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The Emerging Role of QSOX1 in Cancer
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Abstract

Significance: Quiescin sulfhydryl oxidase 1 (QSOX1) is an enzyme that oxidizes thiols during protein folding,
reducing molecular oxygen to hydrogen peroxide. Tumor cells may take advantage of oxidative environments at
different stages of tumorigenesis, but QSOX1 may also serve additional functions in tumors. Recent Advances:
Several groups have reported the over-expression of QSOX1 in breast, pancreas, and prostate cancers. A
consensus is building that QSOX1 over-expression is important during tumor cell invasion, facilitating tumor
cell migration at the tumor-stroma interface. As such, QSOX1 may be considered a prognostic indicator of
metastatic potential or even indicate that cancer is present in a host. Critical Issues: However, some controversy
exists between QSOX1 as a marker of poor or favorable outcome in breast cancer. More studies are required to
reveal what advantage QSOX1 provides to breast and other types of cancer. More specifically, it is critical to
learn which tumor types over-express QSOX1 and use its enzymatic activity to their advantage. Future
Directions: As interest increases in understanding the mechanisms of tumorigenesis within the extracellular
matrix and how tumor cells influence fibroblasts and other stromal cells, QSOX1 may be revealed as an
important player in cancer detection and prognosis. Defining the mechanism(s) of QSOX1 activity in tumors
and in in vivo models will provide important insights into how to target QSOX1 with anti-neoplastic agents.
Antioxid. Redox Signal. 21, 485–496.

Introduction

This review concerns the emerging role of a sulfhydryl
oxidase (quiescin sulfhydryl oxidase 1 [QSOX1]) as a

potentially important target in the continuum of tumori-
genesis. In the next few sections, we will re-illuminate the
cancer problem for readers by briefly discussing cancer
incidence, diagnosis, treatment, and outcome. Pathogen-
esis will be discussed with an emphasis on tumor micro-
environment, extracellular matrix (ECM), and cell-cell
interactions. The discovery, structure, enzymology, bio-
chemistry, and function of QSOX1 will also be reviewed
and discussed. Distinct connections will be made among
recent reports on the biology of QSOX1 and how it re-
lates to cancer. We will compare and contrast conflicts
in the literature and supplement the discussion with data
from our own studies in an attempt to clarify these
controversies.

The Cancer Problem

Cancer is the second leading cause of death in the United
States after cardiovascular disease. It accounts for 23% of all
deaths, but is primarily a disease of the elderly, peaking in
incidence in the 8th decade. A person’s lifetime risk of cancer
in the United States is *40%. The most common causes of
cancer death in men are lung, prostate, colorectal, pancreas,
and liver. For women, the most common causes of cancer
death are lung, breast, colorectal, pancreas, and ovary (1). As
will be discussed next, QSOX1 is overexpressed in several
malignancies, especially breast and pancreatic carcinoma.

Diagnosis of the most common types of solid malignant
tumors is based on detection through imaging and biopsy.
Radiological imaging includes X-rays tests (e.g., computer-
ized tomography scan, mammography), magnetic resonance
imaging, or ultrasound (e.g., transrectal ultrasound of the
prostate) and FluoroDeoxyGlucose-Positron Emission
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Tomography scanning (24). Alternatively, cancers may be
detected by visual inspection such as through endoscopy
(colorectal cancer) or physical examination (e.g., melanoma)
(32). Confirmation of diagnosis, ultimately, requires tissue
sampling such as via surgical excision, endoscopic biopsy, or
image-guided needle biopsies. The diagnosis of cancer is
made histologically by morphologic characteristics of the
cells, their nuclei, staining pattern, production of certain
protein antigens (demonstrated by immunohistochemistry
[IHC]), or, even more recently, direct demonstration of cer-
tain gene mutations (11).

The treatment of cancer relies on the elimination of ma-
lignant cells from the body. For a contained neoplasm, this
may be accomplished by surgical resection. The complexity
of the surgical procedure is very much dependent on the
location and size of the tumor (64). Even when the primary
tumor is resected, individual tumor cells may have already
circulated hematogenously and seeded other tissues, result-
ing in microscopic unknown metastases. This aspect of tumor
biology makes cure unlikely and recurrences common. Many
patients at presentation are not surgical candidates usually
due to metastasis, observed by imaging. Lymph nodes, liver,
lung, brain, and bones are common sites of metastasis. For
these patients, options include chemotherapy and radiation
therapy, which may be given preoperatively or as sole ther-
apy. The most commonly used chemotherapeutic agents
target rapidly dividing cells and induce breaks or other
damage to tumor cell DNA, including oxidative stress (54).
Radiotherapy kills cancer cells by damaging DNA and cel-
lular proteins with high energy photons or particles (3). Both
chemo and radiotherapy may be given to treat unresectable or
recurrent disease, or be used in conjunction with surgery to
increase the chance of cure (37). Although many chemo-
therapeutic drugs induce oxidative stress, the anti-oxidant
response in tumor cells, and especially cancer stem cells, may
make them less sensitive to radiotherapy (26, 45, 66). In
addition, chemo and radiotherapy have suboptimal specific-
ity for tumor cells, and many normal cells are damaged, es-
pecially the rapidly dividing cells of the bone marrow,
gastrointestinal (GI) tract, and hair follicles. This fact leads to
the toxicities of these modalities, limiting their effectiveness.

