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Abstract

In this review, we discuss the possibility and feasibility of nuclear factor erythroid 2-related factor 2 (Nrf2) as a therapeutic target
to minimize the devastating effects of a brain injury. To complete this review, comprehensive literature searches were conducted in
MEDLINE, PubMed, Embase, and PsycINFO databases for English scientific peer-reviewed articles through December 2022. This
short review addressed the different sources of oxidative stress and its effects on blood-brain barrier (BBB) dysfunction, mitochondrial
damage, and changes in a variety of inflammatory molecules associated with central nervous system (CNS) injury. At last, we explained
the potential efficacy of theNrf2 transcription factor in reducing oxidative stress-mediated secondary damages after a CNS injury. The role
of CPUY192018, an inhibitor of Nrf2-Keap1 protein-protein interaction in protecting the injured brain cells is given as evidence of Nrf2’s
role in activating antioxidant genes. Overall, the scope of Nrf2 in developing therapeutic interventions for a variety of pathophysiological
conditions associated with CNS injury-induced free radical/inflammatory signaling is acknowledged. Nrf2 has a widespread application
in basic and clinical neuroscience for understanding and treating free radical/inflammatory signaling disorders, including neurological
diseases. The development of innovative therapeutic strategies using Nrf2-inducing agents can be applied to reduce the complications
of TBI before advancing it to posttraumatic stress disorder (PTSD).
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1. Introduction

Traumatic brain injury (TBI) is a sudden injury that of-
ten leads to permanent disabilities and impairment of cog-
nitive and emotional functions. It has been estimated that
approximately 2% of the USA population is living with
some degree of disability as a result of TBI. While the pri-
mary injury of trauma can cause direct damage to neuronal
structures, the mechanical tissue deformation triggers sec-
ondary injury leading to the blood-brain barrier (BBB) dam-
age, edema, increased intracranial pressure, inflammation,
and cell death [1]. Secondary injury is the progression of
TBI as a long-term neurological problem by affecting phys-
ically, cognitively, and emotionally which often leads to a
permanent disability of the victim [2]. The etiology of sec-
ondary injury is primarily due to oxidative stress. Oxidative
stress causes neuroinflammation, edema formation, BBB
damage, cell death, and finally leads to cognitive impair-
ments in TBI. Immediately after a brain injury, a huge quan-
tity of inflammatory cytokines such as interleukin-1beta
(IL-1β), IL-6, tumor necrosis factor-α (TNF-α), and trans-
forming growth factor-beta (TGF-β) are released into the
blood circulation that further exacerbates the trauma condi-
tion of the brain with oxidative stress [3,4]. There are re-
ports that oxidative stress itself is a factor to exacerbate
the production of these inflammatory cytokines [5]. Re-
cently, we have shown that oxidative stress triggers inflam-
matory cascades via transforming growth factor-beta (TGF-

β), mitogen-activated protein (MAP) kinase pathways, and
intercellular adhesion molecule-1 (ICAM-1) activation and
leads to neurological complications after TBI [5–7]. Signs
of BBB compromise are seen in TBI patients. Oxidative
stress activates matrix metalloproteinases (MMPs) that de-
grade tight junction proteins and leads to BBB damage
in TBI [1,8]. Oxidative stress has a significant role in
cell death after brain injury [1,9–12]. The reactive oxy-
gen species (ROS) including free radicals such as super-
oxide (O2·-), hydroxyl radical (HO·), and hydrogen perox-
ide (H2O2) are generated at high levels inducing cell death.
Apoptosis is the most common cell death process in the sec-
ondary injury of TBI [9], which is induced by the activa-
tion of the caspase enzyme [13]. For developing a better
therapeutic strategy, several clinical trials that have been
conducted in recent years have failed to demonstrate effec-
tive outcomes for a variety of reasons. The nuclear factor
erythroid 2-related factor 2 (Nrf2) transcriptional system is
a key defense mechanism that regulates several detoxify-
ing, oxidative, and anti-inflammatory genes [14–16]. Nrf2
binds to the antioxidant response elements (ARE) of the an-
tioxidant genes and promotes its transcription. For this rea-
son, Nrf2 can serve as a potent therapeutic agent to diminish
central nervous system (CNS) injury-induced brain dam-
age. In this review, we discuss the role of oxidative stress
in the pathogenesis of TBI briefly and howTBI-induced ox-
idative damage can be repaired by targeting the anti-oxidant
signaling Nrf2 pathway.
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2. Oxidative Stress is the Major Source of
Neuropathology in TBI

