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Abstract
The causal relation between hypertension and cerebral small vessel disease (cSVD) remains elusive, and appropriate animal
models are scarce. We aimed to assess the relevance of prolonged angiotensin II-induced hypertension in mice for the study
of cSVD.
Adult male C57BL/6 mice were continuously infused for 3 months with Angiotensin II (Ang II; 2 µg/kg/min, sc) or saline
(control) via osmotic minipumps. Blood pressure, neurological function, locomotor activity, and working memory (Y-maze
alternation task) were assessed throughout the study. Short-term memory performance (object location task) was measured
after 3 months of infusion. Blood–brain barrier (BBB) function was assessed by the presence of IgG leakage and quantiﬁed
in each brain area of interest. Microglial activation and myelin loss were studied in the areas of leakage.
Systolic blood pressure increased and remained elevated over the 3 months of Ang II infusion, while neurological scores
and locomotor activity did not change. Working memory performance was also not changed, yet short-term memory
performance was impaired in Ang II-treated mice compared to controls. While BBB leakages were present in both groups,
mainly in the neocortex, hippocampus, and cerebral nuclei, Ang II-treated mice showed greater leakage than control mice,
along with greater microglial density and soma size. Myelin loss was observed for the largest leaks.
Prolonged Ang II-induced hypertension is associated with large BBB leaks, microglial activation, myelin loss, and
memory dysfunction in the absence of stroke.
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Cognitive impairment and dementia are major disabilities.
The incidence rates of both are increasing due to population
aging [1]. The vascular contribution to the pathophysiology of
cognitive impairment has led to the concept of vascular
cognitive impairment (VCI), which encompasses all cognitive
disorders associated with cerebrovascular disease, from mild
cognitive impairment to frank dementia [2, 3]. Age-related
and vascular risk factor-related cerebral small vessel disease
are probably the most prevalent causes of VCI. Hypertension
is considered a major risk factor for the development of cerebral small vessel disease (cSVD) [4, 5]. Meta-analyzis of
studies on hypertensive patients with left ventricular hypertrophy has revealed a twofold risk of cognitive impairment
[6]. However, the contribution of hypertension to the pathological mechanism of cSVD remains elusive.
A recent review described all mouse models relevant to
the study of cardiovascular risk factors on brain structure
and cognition [7]. This review concluded that, although
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hypertension is considered the most important cause of
cerebrovascular disease, mouse models of chronic hypertension are scarce, and there is a strong need to characterize
those models in terms of cognitive function [7].
Apart from mice, hypertensive rats – spontaneously
hypertensive rats (SHR) and stroke-prone SHRs (SHR-SP)
– are well-described hypertensive models of cSVD [8–11].
However, cognitive testing and interpretation of cognitive
performance is difﬁcult in these models as both strains
exhibit behavioral features of attention-deﬁcit/hyperactivity
disorder [12–14]. Additionally, for studies of the impact of
hypertension on cognitive function, the control group
should be of the same strain as the experimental group,
which is not feasible with this model. The traditional use of
Wistar-Kyoto rats (WKY) as the normotensive control for
SHR and SHR-SP has been a matter of debate for decades
due to their biological variability [15, 16]. It has been
shown in several studies that young and aged WKY exhibit
similar or worse cognitive scores than SHR and much worse
scores than Sprague Dawley rats, another normotensive rat
model [12, 17, 18].
In this context, the use of the Ang II infusion model
appears to be a good alternative for the study of
hypertension-induced cognitive dysfunction, since the same
mouse strain is used in the normotensive and hypertensive
groups. This ensures the absence of potential adaptation
during development due to the characteristic genetic defects
in genetic models of hypertension. This model also has
another advantage in that minipumps can be implanted in a
variety of other mouse models (disease, transgenic, and
reporter). Previous studies that administered Ang II either
acutely (1–4 days) or subchronically (3–4 weeks) at a
standard dose (1 µg/kg/min) did not reveal any cognitive
dysfunction in adult mice [19]. However, with the use of a
higher dose of Ang II that induces malignant hypertension
(1.9 µg/kg/min), differences in learning abilities were found,
albeit only after 3 weeks of infusion [20]. The aim of the
present study was to assess the impact of a prolonged highdose Ang II infusion on BBB integrity and neuroinﬂammation and to determine its relevance to the study of
hypertension-related VCI.