More recently, new therapies have been developed that are
designed to inhibit specific tumor enzymes (11) or block the
action of growth factors (50). Approaches to targeting spe-
cific proteins have included the rational development of en-
zyme inhibitors or the generation of monoclonal antibodies.
Examples of small chemical inhibitors include the tyrosine
kinase inhibitors, which were initially developed to treat
leukemias. The initial example was imatinib mesylate, which
competes for the ATP binding site on the kinase enzyme (e.g.,
bcr-abl, cKIT), thus preventing phosphorylation of tyrosines
on the target protein (25). The tyrosine kinase inhibitors have
revolutionized the treatment of not only leukemia, but also
renal cell carcinoma, neuroendocrine tumors, and GI stromal
tumors. Other examples of targeted enzyme therapy for
cancer include the mammalian target of rapamycin inhibitors
for breast and renal cell cancers (everolimus, temsirolimus)
(2, 55), the tyrosine kinase inhibitor regorafenib for colo-
rectal cancer (33), and aromatase inhibitors, which decrease
the production of estrogen and are used to treat estrogen
receptor (ER)-positive breast cancer (61). Examples of
monoclonal antibodies used to target a specific protein

include bevacizumab, which targets vascular endothelial
growth factor (VEGF), cetuximab and panitumumab, which
bind epidermal growth factor receptor (EGFR) (colorectal
cancer) (83), and trastuzamab, which targets human EGFR-2
and is used in HER-2 positive breast cancer (75).

It is apparent that cancers arise due to a series of genomic
DNA mutations, leading to the expression of pro-tumor genes
(oncogenes) or the inhibition of tumor suppressor genes (4).
Some of the genes are heritable, leading to kindreds with high
rates of malignancies such as of the breast (BRCA1,
BRCA2), colon (APC), and others (28). However, the vast
majority of cancer occurs due to spontaneous mutations in
DNA and is not heritable. Some of these mutations are in
DNA repair genes. When these genes are silenced through
mutations, other mutations may rapidly accumulate in the
cell, resulting in genetic instability (65). Another recently
described mechanism is the methylation of DNA in tumor
suppressor gene promoter regions, leading to the silencing of
tumor suppressor genes and resulting in carcinogenesis (4).

Although cancer is a genetic disease, the downstream re-
sult of mutations in DNA affects the types and quantities of
proteins made. These proteins may confer advantages to the
cancer cell, resulting in tumorigenesis. For example, if pro-
moter activation results in the overexpression of genes and
the over-production of growth factor receptors such as EGFR,
this may result in rapid cellular proliferation of the cancer
cells (77). If proteins are produced that affect cell adherence,
extracellular environment, and it affects orientation com-
pared with neighboring cells, an epithelial cell may become
more mesenchymal (epithelial to mesenchymal transition
[EMT]) and migrate from its proper location (8, 13, 15, 16,
69) All of this results in the cancer phenotype: uncontrolled
growth, lack of contact inhibition, immortalization, invasion
of adjacent tissues, and metastasis. Nonmalignant cells are
contact inhibited; they will stop growing once the surface on
which they are growing becomes confluent. Cancer cells will
continue to grow piling up on each other. Nonmalignant cells
in culture also are also subject to the Hayflick limit, or the
number of times a cell will divide before undergo pro-
grammed cell death (apoptosis). Cancer cells will divide in-
definitely and are, thus, immortal.

Recently, the ECM has been recognized to be critically
important for the function of both normal and cancer cells.
The ECM consists of a mixture of structural and functional
proteins forming a protecting and nurturing lattice around the
cells (86). In normal tissues, fibroblasts produce these pro-
teins, which include collagens, cadherins, integrins, and
others. Cancer cells also produce and rely on the ECM for
protection from the immune response and for cellular sig-
naling by functionally modifing local micro-environments
(48). Cancer cells migrate through the ECM in the process of
local invasion. They induce the deposition of ECM proteins
and adhesion molecules to form fibrous capsules around them
in a process called desmoplasia. Adhesion molecules in the
ECM may have a role in clinical chemotherapeutic drug re-
sistance (14). The composition of the ECM may be different
in different tissues, explaining why some cancers spread
(metastasize) to certain organs but not others (colon cancer
spreads to the liver but rarely to the bones, while prostate
cancer spreads to the bones but rarely to the liver) (14).
Cancer cells may alter their local environment through the
direct secretion of proteins, enzymes, and (directly or
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indirectly) growth factors. This extracellular environment
has increasingly been recognized as a potential target for
cancer therapy. For example, in metastatic colorectal cancers,
VEGF is secreted, which stimulates the growth of new blood
vessels feeding the tumor. Thus, the development of the
VEGF-inhibitor bevacizumab is considered vital for cancer
therapy (50). It is apparent that by targeting the ECM, in-
cluding enzymes secreted into the ECM, new effective cancer
treatments may be developed (80).

In this review, we will describe the enzyme QSOX1 and
discuss its emerging role in carcinogenesis. We will review
the evidence that QSOX1 is a key enzyme involved in a
tumor’s ability to modify the ECM and that these functions
enable the tumor to communicate with and/or modify its
environment at the tumor-stroma interface, resulting in in-
vasion and subsequent growth of the tumor. Finally, we will
propose QSOX1 as a potential therapeutic target to treat
cancer. In considering the role of QSOX1, several oncolog-
ical principles should be kept in mind. These include the
shortcomings of current nonselective chemo and radio-
therapeutic modalities, the importance of the ECM in carci-
nogenesis, the role of oxidative stress in both carcinogenesis
and resistance to therapy, and the importance of the rational
development of targeted inhibitors of key enzymes as new
treatments for cancer.

Brief History of QSOX1

In 1993, Coppock et al. identified two novel cDNA clones
from the WI38 fibroblast cell line that were up-regulated as
the cells transitioned from logarithmic growth to quiescence
(21). Coppock named the two clones, quiescins ‘‘Q6’’ and
‘‘Q10.’’ Two related mRNAs represented Q6 and are now
called QSCN6 or QSOX1 long (QSOX1-L, also called
QSOX1a) and short (QSOX1-S, also called QSOX1b) splice
variants. Coppock reported that QSOX1 expression corre-
lated with (i) exit from the cell cycle into G0, (ii) cell:cell
contact, and (iii) disruption of cell adherence. Interestingly,
he did not find that the transformation of fibroblasts with
SV-40 increased QSOX1 expression. This conflicts with more
recent data, including our own in which another tumorigenic
virus, Epstein-Barr virus (EBV), transformed B cells, causing
them to over-express QSOX1, while the same donor’s non-
adherent lymphocytes do not. In light of recent findings that
QSOX1 is over-expressed in multiple tumor types, it is re-
markable that QSOX1 was first identified in quiescent fibro-
blasts, as tumor cells are anything but quiescent.

