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Abstract
Ischemic stroke imparts elevated risk of heart failure though the underlying mechanisms remain poorly described. We aimed 
to characterize the influence of cerebral ischemic injury on cardiac function using multimodality molecular imaging to investi-
gate brain and cardiac morphology and tissue inflammation in two mouse models of variable stroke severity. Transient middle 
cerebral artery occlusion (MCAo) generated extensive stroke damage (56.31 ± 40.39 mm3). Positron emission tomography 
imaging of inflammation targeting the mitochondrial translocator protein (TSPO) revealed localized neuroinflammation at 7 
days after stroke compared to sham (3.8 ± 0.8 vs 2.6 ± 0.7 %ID/g max, p < 0.001). By contrast, parenchyma topical application 
of vasoconstrictor endothelin-1 did not generate significant stroke damage or neuroinflammatory cell activity. MCAo evoked 
a modest reduction in left ventricle ejection fraction at both 1 weeks and 3 weeks after stroke (LVEF at 3 weeks: 54.3 ± 5.7 
vs 66.1 ± 3.5%, p < 0.001). This contractile impairment was paralleled by elevated cardiac TSPO PET signal compared to 
sham (8.6 ± 2.4 vs 5.8 ± 0.7%ID/g, p = 0.022), but was independent of leukocyte infiltration defined by flow cytometry. Stroke 
size correlated with severity of cardiac dysfunction (r = 0.590, p = 0.008). Statistical parametric mapping identified a direct 
association between neuroinflammation at 7 days in a cluster of voxels including the insular cortex and reduced ejection 
fraction (ρ = − 0.396, p = 0.027). Suppression of microglia led to lower TSPO signal at 7 days which correlated with spared 
late cardiac function after MCAo (r = − 0.759, p = 0.029). Regional neuroinflammation early after cerebral ischemia influ-
ences subsequent cardiac dysfunction. Total body TSPO PET enables monitoring of neuroinflammation, providing insights 
into brain–heart inter-organ communication and may guide therapeutic intervention to spare cardiac function post-stroke.
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Introduction

Cerebral stroke is a major cause of global morbidity and 
mortality [35], but adverse consequences are not restricted 
to the brain. Specifically, increasing evidence supports detri-
mental influence of acute cerebral ischemia on cardiac func-
tion [8]. In addition to higher incidence of acute myocardial 
infarction (MI) in the first year after stroke [14], the risk 
of cardiac mortality over 2–6 years is double that of the 
healthy population [34]. While some risk is attributed to 
shared vascular risk factors of stroke and MI, concurrent 

development of heart failure suggests the presence of other 
common underlying pathogenetic mechanisms.

On one hand, cerebral stroke affects acute cardiac func-
tion, whereby neural damage in specific regions including 
the insular cortex directly affects heart rate and ventricu-
lar pressure [29]. However, stroke is also associated with 
inflammatory cell activation [32], including infiltration of 
circulating monocytes and macrophages to the core-sur-
rounding penumbra in the days following injury. This ampli-
fied neuroinflammation increases the risk of secondary com-
plications after stroke [9, 26], suggesting that inflammation 
may be another link between heart and brain after ischemic 
cerebral damage. Inter-organ communication within the 
heart–brain axis contributes to concurrent injury after focal 
ischemic damage, as evidenced after myocardial infarction 
with simultaneous neuroinflammation [5, 27, 40]. Similar 
crosstalk mechanisms may contribute to cardiac dysfunction 
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after focal stroke, but can be difficult to assess serially using 
the conventional assays.

The mitochondrial 18kD-translocator protein (TSPO) 
is highly expressed by cerebral microglia, peripheral mac-
rophages, and dysfunctioning myocytes [7]. It is a feasi-
ble target for whole-body non-invasive positron emission 
tomography (PET), using specific radioligands, which facili-
tate investigation of multi-organ networking after ischemic 
stroke [6, 40].

We hypothesized that cerebral stroke elicits neuroinflam-
mation with concomitant systemic inflammation, and that 
the extent and location of stroke would influence cardiac 
outcome. We tested our hypothesis by serial TSPO-targeted 
PET in combination with multi-organ magnetic resonance 
(MR) imaging, and ex vivo validation by immunostaining 
and flow cytometry.

Materials and methods

Animals

All animal experiments were conducted in accordance with 
national research regulations and with the approval of the 
local state authority (Niedersächsiches Landesamt für Ver-
braucherschutz und Lebensmittelsicherheit (LAVES)). Male 
C57Bl/6 N mice (Charles River, n = 112) were housed in a 
temperature-controlled facility with a 14 h/10 h light/dark 
cycle and free access to standard laboratory diet and water.

Study design

Stroke was induced by two surgical methods to generate 
a range of stroke severity and size: transient intraluminal 
occlusion of the middle cerebral artery (MCAo, n = 64) [11], 
or craniotomy with topical application of the vasoconstrictor 
endothelin-1 (ET-1) to the cortical parenchyma (n = 23) [43]. 
Animals were compared to age-matched sham surgeries as 
controls (MCAo sham, n = 18, topical vehicle replacing 
ET-1, n = 7). Selection of stroke model and related control 
surgery was determined randomly. All animals underwent 
serial multimodality imaging including TSPO PET imag-
ing at acute (24 h), subacute (7 days), and chronic (21 
days) timepoints after stroke. Brain and cardiac MR was 
performed early (2–4 days) and late (20-22d) after injury. 
To validate imaging signals, additional groups of animals 
were sacrificed at intermediate timepoints for ex vivo tis-
sue workup. MCAo resulted in 25% mortality within the 
first 7 days of experiments, accounting for the drop-off of 
total animals across the timecourse. Otherwise, no animals 
were excluded from the study. Reconstructed images and 
histological sections were assigned an alphanumeric code 
and operators were blinded to the surgical condition of each 

subject for image analysis as far as possible. Representative 
images were selected based on alignment with quantitative 
median of the group, unless otherwise stated.

Middle cerebral artery occlusion

MCAo surgery was performed as previously described [11]. 
Briefly, mice were anesthetized under isoflurane, and a mid-
line incision was made between the manubrium sterni and 
the jaw to expose the left central carotid artery and the exter-
nal carotid artery. Both were ligated to arrest blood flow and 
prevent blood leakage. Next, an arteriotomy was performed 
in the central carotid and a silicone-coated filament (7–0, 
Doccol Corporation, MA, USA) was introduced in the artery 
and advanced through the internal carotid artery (ICA) until 
it blocked the middle cerebral artery (MCA). A loose snare 
around the internal carotid was tightened to secure the fila-
ment. After 30 min, the territory was reperfused by steady 
withdrawal of the filament. An additional group of mice 
underwent a shorter duration of occlusion (20 min, n = 7) 
to generate a less extensive stroke. For sham surgeries, the 
filament was advanced to the MCA and immediately with-
drawn. Upon removal of the filament, the internal carotid 
snare was retightened to prevent further bleeding from the 
arteriotomy and the incision was closed.

Topical endothelin‑1

Topical application of ET-1 or vehicle to the brain paren-
chyma after local craniotomy was performed as described 
[43]. Under isoflurane anesthesia, the animal head was 
placed in the stereotactic apparatus. A midline incision on 
the skin overlying the calvarium between the most caudal 
aspects of the eye to the ears was made. Bregma was deter-
mined and used for orientation, so that the drilling points 
for ET-1 injection side could be calculated (anterior–pos-
terior: 0.0; medial–lateral: x − 4.2 and x − 3.2 according 
to Bregma) and marked. ET-1 (64 µmol in 5 µl PBS) was 
applied to the brain surface by pipette. The bur hole was 
covered with a glass slip and the incision closed.

Prior to either surgery, mice were treated with butorpha-
nol for analgesia. All mice were allowed to recover under 
a heating lamp. Mice were treated with Tramadol for anal-
gesia, provided with stereofundin supplemented with 5% 
Glucose (1.5 mL, sc) and cages were kept on a heating mat 
for post-operative care.

Microglia suppression

An additional group of mice (n = 20) underwent continu-
ous microglial suppression by colony-stimulating factor-1 
receptor inhibitor PLX5622 (MedChem Express) treatment 
[4]. Mice were fed a modified diet containing PLX5622 
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(1200 ppm, Research Diets, n = 10) or a matched control diet 
(n = 10) beginning 7 days prior to surgical stroke. Dietary 
CSF-1R inhibition was maintained for the full duration of 
the study. Animals underwent serial PET and MRI imaging 
as described.

Radiochemistry

The TSPO-targeted radiotracer 18F-GE180 was synthesized 
using a semi-automated module, with high radiochemical 
purity, yield, and specific activity (450–600 GBq/µmol), as 
previously described [40].

