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Nox1 is a membrane-integrated protein that belongs to the Nox family of superoxide-producing NADPH
oxidases. Here we show that human Nox1 undergoes glycosylation at Asn-162 and Asn-236 in the second
and third extracellular loops, respectively. Simultaneous threonine substitution for these residues com-
pletely abrogates the glycosylation, but does not prevent Nox1 from forming a heterodimer with p22phox,
trafficking to the cell surface, or producing superoxide. In the absence of p22phox, Nox1 is transported to
the plasma membrane mainly as a form with high mannose N-glycans, although their conversion into
complex N-glycans is induced by expression of p22phox. These findings indicate that glycosylation and
subsequent N-glycan maturation of Nox1 are both dispensable for its cell surface recruitment. Superoxide
production by unglycosylated Nox1 is largely dependent on p22phox, which is abrogated by glutamine
substitution for Pro-156 in p22phox, a mutation leading to a defective interaction with the Nox1-activating
protein Noxo1. Thus p22phox directly contributes to Nox1 activation in a glycosylation-independent man-
ner, besides its significant role in Nox1 glycan maturation.

� 2013 Elsevier Inc. All rights reserved.
1. Introduction

The Nox family NADPH oxidases are membrane-spanning pro-
teins that deliberately produce reactive oxygen species (ROS),
thereby contributing to a variety of functions such as host defense,
signal transduction, and synthesis of bioactive compounds [1,2].
Human genome contains seven genes encoding members of the
Nox family: Nox1 through Nox5, and dual oxidase 1 (Duox1) and
Duox2. Nox1 exists in colon epithelial cells and also in vascular
smooth muscle cells, participating in vascular tone control [3]. This
oxidase is very close to Nox2 and Nox3; the founding member
Nox2, abundant in phagocytes such as neutrophils, produces
superoxide, a precursor of microbicidal ROS, during phagocytosis
to play a crucial role in host defense; and Nox3 in the inner ear
contributes to formation of otoconia, which is required for sensing
balance and gravity [3]. Thyroid hormone synthesis requires ROS
that is produced by Duox2, an oxidase distantly related to Nox1 [3].

Nox2, as well as Nox1 and Nox3, comprises two regions of a
similar size: the N-terminal half comprises six predicted a-helical
transmembrane segments, in which two hemes are ligated perpen-
dicularly to the membrane; and the C-terminal moiety is a
cytoplasmic domain bearing the NADPH- and FAD-binding sites
[1,2] (see Fig. 1A). The structure enables Nox to form a complete
electron-transporting apparatus (from cytoplasmic NADPH via
FAD and two hemes to molecular oxygen) for production of super-
oxide on the extracellular side.

The phagocyte oxidase Nox2 exists on the plasma membrane as
a heavily glycosylated protein with an apparent molecular mass of
about 91 kDa (and thus also known as gp91phox) [4–7]. Nox2 is
glycosylated at asparagine residues during translation in the endo-
plasmic reticulum (ER); after acquisition of hemes, Nox2 with high
mannose N-glycans (gp65) dimerizes with the nonglycosylated
transmembrane protein p22phox in the ER. The nascent heterodimer
undergoes conversion of the Nox2 carbohydrate groups to complex
N-glycans in the Golgi apparatus en route to the plasma membrane
[8–11]. In the plasma membrane of resting cells, Nox2 is dormant;
its activation requires assembly of the Nox2–p22phox dimer with
the soluble activating proteins p47phox and p67phox, a process that
includes a stimulant-induced association between p22phox and
p47phox [1,2]. p22phox also forms a stable complex with Nox1
[12–14] and Nox3 [15], thereby serving as a anchoring site for
Noxo1, a p47phox-related protein that is essential for Nox1
activation and is able to enhance Nox3 activity [12,14–17]. Nox3
is co-translationally modified with high mannose N-glycans, and
subsequently interacts with p22phox; this interaction is a prerequi-
site for glycan conversion into complex structures and cell surface
recruitment of Nox3 [18]. The thyroid oxidase Duox2 is also a
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Fig. 1. Membrane topology of human Nox1 and potential N-glycosylation sites. (A) Localization of the potential N-linked glycosylation sites in the scheme of Nox1 structure.
The first to sixth transmembrane fragments in the N-terminal half of Nox1 are numbered. The C-terminal cytoplasmic domain contains the FAD- and NADPH-binding sites.
(B) Sequence alignment of the second and third extracellular loops in Nox1 from various species. Human Nox1 comprises 564 amino acid residues; and stars (*) indicate
asparagine residues within the consensus sequence for N-glycosylation (Asn-X-Ser/Thr). Human, Homo sapiens; mouse, Mus musculus; rabbit, Oryctolagus cuniculus; chicken,
Gallus gallus; globefish, Takifugu rubripes.
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glycoprotein, which is synthesized as a form with high mannose
N-glycans in the ER, and transported to the plasma membrane as
a form with complex N-glycans [19,20]. On the other hand, little
is known about biosynthesis and glycosylation of Nox1.

