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Abstract: Nucleoredoxin (NXN), an oxidoreductase enzyme, contributes to cellular redox homeostasis
by regulating different signaling pathways in a redox-dependent manner. By interacting with seven
proteins so far, namely disheveled (DVL), protein phosphatase 2A (PP2A), phosphofructokinase-1
(PFK1), translocation protein SEC63 homolog (SEC63), myeloid differentiation primary response
gene-88 (MYD88), flightless-I (FLII), and calcium/calmodulin-dependent protein kinase II type
alpha (CAMK2A), NXN is involved in the regulation of several key cellular processes, including
proliferation, organogenesis, cell cycle progression, glycolysis, innate immunity and inflammation,
motility, contraction, protein transport into the endoplasmic reticulum, neuronal plasticity, among
others; as a result, NXN has been implicated in different pathologies, such as cancer, alcoholic and
polycystic liver disease, liver fibrogenesis, obesity, Robinow syndrome, diabetes mellitus, Alzheimer’s
disease, and retinitis pigmentosa. Together, this evidence places NXN as a strong candidate to be
a master redox regulator of cell physiology and as the hub of different redox-sensitive signaling
pathways and associated pathologies. This review summarizes and discusses the current insights on
NXN-dependent redox regulation and its implication in different pathologies.

Keywords: oxidative stress; oxidoreductase; redox regulation; thioredoxin

1. Introduction

Thioredoxins (TRX) are small thiol-oxidoreductase enzymes that regulate cellular
redox homeostasis, and their functioning depend on the cyclic reduction-oxidation of a
single disulfide group in the enzymes [1]. TRX superfamily includes conventional TRX,
glutaredoxin, protein disulfide isomerase and NXN [2]. NXN gene was first cloned and
overexpressed in cell cultures and, since NXN was identified as a nuclear protein, it was
named nucleoredoxin, the first member of the TRX superfamily localized into the nucleus.
Further analysis revealed that NXN shuttles between the cytosol and nucleus despite the
lack of the typical nuclear localization signal and nuclear export signal sequences [3–5].
NXN is an antioxidant enzyme that participates in the regulation of several cell processes
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through a redox-dependent mechanism. It performs typical disulfide reduction, necessary
for the well-functioning of specific thiol proteins [6]. Several investigations have reported
that NXN is a multifunctional enzyme since it functions as an oxidoreductase [3,5], is a
redox-regulating enzyme, and targets reactive oxygen species (ROS) [3]. More recently, it
has been reported that this enzyme has a relevant role as an oxidase enzyme by regulating
the oxidative status of thiol proteins in neuronal cells [7]. Thus, NXN regulates oxidative
stress but it may also function as an intermediary signaling regulator.

It has been reported that NXN interacts with several proteins and contributes to
cellular redox homeostasis by regulating different signaling pathways in a redox-dependent
manner in animals, and targets ROS in both animals and plants. For instance, NXN
regulates WNT/β-catenin pathway by interacting with DVL, a critical protein in the
development and cell differentiation processes (Figure 1) [8]. It also mediates Toll-like
receptor-4(TLR4)/MYD88 signaling pathway by recruiting FLII to MYD88 and regulates
the nuclear translocation of the nuclear factor kappa B (NF-κB), a transcription factor
that modulates innate immunity and inflammation [9]. NXN interacts with PP2A [10],
suggesting that it might be involved in the regulation of protein kinase B (PKB, also known
as Akt) signaling pathway since PP2A dephosphorylates PKB [11], a signaling pathway
that participates in cell cycle progression, cell survival, and cell growth processes [12].

Figure 1. Schematic representation of NXN redox-sensitive interactions. NXN directly interacts with
several proteins, including DVL, PFK1, PP2A, MYD88, FLII, SEC63 and CAMK2A, which participate
in the regulation of the activity of different signaling pathways. Since only some interaction domains
between NXN and DVL, PP2A and SEC63 have been described so far, the image shows a hypothetical
representation of the NXN-protein interactions. The interaction domains already characterized are
described below.

NXN also interacts with SEC63, a protein involved in protein transport into the
endoplasmic reticulum (ER) [13]; with PFK1, a glycolytic enzyme that phosphorylates
fructose-6-phosphate into fructose-1,6-bisphosphate [14,15]. PFK1 activity is regulated by
fructose-2,6-bisphosphate, the product of the enzymatic activity of TP53-induced glycolysis
and apoptosis regulator (TIGAR), among other enzymes, which have shown increased
expression in different tumor types. PFK1 activity increases in response to proliferation
signals in proliferating and cancer cells [15,16]. NXN interacts with FLII and actin, forming
a ternary complex that is disrupted by the effect of chronic alcohol consumption [17].
More recently, it has been shown that NXN also interacts with and oxidases CAMK2A in
mice neurons, thereby enhancing its activity, where NXN may be involved in the hyper-
motivation and hyperactive behavior. It was proposed that the oxidative activity of NXN
might be through the oxidation of redox-sensitive cysteine (Cys) residues of CAMK2A [18].

Based on the plethora of molecular processes where NXN is involved in, here we
propose that NXN is a strong candidate to be a master redox regulator candidate of
cell physiology since it regulates different redox-sensitive signaling pathways, which are
implicated in the development of different pathologies.
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2. Oxidoreductase Activity of NXN

Although NXN belongs to a TRX subfamily, its TRX domain is slightly different from
the conventional TRX domain but closely resembles that of tryparedoxin, a TRX-like protein
identified in the parasite trypanosomatid [5]. However, as NXN possesses oxidoreductase
activity, it has been proposed to function as a conventional TRX. Thus, if we hypothetically
extrapolated the function of a conventional TRX to NXN, its oxidoreductase activity might
be driven as follows. The thiol group of the N-terminal Cys residue attacks one of the sulfur
atoms of Cys residues forming disulfide bonds in the substrate proteins, a so-called dithiol
mechanism. Thus, the thiol group of the N-terminal Cys residue is easily deprotonated by
its surrounding conditions [5,19]; therefore, it can efficiently executes a nucleophilic attack
resulting in the formation of an intermediate reaction between NXN and the substrate
protein that is linked by a disulfide bond [5,20].

The following reaction is performed by the thiol group of the C-terminal Cys residue,
which attacks the sulfur atom of the N-terminal Cys residue forming the disulfide bond in
the intermediate complex, and releasing the substrate protein from NXN. A disulfide bond
is then formed between the two reactive Cys residues of NXN itself (Figure 2). Then, the
disulfide bond of NXN is cyclically reduced by a TRX reductase (TRXrd) by using nicoti-
namide adenine dinucleotide phosphate (NADPH) [5,21]. While the thiol-redox activity of
NXN was demonstrated by Kurooka and coworkers [4], Funato and coworkers confirmed
that the two conserved Cys residues of NXN, namely Cys205 and Cys208, are essential
for its oxidoreductase activity because their mutated variants (Cys205Ser/Cys208Ser) loss
such activity [8]. In part, this evidence confirms that mechanistically, the oxidoreductase
activity of NXN is similar to that of conventional TRX.

Figure 2. Oxidoreductase activity of NXN. Based on the function of a conventional, the image shows
a hypothetical function of NXN. A nucleophilic attack by the NXN Cys residue to one of the Cys
residues of substrate protein initiates the reaction. NXN and the substrate protein are linked by the
disulfide bond as an intermediate reaction. Then, NXN Cys208 residue attacks Cys205 residue, and
the reaction ends with an oxidized NXN containing a disulfide bond, as well as, a reduced substrate
protein. This mechanism might modify the conformation of NXN; however, it has been not described
yet. Modified/adapted from Funato Y. and Miki H. (2007 and 2010) [3,5].

