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Abstract: Ischemic stroke is worsened by the presence of sudden high blood sugar levels, even in
individuals without pre-existing diabetes. This elevated glucose concentration hampers the ability of
energy-starved brain cells to efficiently use it as a source of energy. Consequently, this leads to the
production of abundant amounts of toxic glucose metabolites, which trigger oxidative stress in the
brain milieu, particularly in the microvasculature of the brain. A prominent feature of this oxidative
stress is the demise of endothelial cells, causing detrimental changes in blood vessels, including a
reduction in their vascular diameter, a decreased efficiency of vessel proliferation, and the impaired
integrity of tight junctions. These vascular pathologies contributed to an increase in the volume of
damaged tissues (infarct), an exacerbation of brain swelling (edema), and a decline in cognitive and
motor functions. In a mouse model of ischemic stroke with induced acute hyperglycemia, a naturally
occurring saturated fatty acid provides protective cover to the microvasculature by preventing
damage related to oxidative stress. Our current research revealed that lauric acid (LA) attenuated
infarct volume and reduced brain edema by reducing endothelial cell death, enhancing vessels’
diameter, promoting vascular angiogenesis, and stabilizing barrier functions. Animals administered
with this natural compound showed a significant reduction in 4-HNE-positive vessels. In conclusion,
natural saturated fatty acids help to preserve brain microvascular functions following ischemic insults
in the presence of acute hyperglycemia.

Keywords: neuroinflammation; acute hyperglycemia; ischemic stroke; oxidative stress; brain
microvasculature

1. Introduction

Clinical outcomes of ischemic stroke are predictable and worrisome. One of the many
conditions that exacerbate stroke-related mortality and functional outcomes in patients is
acute hyperglycemia. Clinical studies have established a definitive relationship between
mortality and raised glucose concentrations in patients with ischemic stroke at the time
of emergency admissions. Hospital data suggest that in such patients, an average glucose
concentration is found to be up to 110 mg/dL or more [1,2]. The underlying pathways
leading to acute hyperglycemia during the onset of ischemic stroke are still being inves-
tigated. What is also intriguing is that this acute hyperglycemia is even indiscriminately
observed in patients with no diabetic history [2,3]. Emergency management strategies thus
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also focus on acute hyperglycemia during stroke. What is more concerning for clinicians is
that administering insulin in these situations leads to hypoglycemia in two-thirds of the
total patients, making patients more vulnerable to mortality. Improving stroke outcomes
in patients is thus an ongoing fight [4,5]. The European Stroke Organization (ESO), the
American Heart Association (AHA), and the National Institute of Neurological Disorders
and Stroke (NINDS) emphasize managing acute hyperglycemia during ischemic stroke [6].

The brain microvasculature that forms the tight junctions is the first to be targeted
by neuroinflammatory insults following an ischemic stroke. Interrupted oxygen supply
and raised glucose levels aggravate the vascular pathology, complicating the therapeutic
interventions needed to preserve brain functions [7]. Deranged glucose metabolism leads
to the overproduction of reactive toxic glucose metabolites in cells that are part of the brain
microvasculature and tight junctions. Prominent among these glucose metabolites are
glyoxal (Gx), methylglyoxal (MG), and 3-deoxyglucosone (3-DG). Having a high affinity
to react with amino acid side chains on proteins, the reactive metabolites alter protein
functions. These altered protein structures, or advanced glycation end-products (AGEs),
produce a burst of reactive radicals that target DNA damage and lipid peroxidation. The
primary target of this oxidative stress is vascular endothelial cells that make tight junctions
in brain regions. Disruptive tight junctions are thus a distinct feature of ischemic stroke
pathology. Compromised BBB opens a window for the infiltration of peripheral immune
cells, participating in amplified neuroinflammatory damage, fluid leakage (brain edema),
and infarct regions [8,9].

Endothelial cell death in the ischemic core and penumbra regions is marked by ex-
pressed apoptotic markers, such as cleaved caspase 3. Ischemic stroke triggers the activation
of cleaved caspase 3, inducing apoptotic cell death and altering the elasticity, diameter, and
density of the microvasculature in the CNS [10,11]. Genetic deletion of cleaved caspase
3 results in the escaped apoptotic death of endothelial cells under oxygen- and glucose-
deprived conditions. Similarly, 4-HNE expressions represent cellular oxidative stress.
Ischemic stroke results in increased levels of 4-HNE in endothelial cells within the mi-
crovasculature of the brain. A rise in the production of oxidative stress following ischemic
brain injury is linked to the sudden and sustained deaths of endothelial cells in the mi-
crovasculature [12]. Toxic glucose metabolites produced during the ischemic insult produce
excess 4-HNE in endothelial cells, causing cytotoxic outcomes in cerebral vascular cells [13].

Lauric acid (LA) is reported in recent studies to have neuroprotective potential in
neuroinflammatory degenerative diseases [14,15]. Considering our results from our recent
study, where we showed lauric acid (LA) provided neuroprotection in the animal model
of Parkinson’s disease, LA’s role in circumscribing neuronal damage following ischemic
stroke was investigated. This is because most of the cellular and subcellular neuroinflam-
matory pathways that aggravate neuronal damage share similarities and origins. In this
background, we evaluated the neuroprotective potential of lauric acid (LA) in ischemic
stroke. In our study, we evaluated the anti-oxidative effects of lauric acid (LA) on the
structural and functional profile of the brain’s microvascular system in a mouse model of
acute hyperglycemic ischemic stroke. We also analyzed the effects of lauric acid (LA) on
endothelial cells’ viability under oxygen deprivation and excess glucose.

Our data suggest that lauric acid (LA) administration provides neuroprotective cover
to microvascular endothelial cells by limiting oxidative stress-induced damage to the tight
junctions. We noted improved vessel diameter, density, and angiogenesis in the peri-infarct
region of brain lauric acid (LA)-treated animals. These effects are significantly linked to
ameliorated infarct area and brain edema. The natural saturated fatty acid was also found
to improve the in vitro survival of endothelial cells under oxidative stress. lauric acid
(LA)-treated animals further demonstrated improved cognitive and functional outcomes
in behavioral tests. Our data concludes that lauric acid (LA) preserves endothelial cell
death against oxidative stress, thus preserving barrier integrity during hyperglycemic
ischemic stroke.
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2. Materials and Methods
2.1. Animals

In our experimental cohorts, we used male C57BL/6N mice with ages ranging from
10 to 12 weeks. The animals were bred and housed in an institutional animal house at
the University of Lahore, Lahore, Pakistan. At the animals’ facility, these mice were kept
in IVC Green 500 cm3 ventilated cages. Each cage housed a group of four mice. A 12-h
light/dark cycle was maintained with a temperature of 23 ◦C ± 2 ◦C. Access to food
and water remained ad libitum. All animal interventions and procedures were carried
out with prior approval from the institutional research ethics committee (IREC-2019-80).
Considering good research ethics, we followed the principles of ARRIVE Guidelines 2.0 in
our experiments involving animals. Investigators remained blinded, and for the purpose of
reporting the data, we followed the ARRIVE guidelines 2.0 (PMCID: PMC7360023). Study
materials are available from the corresponding authors upon request.