In the present study, we show that Nox1 is glycosylated at
Asn-162 and Asn-236 when expressed in mammalian cells.
Nascent Nox1, with high mannose N-glycans, can be transported
to the plasma membrane without conversion into the mature form
with complex N-glycans, whereas p22phox induces the conversion
and subsequent transport of mature Nox1 to the plasma mem-
brane. Although the blockade of Nox1 glycosylation affects neither
its targeting to the cell surface nor its superoxide-producing activ-
ity, p22phox likely plays a crucial role even in activation of unglyco-
sylated Nox1 by functioning as an anchoring site for Noxo1.

2. Materials and methods

2.1. Plasmid construction, cell transfection, and immunoblot analysis

The cDNAs encoding human Nox1, Nox2, Nox3, p22phox, Noxo1,
and Noxa1 were prepared as previously described, and ligated to
pEF-BOS for expression in mammalian cells [12,14,21,22]. Muta-
tions leading to the indicated substitution were introduced by
PCR-mediated site-directed mutagenesis. All of the constructs
were sequenced for confirmation of their identities.

Chinese hamster ovary CHO cells or human lung carcinoma
H661 cells were transfected using ExtremeGene HP Transfection
Reagent (Roche Applied Science) or Lipofectamine and PLUS™
(Invitrogen), respectively, with the following plasmids: pEF-BOS-
FLAG–Nox1, pEF-BOS-FLAG–Nox2, or pEF-BOS-FLAG–Nox3;
pEF-BOS-p22phox–Myc; and/or pEF-BOS-HA–Noxo1 and pEF-BOS-
Myc–Noxa1. HeLa cells or human colon cancer Caco-2 cells, each
expressing p22phox endogenously, were transfected with pEF-
BOS-FLAG–Nox1 using Lipofectamine (Invitorgen) or using the
Nucleofector� apparatus and Cell Line Nucleofector� Kit T (Lonza),
respectively. The transfected cells were cultured for 24 h in Ham’s
F12 medium (CHO cells), RPMI1640 (H661 cells), or DMEM (HeLa
or Caco-2 cells), containing 10% fetal bovine serum.

For estimation of protein levels, cell lysates were analyzed by
immunoblot [12,14,21] with the anti-FLAG mouse monoclonal
antibody M2 (Sigma–Aldrich), the anti-Myc monoclonal antibody
9E10 (Roche Applied Science), the anti-HA monoclonal antibody
16B12 (Covance Research Products), or anti-p22phox polyclonal
antibodies (Santa Cruz Biotechnology). The blots were developed
using ECL Plus (GE Healthcare Biosciences) for visualization of
the antibodies.

2.2. Glycosidase treatment

Cells expressing a FLAG-tagged Nox1, Nox2, or Nox3 were lysed
in a solution (150 mM NaCl and 20 mM Tris–HCl, pH 7.4)
containing 1% Triton X-100, and the lysate was centrifuged for
10 min at 20,000g. The supernatant was subjected to digestion
with peptide: N-glycosidase F (PNGase F; New England Biolabs)
or endoglycosidase H (Endo H; New England Biolabs). Treated
proteins were separated by 10% SDS–PAGE, followed by immuno-
blot analysis with the anti-FLAG antibody.

2.3. Immunoprecipitation assay

Proteins in the lysate of transfected CHO cells were precipitated
with the anti-FLAG or anti-Myc mouse monoclonal antibody in the
presence of protein G-Sepharose (GE Healthcare Biosciences), as
previously described [15]. The precipitants were analyzed by
immunoblot with the indicated antibody.