3. Redox-Sensitive Interactions of NXN

Oxidative stress is the imbalance between oxidants and antioxidants in favor of the
oxidants, leading to a disruption of redox signaling and control and/or molecular dam-
age [22,23]. The inherent reactivity of ROS and their ability to traverse membranes pose
a significant hazard that might result in common altered events, such as membrane lipid
peroxidation and DNA damage [24]; therefore, ROS accumulation in the cell has been asso-
ciated with a wide range of stress responses [25]. Furthermore, it has been well-established
that NXN regulates several signaling pathways by interacting with different proteins,
such a DVL, PP2A, PFK1, SEC63, MYD88, FLII, and CAMK2A. Although the identity of
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specific interaction domains between NXN and the above proteins are central have been
characterized, some of them have already been identified.

NXN contains three thioredoxin-like domains, the central one comprising a catalyt-
ically active WCPPC (Trp, Cys, Pro, Pro, Cys) motif that is involved in the reduction of
disulfide bonds in target proteins, and its N- and C-terminal domains, which share a
high similarity to the b′ domains of protein disulfide isomerases and lack a redox active
center [4]. Although several proteins have been identified as NXN-interacting, only for
some of them the specific interaction domains have been characterized.

First, it was shown that the catalytic motif of NXN is essential for regulating WNT/β-
catenin pathway by binding to the basic PDZ domain of DVL and suppressing the pathway
activation. It was also shown that the NXN/DVL interaction is redox-dependent in that
while reducing conditions strengthen it, oxidizing conditions weaken it [8]. Then, it was
shown that NXN targets the catalytic subunit either free or present in the PP2Ac-PR65/A
dimer of PP2A, in NXN/PP2A interaction. Although the interaction domains identity is
still unknown, it was proposed that the N-terminal domain of NXN is dispensable for such
interaction [10]. Finally, the binding between NXN and SEC63 involves the C-terminal
domain of NXN (amino acid residues 411–430) that is part of the third putative thioredoxin,
also named b′ domain, and the Brl2 domain of SEC63 (amino acid residues 509–559) [13].
Since the protein-protein interactions are key components for their downstream functioning,
the identification of the specific binding domains of both NXN and those of the interacting
proteins still represents an unmet need that need to be addressed.

3.1. NXN Interaction with DVL

Under physiological conditions, NXN interacts with DVL in a redox-dependent man-
ner and negatively regulates WNT/β-catenin signaling pathway by preventing frizzled
(FZD)/DVL complex formation and thereby blocking β-catenin stabilization and nuclear
translocation. However, when the redox status is imbalanced, NXN becomes oxidized, lead-
ing to the dissociation of DVL from the complex, which may facilitate the phosphorylation
of glycogen synthase kinase-3 beta (GSK3β) and its degradation through the proteasomal
pathway [8,26]. This was first elegantly demonstrated through pull-down assays after either
DVL or NXN were separately treated with hydrogen peroxide (H2O2); then, further assays re-
vealed that NXN/DVL complex ratio decreased when NXN but not when DVL was subjected
to H2O2 effects, indicating that NXN selectively responds to oxidative stress [8]. Overall, the
redox-dependent regulation of different signaling pathways by NXN, can be explained by the
capability of its evolutionarily conserved ROS-reactive Cys residues to sense the intracellular
redox conditions [3]. Based on this concept, several redox-sensitive interactions of NXN and
some of its implications on downstream signaling have been identified.

The WNT/β-catenin signaling pathway is an evolutionary conserved system that
plays a crucial role in embryogenesis and organogenesis [27]. WNT signals are transduced
by canonical pathway for the cell fate, and by noncanonical pathway for controlling the
cell movement and tissue polarity [28]. While canonical WNT signals are transduced
through FZD family receptors and LRP5/LRP6 coreceptor by activating the β-catenin
signaling cascade [29,30], noncanonical WNT pathway is defined as WNT- and FZD-
mediated signaling independent of β-catenin transcriptional activity [31]. WNT canonical
signaling pathway is activated following the binding of a WNT ligand to FZD/LRP5/LRP6
cell surface receptor complex, recruiting DVL, which results in LRP6 phosphorylation
and activation, and recruitment of Axin complex to the receptor, leading to β-catenin
stabilization, which accumulates and translocates into the nucleus to form a complex with
either the factor T cell factor (TCF) and/or lymphoid enhancer factor and activates WNT
target gene expression.

DVL has been largely linked to its ability to integrate and relay complex WNT signals
in cells and tissues through both WNT/β-catenin and WNT/planar cell polarity (PCP)
pathways, and it is regarded as the branch point between these pathways [32–34]. The
current model of WNT/β-catenin signal transduction proposes DVL as a core protein of
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dynamic protein assemblies called signalosomes [35]. DVL was originally discovered in
the fruit fly Drosophila melanogaster and three homologous namely DVL1, DVL2 and DVL3,
have been identified in humans and mice. Moreover, it is well-established that DVL is a
multifunctional protein that can interact with a wide range of partner proteins that either
positively or negatively regulate its functioning (for details see reference [32]).

Funato and coworkers have shown that NXN is a potent inhibitor of WNT/β-catenin
signaling by interacting with DVL (Figure 3). They found that NXN overexpression
selectively suppresses WNT/β-catenin pathway and the inhibition by an interference RNA
(RNAi), results in TCF activation. They also showed that NXN/DVL interaction is highly
sensitive to increased oxidative stress [8]. More recently, it was reported that ascorbic acid,
an essential nutrient widely used as an antioxidant agent, induces non-lethal ROS levels
and accelerates the release of DVL and the activation of WNT/β-catenin signaling pathway
by oxidizing NXN in neural progenitor cells. The net result of this effect was improved
neurogenesis by enhancing the consequent neuronal cell differentiation [36].

Another report has shown that treatment of colon cancer cells with WNT3A, a member
of the WNT family, induces ROS production through the activation of NADPH oxidase 1
(NOX1), an enzyme responsible for the catalytic one-electron transfer of oxygen to generate
superoxide or H2O2. The ROS caused by NOX1 oxidize and inactivate NXN, thereby re-
leasing the NXN-dependent suppression of WNT/β-catenin signaling through dissociation
of NXN from DVL. Authors also demonstrated that ROS induced by NOX1 is inhibited by
either a specific NOX inhibitor or a NOX1 small interfering RNA; as a result, the effect of
WNT3A on β-catenin stabilization and accelerated cell proliferation was also inhibited [37].

In Xenopus laevis, NXN depletion suppresses the convergent extension movements
thought to underlie normal gastrulation through PCP pathway; therefore, NXN is impor-
tantly involved in the regulation of WNT/PCP pathway, where NXN inhibits DVL-induced
positive regulation of c-Jun phosphorylation, probably, by activating the phosphatase ac-
tivity of PP2A and promoting dephosphorylation of DVL [38]. Another scenario shows
that NXN directly binds to the central PDZ domain of DVL and thus, competing with
DVL-PDZ domain-binding proteins and as a result, inhibiting DVL ubiquitination and
disturbing WNT/PCP pathway [5]. This scenario was corroborated by evaluating the
role of NXN in preadipocyte differentiation, in which, NXN was observed to directly
interact with and inhibit DVL, that subsequently allows the induction of the adipogenic
transcription factor peroxisome proliferator-activated receptor gamma (PPARγ), which in
turn, negatively regulates β-catenin levels, ensuring the complete terminal differentiation
into mature adipocytes [39].