2.2. Ischemic Stroke Model

Ischemic stroke was induced in mice to best describe in vivo acute hyperglycemic-
induced ischemic injury. An animal model of permanent occlusion of the distal middle
cerebral artery (pdMCAO) was thus used [16–18]. For anesthesia, tribromoethanol (15 µL
of 2.5% tribromoethanol/g body weight, i.p.) was injected intraperitoneally. Injection (i.p.)
of glucose (50 mg/200 uL in normal saline) was carried out immediately after anesthesia in
order to raise systemic glucose levels to mimic acute hyperglycemia. Plasma glucose levels
were measured using glucometer and chips (Accu-Chek Instant, Roche, MN, USA) before
the injection of glucose and 15 and 45 min after the injection of glucose. The procedure
involved incising a 1–2 mm tip of animal’s tail, collecting a drop of blood on the tip of the
ship and recording the digital measurements (mg/dL). A surgical procedure included a skin
incision stretching from the base of the left ear to the left orbit. This followed the removal
of the underlying temporal muscle, exposing the skull clearly. A bur-hole was created in
the skull to fully expose ‘Y-shaped’ MCA, and it was coagulated from three points using
a microbipolar electrocoagulation set (Erbe, Tübingen, Germany, Model ICC 50) under
a microscope (Hund, Wetzlar, Germany). After this, the skin incisions were aseptically
stitched, and animals were put in a ‘recovery cage’ under a red heating lamp (Philips: R40
Flood Light; 250-watt), where their recovery was closely monitored. To prevent surgical
distress, animals were injected with Carprofen (Rimady® Zoetis, Parsippany, NJ, USA)
twice daily (5 mg/kg body weight; bd).

2.3. Experimental Groups and Dosing

For infarct volume and brain edema measurement, tribromoethanol (15 µL of 2.5%
tribromoethanol/g body weight, i.p.) was injected to anesthetize animals before point-of-
termination. Brains were harvested and instantly preserved on dry ice. These were later
stored at −20 ◦C until silver staining and further immunohistochemistry analysis. A total
of 20 µm thick coronal cryosections were obtained for performing silver staining as per
the described protocol [16]. Silver-stained slices on microscopic slides were scanned with
the HP Precision Scan Program (300 dpi), and images in TIFF format were processed with
ImageJ software (National Institutes of Health, RRID: SCR_002285). The infarct volume
was measured as mentioned in our early study [1] using the formula below:

Right Hemisphere + Silver Deficit − Left Hemisphere = Infarct Volume.

In our experiments, the mortality rate hovered at approximately 7%, underscoring
surgical consistency.

A randomization approach to distributing animals into groups was adopted. This
put nine animals in each group (n = 9). The study included four experimental groups:
normoglycemic-treated (NT), hyperglycemic-untreated (HU), normoglycemic-untreated (NU),
and hyperglycemic-treated (HT). Treatment groups were orally administered 1.32 mg/kg of
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LA, while untreated groups were given vehicle doses of Cocos nucifera oil. For determining
infarct volume (mm3) and brain edema (%), animals were decapitated at four time points
after surgery (pdMCAO); days 1, 3, 5, and 7, which represent the acute, sub-acute, moderate,
and late phases of ischemic stroke, respectively. LA and vehicle were administered via oral
gavage (in treatment and control groups, respectively). The first dose (1.32 mg/kg) was
administered 2 h prior to the surgical procedure (day 1), and then this time point was kept
constant for daily dosing for different sub-cohorts (3-day, 5-day, and 7-day), as depicted
in Figure 1A.

Biomedicines 2023, 11, x FOR PEER REVIEW 4 of 16 
 

In our experiments, the mortality rate hovered at approximately 7%, underscoring 
surgical consistency. 

A randomization approach to distributing animals into groups was adopted. This 
put nine animals in each group (n = 9). The study included four experimental groups: 
normoglycemic-treated (NT), hyperglycemic-untreated (HU), normoglycemic-untreated 
(NU), and hyperglycemic-treated (HT). Treatment groups were orally administered 1.32 
mg/kg of LA, while untreated groups were given vehicle doses of Cocos nucifera oil. For 
determining infarct volume (mm3) and brain edema (%), animals were decapitated at four 
time points after surgery (pdMCAO); days 1, 3, 5, and 7, which represent the acute, sub-
acute, moderate, and late phases of ischemic stroke, respectively. LA and vehicle were 
administered via oral gavage (in treatment and control groups, respectively). The first 
dose (1.32 mg/kg) was administered 2 h prior to the surgical procedure (day 1), and then 
this time point was kept constant for daily dosing for different sub-cohorts (3-day, 5-day, 
and 7-day), as depicted in Figure 1A. 

 
Figure 1. Study design and limiting infarct volume and brain edema in ipsilateral ischemic brain 
under hyperglycemia in LA-treated animals. (A) A description of the study design with time points 
that represent various stages of ischemic stroke: acute (post-24 h), sub-acute (day 3), moderate (day 
5), and chronic (day 7). (B–E) Silver-stained quantification showing LA limiting the infarct volume 
in hyperglycemic animals after 24 h, 3, 5, and 7 days following ischemic stroke, compared to the 
normoglycemic and respective controls. (F–I) Brain edema attenuation in LA-treated hyperglycemic 
ischemic-stroke animals at four time points; the values presented are the mean ± SD. The analysis 
was performed using ordinary one-way ANOVA and Tukey’s multiple comparisons test (B–I). * p < 
0.05; ** p < 0.01. 

Figure 1. Study design and limiting infarct volume and brain edema in ipsilateral ischemic brain
under hyperglycemia in LA-treated animals. (A) A description of the study design with time points
that represent various stages of ischemic stroke: acute (post-24 h), sub-acute (day 3), moderate (day 5),
and chronic (day 7). (B–E) Silver-stained quantification showing LA limiting the infarct volume
in hyperglycemic animals after 24 h, 3, 5, and 7 days following ischemic stroke, compared to the
normoglycemic and respective controls. (F–I) Brain edema attenuation in LA-treated hyperglycemic
ischemic-stroke animals at four time points; the values presented are the mean ± SD. The analysis was
performed using ordinary one-way ANOVA and Tukey’s multiple comparisons test (B–I). * p < 0.05;
** p < 0.01.

For lauric acid (LA) dosing, we relied on the results of our recent study [14], where
we used two doses of lauric acid (LA), i.e., 0.66 mg/kg and 1.32 mg/kg of body weight,
via oral gavage. With the later dose (1.32 mg/kg), anti-inflammatory results were more
significant. For dosing frequency, we relied on the pharmacokinetic profile of lauric acid
(LA) in a study that underscored that, because of its lipophilic nature, lauric acid (LA)
shows its peak therapeutic effect in 2 h [19]. These formed the basis for the selection of a
specific dose and frequency during the all-experimental procedures.
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2.4. Immunohistochemistry and Quantification

For the purpose of immunohistochemical staining, 9 animals from each group were
sacrificed 72 h post-pdMCAO. Brains were harvested after perfusion with PBS with added
heparin (10 IU/mL). Thick coronal brain slices (20 mm) were fixed in methanol (20 ◦C).
For washing, we dipped these sections in PBS and immediately blocked them using 1%
BSA in PBS at room temperature. A triple staining was carried out in order to evaluate
micro-vessels’ diameter and length (CD31, Col-IV, and DAPI). Similarly, triple staining
with 4-HNE, CD31, and DAPI was used for the lipid peroxidation marker 4-HNE. A quick
procedure for the CD31 staining included incubating coronal slices with primary anti-
bodies (overnight at 4 ◦C); occludin: anti-CD31 (557355) 1:1000 (Proteintech, Rosemont,
IL, USA); and anti-collagen IV 1:1000 (Abcam, Cambridge, UK). The next day, washing
(with PBS) followed incubation with secondary antibodies (conjugated with Alexa 488);
rabbit anti-mouse 1:1000, Invitrogen, Waltham, MA, USA; and Goat anti-rabbit (1:1000),
Proteintech, respectively. To stain the nuclei, we used DAPI #4083; 1:500; Cell Signaling
Technology (Cambridge, UK). For 4-HNE staining, we incubated brain slices with anti-
4-hydroxynonenal (4-HNE) 1:1000 (EMD Millipore, St. Louis, MO, USA) and anti-CD31
(557355) 1:1000 (Proteintech, USA). The next day, incubation was carried out with: Anti-4
Hydroxynonenal antibody, 1:100 (Abcam) and Goat anti-rabbit 1:1000, Proteintech, respec-
tively. For immunofluorescence imaging, we used a DMI 6000B Leica microscope (Wetzlar,
Germany). Subsequently, fluorescence intensity was measured after processing the images
with ImageJ software.