Subsequently, Coppock determined the sequence and ge-
nomic location for QSOX1 in 1998 (20). QSOX1 is located
on chromosome 1q24 and is an ancient gene fusion from
thioredoxin (TRX) and ERV1, a yeast sulfhydryl oxidase
(20). Bioinformatic searches revealed a signal sequence-
suggesting secretion, but no KDEL endoplasmic reticulum-
retention sequence, despite subsequent findings of QSOX1
localization in the ER and, more recently, in the Golgi (44,
82, 85). QSOX1 homology domains with sequence similarity
to protein disulfide isomerase (PDI) were identified at the
N-terminus of the protein followed by one functional and
one nonfunctional TRX domain. ERV1/ALR (73) catalytic
domains near the C-terminus drive the catalytic function of
QSOX1 that participate in disulfide shuttling between
QSOX1 and its client proteins. Evolutionary trees con-

structed by Coppock et al. suggest that the QSOX1 gene
fusion occurred over a billion years ago. Importantly, the
sequence analysis demonstrated CxxC motifs in the TRX1
and ERV1/ALR domains that are critical for QSOX1 enzyme
to oxidize thiol groups in proteins. The presence of CxxC and
ERV1/ALR domains provided the first clue that QSOX1
was a sulfhydryl oxidase involved in protein folding and led
Lisowsky’s group to find that ERV1, similar to QSOX1, was
a flavin-linked sulfhydryl oxidase (20)

While Coppock’s group was determining the nucleotide
sequence of QSOX1, in 1996, Colin Thorpe’s laboratory
began to isolate and enzymatically characterize a flavin
adenine dinucleotide (FAD)-dependent sulfhydryl oxidase
from chicken egg white (35, 38–42, 70, 82). In an elegant
series of experiments, Hoober et al. purified an FAD-containing
sulfhydryl oxidase (QSOX1) from a large quantity of chicken
egg white. Hoober et al. demonstrated that QSOX1 oxidizes
small molecules such as dithiothreitol and glutathione as well
as larger proteins with multiple thiols such as ovalbumin,
insulin, RNAse A, and lysozyme. Using a combination of
anti-Q6 antibodies from Coppock’s group and early MALDI-
TOF studies, Hoober and Thorpe’s egg white sulfhydryl
oxidase was shown to be immunologically related and, ulti-
mately, identical to quiescin Q6 (QSOX1) Even at this early
stage in the characterization of QSOX1, Hoober et al. sug-
gested the involvement of QSOX1 in the ECM (38). Se-
quence analyses and biochemical studies then probed the
roles of CxxC and the domains in QSOX1 catalysis, leading
to the identification of active domains and (5, 22, 35, 38, 82).

QSOX1 Structure and Enzymatic Activity

Crystal structures of a truncated human (6) and intact
murine and trypanosomal QSOX1 (5) were solved by the
Fass group. These structural studies revealed a PDI-like
oxidoreductase region containing TRX domains at the N-
terminus of the protein. Near the C-terminus, the isoalloxa-
zine ring in FAD was shown to bind to QSOX1 sandwiched
between a3 and a4 helices, just distal to an active CxxC
disulfide site, similar to Erv1/ALR. The primary difference
between FAD binding to QSOX1 and ERV is that the binding
site is more accessible in QSOX1.

Structural studies often reveal clues for potential protein
function. Since QSOX1 is the only known sulfhydryl oxi-
dase with both disulfide-generating and disulfide-transferring
capabilities, it is instructive to learn how the enzyme ac-
complishes disulfide relays. From the QSOX1 structure re-
ported by Alon et al. (5), major conformational changes in
the enzyme likely occur during disulfide relay. Alon et al.
reported that the CxxC sequence in the first TRX domain at
the N-terminus moves into close proximity to the second
CxxC in the ERV1 domain during disulfide shuttling using
DTT as a substrate, providing a structural basis for the
benefit of gene fusion between TRX and ERV domains and
enhancing the redox activity and efficiency in a single cat-
alytic protein (5). As predicted by Heckler et al. (35), mu-
tagenesis studies have shown that the third CxxC motif in
QSOX1 is not essential for sulfhydryl oxidase activity (49).
It would be highly informative to perform structural studies
using native reduced protein as a substrate to learn how
QSOX1 generates and transfers disulfides as a protein is
folded.
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Enzymatically, QSOX1 was shown to introduce disulfide
bonds into proteins with a high efficiency (Km = 110–
330 lM/thiol) and to prefer protein substrates rather than
small mono- and di-thiol containing molecules (40–42).
QSOX1 also cooperates with PDI during protein folding. A
provocative model proposed by the Thorpe group that con-
tinues to hold is that QSOX1 indiscriminately oxidizes un-
folded protein thiols in the ER (and Golgi), while partially
reduced PDI iteratively re-folds proteins into a functional,
native state via redox shuffling (30, 40). This cooperative
interplay between PDI and QSOX1 also likely involves re-
duced glutathione in the ER (71) to keep PDI partially re-
duced. Ultimately, disulfide exchanges among the CxxC
motifs reduces FAD, producing dihydroflavin, followed by a
reduction of molecular oxygen to form hydrogen peroxide as
the protein is folded (Fig. 1).