Methods
Animals
The study was performed using 20 adult male C57BL/6
mice (Charles River, Sulzfeld, Germany) that were 3–
4 months old at the start of the experiments. The animals
were housed individually on a reversed light/dark cycle
(lights on from 7:00 PM to 7:00 AM), with food and water
available ad libitum. The mice were allowed to habituate to
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the environment for 2 weeks prior to the start of experiment.
The mice were weighed weekly. The animal experiments
were approved by the regulatory authority of Maastricht
University and were performed in compliance with the
national and European guidelines.

Angiotensin II infusion and blood pressure
measurement
Mice were infused with Ang II (2 µg/kg/min; Ang II;
n = 10) or saline (control; n = 10) subcutaneously via
osmotic minipumps (Alzet model 1004, Durect Corp.,
Cupertino, CA, USA). The minipumps were replaced every
4 weeks to maintain perfusion over 3 months. Three deaths
were observed in the Ang II group due to hemorrhage in the
ribcage. Systemic blood pressure was measured every 1–
2 weeks throughout the 3-month period with a tail cuff
(CODA, Kent Scientiﬁc) [21]. The mice were placed into a
restraint device and placed on a warming platform. The
animals were allowed to acclimate to the holder for 15 min
before the start of the measurement. Each recording session
consisted of 30 inﬂation–deﬂation cycles per set.

Behavioral tests
All behavioral testing was performed during the dark period
of the light/dark cycle under dim lighting conditions. The
Garcia neurological test was conducted weekly to assess
motor and behavioral deﬁcits indicative of major neurological damage such as stroke. In this composite neurological
examination, 6 tests were used to provide an overall score
on a scale from 0 to 18 points. To assess cognitive functioning, we used the Y-maze spontaneous alternation task
and object location task (OLT) to measure working memory
and short-term memory, respectively.
Spatial working memory was assessed with the Y-maze
spontaneous alternation task [22]. Brieﬂy, each mouse was
placed in a randomly selected starting arm of a Y-maze and
allowed to freely explore the arena for 6 min. The number
of arm entries and the locomotor activity were recorded for
each mouse using EthoVision (Noldus, Wageningen, The
Netherlands). A successful alternation, designated a “triad”,
was made if the mouse visited all 3 arms of the maze
consecutively. The alternation percentage was calculated as
the number of triads divided by the maximum possible
number of alternations per mouse (total number of arm
entries − 2) × 100. An alternation rate above 50% (the
chance-level probability of choosing the unfamiliar arm) is
indicative of a functional working memory.
Short-term spatial memory was tested using an OLT with a
1 h intertrial interval [22]. Brieﬂy, this 2-trial task consisted of
a learning (T1) trial and a test trial (T2). In T1, a set of two
identical objects were placed symmetrically in the middle of a
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circular arena, which the mouse was allowed to explore freely
for 4 min. After a 1 h interval spent in their home cage, the
mice were placed in the arena for T2; in this trial, which lasted
4 min, one of the objects (right or left) was moved to a different location (front or back), while all other stimuli were
kept the same. As rodents are naturally curious, they will
spend more time exploring the moved object than the stationary object if they remember the previous location. The
time spent exploring each object was scored manually on a
computer by an experimenter blind to the experimental
groups. Before the testing session, animals were habituated to
the empty arena and all objects and testing procedures for a
period of 1 week. Four different sets of objects were used, and
both the relocated object and its new location were varied;
these variables were randomized in a balanced manner across
groups and sessions to reduce any potential bias due to preference for a particular object or location. Exploration behavior and outcome measurements have been previously
deﬁned [22]. The discrimination index d2 assesses whether
the mouse spends more time at the novel location than at the
familiar location (the difference between location exploration
times divided by the total exploration time). Functional spatial
short-term memory is reﬂected by a d2 index higher than zero
(both objects equally explored) [22].