To perform the quantification of vessel length and diameter, we selected an area
out of the whole brain-section’s tile-scan. Then, using an auto-thresholding method, we
adjusted the Coll-IV threshold and created a mask that was universally applied to all the
taken images with CD-31-stained proteins (n = 9 per group) in the penumbra region of
the Ipsilateral side. We measured the mean intensity values of each image and statistically
evaluated them. Likewise, for the analysis of lipid peroxidation markers, 4-HNE-positive
vessels and total vessel length were measured in the selected area using ImageJ software
(National Institutes of Health), and values were articulated relative to the control mice.

2.5. Immunostaining for Apoptotic Marker/Cleaved Caspase-3

Brain endothelial cells make the fundamental structures of the BBB. To study the role
of neuroprotective substances in preserving endothelial cell death in vitro, we isolated
and cultured primary brain endothelial cells (PBECs) in DMEM medium, as described
earlier [20], and divided them into four groups: HU, HT, NU, and NT. For hyperglycemic
groups, DMEM was supplemented with a high glucose concentration (4.5 mg/mL) and
deprived of oxygen (HGOD) by keeping them in an incubator with 5% CO2 at 37 ◦C. For
normoglycemic groups (NU and NT), PBEC cultures were deprived of glucose and oxygen
(OGD). The cells were kept incubated with 5% CO2 at 37 ◦C. The treatment groups (HT
and NT) were added with a 100 nM concentration of LA for 24 h, while the untreated
(HU and NU) groups were added with an equivalent amount of PBS. After incubation for
24 h with LA and PBS, the PBEC groups were challenged with TNF-α (200 mg/mL) for
60 min. Following this, cell cultures were fixed with 4% PFA in PBS and washed with PBS
(2 × 5 min). For permeabilization and blocking, 3% BSA in PBS + 0.3% TrX-100 were added
and kept at room temperature for 1 h. This followed incubation with primary antibodies:
rabbit anti-cleaved caspase-3 (Cat#Asp175; 1:100) and rat anti-CD31 (Cat#550274; 1:200)
at 37 ◦C overnight. The next day, cultures were incubated with secondary antibodies,
donkey anti-rabbit IgG Alexa 488 (Cat# A21206; 1:200), donkey anti-rat IgG Alexa 555
(Cat# ab150154; 1:200), and DAPI (1:2000), for 1.5 h at room temperature. Fluorescent
microscopic images were then taken, and cleaved caspase3-positive cells were counted
using ImageJ software.
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2.6. Hoechst/Propidium Iodide (PI) Staining

To study the role of neuroprotective substances in preserving endothelial cell death
in vitro, we again used the four groups of PBEC cultures mentioned above (HU, HT, NU,
and NT). Cells were incubated under the same conditions and treated with LA (100 nM) for
24 h and TNF-α (200 mg/mL) for 60 min again. Cell death in the PBECs was then assessed
with Hoechst 33258 dye (Sigma-Aldrich, St. Louis, MO, USA; 10 µg/mL) and propidium
iodide (PI; Sigma-Aldrich). Fluorescent microscopic images were taken, and PI-positive
cells were counted using ImageJ software.

2.7. Lactate Dehydrogenase (LDH) Colorimetric Assay

We also carried out LDH cytotoxic assays in the above-mentioned four groups of
PBECs (HU, HT, NU, and NT). This is to evaluate LA’s ability to provide neuroprotection
in ECs in vitro by decreasing the release of LDH from the TNF-α-challenged ECs. In the
above cohort (Hoechst/PI staining), after treatment with LA (100 nM) for 24 h and TNF-α
(200 mg/mL) for 60 min, we collected cell medium (300 uL) from each 12-plate well of
all four groups. We measured the LDH release in these samples. Ultrapure water in the
cell-culture medium served as a positive control. As per the manufacturer’s protocol (Roche
Diagnostics GmbH, Mannheim, Germany), samples were analyzed in duplicate. All these
samples (from four groups and the positive control) were incubated with substrate solution
(thioridazine HCl), and absorbance at 492 nm was measured for LDH release. Hank’s
balanced salt solution (HBSS) was used as a negative control. The relative absorbance
values (%) were quantified for analysis.

2.8. Western Blotting

To cross-check the immunohistochemistry data, we collected ipsilateral brain (selecting
penumbra region) parts (n = 6) and carried out immunoblotting as described previously [21].
Protein levels for Caspae-3 were analyzed in brain homogenates. Sodium dodecyl sulfate
polyacrylamide gel electrophoresis was used to separate marker proteins in the samples.
This followed transferring them to nitrocellulose membranes. A step-wise protocol in-
cluded; blocking membranes in 5% milk, washing, and a subsequent incubation (4 ◦C
overnight, dark room) with primary antibodies: rabbit monoclonal anti-cleaved caspase-3
antibody (1:1000, Abcam, Cambridge, UK) and rabbit polyclonal antiβ-actin (1:1000, Ab-
cam, Cambridge, UK) (control). The next day, the membranes were washed and incubated
with HRP-conjugated secondary antibodies: goat anti-rabbit (1:10,000, Jackson ImmunoRe-
search Laboratories, West Grove, PA, USA) or goat anti-mouse (1:10,000, Jackson). The
detection of markers was carried out using the Fusion Solo S detection system after a chemi-
luminescence reaction with Pierce TM SuperSignal West Femto Sensitivity Substrate (1:4,
Thermo Scientific, Waltham, MA, USA). Here, we normalized cleaved caspase-3 to actin.

2.9. Food Intake and Body Weight

Each day, we put pre-weighed food in IVC Green cages, and for food fragments
or pallets, a regular inspection was carried out. Using the Sartorius Practum scale, we
calculated the food consumed by animals each day for seven consecutive days. Food intake
as well as body weight loss (%) were quantified accordingly [22].

2.10. Statistical Analysis

To measure the sample size, we conducted power analysis involving the G*Power
computation scheme. A p-value less than 0.05 was considered statistically ‘significant’
during ANOVA and t-test analysis. We did not exclude outliers from the data used for these
tests. Here we conducted the Grubbs test (alpha of 0.05) for identifying outliers. Values
were expressed as the mean ± SD. Graph Pad Prism version 9.4.1 was used. * p < 0.05;
** p < 0.01; *** p < 0.001; **** p < 0.0001. (BS; before surgery; NU; normoglycemia untreated;
HU; hyperglycemia untreated; NT; normoglycemia untreated; HT; hyperglycemia treated).
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3. Results
3.1. LA Reduces Infarct Volumes and Brain Edema in Ischemic Stroke Brain, Challenged by
Acute Hyperglycemia

LA-administered animals demonstrated decreased infarct volume following pdM-
CAO, and this trend in decreased infarct volume persisted for all the stages of ischemic
stroke (acute, sub-acute, moderate, and chronic). What we found interesting is that the
comparable differences in infarct volume between normoglycemic-treated and untreated
animals remained non-significant on days 3 and 5 (Figure 1B–E). This could point to the
lauric acid’s potential to influence relatively proficiently in limiting expanded oxidative
stress that is supplemented under acute hyperglycemia as a result of the production of
toxic glucose metabolites. A consistency in the significant difference between treated and
untreated mice in the hyperglycemic group even on day 7 suggests lauric acid’s protective
effect persists during the late stage of ischemic stroke (Figure 1E). Additionally, the ab-
sence of such a difference between treated and untreated normoglycemic animals on day 7
underscores lauric acid’s modulating effects on ischemic damage fueled by hyperglycemia.

