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Abstract

Introduction: Recent studies reported that human IgG antibodies are susceptible to specific proteolytic cleavage in
their lower hinge region, and the hinge cleavage results in a loss of Fc-mediated effector functions. Trastuzumab is a
humanized IgG1 therapeutic monoclonal antibody for the treatment of HER2-overexpressing breast cancers, and its
mechanisms of action consist of inhibition of HER2 signaling and Fc-mediated antibody-dependent cellular cytotoxicity
(ADCC). The objective of this study is to investigate the potential effect of proteinase hinge cleavage on the efficacy of
trastuzumab using both a breast cancer cell culture method and an in vivo mouse xenograft tumor model.

Methods: Trastuzumab antibody was incubated with a panel of human matrix metalloproteinases, and proteolytic
cleavage in the lower hinge region was detected using both western blotting and mass spectrometry. Single hinge
cleaved trastuzumab (scIgG-T) was purified and evaluated for its ability to mediate ADCC and inhibition of breast
cancer cell proliferation in vitro as well as anti-tumor efficacy in the mouse xenograft tumor model. Infiltrated
immune cells were detected in tumor tissues by immunohistochemistry.

Results: scIgG-T retains HER2 antigen binding activity and inhibits HER2-mediated downstream signaling and cell
proliferation in vitro when compared with the intact trastuzumab. However, scIgG-T lost Fc-mediated ADCC activity
in vitro, and had significantly reduced anti-tumor efficacy in a mouse xenograft tumor model.
Immunohistochemistry showed reduced immune cell infiltration in tumor tissues treated with scIgG-T when
compared with those treated with the intact trastuzumab, which is consistent with the decreased ADCC mediated
by scIgG-T in vitro.

Conclusion: Trastuzumab can be cleaved by matrix metalloproteinases within the lower hinge. scIgG-T exhibited a
significantly reduced anti-tumor efficacy in vivo due to the weakened immune effector function such as ADCC. The
results suggest that the lower hinge cleavage of trastuzumab can occur in the tumor microenvironment where
matrix metalloproteinases often have high levels of expression and scIgG-T might compromise its anti-tumor
efficacy in the clinic. However, further studies are needed to validate these hypotheses in the clinical setting.

Introduction
Trastuzumab is a humanized IgG1 monoclonal antibody
for the treatment of primary and metastatic breast can-
cers that overexpress HER2 [1]. Both antigen engagement
by the Fab region, which results in HER2 signaling inhi-
bition, as well as induction of immune effector functions

such as antibody-dependent cellular cytotoxicity (ADCC)
mediated by the Fc region play important roles in the
mechanisms of action of trastuzumab [2-4]. Despite the
clinical success of trastuzumab in treating high HER2
breast cancers, primary and acquired resistance to the
therapy is widespread in the clinic [5]. Previous studies
on resistance to trastuzumab have focused in large part
on cell signaling escape mechanisms. These studies have
included loss of phosphatase and tensin homolog func-
tion, gain of function mutations in signaling molecules

* Correspondence: Ningyan.Zhang@uth.tmc.edu; Zhiqiang.An@uth.tmc.edu
1Texas Therapeutics Institute, Brown Foundation Institute of Molecular
Medicine, University of Texas Health Science Center at Houston, 1825
Pressler Street, Houston, TX 77030, USA
Full list of author information is available at the end of the article

Fan et al. Breast Cancer Research 2012, 14:R116
http://breast-cancer-research.com/content/14/4/R116

© 2012 Fan et al.; licensee BioMed Central Ltd. This is an open access article distributed under the terms of the Creative Commons
Attribution License (http://creativecommons.org/licenses/by/2.0), which permits unrestricted use, distribution, and reproduction in
any medium, provided the original work is properly cited.

mailto:Ningyan.Zhang@uth.tmc.edu
mailto:Zhiqiang.An@uth.tmc.edu
http://creativecommons.org/licenses/by/2.0


such as phosphatidylinositol 3-kinase and protein kinase
B (AKT) [6,7], activation of HER family member recep-
tors epidermal growth factor receptor and HER3 [8], and
upregulation of other receptor tyrosine kinases such as
insulin-like growth factor 1 receptor [9], hepatocyte
growth factor receptor (cMET) [10], and ephrin-A family
tyrosine kinase receptor 2 [11].
IgG antibody is known to be susceptible to specific clea-

vage within the hinge region by proteinases in vitro
[12,13]. Extracellular proteinases secreted by certain
human bacterial pathogens can cleave human IgGs within
the lower hinge region, and these proteinases are sug-
gested to function as virulence factors by evading the host
immune response to bacterial infections [14-17]. Recent
reports have also demonstrated that certain human matrix
metalloproteinases (MMP-3, MMP-7, MMP-9, MMP-12
and MMP-13) can catalyze a single-strand cleavage of
human IgG1 antibodies in the lower hinge region in vitro
[15,18], although the rate of cleavage varies among the dif-
ferent MMPs. Purified single-cleaved IgG1 antibodies were
shown to have substantially depressed immune effector
functions such as ADCC and complement-dependent
cytotoxicity [18-20]. The loss of antibody Fc effector func-
tion was correlated with a decreased binding to Fcg recep-
tors that are expressed on immune effector cells such as
natural killer (NK) cells and monocytes [18,21]. Since
ADCC is considered one of the key mechanisms of action
for trastuzumab [3,22-26], factors that compromise
Fc-mediated immune functions of trastuzumab are
expected to decrease its efficacy.
The study described in this report investigated the

impact of trastuzumab hinge cleavage on its anti-HER2
signaling function and anti-tumor efficacy in vitro and
in vivo. The results demonstrated that single cleavage of
trastuzumab within the lower hinge severely impaired
Fc-mediated immune effector cell function in vitro and
resulted in significantly reduced anti-cancer efficacy
in vivo. These findings underscore the potential effects
of proteolytic hinge cleavage of trastuzumab and other
therapeutic antibodies in the tumor microenvironment
by compromising their clinical efficacy.

