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Abstract 

The pathophysiology of sepsis may involve the activation of the NOD‑type receptor containing the pyrin‑3 domain 
(NLPR‑3), mitochondrial and oxidative damages. One of the primary essential oxidation products is 8‑oxoguanine 
(8‑oxoG), and its accumulation in mitochondrial DNA (mtDNA) induces cell dysfunction and death, leading to the 
hypothesis that mtDNA integrity is crucial for maintaining neuronal function during sepsis. In sepsis, the modulation 
of NLRP‑3 activation is critical, and mefenamic acid (MFA) is a potent drug that can reduce inflammasome activity, 
attenuating the acute cerebral inflammatory process. Thus, this study aimed to evaluate the administration of MFA 
and its implications for the reduction of inflammatory parameters and mitochondrial damage in animals submitted to 
polymicrobial sepsis. To test our hypothesis, adult male Wistar rats were submitted to the cecal ligation and perfora‑
tion (CLP) model for sepsis induction and after receiving an injection of MFA (doses of 10, 30, and 50 mg/kg) or sterile 
saline (1 mL/kg). At 24 h after sepsis induction, the frontal cortex and hippocampus were dissected to analyze the lev‑
els of TNF‑α, IL‑1β, and IL‑18; oxidative damage (thiobarbituric acid reactive substances (TBARS), carbonyl, and DCF‑DA 
(oxidative parameters); protein expression (mitochondrial transcription factor A (TFAM), NLRP‑3, 8‑oxoG; Bax, Bcl‑2 and 
(ionized calcium‑binding adaptor molecule 1 (IBA‑1)); and the activity of mitochondrial respiratory chain complexes. 
It was observed that the septic group in both structures studied showed an increase in proinflammatory cytokines 
mediated by increased activity in NLRP‑3, with more significant oxidative damage and higher production of reactive 
oxygen species (ROS) by mitochondria. Damage to mtDNA it was also observed with an increase in 8‑oxoG levels and 
lower levels of TFAM and NGF‑1. In addition, this group had an increase in pro‑apoptotic proteins and IBA‑1 positive 
cells. However, MFA at doses of 30 and 50 mg/kg decreased inflammasome activity, reduced levels of cytokines and 
oxidative damage, increased bioenergetic efficacy and reduced production of ROS and 8‑oxoG, and increased levels 
of TFAM, NGF‑1, Bcl‑2, reducing microglial activation. As a result, it is suggested that MFA induces protection in the 
central nervous system early after the onset of sepsis.
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Introduction
Sepsis is a significant cause of death in the intensive care 
unit (ICU) [1], as its development is related to an exac-
erbated inflammatory response that affects all body sys-
tems, including the central nervous system (CNS)[2].

Sepsis development is partially related to immune 
system dysfunction by activating pattern recognition 

Open Access

*Correspondence:  diogo_dominguini@unesc.net; diogo_
dominguini@hotmail.com

1 Laboratory of Experimental Pathophysiology, Graduate Program in Health 
Sciences, University of Southern Santa Catarina (UNESC), Criciúma, SC 
88806‑000, Brazil
Full list of author information is available at the end of the article

http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/publicdomain/zero/1.0/
http://creativecommons.org/publicdomain/zero/1.0/
http://crossmark.crossref.org/dialog/?doi=10.1186/s12974-022-02616-6&domain=pdf


Page 2 of 13Dominguini et al. Journal of Neuroinflammation          (2022) 19:268 

receptors (Toll-Like (TLR) and NOD-Like receptors). 
The NOD-type receptor containing the pyrin-3 domain 
(NLRP3) is found in the intracellular environment, 
mainly in myeloid lineage cells such as microglia [3]. In 
addition, it is related to several brain pathologies (includ-
ing Alzheimer’s disease, Parkinson’s disease, amyotrophic 
lateral sclerosis, traumatic brain injury). NLRP3 acti-
vation can induce neuroinflammation, production of 
reactive oxygen species (ROS), and damage to cellular 
components [4–6].

First, TLR needs to be activated, leading to the translo-
cation of the nuclear transcription factor Кappa B (NF-
κB) to the cell nucleus, promoting the transcription and 
translation of the NLRP3 protein [7]. For assembly of the 
inflammasome, a second stimulus is needed, which can 
be generated by the formation of pores, promoting the 
flow of ions  (K+,  Ca2+

, and  H+) or by lysosomal destabili-
zation, or even by damage-associated molecular patterns 
(DAMPs) [8]. When stimulated, the C-terminal caspase 
adapter protein (ASC) is recruited, following the NLRP3 
oligomerization process and the cleavage of pro-caspase 
1. With the activation of this complex and caspase-1 
activation, maturation occurs releasing IL-1β and IL-18, 
generating a rapid and intense inflammatory response, 
promoting cell death [3, 9].

Mitochondrial dysfunctions in sepsis occur by several 
mechanisms, leading to oxidative damage (including 
mitochondrial DNA (mtDNA) and stimulating NLRP3 
activity [10]. One of the products of mtDNA oxidation 
is 8-oxoguanine (8-oxoG) [11]. 8-oxoG accumulation in 
mtDNA is known to induce cognitive dysfunction, amy-
loid beta protein (Aβ) deposition, and neuronal death, 
suggesting that mtDNA protection against oxidative 
stress is crucial for the maintenance of neuronal function 
[11]. Several studies highlight the role of NLRP3 in CNS 
disorders; however, the use of inhibitors can attenuate 
this response, preventing brain damage and worsening of 
neuroinflammation, improving possible neurological dys-
function [12–14].

NLRP3 inhibitors such as mefenamic acid (MFA) can 
decrease the activity of inflammasome and attenuate 
inflammatory responses and may be a therapeutic target 
in inflammatory disorders [15–18]. Therefore, this work 
aims to evaluate the administration of MFA and its impli-
cations in the reduction of inflammatory parameters, 
mitochondrial and cognitive damage in animals submit-
ted to sepsis.

Material and methods
Animals
Male Wistar rats (60  days old, weighing 200 to 300  g) 
were obtained from the Universidade do Extremo Sul 
Catarinense (UNESC) breeding colony. The animals were 

housed in groups of five with water and food available 
ad  libitum and were maintained on a 12-h light–dark 
cycle (lights on at 7:00 am), at a temperature of 23 ± 1 °C. 
These conditions were maintained constant throughout 
the experiments. All experimental procedures were per-
formed with the approval of the local Ethics Committee 
of Animals Use (Protocol 029/2017-2).

Experimental procedure
Wistar rats were submitted to sepsis by the CLP [19] 
model and divided into four experimental groups. Imme-
diately after sepsis induction, the animals received an 
intraperitoneal injection of MFA at doses of 10, 30, and 
50 mg/kg or saline. At 24 h after sepsis induction, the ani-
mals were euthanized, and the cerebral structures (fron-
tal cortex and hippocampus) were dissected for further 
analysis (see below), with n = 6 animals for each group. A 
separate cohort of animals were followed for 15 days and 
the survival rate was analyzed.