Another study determined that H2O2-induced oxidative stress increases WNT/β-
catenin signaling and directly affects the intracellular signaling machinery in NIH3T3 cells,
where NXN overexpression selectively suppresses WNT/β-catenin pathway but its ablation
by a RNAi results in TCF activation, accelerated cell proliferation, and enhanced onco-
genicity through cooperation with either mitogen-activated extracellular signal-regulated
kinase kinase (MEK) or Ras [8]. In addition, the participation of NXN in the early pro-
gression of alcoholic liver disease (ALD) has also been investigated. The researchers
demonstrated that acetaldehyde, the first ethanol metabolite, mediates β-catenin activation
in a WNT-independent pathway, where acetaldehyde induces ROS production leading to
NXN oxidation and the subsequent dissociation of NXN/DVL complex that induces the
nuclear translocation of β-catenin, and activates fibrogenesis in human hepatic stellate cells
(HSC); interestingly, NXN overexpression inhibited β-catenin nuclear translocation [26].
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Figure 3. Schematic representation of NXN-regulated signaling pathways. (A) NXN negatively
regulates WNT signaling by binding to DVL, but its oxidation activates GSK3β and the down-
stream signaling through β-catenin stabilization and nuclear translocation. (B) NXN/DVL binding
oxidation induces the recruitment of DVL, phosphatidylinositol 4-kinase type-IIα (PI4KII), and
phosphatidylinositol-4-phosphate 5-kinase (PIP5KI) to Frizzled/WNT complex, stimulates phos-
phatidylinositol 4-phosphate [PI(4)P] production, and after producing phosphatidylinositol 4,5-
bisphosphate [PI(4,5)P2], Amer1/Axin/GSK3β/CK1γ clustering and the subsequent phosphoryla-
tion of LRP6 is promoted. (C) Rac1 activation by WNT/β-catenin pathway induces generation of
NOX1-derived ROS, which oxidizes and dissociates NXN from DVL. The last, suppresses GSK3β
activity resulting in β-catenin stabilization and translocation into the nucleus. (D) NXN could be
oxidizing and stabilizing the SEC63-dependent complex and contribute to co-translational protein
translocation into endoplasmic reticulum (ER). (E) After lipopolysaccharide (LPS) stimulus, MYD88 is
recruited to TLR4, which leads to IκB degradation and then, NF-κB moves into the nucleus to activate
gene transcription. Upon activation of TLR4, H2O2 is produced leading to the oxidation of some
NXN molecules; however, NXN also forms complex with FLII and MYD88 (FLII/NXN/MYD88)
to avoid the unnecessary hyperactivation of TLR4/MYD88 signaling. (F) By interacting with FLII,
it is likely that NXN forms a complex with nuclear receptors (NR) and participates in chromatin
the remodeling process, as well as, contributes to the transcription initiation of NR-targeted genes.
NXN interaction with PFK1 and PP2A could be associated with TIGAR and Akt signaling pathways,
respectively; and NXN/CAMK2A interaction has not been linked yet with the participation of a
specific signaling pathway, as described below.

Moreover, ROS induced by chronic ethanol consumption disrupts NXN/DVL interac-
tion in the mouse liver; as a result, phosphatidylinositol 4- phosphate [PI(4)P] production is
induced following the release of DVL and formation of FZD/DVL/Phosphatidylinositol 4-
kinase type-IIα (PI4KII), a complex that stimulates the synthesis of PI(4)P; once again, NXN
overexpression partially reverted both the increased ROS levels and PI(4)P synthesis [40]
(Figure 3). Moreover, in a similar experimental protocol, NXN overexpression inhibited the
formation of FLII/β-actin complex induced by the chronic ethanol consumption and LPS
treatment during ALD progression [17].

Thus, the above data indicate that NXN/DVL complex ratio is altered by different
sources of oxidative stress and its dysregulation affects several cellular processes, such as
organogenesis, differentiation, and proliferation, and contributes in the pathophysiology
of different diseases including ALD, colon cancer, and obesity (Figure 4). Additionally,
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given that NXN overexpression has the capability to restore molecular alteration induced
by increased ROS production, this evidence also suggests that NXN manipulation is an
attractive therapeutic strategy that might be explored during the progression of diseases
where NXN has been involved.

Figure 4. Schematic representation of NXN interactions, involved signaling pathways, cellular pro-
cesses, and associated diseases. NXN/DVL interaction regulates WNT signaling which influences
embryogenesis, proliferation, and differentiation processes, and it has been associated with the pro-
gression of alcoholic liver disease (ALD), colon cancer, diabetes mellitus (DM), neuroblastoma (NBL),
Robinow syndrome (RS), and liver fibrogenesis. NXN/PFK1 interaction could be regulating processes
such as glycolysis, global cell metabolic state (GCSM), and proliferation through the participation of
TP53-induced regulator of apoptosis and glycolysis (TIGAR); this interaction might be associated
with retinitis pigmentosa development. NXN/PP2A interaction is likely involved in proliferation, cell
cycle, cell growth, and apoptosis through PKB/Akt and Ras/Raf/MEK/ERK signaling regulation,
and it could be associated with lung cancer development. FLII/NXN/MYD88 interaction regulates
NF-κB signaling; as a consequence, influences immunity, inflammation, and cell growth processes;
additionally, it might also be influencing cytoskeletal dynamics (CD), motility, adhesion, wound
healing (WH), and chromatin homeostasis by regulating NR-dependent signaling. It is implicated in
the early progression of ALD, and could be involved in DM development. NXN/SEC63 interaction
is likely involved in the activation of IRE1α/BiP signaling which regulates protein transport into
ER, biliary cell growth and proliferation, and it might be associated with polycystic liver disease
(PLD), gastric and colorectal cancer. NXN/CAMK2A interaction could influence neuronal develop-
ment, plasticity, and CA2+-dependent processes, and it is likely implicated in the development of
Alzheimer’s disease (AD), and other psychiatric diseases such as addiction.

3.2. NXN Interaction with PFK1

PFK1 is the second rate-limiting enzyme involved in glycolysis. It is widely held to
dictate the pace of glycolytic flux [41] and is primarily synthesized as an unstable and inac-
tive monomer, which can rapidly form dimers [42]. However, its active form is tetrameric
and the formation and stabilization of PFK1 tetramers largely influence the glycolytic
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flux rate [43]. The requirement of increased glycolysis by neoplastic cells has suggested
that rate-limiting enzymes, such as PFK1, may serve as an essential control point during
neoplastic transformation. This is supported by the fact that many glycolytic enzymes in-
cluding PFK-1 are commonly elevated, leading to elevated glycolytic flux, which promotes
the proliferation of cancer cells [44–46]. Moreover, fructose-2,6-bisphosphate (F-2,6-BP),
a product of fructose-6-phosphate, which is catalyzed by fructose-2,6-bisphosphatase-3,
has been considered the most potent allosteric activator of PFK1, and may increase PFK1
activity even in presence of ATP [43]. In contrast, increased expression of TIGAR diminishes
F-2,6-BP levels, resulting in an inhibition of glycolysis [47].

In addition, it has been shown that human bone osteosarcoma epithelial cells (U2OS
cell line) expressing TIGAR have higher NADPH levels and a concomitant enhanced ability
to regulate ROS levels and thus reduce oxidative stress in the cell [47,48]. Also, it has been
proposed that TIGAR expression would be detrimental for cells that are highly dependent
on glycolysis either for survival or under conditions where the promotion of glycolysis
contributes to tumorigenesis [47]; however, unregulated expression of TIGAR may also
help aberrantly proliferating tumor cells to survive toxic levels of oxidative stress [47,49].

Recently, using mouse embryonic fibroblasts (MEF) lacking the Nxn gene, it was shown
that NXN is a novel regulator of both oligomerization and PFK1 catalytic activity. NXN
deficiency increased NADPH levels and reduced glutathione, two of the major cellular
antioxidants generated through the pentose phosphate pathway (PPP); as a result, it makes
cells more resistant to oxidative stress. However, the exact mechanism by which NXN might
affect PFK1 oligomerization remains unclear since PFK1 is also subject to glycosylation,
phosphorylation, and acylation [14]. Finally, based on the role of PFK1 as a key enzyme in
the regulation of the global cell metabolic state (GCMS), as well as, on the fact that PFK1
alteration contributes to the development of multiple human diseases (Figure 4) [50], its
interaction with NXN strongly suggests that dysregulation of PFK1-dependent functions
might be closely linked to the chronic presence of increased oxidative stress that persistently
oxidizes NXN.