Materials and methods
Enzymes, antibodies and cell lines
Trastuzumab was purchased from a specialty pharmacy.
Single hinge cleaved trastuzumab (scIgG-T) was prepared
by enzymatic digestion with a bacterial proteinase, IgG-
degrading enzyme S (IdeS), as previously described
[15,18]. Recombinant IdeS was expressed in Escherichia
coli and purchased from Genovis AB (Lund, Sweden).
The isotype control monoclonal antibody (human IgG1)
was expressed at Janssen R&D, LLC (Radnor, PA, USA).
The cancer cell lines SKOV-3 and BT474 were obtained
from American Type Culture Collection (Manassas, VA,

USA), and were grown in RPMI 1640 media supplemen-
ted with 10% fetal bovine serum, 2 mM glutamine, 50
units/ml penicillin, and 50 µg/ml streptomycin in an
incubator with 5% CO2 at 37°C. Antibodies for total
HER2, pHER2 (Y1248), pHER3 (Y1289), pEGFR (Y1068),
pAKT (S473), and pErk1/2 (T202/Y204) were purchased
from Epitomics (Burlingame, CA, USA).

Capillary gel electrophoresis
The method used for antibody hinge cleavage and gel
analysis were reported previously [15]. Briefly, trastuzu-
mab was subjected to proteolysis by recombinant human
MMPs or the bacterial protease IdeS in Tris-buffered sal-
ine plus calcium chloride. Electrophoresis separation was
performed using an Agilent 2100 microfluidics-based
Bioanalyzer (Agilent Technologies, Santa Clara, CA,
USA). Proteins were applied at 1 mg/ml in Tris-buffered
saline and run on Agilent 230 chips following the manu-
facturer’s protocol [27]. Trastuzumab digests were run
under nonreducing conditions to best visualize the
single-cleaved products.

Flow cytometry
Binding of trastuzumab and scIgG-T on HER2-expres-
sing breast cancer cells was measured using a Guava
easyCyte HT instrument based on the manufacturer’s
instructions (Millipore, Danvers, MA, USA). Briefly,
5×105 cells were dispensed in 100 µl aliquots and trastu-
zumab as primary antibody was added for 1 hour at 25°C,
followed by the addition of phycoerythrin-conjugated
anti-human-Fc (Jackson ImmuneResearch Laboratories,
Inc., West Grove, PA, USA). After washing with PBS buf-
fer, the cells were analyzed for fluorescence intensity and
human isotype IgG1 antibody was used as the reference
sample control.

Fcg receptor binding assays
Binding of Fcg receptors with antibodies was determined
by ELISA as reported previously [28]. Fcg receptors were
from R&D Systems (Minneapolis, MN, USA). The fluor-
escence signal was detected at excitation 340 nm and
emission 460 nm using a plate reader (Molecular Devices,
Sunnyvale, CA, USA).

Cell lysate preparation from tumor tissues
Tumor tissues from mouse xenograft studies or breast
cancer patients were homogenized using gentle MACS
(Miltenyi Biotec, Bergisch Gladbach, Germany) according
to the manufacturer’s procedure in a cell lysis buffer in
the presence of proteinase inhibitor cocktails (Calbio-
chem, San Diego, CA, USA). Trastuzumab was affinity
enriched from the tissue lysate using HER2 extracellular
domain protein (Sino Biologicals, Beijing, China) and
used for SDS-PAGE and western blotting analysis.
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Western blotting
Cell lysates prepared from cell culture or tumor tissues
were subjected to SDS-PAGE separation. Gels were
either stained with Coomassie blue (Bio-Rad, CA, USA)
or transferred to a polyvinylidene fluoride membrane by
standard procedures. Membranes were blotted using a
goat-anti-human Fc-horseradish peroxidase (Sigma-
Aldrich, St. Louis, MO, USA) and images were detected
with FluorChem M imager (Cell BioSciences, Santa
Clara, CA, USA) using enhanced chemiluminescence
substrate (GE Healthcare, Piscataway, NJ, USA).

Antibody-dependent cellular cytotoxicity assay
ADCC activities were assayed as described previously
[29] using the xCELLigence instrument (Roche, Man-
nheim, Germany). Briefly, the high HER2 expression
cancer cell line SKOV-3 was seeded in E-plate 96
(ACEA Biosciences, Inc., San Diego, CA, USA), followed
by the addition of human peripheral blood mononuclear
cells (PBMC) cells as immune effector cells. Human
PBMC were isolated from fresh blood samples collected
from consented healthy volunteers using procedures
reported previously [18]. Antibodies were added in
three-fold titration starting from 5 µg/ml, and the cell
index (cell growth) was monitored continuously for
2 days. Cancer cells with PBMC only were used as the
control group and the ratio of effector cells to target
cells was 50:1. The cell index recorded after 24 hours of
treatment with trastuzumab and scIgG-T was used to
calculate the percentage of cell lysis using the formula:

(
Cell index of control group − cell index of treatment group

)
/cell index of control group×100

Each treatment contains three replicates and the stan-
dard deviation is shown in the plots.

Cell proliferation assay
Inhibition of breast cancer cell proliferation by trastuzu-
mab and scIgG-T was measured based on a reported pro-
cedure [29]. Briefly, BT474 cells (5,000 cells/well) were
seeded in a 96-well plate and cultured overnight in RPMI
medium with 10% fetal bovine serum at 37°C and 5%
CO2. Treatment antibodies were added into the cell cul-
ture in a series of concentrations (0 to 10 µg/ml) and con-
tinued incubation for 72 hours. Alamar Blue (Invitrogen,
Carlsbad, CA, USA) was added according to the manufac-
turer’s instructions and fluorescence signal was read using
a SpectraMax M4 plate reader (Molecular Devices) using
excitation at 535 nm and emission at 590 nm.

Mouse xenograft tumor model
Mouse xenograft studies were carried out in accordance
with the animal care and use guidelines and the proto-
col was approved by the Animal Welfare Committee of
the University of Texas Medical School at Houston.

HER2-overexpressing BT474 breast cancer cells were
used in the xenograft model as previously described
[29]. Immunodeficient nu/nu mice from a homogeneous
BALB/c background were from Charles River Labora-
tories (Wilmington, MA, USA). When tumors reached
50 to 100 mm3, mice were randomized into treatment
groups with five mice per group. Antibodies were admi-
nistered weekly intraperitoneally at 5 mg/kg dosing level
for 6 weeks. Tumor size was measured and recorded
every 3 or 4 days using a Vernier scale caliper. Tumor
tissue and sera were collected and stored at -80°C until
analysis.