Tissue isolation
Mice were terminally anesthetized with pentobarbital
(150 mg/kg, I.P.). During sacriﬁce, blood was withdrawn
from the vena cava and collected into a tube precoated with
EDTA; the blood was then centrifuged at 1500 × g, 4 °C,
for 10 min to isolate plasma. Plasma was stored at −80 °C
prior to use. The animals were perfused intracardially with
Tyrode’s buffer followed by PFA 4% for 12 min at constant
pressure. Eyeballs were harvested for the isolation of retinas
as previously described [23]. The retinas were immersed in
PFA 4% for 1 h and transferred to PBS with sodium azide
until staining. Brains were collected at the same time,
immersed in PFA 4% overnight, and transferred to PBS
with sodium azide before slicing.

Immunohistochemistry
Brains were sliced coronally on a vibratome to a thickness
of 50 µm and stained using the free-ﬂoating section technique. For each immunohistochemical staining, 10 slices
per brain, representative of the whole brains, were stained
and analyzed. A ﬁrst series of brain slices was stained with a
rabbit anti-collagen IV antibody (1:500, overnight 4 °C,
Abcam 6586) and subsequently incubated with an Alexa
Fluor 488-conjugated donkey anti-rabbit antibody (1:400, 2
h RT, Thermo Fisher A21206) for vascular quantiﬁcation.
A second series of brain slices was stained with an antibody
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against IgG (Biotin SP AfﬁniPure Donkey Anti-Mouse IgG,
1:100, overnight, 4 °C, Jackson ImmunoResearch 715-065151) followed by an incubation with an Alexa Fluor® 647streptavidin conjugate (1:400, 1 h 30 min RT, Thermo
Fisher S32357) to assess the size and distribution of BBB
leakages. Simultaneously, a BrainStain Imaging Kit (1:300,
30 min RT, Thermo Fisher B34650) containing FluoroMyelin, NeuroTrace Nissl stain and DAPI was used for
better characterization of brain sections corresponding to
BBB leakages. A third series of brain slices was stained
with an antibody against microglia and macrophages (antiIba1 rabbit antibody, 1:1000, overnight 4 °C, Wako 01919741) by means of the ABC technique. Immunostaining
was developed by adding DAB solution to the brain slices.
A fourth series of brain slices was costained for IgG
(donkey anti-mouse IgG-AF488, 1:200, overnight 4 °C,
Thermo Fisher A21202) and myelin basic protein (MBP)
(rat anti-MBP, 1:500, overnight 4 °C, Millipore MAB386).
The anti-MBP antibody was revealed by incubation with a
secondary donkey anti-rat antibody coupled to biotin
(1:400, 1 h 30 min RT, Jackson Immunoresearch 712-065150) followed by an incubation with an Alexa Fluor® 594streptavidin conjugate (1:500, 1 h 30 min RT, Thermo
Fisher S-11227). Before each antibody incubation, the slices were washed in TBS-T, TBS, and TBS-T sequentially.
Flat-mounted retinas were stained with Alexa Fluor 488conjugated isolectin GS-IB4 (from Griffonia simplicifolia,
Thermo Fisher I21411, 20 µg/mL, overnight, 4 °C) to
visualize the retinal vasculature.

CNS vasculature
The vasculature was analyzed in the cerebral cortex, the
hippocampus and the thalamus using anti-collagen IV staining. Two brain slices were assessed per animal, and two zstacks of 20 µm were analyzed per slice and per area. As the
retinal vasculature is considered a clinically relevant vascular
bed for the study of the brain vasculature, two retinal layers
(the nerve ﬁber layer and the intermediate plexiform layer)
were also analyzed using the same protocol (Supplementary
Figure 2). Vascular density and junctions were assessed by
using a semiautomatic analyzis tool (AngioTool) [24]. The
following parameters were applied for the automatic analyzes:
diameter, 5–10; intensity, 35–255; remove small particles, 40;
ﬁll holes, 200 (for collagen IV-positive vessels); diameter, 2–
7; intensity, 50–255; remove small particles, 40; ﬁll holes,
200 (for isolectin B4-positive vessels).

