h after HI. HI injury per se increased the expression of CCL2/MCP-1,
CCL5/RANTES, IL-6, TNF-« and microglia/macrophage marker CD68 in both male and
female mice, whereas expression of IL-13 was not significantly altered (Figure 1c). In
male, but not female pups, mRNA expression of CCL2, CCL5 and IL-6 was significantly
down-regulated in the injured hemisphere in pups receiving x7nAChR agonist PHA 568487
compared with controls receiving saline (Figure 1c).

3.3h TNFu, Caspase-3 Activity and Tissue Loss Is Not Altered by a7nAChR Agonist Treatment at
24

To further investigate inflammation and apoptosis, TNF«x protein levels and caspase-3
activity were analyzed in the brain 24 h after HI. The male PHA group and the female
saline group displayed increased TNF« protein levels in the injured hemisphere compared
with the non-injured side. However, there were no significant differences between the
treatment groups (Figure 1d). HI significantly increased caspase-3 activity in male mice.
A similar pattern was seen in female mice, but did not reach significance. Activation of
a7nAChR did not affect caspase-3 activity in either sex (Figure le).

3.4. «7nAChR Activation Does Not Affect Tissue Loss or Microglial Activation in Neonatal
Hypoxic Ischemic Brain Injury

To investigate the effect of a7nAChR activation on tissue loss, the injured area was
quantified in sections from brains collected 24 h and 7 days after HI, stained with the
neuron dendrite marker MAP2 (Figure 2a). There was no difference in tissue loss (%)
between groups treated with *7nAChR agonist PHA 568487 and saline controls in total
injured volume (Figure 2b) or in the three analyzed levels in either sex, not at 24 h or after
7 days (Figure 2¢,d). To further evaluate the effect of xX7nAChR activation on inflammation
after HI, microglial activation was scored in Ibal-stained sections of the brain collected
7 days after HI. There was no difference in microglial activation in any of the analyzed
regions (cortex, pyriform cortex, substantia nigra, hippocampus, midbrain, thalamus and
striatum) between pups receiving a7nAChR agonist and saline controls (Figure 2e).

3.5. Activation of a7nAChR Does Not Affect Motor Function or Weight Gain after HI

Negative geotaxis and surface righting were used as behavioral assessments to test the
effect of x7nAChR treatment on motor function. There was no difference in righting time in
the negative geotaxis between pups receiving «7nAChR agonist and pups receiving saline
in either of the sexes 24 or 48 h after HI (Figure 2f). Furthermore, there was no difference in
surface righting time in the negative geotaxis between the treatment groups in any of the
sexes (Figure 2f). No difference in weight gain was found between any of the groups in the
7 days following HI (data not shown).

3.6. Knock-Out of a7nAChR Does Not Affect Tissue Loss in Neonatal Hypoxic-Ischemic
Brain Injury

To further elucidate the role of X7nAChR in neonatal brain injury, tissue loss was mea-
sured in the brain in *7nAChR knock-outs (KO) and wild-type (WT) littermates following
HI (Figure 3a). Knock-out of «7nAChR did not affect tissue loss volume (Figure 3c) or areal
tissue loss at individual coronal levels (Figure 3d) in either sex.

4. Discussion

In the present study, we investigated the effect of a7nAChR stimulation on inflam-
matory responses and brain injury in neonatal mice. Agonist treatment with PHA 568487
decreased the mRNA expression of cerebral CCL2, CCL5 and IL-6 24 h after HI in male,
but not female, pups. However, a7nAChR stimulation did not change caspase-3 activity
24 h after HI nor have an effect on cerebral tissue loss or microglial activation 7 days after
HI, independent of sex. Furthermore, HI per se, nor agonist treatment, altered mRNA
expression of *7nAChR in the brain at the 24 h timepoint.
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In the periphery, the *7nAChR mediates its immune modulation mostly via expres-
sion on monocytes and macrophages [14,32]. The most profound effects of a7nAChR
activation are dampening cytokine release and production [14], but it can also effect phago-
cytosis [33].Within the CNS, a7nAChR is expressed by neurons and astrocytes. In neurons,
a7nAChR has an important role for regulating synaptic plasticity [34], and in astrocytes,
a7nAChR is suggested to protect against oxidative stress [35] as well as to dampen inflam-
mation [36]. Being the brain macrophage, microglia express «7nAChR [28]. Agonist stimu-
lation in primary microglia cultures have shown to decrease cytokine production [28,37,38],
highlighting an immune-modulatory role of a7nAChR also in microglial cells.

Inflammation plays a central role in the developing brain, both for the normal brain
development but also during pathological conditions, such as cerebral HI [39]. During HI
and other pathological conditions, microglia become activated, expressing co-stimulatory
markers [10,40] and secreting pro-inflammatory cytokines, such as TNF-«, IL-6 and IL-
1B [10,41]. These cytokines are found in CSF in HIE infants, and IL-1f levels in CSF
correspond to HIE severity in these babies [42]. Given the central roles of IL-6, TNF-oc and
IL-1B for microglia activation and the immune responses in the brain, we investigated
the expression of these genes and protein levels of TNF-« 24 h after HI. The HI insult,
per se, increased gene expression of CCL2/MCP-1, CCL5/RANTES, IL-6, TNF-« and
microglia/macrophage marker CD68 in the injured ipsilateral hemisphere regardless of
treatment; however, the effect was most profound in male mice. Several publications have
highlighted the temporal expression pattern of these cytokines, with its highest expression
around 6-12 h after HI, thereafter returning to levels in parity with the contralateral side
over the following 14 days [43-46]. Even though the increase in cytokine expression is
not as dramatic at 24 h as reported for earlier time points [44], our data confirm that these
cytokines are regulated in HI-induced brain injury.