Whole‑body small‑animal PET

Serial 18F-GE180 PET images were acquired using a Sie-
mens Inveon DPET (Knoxville, Tennesse) as previously 
described [7]. Briefly, mice were positioned prone in the 
scanning bed with the whole body centered in the field of 
view. 18F-GE180 (12.51 ± 1.29 MBq) was administered 
as a 150 µL bolus via a catheter inserted in the lateral tail 
vein. A dynamic 60 min image was acquired in list mode. A 
low-dose computed tomography (CT) scan was conducted 
afterward for anatomical coregistration. Images were histo-
grammed to 32 frames and reconstructed using an iterative 
algorithm. Details are provided in the online supplement.

Cardiac and brain MRI

MRI was acquired to assess cardiac function and stroke size 
early (2-4d) and late (20d) after induction of stroke. Images 
were acquired using a Bruker 7 T small-animal MR scan-
ner (PharmaScan 70/16). Cardiac imaging was performed 
as previously described [16]. Brain imaging used a mouse 
brain receive-only coil array (11,765 C3) in combination 
with a quadrature MRI transmit-only coil with active decou-
pling T11070. Mice were placed prone into the scanner and 
a T2-weighted 2D multi-slice multi*echo (MSME) sequence 
was acquired. A 3D modified driven equilibrium Fourier 
transform method (MDEFT) was applied to the image.

Image analysis

The Inveon Research Workplace software (Siemens) was 
used for analysis of cardiac PET images. Regions of Inter-
est (ROI) were defined for the heart by interactive thresh-
olding, and tracer uptake was semi-quantitatively analyzed 
as injected dose per gram of tissue (%ID/g). ROIs were 
analyzed slice-by-slice to exclude voxels with overlap from 
liver or lung tracer activity to minimize spill-in. Tracer 
uptake in brain was analyzed using PMOD 3.7 Software 
(PMOD Technologies Ltd., Zurich, Switzerland). Briefly, 
PET images were coregistred to a batched MRI template, 

and brain atlas (mouse Mirrione T2) derived ROIs were 
applied [30]. The uptake (%ID/g) was calculated for at 
40–60 min after tracer injection. Additionally, ROIs for 
comparison of the uptake in the stroke area were drawn 
and used for comparison of the ipsilateral versus the con-
tralateral brain hemisphere. For more detailed information 
on 18F-GE180 uptake in the stroke area versus the healthy 
contralateral side and the rest of the brain, the hottest 10% 
of pixels of the stroke region ROIs were calculated and 
used as %ID/g max. For analysis of T2-weighted brain MR, 
images were imported into ITK-Snap 3.8.0 [45], and con-
tours were manually drawn around the hyperintense signal 
in sequential transaxial slices, which were then interpo-
lated to calculate stroke volume (mm3). Cardiac function 
was analyzed using Segment v2.2 (Medviso). Endocardial 
and epicardial contours were traced on sequential short 
axis slices and interpolated to calculate ventricle geometry 
and volume over the cardiac cycle. Ejection fraction was 
calculated as LVEF = (LVVED-LVVES)/LVVED)*100, 
where LVV is the left-ventricular endocardial volume at 
end diastole (ED) or end systole (ES).

Ex vivo workup

To confirm in vivo PET and MRI findings, mice were sac-
rificed for ex vivo validation at the terminal endpoint (22 
days). Additional animals were sacrificed at the interme-
diate timepoints. Hearts and brains were rapidly excised, 
snap-frozen in liquid nitrogen-cooled Tissue Tec or iso-
pentane, respectively. Tissue was stored at − 80 °C until 
analysis.

In vitro autoradiography

For in vitro autoradiography, slides were incubated with 
18F-GE180 (4 MBq/200 ml PBS) for 30 min. A washing 
step using PBS and water followed and finally slides were 
exposed to a high-resolution imaging plate (PerkinElmer) 
for 30 min in a light-impermeable cassette. For quantifica-
tion, a standard curve of known concentration of 500–0 kBq 
was included in exposure in parallel. After exposure, images 
were digitalized using a Cyclon scanner (PerkinElmer). 
Digital images were analyzed in PMOD 3.7 software using 
an ROI encompassing the whole myocardium, and an ROI 
with differentiation between the ipsi- and contralateral cor-
tex, hippocampus, and thalamus. The image densitometry 
was converted to a quantitative scale using the concurrently 
exposed standard curve of known concentration to determine 
a Bq/mm3 measurement which were regionally normalized 
to a control region to facilitate comparison across phosphor 
screens and tracer productions.
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Histology

Brains were stained with 2,3,5-triphenyltetrazolium chloride 
at acute timepoints to assess stroke region according to the 
manufacturer protocol [43]. Heart morphology was deter-
mined with hematoxylin/eosin (Sigma-Aldrich) and brain 
morphology was assessed by cresyl violet staining (Sigma-
Aldrich) following the manufacturer protocols.

Immunohistochemistry

Cryosections of heart (6 µm) and brain (14 µm) were stained 
for macrophages and microglia using for biotin-conjugated anti-
CD68 (rat anti-mouse CD68, clone FA-11, Bio-Rad catalog 
number MCA1957B, 1:100) as previously described [40]. To 
localize TSPO, sections were stained with unconjugated rabbit 
anti-mouse TSPO primary antibody (rabbit anti-mouse TSPO, 
clone BAA04749, Novus Biologicals catalog no. NBP1− 45,769, 
1:250) and biotin-conjugated goat anti-rabbit IgG secondary 
antibody (Novus Biologicals catalog no. NB7158, 1:1000). 
After quenching with 0.3% hydrogen peroxide, sections were 
incubated with streptavidin-peroxidase (1:100, Dako) for 30 min 
and were visualized with diaminobenzidine (Sigma-Aldrich) 
according to the manufacturer protocol. Non-specific signal as 
assessed without application of primary antibody. Sections were 
cleared in xylol and coverslipped with Eukitt mounting medium 
(Sigma-Aldrich).

Immunofluorescence

Immunofluorescence staining identified colocalization of 
TSPO and CD68. Sections fixed in acetone for 20 min, then 
washed in PBS, and blocked for 1 h in 10% horse serum. 
After rinsing with PBS, sections were stained with pri-
mary antibody against CD68 (AlexaFluor 488-conjugated 
rat anti-mouse CD68, clone FA-11, Bio-Rad catalog no. 
MCA1957A488, 1:100) and TSPO (unconjugated rabbit 
anti-mouse TSPO, clone BAA04749, Novus Biologicals 
catalog no. NBP1 − 45,769, 1:250) for 1 h. Sections were 
then washed and incubated for with secondary antibody 
(AlexaFluor594-conjugated donkey anti-rabbit IgG, BioLe-
gend catalog no. 406418, 1:1000). Following a final wash in 
PBS and nuclear staining using 4’,6-Diamidin-2-phenylindol 
(DAPI), sections were cleared in xylol and cover slipped 
using fluorescence mounting medium (Dianova).

Fluorescence‑associated cell sorting

To determine CD45 cell content in the left ventricle, a 
subgroup of mice was sacrificed 7 days after MCAo or 
sham surgery under isoflurane anesthesia. Cell sorting and 
flow cytometry for CD45+ cardiac cells were performed as 

described [16, 39]. Briefly, hearts were harvested, rinsed, 
and atria and right ventricle removed. The weighted left 
ventricle was minced under lysis buffer [PBS containing 
1 mg/ml Collagenase D, 100U/ml DNase I, 2.4 mg/ml Dis-
pase, 3% fetal calf serum (FCS)] and placed in a MACS 
C-tube for gentle cell dissociation (Miltenyi Biotec, Ger-
many). Samples were incubated at 37 °C dissociated with 
periodic rotation according to the manufacturer’s protocol. 
The resulting cell suspension was filtered into 50 ml Fal-
con tubes using a 40 µm cell strainer, and centrifuged at 
300 g for 7 min at 4 °C. The pellet was resuspended in 2 ml 
FACS buffer (in PBS: 4%FCS, 2 mM EDTA) and trans-
ferred to a 2 ml tube. Cells were then centrifuged at 300 g 
for 5 min at 4 °C, and the resulting pellet resuspended in 
200 µl of FACS buffer containing CD16CD32 antibody 
(clone 2.4G2, mouse BD Fc Block, BD Biosciences cata-
log no. 553142, dilution 1:100) for 10 min at 4 °C. Cells 
were then stained using CD45-Brilliant Violet 570 (clone 
30-F11, catalog no. 103135; dilution 1:250), and samples 
were incubated at 4 °C in the dark for 20 min. Cells were 
rinsed with 1 ml of FACS buffer, and centrifuged 300 g, 
5 min at 4 °C, and the final pellet was resuspended in 
300 µl of FACS buffer and filtered into a clean test tube. 
CD45 + cells were collected and counted using an FAC-
SAria IIu instrument (Becton Dickinson, NJ, USA).