Sepsis induction
Rats were subjected to cecal ligation and perforation 
(CLP), as previously described by Fink and Heard (1990) 
[20]. Briefly, animals were anesthetized using a mixture 
of ketamine (80  mg/kg) and xylazine (10  mg/kg), given 
intraperitoneally. Under aseptic conditions, a 3-cm 
midline laparotomy was performed to allow exposure 
of the cecum with the adjoining intestine. The cecum 
was tightly ligated with a 3.0-silk suture at its base, 
below the ileocecal valve, and perforated once with a 
14-gauge needle. The cecum was then gently squeezed 
to extrude a small amount of feces from the perforation 
site, returned to the peritoneal cavity, followed by the 
closure of the laparotomy with 4.0-silk sutures. The rats 
were resuscitated with normal saline (50  mL/kg subcu-
taneously) immediately and 12  h after CLP. All animals 
were returned to their cages with free access to water and 
food. The rats were submitted to all surgical procedures 
in the sham-operated group, but the cecum was neither 
ligated nor perforated. Rats were divided in 5 experi-
mental groups: (1) Sham + saline, (2) CLP + saline, (3) 
CLP + MFA 10 mg/kg, (4) CLP + MFA 30 mg/kg, and (5) 
CLP + MFA 50 mg/kg.

Dissection of brain structures
After 24  h, rats were euthanatized by decapitation and 
brain transferred within 1 min to ice-cold isolation buffer 
(0.23 M mannitol, 0.07 M sucrose, 10 mM Tris–HCl, and 
1  mM EDTA, pH 7.4). The prefrontal cortex and hip-
pocampus were dissected in the ice-cold buffer in a Petri 
dish, and after brain structures were rapidly frozen and 
stored at 80 ºC.
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Cytokines levels
Brain samples were homogenized in extraction solution 
containing PBS buffer pH 7.0, centrifuged at 10,000×g 
for 3  min, and 100  μL of the supernatant as used for 
each assay. The concentration of cytokines TNF-α 
(DY510, R&D System), IL-1β (DY501, R&D System), 
IL-6 (DY506, R&D System), and IL-18 (EPR22249-263, 
Abcam) was determined by enzyme-linked immuno-
sorbent assay (ELISA) on a microplate reader using a 
commercially available kits (R&D System). Six animals 
for each group were used.

Thiobarbituric acid reactive species levels
Oxidative damage in lipids was assessed by the forma-
tion of TBARS during an acid-heating reaction, as pre-
viously described by Draper and Hadley et  al., (1990) 
[21]. The samples were mixed with 1  ml of trichloro-
acetic acid 10% and 1  ml of thiobarbituric acid 0.67% 
and then heated for 30 min. TBARS levels were deter-
mined spectrophotometrically by the absorbance at 
532 nm.

Protein carbonyls levels
Oxidative damage to proteins was measured through 
the determination of carbonyl groups content based on 
the reaction with dinitrophenylhydrazine (DNPH), as 
previously described by Levine et al. [22]. Proteins were 
precipitated by adding 20% trichloroacetic acid and 
were redissolved in DNPH. The absorbance was moni-
tored spectrophotometrically at 370 nm.

Protein determination
Oxidative damage parameters and cytokines levels were 
normalized to the protein content according to Lowry 
et al., (1951) [22, 23].

Immunohistochemistry
Another batch of animals (five per group) was used 
to perform immunohistochemistry. Five animals per 
group were perfused with 0.9% sterile saline for 10 min 
(flow rate 20  mL/min) followed by 10  min with para-
formaldehyde (PFA) solution 4% in PBS (pH 7.4) (flow 
rate 20  mL/min). After, 5-μm sections from the hip-
pocampus and prefrontal cortex were incubated in 0.5% 
hydrogen peroxide in 0.1  M PBS (pH 7.4) for 30  min 
at room temperature to block endogenous peroxidase 
activity. After washing with PBST, sections were incu-
bated for 30  min with PBST containing 2% bovine 
serum albumin to block non-specific protein binding. 
Sections were then incubated overnight at 4  °C with a 
rabbit monoclonal IgG antibody against Iba1 (Abcam—
ab178846) (1:400 dilution). After washing with PBST, 

sections were incubated at room temperature for 
1  h with biotinylated anti-rabbit IgG (1:100 dilution; 
Abcam). Sections were incubated with 3,3′-diamin-
obenzidine (DAB) (Spring Bioscience). Sixteen ran-
dom images per brain section were acquired at × 200 
magnification. The positive control was used in all 
groups, according to the datasheet of the antibody. The 
increase × 200 provides a more detailed expansion of 
the CA3 region and dentate gyrus and prefrontal cor-
tex. The slices were then visualized using an inverted 
microscope (Eclipse Ti-U-Nikon Instruments) coupled 
to a digital camera. Manual selection of stained tis-
sue was performed, and this was quantified using the 
“Threshold Color” plugin for the ImageJ software [24].

Assessment of the activity of mitochondrial complexes
To evaluate mitochonrdrial electron transport chain 
alterations complex activities were evaluated. Com-
plex I activity was determined according to Cassina and 
Radi (1996)[25] by reading the NADH-dependent rate 
of ferricyanide reduction at 420  nm. Complex II activ-
ity was evaluated by the method described by Fischer 
et  al. (1985)[26], where the incubation medium con-
sisted of potassium phosphate, sodium succinate and 
2,6-dichloroindophenol (DCIP). Initially, the samples 
were pre-incubated with 40–80 mg of proteins from the 
homogenate, at 30  °C, for 20  min. Then, 4  mM sodium 
azide and 7  mM rotenone were added to the medium, 
and the reaction started with the addition of 40 M DCIP. 
Absorbances were recorded for 5 min at 600 nm.

The activity of complex II–III was determined accord-
ing to Fischer et  al. (1985)[26], in which the reaction 
medium, consisting of potassium phosphate (40  mM, 
pH 7.4), containing sodium succinate (16 mM), was pre-
incubated with 40–80  mg of homogenate proteins at 
30  °C for 30 min. Then, 4 mM sodium azide and 7 mM 
rotenone, and addition of 0.6  mg/ml of cytochrome c. 
Absorbances were recorded for 5 min at 550 nm.

The activity of complex IV (cytochrome c oxidase) 
was determined according to Rustin et  al. (1994)[27] 
where the incubation medium was composed of potas-
sium phosphate buffer (10 mM, pH 7.0), dodecyl-malto-
side (0.6). mM) and 10–20  mg protein (homogenized). 
The reaction was started with the addition of 0.7 mg of 
reduced cytochrome c. Cytochrome c oxidase activity 
was measured by the decrease in absorbance due to the 
oxidation of previously reduced cytochrome c. Readings 
were taken at 550 nm.