Oxidative stress is the key player in the secondary in-
jury of TBI [10]. It is the imbalance of oxidants and antiox-
idants that causes biochemical and physiological damage to
the cells. A free radical is an atom or a molecule that has
at least one unpaired electron and is formed during a re-
dox reaction. These free radicals are highly reactive unsta-
ble molecules capable of independent existence and attack-
ing cell components [17]. Reactive oxygen species (ROS)
and reactive nitrogen species (RNS) are the two types of
free radicals generated after a brain injury. ROS is the
byproduct of oxygen metabolism, and these include perox-
ides, superoxide (O2·-), hydroxyl radical (HO·), hypochlor-
ous acid (HOCl), singlet oxygen, and alpha-oxygen. Ex-
amples of RNS are nitroxyl anion, peroxynitrite (ONOO-
), nitrosonium cation, S-nitrosothiols, and nitrogen dioxide
(NO2). Comparable, RNS’s half-lives are generally longer
than ROS. Several enzymes are involved in the free radical
formation and the function of these enzymes in generating
oxidative stress has been reviewed previously [10].

Oxidative stress has a momentous function in the pro-
gression of the pathophysiology after TBI [10]. It is the
main source of secondary injury-induced neuroinflamma-
tory and cell death pathophysiology. In fluid percussion
injury (FPI) and mild blast injury animal models, we have
established that oxidative stress has a vital function in the
pathophysiology of CNS injury [1,5,6,12]. We have ob-
served that oxidative stress activates matrix metallopro-
teinases (MMPs), reduces tight junction protein expression,
and causes BBBdamage and induction of inflammatory sig-
naling pathways [1]. We also demonstrated the role of ox-
idative stress in causing neuroinflammation and cell death
by activating Ca2+, TGF-β1, and ICAM-1 signaling path-
ways in TBI [5,6,11]. In another study, we established the
role of oxidative stress-induced MMP2 in cleaving stromal
cell-derived factor-1α (SDF-1α) and causing neurodegen-
eration after TBI [18]. Therefore, we and others confirmed
that oxidative stress signaling is the primary mechanism
in CNS injury-associated brain and cognitive impairments,
and impeding of formation of oxidative stress is a straight-
forwardmethod for developing a therapy for TBI. However,
the traditional practices of supplementing with exogenous
antioxidants, and the introduction of antioxidant genes have
shown poor therapeutic efficacy in clinical trials [19]. The
endogenous antioxidant genes activation using antioxidant
peptides therapy for reducing the complications of oxida-
tive damage is a viable and potential therapeutic approach
[20].

3. Oxidative Stress and Mitochondrial
Damage in TBI

Oxidative stress-induced mitochondrial damage has
been studied in the pathogenesis of TBI. Oxidative stress
induces mutations in the mitochondrial DNA, impairs the

mitochondrial respiratory chain, and alters Ca2+ homeosta-
sis and defense mechanisms [21]. All these impairments
lead to neuronal damage and neurodegeneration. Oxida-
tive stress mainly attacks mitochondrial DNA and causes
mutations to it and alters its structure and functions [22].
The mitochondrial respiratory chain is another important
target for oxidative stress. The mitochondrial respiratory
chain has five complexes, namely complexes I, II, III, IV,
and V, and are located in the inner mitochondrial mem-
brane. The first four complexes constitute the respiratory
electron-transport chain [23]. Mitochondrial free radicals
are produced at complex I and complex III of the electron
transport chain and complex III is the core source of the
generation of mitochondrial ROS [24]. Energy depletion
and Ca2+ homeostasis are two initial steps that are identi-
fied by direct tissue damage and cerebral blood flow (CBF)
impairment are the major mechanisms of the primary injury
of TBI [3].