Analyzes of IgG leakages, microglia, and myelin
integrity
Identiﬁcation of IgG leakages was performed morphometrically by one investigator, who was blinded to the
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experimental groups. IgG leakage was deﬁned as a signal
with an intense core and diffuse borders. All IgG leakages
were listed for each brain area (PFC, prefrontal cortex
encompassing the anterior cingulate area, the prelimbic area
and the infralimbic area; CX, neocortex; HIPP, hippocampus; THAL, thalamus; CN, cerebral nuclei – deﬁned by
Allen’s brain Atlas as encompassing the dorsal striatum,
ventral striatum, septum and amygdala nuclei). The ﬂuorescent signal of each leakage was then analyzed in ImageJ
to quantify the leakage size in mm2.
For the analyzis of microglial density and microglial
soma size, two ROIs of 200 × 200 µm were analyzed per
brain area per mouse. Each ROI was inverted in ImageJ
before being processed with WIS-NeuroMath software [25].
The following parameters were applied for the automatic
analyzes: noise level, 5; measure level, cell morphology;
segmentation type, threshold; minimal cell intensity, 90;
minimal area, 20; maximal area, 3850; minimal diameter, 4;
maximal axial ratio, 8; minimal neurite length, 5.
The corpus callosum, a myelin-rich area, was used to assess
potential changes in myelin composition due to hypertension.
Corpus callosum thickness and MBP signal intensity were
measured at 3 deﬁned locations in the medial corpus callosum
(bregma level: + 0.7 mm). The intensity of the myelin signal
was further examined in IgG-positive areas (MBPIgG+)
versus IgG-negative areas (MBPIgG−). Image stacks (x = 550;
y = 550; z = 30 µm) of leakages were acquired by confocal
microscopy (Leica TCS SPE). Maximum intensity projections
of the IgG (Alexa Fluor 488) and MBP (Alexa Fluor 594)
channels were generated in ImageJ. The change in myelin
signal intensity [(MBPIgG+)−(MBPIgG−)]/(MBPIgG−) was
compared between small to middle-sized leakages
(<0.05 mm2) and large to very large leakages (>0.05 mm2).

S. Foulquier et al.

signal. As indications for memory performance, the Y-maze
spontaneous alternation test (alternation rate %) and the OLT
(d2 index) were also subjected to one-sample t-tests, with
testing values set at chance levels of 50 and 0, respectively.
Statistical signiﬁcance was deﬁned by an alpha of 0.05, and
all tests were two-tailed. All statistical analyzes were conducted using GraphPad Prism (GraphPad Software, San
Diego, CA, USA).

Results
Body weight, blood pressure, behavior, and
cognitive function
Body weight was decreased by Ang II infusion and reached
26.7 ± 0.7 g in the Ang II group and 29.0 ± 0.4 g in the control
group at week 12 (Fig. 1a, pAngII < 0.05). Systolic blood
pressure increased following Ang II infusion and reached a
plateau above 190 mmHg after 4 weeks of infusion; this
plateau was maintained until the end of the study (Fig. 1b,
pAngII < 0.05). Neurological scores did not change throughout
the whole study (Garcia scores, Supplementary Figure 1), and
locomotor activity was not impaired by the Ang II infusion
(Fig. 1c, p = 0.25).
The alternation rate was signiﬁcantly above the chance
level in the control group and remained unchanged in the Ang
II group (Fig. 2a). In the object location task, the total
exploration time of both objects in T2 was similar in both
groups (Fig. 2b). However, the discrimination index d2 differed signiﬁcantly from zero in the control group, while it was
not different from zero in the Ang II group, which tended to
differ from the control group (Fig. 2c).

Chemicals

CNS vascular density

All chemicals were from Sigma-Aldrich (St. Louis, Missouri, USA) unless otherwise speciﬁed.

Vascular density and junction density were slightly but signiﬁcantly decreased by Ang II in all areas (pAngII < 0.05), but
post hoc analyzes did not reveal signiﬁcant decreases in the
cortex, the hippocampus or the thalamus (Fig. 3). Density was
signiﬁcantly decreased in both the nerve ﬁber layer and the
intermediate plexiform layer of the retina (Supplementary
Figure 2).