Western blotting
The NRLP3, Bax, and Bcl-2 protein levels were deter-
mined by Western blotting in samples from the hip-
pocampus and prefrontal cortex. Briefly, samples were 
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homogenized in Laemmli-sample buffer (62.5 mM Tris–
HCl, pH 6.8, 1% (w/v) SDS, and 10% (v/v) glycerol) and 
equal amounts of protein (30 μg/well) were fractionated 
by SDS-PAGE and electro-blotted onto nitrocellulose 
membranes. Protein loading and electro-blotting effi-
ciency were verified through Ponceau S staining, and the 
membrane was blocked in Tween–Tris-buffered saline 
(TTBS; 100 mM Tris–HCl, pH 7.5, containing 0.9% NaCl 
and 0.1% Tween-20) containing 5% albumin. Membranes 
were incubated overnight at 4 °C with primary antibody 
diluted at 1:1000 in TTBS (NRLP3 (Abcam—ab214185), 
Bax (Abcam—ab32503) and Bcl-2 (Abcam—ab194583)) 
and washed with TTBS. Anti-IgG from mouse or rab-
bit (according to the species that originated the primary 
antibody) linked to peroxidase was incubated with the 
membrane for an additional 2  h at room temperature 
(1:5000 dilution range), the membrane was washed, and 
the immunoreactivity was detected by enhanced chemi-
luminescence using ECL Chemiluminescence kit. Densi-
tometric analysis of the films was performed with ImageJ 
software. Blots were developed to be linear in the range 
used for densitometry.

Mitochondrial isolation
Mitochondrial isolation was performed according to 
Rosenthal et al. (1987). Brain samples were homogenized 
in a buffer containing 225 mM mannitol, 75 mM sucrose, 
1 mM EGTA, 0.1% bovine albumin, 10 mM HEPES, pH 
7.2. The homogenate was centrifuged at 2000 × g, for 
3  min, at 4  °C. After this centrifugation, the superna-
tant was again centrifuged at 12,000 × g, for 8  min, at 
4 ºC. The pellet was resuspended in 12  mL of isolation 
buffer containing 20 µL of 10% digitonin and centrifuged 
at 12,000 × g for 10 min at 4 °C. The sediment from this 
centrifugation was resuspended in isolation buffer with-
out EGTA and centrifuged at 12,000 × g for 10  min at 
4  °C. The pellet containing purified mitochondria was 
resuspended in isolation buffer without EGTA at a final 
protein concentration of approximately 20 mg/ml. After 
isolation, mitochondria were quickly frozen in a freezer 
at − 80 °C for further analysis.

ROS levels in mitochondria
Intramitochondrial ROS production was detected 
using the non-fluorescent cell permeating compound, 
2′7′-dichlorofluorescein diacetate (DCFH-DA). Intracel-
lular esterases hydrolyzed DCFH-DA in dichlorofluo-
rescein (DCFH). This non-fluorescent molecule is then 
oxidized to fluorescent dichlorofluorescein (DCF) by the 
action of cellular oxidants. Mitochondrial samples were 
treated with DCFH-DA (10  µM) for 30  min at 37  °C. 
After exposure to DCFH-DA, samples were washed with 
PBS solution with 0.2% Triton X-100. Fluorescence was 

measured in a plate reader (Spectra Max GEMINI XPS, 
Molecular Devices, USA) with excitation at 485 nm and 
emission at 520  nm. Values were expressed as fluores-
cence units/µg protein.

Analysis of 8‑oxoG levels
The mtDNA was extracted from the tissues of the frontal 
cortex and hippocampus. The extraction and quantifica-
tion of mtDNA were performed using commercial kits 
provided by Abcam. Samples were homogenized with 
Cytosol Extraction Buffer. Soon after, the Mitochondrial 
Lysis buffer and ethanol were added. Finally, mtDNA was 
resuspended and purified for use in the 8-oxoG analysis. 
For the analysis of the 8-oxoG level, the immunoassay 
test (ELISA Sandwich) was used through the Cell kit, Bio-
labs®. The procedures for each dosage were performed 
according to the manufacturer’s recommendations. The 
reaction was stopped with the addition of 100 μL of stop 
solution and read in a spectrophotometer, using a wave-
length of 450 nm.

RT‑PCR analysis
Total RNA was isolated with Trizol® reagent (Invitro-
gen, USA) following the manufacturer’s instructions. To 
eliminate genomic DNA contamination, the total RNA 
was quantified by spectrophotometry (A260/280  nm) 
and then treated with Deoxyribonuclease I (Invitrogen). 
Following the manufacturer’s instruction, the cDNA 
was synthesized with ImProm-II™ Reverse Transcrip-
tion System. Quantitative PCR was performed using 
SYBR®Green (Invitrogen) in a 7500 Fast Real-Time 
System Software v.2.0.5 (Applied Biosystems). Primers 
(TFAM, e NRF1) are in Additional file 1: Figure S1). Pre-
vious results from our laboratory demonstrated that the 
expression of these genes was different when compared 
with Sham and CLP animals [28]. Thus, based on the 3Rs 
principle, a sham group was not included in gene analy-
sis, and all comparisons were performed between CLP-
treated and not-treated animals.

Statistical analysis
The Statistical Package for the Social Sciences (SPSS) 
20.0 and GraphPad Prism version 7.0 was utilized for sta-
tistical analyses. The immunohistochemistry analysis was 
done through DAB staining for each marker and quan-
tified by the ImageJ program. Data from oxidative brain 
damage, cytokines, and immunohistochemistry were 
analyzed by factorial ANOVA (one-factor depending—
post hoc Tukey) and expressed as mean ± SEM. Standard 
Kaplan–Meier mortality curves were compared by the 
log-rank test. For all comparisons, p < 0.05 was consid-
ered statistically significant.
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Result
Inflammation is widely established as related to the 
pathophysiology of sepsis, thus first it was determined 
the effect of MFA on brain cytokines levels (Fig.  1). 
Cytokine levels were increased at all analyzed structures, 
and MFA was able to decrease all cytokines to sham lev-
els (Fig.  1A–C). Since it is well known that MFA could 
decrease NRLP3 activation that is highly expressed in the 
microglia, it was also measured NRLP3 levels (Fig. 1D), 
and microglial activation (Fig. 2A, B). There was a signifi-
cantly increase in NRPL3 levels and IBA-1 positive cells 
after sepsis, and this was attenuated by MFA treatment.

One of the effector signals for triggering the activation 
of NLRP3 is the production of ROS that induces inflam-
masome holomerization. The mitochondrial production 
of ROS was increased in both studied structures after 
sepsis (Fig.  3A), and this was attenuated by MFA. Both 
inflammation and mitochondrial ROS production could 
induce oxidative damage that participates in organ dys-
function that followed sepsis. It is demonstrated in 
Fig. 3B–D that both mitochondrial (measured by 8-oxo-
G) and tissue (measured by TBARS and carbonyl assays) 

oxidative damage occurred in the prefrontal and hip-
pocampus of septic animals. MFA treatment attenu-
ated both mitochondrial and tissular oxidative damage 
(Fig.  3B–D), and this effect was more evident to the 30 
and 50 mg/kg dose.