QSOX1-S and–L are composed of identical sequences
until the middle of the 12th exon in which the short form
splices out 733 base pairs in exon 12 and splices into exon 13
(also called exon 12c), terminating after two amino acids,
encoding a 604 amino acid protein without a transmembrane
region contained in the 733 bp region. The long form is a 747-
amino-acid protein that includes most of exon 12, including
the transmembrane region. Soloviev et al. recently reported
the existence of seven additional RNA splice variants
(QSOX1c-i), but it is not known whether any of them are
translated (78). QSOX1 variants f, g, h, and i truncate very
early, making them unlikely to have function if translated.
However, if QSOX1c, d, and e are translated, it is possible
that they would have sulfhydryl oxidase activity because they
contain the ERV/ALR-FAD binding domain for the reduc-
tion of molecular oxygen to hydrogen peroxide.

QSOX1 Protein Expression: Tumor Versus Normal

Experiments by Bulleid’s group have recently shown that
QSOX1-L is proteolyzed and secreted into the ECM, despite
the existence of a transmembrane domain in QSOX1-L (74).
QSOX1-L was proteolytically cleaved within the ectodomain
of the protein, leaving the transmembrane domain associated
with the cell while the ectodomain was released extracellu-
larly into the medium. Further, Bulleid and colleagues sug-

gest secreted QSOX1-L and–S form dimers such that
QSOX1-L regulates the amount of QSOX1-S secreted by the
cell. It should be noted that QSOX1-S is highly over-
expressed compared with QSOX1-L in all tumor cell lines
tested to date (see Fig. 3, below). Therefore, some excess
QSOX1-S that is not dimerized with cleaved QSOX1-L
should be secreted from tumor cells and into the ECM or
into circulation. In addition, it is unclear how the
NEQEQPLGQWHLS peptide from QSOX1-L reported by
our group (7) is cleaved from QSOX1-L just upstream of the
cleavage products reported by Bulleid and colleagues.

In 2004, Tury et al. demonstrated QSOX1 protein ex-
pression in rats in the anterior lobe of the pituitary (adeno-
hypophysis) and that its expresson was regulated by
estrogens. RNA expression profiling showed that QSOX1
mRNA was very high in placenta and comparatively less high
in the lungs (22). More recent histologic studies in the em-
bryonic mouse suggest that QSOX1 protein expression ap-
pears in developing fetal tissue, which is consistent with the
idea presented later in this review that QSOX1 is involved in
tissue remodeling, invasion, and metastasis (68). In 2009, we
performed IHC using anti-QSOX1 antibodies (Proteintech)
to determine whether QSOX1 was over-expressed in pan-
creatic tumor tissues resected from patients with pancreatic
cancer. We found that QSOX1 protein was highly over-
expressed in tumor cells, but not in adjacent normal tissue,
including stromal fibroblasts, macrophages, and infiltrating
lymphocytes (7, 47). Others have performed IHC on non-
cancer tissues and reported QSOX1 expression in tissues and
cells with high secretory loads such as apocrine glands in
skin, pancreatic islets, parotid glands, and intestine in co-
lumnar epithelia (82).

The apparent differences in QSOX1 protein expression
between normal and tumor tissues may simply lie in the fact
that normal tissues were antibody stained without the pres-
ence of tumor in the tissue section or slide. When staining
tissue sections containing tumors, normal tissue containing
stromal fibroblasts, macrophages, and infiltrating lympho-
cytes is almost always present in a section. Therefore,
QSOX1 protein expression can be compared in tumor cells
and adjacent normal stroma. For example, we have never
seen pancreatic islets express QSOX1 when staining a tissue

FIG. 1. Cartoon of quiescin sulfhydryl oxidase 1 (QSOX1)-L, a 747 amino acid sulfhydryl oxidase. Thioredoxin
domains are labeled TRX1 and TRX2. TRX2 does not contain CxxC. ERV/ALR domains (amino acids 396–503) contain 2
CxxC sequences and an FAD-binding domain. FAD binds between the a3 and a4 helices in the QSOX1 protein structure.
NEQEQPLGQWHLS peptide is shown (amino acids 631–643) along with the transmembrane domain (amino acids 710–730).
QSOX1-S is 604 amino acids and identical in sequence except for amino acids 603 (leucine) and 604 (isoleucine). Molecular
oxygen is shown as being reduced by QSOX1 to H2O2 as disulfides are formed in the protein. FAD, flavin adenine
dinucleotide. To see this illustration in color, the reader is referred to the web version of this article at www.liebertpub.com/ars
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section containing ductal adenocarcinoma of the pancreas
(Fig. 2). Since tumor cells express QSOX1 at such high
levels, the stain is removed after a few minutes, leaving any
cells that express relatively low levels of QSOX1 unstained.
In contrast, one might leave the substrate to stain a tissue
section without tumor for a longer period of time if ex-
pression is weak. Figure 2 illustrates lack of expression of
QSOX1 from a tissue microarray (TMA) of the pancreas
without tumor cells (left) compared with another tissue
punch containing tumor cells from the same TMA slide.
Further support of this idea comes from Soloviev et al., who
found that QSOX1 was one of four highest ranked genes
expressed in SAGE cDNA databases from breast cancer
patients that was not expressed in normal breast SAGE
databases (78). Therefore, while QSOX1 transcript may be
present, the level of QSOX1 protein produced in nonma-
lignant cells—even in cells with a high secretory load such
as islet cells in the pancreas—is much less than what tumor
cells produce.

Tumor Biology of QSOX1

One of the first reports associating QSOX1 and cancer was
indirect. Hellebrekers et al. were studying epigenetically si-
lenced genes in endothelial cells derived from tumors (36).
They found that QSOX1, clusterin, and fibrillin 1 were sup-
pressed during angiogenesis. In this study, knockdown of
QSOX1 using short hairpin RNA resulted in an increase in
endothelial cell sprouting. If Hellebreker’s findings are cor-
rect, an unanswered question is how QSOX1 expression is
connected to the suppression of angiogenesis, especially
when QSOX1 appears to be involved in invasion (44, 46, 47).
It is likely that different mechanisms are required for invasion
and growth at a metastatic site, so one explanation could be as
follows. QSOX1 may help tumor cells invade through a
basement membrane and gain access to the bloodstream, but
once circulating tumor cells intravasate back into a tissue and
begin to grow at a metastatic site, QSOX1 is no longer re-

quired and so its expression is turned off, enabling an an-
giogenic phenotype to emerge. No group has followed up on
this finding to date.