Immunohistochemistry
Xenograft tumor tissues were excised freshly and fixed in
4% paraformaldehyde and embedded in paraffin. Serial 4-
μm thick sections were made for staining. Anti-mouse
integrin aM/CD11b and F4/80 antibodies (R&D Systems)
were applied as primary antibody, and positive staining
was visualized using a three-step staining procedure with
an Elite ABC kit (Vector Laboratories, Peterborough,
UK) and counterstained with hematoxylin (Vector
Laboratories). Six tumor tissue sections (n = 6) were
made from each treatment group and the tissue slides
were viewed using Nikon Eclipse E200 microscopy and
the entire tumor sections were scanned at 10× (magnifi-
cation = 10×10) to identify all positive stained cells.
Representative images from each treatment group were
taken under ×40 magnification. The average number of
immune cell infiltration per tumor slide under ×40 mag-
nification was plotted for each treatment groups and
standard error was calculated among the six tissue slides.

Mass spectrometry analysis
Mass spectral analyses were performed in the Transla-
tional Proteomics Core at University of Texas Health
Science Center at Houston. Protein bands were excised
and in-gel digestion was performed as previously described
[30]. Tryptic digested proteins were taken to dryness in a
Thermo SpeedVac and dissolved in 20 µl of 2% acetoni-
trile, 0.1% formic acid (solvent A). Aliquots of the digest
were analyzed by liquid chromatography/mass spectrome-
try (MS)/MS on an Agilent 6538 UHD Accurate-Mass
Quadrupole Time-of-Flight mass spectrometer equipped
with an Agilent 1260 nanoLC system. The reverse-phase
chromatography was performed on an Agilent High Capa-
city Chip (143 mm) using solvent A as the initial mobile
phase and varying percentages of solvent B (90% acetoni-
trile, 0.1% formic acid) to constitute a gradient elution.
Electrospray ionization was operated at the spray voltage
of 1.75 kV. Mass spectral data were extracted with the
MassHunter Quantitative Analysis package (Agilent Tech-
nologies, Inc., Santa Clara, CA USA) and peptides were
identified from MS/MS spectra with MASCOT (Matrix
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Science Inc., Boston, MA, USA). The MASCOT search
was performed with a peptide tolerance of 5 ppm and an
MS/MS tolerance of 0.05 Da, fixed modification with car-
bamidomethyl and variable methionine oxidation. Identifi-
cation of nontryptic fragments was performed manually
with an initial search on the basis of predicted peptide
masses of all possible fragments resulting from novel clea-
vage sites in the hinge region. The MS/MS spectra of sus-
pect peaks were verified by manual de novo peptide
sequencing to confirm their identities.

Patient samples
Individuals enrolled in the study protocol gave informed
consent and all procedures and the protocol were
reviewed and approved by the institutional review board
of the University of Texas Medical School at Houston.
Breast tumor tissue and adjacent normal tissues 2 cm
from the tumor sites were obtained from breast cancer
patients immediately following surgery by a certified
pathologist and were snap-frozen in liquid nitrogen
until analysis.

Detection of MMP expression in human breast cancer
tissues
MMP expression was measured using the Quantibody
reverse-phase human MMP array kit according to the
manufacturer’s instructions (RayBiotech, Norcross, GA,
USA). Fluorescence images were detected using a Gene-
Pix 4100A Scanner, and data were analyzed using the
QAH-MMP-1 GAL software based on the instruction
provided by the array manufacturer.

Statistical analysis
Where appropriate, statistical analysis was performed
using paired Student’s t test. P < 0.05 between treatment
groups is considered significantly different.

Results
Trastuzumab can be cleaved within the lower hinge in
vitro by human MMPs
An increased expression of human MMPs has been
reported in the tumor microenvironment of various cancer
types, including breast cancer [31]. To investigate whether
MMPs catalyze specific single hinge cleavage of trastuzu-
mab, a panel of four human MMPs were individually incu-
bated with trastuzumab in vitro, and hinge cleavage was
detected using a capillary electrophoresis separation sys-
tem. As shown in Figure 1A, trastuzumab was readily
cleaved at the hinge by all four MMPs tested, as indicated
by the production of scIgG-T. Based on previous studies
of other IgG1 antibodies [18,32], IdeS produced by Strepto-
coccus pyogenes can also cleave human IgGs at the hinge
region. We treated trastuzumab with IdeS and, as
expected, IdeS efficiently cleaved trastuzumab within the

hinge (Figure 1B). Since the solution-phase kinetics of IgG
single hinge cleavage by IdeS can be better controlled in
vitro compared with the human MMPs tested in this
study, the scIgG-T used for the in vitro characterization
and in vivo efficacy studies was prepared by incubating
trastuzumab with IdeS. The resultant scIgG-T was purified
as previously reported [18].
The purity of scIgG-T was analyzed by SDS-PAGE

separation under both nonreducing conditions (Figure 1C)
and reducing conditions (Figure 1D). Under nonreducing/
denaturing conditions, the intact trastuzumab was
detected as a single band of ~150 kDa. The IdeS scIgG-T
was detected as two major bands, with the upper band
representing the single hinge cleaved intermediate
(135 kDa band) and the lower band (~26 kDa) corre-
sponding to the detached Fc monomer (Fc(m)) in the dena-
turing conditions (Figure 1C). A faint band below 135 kDa
was visible and is most probably the (Fab)2 fragment that
migrates as a 110 kDa band by SDS-PAGE under nonre-
ducing conditions (Figure 1C). The proteolytic activity of
IdeS is quite active to cleave at the hinge of the first heavy
chain, but the hinge of the second heavy chain is relatively
resistant to the IdeS proteolytic cleavage. As a result, a
small fraction of the double-cleaved (Fab)2 fragment exists
in the scIgG-T preparation.
Under reducing/denaturing conditions, the intact tras-

tuzumab is separated into a heavy chain band (~50 kDa)
and a light chain band (~25 kDa) (Figure 1D, right lane),
whereas the IdeS single hinge cleavage of trastuzumab
resulted in four fragments: the ~50 kDa intact heavy
chain, the ~25 kDa light chain, and the two heavy chain
proteolytic cleavage fragments (Fc(m) and scHC) migrated
slightly above the light chain band (Figure 1D).
Sequence analysis of the tryptic digestion products of

scIgG-T using MS confirmed the IdeS cleavage site at
G236-/-G237 (Figure 2A). In comparison, the tryptic diges-
tion of intact trastuzumab showed only a hinge peptide
from T223 to K248 as expected (Figure 2B).