One of the main effects of brain oxidative damage and 
inflammation is mitochondrial electron chain dysfunc-
tion. It was observed that in the frontal cortex and in the 
hippocampus of the animals in the CLP + Saline group, 
there was a decrease in the mitochondrial electron trans-
port activity of complexes I, II, II–III, and IV (Fig.  4) 
when compared to the Sham + saline. It is noteworthy 
that septic animals treated with MFA mainly at doses of 
30 and 50  mg/kg, in both structures, showed a signifi-
cant increase in the activity of complexes I, II, II–III, and 
IV compared to the CLP group + saline. As a response 
to the septic insult it was found a small, but significant 
increase in TFAM and NRF-1 gene expression, that was 
reversed by MFA (Fig.  5A, B), reinforcing its protective 
effects upon mitochondria. We further evaluated the 
protein content of the proteins of the BCL-2 family. Sep-
sis induced a significant increase in Bax and a decrease in 

Fig. 1 Mefenamic acid decreases brain cytokines and NLRP3 levels and microglial activation in the brain of septic animals. Sepsis was induced by 
cecal ligation and perforation and mefenamic acid (10, 30 and 50 mg/kg) was administered immediately after sepsis induction. Twenty‑four hours 
after rats were euthanized and the prefrontal cortex and hippocampus were isolated to the determination of A IL‑1β, B IL‑18, C TNF‑α and D NLRP3 
levels. Data are presented as mean ± SEM, with the statistical difference calculated using the one‑way ANOVA test followed by Tukey’s post hoc test. 
*p < 0.05 vs Sham + saline and #p < 0.05 vs CLP + saline. n = 8 per group
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Fig. 2 Mefenamic acid decreases microglial activation in the brain of septic animals. Sepsis was induced by cecal ligation and perforation and 
mefenamic acid (10, 30 and 50 mg/kg) was administered immediately after sepsis induction. Twenty‑four hours after rats were euthanized and 
the prefrontal cortex (A) and hippocampus (B) were isolated to the determination IBA‑1 positive cells. Data are presented as mean ± SEM, with 
the statistical difference calculated using the one‑way ANOVA test followed by Tukey’s post hoc test. *p < 0.05 vs Sham + saline and #p < 0.05 vs 
CLP + saline. n = 8 per group
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Bcl-2 levels (Fig.  5C, D). However, animals treated with 
MFA had a lower concentration of the pro-apoptotic Bax 
protein and a higher concentration of the anti-apoptotic 
Bcl-2 protein (Fig.  5C, D). This may explain the effect 
upon mitochondrial dysfunction and consequently a pos-
sible decrease in the interaction between mitochondria 
and NLRP3 activation.

All these protective effects upon the brain are reflected 
in the periphery. MFA was able to slightly, but signifi-
cantly, improve mortality in the higher used doses (Addi-
tional file  1: Fig. S1 and Additional file  2: Fig. S2) and 
plasma cytokines (Additional file 3: Fig. S3).

Discussion
The present study aimed to evaluate the modulation of 
NLRP3 activity by administering MFA and its implica-
tions in reducing inflammatory parameters, mitochon-
drial and oxidative damage in the early stages of sepsis. 

The 24-h proinflammatory cytokine levels were higher, 
and these data corroborate with previous results, which 
indicate increased concentrations of IL-1β and TNF-α 
early after sepsis, with a peak increase between 18 and 
48  h after CLP induction [29–31]. This increase in 
cytokines in the CNS maybe related to the breakdown of 
the BBB, increasing the passage of inflammatory media-
tors into the brain tissue, stimulating microglial cells 
[30–33]. In another study, high concentrations of IL-1β 
and TNF-α and a large number of cells labeled with 
IBA-1 were found in the early stages of sepsis in an ani-
mal model of sepsis induced by the CLP surgery [34, 35]. 
It is known that the increase in IL-18 is related to septic 
shock and tissue damage, and its control is critical [36]. It 
is noteworthy that the production of these cytokines may 
persist at later times, regulating inflammatory pathways, 
angiogenesis, and cognition, and may contribute to pro-
longing or worsening brain dysfunction [24].

Fig. 3 Mefenamic acid decreases brain mitochondrial and mitochondrial reactive oxygen species and oxidative damage in septic animals. Sepsis 
was induced by cecal ligation and perforation and mefenamic acid (10, 30 and 50 mg/kg) was administered immediately after sepsis induction. 
Twenty‑four hours after rats were euthanized and the prefrontal cortex and hippocampus were isolated to the determination of A DCF, B 8‑oxo 
guanosine, C MDA and D carbonyls levels. Data are presented as mean ± SEM, with the statistical difference calculated using the one‑way ANOVA 
test followed by Tukey’s post hoc test. *p < 0.05 vs Sham + saline and #p < 0.05 vs CLP + saline. n = 8 per group

Fig. 4 Mefenamic acid improves the activity of mitochondrial respiratory chain complexes in the brain of septic animals. Sepsis was induced 
by cecal ligation and perforation and mefenamic acid (10, 30 and 50 mg/kg) was administered immediately after sepsis induction. Twenty‑four 
hours after rats were euthanized and the prefrontal cortex and hippocampus were isolated to the determination of the activity of mitochondrial 
A–E complex I, B–F complex II, C–G complex II–III and D–H complex IV in frontal cortex (A–D) and hippocampus (E–H). Data are presented as 
mean ± SEM, with the statistical difference calculated using the one‑way ANOVA test followed by Tukey’s post hoc test. *p < 0.05 vs Sham + saline 
and #p < 0.05 vs CLP + saline. n = 5 per group

(See figure on next page.)
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Fig. 4 (See legend on previous page.)
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MFA, especially at the highest dose, reduced cytokine 
levels (IL-1β, IL-18, and TNF-α) in the early stages of 
sepsis, favoring a balance of the immune system and of 
equilibrium of inflammatory components, crucial for the 
development of a favorable outcome. However, a recently 
discovered mechanism of action shows that this drug is 
an effective and selective inhibitor of the NLRP3 inflam-
masome through inhibition of the volume-regulated 
anion channel [18, 37–39]. It is proposed that if there is 
no oligomerization of the inflammasome, there would be 
no cleavage and maturation of IL-1β and IL-18, which is 
a possible justification for the decrease in these cytokines 
observed in the present study. The reduction in these 
cytokines caused by the administration of MFA was 
related to the lower expression of NLRP3 in brain tissues 
[24, 40–43].

In fact, in the present study, MFA inhibited the NLRP3 
axis and acted by decreasing IL-1β and IL-18 in micro-
glia, followed by modulation of neuroinflammation and 
reduction in neuronal oxidative damage [18, 37]. Oxida-
tive damage to lipids and proteins in the early stages of 
sepsis is a well-known phenomenon. Still, the increased 

activity of NLRP3 can trigger ROS production, which is 
a mechanism of damage to cellular components, and may 
activate pathways involved in neuronal death [5, 34, 35, 
44, 45].

In the literature, there are still little data on the rela-
tionship between MFA and NLRP3 [46, 47]. Studies in 
neuron cultures showed that doses of 5 μM of MFA are 
enough to reduce oxidative stress [16, 48]. In an animal 
model of excitotoxicity, treatment with MFA at a dose 
of 25  mg/kg provided significant protection against 
increased lipid peroxidation, protein oxidation, TNF-α, 
IL-1β, and Bax levels, thus decreasing neurotoxicity in 
rats subjected to an inflammatory process, corroborat-
ing the findings of this study at doses of 30 and 50 mg/
kg [48].