Another puzzling study was reported by Morel et al. (56).
Although breast cancer cells naturally over-express QSOX1,
Morel et al. engineered MCF-7 to over-express guinea pig
QSOX1. After treating MCF-7 cells engineered to over-
express guinea pig QSOX1 with hydrogen peroxide, QSOX1
was reported to be elevated and protected the cells against
oxidative stress-induced apoptosis. This report is curious for
two reasons. First, malignant breast cancer cell lines and
tumor tissue already over-express human QSOX1 (47, 78),
and second, hydrogen peroxide is naturally produced as a
result of the enzymatic activity of QSOX1 as shown by
Thorpe and colleagues (40, 41, 82). It is not known that
QSOX1 is involved in a positive feedback loop in which
hydrogen peroxide induces QSOX1 to be expressed, which
produces more hydrogen peroxide via the enzymatic activity
of QSOX1.

In gene expression profiling experiments using laser cap-
ture microdissection of human prostate cancer tissue, Song
et al. showed that RNA expression of QSOX1 and clusterin
were elevated when Nkx3.1 was down-regulated (79).
Nkx3.1 is a homeodomain transcriptional regulator and tu-
mor suppressor gene in prostate cancer (10, 53). Nkx3.1
expression is decreased during prostatic hyperplasia and
prostatic intraepithelial neoplasia (PIN) in mouse models of
prostate cancer and in humans (34). This inverse relationship
between the Nkx3.1 transcriptional regulator and QSOX1
could suggest that QSOX1 plays an important role early in
driving human prostate tumorigenesis from prostatic hyper-
plasia to PIN to stromal invasion. Hence, over-expression of
QSOX1 may play a role earlier than previously thought in
prostate cancer. Experiments to follow up on this observation
are warranted.

QSOX1 may also contribute to genetic instability. Since
QSOX1 produces hydrogen peroxide as a result of its enzy-
matic activity, the over-expression of QSOX1 makes the

FIG. 2. QSOX1 expression in normal pancreatic tissue (left) and pancreatic tissue containing tumor from a patient
with ductal adenocarcinoma of the pancreas. Immunohistochemical staining for QSOX1 protein expression was per-
formed on the same tissue microarray slide using the same reagents, same incubation, and same development times. Two
tissue punches were stained for QSOX1 as reported in Antwi et al. (7). If a cell produces QSOX1 protein in a tissue, anti-
QSOX1 antibodies will detect it (stain it). The bound anti-QSOX1 antibodies are then detected with goat anti-rabbit IgG
coupled to horseradish peroxidase enzyme. When a substrate (3-3¢-diaminobenzidine, DAB) is added, QSOX1 expression is
observed as brown staining. QSOX1 expression was uniformly associated with tumor cell cytoplasm.
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cellular microenvironment highly oxidative, containing re-
active oxygen species (ROS). This oxidative cellular envi-
ronment triggers the production of glutathione/glutathione
reductase, thioredoxin reductase, and superoxide dismutatse
anti-oxidant responses. It is well known that ROS cause ad-
ducts in DNA and that these adducts may lead to genomic
mutations, especially if DNA repair mechanisms are not
functional (12). However, ROS also affects a multitude of
cellular functions [reviewed in (63)] including transcription
factor activation (31, 59, 76), intracellular signaling (18, 81,
84), cell cycle (19), motility (62), and anoikis (63).

Since ROS are toxic, cells should detoxify them to function
and survive. Tumor cells, however, can utilize this oxidative
environment. Oxidation of pro-growth signaling molecules
such as Src, Akt, and Erk kinases drives cell survival and
helps escape death pathways. For example, oxidatively ac-
tivated Src enables ligand-independent phosphorylation of
EGFR, leading to downstream activation of ERK and Akt,
pro-survival signals. Activated ERK and Akt constitutively
phosphorylate Bim, a pro-apoptotic protein, leading to its
degradation by the proteasome (63). It remains to be seen
which pathways and specifically how the activity of QSOX1
affects tumor cell growth, invasion, and metastasis. Since the
subjects of tumor cell growth and metastasis through redox

signaling have been extensively reviewed by Pani et al. (63),
we will not provide an in-depth review of redox mechanisms
and tumor cell growth. Rather, we will continue to review the
potential role of QSOX1 in cancer.

In 2009, we reported finding a 13-mer peptide from
QSOX1-L, residues 631–643 (NEQEQPLGQWHLS), in
plasma from patients with pancreatic ductal adenocarci-
noma that was not present in plasma from control donors (7).
This peptide was found to be stable in whole blood for 24 h.
Levels of the QSOX1-L peptide ranged between 7.1 and
156.6 ng/ml, while peptide levels in plasma from control
individuals ranged from 3.6 to 13.4 ng/ml (7). QSOX1-L
peptide has not yet been reported to be present in plasma from
patients with other malignancies; however, if the tumor bi-
ology of QSOX1 is similar among different cancers, one
would expect to find this peptide in plasma. Since this tumor-
derived peptide circulates in blood from cancer patients, it
could have utility as a blood-based biomarker.

In the same report by Antwi et al., IHC of pancreatic cancer
patients’ tumors demonstrated that QSOX1 parent protein was
over-expressed, making a direct connection between the pres-
ence of peptide in plasma and over-expression of the parent
protein in tumors. Expression was typically confined to the
cytoplasm or organelles within the cytoplasm of tumor cells,
while QSOX1 protein was not detected in adjacent stromal
cells and infiltrating lymphocytes. QSOX1-S and–L over-
expression was also observed in pancreatic cancer cell lines,
CFPac-1, Panc-1, and BxPC3, but not expressed in peripheral
blood mononuclear cells (PBMC) by Western blot analysis (7).