Statistical analyzes
Data were analyzed by the researchers in a blinded manner.
All data are presented as the mean and standard error of the
mean (SEM). Two-way analyzis of variance (ANOVA) was
performed to compare the interaction and the effects of groups
(control and Ang II) and time or brain areas (Systolic Blood
Pressure (SBP), locomotor activity, working memory,
cumulative latency, vascular density, junction density,
microglial density, microglial soma). Sidak’s correction was
applied to post hoc multiple comparisons. t-tests were used to
evaluate the effect of group on total exploration time, index
discrimination d2, vascular density, number of junctions,
leakage density, average leak size, and change in myelin

Blood–brain barrier leakage
The number of leaks did not differ between the control and
Ang II groups (Fig. 4b). However, the average size of IgG
leaks was 30 times larger in the Ang II group than in the
control group (Fig. 4a, c). The size distribution of IgG leaks
revealed a shift from small and middle-sized leaks (0–0.01,
0.01–0.05 mm2) in control mice to middle-sized, large,
and very large leaks in Ang II mice (0.01–0.5, 0.05–0.2,

Hypertension-induced cognitive impairment: insights from prolonged angiotensin II infusion in mice
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Fig. 1 Body weight, blood pressure, and locomotor activity. Progression of body weight (a), systolic blood pressure (b), and locomotor activities
(c) over time in control (empty boxes) and Ang II mice (full boxes). Arrows indicate days of minipump implantation. *pAngII < 0.05. n = 7–10 mice
per group

Fig. 2 Working and short-term memory performance progression of the alternation rate in the spontaneous Y-maze alternation task (a); total
exploration time (b), and discrimination index d2 (c) in the object location task at 12 weeks. Ang II (full boxes/bars), control (empty boxes/bars).
Signiﬁcant differences from chance level as indicated by a one-sample t-test are indicated by an asterisk, *p < 0.05. n = 7–10 mice per group

>0.2 mm2) (Fig. 4d). The observed leaks were localized in the
prefrontal cortex, neocortex, hippocampus, cerebral nuclei,
and thalamus. The average leak size was increased in the
neocortex, the hippocampus and the cerebral nuclei of Ang II
mice and differed signiﬁcantly from the control in the cerebral
nuclei (Fig. 4e, pint < 0.0001, parea < 0.0001, pAngII < 0.001).

Microglial activation
There was an overall difference between the control and
Ang II groups in microglial density (Fig. 5b, pint 0.03, parea
< 0.001, pAngII < 0.0001) as well as microglial soma size
(Fig. 5c, pint 0.42, parea < 0.001, pAngII < 0.0001). In the Ang
II group, the microglial density was increased in the neocortex, hippocampus and thalamus (posttest, p < 0.05), and
the soma size was increased in neocortex, hippocampus,
and cerebral nuclei (posttest, p < 0.05).

Myelin integrity
Neither the size of the corpus callosum nor the intensity of
the myelin signal was affected in the Ang II group
(Fig. 6). Small and middle-sized leaks (0–0.05 mm2) were
not associated with decreased myelin signal, while large
leaks (>0.05 mm2) were found to be associated with a
decrease (−29%, p < 0.05) in myelin content (Fig. 7).

Discussion
In the present study, we investigated the suitability of prolonged Ang II infusion as a way to mimic features of VCI.
We showed that blood pressure remained high throughout
the entire study, and we observed the presence of large BBB
leaks accompanied by microglial activation in several brain
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Fig. 3 Density of vessels and junction in the cerebral cortex, hippocampus, and thalamus. Vasculature stained for collagen IV (in green)
was analyzed with AngioTool software. Representative image of the
cortex (a); vascular density (%)in the control (empty bars) and Ang II
groups (full bars) in each area of interest (pint = 0.38; parea < 0.0001;
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pAngII = 0.02) (b); and junction density (number/mm2) in each area
of interest in the control (empty bars) and Ang II groups (full bars)
(pint = 0.87; parea < 0.0001; pAngII = 0.04) (c); CX neocortex, HIPP
hippocampus, THAL thalamus; n = 6–10 mice per group

Fig. 4 Blood–brain barrier leakages. Leakages identiﬁed by IgG-positive staining in brain slices from control and Ang II mice. a Representative
large (top, scale bar = 1 mm) and small leakages (bottom, scale bar = 150 µm); average leakage densities (b) and sizes (c) in control (empty bars)
and Ang II mice (full bars); d size distribution of BBB leakages; e average leakage size in each brain area of interest. PFC prefrontal cortex, CX
neocortex, HIPP hippocampus, CN cerebral nuclei, THAL thalamus. Multiple comparisons with Sidak correction, *p < 0.05. n = 7–10 mice per
group
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Fig. 5 Microglial activation. Representative pictures of Iba1-positive
cells in cortical areas of control (a, left column) and Ang II mice
(a, right column), in their raw state (a, upper row), after inversion
(a, middle row) and automatic analyzes using WIS-NeuroMath software (a, bottom row) (scale bar = 50 µm). Microglial densities (b) and