3.3. NXN Interaction with PP2A

One of the most versatile and essential phosphatases involved in cell division is PP2A.
This phosphatase regulates every stage of the cell cycle in several critical pathways and,
not surprisingly, it has been widely implicated in the tumor suppression process [51]. PP2A
is a heterotrimeric enzyme composed of a scaffolding subunit A (PP2A-A), a regulatory B
subunit, and catalytic subunit C (PP2A-C). The A and C subunits form the core enzyme,
which interacts with a B-subunit to create a holoenzyme [52]. PP2A must be activated
before being assembled into active holoenzymes, by phosphotyrosyl phosphatase activator
(PTPA), also known as PP2A-specific phosphatase activator. PP2A and PTPA forms a
combined ATP-binding pocket to directly chelate catalytic metal ions, subsequently, the
phosphatase active site catalyzes ATP hydrolysis. Finally, this process becomes crucial
for efficient loading of authentic catalytic metal ions and acquisition of pSer/Thr-specific
phosphatase activity [53].

PP2A appears to have a primary role in regulating mitogen-activated protein kinase
pathway [54]. PP2A can bind to the phospho-tyrosine binding domain of SRC homology-2-
containing protein (SHC), an essential member of the complex that binds growth receptors,
and negatively regulates Ras activation [55]. It has also been observed that it can positively
regulate that pathway through the protein complex composed by SHC, growth factor
receptor-bound protein 2, and son of sevenless protein. This complex activates Ras which
starts a signal cascade from the activation of Raf, to activate MEK, ERK, and eventually the
transcription factors that trigger the transcription of growth-related genes [54,56] (Figure 4).
PP2A can indirectly regulate the induction of apoptosis via dephosphorylation of the cell
signaling [54,57,58], and directly act on both apoptotic and anti-apoptotic proteins [59].

PKB/Akt, is a serine/threonine-specific protein kinase that plays a key role in glucose
metabolism, apoptosis, cell proliferation, and cell migration, and it is mainly regulated by
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protein kinases and phosphatases [60,61]; both are highly expressed in the kidney, spleen,
and liver. In the latter, it has been shown that PP2Aregulates Akt activity. Overexpressed-
eukaryotic translation initiation factor 3 subunit I interacts with the activated form of
oncogenic Akt1 via inhibition of PP2A phosphorylation [62], whereas the protein regulated
in development and DNA damage responses 1 enhances PP2A-mediated dephosphory-
lation of Akt, resulting in the repression of mammalian target of rapamycin complex 1
signaling in human embryonic kidney cells [63]. PP2A inactivates Akt by dephosphoryla-
tion but the reduced expression of PP2A B55 alpha subunit results in increased activation
of Akt and consequently, increased cell proliferation and growth of lung tumors [64].

Recently, it has been shown that PP2A interacts with the N-terminal region of NXN,
where the target of NXN is the catalytic subunit either free or forming the PP2Ac-PR65/A
dimer, and Cys 269 and 272 could be the direct targets for NXN-catalyzed disulfide bond
formation [10]. It should be taken into account that reactive nitrogen species (RNS) and
ROS, indirectly and directly, respectively, regulate the activity of PP2A and they have
key implications in cancer proteome and in the assembly/activity of PP2A holoenzyme,
respectively [65]. Interestingly, it has been described that TRXR1, a member of the TRX
family, directly protects the protein tyrosine phosphatase 1B, from inactivation in oxidizing
microenvironments [66].

Therefore, it is plausible to propose that in PP2A/NXN interaction, NXN might be
protecting PP2A from the adverse effects of oxidative stress and free radical accumula-
tion, an NXN-dependent function that might influence the regulation of PP2A-dependent
functions, such as that on cell cycle, proliferation, apoptosis, among other processes. This
represents an intriguing hypothesis that should be clarified.

3.4. NXN Interaction with MYD88, FLII and Actin

MYD88 was first described as a gene upregulated during IL-6-induced myeloid differ-
entiation [67]; interestingly, then it was shown that MYD88-deficient mice do not respond
to lipopolysaccharide (LPS), the ligand of TLR4 and a key component for the downstream
inflammatory signaling [68]. Thus, MYD88 has been considered as a hub in inflamma-
tory responses and its dependent signaling can lead to the production of either pro- or
anti-inflammatory cytokines [69], ). For example, when the immune response is initi-
ated through TLRs, proinflammatory cytokines are produced by the activation of several
downstream proteins and transcription factors, such as NF-κB [70]. NF-κB regulates the
expression of both immune and growth genes, which can be activated through either the
classical or alternative pathway [71,72], and TLRs play a central role in innate immunity
mediated by NF-κB [73].

TLRs are an important family that recognizes conserved microbial molecules and
activates pivotal signaling pathways for the innate and adaptive immune responses [74].
Immediately downstream of most TLRs is MYD88, an essential adapter protein that func-
tions as a signal transducer [75]. TLR4 is one of the most important and key TLRs that
contains a well-known Toll/IL-1 receptor domain in its cytoplasmic region, which binds to
the carboxyl end of the intracytoplasmic adaptor protein MYD88 to form a complex; then,
this complex binds to IL-1 receptor-related kinase and phosphorylates itself. After binding
to tumor necrosis factor receptor-related factor 6, IκB kinase is activated, causing ubiquiti-
nation and degradation of IKB to activate NF-κB, which is translocated from cytoplasm to
the nucleus to either initiates or enhances the transcription several genes [76,77].

Another protein that also interact with MYD88 and play an important role in TLR-
mediated signaling is FLII [78,79].FLII is a multifunctional protein and recently has been
identified as an emerging regulator of inflammation [80]. The leucine-rich region of FLII
shares 29% sequence identity and 42% similarity to TLR4, suggesting that FLII may influ-
ence TLR signaling [81]. In 2006, human FLII homolog (FLIIh) was first characterized as
a negative regulator of NF-κB activity by interfering with TLR4/MYD88 interaction [81].
More recently, it was reported that NXN might share a common function as suppressors of
the TLR4/MYD88-dependent signaling since NXN is a required adapter protein to recruit
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FLII to MYD88 (Figure 3). Authors showed that after LPS exposure of MEF cell culture,
MYD88 is recruited to TLR4, which leads NF-κB activation downstream; however, in NXN-
deficient cells, FLII cannot hijack MYD88 from TLR4 and thus, TLR4/MYD88 signaling is
hyperactivated upon LPS stimulation. Therefore, NXN interacts with FLII and MYD88 to
negatively regulate and avoid the unnecessary activation of TLR4/MYD88 signaling [9].

Under normal conditions, FLII acts as a cofactor and plays a central role on actin
remodeling by interacting with actin-based structures, among other functions [82]. Re-
cently, it was shown that NXN forms a ternary complex with FLII/Actin complex that is
differentially disrupted by ROS produced in ALD in vitro and in vivo models. Based on
the role of the FLII/Actin complex, it was suggested that by interacting with this complex,
NXN could be participating in the regulation of motility, contraction, adhesion and wound
healing processes, that might be altered during ALD progression (Figures 3 and 4) [17]. In
this line, recently it has been proposed that through its oxidase activity, NXN may inhibit
Cofilin 1, a regulator protein of F- and G-actin polymerization, and negatively regulate
cytoskeletal dynamics and motility in cells from neuronal origin (Figure 4) [7].

FLII not only binds to actin but also to actin-related proteins including SWItch/Sucrose
Non-Fermentable (SWI/SNF) related, matrix associated, actin-dependent regulator of
chromatin, Subfamily A, Member 4 (SMARCA) known as BRG1-associated factor 53
(BAF53) [83]. Both actin and BAF53 are key components of the SWI/SNF chromatin
remodeling complex, which is required for the transcription initiation of nuclear receptor
(NR)-targeted genes. In this process, SWI/SNF complex incorporates two molecules of
either actin, BAF53, or one of each at the promoter site [84]; in addition, it is also well-
known that FLII is required for the maintenance of optimal chromatin configuration at the
enhancers of estrogen target genes, to facilitate the binding of RNA polymerase II to the
promoter region of the target gene (Figure 3) [85].

The above evidence suggests that NXN may be involved in the regulation of immunity
and inflammation by interacting with FLII and MYD88 upstream of NF-κB transcription factor,
leading to the production of both pro- and anti-inflammatory cytokines; moreover, it strongly
suggests that NXN may also participate in the regulation of cytoskeletal dynamics and cell
motility, contraction, adhesion, and wound healing, as well as in the chromatin homeostasis.