In sepsis, a mitochondrial dysfunction is an important 
event in NLRP3 inflammasome activation, as NLRP3 
stimuli activate the mitochondrial OxPhos machinery 
to increase ROS and decrease mitochondrial membrane 
potential (mtΔΨ) and respiratory chain complex activity 
[5, 49]. Complexes I, III, and IV play a fundamental role 
in regulating ROS production. When there are changes 

Fig. 5 Mefenamic acid reverses the increase in TFAM and NRF1 gene expression and regulates Bax and Bcl‑2 protein content in the brain of septic 
animals. Sepsis was induced by cecal ligation and perforation and mefenamic acid (10, 30 and 50 mg/kg) was administered immediately after sepsis 
induction. Twenty‑four hours after rats were euthanized and the prefrontal cortex and hippocampus were isolated to the determination of the gene 
expression of A TFAM and B NRF‑1. It was also measured protein content of C the pro‑apoptotic Bax protein and D the anti‑apoptotic Bcl‑2 protein. 
Gene expression was quantified by the ∆Ct. Data are presented as mean ± SEM, with the statistical difference calculated using the one‑way ANOVA 
test followed by Tukey’s post hoc test. *p < 0.05 vs Sham + saline and #p < 0.05 vs CLP + saline. n = 5 per group
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in their activities, they can generate a stimulus (higher 
OxPhos proteins), causing NLRP3 oligomerization, 
increasing the inflammatory process [50]. MFA increased 
the activity of mitochondrial complexes, especially com-
plexes I, II, and IV, at doses of 30 and 50 mg/kg, in both 
structures evaluated.

MFA may be related to a better oxidative bioenergetic 
efficiency of the organism and stability in the electrical 
potential. It may be a stimulus for mitochondrial biogen-
esis, attenuating the rate of structural protein synthesis, 
duplication of organelles, and the increase in the speed of 
nerve conduction and synaptic transmission, decreasing 
the impact of sepsis on brain tissue [51–53]. Treatment 
with MFA protected against mitochondrial damage, 
causing a reduction in ROS production and preserving 
the content of Mn-SOD, corroborating the findings of 
Armagan et  al., (2012)[48] in an animal model d-serine 
inflammation and Kim et  al., (2017)[54], in neuronal 
culture.

Assuming that in an inflammatory process, the mech-
anism involved with inflammasome activation is the 
binding of mtDNA directly to NLRP3; this association 
depends on the oxidation by 8-oxoG [55]. Thus, results 
from the present study indicate, for the first time, that the 
increase in NLRP3 inflammasome activity in the septic 
group was related to the increase in 8-oxoG in mtDNA, 
in both studied structures. In addition, with the evolution 
of sepsis, there is a direction to the activation pathway of 
the NLRP3 inflammasome, becoming a cycle, culminat-
ing in the damage of the neuronal tissue generated by the 
deposit of 8-oxoG [43, 56–58]. Depending on the amount 
of 8-oxoG, the greater are the changes in the bioenerget-
ics of cells and tissues, which may evolve to the loss of 
their function [59].

The present study is pioneering, showing the action 
of MFA in decreasing 8-oxoG in the cerebral tissues of 
the frontal cortex and hippocampus in CLP animals 
24  h after sepsis. It is noteworthy that the lower levels 
of 8-oxoG, generate a state of mtDNA protection, which 
according to a study by Oka et al. [11], is related to the 
increase in TFAM. TFAM stimulation can improve redox 
and mitochondrial activity, motor function, and high sur-
vival rates in a sepsis model [60, 61]. The literature shows 
evidence that septic shock and organ failure evolve to 
mortality and may be related to mitochondrial dysfunc-
tion and lack of bioenergetic recovery [42, 43, 62].

Mitochondrial recovery depends on the upregulation 
of mitochondrial biogenesis [63, 64]. Notably, the admin-
istration of MFA amplifies the expression and activation 
of factors that stimulate biogenesis and mitochondrial 
repairs, such as TFAM and NRF-1. Mitochondrial bio-
genesis is related to proteins of the Bcl [31, 65, 66]. MFA 
increased the expression of Bcl-2, which can decrease 

cellular apoptosis through balance with the Bax protein 
and the production of antioxidants [5, 65]. Furthermore, 
a previous study demonstrated that MFA in cerebral 
ischemia and reperfusion model increased the expression 
of anti-apoptotic proteins such as Bcl-xl and Bcl-2 and 
decreased Bax concentrations, improving energy metab-
olism and response to the inflammatory process, which 
may be related to the decrease in microglia activity, such 
as the decrease in Iba-1 [17, 34].

Some limitations of the presented results should be 
noted. First, MFA is not a specific NRLP-3 inhibitor, some 
other confounder mechanisms could partially explain its 
protective effects. Second, a single dose administered 
immediately after sepsis induction was used. Despite 
being highly mechanistic relevant, this is of less clinical 
relevance, thus, later administration and multiple doses 
regime should be addressed in future studies. Third, it is 
not possible to precisely determine in our experiments 
if NLRP3 activation is a cause or consequence of mito-
chondrial dysfunction, but our results give insights o the 
relation between these phenomena.

In conclusion, in sepsis, there is an increase in proin-
flammatory cytokines in brain tissues at early stages, 
culminating in oxidative damage and NLRP3 activation, 
which is related to bioenergetic changes, causing the 
deposition of 8-oxoG in mtDNA. However, MFA per-
formed well in decreasing the activity of NLRP3 and pro-
inflammatory cytokines in the brains of septic rats with 
consequent impact on survival of animals. The dose of 
50 mg/kg seemed to be the most efficient, and it inhibited 
inflammasome activation, decreasing the IL-1β and IL-18 
maturation, decreasing the oxidative damage and the for-
mation of ROS. It is noteworthy that MFA controlled the 
deposition of 8-oxoG, increasing mitochondrial activity, 
reducing ROS, increasing mtDNA protection molecules 
such as TFAM, which could become a future therapeutic 
target.
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Additional file 2: Figure S2. Mefenamic acid improves mortality in an 
animal model of severe sepsis. Sepsis was induced by cecal ligation and 
perforation and mefenamic acid (10, 30 and 50 mg/kg) was administered 
immediately after sepsis induction. Animals were followed for 14 days. 
Standard Kaplan–Meier mortality curves were compared by the log‑rank 
test. *p < 0.05 vs. Sham + saline and #p < 0.05 vs. CLP + saline.

Additional file 3: Figure S3. Mefenamic acid decreases plasma cytokines 
levels in septic animals. Sepsis was induced by cecal ligation and perfora‑
tion and mefenamic acid (10, 30 and 50 mg/kg) was administered imme‑
diately after sepsis induction. Twenty‑four hours after rats were euthanized 
and the blood was drawn to the of A IL‑1β, B IL‑18 and C TNF‑α plasma 
levels. Data are presented as mean ± SEM, with the statistical difference 
calculated using the one‑way ANOVA test followed by Tukey’s post hoc 
test. *p < 0.05 vs Sham + saline and #p < 0.05 vs CLP + saline. n = 8 per 
group.

Acknowledgements
This work was supported by Universidade do Extremo Sul Catarinense 
(UNESC) and National Institute of Science and Technology—Translational 
Medicine (INCT).

Author contributions
DD, FDP and TB performed the study design, experimental planning and 
execution of the research and the development of the manuscript. MM, 
ELS and LBW helped during the experimental process. All authors read and 
approved the final manuscript.

