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Abstract
The most popular drugs for treating HER2 positive breast
cancer are Trastuzumab or lapatinib. Clinical trials in
recent years have begun where the two drugs are now
being used in combination. Some of the trial results
appear to be promising and the combination therapy
could provide a new way in which to combat resistance to
therapies and improve disease free survival compared to
when either drug is used alone. This article describes the
benefit of targeting HER2 positive breast cancer with
multiple therapies and proposes a novel way in which to
treat the disease; to add an ADAM10 inhibitor to the
Trastuzumab and lapatinib combination.

Introduction
Approximately 20-30% of all breast cancer cases are HER2

positive [1]. HER2 or human epidermal growth factor 2, is a
receptor expressed on the cell surface of breast cells and in
normal situations is important for proper maintenance and cell
growth [2]. However, in breast cancer, HER2 amounts are
amplified so that multiple copies of the growth factor are
expressed [3-5]. Increased expression makes the breast cells
grow and divide in an abnormal way [2].

Currently, there are very specific treatments for HER2
positive breast cancer. Trastuzumab, or Herceptin is an
approved drug developed by Genetech that targets the HER2
protein [6]. Trastuzumab is an antibody that works by binding
to the HER2 on the cell surface, and preventing the HER2 from
sending signals for cell growth [7,8]. Binding of Trastuzumab to
the HER2 also targets the cell for destruction by the immune
system [8].

Lapatinib is also an approved drug for HER2 positive breast
cancer but it targets the HER2 in a very different way than
Trastuzumab [9,10]. HER2 is a receptor on the cell surface but
it is also is a kinase. The kinase activity is necessary in order for
the HER2 to send signals inside and between cells [11,12].
Lapatinib not only targets the HER2 kinase, but also inhibits
epidermal growth factor receptor (EGFR) kinase [13]. EGFR is

also another receptor on breast cancer cells that is often
dysregulated [14].

These two drugs have been used as single agents to target
HER2 breast cancer. However, recently, the two, Trastuzumab,
and lapatinib have been used in combination, and while there
have been some disappointments, many of the results are
promising. Initially, in phase III study EGF104900, women, who
had metastatic breast cancer that had been receiving
Trastuzumab therapy and were HER2 positive, were randomly
assigned to receive lapatinib alone, or lapatinib plus
Trastuzumab. With the combination of drugs, there was a
better outcome in both progression free and overall survival
[15,16], indicating that metastatic HER2 positive breast cancer
may be treated with non-cytotoxic agents.

With these promising results, the combination of lapatinib
and Trastuzumab was also tested in patients with early stage
HER2 positive breast cancer and compared to either agent
alone in the other clinical trials. Women who had previous
therapies, and were also treated co-currently with cytotoxic
agents, before and after surgery, showed no statistically
significant difference for any of the treatment groups [17] in
that the pathological complete response (pCR), meaning that
no active cancer cells had been found, was the same. However,
in two other trials, women who had early stage HER2 positive
breast cancer who had no previous treatments, were given
Trastuzumab, lapatinib, or the combination of drugs followed
by cytotoxic regimens. The pCR rate was significantly higher in
the group treated (51.3%) with dual inhibition as compared to
Trastuzumab alone (29.5%) and there was no significant
difference in pCR between the lapatinib and the Trastuzumab
groups [18,19]. In more recent study, which is ongoing, event
free survival or overall survival, unfortunately, did not differ
between the treatment groups. The lack of finding a significant
difference in the overall survival and event free survival was
attributed to a high response rate. However, the number of
patients obtaining a pCR did increase in the group receiving
the combination therapy, and those that did have a pCR, had
longer event-free and overall survival [19].

The holy grail for cancer therapy is to provide patients with
non-cytotoxic agents that cure their disease. Toward this aim,
women with stage 2 HER2 positive breast cancer were divided
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into two groups: the first group received Trastuzumab alone;
the second group received the dual treatment of Trastuzumab
and lapatinib [20]. Biopsies of the tumors were performed
before and after treatment and the women were categorized
as either having a pCR or minimal residual disease (MRD) if the
tumor was less than 5 mm in diameter. After only 11 days,
many women saw shrinkage of their tumors. Women who
received the combination had an 11% pCR and 17% MRD.
However, women who received Trastuzumab alone, had 0%
pCR and only a 3% MRD [20]. All of these findings, taken
together, indicate that it may be possible to treat HER2
positive breast cancer patients who have early or late stage
detection, with a combination therapy that doesn’t have many
side effects.

One of the main obstacles to Trastuzumab therapy for HER2
positive breast cancer, is that the cancer often becomes
refractory to treatment [21,22]. In order for HER2 to function,
both under normal and pathological conditions, it must be
tethered to the cell membrane and reside on the cell surface.
However, in cancer cells resistant to Trastuzumab, the HER2
receptor is released from the membrane so that it no longer is
present on the cell surface [23]. The process by which it is
released from the membrane is called proteolysis. In
proteolysis, enzymes that physically cut other proteins at
specific sites, are used to cleave and release receptors such as
HER2. Many of the enzymes that cleave other proteins from
the cell surface are members of the ADAM or a disintegrin and
metalloproteinase family [24-26].

ADAM10 is a member of the ADAM family, and one of its
jobs is to cleave HER2 from the cell surface [27]. In many types
of cancer, ADAM10 levels are increased, and this was found to
be the case in breast cancers resistant to Trastuzumab therapy
[28]. ADAM10 processes many proteins from the cell surface,
including members of the EGF ligand family [24,29-33].
Therefore, researchers are actively pursuing drugs that will
inhibit ADAM10 [34-36].

