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ABSTRACT. Baicalin is a plant-derived flavonoid that has anti-inflammatory and anti-oxidative
effects. We investigated an anti-inflammatory effect of baicalin against lipopolysaccharide
(LPS)-induced damage in cerebral cortex. Adult mice were divided into control, LPS-treated,
and LPS and baicalin co-treated animals. LPS (250 ug/kg/day) and baicalin (10 mg/kg/day)
were intraperitoneally injected for 7 days. LPS treatment induced histopathological changes in
cerebral cortex, whereas baicalin protected neuronal cells against LPS toxicity. Moreover, baicalin
treatment attenuated LPS-induced increases of reactive oxygen species and oxidative stress in
cerebral cortices. lonized calcium binding adaptor molecule-1 (Iba-1) and glial fibrillary acidic
protein (GFAP) are known as markers of activated microglia and astrocyte, respectively. Results of
Western blot and immunofluorescence staining showed that LPS exposure induces increases of
Iba-1 and GFAP expressions, whereas baicalin alleviates LPS-induced increases of these proteins.
Baicalin also prevented LPS-induced increase of nuclear factor kappa B (NF-kB). LPS treatment
J. Vet. Med. Sci. led to increases of pro-inflammatory factors including interleukin-1f (IL-13) and tumor necrosis

. factor-a (TNF-a). Increases of these pro-inflammatory mediators were attenuated in baicalin
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co-treated animals. These results demonstrated that baicalin regulates neuroglia activation and

doi: 10.1292/jvms.19-0281 modulates inflammatory factors in LPS-induced neuronal injury. Thus, our findings suggest that
baicalin exerts a neuroinflammatory effect against LPS-induced toxicity through decreasing

oxidative stress and inhibiting NF-kB mediated inflammatory factors, such as IL-13 and TNF-a.
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Inflammation is an important protective mechanism against injury or infection. It is a critical host defense response that
regulated by specific mediators, such as cytokines and chemokines [3, 45]. Inflammation is considered as a primary response
that characterized by excessive production of reactive oxygen species (ROS) [42]. Moreover, oxidative stress is a critical cause
of neurodegenerative disorders [30]. Lipopolysaccharide (LPS) is an endotoxic component of gram-negative bacteria membrane
[29]. LPS triggers microglia activation, releases inflammatory cytokines, increases ROS generation, and ultimately leads to
inflammatory response [26, 28]. It is well accepted that inflammatory cytokines and ROS are involved in neuroinflammation and
neurodegeneration [20, 25, 36].

Baicalin (7-glucuronic acid-5,6-dihydroxyflavone) is a plant-derived flavonoid that obtained from Scutellaria baicalensis Georgi
and commonly used in Chinese medicine [16]. Baicalin has diverse health benefits, such as anti-inflammatory, anti-oxidative, and
anti-apoptotic properties [15, 21, 46]. It also exerts anti-viral and anti-bacterial effects against infection [6, 24]. Moreover, baicalin
inhibits LPS-induced inflammation and apoptosis in mammary epithelial cells by modulating nuclear factor-kappa B (NF-«xB) and
heat shock protein 72 [44]. It prevents exotoxin-stimulated macrophage activation and inhibits superantigen-induced inflammatory
cytokines [13, 19]. Furthermore, baicalin reduces LPS-evoked fever and tumor necrosis factor a (TNF-a) expression [8, 40].
Previous studies showed the anti-inflammatory and anti-apoptotic properties of baicalin in several organs including liver, lung
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and kidney [1, 41]. However, little information is reported about anti-neuroinflammatory effect of baicalin against LPS-induced
neurotoxicity in cerebral cortex. Thus, this study is designed to elucidate the anti-neuroinflammatory mechanism of baicalin against
LPS neurotoxicity in cerebral cortex of adult mice.