Statistics

All data are presented as mean ± standard deviation. Sta-
tistical analysis was performed using GraphPad Prism 
(GraphPad Software La Jolla, CA, USA, Version 6.01). 
No Each symbol represents an individual animal. Multiple 
hypotheses are tested in this study. No experiment-wide or 
across-test multiple test correction has been applied. For 
comparisons of multiple groups, one-way ANOVA with 
Sidak's post hoc test was used. For assessing the difference 
in TSPO signal over time in individual groups, one-way 
ANOVA with Tukey’s post hoc test was used. For com-
parison of two groups, unpaired Student’s t test was used. 
Repeated measures in individual animals were compared 
using paired Student’s t test. Pearson product–moment 
correlation coefficient evaluated linear regression between 
continuous variables. For statistical parametric mapping of 
restricted voxels, Spearman correlation was used. Statisti-
cal significance was considered at p < 0.05.
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Results

Transient MCA occlusion evokes extensive cerebral 
ischemic injury with persistent neuroinflammation 
over 21d

Occlusion of the left MCA for 30 min followed by reperfu-
sion generated a prominent stroke in the left hemisphere 
of the murine brain. Upon recovery, animals exhibited 
transient behavioral abnormalities consistent with stroke 
including unidirectional circling and impaired righting 
reflex. T2-weighted MRI 2d after injury revealed a hyper-
intense signal of variable size in the injured ipsilateral 

hemisphere (Fig. 1A). The absolute stroke size differed 
among individuals, with a median extent of 44.7mm3 
(range: 5.1–139.6mm3) (Suppl. Figure 1A). To assess 
stroke-induced neuroinflammation, we performed serial 
PET imaging with 18F-GE180 and evaluated TSPO upreg-
ulation in the MRI-defined stroke territory. Averaged brain 
images demonstrated elevated TSPO signal emanating 
from the ipsilateral hemisphere (Fig. 1B) over the time 
course of 21d. At 24 h after surgery, no difference in sig-
nal was detected between the ipsilateral and contralateral 
hemispheres (2.3 ± 0.4 vs 2.6 ± 0.4% injected dose (ID)/g, 
p = 0.084), nor between MCAo and sham-operated mice 
(2.3 ± 0.4 vs 2.0 ± 0.3%ID/g, p = 0.388, Fig. 1C). Con-
versely at 7 days, the TSPO signal was elevated by 52% 
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Fig. 1   Serial multimodality imaging of infarct region and inflamma-
tion after middle cerebral artery occlusion (MCAo). A Representative 
T2-weighted MRI images identify stroke core and penumbra at 1 and 
3  weeks after surgery. B Serial averaged PET images of transloca-
tor protein (TSPO) display localized neuroinflammation in the oper-
ated ipsilateral hemisphere (left) beginning from 7 days after MCAo. 

Semi-quantitative analysis calculates the average % injected dose 
(ID)/g in the highest 10% of voxels in the ipsilateral (ipsi) or con-
tralateral (contra) hemisphere at C 24 h, D 7 days and E 3 weeks after 
MCAo or sham surgery (sham 24 h n = 5, 7 days n = 8, 3week n = 5; 
MCAo 24 h n = 23, 7 days n = 26,3week n = 17); one-way ANOVA, 
Sidak post hoc test
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in the injured ipsilateral hemisphere compared to the con-
tralateral (3.8 ± 0.8 vs 2.5 ± 0.3%ID/g, p < 0.001, Fig. 1D), 
and by 47% compared to sham (3.8 ± 0.8 vs 2.6 ± 0.7, 
p < 0.001). This difference declined by 21 days (Suppl 
Fig. 1B), but remained 30% higher in the ipsilateral com-
pared to contralateral hemisphere after MCAo (3.2 ± 1.2 
vs 2.6 ± 0.4%ID/g, p = 0.031, Fig. 1E).

Topical application of ET‑1 to brain cortex 
after craniotomy generates less severe ischemic 
injury

To obtain a regional stroke of smaller size, we performed a 
localized craniotomy and topical application of the vasocon-
strictor ET-1 to the right hemisphere brain parenchyma. On 

recovery, animals exhibited minor behavioral signs of stroke, 
but tended to recover faster than from MCAo surgery with-
out prolonged behavioral changes. T2-weighted MRI did not 
identify signal hyperintensity at the site of craniotomy and 
ET-1 application (Fig. 2A), reminiscent of transient ischemia 
rather than overt stroke. Serial PET imaging with 18F-GE180 
revealed gradually increasing TSPO signal from the injured 
right hemisphere cerebral cortex at the location of craniot-
omy, but did not distinguish between vehicle and ET-1 appli-
cation (Fig. 2B). At 24 h, ipsilateral and contralateral hemi-
spheres showed similar basal levels of TSPO signal and no 
difference was observed at the site of ET-1 or vehicle appli-
cation (2.3 ± 0.5 vs 2.4 ± 0.3%ID/g, p = 0.824, Fig. 2C). By 
7 days after surgery ET-1 animals exhibited an 80% increase 
in TSPO signal at the site of craniotomy compared to the 

Ipsi Ipsi ContraContra

Vehicle ET-1 

Ipsi Ipsi ContraContra

Vehicle ET-1 

Ipsi Ipsi ContraContra

Vehicle ET-1 

p<0.0001 p=0.1807 p=0.0015 p=0.1386 

%
ID

/g
 (m

ax
)

%
ID

/g
 (m

ax
)

%
ID

/g
 (m

ax
)

0

2

4

6

8

0

2

4

6

8

0

2

4

6

8

24h 7d 3wkC D E

Sham 1wk 3wk

M
R
I

A 

TS
P
O

0.0

5.0

%
ID
/g

B Sham 24h 1wk 3wk

Fig. 2   Serial multimodality imaging of brain morphology and inflam-
mation after craniotomy and topical endothelin-1 (ET-1) applica-
tion. A Representative T2-weighted MRI images cannot distinguish 
a stroke core penumbra region at 1 or 3 weeks after surgery. B Serial 
averaged TPSO PET images display gradually increased neuroinflam-
mation in the operated ipsilateral hemisphere (right) beginning from 

7 days and increasing to 21 days after craniotomy. Semi-quantitative 
analysis reveals elevated %ID/g in the hottest 10% of voxels in the 
ipsilateral (ipsi) or contralateral (contra) hemisphere at C 24 h, D 7 
days, and E 3 weeks after craniotomy and vehicle or ET-1 application 
(vehicle 24 h n = 6, 7 days n = 3, 3 week n = 04; ET1 24 h n = 14, 7 
days n = 13, 3week n = 10); one-way ANOVA, Sidak post hoc test
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contralateral side (4.2 ± 1.0 vs 2.3 ± 0.7%ID/g, p < 0.001, 
Fig. 2D), but this elevation was similar in vehicle-treated 
mice (4.2 ± 1.0 vs 3.7 ± 1.1%ID/g, p = 0.773). This unilateral 
elevation in TSPO signal in ET-1 and vehicle craniotomy 
animals remained at 21 days (Fig. 2E), with no change in 
the contralateral hemisphere over time (Suppl Fig. 2). This 
similar TSPO upregulation between ET-1 and vehicle appli-
cation suggested an inflammatory response to epithelium 
from the craniotomy alone.

MCAo but not ET‑1 stroke induces unilateral 
neuroinflammation on ex vivo tissue analysis

To verify that in vivo images represented local neuroinflam-
mation and to circumvent potentially reduced tracer deliv-
ery due to reduced blood flow in the ischemic region, brain 
sections were obtained from stroke and control mice, incu-
bated with 18F-GE180 for 30 min, and exposed to phosphor 
screens. Consistent with the in vivo images, autoradiography 
revealed imbalanced tracer distribution in MCAo brains at 
7 days after injury, localized to the stroke region defined by 
TTC staining (Fig. 3A). No comparable difference in sig-
nal was identified in sham-operated animals. Neither ET-1 
nor vehicle cortical application after craniotomy displayed 
differences in activity accumulation between the ipsilateral 
and contralateral hemispheres (Fig. 3B), supporting the 
notion of epithelial inflammatory response to craniotomy. 
Immunostaining in adjacent brain sections demonstrated 
localized increase in CD68 + microglia in the stroke region 
after MCAo, corresponding to the elevated autoradiography 
signal (Fig. 3A). Microglia were not clearly visualized at 7 
days after craniotomy and ET-1 or vehicle application to the 
cortical parenchyma (Fig. 3B). Semi-quantitative analysis of 
autoradiography sections at 7 days after surgery, normalized 
to the contralateral sham region signal confirmed upregula-
tion of TSPO signal in the injured cortex in the MCAo model 
that was absent in the ET-1 model (Fig. 3C). Notably, the 
degree of increase was comparable to the in vivo PET sig-
nal. Moreover, regional analysis of in vitro autoradiography 
at 7 days after MCAo or sham surgery identified localized 
increase in TSPO signal in the ipsilateral cortex, hippocam-
pus, and thalamus relative to the contralateral structures at 
7 days after injury (Suppl Fig. 3), consistent with the brain 
region supplied by the MCA.