Brain edema implies an initial neuroinflammatory response following an ischemic
insult to the brain tissues and tight junctions [10]. We thus also assessed the influence of LA
on the rate and extent of brain edema formation in acute (day 1), sub-acute (day 3), moderate
(day 5), and late stages (day 7) of ischemic stroke. We expected hyperglycemic untreated
brains would show expanded fluid leaks compared to LA-treated animals. LA did indeed
interfere in edema formation and its expansion in acute, sub-acute, and moderate phases of
hyperglycemic ischemic insult (Figure 1F–I). This reduction in edema complemented the
infarct volume results (Figure 1B–E). Influence on edema formation is a representative role
of LA in modulating oxidative stress under deranged glucose metabolism.

Conclusively, lauric acid (LA) helps in circumscribing the infarct volume in the is-
chemic brain in a hyperglycemic milieu, particularly at the acute and sub-acute stages
of neuroinflammation. How and why remain key questions, and to answer these, we
undertook a structured evaluation of microvasculature characteristics.

3.2. LA Improved Structural and Functional Characters of Microvasculature in Peri-Infarct Region

The structural and functional characteristics of microvasculature are broadly affected
in the core and penumbra regions of the brain following an ischemic stroke. Vascular
pathology directly influences infarct volumes and brain edema following an ischemic
stroke. As it is aggravated in the presence of faulty glucose metabolites, we tried to
evaluate not only a relationship between vascular pathology and infarct volumes but also
the extent to which LA helps revive vascular physiology following pMCAO. For this,
capillary diameter and vessel length were measured by measuring CD31-stained vessels
and vessel length 48 h after stroke. We found a significant increase in vessel diameter in the
ipsilateral hemisphere of the untreated hyperglycemic brains compared to the LA-treated
brains. This signifies the collateral circulation in the penumbra that plays a crucial role in
reviving blood supply to the infarct core after an ischemic stroke. In the normoglycemic
animals (both treated and untreated), this difference remained absent (Figure 2A). Contrary
to diameter, vessel length decreases in the ipsilateral ischemic brain compared to the
contralateral part. In our study, we compared the length of vessels within the ipsilateral
peri-infarct area among normoglycemic and hyperglycemic animals (treated and untreated,
respectively). Results suggest that lauric acid (LA) significantly reduced the total vessel
length in the treated hyperglycemic brains compared to the untreated animals (Figure 2B),
although this effect was seen more in normoglycemic-treated brains. Many factors could
influence vessel length, such as the time of occlusion and glucose levels at the time of
ischemic stroke. As the pMCAO model permanently occludes the MCA in mice, to exclude
the factor of variability in hyperglycemia, we also measured plasma glucose concentrations
in hyperglycemic and normoglycemic groups at various time points: before the induction
of acute hyperglycemia and 15 and 45 min after the glucose injection. Here, we found a
predictably consistent acute hyperglycemia at the time of pMCAO (Figure 2C), suggesting
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that hyperglycemia remains constant in treated and untreated animals while lauric acid
(LA) improves the vessel’s functional properties. This data on acute hyperglycemia remain
consistent with our previous data, where, following injection, blood glucose reached its
maximum level after 15 min and started reducing after 45 min [23]. In this study, we also
found that natural fatty acids preserved body weight loss following pMCAO (Figure 2D) as
well as reduced mortality rates in hyperglycemic animals with ischemic insults (Figure 2E).
Conclusively, our results suggest that reduced infarct volumes and brain edema in lauric
acid (LA)-treated animals are due to improved microvascular characteristics following
ischemic brain injury. Next, we evaluated why and how lauric acid (LA) preserved vascular
functions under hypoxia and in the presence of deranged glucose metabolism.
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resentative fluorescent microscopic image showing capillaries in the penumbra region of the ipsi-
lateral brain. The tight bar graph shows quantification of CD3-stained vessels for capillary diameter. 
LA-treated ischemic brain vessels demonstrate a significant increase in diameter compared to un-
treated brains. Scale bar: 10 µm. (B) Representative images (left) and quantification of CD31-positive 
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Figure 2. LA improves vascular functions in ischemic stroke under acute hyperglycemia. (A) A
representative fluorescent microscopic image showing capillaries in the penumbra region of the
ipsilateral brain. The tight bar graph shows quantification of CD3-stained vessels for capillary
diameter. LA-treated ischemic brain vessels demonstrate a significant increase in diameter com-
pared to untreated brains. Scale bar: 10 µm. (B) Representative images (left) and quantification of
CD31-positive vessels (right). LA reduced vessel length in ischemic brains under hyperglycemic
and normoglycemic conditions. Scale bar is 100 µm. (C) A significant difference in plasma glu-
cose concentration between the normoglycemic and hyperglycemic groups after 15 min (left) and
45 min (right) of glucose injection. (D) LA preserves body weight loss in treated animals. (E) LA
treatment reduces the mortality rate in animals challenged with ischemic stroke under hyperglycemia.
Statistical significance was assessed by ordinary one-way ANOVA and Tukey’s multiple comparisons
test (A–E). Graphs represent means ± SD; * p < 0.05; ** p < 0.01; **** p < 0.0001.

3.3. LA Reduces Lipid Peroxidation Production in Brain Microvasculature

Ischemic stroke disrupts the BBB, potentially by affecting the microvascular structures
and functions. Disruptive cytoskeletal alterations, increased systemic infiltration, and
expressive changes in tight junction-proteins contribute to expanding infarct volume. In the
presence of deranged glucose metabolism (inflicted by acute hyperglycemia), these factors
are even further compounded because of the oxidative burden. Acute hyperglycemia
causes increased oxidative stress, which, in turn, expands cellular lipid peroxidation and its
marker 4-HNE, particularly in the endothelial cells of the brain microvasculature, causing
cytotoxicity or endothelial cell apoptosis [24]. 4-HNE-induced cellular death affecting
barrier functions is well defined [25]. 4-HNE is a stable oxidative lipid peroxidation marker;



Biomedicines 2023, 11, 3342 9 of 15

various pathways clear it from the intracellular milieu to escape cellular damage. We
hypothesized that the improvement in vascular characters might be due to either the sup-
pression of the 4-HNE expressions or their increased clearance from the microvasculature
endothelial cells by LA. Thus, we analyzed 4-HNE+ vessel length in the ipsilateral side of
the hyperglycemic ischemic stroke to see how far, compared to control brains, the 4-HNE+
vessel length varies in the ipsilateral part of the brain. Quantification of 4-HNE-positive
vessel length in the immunologically stained ischemic brain sections showed that acute
hyperglycemia in stroke increased the number of 4-HNE-positive vessel lengths, while LA
administration reduced length. The data showed significantly reduced 4-HNE-positive
vessel length in treated hyperglycemic patients compared to controls (Figure 3C). We found
more 4-HNE+ vessel length, more oxidative lipid peroxidation in the endothelial cells, and
more cellular death and loss of vascular functions. The absence of any significant difference
in the 4-HNE-vessle length in normoglycemic-treated and untreated groups suggests acute
hyperglycemia worsens the oxidative damage, while LA modulates oxidative pathways
powered by toxic glucose metabolites. This suggests that LA plays a neuroprotective role
in limiting lipid peroxidative damage to the vascular endothelial cells, either by increased
clearance or interfering in their production, thus shielding against BBB disruption. The
exact mechanism by which LA interferes in 4-HNE synthesis is elusive; both belong to the
fatty acid class and might share cellular substrates or intermediary biomolecular reactants.
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Figure 3. Effects of LA on CD31+ 4-HNE+ vessels length in ipsilateral brain 72 h-post stroke.
(A) Fluorescent microscopic images for 4-HNE+ vessel length, colocalized with CD31+; DAPI (blue),
4-HNE (green), CD31+ (magenta), the merger (CD31+ 4-HNE+). (B) Quantification of 4-HNE-positive
vessel length/total vessel length (C) Significant reduction in 4-HNE-positive vessel length (arrows)
in the ipsilateral penumbra brain region of treated mice. Analysis followed a two-way ANOVA with
Bonferroni’s post hoc test (C). Scale bar is 50 µm. Values are expressed as means ± SD; * p < 0.05.