Interestingly, CCL2/MCP-1, CCL5/RANTES and IL-6 gene expression were signif-
icantly decreased by PHA treatment 24 h after HI in male mice. Both CCL2/MCP-1
and CCL5/RANTES are upregulated during HI [7] and participate in the recruitment
of immune cells into the CNS after injury [47-49]. Thus, the decreased expression of
CCL2/MCP-1 and CCL5/RANTES indicate a possible effect of x7nAChR stimulation on
cell recruitment. However, when investigating the CD68 expression as a marker of periph-
eral monocytes/macrophages, we did not detect any difference of x7nAChR stimulation.
Indeed, CD68 can be expressed by both microglia and peripheral monocytes/macrophages,
and it is possible that the 24 h time point is too early for detecting an effect on peripheral
involvement.

In contrast to TNF-« and IL-1f3, IL-6 is considered a pleiotropic cytokine, with dual
roles in inflammation and neurogenesis [50,51]. While it activates microglia cells and
acts pro-inflammatory during the acute phase, it may also act as a neurotrophic mediator,
promoting neuronal survival after injury [50,52]. Given the relatively short time frame in
the study, it is more likely an acute anti-inflammatory effect we observed in male mice by
PHA treatment.

Apoptosis is an important regulator of normal brain development, tightly regulating
the formation of the CNS [53]. However, insults such as HI may trigger several types of cell
death, including both apoptosis and necrosis [53]. We investigated apoptosis by measuring
caspase-3 activation and found HI to increase caspase-3 activity in both male and female
mice to a similar level. In contrast, some studies have suggested females to mainly regulate
cell death through caspase-dependent pathways [54], while cell death in male mice has
been associated with inflammation-driven necrosis [55-57].

In addition to the differences in cell-death pathways between male and female mice,
there is an increasing number of studies highlighting sex differences in neonatal brain
injury development. Although this data is not conclusive, there seems to be an increased
susceptibility for male mice to develop larger brain injury compared to female mice [29].
This is also seen in humans, e.g., in children born extremely pre-term, cognitive function is
poorer in boys compared with girls [58]. Furthermore, *7nAChR have been reported to
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display a sexually dimorphic response when investigating hippocampal neurogenesis [59].
Given this background, we included both sexes when investigating the potential role of
a7nAChR stimulation in neonatal brain injury. However, we did not find any support
for «7nAChR to mediate sex-driven effects on brain injury, microglia activation or motor
function.

Stimulation of «7nAChR in adult brain injury models have been tested with PHA
568487 as well as other agonists/PAMs, such as PHA 543613 and PNU 282987, where
several studies demonstrate a beneficial effect on injury development [15,16,18-21], while
a previous study in our lab showed lack of effect of AR-R17779 in transient MCAO [31].
The agonist chosen for this study, PHA 568487, has shown promising results in models of
adult brain injury [20]. Nevertheless, in the current study, we do not find any evidence
for PHA 568487 to influence brain injury. The decrease in IL-6 and CCL2 in males by
agonist treatment 24 h after HI indicates an immunomodulatory effect; however, it is
insufficient to influence motor function or injury outcome. Interestingly, in one of the
studies of adult stroke [18], the beneficial effect of agonist treatment was independent
of an effect of inflammation; hence, other mechanisms of neuroprotection [19] may con-
tribute to the positive effect. Of note, the mechanisms in adult and neonatal brain injury
differ [60], and treatments that show promising results in adults may not have an effect
in the developing brain; in fact, they can even display an opposite response [61]. Indeed,
in a study by Laudenbach et al. [17] using an excitotoxic brain injury model, treatment
with the «7nAChR agonist GTS-21 worsened brain injury, whereas it was decreased in
a7nAChR knock-out mice. Although GTS-21 displays inhibitory effects on another nico-
tinic receptor, x432nAChR [62,63], and can have anti-inflammatory effects independent of
a7nAChR [64], the usage of «7nAChR knock-out mice clearly demonstrates a beneficial
effect of x7nAChR blockade in neonatal excitatory brain injury on PND4. To fully elucidate
the role of «7nAChR in neonatal brain injury, we also investigated brain injury in mice
lacking «7nAChR and their littermate controls. However, in the HI model, we do not see
any differences in brain injury between aZnAChR KO and littermate controls in males or
females.

The gene expression of the a7nAChR (Chrna?) is widespread throughout the brain,
with its highest expression in the hippocampus and cortex [31]. We have previously seen
that 7nAChR gene expression (Chrna7) in the injured hemisphere is not altered 24 h after
HI, compared to the contralateral hemisphere, whereas 3 days after HI, Chrna7 expression
is decreased [28]. In the current study, we can confirm our previous findings, i.e., that gene
expression of ®7nAChR is not changed 24 h post HI between the injured and non-injured
hemisphere, and that the expression is not altered by treatment with «7nAChR agonist
PHA 568487.

5. Conclusions

Despite a decrease in gene expression of inflammatory markers CCL2/MCP-1, CCL5/
RANTES and IL-6 in «7nAChR agonist-treated male mice 24 hours after neonatal brain
injury, we did not find any evidence for «7nAChR to influence overall injury outcome or
microglia activation in either male or female pups, neither by stimulation nor knock-out of
a/nAChR. Thus, in neonatal HI, x7nAChR does not seem to play a significant role in brain
injury processes.

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/biomedicines10082023/s1, Figure S1: Microglia scoring method.
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