Funding
This work was supported by Universidade do Extremo Sul Catarinense 
(UNESC) and National Institute of Science and Technology—Translational 
Medicine (INCT).

Availability of data and materials
All data generated or analyzed during this study are included in this published 
article (and its additional files).

Declarations

Ethics approval and consent to participate
All experimental procedures were performed with the approval of the 
Ethics Committee from Universidade do Extremo Sul Catarinense (Protocol 
029/2017‑2) and conformed to international regulations.

Consent for publication
All authors have consented to the publication of the manuscript.

Competing interests
The authors declare that no conflict of interest could be perceived as prejudic‑
ing the impartiality of the research reported.

Author details
1 Laboratory of Experimental Pathophysiology, Graduate Program in Health Sci‑
ences, University of Southern Santa Catarina (UNESC), Criciúma, SC 88806‑000, 
Brazil. 2 Laboratory of Bioenergetics, Graduate Program in Health Sciences, 
University of Southern Santa Catarina (UNESC), Criciúma, SC 88806‑000, Brazil. 
3 Translational Psychiatry Program, Department of Psychiatry and Behavioral 
Sciences, McGovern Medical School, The University of Texas Health Science 
Center at Houston, Houston, TX 77054, USA. 

Received: 18 January 2022   Accepted: 28 September 2022

References
 1. Singer M, Deutschman CS, Seymour CW, Shankar‑Hari M, Annane D, 

Bauer M, Bellomo R, Bernard GR, Chiche JD, Coopersmith CM, et al. The 

third international consensus definitions for sepsis and septic shock 
(Sepsis‑3). JAMA. 2016;315(8):801–10.

 2. Oviedo‑Boyso J, Bravo‑Patino A, Baizabal‑Aguirre VM. Collaborative action 
of Toll‑like and NOD‑like receptors as modulators of the inflammatory 
response to pathogenic bacteria. Mediators Inflamm. 2014;2014: 432785.

 3. Miao EA, Rajan JV, Aderem A. Caspase‑1‑induced pyroptotic cell death. 
Immunol Rev. 2011;243(1):206–14.

 4. Wang P, Huang J, Li Y, Chang R, Wu H, Lin J, Huang Z. Exogenous 
carbon monoxide decreases sepsis‑induced acute kidney injury 
and inhibits NLRP3 inflammasome activation in rats. Int J Mol Sci. 
2015;16(9):20595–608.

 5. Voet S, Srinivasan S, Lamkanfi M, van Loo G. Inflammasomes in neuro‑
inflammatory and neurodegenerative diseases. EMBO Mol Med. 2019. 
https:// doi. org/ 10. 15252/ emmm. 20181 0248.

 6. Heneka MT, McManus RM, Latz E. Inflammasome signalling in 
brain function and neurodegenerative disease. Nat Rev Neurosci. 
2018;19(10):610–21.

 7. Lee S, Suh GY, Ryter SW, Choi AM. Regulation and function of the nucleo‑
tide binding domain leucine‑rich repeat‑containing receptor, pyrin 
domain‑containing‑3 inflammasome in lung disease. Am J Respir Cell 
Mol Biol. 2016;54(2):151–60.

 8. de Zoete MR, Palm NW, Zhu S, Flavell RA. Inflammasomes. Cold Spring 
Harb Perspect Biol. 2014;6(12): a016287.

 9. Sui DM, Xie Q, Yi WJ, Gupta S, Yu XY, Li JB, Wang J, Wang JF, Deng XM. 
Resveratrol Protects against Sepsis‑Associated Encephalopathy and 
Inhibits the NLRP3/IL‑1beta Axis in Microglia. Mediators Inflamm. 
2016;2016:1045657.

 10. Picard M, Shirihai OS, Gentil BJ, Burelle Y. Mitochondrial morphology tran‑
sitions and functions: implications for retrograde signaling? Am J Physiol 
Regul Integr Comp Physiol. 2013;304(6):R393‑406.

 11. Oka S, Leon J, Sakumi K, Ide T, Kang D, LaFerla FM, Nakabeppu Y. Human 
mitochondrial transcriptional factor A breaks the mitochondria‑mediated 
vicious cycle in Alzheimer’s disease. Sci Rep. 2016;6:37889.

 12. Luo H, Mu WC, Karki R, Chiang HH, Mohrin M, Shin JJ, Ohkubo R, Ito K, 
Kanneganti TD, Chen D. Mitochondrial stress‑initiated aberrant activation 
of the NLRP3 inflammasome regulates the functional deterioration of 
hematopoietic stem cell aging. Cell Rep. 2019;26(4):945‑954.e944.

 13. Luo Y, Lu J, Ruan W, Guo X, Chen S. MCC950 attenuated early brain injury 
by suppressing NLRP3 inflammasome after experimental SAH in rats. 
Brain Res Bull. 2019;146:320–6.

 14. Long J, Wang Q, He H, Sui X, Lin G, Wang S, Yang J, You P, Luo Y, Wang 
Y. NLRP3 inflammasome activation is involved in trimethyltin‑induced 
neuroinflammation. Brain Res. 2019;1718:186–93.

 15. Khan MS, Akhter M. Glyceride derivatives as potential prodrugs: syn‑
thesis, biological activity and kinetic studies of glyceride derivatives of 
mefenamic acid. Pharmazie. 2005;60(2):110–4.

 16. Joo Y, Kim HS, Woo RS, Park CH, Shin KY, Lee JP, Chang KA, Kim S, Suh YH. 
Mefenamic acid shows neuroprotective effects and improves cogni‑
tive impairment in in vitro and in vivo Alzheimer’s disease models. Mol 
Pharmacol. 2006;69(1):76–84.

 17. Khansari PS, Halliwell RF. Mechanisms underlying neuroprotection by 
the NSAID mefenamic acid in an experimental model of stroke. Front 
Neurosci. 2019;13:64.

 18. Daniels MJ, Rivers‑Auty J, Schilling T, Spencer NG, Watremez W, Fasolino 
V, Booth SJ, White CS, Baldwin AG, Freeman S, et al. Fenamate NSAIDs 
inhibit the NLRP3 inflammasome and protect against Alzheimer’s disease 
in rodent models. Nat Commun. 2016;7:12504.

 19. Rittirsch D, Huber‑Lang MS, Flierl MA, Ward PA. Immunodesign of experi‑
mental sepsis by cecal ligation and puncture. Nat Protoc. 2009;4(1):31–6.

 20. Fink MP, Heard SO. Laboratory models of sepsis and septic shock. J Surg 
Res. 1990;49(2):186–96.

 21. Draper HH, Hadley M. Malondialdehyde determination as index of lipid 
peroxidation. Methods Enzymol. 1990;186:421–31.

 22. Levine RL, Garland D, Oliver CN, Amici A, Climent I, Lenz AG, Ahn BW, 
Shaltiel S, Stadtman ER. Determination of carbonyl content in oxidatively 
modified proteins. Methods Enzymol. 1990;186:464–78.

 23. Lowry OH, Rosebrough NJ, Farr AL, Randall RJ. Protein measurement with 
the Folin phenol reagent. J Biol Chem. 1951;193(1):265–75.