soma sizes (c) resulting from the automatic analyzis per brain
area. PFC prefrontal cortex, CX neocortex, HIPP hippocampus, CN
cerebral nuclei, THAL thalamus. Sidak’s multiple comparisons
posttest, *p < 0.05. n = 7–10 mice per group

areas, myelin loss for large leaks, and impairment of shortterm memory. Both BBB leakage and microglial activation
were evident mainly in the cerebral nuclei and the hippocampus, whereas the prefrontal cortex appeared to have
been relatively spared in this respect. This suggests that the
functional deﬁcits found in the present study were related
mainly to hippocampal and basal ganglia dysfunctions.
Thus, the model only partly mimics human cSVD, in which
cognitive decline is typically associated with lacunar
infarcts or microbleeds in subcortical areas (basal ganglia
and hemispheric white matter) [2, 26]. In the present model,
microbleeds were not observed (May Grünwald Giemsa,
data not shown).
While the cognitive function of young mice submitted
to a 4-week Ang II infusion (1 µg/kg/min) was not
impaired in a prior study [19], we were able to conﬁrm
this result only for working memory and not for shortterm memory, which was impaired at 6 months of age
after a prolonged infusion of Ang II. In addition to the

duration of infusion, the increase in blood pressure was
also greater in our study than in the previous one due to a
higher dose of Ang II (Ang II group in the present study,
SBP 196 mmHg; Ang II groups in Toth et al. [19], SBP ≈
150 mmHg). In a recent study, authors have shown that
mice that develop hypertension (2 weeks of Ang II infusion at 1 µg/kg/min + L-NAME treatment at 100 mg/kg
BW) exhibited normal cognitive function during a novel
object recognition task [27]. At 4 weeks of treatment,
short-term memory in this model was decreased, while
long-term memory was preserved. An additional daily
Ang II bolus (0.5 µg/kg BW s.c.) from 2 weeks onwards
led to impairment of both short- and long-term memory at
4 weeks. This highlights the possibility that Ang II infusion can be used to ﬁne-tune the severity of the model
depending on the dosage and duration of the infusion. In
our model, the prolonged blood pressure elevation
induced by Ang II resulted in a slight overall decrease in
cerebral vascular and vascular junction densities. This
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Fig. 6 Corpus callosum
integrity. Representative image
of myelin basic protein (MBP)
staining (a: whole brain slice;
b, c: medial corpus callosum in
control and Ang II mice,
respectively). d medial corpus
callosum thickness; e MBP
signal intensity in the medial
corpus callosum. n = 7–10 mice
per group

Fig. 7 Myelin content in BBB leakages Representative images of IgG
and MBP staining from small/middle-sized leakages (row a, < 0.05
mm2) and large/very large leakages (row b, > 0.05 mm2). Left column:
IgG staining (green). Middle column: MBP staining (red). Right