scIgG-T retains HER2 antigen engagement activity
To study the effect of single hinge cleavage on trastuzu-
mab HER2 binding and downstream signaling, we carried
out a series of in vitro experiments using purified scIgG-
T. The histograms collected from a flow cytometer for
the binding of trastuzumab and scIgG-T on BT474 high
HER2 expression breast cancer cells showed a concentra-
tion-dependent increase of the fluorescence signal
(Figure 3A). The concentration-dependent binding to
BT474 cells showed overlapping sigmoidal curves when
plotted with fluorescence signals against antibody con-
centrations, and the half-maximal effective concentration
values for trastuzumab and scIgG-T were 0.27 nM and
0.31 nM, respectively (Figure 3B). The effects of trastuzu-
mab and scIgG-T on HER2 signaling were detected by
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western blotting (Figure 3C). Similar to trastuzumab,
scIgG-T decreased phosphorylation of pHER2 (Y1248),
pAKT (S473) and pErk1/2 in BT474 cells (Figure 3C).
There were minimal effects on total HER2 levels by
either scIgG-T or the intact trastuzumab (Figure 3C).

Consistent with inhibition of pAKT (S473) and pErk1/2,
the intact trastuzumab and scIgG-T showed similar inhi-
bition of cancer cell proliferation (Figure 3D). Collec-
tively, these results indicated that a single cleavage of
trastuzumab within the lower hinge did not impact

Figure 1 Detection of trastuzumab proteolytic cleavage in vitro. (A) Capillary electropherograms (CEs) of trastuzumab and matrix
metalloproteinase (MMP)-digested trastuzumab under nonreducing and denatured running conditions. (B) CE of trastuzumab and IgG-degrading
enzyme S (IdeS)-digested single hinge cleaved trastuzumab (scIgG-T). (C) Purified scIgG-T under nonreducing and denaturing running conditions
and stained with Coomassie blue. (D) Trastuzumab and scIgG-T under reducing and denaturing running conditions and stained with Coomassie
blue. Fab, fragment antigen binding; Fc(m), Fc monomer; HC, heavy chain; LC, light chain.
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antibody binding to the HER2 antigen, inhibition of
downstream signaling, and inhibition of cell proliferation.

scIgG-T reduced binding to Fc gamma receptors and
diminished Fc-mediated ADCC activities
Fc gamma receptors (FcgRs) are expressed on diverse
immune cell types and are important for antibody engage-
ment of immune effector cell functions such as ADCC.
Binding of the intact trastuzumab and scIgG-T to ADCC-
activating receptors (FcgRI, FcgRIIA, and FcgRIIIA) was
assessed using ELISA. Intact trastuzumab demonstrated
binding to all three FcgRs in a concentration-dependent
manner (Figure 4A to 4C). In contrast, scIgG-T had
minimal binding to the FcgRIIA and FcgRIIIA receptors
(Figure 4B,C). Binding to the high-affinity FcgRI was also
reduced by scIgG-T, although the reduction was not
as marked when compared with FcgRIIA and FcgRIIIA
(Figure 4A). ADCC activities mediated by the intact

trastuzumab and scIgG-T were determined using human
PBMC as effector cells and the high HER2 expression
SKOV-3 ovarian cancer cells as target cells. Cancer cell
lysis mediated by the intact trastuzumab reached over 80%
at a concentration as low as 1 nM; however, cell lysis
induced by scIgG-T reached a 20% maximum at the same
concentration (Figure 4D). The decrease in ADCC activity
mediated by scIgG-T was consistent with its reduced bind-
ing affinity to FcgRs expressed on immune effector cells,
most notably the loss of binding to FcgRIIIa that is known
for its contribution to ADCC and is the main FcgR
expressed on NK cells.

scIgG-T had reduced anti-tumor efficacy in a mouse
xenograft tumor model
The impact of single hinge cleavage on trastuzumab effi-
cacy in vivo was determined by comparing tumor growth
inhibition by the intact trastuzumab and scIgG-T in a

Figure 2 Detection of single hinge cleaved trastuzumab and trastuzumab proteolytic cleavage using mass spectrometry. (A) Sequence
of the hinge region of trastuzumab showing the major trypsin cleavage sites (black arrows) and the IgG-degrading enzyme S (IdeS) cleavage
site (red arrow). Bottom graph: liquid chromatography (LC)/mass spectrometry (MS)/MS analysis of trypsin-treated single hinge cleaved
trastuzumab (scIgG-T), identifying the two peptides: THTCPPCPAPELLG and GPSVFLFPPKPK. Spectra are the MS2 spectra showing the b and y
ions for the two peptides, confirming their sequences. (B) Sequence of the hinge region of trastuzumab. Black arrows, major trypsin cleavage
sites. Bottom graph: LC/MS/MS analysis of trypsin-treated trastuzumab that identifies the peptide THTCPPCPAPELLGGPSVFLFPPKPK. Spectra are
the MS2 spectra showing the b and y ions for the peptide, confirming its sequence.
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mouse xenograft tumor model using high-HER2-expres-
sing BT474 breast cancer cells. The antibody was dosed
at 5 mg/kg and administered once weekly for 4 weeks
(Figure 5A). Compared with the isotype IgG control
groups, trastuzumab completely inhibited tumor growth
(Figure 5A). However, the scIgG-T-treated mice showed
significantly lower inhibition of tumor growth than that
of trastuzumab with a maximum of ~30% inhibition of
tumor growth when compared with the isotype control
IgG (Figure 5A). To understand the mechanism of tumor
growth inhibition by scIgG-T and trastuzumab, we con-
ducted ex vivo studies to investigate the effect of trastu-
zumab and scIgG-T on HER2-mediated downstream
signaling in xenograft tumors. Both intact trastuzumab
and scIgG-T-treated tumor extracts showed downregula-
tion of total HER2 levels, and inhibition of pHER2
(Y1248), pAKT(S473), and pErk1/2 when compared with

tumors treated with the isotype control (Figure 5B).
These results suggest that scIgG-T retained its HER2
antigen engagement and inhibitory effects on cancer cell
signaling.

scIgG-T reduced infiltration of immune effector cells in
the mouse xenograft tumor
To study whether scIgG-T lost Fc-mediated immune cell
effector function in vivo, we studied the effect of trastu-
zumab and scIgG-T on the infiltration of mouse immune
effector cells in the xenograft tumors. Mouse immune
cell infiltration was determined by immunohistochemis-
try using both anti-CD11b and F4/80 primary antibodies
that can recognize infiltrated mouse macrophages and
monocyte-derived immune cells. Trastuzumab-treated
tumor tissues showed infiltrated immune cells when
detected with both macrophage markers (Figure 6A,B).