Subsequent studies on the spectrum of QSOX1 expression
among cell lines representing different histological types of
tumors suggest that both long and short splice variants of
QSOX1 are over-expressed in multiple tumor cell types, in-
cluding vaginal, uterine and cervical, colon, intestinal epi-
thelial, and even common mouse tumor cell lines such as 4T1
(breast), 3LL (lung), and B16 (melanoma), shown in Figure
3. Although PBMC do not show QSOX1 protein expression,
B cells from the same donor PBMC transformed with EBV
show strong QSOX1 expression (arrows in Fig. 3, arrows).
Since EBV-transformed B cells can form tumors in immu-
nodeficient animals, it is tempting to hypothesize that
QSOX1 over-expression is a marker of tumorigenesis.

On finding that QSOX1 was over-expressed in multiple
types of cancers, but not in resting PBMC, the question arose
as to whether QSOX1 was simply a marker of proliferation
similar to Ki-67. To address this question, we exposed PBMC
to phytohemagglutinin (PHA), a lectin that causes lympho-
cytes to rapidly proliferate into leukemia-like blasts. As
shown in Figure 4, PHA-treated PBMC only weakly express
QSOX1 compared with the pancreatic tumor cell line BxPC3.
Moreover, QSOX1 is very weakly expressed in cell lines that
are unable to form tumors in immunodeficient mice (MCF-
10A and HPDE6) compared with malignant tumor cell lines
MCF-7, BT549 (breast), and BxPC3 (pancreas) (Fig. 4).
Taken together, QSOX1 expression in EBV-transformed B
lymphoblastoid cells along with weak or lack of QSOX1
expression strongly suggest that QSOX1 is likely to be a
marker of tumorigenesis, not simply proliferation.

In 2011 and 2013, we reported that QSOX1 plays a role in
pancreatic and breast tumor cell growth and invasion in vitro
(46, 47). We also demonstrated that QSOX1 affects the pro-
teolytic activity of matrix metalloproteins (MMP-2 and -9)

FIG. 3. Western blot analysis of QSOX1 expression in
tumor cell lines. Cytoplasmic lysates were made from
*5 million cells growing in culture. 20 lg of whole cell
lysates were subjected to sodium dodecyl sulfate-poly-
acrylamide gel electrophoresis (SDS-PAGE) followed by
transfer to polyvinylidene fluoride (PVDF) membrane and
probed with polyclonal anti-QSOX1 antibodies (Proteintech,
catalog # 12713-1-AP). Starting left to right from the molecular
weight ladder, the first 4 cell lines (V19I-sA2) were immor-
talized by human papilloma virus E6 and E7 oncogenes (kind
gift from Dr. Melissa Herbst-Kralovetz). Tissue origins of the
cell lines are as follows. V19I is a vaginal epithelial; 3ECI is an
ectocervical epithelial; and A2 &sA2 are endocervical epi-
thelial tumor cell lines. CaCo is colon cancer; HEC-1A is
uterine epithelial; and INT 407 is an embryonic intestinal cell
line. EBV ND111 and ND111 (PBMC) are from the same
donor, indicated by arrows except that ‘‘EBV ND111’’ is an
EBV-transformed lymphoblastoid cell line (B-LCL). MCF-
10A is a nontumorigenic breast cell line, and BxPC3 is a pan-
creatic cell line from a malignant ductal adenocarcinoma. 4T1,
3LL, and B16 are murine breast, lung, and melanoma tu-
mor cell lines, respectively. To see this illustration in color,
the reader is referred to the web version of this article at
www.liebertpub.com/ars
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secreted by tumor cells. Using short hairpin RNA in a lenti-
viral vector, QSOX1 was stably knocked down in pancreatic
and breast tumor cell lines. Tumor cells in which QSOX1 was
silenced grew at less than 30% the rate of controls. Further-
more, QSOX1-silenced tumor cells were prevented from
invading through the Matrigel basement membrane in mod-
ified Boyden chamber assays. As proof that QSOX1 played
an important role in invasion, the addition of recombinant
QSOX1 protein to the media rescued the invasive phenotype
of shQSOX1-transduced breast tumor cell lines (47). Me-
chanistically, silencing QSOX1 decreased MMP proteolytic
activity, but not MMP mRNA in both pancreatic and breast
tumor cell lines.

Affymetrics gene expression data from 1881 molecularly
typed cases of breast cancer was used to create a web-based
database called Gene expression-based Outcome for Breast
cancer Online (GOBO). We also utilized this publically
available tool to demonstrate that luminal B breast cancer
patients whose tumors overexpress QSOX1 have very poor
overall and relapse-free survival (47). Pathologically, stron-
ger QSOX1 protein expression was associated with higher
grade tumors that were ER-positive and Her-2 and cytoker-
atin 5/6 negative. These data suggest that QSOX1 is an in-
dependent predictor of poor clinical outcome. Collectively,
our pancreas and breast publications suggest that QSOX1 is
associated with and may produce poorer outcomes in patients
with cancer.

Controversy Over Tumor Biology

One report by Pernodet et al. (67) is contrary to our find-
ings in breast and pancreas cancer as well as contrary to other
groups that share our position (44, 78). Pernodet et al. per-
formed quantitative RTPCR on mRNA from an internal set of
invasive ductal carcinomas of the breast and concluded that
QSOX1 expression was lower in patients with ‘‘perjorative
prognostic factors.’’ Other results from this report suggest
that silencing QSOX1 expression enhances growth in vivo
and invasion in vitro of MB-231 breast carcinoma, while
over-expressing QSOX1 enhances growth and invasion
in vitro in MCF-7 cells. The data in this report are difficult to
interpret and the experiments not well controlled. For ex-
ample, IHC figures in Pernodet are very difficult to interpret
due to the lack of staining tumor and normal tissue on the
same slide. Furthermore, the IHC pictures are out of focus.