2.4. Cell surface biotinylation

CHO cells in monolayer culture were washed with phosphate-
buffered saline (PBS; 137 mM NaCl, 2.68 mM KCl, 8.1 mM
Na2HPO4, and 1.47 mM KH2PO4, pH 7.4), and treated for 2.5 min
at 25 �C with 0.5 mM EZ-link Sulfo-NHS-SS-biotin (Pierce), a
membrane-impermeable biotinylation reagent, according to the
manufacturer’s instruction. After the reaction was quenched with
50 mM glycine, cells were resuspended in PBS containing 1% (v/
v) protease inhibitor cocktail (Sigma–Aldrich) and lysed by sonica-
tion. The postnuclear fraction of the sonicate was centrifuged for
10 min at 20,000g, and the resultant supernatant was ultracentri-
fuged for 1 h at 150,000g. The pellets were solved in 150 mM NaCl
and 20 mM Tris–HCl, pH 7.4, containing 1% Triton X-100, and
biotinylated membrane proteins were precipitated with streptavi-
din-Sepharose (GE Healthcare Biosciences). The precipitants were
analyzed by immunoblot with the anti-FLAG antibody.

2.5. Superoxide production

The superoxide-producing activity of Nox1 expressed in CHO
cells was determined by superoxide dismutase (SOD)-inhibitable
chemiluminescence with an enhancer-containing luminol-based
detection system (DIOGENES; National Diagnostics). Chemilumi-
nescence change was monitored at 37 �C using a luminometer
(Auto Lumat LB953; EG&G Berthold), as described previously
[21,23].

3. Results

3.1. Nox1 N-glycosylation and p22phox-induced glycan maturation

The current model for Nox membrane topology [1,2] indicates
that, like Nox2, Nox1 has the N-terminus located to the cytoplas-
mic side of the plasma membrane, followed by six transmembrane
a-helical segments (Fig. 1A). Human Nox1 of 564 amino acid
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residues contains four potential N-glycosylation sites within the
consensus sequon Asn-X-Ser/Thr (X, any amino acid except pro-
line) [24]: amino acid positions at 63, 97, 162, and 236. Among
them, Asn-63 localizes in the second transmembrane segment
and Asn-97 is present in the first intracellular loop. On the other
hand, Asn-162 and Asn-236 exists in the second and third extracel-
lular loops, respectively (Fig. 1B), suggesting that these two aspar-
agine residues possibly undergo N-linked glycosylation, which
occurs solely on the extracellular side [24].

To test the possibility of Nox1 N-glycosylation, we used CHO
cells, in which oxidase subunits are not expressed [12,15,25] but
Nox2, ectopically expressed together with p22phox, undergoes gly-
cosylation and subsequent maturation [25]. In these cells, we first
confirmed the presence of Nox2 with high mannose N-glycans,
which can be digested with PNGase F or Endo H [26], and demon-
strated that p22phox induces Nox2 conversion into the form with
complex N-glycans, susceptible to PNGase F but resistant to Endo
H [26] (Fig. 2A). In addition, N-glycosylation and p22phox-induced
maturation of Nox3 were also observed in CHO cells (Fig. 2B), as
previously demonstrated in HEK293 cells [18]. Under the same
conditions, Nox1 was expressed as a protein with a molecular mass
of �60 kDa, which was shifted to �55 kDa by treatment with
Fig. 2. N-glycosylation of human Nox1, Nox2, and Nox3. The lysate from the following c
cells expressing FLAG–Nox2 (A), FLAG–Nox3 (B), or FLAG–Nox1 (C) with or without p2
HeLa (E) or Caco-2 (F) cells expressing FLAG–Nox1. Proteins were analyzed by immun
indicated in kDa.
PNGase F or Endo H (Fig. 2C). These findings indicate that Nox1
is expressed mainly as a protein carrying high mannose N-glycans
in CHO cells. Coexpression of p22phox markedly increased the
amount of Nox1 proteins with a higher molecular mass, which
were digested with PNGase F to the �55 kDa protein, but resistant
to treatment with Endo H (Fig. 2C). Thus, in the presence of p22phox,
Nox1 N-glycans appear to be efficiently modified to complex oligo-
saccharides, which modification is known to occur in the Golgi
apparatus [26]. Similar Nox1 N-glycosylation and its p22phox-
dependent maturation were observed in H661 cells (Fig. 2D),
which do not express endogenous p22phox [27]. As expected, in
endogenously p22phox-expressing cells such as HeLa and Caco-2
cells [14], Nox1 N-glycan maturation occurred without transfec-
tion with p22phox cDNA (Fig. 2E and F).