Figure 3 Biological characterization of single hinge cleaved trastuzumab compared with the intact trastuzumab antibody in vitro. (A)
Histograms of trastuzumab and single hinge cleaved trastuzumab (scIgG-T) binding to HER2 expressed on BT474 cells using a flow cytometer.
(B) Concentration-dependent binding of trastuzumab and scIgG-T to HER2 expressed on BT474 breast cancer cells as measured by flow
cytometer. Mean fluorescence intensity (MFI) is plotted against each antibody concentration (nM) on the x axis. (C) Effect of trastuzumab and
scIgG-T on total HER2 expression, pHER2 (Y1289), pAKT (S473), and pErk1/2 in BT474 cells as determined by western blotting. (D) Inhibition of
BT474 breast cancer cell proliferation by trastuzumab and scIgG-T (n = 4). Percentage of cell growth inhibition calculated as: (fluorescence signal
of control group - signal of treatment group)/signal of control group×100.
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In contrast, tumor tissue treated with scIgG-T showed
much fewer numbers of mouse macrophage infiltration
and presented no difference from the tumor tissues trea-
ted with the isotype IgG control (Figure 6). Statistical
analysis of the number of immune cells detected in
tumor tissue slides in each group of three mice showed a
significant increase of infiltrated immune cells in the
intact trastuzumab-treated group (Figure 6, right bar
graph). The reduced immune cell infiltration in scIgG-T
treated tumors is consistent with the in vitro low ADCC
activity mediated by scIgG-T (Figure 4D). These results
imply that the decreased anti-tumor activity of scIgG-T
in vivo is the result of reduced ADCC-mediated by
immune effector cells.

Discussion
The correlation between accumulation of proteinases,
such as MMPs, in the tumor microenvironment and

cancer progression and metastasis is well documented
[31,33-37]. However, the role of MMPs in antibody hinge
cleavage and the consequence of such antibody cleavage
events in tumor microenvironment are unknown. Primary
and acquired resistance to cancer therapeutic monoclonal
antibodies such as trastuzumab in the clinic is one of the
major challenges in cancer therapy [10,38]. Mechanisms
resulting in refractory and acquired resistance to trastuzu-
mab are poorly understood, and different models have
been proposed including genetic mutations among key
genes in the HER signaling pathway such as phosphatase
and tensin homolog as well as upregulation of oncogenes
such as cMET, epidermal growth factor receptor and
HER3 [8,10,39]. The ability of MMPs to cleave IgG1 anti-
bodies specifically in the lower hinge region in vitro
suggests a possible link between MMP accumulation and
loss of antibody Fc-mediated immune effector function in
the tumor microenvironment. Using trastuzumab and

Figure 4 Trastuzumab and single hinge cleaved trastuzumab binding to Fcg receptors and antibody-dependent cellular cytotoxicity
activity. (A) Trastuzumab and single hinge cleaved trastuzumab (scIgG-T) binding to Fc gamma receptor (FcgR) I. (B) Trastuzumab and scIgG-T
binding to FcgRIIA. (C) Trastuzumab and scIgG-T binding to FcgRIIIA. (D) Antibody-dependent cellular cytotoxicity (ADCC) activity induced by
trastuzumab and scIgG-T using the high-HER2-expressing SKOV-3 ovarian cancer cells as target cells and human peripheral blood mononuclear
cells (PBMC) as effector cells (n = 3). Cell index was compared after treatment of trastuzumab and scIgG-T for 24 hours. Percentage of cell lysis
calculated as: (cell index of control group - cell index of treatment group)/cell index of control group×100. RFU, relative fluorescence units.
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high-HER2-expressing breast cancer cells, this study pro-
vided for the first time in vitro and in vivo experimental
evidence that proteinase cleavage of trastuzumab at the
lower hinge compromised its Fc-mediated immune effec-
tor functions such as ADCC in vitro, which resulted in
reduced anti-tumor efficacy in vivo. We used the bacterial
proteinase IdeS to prepare scIgG-T in our studies for two
reasons. First, IdeS cleaves the IgG1 antibody with high
specificity and generates a scIgG intermediate similar to
IgG1 cleavage products by human MMPs. Second, IdeS
cleaves the first strand rapidly and the second strand
slowly, which presents a practical window for the isolation
of homogeneous scIgG-T for in vitro and in vivo studies
[14,18,40].

In this study, trastuzumab was readily cleaved in vitro
by a panel of human MMPs (MMP-3, MMP-7, MMP-12,
and MMP-13), which was consistent with previous
reports that human IgG1 antibodies are susceptible to
proteinase cleavage [14,15,18,20,21,40]. However, MMPs
are complex proteinases and their proteolytic activities
are tightly regulated in vivo, and in vitro assays may not
reflect their in vivo activities [34]. It is noted that rela-
tively high levels of MMP9 and MMP3 in the patient
tumor sample were detected. Further studies are needed
to establish the specificity and activity of the MMPs in
the tumor microenvironment with respect to trastuzu-
mab hinge cleavage.
To carry out downstream experiments, we prepared a