MATERIALS AND METHODS

Experimental animals and drug treatment

Male wild-type CS7BL/6N mice (8 weeks, 31-33 g, n=45) were provided from Samtako Co. (Animal Breeding Centre,
Osan, Korea). All experimental procedures were performed according to the guidelines of the Institutional Animal Care and Use
Committee of Gyeongsang National University. Animals were housed at controlled lighting condition (12 hr light and 12 hr dark)
and temperature (25°C). Feed and water were freely provided. Mice were randomly divided into three groups as follows: control
group, LPS-treated group, and LPS and baicalin co-treated group. LPS (250 ug/kg/day, Sigma Aldrich, St. Louis, MO, U.S.A.) was
dissolved in normal saline and baicalin (10 mg/kg/day, Sigma Aldrich) was dissolved in 0.01% dimethyl sulfoxide with normal
saline. Vehicle was used as a solvent solution without baicalin. Drugs were injected via intraperitoneal cavity for 7 days. Control
group was administrated with vehicle. LPS-treated group was injected with only LPS and co-treated group was simultaneously
injected with LPS and baicalin. Animals were euthanatized with Zoletil (50 mg/kg, Virbac, Carros, France) 1 day after last injection
and body weights were measured. Brains tissues were carefully removed from skull.

Reactive oxygen species (ROS) assay

Cerebral cortices were homogenized in lysis buffer [1% Triton X-100, 1 mM EDTA in PBS (pH 7.4)] and centrifuged at 15,000
g for 20 min. After centrifuge, supernatants were collected and protein concentration was determined using bicinchoninic acid
(BCA) protein analysis kit (Pierce, Waltham, MA, U.S.A.). Protein samples were diluted with cold Locke’s buffer [154 mM NaCl,
5.6 mM KCl, 3.6 mM NaHCO;, 2.0 mM CaCl,, 10 mM D-glucose, and 5 mM 4-(2-hydroxyethyl)-1-piperazineethanesulfonic acid]
at a concentration of 5 mg/m/. Diluted protein samples were mixed with 5 mM 2’,7'-dichlorodihydrofluorescein diacetate (DCFH-
DA, Sigma Aldrich) and incubated for 15 min at room temperature. The conversion of DCFH-DA to the fluorescent product
2"7'-dichlorofluorescein (DCF) was evaluated using a spectrofluorimeter with excitation at 484 nm and emission at 530 nm. ROS
analysis was expressed as DCF pmol/mg of protein.

Lipid peroxidation (LPO) assay

LPO assay was performed for evaluation of oxidative stress through the measurement of LPO biomarker, malondialdehyde
(MDA). LPO assay was carried out according to manufacturer’s instruction (BioVision Inc., Milpitas, CA, U.S.A.). Cerebral
cortices were homogenized in MDA lysis buffer with butylated hydroxytoluene and centrifuged at 13,000 g for 10 min. After
centrifuge, supernatants were collected and mixed with thiobarbituric acid. Sample mixtures were incubated for 1 hr at 95°C
and cooled for 10 min. Absorbance of sample mixture was measured at 532 nm and MDA content was expressed as nmol/mg of
protein.

Hematoxylin and eosin staining

Histopathological study was performed as a previously described routine method [12]. Briefly, brain tissues were fixed in 4%
neutral buffered paraformaldehyde and washed with tap water for overnight. They were dehydrated in a graded series of ethyl
alcohol (70 to 100%), cleaned with xylene, and embedded in paraffin with routine protocol. Paraffin blocks were sectioned at
a thickness of 4 um using a rotatory microtome (Leica, Wetzlar, Germany). Sections were mounted on slide glass and dried on
slide warmer. They were immersed in xylene, rehydrated in a graded series of ethyl alcohol (100 to 70%), and washed with water.
Sections were stained with Harris hematoxylin solution (Sigma Aldrich) and eosin Y solution (Sigma Aldrich). After staining,
sections were dehydrated with a graded ethyl alcohol series, cleaned in xylene, and subsequently mounted with mounting media
(Thermo Fisher Scientific, Waltham, MA, U.S.A.). Mounted sections were observed with Olympus microscope (Olympus, Tokyo,
Japan).