3.2. Nox1 glycosylation at Asn-162 and Asn-236

To determine glycosylated residues in Nox1, we expressed
mutant proteins with threonine substitution for the putative
N-glycosylation sites Asn-162 and Asn-236 (Fig. 1). As shown in
Fig. 3A, apparent molecular masses of Nox1 (N162T) and Nox1
(N236T) were slightly lower than that of wild-type Nox1 with a
ells was extracted with Triton X-100, and digested with PNGase F or Endo H: CHO
2phox–Myc; H661 cells expressing FLAG–Nox1 with or without p22phox–Myc (D); or
oblot with the anti-FALG or anti-Myc antibody. Positions for marker proteins are



Fig. 3. Nox1 glycosylation and its interaction with p22phox. (A) Glycosylation of
Nox1 at Asn-162 and Asn-236. CHO cells were transfected with pEF-BOS-FLAG–
Nox1 (wt), pEF-BOS-FLAG–Nox1 (N162T), pEF-BOS-FLAG–Nox1 (N236T), or pEF-
BOS-FLAG–Nox1 (N162T/N236T). Proteins in the cell lysate were extracted with
Triton X-100, digested with PNGase F, and subjected to SDS–PAGE, followed by
immunoblot analysis with the anti-FLAG antibody. (B and C) Nox1 interaction with
p22phox. CHO cells were transfected with the following plasmids: pEF-BOS-p22phox–
Myc and pEF-BOS encoding a FLAG-tagged Nox protein at the indicated ratio (B);
pEF-BOS-p22phox–Myc and pEF-BOS-FLAG–Nox1 (wt) or pEF-BOS-FLAG–Nox1
(N162T/N236T) (C). Proteins in the cell lysate were immunoprecipitated (IP) with
the anti-FLAG antibody or anti-Myc antibody, followed by immunoblot analysis
with the indicated antibody. Positions for marker proteins are indicated in kDa.
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molecular mass of to �60 kDa. Digestion of these mutant proteins
with PNGase F resulted in a shift to �55 kDa, which was the same
as that of PNGase F-treated wild-type Nox1. A mutant protein car-
rying double substitution for Asn-162 and Asn-236 had an appar-
ent molecular mass of �55 kDa, which was not changed after
treatment with PNGase F (Fig. 3A). These findings indicate that
Asn-162 and Asn-236 are the major N-glycosylation sites in Nox1.
3.3. N-linked glycosylation of Nox1 and its interaction with p22phox

Coexpression of p22phox induces N-glycan maturation of Nox1
but to a much lesser extent than that of Nox2 and Nox3 (Fig. 2),
suggesting that Nox1 exhibits a lower affinity for p22phox. To ad-
dress this issue, we expressed FLAG-tagged Nox proteins and
p22phox–Myc in CHO cells, and performed immunoprecipitation
experiments. As shown in Fig. 3B, Nox1 precipitated p22phox much
less efficiently than Nox2 and Nox3, indicative of a lower affinity of
Nox1 for p22phox. We next tested the role for Nox1 glycosylation in
its heterodimer formation with p22phox. Because p22phox was co-
precipitated with Nox1 (N162T/N236T) as well as wild-type
Nox1 (Fig. 3C), Nox1 likely forms a heterodimer with p22phox in a
glycosylation-independent manner. When p22phox–Myc was pre-
cipitated with the anti-Myc antibody, co-precipitated FLAG–Nox1
proteins were mainly in the mature form with complex N-glycans
(Fig. 3C), suggesting that p22phox-complexed Nox1 is immediately
converted into the mature form. On the other hand, consistent
with the finding that only a small portion of Nox1 dimerizes with
p22phox (Fig. 3B), the majority of FLAG–Nox1 precipitated with the
anti-FLAG antibody was in the immature form with high mannose
N-glycans (Fig. 3C).