MCAo stroke induces persistent modest cardiac 
dysfunction

To determine the effects of cerebral stroke on cardiac func-
tion, ventricle volumes at end systole and end diastole 
were assessed from cardiac MR images at 1 week (2–6 
days) and 3 weeks after MCAo or ET-1 stroke (Fig. 4A). 
At 1 week after MCAo, left ventricle ejection fraction was 

modestly reduced compared to sham animals (57.7 ± 6.0 vs 
62.2 ± 5.2%, p = 0.043, Fig. 4B) and remained depressed at 3 
weeks (54.3 ± 5.7 vs 66.1 ± 3.5%, p < 0.001), with a parallel 
decrease in stroke volume (Suppl. Figure 4). By contrast, in 
the absence of appreciable stroke in the ET-1 model, ejection 
fraction were unchanged at 1 or 3 weeks after surgery (Suppl 
Fig 5). Serial interrogation of individual animals revealed a 
moderate but persistent decline in ejection fraction between 
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Fig. 3   Ex vivo autoradiography and histology confirm local-
ized neuroinflammation in MCAo but not ET-1 model. A Repre-
sentative triphenyltetrazolium chloride (TTC) staining at 24  h after 
MCAo or sham surgery identifies the stroke area (red = viable tis-
sue, white = infarct area) in the ipsilateral (left) hemisphere. At 7 
days after injury, the stroke region corresponds to elevated TSPO-
targeted 18F-GE180 autoradiography signal and CD68-positive mac-
rophages (brown). B Co-Immunofluorescence with TSPO and CD68 
depicts correspondence of TSPO and CD68 cells. C Representative 
TTC staining at 24 h denotes limited stroke damage to the ipsilateral 
(right) hemisphere after ET-1 topical application. 18F-GE180 autora-
diography and CD68 immunostaining describe limited neuroinflam-
mation at the stroke site 7 days after injury. Representative sections 
selected from the average tracer uptake in vivo. D Semi-quantitative 
autoradiography signal in MCAo and ET-1 stroke mice at 7 days after 
injury, normalized to sham contralateral hemisphere
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1 and 3 weeks after MCAo-induced stroke (p = 0.015), 
whereas sham-operated animals showed maintained con-
tractile function (Fig. 4D–F), suggesting persistent cardiac 
dysfunction in response to cerebral injury.

MCAo stroke evokes increased TSPO expression 
in the heart at subacute and chronic timepoints 
after injury

Since inflammatory cells contribute to remodeling after 
cardiac injury and cerebral stroke evokes systemic inflam-
mation, we assessed TSPO PET signal in the myocardium 
as a potential marker of leukocyte infiltration (Fig. 5A). 
At 24 h after MCAo surgery, a modest and diffuse trend 
to an increase in TSPO signal was observed in the global 
myocardium compared to sham (Fig. 5B). This difference 

was more prominent at 7 days (7.8 ± 2.8 vs 5.6 ± 2.0%ID/g, 
p = 0.041, Fig. 5C), and remained elevated at 21 days after 
injury (8.6 ± 2.4 vs 5.8 ± 0.7%ID/g, p = 0.022, Fig. 5D). 
TSPO signal was persistently elevated in the myocardium 
after MCAo, whereas sham animals showed a modestly 
higher signal in the acute stage, possibly related to sys-
temic response to the surgery (Suppl Fig 6). Autoradiog-
raphy confirmed enriched TSPO signal from the myocar-
dium after MCAo relative to sham at 7 days (Fig. 6A). To 
evaluate the infiltration of inflammatory leukocytes to the 
myocardium, we performed FACS analysis of left ventricle 
at 7 days, which revealed comparable CD45 + leukocyte 
density in MCAo and sham hearts (Fig. 6B). Immunostain-
ing showed limited CD68 cell content after MCAo com-
pared to sham, but elevated TSPO staining predominantly 
localized within cardiomyocytes (Fig. 6C).

Fig. 4   Serial assessment of 
cardiac function after MCAo 
stroke. A Representative cardiac 
MRI images at end systole and 
end diastole in sham and MCAo 
animals at 1–3 weeks after 
surgery. Quantitative assess-
ment of left ventricle ejection 
fraction (LVEF) describes a 
modest reduction at B 1 week 
and C 3 weeks after surgery 
(sham 1 week n = 10, 3 week 
n = 7; MCAo 1 week n = 20, 
3 week n = 18); Student’s 
unpaired t test. Evaluation of 
repeated LVEF measurements 
in D sham or E MCAo mice 
reveals a significant decline in 
cardiac function. F The average 
change in ejection fraction (Δ 
LVEF) from 1 to 3 weeks shows 
decline in function after MCAo 
compared to sham (sham n = 6; 
MCAo n = 17); Student’s paired 
t test
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Stroke size and neuroinflammation as a predictor 
of cardiac function

Regression analysis of early T2-weighted MR-derived 
stroke size with contractile function demonstrated that 
larger stroke size was associated with worse cardiac func-
tion (Fig. 7A). Notably, TSPO signal in the ipsilateral 
hemisphere of MCAo mice also significantly correlated 
with myocardial 18F-GE180 uptake (Fig. 7B). Moreover, 
the TSPO signal in the ipsilateral hemisphere at 7 days 
after injury predicted higher TSPO signal in the LV by 
d21 (Fig. 7C), suggesting that microglial activation may 
contribute to contractile and mitochondrial dysfunction, 
even in the absence of overt inflammatory cell infiltration.

Reduced stroke severity did not spare acute 
or chronic contractile function

Based on the relationship between stroke size and cardiac 
function, we investigated whether less severe stroke would 
spare contractile function by reducing the MCA occlu-
sion time to 20 min. Reduced occlusion time resulted in 
consistent elevation of the TSPO PET signal compared to 
sham-operated animals, similar to the 30 min occlusion 
time (Suppl  Fig 7). Contractile function was  reduced at 
1–3 weeks compared to sham but did not differ between 
20 and 30 min occlusion time (Suppl Fig 7).

Microglial suppression lowers acute and chronic 
TSPO signal and impacts chronic cardiac function

Since microglial activation 7 days after injury particularly 
at the insular cortex was associated with worse contractile 
function, we suppressed microglia in a group of mice by 
chronic treatment with the CSF-1R inhibitor PLX5622 [4]. 
There was a trend to reduced TSPO signal at 7 days after 
MCAo in the injured hemisphere which was significantly 
reduced at 21 days after injury (Fig.  8A). By contrast, 
contractile function at 1–3 weeks after MCAo was similar 
between PLX5622 and control mice (Fig. 8B). However, 
regression analysis revealed that mice with lower TSPO sig-
nal at 7 days after injury tended to exhibit higher ejection 
fraction at 3 weeks (Fig. 8C), suggesting that more effective 
microglial suppression during stroke progression may partly 
spare cardiac function.

Discussion

Beyond local ischemic damage and neurological morbidity, 
cerebral stroke is associated with cardiac dysfunction. Here, 
we employed two mouse models of focal cerebral stroke 
and multimodality molecular imaging to gain mechanis-
tic insights into the relationship between neuroinflamma-
tion and adverse cardiac outcome following ischemic brain 
injury. We have demonstrated that the extent and severity of 

Fig. 5   Molecular imaging of 
TSPO in the heart after MCAo 
or sham surgery. A Representa-
tive polar maps show global 
left ventricle TSPO PET signal 
after MCAo or sham surgery. 
Semi-quantitative analysis 
identifies B similar TSPO signal 
in the left ventricle at 24 h after 
surgery, and elevated signal at 
C 7 days and D 3 weeks after 
stroke compared to age-matched 
sham (sham 24 h n = 5, 7 days 
n = 9, 21 days n = 5; MCAo 
24 h n = 21, 7 days n = 27, 3 
week n = 17); Welch’s t test for 
unequal variance
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stroke directly correlates with early and progressive impair-
ment of contractile function. Higher inflammatory cell con-
tent in the stroke core and penumbra within the first days of 
ischemic damage identified non-invasively by PET imaging 
of TSPO is associated with a parallel increase in cardiac 
TSPO signal and impaired contractile function. Notably, 
this cardiac TSPO signal is independent of inflammatory 
cell infiltration, supporting the notion that TSPO PET also 
identifies mitochondrial dysfunction in cardiomyocytes. 
These observations indicate potential value of multimodal-
ity molecular imaging including T2-MRI to identify the 
infarct core and penumbra, and whole-body TSPO imaging 
to identify risk of cardiac dysfunction after cerebral stroke.

Historical clinical data indicate that coronary heart dis-
ease is the second most common cause of mortality fol-
lowing cerebral stroke, responsible for 19% of total deaths 
[10, 25]. The 5-year risk for myocardial infarction and sud-
den cardiac death after stroke is 10.6%, roughly twice the 
expected rate in the healthy population [1, 10]. For tran-
sient ischemic attack, subsequent cardiac injury was more 

fatal than incident stroke [18]. Cardiac-specific injury com-
monly occurs after clinical stroke, wherein 29% of patients 
exhibit reduced ejection fraction within the first 3 months 
of injury [8, 34]. When the stroke-damaged region encom-
passes the right insular cortex, this incidence rises to 90% 
[3, 29]. Accordingly, clinical recommendations highlight the 
importance of assessing cardiovascular risk after primary 
stroke and identifying unrecognized coronary heart disease 
[1]. However, the precise mechanisms underlying the inter-
action between ischemic stroke and cardiac damage remain 
equivocal and are difficult to assess at the tissue level using 
the conventional blood biomarker measurements [17]. Multi-
modality imaging affords the opportunity to simultaneously 
define pathogenetic processes in the brain and heart.