Western blot analysis

Cerebral cortices were immediately frozen and stored at —70°C. Western blot analysis was performed as a previously described
manual [11]. Samples were homogenized in lysis buffer [1% Triton X-100, | mM EDTA in PBS (pH 7.4)] and centrifuged at
15,000 g for 20 min. Supernatants were collected and protein concentrations were measured with BCA protein assay kit (Pierce).
Protein samples (30 ug) were electrophoresed in 10% sodium dodecyl sulfate poly-acrylamide gels and transferred to poly-
vinylidene fluoride membranes (Millipore, Billerica, MA, U.S.A.). Membranes were immersed in 5% skim milk solution for 1 hr
to block non-specific antibody bindings, washed with Tris-buffered saline containing 0.1% Tween-20 (TBST), and reacted with
primary antibodies (1:1,000) overnight at 4°C. Following primary antibodies were used; anti-ionized calcium binding adaptor
molecule-1 (Iba-1), anti-glial fibrillary acidic protein (GFAP), anti-NF-«B, anti-TNF-a, anti-interleukin-1f (IL-1p), and anti-
B-actin (Santa Cruz Biotechnology, Dallas, TX, U.S.A.). Membranes were washed with TBST and incubated with horseradish
peroxidase-conjugated anti-rabbit IgG (1:5,000, Pierce). They were sequentially washed with TBST and reacted with enhanced
chemiluminescense reagents (GE Healthcare, Chicago, IL, U.S.A.) for signals detection. Products were visualized on X-ray film
(Fujifilm, Tokyo, Japan) and analyzed with Image J (National Institutes of Health, Bethesda, MD, U.S.A.).
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Immunofluorescence staining

Paraffin sections were deparaffinized in xylene and rehydrated in a graded ethyl alcohol series (100 to 70%). Sections were
washed with phosphate buffer saline (PBS) and incubated with normal goat serum for 1 hr to block non-specific reaction. Sections
were incubated with anti-Iba-1, anti-GFAP, anti-NF-«B, anti-TNF-a, and anti-IL-1f (diluted 1:100, Santa Cruz Biotechnology)
in a humidified chamber for overnight at 4°C. They were washed with PBS and reacted with fluorescein isothiocyanate (FITC)-
conjugated secondary antibody (diluted 1:100; Santa Cruz Biotechnology) for 2 hr. They were reacted with 4’,6-diamidino-2-
phenylindole (DAPI, Sigma Aldrich) for 10 min for counterstaining and mounted with Ultra-Cruz mounting medium (Santa Cruz
Biotechnology). Positive reactions were observed with a confocal microscope (FV-1000, Olympus) and representative images were
captured. Integrated intensities of positive signals were analyzed by Image-Pro Plus image software (Media Cybernetics, Rockville,
MD, U.S.A.). Intensity values were expressed as a ratio of LPS-treated or baicalin co-treated group intensity to control group
intensity. Intensity values of control group were set to 1.

Statistical analysis

All results are presented as mean = standard error of mean (S.E.M.). The results of group were compared by two-way analysis of
variance (ANOVA) followed by post-hoc Schefte’s test. A value of P<0.05 was considered statistically significant.

RESULTS

Figure 1A showed a significant decrease of body weight in LPS-treated animals. However, baicalin co-treatment alleviated LPS-
induced decrease of body weight. Body weights were 32.0 + 1.61 in LPS-treated and 36.7 + 1.75 in baicalin co-treated animals.
We measured ROS and MDA values to elucidate the effect of baicalin on LPS-induced oxidative stress in cerebral cortices.

ROS and MDA levels were significantly increased in LPS-treated animals, these increases were attenuated in baicalin co-treated
animals. ROS levels were 2.10 + 0.11 and 1.50 + 0.05 in only LPS-treated and baicalin co-treated animals, respectively (Fig. 1B).
MDA levels were 2.61 £ 0.12 in LPS-treated and 1.63 + 0.05 in baicalin co-treated animals (Fig. 1C). Results of hematoxylin

and eosin staining showed serious histopathological changes in cerebral cortices of LPS-treated animals. Control animals had a
typical pyramidal cell structure with well characterized round nuclei and dendrites (Fig. 1D and 1G). Neurons had a basophilic
cytoplasm. Vacuole or lipid droplet was not observed in control animals. However, severe histological changes were observed in
LPS-treated animals. LPS-treated animals had numerous vacuoles. Most of nerve cells had no processes of dendrite and surrounded
by pericellular halos (Fig. 1D and 1F). These changes were observed in both neuron and neuroglia. Intact pyramidal cells with
dendrites were not observed in these animals (Fig. 1E and 1H). These histopathological changes were alleviated in baicalin co-
treated animals (Fig. 1F and 1T).