large batch of scIgG-T by incubating trastuzumab with
IdeS, which cleaves the antibody at the G236-/-G237 site.
In comparison with trastuzumab, the IdeS-generated
scIgG-T showed comparable functions related to HER2-
mediated activities but exhibited reduced Fc-mediated
ADCC activity in vitro. A previous report demonstrated
that a single hinge cleaved IgG intermediate had a com-
plete loss of ADCC function in vitro [18], whereas the
scIgG-T tested in this study demonstrated significantly
reduced ADCC but not a complete loss of function. One
potential explanation for this discrepancy was that differ-
ent methods were used for ADCC detection. The ADCC
assay reported in this study was monitored over the
course of 120 hours, whereas the ADCC assay from the
previous report was carried out for 2 hours. Numerous
studies indicate that cell lysis in a 2-hour ADCC assay is
mediated by NK cells alone [41,42], and the only activat-
ing FcgR expressed by NK cells is FcgRIIIa [43]. The
complete loss of function seen in a 2-hour ADCC assay
is therefore consistent with the loss of binding to
FcgRIIIa. When ADCC assays are performed for time
periods exceeding 12 hours, myeloid linage cells can also
mediate in vitro ADCC [44]. The detection of ADCC
activity with scIgG-T in the present report, albeit at a
much reduced level relative to the intact version of IgG1,
perhaps reflects some degree of recruitment of myeloid-
mediated ADCC activity in addition to NK function. This
low level of ADCC activity is consistent with the ability
of scIgG-T to bind to the high-affinity FcgRI expressed in
the monocyte population.
The mechanisms of action for trastuzumab can be lar-

gely grouped into two categories: one is associated with
antagonizing HER2 signaling through Fab region of the
IgG1 molecule, and the other is through Fc-mediated
immune effector cell functions. The partial anti-tumor
efficacy conferred by scIgG-T in the mouse xenograft
model can be attributed to the direct HER2 engagement
by the Fab region of scIgG-T, as indicated by downregu-
lation of HER2 in tumor tissues and inhibition of pHER2
(Y1248), pAKT (S473), and pErk1/2. These results are

Figure 5 Trastuzumab and single hinge cleaved trastuzumab
tumor inhibition efficacy in breast cancer xenograft mouse
model. (A) BALB/c nu/nu mice (n = 5) were subcutaneously
inoculated with 5×106 BT474 human breast cancer cells. Mice were
treated with the antibodies at 5 mg/kg weekly for a total of five
doses when tumors reached an average size of 100 mm3. Tumor
sizes were measured and compared among the treatment groups.
*P < 0.05 and **P < 0.005. (B) Tumor lysates were prepared from
the frozen xenograft tumor tissues. Total HER2 expression, pHER2
(Y1248), pAKT (S473), and pErk1/2 were determined by western
blotting. scIgG-T, single hinge cleaved trastuzumab.
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consistent with previous findings that trastuzumab
mechanisms of action include inhibition of HER2 down-
stream signaling [8,39,45] and downregulation of HER2
receptor level [46].
Because scIgG-T showed diminished Fc-mediated

ADCC in vitro, it is expected that scIgG-T will be less
effective in engaging immune cell-mediated cancer cell
killing in vivo. As an IgG1 isotype antibody, trastuzumab
mediates ADCC by recruiting immune effector cells to
HER2-overexpressing tumor cells [25]. Xenograft studies
in FcgR knockout mice showed that interaction with the
ADCC activation receptor (FcgRIII) is essential for
the efficacy of trastuzumab [3]. Patients with the higher
binding affinity FcgRIIIa-158V/V genotype showed an
improved response to trastuzumab than patients with the
lower affinity FcgRIIIa-158 F/F and F/V genotypes, again
suggesting that Fc-mediated effector function plays a key
role in the clinical efficacy of trastuzumab [4]. Even
though the correlation between FcgRIIIa polymorphisms
and outcome in trastuzumab-treated cancer patients was
not confirmed in a recent clinical study [47], the impor-
tant role of FcgRIIIa in Fc-mediated immune function is

not in dispute. The reduced anti-tumor efficacy by
scIgG-T strongly supports that Fc-mediated effector
function is a key mechanism of action for in vivo efficacy
of trastuzumab. The significantly reduced immune cell
infiltration shown in scIgG-T-treated mouse xenograft
tumor as compared with that treated with intact trastu-
zumab again supports the notion that scIgG-T has com-
promised Fc effector function due to lack of engagement
of immune cells at the tumor site. Mouse macrophages
are phagocytic and express CD11b and F4/80 [48].
Macrophage recruitment to the tumor site has been
documented in a PyMT mouse breast cancer model
[48,49]. Even though the nude mouse used in the xeno-
graft tumor model is believed devoid of T cells, the
results in the present study clearly indicate that mono-
cyte-derived immune cell infiltration to tumor tissue
occurs in the nude mouse tumor model when treated
with trastuzumab. The association of reduced anti-tumor
efficacy by scIgG-T with the decreased number of infil-
trated immune cells further suggests that infiltrated
mouse immune cells in xenograft tumor tissue are cap-
able of mediating anti-tumor activities when high HER2

Figure 6 Immune cell infiltration in xenograft tumors measured by immunohistochemistry. Mouse xenograft tumors treated with
trastuzumab, single hinge cleaved trastuzumab (scIgG-T), and the isotype control were fixed in 4% paraformaldehyde. Six immunohistochemistry
slides were prepared from the paraffin-embedded tissues of two mice from each treatment group. Monocytes/macrophages were stained using
the anti-mouse integrin aM/CD11b and anti-mouse F4/80 antibodies. (A) Representative images (×40) of CD11b-stained tumor tissue and
positive-stained immune cells indicated by black arrows. Right bar graph: average number of CD11b-positive cells per tumor tissue slide (n = 6).
Pairwise t test used to compare different treatment groups. **P < 0.005. (B) Representative images (×40) of F4/80-stained tumor tissues from
different treatment groups. Right bar graph: Average number of positive stained cells detected per tissue slides (n = 6). Pairwise t test used to
compare different treatment groups. **P < 0.005.
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expression cancer cells are treated with trastuzumab.
This finding is consistent with previous reports on the
correlation of immune effector cell infiltration and tras-
tuzumab efficacy in the clinic [24,25].
This study showed that trastuzumab can be readily

cleaved by MMPs in the lower hinge in vitro and that
scIgG-T showed much reduced anti-tumor efficacy in
comparison with the intact trastuzumab in vivo. Further
investigation is necessary to determine whether the hinge
cleavage of trastuzumab occurs in the tumor microenvir-
onment in the clinical setting. It is interesting to note
that a patient who was diagnosed with HER2-overexpres-
sing breast cancer and was under adjuvant treatment
with trastuzumab and chemotherapy for 6 months
showed evidence of hinge cleavage of trastuzumab in the
tumor tissue (Figure 7A). More importantly, single hinge
cleavage of trastuzumab was detected in the tumor tissue
but was not visible in the plasma sample where other
host IgG antibody is abundant (Figure 7A). Expression of