In the present study, we characterized two mouse mod-
els of cerebral stroke using T2-weighted MRI to define the 
stroke focus and penumbra early after injury and TSPO-
targeted PET to assess neuro- and cardiac inflammation. 
Intraluminal occlusion of the MCA is well established to 
generate a stroke of variable severity, depending on the dura-
tion of occlusion [38]. The severity of ischemic damage can 
vary between individual animals, generating a range of focus 
and penumbra extent that can be detected by T2-weighted 
MRI [28]. TTC staining revealed early ischemic injury in the 
ipsilateral hemisphere in parallel with early and sustained 
microglia content in the stroke core and penumbra regions. 
By contrast, the ET-1 stroke model generates mild stroke 
symptoms. We observed only mild indications of tissue 
damage by TTC staining and no behavioral abnormalities at 
acute or chronic timepoints. While some prior studies have 
demonstrated localized neuroinflammation and neurodegen-
eration at the site of cerebral ET-1 application [43], others 
suggest that the transient vasoconstrictive effect does not 
generate significant stroke damage in mice [19], possibly 
due to lack of penetration to deeper brain regions and the 
short biologic half-life of ET-1 [44]. Indeed, the short and 
localized action of ET-1 may more accurately model tran-
sient ischemic attack, which is less associated with cardiac 
dysfunction than overt stroke [1].

It should be noted that in the present study, practical sur-
gical considerations meant that the ischemic hemisphere for 
MCAo and topical ET-1 were different. It is conceivable 
that asymmetry of the rodent brain evokes different effects 
of left- and right-sided stroke. Left hemisphere ischemia is 
thought to produce more severe sensorimotor impairment, 
whereas right hemisphere ischemia is more associated with 
cognitive impairment [46]. Some evidence suggests that the 
left insular cortex may be more strongly linked to cardiac 
dysfunction [22], though troponin T levels reflecting car-
diac damage are similarly elevated with left- or right-sided 
stroke [3]. While we cannot exclude the possibility that the 
MCAo cardiac dysfunction was exacerbated by its location 
in the left hemisphere, limited histologic indication of stroke 
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damage in the ET-1 model likely impacted the lack of car-
diac damage.

In the present study, the extent of ischemic core and 
penumbra as well as edema identified by T2-weighted MRI 
early after MCAo surgery was associated with a modest 
and persistent decline in contractile function. Earlier stud-
ies have shown that stroke impairs acute and chronic car-
diac function [3, 22]. Due to the common involvement of 
systemic inflammation in the progression of heart failure, 
we hypothesized that the immune system may be a crucial 
component of the brain–heart axis after ischemic stroke. 
Previous reports have identified systemic inflammation in 
response to focal cerebral ischemic injury after MCAo [21]. 
Indeed, peripheral leukocyte mobilization and infiltration of 
the central nervous system are thought to contribute to stroke 
expansion and worse cognitive outcomes [9, 42]. Circulating 
monocytes, macrophages, and dendritic cells are increased 
after acute stroke, which also infiltrate the ischemic territory 
through the compromised blood–brain barrier [37]. Within 
24 h of stroke, pro-inflammatory cytokines are elevated at 
the site of ischemia, leading to migration of peripheral leu-
kocytes, including neutrophil migration from bone marrow 
[9]. Accordingly, the extent of T2-derived edema correlated 

with the TSPO signal in the ipsilateral hemisphere after 
MCAo, and predicted persistent inflammation in the brain 
at 3 weeks. Interestingly, neuroinflammation was persistently 
present at 3 weeks after MCAo-induced stroke, indicating a 
sustained inflammatory response to the initial injury. Nota-
bly, strategies to reduce systemic inflammation including 
splenectomy to reduce myeloid cell mobilization and inhibi-
tion of pro-inflammatory cytokines interleukin-1β or tumor 
necrosis factor-α result in a smaller stroke size after MCAo 
in rodents [2, 23, 24]. Alternatively, suppression of poly-
morphonuclear neutrophils by therapeutic antibody lowers 
accumulation of CD45 leukocytes in the stroke region with 
a parallel increase in endothelial cell function and smaller 
infarct size [15]. Complete suppression of neutrophils can 
interfere with novel therapeutic strategies after MCAo stroke 
such as small extracellular vesicles [13], supporting the 
notion that timing of anti-inflammatory interventions may 
be critical. These observations suggest a systemic inflam-
matory response to MCAo which could influence cardiac 
function. However, despite increased TSPO PET signal in 
the heart after MCAo, FACS analysis demonstrated no defin-
able increase of CD45 leukocyte density in the heart.
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Notably, TSPO expression is not restricted to peripheral 
leukocytes, and is robustly expressed in mitochondria of car-
diomyocytes [41], where it is involved in cholesterol trans-
port, oxidative stress, and substrate utilization [20]. Indeed, 
TSPO is upregulated in chronic heart failure [7, 40, 41], 
and inhibition of TSPO is cardioprotective after myocardial 
ischemia [33]. The increase in cardiac TSPO signal after 
cerebral stroke may be indicative of mitochondrial dysfunc-
tion and increased exome cycling, as described recently in 
mouse models of heart failure [31]. Nonetheless, the TSPO 
signal in the heart correlated with the severity of contractile 
impairment, suggesting a mechanistic contribution of mito-
chondrial dysfunction to stroke-induced cardiac damage, 

independent of systemic inflammation and immune cell 
mobilization.

Surprisingly, induction of less severe stroke by shorter 
duration ischemia did not spare contractile function in mice 
after MCAo. Because the dysfunction is modest and varied 
between individual mice, significant improvement in ejec-
tion fraction is difficult to demonstrate. Microglial suppres-
sion by CSF-1R inhibitor treatment resulted in incomplete 
dampening of the cortex TSPO signal after MCAo, similar 
to prior reports [4]. The lack of significant reduction at 7 
days likely reflects contribution of peripheral immune cells 
to the penumbra inflammation early after ischemic stroke. 
By contrast, significant reduction of TSPO signal at 21 days 
after injury suggests that microglia are the primary contribu-
tors to chronic neuroinflammation after MCAo. Despite inef-
fective sparing of cardiac function by CSF-1R inhibition, 
the inverse correlation of early injured hemisphere TSPO 
signal with late contractile function supports the notion that 
regional neuroinflammation affects cardiac function.

While the present results suggest that systemic inflam-
mation may have only minor impact on cardiac dysfunction 
after cerebral stroke, acute neuroinflammation may contrib-
ute to cardiac damage through other pathways. Damage to 
the insular cortex is associated with increased left ventricle 
pressure and sympathetic neuronal outflow, as measured by 
cardiac norepinephrine concentration [29]. Some studies 
have indicated that microglial activation in the paraventricu-
lar nucleus of the hypothalamus contributes to hypertension, 
which can be attenuated by local suppression of microglia 
[36]. Catecholamine surge in response to sympathetic acti-
vation has been implicated as a major contributor to acute 
cardiac events, and may contribute to chronic ventricle 
remodeling [8]. Further research is clearly warranted to bet-
ter understand the link between cerebral stroke and cardiac-
related mortality.

The present work demonstrates the value of multimodal-
ity imaging to define changes in the brain–heart axis after 
cerebral ischemic stroke. Importantly, the techniques applied 
here in mouse models are compatible with application in 
human patients [12]. The clinical manifestation of cardiac 
dysfunction following cerebral stroke is well recognized, but 
the mechanisms underlying this interaction remain unclear. 
The indication that the severity of neuroinflammation relates 
to the degree of cardiac dysfunction supports alternate thera-
peutic strategies to improve cardiac outcomes after cerebral 
stroke. It may further provide insights into the optimal tim-
ing of therapies that depend on leukocyte kinetics [13].

In conclusion, the extent and severity of neuroinflam-
mation early after cerebral ischemia influences subsequent 
cardiac function. Sustained neuroinflammation is further 
associated with decline in left ventricle contractile function, 
supporting the notion of inter-organ communication between 
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brain and heart via the immune system. Multimodality imag-
ing provides valuable insights into this brain–heart network-
ing and may identify novel therapeutic targets to improve 
cardiac outcome after stroke.

Supplementary Information  The online version contains supplemen-
tary material available at https://​doi.​org/​10.​1007/​s00395-​022-​00961-4.

Acknowledgements  The authors thank the members of the preclinical 
molecular imaging and radiochemistry laboratories, and the Central 
Animal Facility MRI for their technical assistance.

Authors’ contribution  NH designed and performed all experiments, 
analyzed all data, and drafted the manuscript. VW performed treatment 
experiments and analyzed all related data. PB and BJW participated in 
animal experiments and performed voxelwise analysis. AP and TLR 
synthesized radiopharmaceuticals. FMB contributed to study design 
and critically revised the manuscript. JTT designed, supervised, and 
funded the study, wrote and edited the manuscript.