Pernodet et al. also did not also consider molecular classifi-
cations of tumors in their mRNA analysis, nor were their cell
lines certified, which may explain some of the disparate
findings. Since experimental results from Pernodet et al. and
Katchman et al. are nearly polar opposites, an editorial drew
attention to the preponderance of data favoring Katchman
et al., but clearly called for clarification of the discrepancy in
the literature (23).

Two other publications support QSOX1 as an indicator of
poor relapse-free and overall survival in cancer. First, Solo-
viev et al. reported that QSOX1 mRNA is up-regulated in
grades 2 and 3 breast cancer, but decreased in grade 1 breast
carcinomas (78). They also corroborated that QSOX1 is in-
dependent of Her-2 expression as a predictor of aggressive
disease and poor outcome. Second, Ilani et al. recently re-
ported that QSOX1 activity is required for the proper incor-
poration of laminin into the ECM of fibroblasts (44). As a
result, the migration of lung tumor cells across a layer of
fibroblasts was attenuated when fibroblasts were silenced
from expressing QSOX1. These findings support and com-
plement our pancreas and breast cancer reports that QSOX1
plays an important role in tumor cell invasion. Given the
importance of the ECM in cancer and the interplay between
tumors and stroma, a study of the role of QSOX1 in the ECM
promises to yield important findings in the near future.

Why Do Tumor Cells Over-Express QSOX1?

Our laboratory and the Fass laboratory have begun an-
swering the question of why tumor cells over-express
QSOX1. The Fass group recently reported that QSOX1 was
required for the incorporation of laminin into the ECM of
fibroblasts. Moreover, lung tumor cell invasion across a fi-
broblast monolayer was attenuated when QSOX1 protein was
blocked with an antibody or if it was silenced with shRNA.
These findings indicate that QSOX1 is active in the ECM,
likely at the tumor-stroma interface. Our data demonstrate
that silencing QSOX1 in tumor cells suppresses their ability
to invade across Matrigel, an artificial basement membrane.
The exogenous addition of recombinant QSOX1 to the
QSOX1-silenced tumor cells rescued their invasive phe-
notype. Mechanistically, we demonstrated that QSOX1
post-translationally activates MMPs. Since MMPs degrade
basement membranes during the metastatic cascade, QSOX1
is likely to play a major role in invasion and metastasis.

FIG. 4. QSOX1 is a marker of tumorigenesis, not proliferation. One million PBMCs were either untreated or stim-
ulated with phytohemagglutinin (PHA) for 3 days. Cell lysates were prepared and protein concentrations were normalized
such that 20 lg of each cell lysate was added to each lane of an SDS-PAGE gel. Electrophoresed proteins were transferred
to PVDF membrane and probed with Protein Tech polyclonal anti-QSOX1 antibodies as described in Figure 3.
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In addition to providing tumor cells with the advantages of
enhanced growth and invasion, QSOX1 may be up-regulated
in tumors- because they produce excess protein for the rea-
sons diagrammed in Figure 5 under ‘‘Nuclear Damage.’’
Excess protein production requires enzymes involved in
protein folding such as heat shock proteins [reviewed in (57)]
and PDIs. PDIs are particularly interesting with regard to
QSOX1, because the enzymes perform similar redox func-
tions. As mentioned earlier, QSOX1 is considered as gener-
ating disulfide bonds indiscriminately in proteins as they are
produced in the ER, while PDI corrects and re-shuffles mis-
paired disulfides resulting in proper disulfide pairings. While
QSOX1 and PDI cooperate to fold a wide range of proteins,
PDI is not a substrate of QSOX1 despite the fact that PDI
contains multiple CxxC motifs with free thiols in reduced
form (71). Neither QSOX1 nor PDI are efficient in folding
proteins independent of each other. This finding is surpris-
ing, because (i) both proteins reside in the ER and pre-
sumably shuttle disulfides in the same proteins, and (ii) it

suggests that QSOX1 prefers some substrates compared
with others. In addition, PDI and QSOX1 expression do not
significantly correlate with each other in any cell line from
the NCI-60 (72).

As mentioned earlier and depicted in Figure 5, most tumors
have genetic aberrations ranging from point mutations in
signaling molecules or growth factor receptors to chromo-
somal rearrangements in which large sections of chromatin
from different chromosomes break during cell division and
reattach in the wrong places (translocations and inversions).
This sometimes juxtaposes growth factors or kinases down-
stream of highly active promoter/enhancer regions in chro-
matin. The Philadelphia chromosome translocation t(9:22)
serves as one example in which the Abl1 gene on chromo-
some 22 breaks during cell division and translocates (fuses)
to the bcr gene from chromosome 9. This results in consti-
tutive activation of the Abl1 tyrosine kinase and causes
chronic myelogenous leukemia as well as other types of
leukemias. In nonmalignant cells with diploid chromosomes,