MMPs (MMP-1, MMP-2, MMP-3, MMP-8, MMP-9,
MMP-10, and MMP-13) was also analyzed using a
reverse-phase protein array. Among the seven MMPs
tested, both MMP-3 and MMP-9 were elevated in sam-
ples from the tumor site when compared with that from
the adjacent normal tissues (Figure 7B).
While the extent of the hinge cleavage of trastuzumab

in cancer patients during the antibody treatment is yet to
be established in more patient samples, our data demon-
strated that the cleavage of trastuzumab and generation
of scIgG-T can occur in the tumor microenvironment.
Furthermore, we hypothesize that hinge cleavage from
trastuzumab to scIgG-T in the tumor microenvironment
may lead to reduced anti-tumor efficacy by weakening
the antibody Fc interaction with immune effector cells.
However, the extent of the hinge cleavage of trastuzumab
in breast cancer patients is yet to be established in a large
patient cohort. Further investigation in clinical settings is
warranted to determine whether single hinge cleavage
represents a novel mechanism for cancer cells to invade
immune functions mediated by trastuzumab in vivo.

Conclusion
Studies of resistance mechanisms of trastuzumab have
been focused on genetic mutations in the HER2 signaling
pathways and little is known on the role of immune eva-
sion in the development of trastuzumab resistance. This
study demonstrated that trastuzumab can be cleaved by
MMPs within the lower hinge and that the hinge cleaved
trastuzumab (scIgG-T) showed a significantly reduced
anti-tumor efficacy due to the weakened immune effector
function, including ADCC. Taken together, the results in
this study suggest that hinge cleavage from intact trastuzu-
mab to scIgG-T in the tumor microenvironment may lead
to reduced anti-tumor efficacy by weakening the antibody’s
ability to mediate immune effector functions. Further stu-
dies are warranted to understand the significance of single
hinge cleavage on trastuzumab efficacy in the clinic.

Abbreviations
ADCC: antibody-dependent cellular cytotoxicity; AKT: protein kinase B; ELISA:
enzyme-linked immunosorbent assay; Erk: extracellular-signal-regulated
kinase; Fab: fragment antigen binding; Fc: fragment crystallizable; Fc(m): Fc
monomer; FcγR: Fc gamma receptor; HER: human epidermal growth factor
receptor; IdeS: immunoglobulin G-degrading enzyme S; IgG:
immunoglobulin G; MMP: matrix metalloproteinase; MS: mass spectrometry;
NK: natural killer; PBMC: human peripheral blood mononuclear cells; PBS:
phosphate-buffered saline; scIgG-T: single hinge cleaved trastuzumab.

Acknowledgements
The authors thank Dr Emily K Robinson and Mr Ryan W Schniederjan for
providing surgical samples from breast cancer patients and Dr Sheri Skinner
for coordinating the schedules between our research laboratory and the
clinic. Thanks also go to Dr Michelle Kinder and Dr Katharine Grugan for
critical review of the manuscript. This study was partially funded by grants
from Janssen R&D, LLC, the Texas Emerging Technology Fund, and the
Welch Foundation (AU00024 to ZA).

Figure 7 Detection of single hinge cleaved trastuzumab and
matrix metalloproteinases in breast cancer patient samples. (A)
Same amounts of enriched IgGs from each sample were separated
by SDS-PAGE under nonreducing/denaturing conditions. Arrow,
single hinge cleaved trastuzumab (scIgG-T) as referenced to standard
preparation in the right lane. (B) Detection of matrix
metalloproteinase (MMP) expression in breast cancer patient tumor
tissues and normal adjacent 2 cm tissue using a reverse protein array
method (n = 4). *P < 0.05 and **P < 0.005. MW, molecular weight.

Fan et al. Breast Cancer Research 2012, 14:R116
http://breast-cancer-research.com/content/14/4/R116

Page 11 of 13



Author details
1Texas Therapeutics Institute, Brown Foundation Institute of Molecular
Medicine, University of Texas Health Science Center at Houston, 1825
Pressler Street, Houston, TX 77030, USA. 2Biologics Research, Janssen R&D,
LLC, 145 King of Prussia Road, Radnor, PA 19087, USA. 3Division of Oncology,
Department of Internal Medicine, University of Texas Health Science Center
at Houston, 6431 Fannin Street, Houston, TX 77030, USA. 4School of
Dentistry, University of Texas Health Science Center at Houston, 7500
Cambridge Street, Houston, TX 77054, USA.

Authors’ contributions
XF participated in the study design and writing the Materials and methods
sections, and conducted mouse tumor xenograft studies and in vitro ADCC
and western blotting assays. RJB contributed to scIgG-T preparation, study
design, results interpretation and editing the manuscript. MF conducted MS
analysis and prepared mass spectra graphs. HD conducted in vitro cancer
cell proliferation assays and FcγR assays. AO conducted hinge cleavage of
trastuzumab by human MMPs and IdeS proteinase. AG is the medical
investigator for the approved institutional review board protocol and
consented patients, and provided patient clinical samples and information.
WPD supervised and provided expertise in MS. WRS was involved in study
design and manuscript review. REJ participated in the study design,
supervised scIgG-T preparation and edited the manuscript. NZ designed
experiments, supervised in vitro and in vivo assay development and wrote
the manuscript. ZA conceived the study, interpreted data, and drafted the
manuscript. All authors read and approved the final manuscript.

Competing interests
This study was partially funded by a grant from Janssen R&D, LLC. RJB, AO,
WRS, and REJ are employees of Janssen R&D, LLC. The remaining authors
declare that they have no competing interests.

Received: 5 May 2012 Revised: 23 June 2012 Accepted: 8 August 2012
Published: 8 August 2012

References
1. Albanell J, Baselga J: Trastuzumab, a humanized anti-HER2 monoclonal

antibody, for the treatment of breast cancer. Drugs Today (Barc) 1999,
35:931-946.

2. Spector NL, Blackwell KL: Understanding the mechanisms behind
trastuzumab therapy for human epidermal growth factor receptor
2-positive breast cancer. J Clin Oncol 2009, 27:5838-5847.