Funding  Open Access funding enabled and organized by Projekt 
DEAL. This work was supported by the German Research Foundation 
(DFG: KFO 311).

Data availability  The data that support the findings of this study are 
available from the corresponding author upon reasonable request.

Code availability  N/A.

Declarations 

Conflict of interest  The authors declare that they have no conflict of 
interest.

Ethical approval  All animal experiments were conducted in accordance 
with national research regulations and with the approval of the local 
state authority [Niedersächsiches Landesamt für Verbraucherschutz 
und Lebensmittelsicherheit (LAVES)].

Open Access  This article is licensed under a Creative Commons Attri-
bution 4.0 International License, which permits use, sharing, adapta-
tion, distribution and reproduction in any medium or format, as long 
as you give appropriate credit to the original author(s) and the source, 
provide a link to the Creative Commons licence, and indicate if changes 
were made. The images or other third party material in this article are 
included in the article's Creative Commons licence, unless indicated 
otherwise in a credit line to the material. If material is not included in 
the article's Creative Commons licence and your intended use is not 
permitted by statutory regulation or exceeds the permitted use, you will 
need to obtain permission directly from the copyright holder. To view a 
copy of this licence, visit http://​creat​iveco​mmons.​org/​licen​ses/​by/4.​0/.

References

	 1.	 Adams RJ, Chimowitz MI, Alpert JS, Awad IA, Cerqueria MD, 
Fayad P, Taubert KA, Stroke C, the Council on Clinical Cardiol-
ogy of the American Heart A, American Stroke A (2003) Coro-
nary risk evaluation in patients with transient ischemic attack and 
ischemic stroke: a scientific statement for healthcare professionals 
from the Stroke Council and the Council on Clinical Cardiology 

of the American Heart Association/American Stroke Associa-
tion. Circulation 108:1278–1290. https://​doi.​org/​10.​1161/​01.​CIR.​
00000​90444.​87006.​CF

	 2.	 Ajmo CT Jr, Vernon DO, Collier L, Hall AA, Garbuzova-Davis 
S, Willing A, Pennypacker KR (2008) The spleen contributes to 
stroke-induced neurodegeneration. J Neurosci Res 86:2227–2234. 
https://​doi.​org/​10.​1002/​jnr.​21661

	 3.	 Ay H, Koroshetz WJ, Benner T, Vangel MG, Melinosky C, Arsava 
EM, Ayata C, Zhu M, Schwamm LH, Sorensen AG (2006) Neuro-
anatomic correlates of stroke-related myocardial injury. Neurol-
ogy 66:1325–1329. https://​doi.​org/​10.​1212/​01.​wnl.​00002​06077.​
13705.​6d

	 4.	 Barca C, Kiliaan AJ, Foray C, Wachsmuth L, Hermann S, Faber C, 
Schafers M, Wiesmann M, Jacobs AH, Zinnhardt B (2022) A lon-
gitudinal PET/MRI study of colony-stimulating factor 1 receptor-
mediated microglia depletion in experimental stroke. J Nucl Med 
63:446–452. https://​doi.​org/​10.​2967/​jnumed.​121.​262279

	 5.	 Bascunana P, Hess A, Borchert T, Wang Y, Wollert KC, Ben-
gel FM, Thackeray JT (2020) (11)C-Methionine PET identifies 
astroglia involvement in heart-brain inflammation networking 
after acute myocardial infarction. J Nucl Med 61:977–980. 
https://​doi.​org/​10.​2967/​jnumed.​119.​236885

	 6.	 Borchert T, Beitar L, Langer LBN, Polyak A, Wester HJ, Ross 
TL, Hilfiker-Kleiner D, Bengel FM, Thackeray JT (2021) Dis-
secting the target leukocyte subpopulations of clinically relevant 
inflammation radiopharmaceuticals. J Nucl Cardiol 28:1636–
1645. https://​doi.​org/​10.​1007/​s12350-​019-​01929-z

	 7.	 Borchert T, Hess A, Lukacevic M, Ross TL, Bengel FM, Thack-
eray JT (2020) Angiotensin-converting enzyme inhibitor treat-
ment early after myocardial infarction attenuates acute cardiac 
and neuroinflammation without effect on chronic neuroinflam-
mation. Eur J Nucl Med Mol Imaging 47:1757–1768. https://​
doi.​org/​10.​1007/​s00259-​020-​04736-8

	 8.	 Chen Z, Venkat P, Seyfried D, Chopp M, Yan T, Chen J (2017) 
Brain-heart interaction: cardiac complications after stroke. Circ 
Res 121:451–468. https://​doi.​org/​10.​1161/​CIRCR​ESAHA.​117.​
311170

	 9.	 Courties G, Herisson F, Sager HB, Heidt T, Ye Y, Wei Y, Sun 
Y, Severe N, Dutta P, Scharff J, Scadden DT, Weissleder R, 
Swirski FK, Moskowitz MA, Nahrendorf M (2015) Ischemic 
stroke activates hematopoietic bone marrow stem cells. Circ 
Res 116:407–417. https://​doi.​org/​10.​1161/​CIRCR​ESAHA.​116.​
305207

	10.	 Dexter DD Jr, Whisnant JP, Connolly DC, O’Fallon WM (1987) 
The association of stroke and coronary heart disease: a popula-
tion study. Mayo Clin Proc 62:1077–1083. https://​doi.​org/​10.​
1016/​s0025-​6196(12)​62499-9

	11.	 Engel O, Kolodziej S, Dirnagl U, Prinz V (2011) Modeling 
stroke in mice - middle cerebral artery occlusion with the fila-
ment model. J Vis Exp. https://​doi.​org/​10.​3791/​2423

	12.	 Feeney C, Scott G, Raffel J, Roberts S, Coello C, Jolly A, Searle 
G, Goldstone AP, Brooks DJ, Nicholas RS, Trigg W, Gunn RN, 
Sharp DJ (2016) Kinetic analysis of the translocator protein pos-
itron emission tomography ligand [(18)F]GE-180 in the human 
brain. Eur J Nucl Med Mol Imaging 43:2201–2210. https://​doi.​
org/​10.​1007/​s00259-​016-​3444-z

	13.	 Gregorius J, Wang C, Stambouli O, Hussner T, Qi Y, Tertel T, 
Borger V, Mohamud Yusuf A, Hagemann N, Yin D, Dittrich 
R, Mouloud Y, Mairinger FD, Magraoui FE, Popa-Wagner A, 
Kleinschnitz C, Doeppner TR, Gunzer M, Meyer HE, Giebel 
B, Hermann DM (2021) Small extracellular vesicles obtained 
from hypoxic mesenchymal stromal cells have unique char-
acteristics that promote cerebral angiogenesis, brain remod-
eling and neurological recovery after focal cerebral ischemia 

https://doi.org/10.1007/s00395-022-00961-4
http://creativecommons.org/licenses/by/4.0/
https://doi.org/10.1161/01.CIR.0000090444.87006.CF
https://doi.org/10.1161/01.CIR.0000090444.87006.CF
https://doi.org/10.1002/jnr.21661
https://doi.org/10.1212/01.wnl.0000206077.13705.6d
https://doi.org/10.1212/01.wnl.0000206077.13705.6d
https://doi.org/10.2967/jnumed.121.262279
https://doi.org/10.2967/jnumed.119.236885
https://doi.org/10.1007/s12350-019-01929-z
https://doi.org/10.1007/s00259-020-04736-8
https://doi.org/10.1007/s00259-020-04736-8
https://doi.org/10.1161/CIRCRESAHA.117.311170
https://doi.org/10.1161/CIRCRESAHA.117.311170
https://doi.org/10.1161/CIRCRESAHA.116.305207
https://doi.org/10.1161/CIRCRESAHA.116.305207
https://doi.org/10.1016/s0025-6196(12)62499-9
https://doi.org/10.1016/s0025-6196(12)62499-9
https://doi.org/10.3791/2423
https://doi.org/10.1007/s00259-016-3444-z
https://doi.org/10.1007/s00259-016-3444-z


	 Basic Research in Cardiology          (2022) 117:52 

1 3

   52   Page 14 of 15

in mice. Basic Res Cardiol 116:40. https://​doi.​org/​10.​1007/​
s00395-​021-​00881-9

	14.	 Gunnoo T, Hasan N, Khan MS, Slark J, Bentley P, Sharma P 
(2016) Quantifying the risk of heart disease following acute 
ischaemic stroke: a meta-analysis of over 50,000 participants. 
BMJ Open. https://​doi.​org/​10.​1136/​bmjop​en-​2015-​009535

	15.	 Hagemann N, Mohamud Yusuf A, Martiny C, Zhang X, Klein-
schnitz C, Gunzer M, Kolesnick R, Gulbins E, Hermann DM 
(2020) Homozygous Smpd1 deficiency aggravates brain ischemia/ 
reperfusion injury by mechanisms involving polymorphonuclear 
neutrophils, whereas heterozygous Smpd1 deficiency protects 
against mild focal cerebral ischemia. Basic Res Cardiol 115:64. 
https://​doi.​org/​10.​1007/​s00395-​020-​00823-x