 24. Dominguini D, Steckert AV, Abatti MR, Generoso JS, Barichello T, Dal‑Pizzol 
F. The protective effect of PK‑11195 on cognitive impairment in rats 
survived of polymicrobial sepsis. Mol Neurobiol. 2021;58(6):2724–33.

https://doi.org/10.15252/emmm.201810248


Page 12 of 13Dominguini et al. Journal of Neuroinflammation          (2022) 19:268 

 25. Cassina A, Radi R. Differential inhibitory action of nitric oxide and per‑
oxynitrite on mitochondrial electron transport. Arch Biochem Biophys. 
1996;328(2):309–16.

 26. Fischer JC, Ruitenbeek W, Berden JA, Trijbels JM, Veerkamp JH, Stad‑
houders AM, Sengers RC, Janssen AJ. Differential investigation of the 
capacity of succinate oxidation in human skeletal muscle. Clin Chim Acta. 
1985;153(1):23–36.

 27. Rustin P, Lebidois J, Chretien D, Bourgeron T, Piechaud JF, Rotig A, 
Munnich A, Sidi D. Endomyocardial biopsies for early detection of 
mitochondrial disorders in hypertrophic cardiomyopathies. J Pediatr. 
1994;124(2):224–8.

 28. Michels M, Abatti MR, Avila P, Vieira A, Borges H, Carvalho Junior C, Wend‑
hausen D, Gasparotto J, Tiefensee Ribeiro C, Moreira JCF, et al. Characteri‑
zation and modulation of microglial phenotypes in an animal model of 
severe sepsis. J Cell Mol Med. 2020;24(1):88–97.

 29. Barichello T, Fortunato JJ, Vitali AM, Feier G, Reinke A, Moreira JC, Quevedo 
J, Dal‑Pizzol F. Oxidative variables in the rat brain after sepsis induced by 
cecal ligation and perforation. Crit Care Med. 2006;34(3):886–9.

 30. Barichello T, Generoso JS, Collodel A, Petronilho F, Dal‑Pizzol F. The blood‑
brain barrier dysfunction in sepsis. Tissue barriers. 2021;9(1):1840912.

 31. Dal‑Pizzol F, Rojas HA, dos Santos EM, Vuolo F, Constantino L, Feier G, Pas‑
quali M, Comim CM, Petronilho F, Gelain DP, et al. Matrix metalloprotein‑
ase‑2 and metalloproteinase‑9 activities are associated with blood‑brain 
barrier dysfunction in an animal model of severe sepsis. Mol Neurobiol. 
2013;48(1):62–70.

 32. Cauvi DM, Song D, Vazquez DE, Hawisher D, Bermudez JA, Williams MR, 
Bickler S, Coimbra R, De Maio A. Period of irreversible therapeutic inter‑
vention during sepsis correlates with phase of innate immune dysfunc‑
tion. J Biol Chem. 2012;287(24):19804–15.

 33. Comim CM, Vilela MC, Constantino LS, Petronilho F, Vuolo F, Lacerda‑
Queiroz N, Rodrigues DH, da Rocha JL, Teixeira AL, Quevedo J, et al. Traffic 
of leukocytes and cytokine up‑regulation in the central nervous system 
in sepsis. Intensive Care Med. 2011;37(4):711–8.

 34. Michels M, Abatti M, Vieira A, Avila P, Goulart AI, Borges H, Corneo E, 
Dominguini D, Barichello T, Dal‑Pizzol F. Modulation of microglial phe‑
notypes improves sepsis‑induced hippocampus‑dependent cognitive 
impairments and decreases brain inflammation in an animal model of 
sepsis. Clin Sci. 2020;134(7):765–76.

 35. Michels M, Vieira AS, Vuolo F, Zapelini HG, Mendonca B, Mina F, Domin‑
guini D, Steckert A, Schuck PF, Quevedo J, et al. The role of microglia 
activation in the development of sepsis‑induced long‑term cognitive 
impairment. Brain Behav Immun. 2015;43:54–9.

 36. Emmanuilidis K, Weighardt H, Matevossian E, Heidecke CD, Ulm K, Bartels 
H, Siewert JR, Holzmann B. Differential regulation of systemic IL‑18 and 
IL‑12 release during postoperative sepsis: high serum IL‑18 as an early 
predictive indicator of lethal outcome. Shock. 2002;18(4):301–5.

 37. Mangan MSJ, Olhava EJ, Roush WR, Seidel HM, Glick GD, Latz E. Target‑
ing the NLRP3 inflammasome in inflammatory diseases. Nat Rev Drug 
Discovery. 2018;17(8):588–606.

 38. Zhang X, Xu A, Lv J, Zhang Q, Ran Y, Wei C, Wu J. Development of small 
molecule inhibitors targeting NLRP3 inflammasome pathway for inflam‑
matory diseases. Eur J Med Chem. 2020;185: 111822.

 39. Jiang H, Gong T, Zhou R. The strategies of targeting the NLRP3 inflamma‑
some to treat inflammatory diseases. Adv Immunol. 2020;145:55–93.

 40. Dominguini D, Steckert AV, Michels M, Spies MB, Ritter C, Barichello T, 
Thompson J, Dal‑Pizzol F. The effects of anaesthetics and sedatives on 
brain inflammation. Neurosci Biobehav Rev. 2021;127:504–13.

 41. Olivieri R, Michels M, Pescador B, Avila P, Abatti M, Cucker L, Burger H, 
Dominguini D, Quevedo J, Dal‑Pizzol F. The additive effect of aging on 
sepsis‑induced cognitive impairment and neuroinflammation. J Neuro‑
immunol. 2018;314:1–7.

 42. Jang DH, Orloski CJ, Owiredu S, Shofer FS, Greenwood JC, Eckmann 
DM. Alterations in mitochondrial function in blood cells obtained from 
patients with sepsis presenting to an emergency department. Shock. 
2019;51(5):580–4.

 43. Rahmel T, Marko B, Nowak H, Bergmann L, Thon P, Rump K, Kreimendahl 
S, Rassow J, Peters J, Singer M, et al. Mitochondrial dysfunction in sepsis is 
associated with diminished intramitochondrial TFAM despite its increased 
cellular expression. Sci Rep. 2020;10(1):21029.

 44. Comim CM, Cassol OJ Jr, Abreu I, Moraz T, Constantino LS, Vuolo F, Galant 
LS, de Rochi N, Dos Santos Morais MO, Scaini G, et al. Erythropoietin 

reverts cognitive impairment and alters the oxidative parameters 
and energetic metabolism in sepsis animal model. J Neural Transm. 
2012;119(11):1267–74.

 45. Michels M, Danieslki LG, Vieira A, Florentino D, Dall’Igna D, Galant L, Sonai 
B, Vuolo F, Mina F, Pescador B, et al. CD40‑CD40 ligand pathway is a major 
component of acute neuroinflammation and contributes to long‑term 
cognitive dysfunction after sepsis. Mol Med. 2015;21:219–26.

 46. Deb J, Lakshman TR, Ghosh I, Jana SS, Paine TK. Mechanistic studies of 
in vitro anti‑proliferative and anti‑inflammatory activities of the Zn(ii)‑
NSAID complexes of 1,10‑phenanthroline‑5,6‑dione in MDA‑MB‑231 cells. 
Dalton Trans. 2020;49(32):11375–84.