Mitochondria are the central participants in cell death
in the pathophysiology of TBI. In TBI-inducedmechanisms
of apoptosis, mitochondrial membrane, Ca2+, and ROS are
involved. The mitochondrial apoptotic pathways are clas-
sified as caspase-dependent or caspase-independent. The
cytochrome complex (Cyt-c) has a major role in caspase-
dependent apoptosis whereas, the apoptosis-inducing fac-
tor (AIF) critically participates in the caspase-independent
pathway of apoptosis in TBI [25,26]. ROS triggers Bax-
dependent mitochondrial outer membrane permeabiliza-
tion (MOMP) and elicits the mitochondrial release of Cyt-
c, and AIF [27]. Cyt-c efflux activates caspases espe-
cially caspase-9 and 3 leading to DNA fragmentation [28].
The link between mitochondria and the endoplasmic retic-
ulum (ER) is involved in caspase-12-mediated apoptosis
[29]. Ca2+ exchange between mitochondria and ER that
is mediated by the mitochondria-associated ER membrane
(MAM) is another important apoptotic mechanism in TBI
[30]. Lysosomal membrane permeabilization (LMP) re-
leases cathepsin B protease that triggers MOMP and stimu-
lates the mitochondrial pathway of apoptosis after TBI [31].
Fig. 1 explains the role of oxidative stress in the pathogen-
esis of TBI.

Recently, substantial research has been focused on
the development of antioxidant therapies against oxidative
stress for neuroprotection in TBI [32–35]. Considering the
importance of developing anti-oxidant therapy, we stud-
ied the role and mechanisms of Nrf2 in regulating anti-
oxidant genes and thereby mitigating oxidative stress af-
ter TBI [12]. In 2017, Ding et al. [36] demonstrated that
the Nrf2 pathway provides neuroprotection following TBI
via regulation of the ubiquitin-proteasome system (UPS).
In another study, Cui et al. [37] used calcitriol, an active
form of vitamin D, for promoting the autophagic process
and activated Nrf2 signaling by reducing the expression of
Keap1 and enhancing Nrf2 translocation, thereby mitigat-
ing TBI-induced oxidative damage. Similarly, a few stud-
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Fig. 1. Schematic presentation of oxidative stress-induced in
mitochondrial damage, neuroinflammation, BBBdysfunction,
and neurodegeneration in TBI. Reactive oxygen species (ROS)
and reactive nitrogen species (RNS) are the main sources of ox-
idative stress in brain injury. ROS/RNS activates MMPs, TGF-β,
and other intermediatory inflammatory genes and causes BBB dis-
ruption, inflammation, and neurodegeneration. At the same time,
ROS or RNS also activate different inflammatory cytokines and
growth factors such as IL-1β, TNF-α, and IL-6, which cause BBB
disruption and neuroinflammation. Oxidative stress induces mu-
tations in the mitochondrial DNA, impairs the mitochondrial res-
piratory chain, and alters Ca2+ homeostasis and defense mech-
anisms. Mitochondrial damage and activation of caspases cause
neurodegeneration.

ies have been conducted by targeting Nrf2 pathways for
neuroprotection in TBI [38–45]. Therefore, the activation
of antioxidant-promoting transcription factor Nrf2 allevi-
ates oxidative stress-induced neurological damage associ-
ated with TBI, including activation of matrix metallopro-
teinases (MMPs), neuroinflammation, and neurodegenera-
tion [12].

4. Oxidative Stress and Blood-Brain Barrier
Dysfunction in TBI

The BBB is a highly selective semipermeable barrier
that selectively prevents solutes, toxins, and microorgan-
isms from blood circulation to the brain. It constitutes var-
ious cells including endothelial cells, astrocytes, neurons,
and pericytes, and forms a neurovascular unit. The BBB
damage causes the transmigration of blood cells to the brain
and enhances neuroinflammation leading to several neuro-
logical disorders and diseases and other brain dysfunctions.
BBB damage is the main hallmark of several neurological
disorders or diseases including Alzheimer’s disease, stroke,
multiple sclerosis, HIV-1 encephalitis, and TBI. In addition,
in drug or alcohol abuse, oxidative stress has a vital role
in compromising BBB integrity. In TBI, oxidative stress
causes BBB dysfunction by downregulating tight junction
proteins and causes BBB permeability and leakage of blood
cells to the brain part. Oxidative stress also causes structural
damage or loss of the cells in the neurovascular unit. En-
dothelial dysfunction, neuronal damage, and pericyte loss
are hallmarks among them. Pericytes are mainly respon-
sible for the structural integrity of BBB and blood flow.
Loss of pericyte leads to neurovascular damage, impaired
capillary perfusion and blood flow, neuroinflammation, and
neurodegeneration. In a diabetic retinopathy study, the pro-
tein DJ-1 scavenges oxidants and prevents pericyte dam-
age in the retinal capillary by activating antioxidants via
the Nrf2 signaling pathway [46]. Recently, in TBI, we re-
ported that pericyte loss impairs angiogenesis and results in
BBB damage and neurovascular dysfunction [47]. There-
fore, we suggest that activating the Nrf2 signaling pathway
would be a therapeutic strategy for protecting the brain from
TBI-induced neurological impairments. There are few re-
ports on the activation of Nrf2 and BBB protection after
TBI. A systemic administration of sulforaphane, an isothio-
cyanate abundant in cruciferous vegetables (e.g., broccoli)
increases the expression ofNrf2-driven genes in brain tissue
and microvessels. Postinjury sulforaphane-induced activa-
tion of Nrf2-driven genes attenuates endothelial cell death
and tight junction protein loss and reduces BBB permeabil-
ity [48].