	16.	 Hess A, Derlin T, Koenig T, Diekmann J, Wittneben A, Wang 
Y, Wester HJ, Ross TL, Wollert KC, Bauersachs J, Bengel FM, 
Thackeray JT (2020) Molecular imaging-guided repair after 
acute myocardial infarction by targeting the chemokine receptor 
CXCR4. Eur Heart J 41:3564–3575. https://​doi.​org/​10.​1093/​eurhe​
artj/​ehaa5​98

	17.	 Hess A, Thackeray JT, Wollert KC, Bengel FM (2020) Radionu-
clide image-guided repair of the heart. JACC Cardiovasc Imag-
ing 13:2415–2429. https://​doi.​org/​10.​1016/j.​jcmg.​2019.​11.​007

	18.	 Heyman A, Wilkinson WE, Hurwitz BJ, Haynes CS, Utley CM, 
Rosati RA, Burch JG, Gore TB (1984) Risk of ischemic heart 
disease in patients with TIA. Neurology 34:626–630. https://​
doi.​org/​10.​1212/​wnl.​34.5.​626

	19.	 Horie N, Maag AL, Hamilton SA, Shichinohe H, Bliss TM, 
Steinberg GK (2008) Mouse model of focal cerebral ischemia 
using endothelin-1. J Neurosci Methods 173:286–290. https://​
doi.​org/​10.​1016/j.​jneum​eth.​2008.​06.​013

	20.	 Ilkan Z, Akar FG (2018) The mitochondrial translocator protein 
and the emerging link between oxidative stress and arrhythmias 
in the diabetic heart. Front Physiol 9:1518. https://​doi.​org/​10.​
3389/​fphys.​2018.​01518

	21.	 Kaito M, Araya S, Gondo Y, Fujita M, Minato N, Nakanishi 
M, Matsui M (2013) Relevance of distinct monocyte subsets to 
clinical course of ischemic stroke patients. PLoS ONE. https://​
doi.​org/​10.​1371/​journ​al.​pone.​00694​09

	22.	 Laowattana S, Zeger SL, Lima JA, Goodman SN, Wittstein IS, 
Oppenheimer SM (2006) Left insular stroke is associated with 
adverse cardiac outcome. Neurology 66:477–483. https://​doi.​
org/​10.​1212/​01.​wnl.​00002​02684.​29640.​60

	23.	 Liberale L, Bonetti NR, Puspitasari YM, Schwarz L, Akhmedov 
A, Montecucco F, Ruschitzka F, Beer JH, Luscher TF, Simard J, 
Libby P, Camici GG (2020) Postischemic administration of IL-
1alpha neutralizing antibody reduces brain damage and neuro-
logical deficit in experimental stroke. Circulation 142:187–189. 
https://​doi.​org/​10.​1161/​CIRCU​LATIO​NAHA.​120.​046301

	24.	 Liberale L, Diaz-Canestro C, Bonetti NR, Paneni F, Akhmedov 
A, Beer JH, Montecucco F, Luscher TF, Camici GG (2018) 
Post-ischaemic administration of the murine Canakinumab-
surrogate antibody improves outcome in experimental stroke. 
Eur Heart J 39:3511–3517. https://​doi.​org/​10.​1093/​eurhe​artj/​
ehy286

	25.	 Longstreth WT Jr, Bernick C, Fitzpatrick A, Cushman M, Knep-
per L, Lima J, Furberg CD (2001) Frequency and predictors of 
stroke death in 5,888 participants in the cardiovascular Health 
Study. Neurology 56:368–375. https://​doi.​org/​10.​1212/​wnl.​56.3.​
368

	26.	 Ma Y, Li Y, Jiang L, Wang L, Jiang Z, Wang Y, Zhang Z, Yang 
GY (2016) Macrophage depletion reduced brain injury following 

middle cerebral artery occlusion in mice. J Neuroinflammation 
13:38. https://​doi.​org/​10.​1186/​s12974-​016-​0504-z

	27.	 MacAskill MG, Stadulyte A, Williams L, Morgan TEF, Sloan 
NL, Alcaide-Corral CJ, Walton T, Wimberley C, McKenzie CA, 
Spath N, Mungall W, BouHaidar R, Dweck MR, Gray GA, Newby 
DE, Lucatelli C, Sutherland A, Pimlott SL, Tavares AAS (2021) 
Quantification of macrophage-driven inflammation during myo-
cardial infarction with (18)F-LW223, a novel TSPO radiotracer 
with binding independent of the rs6971 human polymorphism. 
J Nucl Med 62:536–544. https://​doi.​org/​10.​2967/​jnumed.​120.​
243600

	28.	 Milidonis X, Marshall I, Macleod MR, Sena ES (2015) Magnetic 
resonance imaging in experimental stroke and comparison with 
histology: systematic review and meta-analysis. Stroke 46:843–
851. https://​doi.​org/​10.​1161/​STROK​EAHA.​114.​007560

	29.	 Min J, Farooq MU, Greenberg E, Aloka F, Bhatt A, Kassab M, 
Morgan JP, Majid A (2009) Cardiac dysfunction after left per-
manent cerebral focal ischemia: the brain and heart connection. 
Stroke 40:2560–2563. https://​doi.​org/​10.​1161/​STROK​EAHA.​108.​
536086

	30.	 Mirrione MM, Schiffer WK, Fowler JS, Alexoff DL, Dewey SL, 
Tsirka SE (2007) A novel approach for imaging brain-behavior 
relationships in mice reveals unexpected metabolic patterns dur-
ing seizures in the absence of tissue plasminogen activator. Neu-
roimage 38:34–42. https://​doi.​org/​10.​1016/j.​neuro​image.​2007.​06.​
032

	31.	 Nicolas-Avila JA, Lechuga-Vieco AV, Esteban-Martinez L, 
Sanchez-Diaz M, Diaz-Garcia E, Santiago DJ, Rubio-Ponce A, 
Li JL, Balachander A, Quintana JA, Martinez-de-Mena R, Caste-
jon-Vega B, Pun-Garcia A, Traves PG, Bonzon-Kulichenko E, 
Garcia-Marques F, Cusso L, N AG, Gonzalez-Guerra A, Roche-
Molina M, Martin-Salamanca S, Crainiciuc G, Guzman G, Lar-
razabal J, Herrero-Galan E, Alegre-Cebollada J, Lemke G, Roth-
lin CV, Jimenez-Borreguero LJ, Reyes G, Castrillo A, Desco M, 
Munoz-Canoves P, Ibanez B, Torres M, Ng LG, Priori SG, Bueno 
H, Vazquez J, Cordero MD, Bernal JA, Enriquez JA, Hidalgo 
A (2020) A Network of Macrophages Supports Mitochondrial 
Homeostasis in the Heart. Cell. https://​doi.​org/​10.​1016/j.​cell.​
2020.​08.​031

	32.	 Offner H, Subramanian S, Parker SM, Afentoulis ME, Vandenbark 
AA, Hurn PD (2006) Experimental stroke induces massive, rapid 
activation of the peripheral immune system. J Cereb Blood Flow 
Metab 26:654–665. https://​doi.​org/​10.​1038/​sj.​jcbfm.​96002​17

	33.	 Paradis S, Leoni V, Caccia C, Berdeaux A, Morin D (2013) Car-
dioprotection by the TSPO ligand 4’-chlorodiazepam is associated 
with inhibition of mitochondrial accumulation of cholesterol at 
reperfusion. Cardiovasc Res 98:420–427. https://​doi.​org/​10.​1093/​
cvr/​cvt079

	34.	 Prosser J, MacGregor L, Lees KR, Diener HC, Hacke W, Davis S, 
Investigators V (2007) Predictors of early cardiac morbidity and 
mortality after ischemic stroke. Stroke 38:2295–2302. https://​doi.​
org/​10.​1161/​STROK​EAHA.​106.​471813