3.4. LA Administration Shields against Endothelial Cells Apoptosis under Hyperglycemic Ischemic
Conditions in PBECs

A brief ischemic stroke triggers complex cellular events that cause death to endothelial
cells, thus compromising barrier integrity. Out of many studied pathways, apoptosis
is the key mechanism by which endothelial cells die in the brain, and it is exacerbated
in the presence of acute hyperglycemia. Thus, we measured expression levels of the
apoptotic marker cleaved caspase-3 in PBECs under oxygen-deprived hyperglycemic
as well as normoglycemic conditions. LA-treated and untreated cells were statistically
compared to see if LA could preserve endothelial cells against apoptosis. A dose of 100 nM
concentration of LA significantly reduced the expression levels of cleaved caspase-3 in the
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HT group compared to HU animals (Figure 4A,B). Though this effect was also present in
the normoglycemic group, it remained more pronounced in hyperglycemic-treated brains
compared to normoglycemic-treated mice. To confirm our results further, we adopted
a more sensitive approach to measuring apoptotic marker expressions: immunoblotting
on PBECs (Figure 4C). Here, results complemented staining data; LA reduced casepase-
3 levels in HT cells compared to the HU group. Clubbing immunohistochemistry and
immunoblotting data; the picture suggests LA influences cellular pathways that cause the
apoptosis of ECs in hyperglycemic ischemic conditions (taking one factor here: 4-HNE).
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Figure 4. LA shields against apoptosis in PBECs under hypoxic and hyperglycemic conditions, 24 h
after LA treatment. (A) Representative fluorescent microscopic images of triple staining of PBECs for
apoptotic marker, casepase-3 marker; DAPI (blue), CD-31 (red), cleaved caspase-3 (green); the merger.
More intense cleaved caspase-3 signals were counted for quantification (pointed yellow arrows) in all
four groups of cells. (B) Quantification of the number of cleaved caspase-3-positive cells 24 h after LA
treatment under hypoxic and glycemic conditions (hyper- and/or normoglycemic). LA-treated NT
cells show significantly fewer cleaved caspase-3 fluorescent signals than HU cells. (C) Quantification
of immunoblotting for cleaved caspase-3 in four groups of PBECs: HU, HT, NU, and NT. LA reduced
phosphorylation of apoptotic proteins in the presence of LA in hyperglycemic and normoglycemic
groups compared to untreated cells. Analysis followed a two-way ANOVA with Bonferroni’s post
hoc test. (B,C) Scale bar is 50 µm. Values shown as means ± SD; * p < 0.05; ** p < 0.01.

3.5. LA Rescues Cells Death in PBECs under Hyperglycemic Ischemic Conditions

To further examine the hypoxic-induced cell death under reduced oxygen conditions
in endothelial cell death, we performed Hoechst/PI staining and LDH cytotoxicity assays.
In the immunostaining, we counted PI-positive cells (representation of cell death) in all four
groups of cells (HU, HT, NU, and NT) 24 h after LA treatment (Figure 5A). Our results sug-
gest PBECs treated with LA (100 nM concentration) showed fewer PI-positive signals com-
pared to untreated cells (Figure 5B). This significant difference remained more pronounced
in normoglycemic cells. To further confirm this annotation, we removed 300 µL of DMEM
medium 24 h post-LA treatment. In this medium, we performed an LDH calorimetric
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assay. LDH release was detected as a measure of cytotoxicity. Absorbance data (percentage
relative to the absorbance of control) suggest that LA treatment reduced LDH release in
treated cells, both in hyperglycemic and normoglycemic groups, in an oxygen-deprived
state compared to untreated cell cultures (Figure 5C). Conclusively, our data underscore
that LA rescues cells from death when exposed to oxygen deprivation and excess glucose
burden; conditions that mimic acute hyperglycemic ischemic stroke pathology.
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Figure 5. Treatment effect of LA in reducing PBECs death under oxygen deprivation and raised
glucose concentration. (A) Representative fluorescent microscopic images: Hoechst/PI staining; DAPI
(blue), PI (red), and merger. More intense cleaved caspase-3 signals were counted for quantification
(pointed yellow arrows) in all four groups of cells. (B) Graphic display of quantification data of
PI-positive cells in all four groups. Lactate dehydrogenase calorimetric assay quantification, where
LA reduced relative absorbance (%) in LA-treated cell medium compared to untreated hyperglycemic
and normoglycemic mediums. Statistical significance was assessed by ordinary one-way ANOVA
and Tukey’s multiple comparisons test (B,C). Values are given as means ± SD; * p < 0.05; ** p < 0.01.

4. Discussion

In ischemic stroke patients, acute hyperglycemia exacerbates mortality probability
and functional and cognitive impairment, primarily due to worsening microvascular
pathology. Deranged glucose metabolites increase oxidative stress that causes the death
of endothelial cells in brain capillaries, compromising tight junctions and increasing CNS
perfusion [26,27]. This association between acute hyperglycemia and endothelial cell
death in ischemic stroke has already been established by many studies. Furthermore, BBB
disruption expands neuroinflammatory damage to the brain. Thus, targeting barriers’
preservation through effective therapeutic intervention could change the morbidity and
mortality statistics to a greater extent. In this study, we evaluated the role of natural fatty
acids in shielding against vascular pathology in hyperglycemic stroke. Though LA has
already been reported as having neuroprotective effects in neurodegenerative diseases,
none of the studies examined its role in hyperglycemic ischemic stroke. In our study, LA
demonstrated barrier preservation through shielding microvasculature against oxidative
damage. A progressive decline in infarct volumes and brain edema over various phases of
ischemic stroke was noted.

Endothelial cells make the functional basis for brain microvasculature, which regulates
the delivery of oxygen and essential nutrients and the removal of metabolic waste from
the brain. Even a trivial factor can compromise ECs’ functional dynamics, inflicting severe
neuronal damage [28,29]. Oxidative stress following an ischemic stroke is one of the
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many such factors, and acute hyperglycemia extends the scope and intensity of these
oxidative radicals. These reactive moieties affect the intracellular molecular structures
of ECs, producing disabled metabolites [30]. Levels of the key peroxidation marker 4-
HNE are expressed in higher amounts within the ECs of ischemic brain capillaries [31].
Converging evidence suggests preserving cognitive decline in ischemic stroke patients
largely depends upon the success of neuroprotective responses that retain microvascular
barrier integrity [32]. Our data suggest that LA administration reduced the levels of 4-HNE,
signifying improved neurovascular hemodynamics and responses. This effect of LA in
protecting against oxidative stress under hyperglycemic conditions is suggestive of its
neuroprotective role in ischemic stroke. The exact signaling pathway is doubted; however,
studies suggest that, immediately after blood supply occlusion to the brain tissue, lipid
peroxidation of unsaturated fatty acids as well as phosphoric acid degradation increases the
reactive oxidative burden [33]. These are exacerbated in the presence of increased reactive
glucose adducts. A range of in vivo studies suggests that natural neuroprotective medicines
downregulate oxidative stress markers, primarily by increasing the levels of anti-oxidant
proteins such as heme oxygenase-1 (HO-1), Nrf2, and Akt, as well as by up-regulating
GSH and SOD activities [34–36]. Microvascular length and diameter are also altered by
hyperglycemic ischemic stroke in the peri-infarct region.