3.4. Cell surface recruitment of Nox1

Nox2 with high mannose N-glycans is known to be converted in
the Golgi apparatus to the mature form, which is transported to the
plasma membrane [1,2]. Consistent with this, in CHO cells, Nox2
was present on the cell surface as an Endo H-resistant form (with
complex N-glycans) but not as an Endo H-sensitive form (with high
mannose glycans), which was indicated by labeling of cell surface
proteins with Sulfo-NHS-SS-biotin, a membrane-impermeable bio-
tinylating agent, and subsequent precipitation with streptoavidin-
conjugated beads (Fig. 4A). As expected, Nox1 with complex N-gly-
cans was targeted to the cell surface (Fig. 4B). Although Nox1 was
expressed mainly as a form with high mannose N-glycans in the
absence of p22phox (Fig. 2C), this form was also efficiently recruited
to the cell surface (Fig. 4B), which is in contrast to the inability of
high mannose N-glycan-harboring Nox2 to reach the plasma mem-
brane. Thus N-glycan maturation is likely dispensable for cell sur-
face recruitment of Nox1. Furthermore, even unglycosylated Nox1
(N162T/N236T) was effectively transported to the cell surface
(Fig. 4B), indicating that glycosylation by itself is not required for
Nox1 transport.

3.5. Role for glycosylation in superoxide-producing activity of Nox1

To investigate the role for glycosylation in superoxide-produc-
ing activity of Nox1, we expressed wild-type Nox1 or Nox1
(N162T/N236T) together with the Nox1-activating proteins Noxo1
and Noxa1. As shown in Fig. 4C, unglycosylated Nox1 (N162T/
N236T) was capable of fully producing superoxide, indicating that
glycosylation is dispensable for catalytic function. It is known that
superoxide production by wild-type Nox1 is enhanced by expres-
sion of wild-type p22phox but not p22phox (P156Q), defective in
binding to Noxo1 [14,16]. p22phox (P156Q) also failed to support
superoxide production by Nox1 (N162T/N236T), although this mu-
tant protein was efficiently targeted to the cell surface (Fig. 4C).
Thus p22phox likely plays a crucial role in Nox1 activation by inter-
acting with Noxo1 in a glycosylation-independent manner.
4. Discussion

In the present study, we demonstrate that human Nox1 under-
goes glycosylation at Asn-162 and Asn-236 in the second and third
extracellular loops, respectively (Fig. 3). Nox1 proteins in other
species from fishes to mammals also contain putative N-glycosyla-
tion sites in these extracellular regions (Fig. 1). N-linked glycans in
Nox1 are not essential for heterodimer formation with p22phox

(Fig. 3), which is similar to glycosylation-independent heterodi-
merization of Nox2 with p22phox [9,11]. The vast majority of
Nox2 on the plasma membrane contains complex N-glycans



Fig. 4. Role for glycosylation in cell surface recruitment and superoxide-producing activity of Nox1. (A and B) Cell surface recruitment of Nox1 and Nox2. Proteins in the
membrane fraction of the following cells were labeled by cell surface biotinylation, followed by precipitation with streptavidin-conjugated beads: CHO cells expressing FLAG–
Nox2 (wt) and p22phox–Myc (A); or CHO cells expressing FLAG–Nox1 (wt) or FLAG–Nox1 (N162T/N236T) with or without p22phox–Myc (B). Precipitants were analyzed by
immunoblot with the anti-FLAG antibody. (C) Superoxide production by Nox1. CHO cells were transfected with pEF-BOS-p22phox–Myc, pEF-BOS-HA–Noxo1, pEF-BOS-Myc–
Noxa1, and pEF-BOS-FLAG–Nox1 (wt) or pEF-BOS-FLAG–Nox1 (N162T/N236T). (Left panel) FLAG–Nox1 (wt) and pEF-BOS-FLAG–Nox1 (N162T/N236T), expressed on the cell
surface, were analyzed as described in B. (Right panels) Transfected cells were incubated for 5 min at 37 �C, and chemiluminescence change was continuously monitored with
DIOGENES. Each graph represents the mean ± S.D. of the chemiluminescence values integrated for 10 min, which were obtained from three independent transfections. Protein
levels of p22phox, Noxa1, and Noxo1 were analyzed by immunoblot with the indicated antibody. Positions for marker proteins are indicated in kDa.
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(Fig. 4), suggesting the significance of Nox2 maturation in its cell
surface recruitment. In contrast, both the immature form (with
high mannose N-glycan) and the unglycosylated form of Nox1
are efficiently transported to the cell surface (Fig. 4), indicating
that Nox1 N-glycosylation is dispensable for its targeting to the
plasma membrane. Since the unglycosylated Nox1 is capable of
fully producing superoxide (Fig. 4), we conclude that catalytic
function of Nox1 does not require glycosylation. It has been re-
ported that Nox2 N-glycans are not required for superoxide-pro-
ducing activity: an in vitro activity of the phagocyte oxidase (the
Nox2–p22phox complex) is resistant to enzymatic deglycosylation
[28].