FIG. 5. Proposed model for why QSOX1 is over-expressed. Point mutations may cause kinases to be overactive,
resulting in increased transcription of multiple genes, many of which contain cysteine residues. Hypo- or hypermethylation
of cancer genomes causes areas of the genome that would usually be silent to be transcribed and translated. Chromosomal
instability may occur from defects in centromeres, chromosomal segregation, telomere, and microsatellite instability and
defects in DNA repair. Gene amplification can be caused by DNA polymerase slippage, retrotransposition, and homologous
recombination. Translocations and inversions are caused by aberrant expression of recombinase activating genes, double-
stranded breaks due to environmental factors (reactive oxygen species [ROS]), and improper homologous pairing during
mitosis. Aneuploidy results from multiple cell divisions in which chromosomes are improperly replicated and unstable such
that chromosomes are improperly segregated during mitosis. The transcription of multiple splice variants may occur as a
result of a dysregulated aneuploid genome, which is hypomethylated, and genes are amplified, or a protein encoding gene is
translocated downstream of an actively transcribed region of the genome (58). To see this illustration in color, the reader is
referred to the web version of this article at www.liebertpub.com/ars
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normal levels of transcription and translation occur, resulting
in the expression of about 10,000 genes, depending on the
cell type. However, most tumors are aneuploid with highly
unstable chromosomes exposed to transcriptional machinery,
resulting in aberrant RNA transcripts. This relaxed tran-
scriptional and translational control provides ample oppor-
tunity for the tumor cell to translate many missense irregular
proteins. If gene amplification occurs in a region of DNA
containing a growth factor receptor, the number of growth
factor receptors per cell would be increased, resulting in
aberrant cellular proliferation. Hypo- or hypermethylation
may also increase the transcription of oncogenes or decrease
levels of tumor suppressor genes, leading to tumor growth
and the inability of the cell to die. Unlike nonsense mediated
decay, which degrades RNA transcripts with premature stop
codons (43), missense transcripts would be translated into
protein and require disulfide bond formation similar to any
other protein. The extent of missense proteins produced in
tumor cells is not known, but p53 alone has 6 missense mu-
tations (29). In addition, spliceosome machinery is also
known to be dysregulated in cancer (60). This could lead to
thousands of mis-spliced transcripts that produce proteins
which QSOX1 may attempt to fold.

The cause of most genetic mutations is unknown, but ROS,
as mentioned earlier, can damage DNA, leading to mutations
(Fig. 6). Although ROS may induce apoptosis, they have also
been shown to activate oncogenic transcription factors, [re-
viewed in (51)], affect cell cycle by elevating factors that
bind p53 to prevent cell cycle arrest (17), and even mediate
post-translational modifications such as phosphorylation-

dephosphorylation reactions driving second-messenger sig-
naling (27). Importantly, QSOX1-produced ROS may drive
EMT involving inhibition of glycogen synthase kinase-3b
and nuclear translocations of SNAIL (zinc finger transcrip-
tion factor) and b-catenin (62, 63). Unlike epithelial cells,
mesenchymal cells lack apical-basolateral polarity, stable
tight junctions, do not form monolayers, and exhibit migra-
tory and invasive properties. The invasive and migratory
nature of mesenchymal cells is primarily due to loss of cell
surface expression of E-cadherin, up-regulation of N-
cadherin, and modification of cytoskeletal components such
as vimentin and a-smooth muscle actin, which drive cell
motility.

Inflammatory cells produce ROS as a part of their killing
mechanisms. Tumor cells may escape this danger by acti-
vating a motility/invasion program. If QSOX1 is active in the
ECM and producing hydrogen peroxide, as we and others
have reported, ROS produced in the tumor microenvironment
could induce motility in tumor cells. The production of ROS
by QSOX1 in the ECM may mimic this inflammatory effect.

In addition, Arbiser et al. (9) reported that Nox1, a cata-
lytic subunit of the superoxide-generating NADPH-oxidase,
causes malignant transformation of nontumor NIH 3T3 cells
and increases tumorigenicity of the human prostate cell line,
DU-145. Hydrogen peroxide produced by Nox1 also up-
regulated VEGF and VEGF receptor, leading to increased
angiogenesis and MMP activity in tumors in vivo as shown in
Figure 6. Although we have not determined whether H2O2

produced by QSOX1 elicits this activity, this is further evi-
dence that tumor-derived ROS drives important features of
tumorigenesis.

It is logical to hypothesize that other proteins related to the
function of QSOX1 might be elevated in cancer. Using
commercially available antibodies, we did not observe an
over-expression of Erv1/ALR or Ero1 in tumor cells.

Conclusions

It is not surprising that the connection between QSOX1
and cancer was not published until 2007–2008. cDNA ex-
pression arrays performed on the NCI-60 panel of tumor cells
show elevated QSOX1 mRNA in some cell lines, but variable
levels of QSOX1 expression among the same and different
histological types of tumors. QSOX1 RNA levels did not
uniformly stand out among other genes in each of the NCI-60
cell lines (72). This is curious, because nearly every tumor
cell line and fresh tumor tissue we have stained with anti-
QSOX1 antibodies over-expresses QSOX1; while nonma-
lignant cells, such as lymphocytes and MCF-10A, do not.
Further investigation into QSOX1 expression and its effects
on other cellular proteins is warranted.

In addition, tumor biology studies on the ECM and stroma
are very difficult to perform, because it is challenging to
separate the contribution of the ECM from tumor cells and
fibroblasts. Therefore, if the benefit that QSOX1 provides to
tumor cells resides in the ECM, there is more QSOX1-related
tumor biology to discover. Thankfully, early work on the
enzymology was established by Colin Thorpe’s group (71)
and crystal structures are known for QSOX1, reported by the
Fass group (6). If QSOX1 plays an important role in tumor
cell invasion and subsequent metastasis, these early studies
provide a firm foundation on which to continue studying not

FIG. 6. Model for QSOX1-mediated tumor cell inva-
sion. QSOX1 activates matrix metalloproteinases (MMPs)
that are capable of digesting basement membranes (46) and
incorporates laminin into fibroblasts, which facilitates the
migration of tumor cells into the fibroblast layer (44). The
production of H2O2 by QSOX1 may also elicit vascular en-
dothelial growth factor (VEGF) production by tumor cells,
stimulating blood vessel growth into the tumor (62). Taken
together, these events may facilitate tumor cell migration
through stroma and invasion of tumor cells into blood cir-
culation. To see this illustration in color, the reader is referred
to the web version of this article at www.liebertpub.com/ars
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only the tumor biology of QSOX1, but also the study of
QSOX1 as an anti-neoplastic target.
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