3.5. NXN Interaction with SEC63

SEC63 has been identified as a critical factor that deactivates inositol-requiring enzyme
1 alpha (IRE1α) activity during persistent ER stress [86]. It is well-known that IRE1α is the
most ancient ER stress sensor, conveying a critical signaling response through its RNase
activity [87]. During ER stress, SEC63 recruits and activates BiP ATPase via its luminal
J-domain to bind onto IRE1α, thus suppressing the RNase activity of IRE1α [86]. SEC63
resides in the ER membrane and is involved in co-translational protein translocation into
the mammalian ER (Figure 3) [88,89]. It consists of three transmembrane domains and the
most important is known as J-domain which allows the interaction with chaperone proteins,
such as binding immunoglobulin protein, to facilitate the unidirectional translocation of
precursor proteins through the SEC61 translocation pore [89], thus, when the protein
reaches the ER membrane, a nascent chain engages the trimeric SEC61 complex [90] to
form a larger protein complex with the SEC62/63 complex, so-called SEC complex [91].
Then, this complex is associated with the SEC61 complex for the translocation of selective
small-size substrates, namely, less than 160 amino acids [92].

The interaction of SEC63 with NXN was first observed in a yeast two-hybrid screen
involving the carboxy-terminus of NXN and the Brl (Brr2-like) domain in the COOH-
terminal cytosolic region of SEC63. Interestingly, it was shown that this interaction is
also redox-sensitive, but appositively to NXN/DVL interaction, NXN/SEC63 interaction
was stimulated under oxidizing conditions [13,91]. Based on this evidence, authors pro-
posed that oxidative stress favors WNT/β-catenin signaling by simultaneously inhibiting
NXN/DVL but stimulating NRX/SEC63 interaction; as a result, both events suppress the
formation of NXN/DVL complex. They also hypothesized that the possible scenario for
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this phenomenon is that the cytosolic domain of SEC63 provides a binding platform for
NXN, which affects the NXN availability to interact with DVL [13].

Altogether, these data show that by interacting with SEC63, NXN might be stabilizing
SEC63 functioning; thus, it is involved in the regulation of protein transport into the ER, an
essential cellular process that depends on SEC63, but when this protein is dysfunctional,
it may contribute to some pathologies associated to the protein transport into the ER, as
evidenced below.

3.6. NXN Interaction with CAMK2A

CAMK2A is a serine/threonine kinase that is highly abundant in the brain, especially
in the postsynaptic density [93]. The major neuronal CAMK2A subunit contains a catalytic
kinase domain and a Ca2+/calmodulin-binding regulatory domain containing modulatory
autophosphorylation sites [94,95]. This protein has numerous roles in mediating cellular
responses through the regulation of intracellular Ca2+ (Figure 4), such as, alterations in
neurotransmitter synthesis, ion channel regulation, cell division, modulation of muscle
contractility, and gene transcription [96]. CAMK2 has been found in most tissues but in
neurons, it is in high concentrations since may be up to 2% of total protein in some brain
regions [97,98]. Its activity can be modulated at many levels but autophosphorylation at
threonine 286 is mandatory for the major forms of synaptic plasticity in the hippocam-
pus [99,100].

Recently, it has been identified CAMK2A as a strong interaction partner of NXN [18].
By using a yeast-2-hybrid screen and analysis of differentially oxidized proteome, as
well as a NXN knockout mice model that partially deletes NXN functioning; i.e., while
NXN mRNA was reduced by up to 90%, its protein level was only partially reduced, the
authors found reduced oxidation in hippocampus neurons, including CAMK2A oxidation
in mice. The loss of NXN-dependent pro-oxidative functions was manifested as a significant
reduction of non-goal-directed behavior, restricted efforts to goal-directed behavior with
lower interest in adventurous, exploratory and rewarding activities including voluntary
wheel running. Since exploration in mice depends on CAMK2A and in turn, the activity of
this enzyme is strongly influenced by NXN, the authors rightly proposed that NXN may
sustain motivation and pleasure on exploration, likely, by maintaining CAMK2A oxidation
and activity [18].

A more recent neurological study that investigated the link between Nxn-like 2 (Nxnl2),
a paralog gene of Nxn, and tauopathies, in young and old mice. Results showed that young
Nxnl2−/− mice had severe behavioral deficiency in fear, pain sensitivity, coordination,
learning and memory, as well as deficits in long-term potentiation, which revealed that this
gene is playing a key role in regulating brain functions. Additionally, glucose metabolism
in the hippocampus was also reduced but it was not corrected by gene therapy. In old
mice, Nxnl2−/− phenotype showed brain stigmas of tauopathy, such as oligomerization,
phosphorylation and aggregation of TAU. Thus, while Nxnl2−/− young mice resemble
mild-cognitive impairment, Nxnl2−/− old mice exhibit tauopathy, a clinical condition
closely associated to Alzheimer’s disease progression [101].

Together, the above data strongly suggested that NXN maintains the oxidative state
of CAMK2A and thereby its activity, which was supported by previous findings show-
ing that NXN mainly acts as an oxidase enzyme in neuroblastoma cells [7]. Therefore,
NXN/CAMK2A interaction and loss of CAMK2A oxidation upon NXN deletion suggest
that mice behavioral manifestations involve redox modification of CAMK2A, and are
contributed by further NXN-dependent protein oxidations of synaptic and mitochondrial
proteins [18]. Thus, NXN-dependent oxidation of CAMK2A plays a central role in the
proper functioning of the brain. Moreover, the data also support the notion that a paralog
of Nxn gene, namely Nxnl2, also contributes to the brain well-functioning [101]. Thus,
their synergistic participation in the progression of brain diseases represents an intriguing
hypothesis that need to addressed.
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4. NXN Implication in Pathologies

The above data describe that NXN interactions influences the downstream functioning
of several redox-sensitive signaling pathways, either through its reductase or oxidase
activity, that in turn, may modify the associated cellular processes. The involvement of
NXN in the homeostasis of a broad spectrum of key cellular processes implies that its
redox-regulated processes may be also affected and contribute to the establishment of
different diseases. Table 1 shows the summarized information on the implication of NXN
in several diseases.

Table 1. Molecular interactions, signaling pathways, cellular processes, and diseases where NXN is
involved in.

NXN Interaction Signaling Pathway Cellular Process Disease Experimental Model References

Disheveled (DVL)

WNT/β-catenin,
phosphatidylinositol 4-

phosphate [PI (4) P]
production

Embryogenesis and
organogenesis

Cell proliferation and
differentiation

Liver fibrogenesis

Alcoholic liver disease
(ALD)

Hepatocellular carcinoma
(HCC)

Obesity
Neuroblastoma (NBL)

Robinow syndrome (RS)

C57BL/6J,
129/SvJ mice,

human embryonic
kidney (HEK)293,
murine embryonic
fibroblast cell line
(NIH3T3), hepatic

stellate cell (HSC) and
SY-SY5Y cells

[26,38,39,102,103]

Phosphofructo kinase-1
(PFK1)

TP53-induced glycolysis
and apoptosis regulator

(TIGAR)

Glycolysis
Global cell metabolic

state (GCMS)
Cell proliferation

Retinitis pigmentosa

C57BL/6J and BALB/c
mice, mouse embryonic

fibroblast (MEF),
HEK293

[14,44,104]

Protein phosphatase 2A
(PP2A)

Protein kinase B (PKB)
or Akt

Cell cycle progression
Apoptosis

Cell growth
Lung cancer

Lung cancer cell lines
(NCI-H838, NCI-H1299

and NCI-H460)
[10,12,64,105]

Myeloid differentiation
primary response

gene-88/Flightless-1
(MYD88/FLII)

Nuclear factor kappa
beta (NF-κB)

Inflammation
Immunity

Cell growth
ALD

MEFs and COS7 cells,
C57BL/6J mice

HEK293,NIH3T3
[9,80,106]