5. Nrf2 as a Potential Therapeutic Target for
TBI

Nrf2 is a basic region leucine-zipper transcription
factor major regulator of cellular antioxidant and anti-
inflammatory defense mechanisms. It belongs to the
Cap’N’collar family of proteins [14] and plays a vital task
in modulating the cells toward different cellular stress re-
sponses as it activates the transcription of a myriad of
genes coding for cellular antioxidants, detoxification en-
zymes, and other cell-protective proteins [14]. Nrf2 has
an important role in ameliorating cytotoxicity and inflam-
mation that are characteristically associated with oxidative
stress-induced degenerative and chronic disease. Within
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the cytoplasm of most cells including neurons, astrocytes,
and endothelial cells, the Nrf2 protein is under stringent
control by the adapter protein Kelch-like ECH- Kelch-like
ECH-associated protein 1 (Keap1) [49]. During normal
physiological circumstances, Nrf2 binds to Keap1 and de-
grades by ubiquitination and proteasome-mediated degra-
dation. Free radicals disturb Nrf2-Keap1 interaction and
Nrf2 separates and is released to the nucleus. In the nu-
cleus, Nrf2 joins with Maf proteins and regulates the ex-
pression of genes by binding to the ARE region of anti-
oxidant genes [49]. This leads to the upregulation of en-
dogenous scavenging enzymes. These include the cellular
antioxidants heme-oxygenase 1 (HO-1), catalase, superox-
ide dismutase (SOD), glutathione modulators, and oxidore-
ductase like nicotinamide adenine dinucleotide phosphate
(NADPH): quinone oxidoreductase 1 (Fig. 2). Compared to
chemical antioxidants, activation of endogenous enzymes
arises with relatively low or no side effects. Moreover, be-
ing a broad-spectrum antioxidant transcription factor, Nrf2
can modulate several genes [14,49]. It has been substan-
tiated that Nrf2 knockout mice are much more prone to
inflammation than wild types and this has been substanti-
ated through in vitro studies [50]. In our very recent study,
we examined the expression of Nrf2 and its phosphorylated
form and the role of Nrf2 in protecting the brain from oxida-
tive stress, neuroinflammation, and apoptotic cell death af-
ter FPI [12]. In several other CNS pathophysiological com-
plications such as ischemia, hemorrhage, and other neu-
rodegenerative diseases, oxidative stress has been impli-
cated with Nrf2 dysfunction, and activation of Nrf2 would
be the desired method to reduce the pathogenesis of these
disorders. For this reason, Nrf2 has the potential for devel-
oping a new therapeutic strategy for mitigating CNS injury-
induced brain damage.

In our preliminary study, we determined the effect of
injury in cortical mouse neuronal cultures pretreated with
CPUY192018 and subjected to 2 psi stretch injury (mild in
vitro injury). CPUY192018 is a potent inhibitor of Nrf2
and Keap1 binding with KD value of 3.59 nM [51]. It
is a synthetic drug (Fig. 3A) and can effectively disrupt
the Nrf2–Keap1 interaction with an EC50 of 28.6 nM and
shows potent Nrf2 activation effects both in vitro and in vivo
[52]. Western blot data showed that the stretch injury sig-
nificantly reduced the expression level of antioxidants glu-
tathione peroxidase-1 (GPx1) and heme oxygenase-1 (HO-
1) (p < 0.001) at 24 hours post-injury compared to unin-
jured cells (Fig. 3B). However, CPUY192018 treatment in
injured cells increased the expression level of GPx1 and
HO-1 (p < 0.001) (Fig. 3B) compared to untreated injured
cells. Consistent with these reports, we confirmed the role
of Nrf2 in mitigating oxidative stress associated with TBI
in the mouse brain. We assessed the expression of ox-
idative stress markers 4-Hydroxynonenal (4-HNE), and 3-
nitrotyrosine (3-NT) by pretreating the mouse neurons with
CPUY192018. We found that the expression of 4-HNE and