We observed the expressions of Iba-1 and GFAP as a marker for activated microglia and astrocyte, respectively. LPS treatment
increased Iba-1 and GFAP expressions in the cerebral cortices, whereas baicalin co-treatment significantly prevented LPS-induced
these increases (Fig. 2). Results of Western blot analysis showed that Iba-1 expression levels were 1.16 £ 0.05 in only LPS-treated
animals and 0.66 £ 0.04 in baicalin co-treated animals (Fig. 2A and 2B). GFAP levels were 1.29 + 0.06 and 0.82 = 0.05 in LPS-
treated and baicalin co-treated animals, respectively (Fig. 2A and 2C). Moreover, data of immunofluorescence staining showed that
Iba-1 and GFAP positive reactions increased in LPS-treated animals, these increases alleviated in baicalin co-treated animals (Fig.
2D and 2E). Iba-1 and GFAP expressions values were evaluated as ratio of intensity of each group to intensity of control animals.
Iba-1 expression values were 1.97 & 0.23 in LPS-treated and 1.37 + 0.14 in LPS and baicalin co-treated animals (Fig. 2F). GFAP
values were 3.89 + 0.34 and 2.13 + 0.24 in LPS-treated and baicalin co-treated animals, respectively (Fig. 2G).

Figure 3 showed changes of NF-kB expression in LPS-treated and baicalin co-treated animals. Baicalin treatment prevented
LPS-induced increase in NF-kB expression. NF-kB expression levels were 1.51 + 0.06 and 0.60 = 0.05 in LPS-treated and baicalin
co-treated animals, respectively (Fig. 3A and 3B). Results of immunofluorescence staining also showed that NF-kB expression
values were 1.48 + 0.10 in LPS-treated and 1.13 £ 0.15 in baicalin co-treated animals (Fig. 3C and 3D). We elucidated changes
of TNF-a and IL-1p expressions in LPS-treated and baicalin co-treated animals (Fig. 4). Western blot analysis showed that LPS
treatment significantly increased TNF-a and IL-1 expressions in the cerebral cortices. However, baicalin treatment attenuated
LPS-induced these increases. Results of Western blot analysis showed that IL-1f levels were 1.75 = 0.06 and 0.47 £ 0.04 in LPS-
treated and baicalin co-treated animals, respectively (Fig. 4A and 4B). TNF-a levels were 1.53 = 0.06 in LPS-treated and 0.78
+ 0.05 in baicalin co-treated animals (Fig. 4A and 4C). We confirmed changes of these proteins using an immunofluorescence
staining technique (Fig. 4D—F). IL-1p expression values were 2.38 £ 0.31 in LPS-treated and 1.48 = 0.19 in baicalin co-treated
animals (Fig. 4F). TNF-a expression values were 1.82 + 0.28 and 1.32 + 0.27 in LPS-treated and baicalin co-treated animals,
respectively (Fig. 4G).

DISCUSSION

Baicalin exerts an anti-inflammatory effect in ischemic neuronal injury [17]. Moreover, baicalin has a less cytotoxicity and exerts
superior anti-inflammatory and anti-oxidant effects to its aglycone form, baicalein [5]. This study explored an anti-inflammatory
property of baicalin against LPS-induced inflammation in the cerebral cortex of adult mice. LPS administration activates the
microglia and astrocyte. Activation of microglia leads to the releases of pro-inflammatory mediator and inflammatory cytokines,
results in neuronal cell damage [7, 23]. Moreover, LPS-induced oxidative stress leads to the release of inflammatory cytokines,
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Fig. 1. Body weight (A), reactive oxygen species (ROS) (B), lipid peroxidation (C) analysis, and representative photos of hematoxylin and eosin
staining (D-I) in cerebral cortices of control, lipopolysaccharide (LPS)-treated, and baicalin (Bac) co-treated animals. Baicalin attenuates LPS-
induced decrease in body weight (A). LPS treatment increases ROS and MDA values, whereas baicalin attenuates these increases (B and C).
LPS treatment induces histopathological changes, such as swelling and formation of vacuoles (E and H). Baicalin alleviates these changes (F
and I). Arrows indicate normal pyramidal cells (G and I) and open arrows indicate cells that have vacuoles and swelling pattern (H). Magnified
photos indicate square region. Scale bar=100 xm (D-F), 200 gm (G-I). Data (n=5) are shown as mean + S.E.M. *P<0.05 vs. control animal,
#P<0.05 vs. LPS-treated animal.