column: composite image. (Scale bar = 100 µm.) c change in MBP
signal in IgG+ vs IgG- areas grouped by leakage size. t-test; *p < 0.05.
n = 7–10 mice per group
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effect, however, was not signiﬁcant for individual areas as
observed in other studies [28]. In the retina, a similar (but
signiﬁcant) decrease was observed in both layers (Supplementary Figure 2), highlighting the relevance of the
retinal vasculature as an indicator of hypertensioninduced cerebrovascular remodeling. Although our
model consists of prolonged Ang II-induced hypertension,
the duration of the blood pressure elevation may not be
enough to lead to strong microvascular rarefaction (−10%
in cortex, p > 0.05; −20% in hippocampus, p > 0.05; −2%
in thalamus, p > 0.05). Another study has shown that
aging in combination with short Ang II infusion (4 weeks)
led to a similar decrease in capillary density (−10 to
−20% in cortical and hippocampal areas) [19]. We suggest that our prolonged Ang II approach may therefore
have a more profound effect in aged mice than in younger
mice.
Our results show that plasma components, including
IgG, penetrated into the brain through the damaged BBB
(Fig. 4). Leakage of plasma components may lead to neuroinﬂammation and, subsequently, to neuronal dysfunction
[29]. IgG can induce microglial activation by binding to
IgG Fc receptors [30–32]. Further, our study provides evidence that, following hypertension, increased IgG leakage is
associated with an exacerbated neuroinﬂammatory response
as shown by the increased density and soma size of
microglia in the cortex, hippocampus, cerebral nuclei, and
thalamus (Fig. 5). In other Ang II models with shorter and
more moderate blood pressure elevation, no microglial
activation was observed [19, 28]. However, in aged Ang IIinfused mice, BBB leakage, and microglial activation have
been observed, suggesting age-dependent sensitivity of
cerebral vessels to hypertension [19]. Microglial activation
was also found in mice with short Ang II infusion, but in
association with concomitant L-NAME treatment and Ang
II bolus administration [33]. As in our study, microglial
activation has also been found in deep cortical regions of
SHR in association with albumin leakage [8], suggesting
that the microglial activation observed is due to leakage
resulting from hypertension rather than from Ang II itself.
Recent work has evidenced the major contribution of
perivascular macrophages (PVMs) in Ang II-induced BBB
dysfunction. PVMs are distinct from microglia, as they
originate from hematopoietic precursors. They reside in the
perivascular space and can react upon stimulation of
angiotensin AT1 receptors via the production of reactive
oxygen species [34]. The detrimental role of PVMs has
been conﬁrmed in spontaneous hypertensive mice (BPH/2J)
by showing a restoration of their cognitive function upon
PVMs depletion [34]. Whether PVMs activation constitute
the ﬁrst step in the pathological cascade initiated by BBB
disruption, relayed by microglial activation, needs to be
determined.
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In cSVD subjects, the presence of microglial activation
remains to be investigated. A postmortem histological
study in humans has revealed the presence of microglial
activation in white matter lesions from aged brains [35].
As white matter lesions are features of both aging and
cSVD, further studies on postmortem tissues from cSVD
subjects are required to conﬁrm this association. As
reported in other studies with Ang II-infused models, the
lack of apparent white matter lesions in mice might result
from the limited duration of the Ang II infusion [33]. In
our prolonged Ang II model, myelin loss was evidenced
but was observed only in the presence of large leaks,
while the corpus callosum, a myelin-rich area, was
unaffected.

Limitations
Our chronic hypertensive model shares a key limitation with
other Ang II infusion models: the limited clinical relevance
due to the unifactorial etiology of Ang II-induced hypertension versus the multifactorial aspect of clinical hypertension. In addition, while adult mice (3–6 months old)
were used in this study to gain ﬁrst insights into the impact
of a prolonged Ang II infusion, older mice (12–18 months
old) may be more susceptible to BBB impairment and, as
such, would increase the relevance of this model for the
study of VCI. A second limitation of the present study is
related to the presence of BBB leakage. Indeed, the
microglial activation observed may result not only from the
presence of plasma components that triggered microglial
activation but also from direct microglial activation mediated by Ang II leaked from the plasma, similarly to recent
ﬁndings in PVMs. Furthermore, leakage of circulating Ang
II may exert direct neuronal actions by binding different
angiotensin receptors and thereby inﬂuence neuronal plasticity and memory consolidation [36–39].

Perspectives
Our study has revealed cognitive dysfunction in mice submitted to prolonged Ang II-induced hypertension. We also
showed increased permeability of the BBB in these mice,
echoing major pathophysiological pathways seen in human
cSVD. Hypertension-mediated cognitive impairment was
associated with a cerebrovascular density decline, BBB
leakage, microglial activation and, less commonly, myelin
loss. Future studies are needed to establish causal links
among those pathological observations. In particular,
longitudinal imaging studies and intervention studies are
required to better decipher the exact pathological cascade
taking place in this model. Furthermore, the addition of
other risk factors to the present model, such as aging, diabetes, or atherosclerosis, would allow a better understanding
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of the development of VCI and the identiﬁcation of
potential therapeutic targets to prevent or delay its progression. In absence of targeted therapy, efﬁcient management of hypertension with an appropriate timing [40]
remains the only preventive measure to reduce cerebrovascular risk.
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