FLII/ACTIN Nuclear receptors (NR)

Cytoskeletal dynamics
Motility

Contraction
Adhesion

Wound healing (WH)
Chromatin homeostasis

ALD C57BL/6J mice, HSC,
VL17A cells [17]

Translocation protein
SEC63 homolog (SEC63) IRE1α/BIP

Transport of proteins
into ER

Biliary cell growth
Proliferation

Gastric and colorectal
cancers

Polycystic liver disease
(PLD)

Mouse,
C57BL/6J and DBA/2J [13,107,108]

Calcium/calmodulin-
dependent protein kinase II

type alpha (CAMK2A)
None

Neuronal plasticity
Development

Ca2+-dependent
processes

AD
Autism

Schizophrenia
Addiction

European Conditional
Mouse Mutagenesis

Program (EUCOMM),
Yeast-2-hybrid

[18]

4.1. Diabetes Mellitus

Diabetes mellitus (DM) is a group of metabolic disorders characterized by hyper-
glycemia and insufficiency of either production or function of insulin [109]. DM is mainly
classified as type I (insulin-dependent) due to immune-mediated beta cells destruction,
leading to insulin deficiency; and type II (non-insulin-dependent) due to insulin-secreting
defect and insulin resistance. However, this condition might also be idiopathic or gesta-
tional [110]. Insulin is a hormone synthesized by beta cells in the pancreas in response
to various stimuli. Long-term elevation of glucose levels in the blood is associated with
complications leading to heart disease, stroke, blindness and kidney disease. Several factors
play important roles in the pathogenesis of DM, such as hyperlipidemia and oxidative
stress [109]. In type I DM, oxidative stress participates in beta cell destruction and beta cell
failure due to chronic hyperglycemia leading to toxicity in type II DM. In an in vivo study
where the type I was induced with streptozotocin (STZ) administration, overexpression
of TRX in beta cells was found to prevent STZ-induced DM. In this study, antioxidant
treatment was reported to prevent beta cell dysfunction in a type II DM mice model.
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Because Nxn gene localized on chromosome 11 is a positional and functional candidate
for STZ sensitivity, Nxn sequence was analyzed in three DM-associated mouse models.
Authors used a nonobese diabetic mouse recapitulating type I DM, the Nagoya–Shibata–
Yasuda mice model, which recapitulates type II DM, and an STZ-resistant Nramp wild-type
mouse model. Results showed that Nxn mutations might be involved in the pathogenesis
of STZ-induced DM and in that of type I and type II DM. Authors proposed that Nxn
mutations might sensitize beta cells to oxidative stress-induced damage. Therefore, it was
suggested that Nxn might be an important candidate gene for DM development [111]. Un-
fortunately, the effects of Nxn mutations on the status of NXN-dependent interaction was
not investigated; however, it is well-documented that NF-κB plays a key role in the patho-
genesis of vascular complications of DM since persistent hyperglycemia induces oxidative
stress and activates NF-κB triggering the expression of various cytokines, chemokines,
among other molecules [112]. Based on this rationale, it is plausible to speculate that Nxn
mutations induced by these DM models may be altering the status of FLII/NXN/MYD88
interaction which regulates downstream NF-κB activation (Figures 3 and 4). However, this
approach still needs to be addressed.

4.2. Obesity

The World Health Organization defines obesity as abnormal or excessive fat accumu-
lation representing an important health risk worldwide [113]. A recent study has reported
that obesity prevalence significantly increased between 1975 and 2016 worldwide. Obesity
is a major risk factor for several chronic diseases, including metabolic disorders (DM and
fatty liver disease), cardiovascular and musculoskeletal diseases, as well as some types
of cancer and as a result, it might lead to reduced quality of life. The long-term energy
imbalance between excessive consumption and low expenditure of calories is the main
cause of obesity [114].

Adipose tissue is key in the regulation of overall-body energy homeostasis. Excessive
calories consumption increases both size and number of fat cells. Obese adipose tissue
promotes mild chronic inflammation and insulin resistance, which result in severe obesity
and DM [115,116]. Adipogenesis is controlled by a balance of internal and external factors
that either stimulate or repress adipogenic differentiation. In the early phase of adipogenic
differentiation, CCAAT/enhancer-binding protein alpha (C/EBPα) and PPARγ control the
differentiation of preadipocytes into lipid-accumulating fat cells. PPARγ suppress canonical
WNT signaling by proteasome-dependent degradation of β-catenin. In turn, β-catenin,
interrupts adipogenesis by repressing PPARγ and C/EBPα [117]. Of note, several reports
have suggested a close relationship between WNT/β-catenin signaling, DM development,
and adipogenesis [117–119].

Recently, it has been described that NXN modulates adipogenic differentiation through
the regulation of WNT/β-catenin signaling. Results showed that Nxn mRNA and protein
were increased in the early stages of adipocyte differentiation in white adipose tissue of
a leptin-deficiency model of obesity (ob/ob mice). Based on experiments performed in
both Nxn-depleted and Nxn-overexpressing 3T3-L1 preadipocytes, it was shown that NXN
participates in the adipogenic differentiation of these cells. In addition, differentiation of
primary adipocytes from adipose tissue-specific Nxn transgenic (Adipo-Nxn) mice was
increased in vitro, and the epididymal and perirenal fat was increased in Adipo-Nxn mice
in vivo. Adipo-Nxn mice exhibited hyperplasia and hypertrophy in adipocytes, decreased
expression of enzymes involved in lipolysis and fatty acid oxidation [39]. Interestingly, it
has been shown that hypertrophic adipocyte is likely caused by decreased triacylglycerol
catabolism, a condition associated with the occurrence of other diseases such as obesity
and type 2 DM [120].

Adipo-Nxn mice also showed a trend toward glucose intolerance and mild insulin
resistance, besides an increased expression of inflammatory and macrophage markers [39];
in this line, obesity-induced insulin resistance strongly correlates with increased infiltra-
tion of inflammatory cells in adipose tissue [121]. Authors found that NXN increased its
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interaction with DVL and inhibited the activation of WNT/β-catenin signaling during
adipogenesis. They also showed that the negative regulation of WNT/β-catenin signaling
by NXN induces adipogenic transcription factor PPARγ expression, which downregulates
β-catenin levels and promotes terminal differentiation into mature adipocytes [39]. This
evidence indicates that NXN contributes to obesity control (Figure 4) by acting as a proadi-
pogenic factor, placing NXN as an attractive therapeutic target in obesity and metabolic
disorders such as DM.

4.3. Brain Diseases

Alzheimer’s disease (AD) is a neurodegenerative disorder characterized by a progres-
sive decline in cognitive functions, including memory, thinking, language, and learning
capability. The pathophysiology of AD involves the downregulation of neuronal functions
and upregulation of innate immune responses in AD brains [122]. In AD, the injury and
death of neurons start in the hippocampus brain region, and then atrophy affects the whole
brain. This disorder is defined by the accumulation of toxic senile amyloid plaques (neuritic
plaques) and neurofibrillary tangles in the brain. These deposits are composed of misfolded
protein aggregates, made up mainly of amyloid beta-peptide and Tau protein. Sometimes,
these aggregates are deposited in the walls of small blood vessels in the brain, a process
known as amyloid angiopathy [123].

Recently, it has been shown that the inactivation of Nxnl2 gene induces stress and Tau
hyperphosphorylation. Microarray analysis of retinal RNA obtained from an Nxnl2−/−
mouse model showed that the transcription factor Sox30 and Transgelin 2 were upregu-
lated. Transgelin 2 encodes a protein involved in the organization and dynamics of actin
cytoskeleton [124]. Interestingly, Transgelin 2 is overexpressed in the brains of AD pa-
tients [125]. Furthermore, it was observed that Tau protein is hyperphosphorylated in the
retina of Nxnl2−/− mouse model, a phenomenon observed in neurofibrillary tangles of
AD patients [124], which suggests that NXN might be involved in the development of AD.