Ischemic insult also results in the death of ECs in capillaries, affecting upstream per-
fusion. The regulation of capillary length and diameter is thus essential for reviving the
oxygen and nutrient supply. As a compensation effect, endothelial cells undergo pro-
liferation, and new vessels come into being [37]. In the peri-infarct region, post-stroke
acute phase is an important time window, where capillary structures can be shielded
against oxidative stress. In our study, LA improved vessel characteristics; increased vessel
length and capillary diameter in the peri-infarct region 48 h after hyperglycemic pMCAO.
This data complements the studies that suggest that limiting neuronal death acutely after
stroke requires passive perfusion by angiogenesis, increased vessel length, and capillary
diameter [38]. The exact pathways by which LA preserves vascular characters are still
unknown; however, reduced 4-HNE markers, infarct volume, and brain edema point to
its potential to circumscribe oxidative stress. Studies prove that JAK2/STAT3, PI3K/AKT,
MAPK, and NF-κB signaling pathways are key players in manipulating microvascular tone
and subsequent angiogenesis, which is essential for reviving blood and oxygen supply post-
ischemic insult. However, suppressing 4-HNE and other reactive aldehydes that target and
kill ECs following lipid peroxidation are also cited as potential targets for preserving mi-
crovascular functions in stroke [39]. Natural fatty acids interfere with lipid peroxidation. A
recent study found tetrahydroxy stilbene glycoside (TSG) activating the GSH GPX4 signal-
ing axis, resulting in a surge in antioxidant activity that downregulated oxidative markers
in the brain. In vitro investigations are effective research tools to test hypotheses [40].

In our study, we used primary endothelial cell cultures challenged with oxygen de-
privation and hyperglycemia (ODH) to see the reproducible effects of LA in vitro. In
these cultures, a monotonous effect can easily be screened out. Like in vivo, ODH causes
apoptotic death in PBECs by producing inflammatory oxidative stress. In our study, we
measured apoptotic signals in primary endothelial cell cultures to see under which cir-
cumstances LA could help escape EC death. Our data suggest that LA reduced cleaved
caspase-3 expression in treated cell cultures under both hyperglycemic and normoglycemic
conditions. The outcome suggests hypoxia and overproduced toxic glucose metabolites
increase the oxidative burden, which in turn causes apoptotic cell death in endothelial cell
culture. LA modulates the oxidative burden by shielding against apoptosis. We further
consolidated this assertion by quantitatively measuring the number of cells that die in these
cultures. Each cell’s death was signified by the PI signal. Results suggest LA decreased the
number of cell deaths in these cultures. Furthermore, this in vitro data were complemented
by LDH calorimetric assay quantification, where we found relatively increased absorbance
in the untreated cell culture medium, compared to the LA-treated culture medium. Con-
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clusively, LA guards against endothelial cell death by limiting oxidative damage that is
characteristic of ischemic stroke under deranged glucose metabolism.

5. Conclusions

In a mouse model of ischemic stroke with artificially induced acute hyperglycemia, lau-
ric acid (LA) demonstrated its ability to safeguard endothelial cells against oxidative stress
in providing neuroprotection. LA effectively reduces the size of the infarcted area and miti-
gates brain edema, while also enhancing capillary diameter, fostering vascular angiogenesis,
and maintaining barrier functions. In the microvasculature of the brain, LA diminishes the
production of oxidative markers, thereby lowering the risk of oxidative-induced endothe-
lial cell death. Natural saturated fatty acids play a crucial role in preserving the proper
functioning of brain microvessels when confronted with hyperglycemic ischemic insults.

6. Scope and Limitation of the Study

Intracellular pathways and signaling mechanisms by which lauric acid (LA) provides
such neuroprotection in hyperglycemic stroke needs to be explored. Given the fact that
some studies already report receptors on microglia that serve for LA binding, experimental
studies involving genetically modified animals and immunohistochemistry analysis can
be significant in finding various targets for LA. These new targets for LA can help under-
stand cellular and sub-cellular pathways that lead to neuroprotection in ischemic stroke
by this newly reported neuroprotective substance. However, there is limited literature
on the mechanisms and signaling pathway involved in acute glycemia resulting in the
exacerbation of the ischemic injury in stroke, which presents barriers for selecting suitable
and targeted markers with potential neuroprotective LA. With this knowledge, we could
not use knock-out animals to verify the exact targets by which LA preserves infarct volume
and brain edema in hyperglycemic stroke animals.

Author Contributions: Z.A.S.: Conceptualization, experimentation, formal analysis, writing—original
draft, data curation, investigation; M.A.K.: Conceptualization, supervision, project administration,
investigation; H.H.: Methodology, validation, visualization, writing—review and editing; M.N.M.
.Project administration, experimentation, review and editing; G.A.S.: Data curation; funding acqui-
sition, investigation, writing—review and editing; S.M.: Project administration, experimentation,
review and editing; A.I.: Formal analysis, funding acquisition, visualization, writing—review and
editing; Y.A.B.J.: Funding acquisition, project administration, writing—review and editing. All
authors reviewed and commented on the manuscript. All authors have read and agreed to the
published version of the manuscript.

Funding: This research is supported by the Researchers Supporting Project Number (RSPD2023R1118),
King Saud University, Riyadh, Saudi Arabia.

Institutional Review Board Statement: All the experiments were approved from the Ethical Review
Committee (ERC) of Faculty of Pharmacy, University of Lahore, Lahore, Pakistan under vide reference
number (UCP), UoL/FOP/ERC#79/2019.

Informed Consent Statement: Not applicable.

Data Availability Statement: All the data are contained in the manuscript.

Acknowledgments: The authors would like to extend their sincere appreciation and Thanks to the
Researchers Supporting Project by Author Gamal A. Shazly, King Saud University, Riyadh, Saudi
Arabia. We would like to thank Markus Schwaninger and Ines Stölting for providing technical
training for experimental procedures.

Conflicts of Interest: The authors declare no conflict of interest.



Biomedicines 2023, 11, 3342 14 of 15

References
1. Denorme, F.; Portier, I.; Kosaka, Y.; Campbell, R.A. Hyperglycemia exacerbates ischemic stroke outcome independent of platelet

glucose uptake. J. Thromb. Haemost. 2021, 19, 536–546. [CrossRef]
2. Tziomalos, K.; Dimitriou, P.; Bouziana, S.D.; Spanou, M.; Kostaki, S.; Angelopoulou, S.-M.; Papadopoulou, M.; Giampatzis, V.;

Savopoulos, C.; Hatzitolios, A.I. Stress hyperglycemia and acute ischemic stroke in-hospital outcome. Metabolism 2017, 67, 99–105.
[CrossRef]

3. Khan, M.A.; Schultz, S.; Othman, A.; Fleming, T.; Lebrón-Galán, R.; Rades, D.; Clemente, D.; Nawroth, P.P.; Schwaninger, M.
Hyperglycemia in stroke impairs polarization of monocytes/macrophages to a protective noninflammatory cell type. J. Neurosci.
2016, 36, 9313–9325. [CrossRef]

4. Gliem, M.; Schwaninger, M.; Jander, S. Protective features of peripheral monocytes/macrophages in stroke. Biochim. Biophys. Acta
(BBA) Mol. Basis Dis. 2016, 1862, 329–338. [CrossRef]

5. Haque, A.U. Cerebrovascular Accidents in Diabetic Patients Can HBA1c Predict Early Outcome and Mortality. Int. J. Pathol. 2019,
17, 72–77.