There are currently four known therapeutic agents that have
targeted ADAM10: prodomain of ADAM10 [37]; GI254023 [38];
INCB3619; and INCB7839 [39-43]. The first, generated by
BioZyme, Inc, is a protein therapeutic that is the only known
selective inhibitor of ADAM10 [37]. ADAM family members are
typically expressed as precursor proteins in an inactive state
[44]. ADAM10 is initially made with the N-terminus of the
protein consisting of a region called the prodomain. However,
within the cell, the prodomain is proteolytically removed by
other proteolytic enzymes, and the ADAM10 becomes active
and resides on the cell surface where it cleaves receptors,
cytokines, and growth factors from the membrane [45]. When
researchers prepared the isolated prodomain of ADAM10, they
determined that it was a very specific inhibitor of ADAM10,
and when added to cells, it could prevent the release of
receptors such as HER2 and members of the EGFR family
[37,46]. Furthermore, it could prevent certain tumor cell lines
from growing [34].

GI254023, a Glaxo Smith Kline inhibitor, in contrast, is a
small molecule and while it potently inhibits ADAM10, it also
targets members of a closely related family called the matrix

metalloproteinases (MMP) [38]. GI254023 has been used
extensively to demonstrate that many proteolytic events are
carried out by ADAM10 [47-49]. It has also been used in tumor
cell lines to demonstrate that it can reduce growth rates and
invasiveness of the cells [50]. There is currently no published
data on whether the prodomain of ADAM10, or GI254023
have been tested in animal models.

INCB3619 and INCB7839, discovered by Incyte, are not only
ADAM10, but also ADAM17 inhibitors. ADAM17 is another
member of the ADAM family that also releases receptors,
cytokines and growth factors from the cell surface
[24,51,52,33]. INCB3619 was the first to be tested in a
preclinical cancer model for cancer. In a non small cell lung
cancer tumor animal model, it had efficacy when used alone
or in combination with paclitaxel [39]. Subsequently, it was
used alone and in combination with gefitinib or paclitaxel in
breast tumor animal models where it showed promise and it
had no overt toxic side effects [40,41].

In a preclinical animal model, the combination of INCB7839
with Trastuzumab was more beneficial than either agent alone
[53]. In addition, INCB7839 was also tested either alone or in
combination with lapatinib in animal models [42]. Again, the
combination therapy was better than single agents. There are
several rationales as to why an ADAM10 inhibitor proves to be
synergistic with Trastuzumab or lapatinib therapies. Much of
the regulated signaling in cells is done by cell surface receptors
such as HER2. Once it is shed, it is no longer available on the
cell surface for Trastuzumab or lapatinib to bind. This
phenomenon, where cell surface receptors are shed, so that
antibody type therapeutic agents can no longer bind to the
active, membrane bound form, could be a common way in
which resistance is acquired. Furthermore, once shedding
occurs, a constitutively, unregulated, active form of the kinase
is then generated on the cell surface which causes the cancer
to become more aggressive. In addition, lapatinib also inhibits
the EGFR kinase. ADAM10 not only inhibits HER2, but also
EGFR signaling events by preventing release of ligands of the
EGF family. Thus, the combination of lapatinib and and
ADAM10 inhibitor complement each other by acting on
different mechanisms of EGFR signaling.

Recently, Ebbing et al. [54] showed that in esophageal
cancer tumor cell lines, HER3 or heregulin, is processed by
ADAM10 and that this process confers resistance to
Trastuzumab. Blockage of ADAM10 or HER3 restores the ability
of Trastuzumab to inhibit tumor proliferation using in vitro and
in vivo models. Many pharmaceutical companies are now
making antibodies that target HER3 in the hope that they can
be used to overcome resistance to therapies such as
Trastuzumab and other drugs [55]. Trastuzumab resistance is a
complex process, but for HER2 positive breast cancer, where
ADAM10 is a key player, an inhibitor of this enzyme will not
only target pathways driven by multiple growth factors, but
also build up HER2 on the cell surface, so that therapies like
Trastuzumab and lapatinib can be more effective.

The only published clinical trial on the use of an ADAM10
inhibitor has been with INCB7839. In a phase I/IIA clinical trial
with HER2 positive metastatic breast cancer patients,
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INCB7839 had very few adverse events (deep vein thrombosis
developed in a small but statistically significant number of
patients) [43]. In addition, the combination of INC7839 with
Trastuzumab, resulted in a reduction in a tumor biomarker
level called p95. p95 is a fragment of HER2 that is left in the
cell membrane when HER2 is cleaved from the cell surface and
it is found in tumors with a poor clinical response rate likely
because a constitutively active kinase is generated [43].
Therefore, less of the p95 fragment, suggests that the
response rate to Trastuzumab would be higher if INC7839 were
given. In this same study, other biomarker levels such as
soluble EGF ligand family members were reduced with
INCB7839 treatment.

Thus, with the recent encouraging findings from Glaxo
SmithKline using the combination therapy with Trastuzumab
and lapatinib, the time has come to develop and/or progress
inhibitors of ADAM10, in the hope that a triple combination
therapy can be used to treat HER2 positive breast cancer.
ADAM10 inhibitors have been proven to be very safe, with no
side effects that were seen with previous inhibitors of the
ADAM and MMP family members [56]. Furthermore, an
ADAM10/ADAM17 inhibitor was effective in treating tumors in
preclinical models when used in combination with
Trastuzumab or lapatinib and in the clinic, INC7839 synergized
with Trastuzumab to reduce biomarker levels in HER 2 positive
breast cancer patients with metastatic disease. Since one of
the major ways cancer cells avoid resistance could be through
shedding of cell surface proteins, it is expected that addition of
an ADAM10 inhibitor to therapies with Trastuzumab and
lapatinib, could greatly increase survival rate of HER2 positive
breast cancer patients, without the multitude of side effects
that are common with cytotoxic agents.
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