ROS, and nitric oxide [26, 28]. We showed that ROS and MDA levels are increased by LPS stimulation and baicalin mitigates
LPS-induced these increases. We confirmed a significant decrease of body weight in LPS-treated animals. Baicalin treatment
prevents this decrease. Moreover, baicalin attenuates LPS-induced the histopathological changes and preserves the structure of
cortical neuron and neuroglia. These results demonstrated the fact that baicalin strongly reduces oxidative stress and neuronal cell
damage against LPS neurotoxicity.

Baicalin inhibits macrophage activation caused by LPS toxicity and protects mice from endotoxic shock [19]. We showed that
LPS induces activation of microglia and astrocyte in the cerebral cortex. Baicalin treatment alleviates LPS-induced activation of
these cells. Iba-1 and GFAP were used as a marker for microglia and astrocyte activations. Iba-1 is an ionized calcium-binding
adapter molecule which is mainly expressed in microglia [10]. It is an essential molecule in Rac signaling of activated microglia
[9]. Up-regulation of Iba-1 supports dynamic features of microglia [9, 10]. This study showed that baicalin attenuates LPS-induced
increase of Iba-1 expression in cerebral cortex. Increase of Iba-1 in LPS exposure demonstrates activation of microglia. Baicalin
modulates Iba-1 expression during LPS toxicity-exposed neuronal damage. It is well known that GFAP is an intermediate filament
protein which is expressed in astrocyte of the central nervous system. It maintains astrocyte mechanical strength and shape of cells,
and involves with communication of cells and preformation of blood brain barrier. GFAP knockout mice showed degenerative
processes, including abnormal myelination, structure deterioration, and blood-brain barrier impairment [18]. Moreover,
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Fig. 2. Western blot analysis (A—C) and double immunofluorescence labeling (D-G) of ionized calcium binding adaptor molecule-1 (Iba-1) and
glial fibrillary acidic protein (GFAP) in cerebral cortices of control, lipopolysaccharide (LPS)-treated, and baicalin (Bac) co-treated animals.
Density values of Western blot analysis are expressed as a ratio of these proteins intensities to B-actin intensity. Intensity values of fluorescence
were expressed as ratio of intensity of LPS-treated or baicalin co-treated animals to intensity of control animals. Data (n=5) are shown as mean
+ S.E.M. Scale bar=100 gm. *P<0.05 vs. control animal, #P<0.05 vs. LPS-treated animal.

neurodegenerative conditions, such as trauma, infection, and auto-immune response increase the number of astrocytes and induce
rapid synthesis of GFAP. GFAP plays essential roles in the central nervous system as markers of neural plasticity and activated
astrocyte. Our results demonstrated that LPS leads to increase of GFAP value in cerebral cortex, whereas baicalin mitigates
LPS-induced increase of GFAP. Increase of GFAP indicates over-activation of astrocytes during neurotoxic exposure. Thus, we
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Fig. 3. Western blot analysis (A and B) and double immunofluorescence labeling (C and D) of nuclear factor kappa B (NF-«B) in cerebral cortex
of control, lipopolysaccharide (LPS)-treated, and baicalin (Bac) co-treated animals. Density values of Western blot analysis are expressed as
a ratio of NF-kB intensity to B-actin intensity. Intensity values of fluorescence were expressed as ratio of intensity of LPS-treated or baicalin-
treated animals to intensity of control animals. Scale bar=100 gm. Data (n=5) are shown as mean = S.E.M. *P<0.05 vs. control animal, #P<0.05
vs. LPS-treated animal.

can demonstrate that baicalin regulates Iba-1 and GFAP expressions in LPS-induced damage and contributes to modulation of
microglia and astrocyte activations.