6. Palaiodimou, L.; Lioutas, V.-A.; Lambadiari, V.; Paraskevas, G.P.; Voumvourakis, K.; Tsivgoulis, G. Glycemia management in
acute ischemic stroke: Current concepts and novel therapeutic targets. Postgrad. Med. 2019, 131, 423–437. [CrossRef]

7. Bakhashab, S.; Ahmed, F.W.; Schulten, H.-J.; Bashir, A.; Karim, S.; Al-Malki, A.L.; Gari, M.A.; Abuzenadah, A.M.; Chaudhary, A.G.;
Alqahtani, M.H.; et al. Metformin improves the angiogenic potential of human CD34+ cells co-incident with downregulating
CXCL10 and TIMP1 gene expression and increasing VEGFA under hyperglycemia and hypoxia within a therapeutic window for
myocardial infarction. Cardiovasc. Diabetol. 2016, 15, 27. [CrossRef]

8. Jiang, Y.; Müller, K.; Khan, M.A.; Assmann, J.C.; Lampe, J.; Kilau, K.; Richter, M.; Kleint, M.; A Ridder, D.; Hübner, N.; et al.
Cerebral angiogenesis ameliorates pathological disorders in Nemo-deficient mice with small-vessel disease. J. Cereb. Blood Flow
Metab. 2021, 41, 219–235. [CrossRef]

9. Alfieri, D.F.; Lehmann, M.F.; Flauzino, T.; de Araújo, M.C.M.; Pivoto, N.; Tirolla, R.M.; Simão, A.N.C.; Maes, M.; Reiche, E.M.V.
Immune-inflammatory, metabolic, oxidative, and nitrosative stress biomarkers predict acute ischemic stroke and short-term
outcome. Neurotox. Res. 2020, 38, 330–343. [CrossRef]

10. Zille, M.; Ikhsan, M.; Jiang, Y.; Lampe, J.; Wenzel, J.; Schwaninger, M. The impact of endothelial cell death in the brain and its role
after stroke: A systematic review. Cell Stress 2019, 3, 330. [CrossRef]

11. Korshunova, I.; Rhein, S.; García-González, D.; Stölting, I.; Pfisterer, U.; Barta, A.; Dmytriyeva, O.; Kirkeby, A.; Schwaninger, M.;
Khodosevich, K. Genetic modification increases the survival and the neuroregenerative properties of transplanted neural stem
cells. JCI Insight 2020, 5, e126268. [CrossRef] [PubMed]

12. Kadry, H.; Noorani, B.; Cucullo, L. A blood–brain barrier overview on structure, function, impairment, and biomarkers of
integrity. Fluids Barriers CNS 2020, 17, 69. [CrossRef] [PubMed]

13. Naik, P.; Prasad, S.; Cucullo, L. Role and Function of Dehydrogenases in CNS and Blood-Brain Barrier Pathophysiology. In
Dehydrogenases; IntechOpen: London, UK, 2012.

14. Zaidi, A.A.; Khan, M.A.; Shahreyar, Z.A.; Ahmed, H. Lauric acid: Its role in behavioral modulation, neuro-inflammatory and
oxidative stress markers in haloperidol induced Parkinson’s disease. Pak. J. Pharm. Sci. 2020, 33, 755–763. [PubMed]

15. Nishimura, Y.; Moriyama, M.; Kawabe, K.; Satoh, H.; Takano, K.; Azuma, Y.-T.; Nakamura, Y. Lauric acid alleviates neuroinflam-
matory responses by activated microglia: Involvement of the GPR40-dependent pathway. Neurochem. Res. 2018, 43, 1723–1735.
[CrossRef] [PubMed]

16. Lubjuhn, J.; Gastens, A.; von Wilpert, G.; Bargiotas, P.; Herrmann, O.; Murikinati, S.; Rabie, T.; Marti, H.; Amende, I.; Hampton,
T.G.; et al. Functional testing in a mouse stroke model induced by occlusion of the distal middle cerebral artery. J. Neurosci.
Methods 2009, 184, 95–103. [CrossRef] [PubMed]

17. Couret, D.; Bourane, S.; Catan, A.; Nativel, B.; Planesse, C.; Dorsemans, A.C.; Ait-Arsa, I.; Cournot, M.; Rondeau, P.; Patche, J.;
et al. A hemorrhagic transformation model of mechanical stroke therapy with acute hyperglycemia in mice. J. Comp. Neurol. 2018,
526, 1006–1016. [CrossRef]

18. Kang, J.-B.; Kim, D.-K.; Park, D.-J.; Shah, M.-A.; Kim, M.-O.; Jung, E.-J.; Lee, H.-S.; Koh, P.-O. Hyperglycemia aggravates decrease
in alpha-synuclein expression in a middle cerebral artery occlusion model. Lab. Anim. Res. 2018, 34, 195–202. [CrossRef]

19. Kravchenko, I.; Golovenko, N.Y.; Larionov, V.B.; Aleksandrova, A.I.; Ovcharenko, N.V. Effect of lauric acid on transdermal
penetration of phenazepam in vivo. Bull. Exp. Biol. Med. 2003, 136, 579–581. [CrossRef]

20. Assmann, J.C.; Müller, K.; Wenzel, J.; Walther, T.; Brands, J.; Thornton, P.; Allan, S.M.; Schwaninger, M. Isolation and cultivation
of primary brain endothelial cells from adult mice. Bio. Potoc. 2017, 7, e2294. [CrossRef]

21. Yousef, H.; Czupalla, C.J.; Lee, D.; Chen, M.B.; Burke, A.N.; Zera, K.A.; Zandstra, J.; Berber, E.; Lehallier, B.; Mathur, V.; et al.
Aged blood impairs hippocampal neural precursor activity and activates microglia via brain endothelial cell VCAM1. Nat. Med.
2019, 25, 988–1000. [CrossRef]

22. Di Spiezio, A.; Sandin, E.S.; Dore, R.; Müller-Fielitz, H.; Storck, S.E.; Bernau, M.; Mier, W.; Oster, H.; Jöhren, O.; Pietrzik, C.U.; et al.
The LepR-mediated leptin transport across brain barriers controls food reward. Mol. Metab. 2018, 8, 13–22. [CrossRef] [PubMed]

23. Rahman, M.; Muhammad, S.; Khan, M.A.; Chen, H.; Ridder, D.A.; Müller-Fielitz, H.; Pokorná, B.; Vollbrandt, T.; Stölting, I.;
Nadrowitz, R.; et al. The β-hydroxybutyrate receptor HCA2 activates a neuroprotective subset of macrophages. Nat. Commun.
2014, 5, 3944. [CrossRef]

https://doi.org/10.1111/jth.15154
https://doi.org/10.1016/j.metabol.2016.11.011
https://doi.org/10.1523/JNEUROSCI.0473-16.2016
https://doi.org/10.1016/j.bbadis.2015.11.004
https://doi.org/10.1080/00325481.2019.1651206
https://doi.org/10.1186/s12933-016-0344-2
https://doi.org/10.1177/0271678X20910522
https://doi.org/10.1007/s12640-020-00221-0
https://doi.org/10.15698/cst2019.11.203
https://doi.org/10.1172/jci.insight.126268
https://www.ncbi.nlm.nih.gov/pubmed/31999645
https://doi.org/10.1186/s12987-020-00230-3
https://www.ncbi.nlm.nih.gov/pubmed/33208141
https://www.ncbi.nlm.nih.gov/pubmed/32863249
https://doi.org/10.1007/s11064-018-2587-7
https://www.ncbi.nlm.nih.gov/pubmed/29947014
https://doi.org/10.1016/j.jneumeth.2009.07.029
https://www.ncbi.nlm.nih.gov/pubmed/19660497
https://doi.org/10.1002/cne.24386
https://doi.org/10.5625/lar.2018.34.4.195
https://doi.org/10.1023/B:BEBM.0000020209.13310.40
https://doi.org/10.21769/BioProtoc.2294
https://doi.org/10.1038/s41591-019-0440-4
https://doi.org/10.1016/j.molmet.2017.12.001
https://www.ncbi.nlm.nih.gov/pubmed/29254602
https://doi.org/10.1038/ncomms4944


Biomedicines 2023, 11, 3342 15 of 15

24. Usatyuk, P.V.; Natarajan, V. Role of mitogen-activated protein kinases in 4-hydroxy-2-nonenal-induced actin remodeling and
barrier function in endothelial cells. J. Biol. Chem. 2004, 279, 11789–11797. [CrossRef] [PubMed]

25. Li, Y.; Liu, S.-L.; Qi, S.-H. ALDH2 protects against ischemic stroke in rats by facilitating 4-HNE clearance and AQP4 down-
regulation. Neurochem. Res. 2018, 43, 1339–1347. [CrossRef] [PubMed]