The human neuroblastoma SH-SY5Y cell line has been a useful cellular model for the
study of neuroblastoma (NBL), neuronal aging, and neurodegenerative diseases such as
AD [126]. NBL is the most common extracranial solid tumor in children, accounting for 7%
of all pediatric neoplasms in patients under 15 years old and 15% of all pediatric deaths
caused by cancers. It is the second most common type of pediatric cancer and the world
mortality rates are 0.85–1.1 cases per 100,000 children under 15 years-old [127]. A recent
redox proteomic analysis performed in SH-SY5Y cells revealed that NXN deletion mostly
resulted in a higher fraction of reduced proteins, suggesting that NXN acted primarily as
oxidase for thiol proteins, which were mainly involved in development and cell morphology
processes [7].

In addition, it has been observed that NXN knockdown in SH-SY5Y cells, antagonism,
or pharmacologic inhibition might be able to fight aging since NXN knockdown generated
a high rate of self-renewal, autophagy, and upregulation of redox-sensitive heat shock
proteins, such as Hsc70/HSPA8 and HSP90. Since in neuronal cells the enhancement
of autophagy and maintenance of high neurogenesis have been proposed as anti-aging
mechanisms, authors anticipated that if the inhibition of NXN in vivo were possible, it
might be a valuable anti-aging strategy, a proposal that has to be carefully addressed
because NXN inhibition might also foster cancer growth [102].

Although the above reports closely associate the role of NXN in neuronal defects, no
one has investigated the redox-interacting capability of NXN in order to determine whether
a signaling pathway regulated by NXN was involved. Interestingly, a recent investiga-
tion demonstrated that NXN interacts with and sustains the activity of CAMK2A [18], a
postsynaptic kinase that is crucial for neuronal plasticity [128]. Neuronal plasticity is a
fundamental process allowing the brain to receive information and generate appropriate
adaptive responses to different stimuli, including environmental, social, behavioral, and
pharmacological. Moreover, the activity of CAMK2A has also been implicated in several
psychiatric diseases, including autism, schizophrenia, and addiction (Figure 4) [129,130].
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Thus, although a signaling pathway linking the altered cellular processes in neurons and
brain diseases with NXN involvement has not yet been determined, a tangible possibility is
that a modification of NXN/CAMK2A interaction ratio induced by oxidative stress could
initiate the molecular mechanism that eventually will affect neuronal processes such as,
development, morphology, and plasticity, promoting different brain diseases.

4.4. Hepatic Diseases

ALD is one of the major causes of morbidity and mortality worldwide and its clini-
cal spectrum includes steatosis, fibrosis, alcoholic hepatitis, cirrhosis, and hepatocellular
carcinoma (HCC) [131]. The disease can be caused by the chronic consumption of alcohol
exceeding a certain daily amount [132], which is oxidized by alcohol dehydrogenase to
acetaldehyde in hepatocytes [133]. Acetaldehyde production increases oxidative stress,
which is mediated by ROS; in turn, ROS bind directly to and damage DNA, and lead
to lipid peroxidation generating lipid peroxidation products, such as 4-hydroxynonenal
and malondialdehyde [134]. When ROS levels exceed the capability of the endogenous
antioxidants, cells are exposed to oxidative stress which causes severe dysfunctions or
cell death; therefore, redox balance plays a critical role in the alcohol-mediated cellular
fate [135].

Recently, it has been shown that acetaldehyde, the first metabolite of ethanol oxidation,
mediates β-catenin in a WNT-independent pathway, through the imbalance of NXN/DVL
interaction ratio that in turn induces β-catenin nuclear translocation and activates fibro-
genesis in human HSC [26]. This interaction also participates in the regulation of PI(4)P
production but during ALD progression, oxidative stress induced by ethanol consumption
disrupts the homeostatic NXN/DVL interaction ratio and stimulates FZD/DVL/PI4KII
complex formation and as a result, the production of PI(4)P is increased both in vivo and
in vitro [40].

Besides, by using the same ALD models, authors also demonstrated that chronic
ethanol consumption disrupts FLII/NXN/MYD88 complex stimulating the release of
FLII into the bloodstream and culture media, respectively; thus, they proposed FLII as
a non-invasive biomarker for detecting the early ALD progression [136]. Together, this
evidence indicates that some NXN-dependent interactions are sensitive to the oxidative
stress produced by ethanol metabolism, and strongly suggests that NXN may be a key
player during ALD progression.

In 2004, SEC63 was the first human SEC protein linked to a human disease [88] by
showing that the loss of SEC63 may cause changes in the ER homeostatic microenvironment
disrupting the precise folding of polycystin-1 [137]. Further studies showed that the role of
Sec63 as a driver gene in the pathogenesis of the autosomal-dominant polycystic liver dis-
ease (PLD) is associated with the disruption of co-translational protein transport [138,139].
Although the mechanisms of PLD development are not well-established, it has been pro-
posed that proteins such as SEC63, are essential for the biogenesis of either a single or a set
of proteins regulating the biliary cell growth and proliferation, but in the absence of SEC63
function, that set of proteins do not reach their functional location, which could result in a
proliferative advantage for the progeny of the respective cells [13].

Besides, both mutations and overexpression of Sec genes have frequently been as-
sociated with various human cancers. For instance, frameshift mutations in Sec63 gene,
caused by microsatellite instability, have been found in 37.5% of microsatellite-unstable
gastric cancers, 48.8% of colorectal cancers [107], and in one case of HCC associated with
Lynch syndrome [108]. Thus, by interacting with SEC63, NXN might also contribute to the
progression of some diseases such as PLD and different cancer types (Figure 4).

4.5. Retinitis Pigmentosa

Inherited retinal degenerations (IRD) are heterogeneous disorders that have recently
become critical clinical targets for gene therapy [140]. Retinitis pigmentosa (RP) or heredi-
tary retinal dystrophy refers to several disorders promoting the gradual vision loss. This
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condition affects approximately one in 5000 people worldwide, making RP the most com-
mon inherited disease of the retina [141]. Currently, several genetic mutations related to
this disease have been revealed. One of the most important is the dominant rhodopsin gene
mutation, where around 150 mutations have been found [140]. For example, RPE65 gene is
essential for the trans-isomerization of all-trans-retinol to 11-cis-retinal retinal esters [141];
however, the absence of conversion of these esters interrupts the functional resupply of
light-sensitive opsin proteins, located in both rods and cones photoreceptor cells [142].

RP is characterized by progressive damage from night blindness, originated by the
death of rods, culminating in complete blindness due to cones dysfunction located in
the retina center, specifically in the fovea. RP is associated with a complete loss of rods
in advanced stages, with some remaining foveal cones characterized by shortened and
disorganized outer segments [140]. In normal conditions, phototransduction begins in
the photoreceptors outer segment, these are composed of enriched lipid bilayers stacks
with poly-unsaturated fatty acids, prone to oxidation, and in this place, opsin proteins are
located [143].

Recent findings have proposed that loss of rods triggers a reduction in the rod-derived
cone viability factor (RdCVF) expression, a splicing variant of the NXN-like-1 (Nxnl1) gene.
Interestingly, TRX RdCVF expression is affected in both rods and cones of mice carrying
homologous recombination of Nxnl1 gene. This condition leads to further oxidative dam-
age and progresses with age. Mice bearing this deficiency have a higher concentration
of adducts produced by lipid peroxidation. Nxnl1 participates in the restoration of the
glycolytic enzymes function due to reduction of oxidized thiol groups of Cys. Aerobic gly-
colysis is necessary for rod outer segment renewal, a parallel phenomenon to that described
for cones. Metabolic and redox signaling disruption, between rods and cones by the loss
of RdCVF expression, reduces cone vision due to its shortening outer segments. RdCVF
specifically interacts with a complex formed by single-pass type 1 transmembrane domain
basigin protein and the glucose transporter 1 at cones surface. RdCVF stimulates aerobic
glycolysis and provides necessary triglycerides for cones outer segments renewal. RdCVFL
reduced power (second Nxnl1 gene-splicing variant) relies on the glucose metabolism by
cones whose absorption is stimulated by RdCVF. RdCVFL must be reduced by TRXrd,
which requires NADPH cofactor reduced form. Glycolysis inhibition by ROS leads to
glucose-6-phosphate accumulation, which is redirected to PPP, producing two NADPH
molecules necessary for TRXrd enzyme activation [104,144].