Fig. 2. Mechanisms of Nrf2 activation. Nrf2 expresses within
the cytoplasm under normal physiological conditions and Keap1
regulates the expression of Nrf2. The interaction or binding of
Nrf2 with Keap1 degrades the Nrf2 either by ubiquitination or pro-
teasomal degradation. However, oxidative stress activates Nrf2
and disrupts the Nrf2-Keap1 interaction and the Nrf2 is converted
to its phosphorylated form and released to the nucleus. In the nu-
cleus, Nrf2 binds with Maf and forms a dimer. This Nrf2-Maf
dimer binds to the ARE region of the antioxidant gene promoter
and initiates their transcription. Activation of antioxidant genes
reduces TBI-induced oxidative stress, TGF-β1 and MMPs activa-
tion, BBB dysfunction, neuroinflammation, and neurodegenera-
tion.

3-NT in injured cells significantly increased (p < 0.001) at
24 hours post-injury compared to uninjured cells (Fig. 3C).
However, the pretreatment with CPUY192018 in injured
cells resulted in a significant reduction (p < 0.001) in the
expression level of 4-HNE and 3-NT (Fig. 3C) compared to
untreated injured cells. The data show that treatment with
CPUY192018 shows a potential therapeutic effect by main-
taining oxidants and antioxidants balance after TBI.

Background information on theNrf2 transcription sys-
tem suggests that the most compelling strategy for improv-
ing Nrf2 activity is to stabilize this important but labile pro-
tein and facilitate its nuclear translocation [53]. Activa-
tion of the Nrf2 transcriptional system, a transcription en-
hancer of a variety of endogenous antioxidants, and detox-
ifying genes has been demonstrated as a viable method for
the remediation of oxidative radicals by various investiga-
tors [33,54–56]. Peptidergic drugs have the potential as
a therapeutic alternative to improve recovery in TBI pa-
tients [57]. Nrf2 cell-penetrating peptides can activate the
antioxidant genes by sustained stabilization and increased
nuclear translocation of Nrf2. Compared to chemical an-
tioxidants, peptide treatments have few if any side effects
[58,59] and show high therapeutic efficacy in clinical tri-
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Fig. 3. CPUY192018, an inhibitor of Nrf2-Keap1 protein-protein interaction protects the brain by activating antioxidant genes.
(A) The chemical structure of CPUY192018. (B,C)Western blot analysis of GPx1 andHO-1 (B) and 4-HNE and 3-NT (C) and normalized
with β-actin 24 h after 2.0 psi stretch injury in the cell lysates of mouse cortical neuronal cultures treated with CPUY192018. The bar
graphs show the quantification of GPx1 and HO-1 bands versus β-actin bands in B and the quantification of 4-HNE and 3-NT bands
versus β-actin bands in C. Values are mean ± SEM and n = 7 in all groups. Statistically significant ∗∗∗p < 0.001 versus uninjured; ###p
< 0.001 versus injury; @@p < 0.01 versus injury+CPUY192018.

als [60]. Moreover, the efficacy of the peptide in activating
antioxidant/cell-defense pathways has been studied in dif-
ferent CNS injuries including spinal cord injury (SCI), and
optic nerve injury. The development of innovative thera-
peutic strategies using Nrf2-inducing agents can be applied
to reduce the complications of TBI before advancing it to
posttraumatic stress disorder (PTSD).

6. Conclusions
This review has highlighted the role of oxidative stress

in the pathogenesis of TBI including the activation of in-
flammatory cytokines, TGF-β, MMPs, and BBB damage.
Further, the role of the antioxidant Nrf2 signaling pathway
in mitigating the effects of oxidative stress in the etiology of
TBI has been discussed. Importantly, the main topic of this
review, the Nrf2 signaling as a potential therapeutic target
against oxidative stress-induced neuropathology in TBI has
been addressed. Normal functioning of theNrf2 signaling is
the key factor for brain repair and homeostasis in TBI. How-
ever, TBI impairs the Nrf2 signaling pathway and activates
oxidative stress, and further damages the brain. This review
will encourage the researchers to further work on the Nrf2
signaling pathway as a therapeutic target by activating its
activity as a positive transcriptional activator of major en-
dogenous antioxidant enzymes against TBI-associated ox-
idative stress-induced brain damage.
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