Although Duox2 is expressed in the thyroid as two forms with
either high mannose or complex N-glycans [19], Duox2, ectopically
expressed in non-thyroid cells, exists solely in the ER as the imma-
ture form with high mannose N-glycans [19,20]. Coexpression of
DuoxA2, a membrane-spanning Duox2 partner that is structurally
unrelated to p22phox, allows Duox2 maturation and recruitment to
the plasma membrane [20,29]. Similar to DuoxA2, p22phox plays an
essential role in transport of immature Nox2 (gp65) from the ER to
the Golgi apparatus for conversion into gp91phox (the mature form
with complex N-glycans); the maturation enables cell surface
recruitment of the Nox2–p22phox complex [8–11]. p22phox is also
necessary for both proper maturation and plasma membrane
recruitment of Nox3 [18]. Although p22phox has an ability to ma-
ture N-glycans of Nox1 as well as Nox2 and Nox3 (Fig. 2), Nox1
is efficiently targeted to the cell surface even in the absence of
p22phox (Fig. 4). Thus p22phox-mediated N-glycan maturation is
likely required for cell surface recruitment of Nox2 and Nox3
[8–11,18] but not for that of Nox1 (Fig. 4). The molecular basis
for Nox1 difference from Nox2 and Nox3 remains unknown at
present. This may be related to the current finding that Nox1 inter-
acts with p22phox to a much lower extent than Nox2 and Nox3
(Fig. 3). It is tempting to postulate that Nox1 affinity for p22phox

has decreased during evolution after Nox1 obtained an ability to
translocate to the plasma membrane without p22phox-dependent
glycan maturation. Some specific residues might be involved in
Nox1 independence from p22phox: a lysine in the first intracellular
loop (Lys-91 in human Nox1) is evolutionarily well conserved in
Nox1, but replaced with arginine in Nox2 and Nox3; the invariant
glycine in the second extracellular loop of Nox2 and Nox3 (Gly-142
in human Nox2 and Gly-143 in human Nox3) is substituted with a
residue other than glycine in Nox1.

The present study shows that, although p22phox-associated
Nox1 preferentially undergoes N-glycan maturation (Fig. 3), the
maturation is not necessary for catalytic function of Nox1
(Fig. 4). Nevertheless, p22phox appears to play a crucial role in
Nox1-catalyzed superoxide production by functioning as an
anchoring site for Noxo1, a protein required for Nox1 activation
[12,14]. Indeed, whereas wild-type p22phox facilitates superoxide
production by unglycosylated Nox1 (N162T/N236T) as well as by
the wild-type protein, a mutant p22phox (P156Q), defective in bind-
ing to Noxo1, fails to support activation of Nox1 (N162T/N236T)
(Fig. 4). Thus p22phox likely regulates Nox1 activity in a glycosyla-
tion-independent manner.

Because high mannose N-glycans on proteins are modified to
complex structures in the Golgi apparatus [26], the modification
of N-glycans on p22phox-complexed Nox1 is expected to occur in
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the Golgi apparatus, followed by transport to the plasma mem-
brane. On the other hand, Nox1 can be efficiently recruited to the
cell surface as the form with high mannose N-glycans and even
as the unglycosylated form, irrespective of the dimerization with
p22phox (Fig. 4). It is presently unknown whether these forms of
Nox1 are transported via the Golgi apparatus. Interestingly, several
membrane-integrated glycoproteins are delivered from the ER to
the plasma membrane without passing through the Golgi appara-
tus [30,31]. Future studies should address the question how high
mannose N-glycan-harboring or unglycosylated Nox1 traffics to
the cell surface.
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