	35.	 Roger VL, Go AS, Lloyd-Jones DM, Benjamin EJ, Berry JD, 
Borden WB, Bravata DM, Dai S, Ford ES, Fox CS, Fullerton 
HJ, Gillespie C, Hailpern SM, Heit JA, Howard VJ, Kissela BM, 
Kittner SJ, Lackland DT, Lichtman JH, Lisabeth LD, Makuc DM, 
Marcus GM, Marelli A, Matchar DB, Moy CS, Mozaffarian D, 
Mussolino ME, Nichol G, Paynter NP, Soliman EZ, Sorlie PD, 
Sotoodehnia N, Turan TN, Virani SS, Wong ND, Woo D, Turner 
MB, American Heart Association Statistics C, Stroke Statistics S 
(2012) Heart disease and stroke statistics–2012 update: a report 

https://doi.org/10.1007/s00395-021-00881-9
https://doi.org/10.1007/s00395-021-00881-9
https://doi.org/10.1136/bmjopen-2015-009535
https://doi.org/10.1007/s00395-020-00823-x
https://doi.org/10.1093/eurheartj/ehaa598
https://doi.org/10.1093/eurheartj/ehaa598
https://doi.org/10.1016/j.jcmg.2019.11.007
https://doi.org/10.1212/wnl.34.5.626
https://doi.org/10.1212/wnl.34.5.626
https://doi.org/10.1016/j.jneumeth.2008.06.013
https://doi.org/10.1016/j.jneumeth.2008.06.013
https://doi.org/10.3389/fphys.2018.01518
https://doi.org/10.3389/fphys.2018.01518
https://doi.org/10.1371/journal.pone.0069409
https://doi.org/10.1371/journal.pone.0069409
https://doi.org/10.1212/01.wnl.0000202684.29640.60
https://doi.org/10.1212/01.wnl.0000202684.29640.60
https://doi.org/10.1161/CIRCULATIONAHA.120.046301
https://doi.org/10.1093/eurheartj/ehy286
https://doi.org/10.1093/eurheartj/ehy286
https://doi.org/10.1212/wnl.56.3.368
https://doi.org/10.1212/wnl.56.3.368
https://doi.org/10.1186/s12974-016-0504-z
https://doi.org/10.2967/jnumed.120.243600
https://doi.org/10.2967/jnumed.120.243600
https://doi.org/10.1161/STROKEAHA.114.007560
https://doi.org/10.1161/STROKEAHA.108.536086
https://doi.org/10.1161/STROKEAHA.108.536086
https://doi.org/10.1016/j.neuroimage.2007.06.032
https://doi.org/10.1016/j.neuroimage.2007.06.032
https://doi.org/10.1016/j.cell.2020.08.031
https://doi.org/10.1016/j.cell.2020.08.031
https://doi.org/10.1038/sj.jcbfm.9600217
https://doi.org/10.1093/cvr/cvt079
https://doi.org/10.1093/cvr/cvt079
https://doi.org/10.1161/STROKEAHA.106.471813
https://doi.org/10.1161/STROKEAHA.106.471813


Basic Research in Cardiology          (2022) 117:52 	

1 3

Page 15 of 15     52 

from the American heart association. Circulation 125:e2–e220. 
https://​doi.​org/​10.​1161/​CIR.​0b013​e3182​3ac046

	36.	 Sharma RK, Yang T, Oliveira AC, Lobaton GO, Aquino V, Kim S, 
Richards EM, Pepine CJ, Sumners C, Raizada MK (2019) Micro-
glial cells impact gut microbiota and gut pathology in angiotensin 
II-induced hypertension. Circ Res 124:727–736. https://​doi.​org/​
10.​1161/​CIRCR​ESAHA.​118.​313882

	37.	 Shichita T, Hasegawa E, Kimura A, Morita R, Sakaguchi R, 
Takada I, Sekiya T, Ooboshi H, Kitazono T, Yanagawa T, Ishii T, 
Takahashi H, Mori S, Nishibori M, Kuroda K, Akira S, Miyake 
K, Yoshimura A (2012) Peroxiredoxin family proteins are key 
initiators of post-ischemic inflammation in the brain. Nat Med 
18:911–917. https://​doi.​org/​10.​1038/​nm.​2749

	38.	 Sommer CJ (2017) Ischemic stroke: experimental models and 
reality. Acta Neuropathol 133:245–261. https://​doi.​org/​10.​1007/​
s00401-​017-​1667-0

	39.	 Thackeray JT, Derlin T, Haghikia A, Napp LC, Wang Y, Ross TL, 
Schafer A, Tillmanns J, Wester HJ, Wollert KC, Bauersachs J, 
Bengel FM (2015) Molecular imaging of the chemokine receptor 
CXCR4 after acute myocardial infarction. JACC Cardiovasc Imag-
ing 8:1417–1426. https://​doi.​org/​10.​1016/j.​jcmg.​2015.​09.​008

	40.	 Thackeray JT, Hupe HC, Wang Y, Bankstahl JP, Berding G, Ross 
TL, Bauersachs J, Wollert KC, Bengel FM (2018) Myocardial 
inflammation predicts remodeling and neuroinflammation after 
myocardial infarction. J Am Coll Cardiol 71:263–275. https://​doi.​
org/​10.​1016/j.​jacc.​2017.​11.​024

	41.	 Thai PN, Daugherty DJ, Frederich BJ, Lu X, Deng W, Bers 
DM, Dedkova EN, Schaefer S (2018) Cardiac-specific condi-
tional knockout of the 18-kDa mitochondrial translocator protein 
protects from pressure overload induced heart failure. Sci Rep 
8:16213. https://​doi.​org/​10.​1038/​s41598-​018-​34451-2

	42.	 Urra X, Villamor N, Amaro S, Gomez-Choco M, Obach V, Oleaga 
L, Planas AM, Chamorro A (2009) Monocyte subtypes predict 
clinical course and prognosis in human stroke. J Cereb Blood 
Flow Metab 29:994–1002. https://​doi.​org/​10.​1038/​jcbfm.​2009.​25

	43.	 Wendeln AC, Degenhardt K, Kaurani L, Gertig M, Ulas T, Jain 
G, Wagner J, Hasler LM, Wild K, Skodras A, Blank T, Staszewski 
O, Datta M, Centeno TP, Capece V, Islam MR, Kerimoglu C, 
Staufenbiel M, Schultze JL, Beyer M, Prinz M, Jucker M, Fischer 
A, Neher JJ (2018) Innate immune memory in the brain shapes 
neurological disease hallmarks. Nature 556:332–338. https://​doi.​
org/​10.​1038/​s41586-​018-​0023-4

	44.	 Yanagisawa M, Kurihara H, Kimura S, Goto K, Masaki T (1988) 
A novel peptide vasoconstrictor, endothelin, is produced by vas-
cular endothelium and modulates smooth muscle Ca2+ channels. 
J Hypertens Suppl 6:S188-191. https://​doi.​org/​10.​1097/​00004​872-​
19881​2040-​00056

	45.	 Yushkevich PA, Piven J, Hazlett HC, Smith RG, Ho S, Gee JC, 
Gerig G (2006) User-guided 3D active contour segmentation 
of anatomical structures: significantly improved efficiency and 
reliability. Neuroimage 31:1116–1128. https://​doi.​org/​10.​1016/j.​
neuro​image.​2006.​01.​015

	46.	 Zhai Z, Feng J (2018) Left-right asymmetry influenced the infarct 
volume and neurological dysfunction following focal middle cere-
bral artery occlusion in rats. Brain Behav. https://​doi.​org/​10.​1002/​
brb3.​1166

https://doi.org/10.1161/CIR.0b013e31823ac046
https://doi.org/10.1161/CIRCRESAHA.118.313882
https://doi.org/10.1161/CIRCRESAHA.118.313882
https://doi.org/10.1038/nm.2749
https://doi.org/10.1007/s00401-017-1667-0
https://doi.org/10.1007/s00401-017-1667-0
https://doi.org/10.1016/j.jcmg.2015.09.008
https://doi.org/10.1016/j.jacc.2017.11.024
https://doi.org/10.1016/j.jacc.2017.11.024
https://doi.org/10.1038/s41598-018-34451-2
https://doi.org/10.1038/jcbfm.2009.25
https://doi.org/10.1038/s41586-018-0023-4
https://doi.org/10.1038/s41586-018-0023-4
https://doi.org/10.1097/00004872-198812040-00056
https://doi.org/10.1097/00004872-198812040-00056
https://doi.org/10.1016/j.neuroimage.2006.01.015
https://doi.org/10.1016/j.neuroimage.2006.01.015
https://doi.org/10.1002/brb3.1166
https://doi.org/10.1002/brb3.1166

	Molecular imaging of the brain–heart axis provides insights into cardiac dysfunction after cerebral ischemia
	Abstract
	Introduction
	Materials and methods
	Animals
	Study design
	Middle cerebral artery occlusion
	Topical endothelin-1
	Microglia suppression
	Radiochemistry
	Whole-body small-animal PET
	Cardiac and brain MRI
	Image analysis
	Ex vivo workup
	In vitro autoradiography
	Histology
	Immunohistochemistry
	Immunofluorescence
	Fluorescence-associated cell sorting
	Statistics

	Results
	Transient MCA occlusion evokes extensive cerebral ischemic injury with persistent neuroinflammation over 21d
	Topical application of ET-1 to brain cortex after craniotomy generates less severe ischemic injury
	MCAo but not ET-1 stroke induces unilateral neuroinflammation on ex vivo tissue analysis
	MCAo stroke induces persistent modest cardiac dysfunction
	MCAo stroke evokes increased TSPO expression in the heart at subacute and chronic timepoints after injury
	Stroke size and neuroinflammation as a predictor of cardiac function
	Reduced stroke severity did not spare acute or chronic contractile function
	Microglial suppression lowers acute and chronic TSPO signal and impacts chronic cardiac function

	Discussion
	Acknowledgements 
	References