26. Huang, Z.-X.; Huang, Y.; Zeng, J.; Hao, H.; Petroski, G.F.; Lu, H.; Liu, X.; Liu, Z. Admission glucose levels may increase the risk
for early neurological deterioration in females with acute ischemic stroke. Front. Neurol. 2020, 11, 548892. [CrossRef] [PubMed]

27. Lin, S.-F.; Chao, A.C.; Hu, H.H.; Lin, R.T.; Chen, C.H.; Chan, L.; Lin, H.J.; Sun, Y.; Lin, Y.Y.; Chen, P.L.; et al. Hyperglycemia predicts
unfavorable outcomes in acute ischemic stroke patients treated with intravenous thrombolysis among a Chinese population: A
prospective cohort study. J. Neurol. Sci. 2018, 388, 195–202. [CrossRef]

28. Roberts, J.; De Hoog, L.; Bix, G.J. Mice deficient in endothelial α5 integrin are profoundly resistant to experimental ischemic
stroke. J. Cereb. Blood Flow Metab. 2017, 37, 85–96. [CrossRef]

29. Wang, P.; Ren, Q.; Shi, M.; Liu, Y.; Bai, H.; Chang, Y.-Z. Overexpression of Mitochondrial Ferritin Enhances Blood–Brain Barrier
Integrity following Ischemic Stroke in Mice by Maintaining Iron Homeostasis in Endothelial Cells. Antioxidants 2022, 11, 1257.
[CrossRef]

30. Yen, T.-L.; Chen, R.-J.; Jayakumar, T.; Lu, W.-J.; Hsieh, C.-Y.; Hsu, M.-J.; Yang, C.-H.; Chang, C.-C.; Lin, Y.-K.; Lin, K.-H.; et al.
Andrographolide stimulates p38 mitogen-activated protein kinase–nuclear factor erythroid-2-related factor 2–heme oxygenase 1
signaling in primary cerebral endothelial cells for definite protection against ischemic stroke in rats. Transl. Res. 2016, 170, 57–72.
[CrossRef]

31. Pires, P.W.; Earley, S. Neuroprotective effects of TRPA1 channels in the cerebral endothelium following ischemic stroke. Elife 2018,
7, e35316. [CrossRef]

32. Ding, J.; Zhang, Q.; Luo, Q.; Ying, Y.; Liu, Y.; Li, Y.; Wei, W.; Yan, F.; Zhang, H. Alda-1 attenuates lung ischemia-reperfusion injury
by reducing 4-hydroxy-2-nonenal in alveolar epithelial cells. Crit. Care Med. 2016, 44, e544–e552. [CrossRef] [PubMed]

33. Tao, T.; Liu, M.; Chen, M.; Luo, Y.; Wang, C.; Xu, T.; Jiang, Y.; Guo, Y.; Zhang, J.H. Natural medicine in neuroprotection for
ischemic stroke: Challenges and prospective. Pharmacol. Ther. 2020, 216, 107695. [CrossRef] [PubMed]

34. Liu, X.; Xiao, X.; Han, X.; Yao, L.; Lan, W. A new therapeutic trend: Natural medicine for ameliorating ischemic stroke via
PI3K/Akt signaling pathway. Molecules 2022, 27, 7963. [CrossRef] [PubMed]

35. Li, X.-H.; Yin, F.-T.; Zhou, X.-H.; Zhang, A.-H.; Sun, H.; Yan, G.-L.; Wang, X.-J. The signaling pathways and targets of natural
compounds from traditional chinese medicine in treating ischemic stroke. Molecules 2022, 27, 3099. [CrossRef] [PubMed]

36. Ma, S.; Yin, H.; Chen, L.; Liu, H.; Zhao, M.; Zhang, X. Neuroprotective effect of ginkgolide K against acute ischemic stroke on
middle cerebral ischemia occlusion in rats. J. Nat. Med. 2012, 66, 25–31. [CrossRef] [PubMed]

37. Wu, S.; Yuan, R.; Wang, Y.; Wei, C.; Zhang, S.; Yang, X.; Wu, B.; Liu, M. Early prediction of malignant brain edema after ischemic
stroke: A systematic review and meta-analysis. Stroke 2018, 49, 2918–2927. [CrossRef] [PubMed]

38. Gregori-Pla, C.; Blanco, I.; Camps-Renom, P.; Zirak, P.; Serra, I.; Cotta, G.; Maruccia, F.; Prats-Sánchez, L.; Martínez-Domeño,
A.; Busch, D.R.; et al. Early microvascular cerebral blood flow response to head-of-bed elevation is related to outcome in acute
ischemic stroke. J. Neurol. 2019, 266, 990–997. [CrossRef]

39. Liu, L.; Yang, C.; Lavayen, B.P.; Tishko, R.J.; Larochelle, J.; Candelario-Jalil, E. Targeted BRD4 protein degradation by dBET1
ameliorates acute ischemic brain injury and improves functional outcomes associated with reduced neuroinflammation and
oxidative stress and preservation of blood–brain barrier integrity. J. Neuroinflammation 2022, 19, 168. [CrossRef]

40. Shadman, J.; Sadeghian, N.; Moradi, A.; Bohlooli, S.; Panahpour, H. Magnesium sulfate protects blood–brain barrier integrity and
reduces brain edema after acute ischemic stroke in rats. Metab. Brain Dis. 2019, 34, 1221–1229. [CrossRef]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.

https://doi.org/10.1074/jbc.M311184200
https://www.ncbi.nlm.nih.gov/pubmed/14699126
https://doi.org/10.1007/s11064-018-2549-0
https://www.ncbi.nlm.nih.gov/pubmed/29767275
https://doi.org/10.3389/fneur.2020.548892
https://www.ncbi.nlm.nih.gov/pubmed/33250841
https://doi.org/10.1016/j.jns.2018.03.022
https://doi.org/10.1177/0271678X15616979
https://doi.org/10.3390/antiox11071257
https://doi.org/10.1016/j.trsl.2015.12.002
https://doi.org/10.7554/eLife.35316
https://doi.org/10.1097/CCM.0000000000001563
https://www.ncbi.nlm.nih.gov/pubmed/26757166
https://doi.org/10.1016/j.pharmthera.2020.107695
https://www.ncbi.nlm.nih.gov/pubmed/32998014
https://doi.org/10.3390/molecules27227963
https://www.ncbi.nlm.nih.gov/pubmed/36432062
https://doi.org/10.3390/molecules27103099
https://www.ncbi.nlm.nih.gov/pubmed/35630576
https://doi.org/10.1007/s11418-011-0545-7
https://www.ncbi.nlm.nih.gov/pubmed/21611909
https://doi.org/10.1161/STROKEAHA.118.022001
https://www.ncbi.nlm.nih.gov/pubmed/30571414
https://doi.org/10.1007/s00415-019-09226-y
https://doi.org/10.1186/s12974-022-02533-8
https://doi.org/10.1007/s11011-019-00419-y

	Introduction 
	Materials and Methods 
	Animals 
	Ischemic Stroke Model 
	Experimental Groups and Dosing 
	Immunohistochemistry and Quantification 
	Immunostaining for Apoptotic Marker/Cleaved Caspase-3 
	Hoechst/Propidium Iodide (PI) Staining 
	Lactate Dehydrogenase (LDH) Colorimetric Assay 
	Western Blotting 
	Food Intake and Body Weight 
	Statistical Analysis 

	Results 
	LA Reduces Infarct Volumes and Brain Edema in Ischemic Stroke Brain, Challenged byAcute Hyperglycemia 
	LA Improved Structural and Functional Characters of Microvasculature in Peri-Infarct Region 
	LA Reduces Lipid Peroxidation Production in Brain Microvasculature 
	LA Administration Shields against Endothelial Cells Apoptosis under Hyperglycemic Ischemic Conditions in PBECs 
	LA Rescues Cells Death in PBECs under Hyperglycemic Ischemic Conditions 

	Discussion 
	Conclusions 
	Scope and Limitation of the Study 
	References