Inflammation is a defensive response against injurious stimuli and microbial infection. However, excessive inflammatory
response causes serious tissue damage and systemic dysfunction, ultimately results in cell death. Pro-inflammatory cytokines are
critical factors in the pathogenesis of inflammatory response. Macrophage plays a key role in inflammatory response through
releasing pro-inflammatory cytokines, such as TNF-a and IL-1B3. NF-kB is a transcriptional factor that controls numerous genes
expression associated with inflammation [14, 37]. NF-kB performs a critical role in inflammatory responses, such as regulation
of immune cell activation and differentiation of inflammatory T cells [14, 37]. Moreover, NF-kB is related to the pathogenesis
of autoimmune diseases, such as rheumatoid arthritis and multiple sclerosis [27]. NF-kB expression is also increased in
neuroinflammatory response and oxidative stress [39]. Baicalin has an anti-inflammatory effect in osteoarthritis by reduce NF-xB
expression [4]. Moreover, baicalin alleviates inflammatory response caused by LPS through down-regulation of NF-«xB [44].

We showed that LPS toxicity induces increase of NF-kB expression in cerebral cortex and baicalin attenuates LPS-induced this
increase. Our results can demonstrate that baicalin alleviates LPS-induced inflammatory response through the regulation of NF-xB
expression. NF-kB activates various inflammatory cytokines, such as IL-1f3 and TNF-a, [14, 37]. IL-1p is a potent pro-inflammatory
cytokine that stimulates CD4 T cells and promotes differentiation into the T helper cells [33]. LPS treatment increases IL-1B
expression in porcine alveolar macrophage [32]. IL-1 expression is also increased in LPS-induced cognitive impairment [38]. Our
results showed that LPS treatment up-regulates IL-1f in cerebral cortex and baicalin attenuates this increase. We can demonstrate
that baicalin reduces inflammation caused by LPS treatment through the regulation of IL-1f expression. Moreover, it is well

known that TNF-a is an inflammatory cytokine that belongs to the superfamily of ligand proteins called tumor necrosis factor
receptor [2]. TNF-a is secreted from macrophage and T helper lymphocyte in inflammatory response. TNF-a acts as a potent
inflammatory mediator [31, 35]. Previous study reported that TNF-a expression is increased in arthritis induced by LPS treatment
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Fig. 4. Western blot analysis (A—C) and double immunofluorescence labeling (D-G) of interleukin-1f (IL-1f) and tumor necrosis factor-o
(TNF-0) in cerebral cortices of control, lipopolysaccharide (LPS)-treated, and baicalin (Bac) co-treated animals. Density values of Western
blot analysis are expressed as a ratio of these proteins intensity to $-actin intensity. Intensity values of fluorescence were expressed as ratio of
intensity of LPS-treated or baicalin-treated animals to intensity of control animals. Scale bar=100 gm. Data (n=5) are shown as mean + S.E.M.
*P<0.05 vs. control animal, #P<0.05 vs. LPS-treated animal.

[22]. Moreover, TNF-a expression in cerebrum is increased by LPS-induced sepsis [34]. Previous study showed that baicalin
suppresses TNF-o. mRNA expression in acute pancreatitis [43]. This study showed that LPS induces increase of TNF-a expression
in cerebral cortex, whereas baicalin alleviates LPS-induced up-regulation of TNF-a. Thus, we can demonstrate that baicalin
prevents LPS-induced inflammatory response via regulation of TNF-o expression. This study elucidated that baicalin exerts an
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Fig. 5. Schematic diagram for protective effect of baicalin against lipopolysaccharide (LPS)-induced neuroinflammatory response.

anti-neuroinflammatory effect against LPS-induced inflammation in cerebral cortex. Baicalin mediates anti-inflammatory response
through regulation of various inflammatory cytokines, including NF-xB, IL-1f, and TNF-a. Therefore, our findings can suggest
that baicalin contributes to neuroinflammatory response through prevention of neuroglial cells over-activation and regulation of
inflammatory factors. In conclusion, baicalin attenuates LPS-induced inflammatory response in cerebral cortex of LPS-treated
mice through decreasing oxidative stress and inhibiting NF-kB mediated inflammatory response. Figure 5 demonstrates schematic
diagram for protective effects of baicalin against LPS-induced inflammatory response.
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