To determine the molecular and clinical aspects involved in different IRDs types,
murine RP models such as rd1 and rd10 RP have been developed [145–148]. Thus, the role
of RdCVF was determined in the mouse retina by using phenotype analysis of mice bearing
altered Nxnl1 gene. Authors showed that the downregulation of RdCVF leads to secondary
degeneration of cones resulting in the RP development [104,149] This evidence indicates
that the functioning of the NXN homologous, namely Nxnl1, is central in maintaining the
integrity of cones and in turn, the homeostatic vision. An intriguingly hypothesis is that if
in addition to mutations, the alteration of some redox-sensitive interactions of NXN also
contributes in the progressive vision loss associated with RP.

4.6. Robinow Syndrome

Skeletal dysplasia forms a complex condition with extraordinary molecular and clinical
heterogeneity, such as Robinow syndrome, the least frequent Robinow syndrome (RS)
form [150], a disease particularly frequent in Turkey [151]. RS patients are characterized
by short-limb dwarfism, costovertebral segmentation defects, abnormal head, face, and
external genitals morphogenesis. Patients may also have brachydactyly, hands polydactyly,
feet oligodactyly, as well as cardiac malformations [103,151]. The relevance of heterozygous
mutation in receptor tyrosine kinas- like orphan receptor 2 (ROR2), a gene involved in
the early formation of the chondrocytes, cartilage and growth plate development, in the
development of the most severe clinical form of RS has been previously described [152].
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Furthermore, a close link between RS and WNT signaling has been reported since all
currently known pathogenic variants of RS, including ROR2, WNT5A DVL1, and DVL3, are
related to non-canonical WNT signaling. This pathway establishes cellular orientation via
WNT/PCP pathways. Additionally, the mutagenic variant encoding FZD2 gene and the
biallelic variant encoding Nxn gene have also been described, and their protein products
are relevant partners in the interactome of WNT5A, playing key roles in skeletal develop-
ment. It has also been shown that Nxn gene is highly expressed during mice extremities
development [103].

Copy number variants (CNV) elimination may explain mutations in some alleles
associated with RS, such as the specific NXN exon 1 CNV deletion [153]. Interestingly,
the abnormal WNT/β-catenin signaling activation in Nxn−/− knockout mice leads to
craniofacial defects, a relevant phenotype in subjects with RS, likely due to the loss of
function of NXN biallelic variants [103]. As already mentioned, NXN acts as a negative
regulator of WNT/PCP pathways in both cell culture and animal models. Signaling
disruption to one or both pathways could lead to the craniofacial abnormalities observed in
Nxn mutation models. For example, a mutation in chromosome 11 that alters a consensus
splice site of Nxn (NxnJ13/J13) and inserts 10 amino acids into the resulting protein, kills 97%
of NxnJ13/J13 mutant mice on postnatal day one. Moreover, embryos present craniofacial
dysmorphology, cleft palate and small jaw, and abnormal craniofacial morphology partially
recapitulates the phenotype observed in RS patients [154].

In a study performed in Xenopus laevis embryos, where fertilized eggs at four or eight
cell stage were injected with either Nxn mRNA to overexpress or Nxn morpholino antisense-
oligonucleotides to deplete Nxn gene expression, authors demonstrated that endogenous
Nxn expression functions as a negative regulator of WNT/β-catenin pathway signaling
where NXN protein bound to DVL in a redox-dependent manner [8]. A different study
showed that Nxn overexpression or depletion produces the bent-axis phenotype, typically
observed in embryos with abnormal PCP pathway activity. Thus, NXN acts as a potential
negative regulator of WNT/PCP pathway by blocking and inhibiting DVL-induced up-
regulation of c-Jun phosphorylation through Rac, a crucial molecular mechanism regulating
WNT/PCP pathways [38]. Together, these data suggest that RS, in part, results from
WNT/β-catenin and/or PCP pathways disturbance during human development, two
signaling pathways negatively regulated by NXN, and show the relevance of Nxn biallelic
variant in the onset of RS recessive form in rodents (Figure 4).

5. Conclusions and Future Directions

The oxidoreductase and redox-dependent interaction capabilities, have placed NXN
as an enzyme capable of participating in different cellular processes regulated by redox
stimuli, such as ROS, a critical component in life evolution since it exerts a broad spectrum of
biological effects, ranging from physiological regulatory functions to molecular alterations
that contribute to the pathogenesis of various diseases. While through its oxidoreductase
capability NXN protects the activity of different enzymes, such as that of catalase and
CAMK2A, through its redox-sensitive interactions regulates the downstream activity of
several signaling pathways, including WNT/β-catenin and TLR4/MYD88/NF-κB.

An intriguing phenomenon is that the alterations of some molecular mechanisms,
such as increased nuclear translocation of β-catenin, liver fibrogenesis activation, ROS
production, PI(4)P synthesis, and the formation of FLII/β-actin complex during ALD
progression, were partially reverted when NXN was overexpressed in vitro [17,26,40]. This
evidence places NXN as a candidate molecule to be manipulated for the treatment of
diseases promoted by increased ROS levels; however, the manipulation of NXN should
be imitated to the regulation of its expression, since the complete NXN deletion and
mutation have also shown to be lethal and induce cardiovascular defects and abnormal
bone morphology, respectively [154,155].

Although here we have summarized the multifunctionality of NXN in cellular physiol-
ogy and its implication in different pathologies so far, several questions are still unresolved.
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For example, NXN deletion promotes the reduction of thiol proteins in neuronal cells,
which strongly suggests that NXN has an important role in maintaining the homeostatic
oxidation status of these proteins, as it has been shown with the status of protein phos-
phatase 2 catalytic subunit alpha [7]; an intriguing phenomenon encouraging to investigate
whether NXN targets all thiol proteins and whether its oxidase activity is either directly
on the target thiol proteins or through the participation of other oxidoreductases, such as
that of the TRX family. Another obvious question is whether NXN and other TRX enzymes
might be inducing a crosstalk during the regulation of some redox-regulated signaling
pathways, such as TLR4/NF-κB. On the other hand, since in plant cells, NXN protects and
maintains catalase enzyme in a reduced status [156], this evidence raises the question of
whether NXN also reduces catalase enzyme in animal cells, and what are the associated
mechanisms to decide whether NXN will play an oxidase or reductase role.

Through immunoprecipitation analysis, it has been shown that NXN may be interact-
ing at the same time with DVL, FZD, and PI4KII [40]; as well as, with MYD88, FLII, actin,
and TLR4 [17,136], forming a binding complex of WNT/β-catenin and TLR4/MYD88/NF-
κB pathways, respectively. Thus, NXN directly binds to DVL, MYD88 and FLII but indi-
rectly forms a complex with other proteins, such as FZD, PI4KII, actin, and TLR4. This
evidence arises the question of whether the proteins that directly interact with NXN, namely
DVL, PFK1, PP2A, MYD88, FLII, SEC63, CAMK2A, or other proteins not yet identified,
may be interacting at the same time with NXN in all tissue types or they interact and/or
express in a tissue-specific manner, and what role they are playing in the formed complex.

To date, the summarized evidence places NXN: (i) as a strong master redox regulator
candidate of cell physiology, (ii) as the hub of different redox-sensitive signaling pathways,
and (iii) as a key enzyme participating in the regulation of different pathologies. There-
fore, the summarized data support the notion that NXN is a master regulator of cellular
redox homeostasis; however, as NXN is the most recently discovered thioredoxin, only
few evidences on its functioning have been revealed; for example, regarding the specific
interacting domains of both NXN and its interacting proteins, as well as, its role in the
regulation of several signaling pathways and associated pathologies. Thus, future research
closing those gaps will definitively confirm its key role in regulating cell physiology.
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