 47. Kim A, Zhong W, Oberley TD. Reversible modulation of cell cycle kinetics 
in NIH/3T3 mouse fibroblasts by inducible overexpression of mito‑
chondrial manganese superoxide dismutase. Antioxid Redox Signal. 
2004;6(3):489–500.

 48. Armagan G, Turunc E, Kanit L, Yalcin A. Neuroprotection by mefenamic 
acid against D‑serine: involvement of oxidative stress, inflammation and 
apoptosis. Free Radical Res. 2012;46(6):726–39.

 49. Acin‑Perez R, Enriquez JA. The function of the respiratory supercom‑
plexes: the plasticity model. Biochem Biophys Acta. 2014;1837(4):444–50.

 50. Chung IC, Chen LC, Tsang NM, Chuang WY, Liao TC, Yuan SN, OuYang CN, 
Ojcius DM, Wu CC, Chang YS. Mitochondrial oxidative phosphorylation 
complex regulates NLRP3 inflammasome activation and predicts patient 
survival in nasopharyngeal carcinoma. MCP. 2020;19(1):142–54.

 51. Aon MA, Bhatt N, Cortassa SC. Mitochondrial and cellular mechanisms for 
managing lipid excess. Front Physiol. 2014;5:282.

 52. Sack MN. Mitochondrial depolarization and the role of uncoupling pro‑
teins in ischemia tolerance. Cardiovasc Res. 2006;72(2):210–9.

 53. Wu YN, Sudarshan VK, Zhu SC, Shao YF, Kim SJ, Zhang YH. Functional 
interactions between complex I and complex II with nNOS in regulat‑
ing cardiac mitochondrial activity in sham and hypertensive rat hearts. 
Pflugers Arch. 2020;472(12):1743–55.

 54. Kim EC, Toyono T, Berlinicke CA, Zack DJ, Jurkunas U, Usui T, Jun AS. 
Screening and characterization of drugs that protect corneal endothe‑
lial cells against unfolded protein response and oxidative stress. Invest 
Ophthalmol Vis Sci. 2017;58(2):892–900.

 55. Shimada K, Crother TR, Karlin J, Dagvadorj J, Chiba N, Chen S, Ramanu‑
jan VK, Wolf AJ, Vergnes L, Ojcius DM, et al. Oxidized mitochondrial 
DNA activates the NLRP3 inflammasome during apoptosis. Immunity. 
2012;36(3):401–14.

 56. Candas D, Li JJ. MnSOD in oxidative stress response‑potential 
regulation via mitochondrial protein influx. Antioxid Redox Signal. 
2014;20(10):1599–617.

 57. Bauerfeld C, Talwar H, Zhang K, Liu Y, Samavati L. MKP‑1 modulates mito‑
chondrial transcription factors, oxidative phosphorylation, and glycolysis. 
ImmunoHorizons. 2020;4(5):245–58.

 58. Nakahira K, Haspel JA, Rathinam VA, Lee SJ, Dolinay T, Lam HC, Englert JA, 
Rabinovitch M, Cernadas M, Kim HP, et al. Autophagy proteins regulate 
innate immune responses by inhibiting the release of mitochondrial DNA 
mediated by the NALP3 inflammasome. Nat Immunol. 2011;12(3):222–30.

 59. Cividini F, Scott BT, Dai A, Han W, Suarez J, Diaz‑Juarez J, Diemer T, Casteel 
DE, Dillmann WH. O‑GlcNAcylation of 8‑oxoguanine DNA glycosylase 
(Ogg1) impairs oxidative mitochondrial DNA lesion repair in diabetic 
hearts. J Biol Chem. 2016;291(51):26515–28.

 60. Thomas RR, Khan SM, Portell FR, Smigrodzki RM, Bennett JP Jr. Recombi‑
nant human mitochondrial transcription factor A stimulates mitochon‑
drial biogenesis and ATP synthesis, improves motor function after MPTP, 
reduces oxidative stress and increases survival after endotoxin. Mitochon‑
drion. 2011;11(1):108–18.

 61. Manfredini A, Constantino L, Pinto MC, Michels M, Burger H, Kist LW, Silva 
MC, Gomes LM, Dominguini D, Steckert A, et al. Mitochondrial dysfunc‑
tion is associated with long‑term cognitive impairment in an animal 
sepsis model. Clin Sci. 2019;133(18):1993–2004.

 62. Carre JE, Orban JC, Re L, Felsmann K, Iffert W, Bauer M, Suliman HB, Pianta‑
dosi CA, Mayhew TM, Breen P, et al. Survival in critical illness is associated 
with early activation of mitochondrial biogenesis. Am J Respir Crit Care 
Med. 2010;182(6):745–51.

 63. Kraft BD, Chen L, Suliman HB, Piantadosi CA, Welty‑Wolf KE. Peripheral 
blood mononuclear cells demonstrate mitochondrial damage clearance 
during sepsis. Crit Care Med. 2019;47(5):651–8.



Page 13 of 13Dominguini et al. Journal of Neuroinflammation          (2022) 19:268  

•
 
fast, convenient online submission

 •
  

thorough peer review by experienced researchers in your field

• 
 
rapid publication on acceptance

• 
 
support for research data, including large and complex data types

•
  

gold Open Access which fosters wider collaboration and increased citations 

 
maximum visibility for your research: over 100M website views per year •

  At BMC, research is always in progress.

Learn more biomedcentral.com/submissions

Ready to submit your researchReady to submit your research  ?  Choose BMC and benefit from: ?  Choose BMC and benefit from: 

 64. Supinski GS, Schroder EA, Callahan LA. Mitochondria and critical Illness. 
Chest. 2020;157(2):310–22.

 65. Comim CM, Cassol OJ Jr, Constantino LS, Felisberto F, Petronilho F, Rezin 
GT, Scaini G, Daufenbach JF, Streck EL, Quevedo J, et al. Alterations 
in inflammatory mediators, oxidative stress parameters and ener‑
getic metabolism in the brain of sepsis survivor rats. Neurochem Res. 
2011;36(2):304–11.

 66. Chen SN, Tan Y, Xiao XC, Li Q, Wu Q, Peng YY, Ren J, Dong ML. Deletion of 
TLR4 attenuates lipopolysaccharide‑induced acute liver injury by inhibit‑
ing inflammation and apoptosis. Acta Pharmacol Sin. 2021;42(10):1610–9.

Publisher’s Note
Springer Nature remains neutral with regard to jurisdictional claims in pub‑
lished maps and institutional affiliations.


	Mitochondrial protective effects caused by the administration of mefenamic acid in sepsis
	Abstract 
	Introduction
	Material and methods
	Animals
	Experimental procedure
	Sepsis induction
	Dissection of brain structures
	Cytokines levels
	Thiobarbituric acid reactive species levels
	Protein carbonyls levels
	Protein determination
	Immunohistochemistry
	Assessment of the activity of mitochondrial complexes
	Western blotting
	Mitochondrial isolation
	ROS levels in mitochondria
	Analysis of 8-oxoG levels
	RT-PCR analysis
	Statistical analysis

	Result
	Discussion
	Acknowledgements
	References