3. Clynes RA, Towers TL, Presta LG, Ravetch JV: Inhibitory Fc receptors
modulate in vivo cytoxicity against tumor targets. Nat Med 2000,
6:443-446.

4. Musolino A, Naldi N, Bortesi B, Pezzuolo D, Capelletti M, Missale G,
Laccabue D, Zerbini A, Camisa R, Bisagni G, Neri TM, Ardizzoni A:
Immunoglobulin G fragment C receptor polymorphisms and clinical
efficacy of trastuzumab-based therapy in patients with HER-2/neu-
positive metastatic breast cancer. J Clin Oncol 2008, 26:1789-1796.

5. Wilken JA, Maihle NJ: Primary trastuzumab resistance: new tricks for an
old drug. Ann N Y Acad Sci 2010, 1210:53-65.

6. Kataoka Y, Mukohara T, Shimada H, Saijo N, Hirai M, Minami H: Association
between gain-of-function mutations in PIK3CA and resistance to HER2-
targeted agents in HER2-amplified breast cancer cell lines. Ann Oncol
2010, 21:255-262.

7. O’Brien NA, Browne BC, Chow L, Wang Y, Ginther C, Arboleda J, Duffy MJ,
Crown J, O’Donovan N, Slamon DJ: Activated phosphoinositide 3-kinase/
AKT signaling confers resistance to trastuzumab but not lapatinib.
Mol Cancer Ther 2010, 9:1489-1502.

8. Narayan M, Wilken JA, Harris LN, Baron AT, Kimbler KD, Maihle NJ:
Trastuzumab-induced HER reprogramming in ‘resistant’ breast
carcinoma cells. Cancer Res 2009, 69:2191-2194.

9. Lu Y, Zi X, Pollak M: Molecular mechanisms underlying IGF-I-induced
attenuation of the growth-inhibitory activity of trastuzumab (Herceptin)
on SKBR3 breast cancer cells. Int J Cancer 2004, 108:334-341.

10. Shattuck DL, Miller JK, Carraway KL, Sweeney C: Met receptor contributes
to trastuzumab resistance of Her2-overexpressing breast cancer cells.
Cancer Res 2008, 68:1471-1477.

11. Zhuang G, Brantley-Sieders DM, Vaught D, Yu J, Xie L, Wells S, Jackson D,
Muraoka-Cook R, Arteaga C, Chen J: Elevation of receptor tyrosine kinase

EphA2 mediates resistance to trastuzumab therapy. Cancer Res 2010,
70:299-308.

12. Porter RR: Separation and isolation of fractions of rabbit gamma-globulin
containing the antibody and antigenic combining sites. Nature 1958,
182:670-671.

13. Nisonoff A, Wissler FC, Lipman LN: Properties of the major component of
a peptic digest of rabbit antibody. Science 1960, 132:1770-1771.

14. von Pawel-Rammingen U, Johansson BP, Bjorck L: IdeS, a novel
streptococcal cysteine proteinase with unique specificity for
immunoglobulin G. EMBO J 2002, 21:1607-1615.

15. Ryan MH, Petrone D, Nemeth JF, Barnathan E, Bjorck L, Jordan RE:
Proteolysis of purified IgGs by human and bacterial enzymes in vitro
and the detection of specific proteolytic fragments of endogenous IgG
in rheumatoid synovial fluid. Mol Immunol 2008, 45:1837-1846.

16. Mehta SK, Plaut AG, Calvanico NJ, Tomasi TB Jr: Human immunoglobulin
A: production of an Fc fragment by an enteric microbial proteolytic
enzyme. J Immunol 1973, 111:1274-1276.

17. Senior BW, Woof JM: Effect of mutations in the human immunoglobulin
A1 (IgA1) hinge on its susceptibility to cleavage by diverse bacterial IgA1
proteases. Infect Immun 2005, 73:1515-1522.

18. Brezski RJ, Vafa O, Petrone D, Tam SH, Powers G, Ryan MH, Luongo JL,
Oberholtzer A, Knight DM, Jordan RE: Tumor-associated and microbial
proteases compromise host IgG effector functions by a single cleavage
proximal to the hinge. Proc Natl Acad Sci USA 2009, 106:17864-17869.

19. Brezski RJ, Knight DM, Jordan RE: The origins, specificity, and potential
biological relevance of human anti-IgG hinge autoantibodies.
ScientificWorldJournal 2011, 11:1153-1167.

20. Brezski RJ, Luongo JL, Petrone D, Ryan MH, Zhong D, Tam SH, Schmidt AP,
Kruszynski M, Whitaker BP, Knight DM, Jordan RE: Human anti-IgG1 hinge
autoantibodies reconstitute the effector functions of proteolytically
inactivated IgGs. J Immunol 2008, 181:3183-3192.

21. Brezski RJ, Jordan RE: Cleavage of IgGs by proteases associated with
invasive diseases: an evasion tactic against host immunity? MAbs 2010,
2:212-220.

22. Cooley S, Burns LJ, Repka T, Miller JS: Natural killer cell cytotoxicity of
breast cancer targets is enhanced by two distinct mechanisms of
antibody-dependent cellular cytotoxicity against LFA-3 and HER2/neu.
Exp Hematol 1999, 27:1533-1541.

23. Mimura K, Kono K, Hanawa M, Kanzaki M, Nakao A, Ooi A, Fujii H:
Trastuzumab-mediated antibody-dependent cellular cytotoxicity against
esophageal squamous cell carcinoma. Clin Cancer Res 2005, 11:4898-4904.

24. Gennari R, Menard S, Fagnoni F, Ponchio L, Scelsi M, Tagliabue E,
Castiglioni F, Villani L, Magalotti C, Gibelli N, Oliviero B, Ballardini B, Da
Prada G, Zambelli A, Costa A: Pilot study of the mechanism of action of
preoperative trastuzumab in patients with primary operable breast
tumors overexpressing HER2. Clin Cancer Res 2004, 10:5650-5655.

25. Arnould L, Gelly M, Penault-Llorca F, Benoit L, Bonnetain F, Migeon C,
Cabaret V, Fermeaux V, Bertheau P, Garnier J, Jeannin JF, Coudert B:
Trastuzumab-based treatment of HER2-positive breast cancer: an antibody-
dependent cellular cytotoxicity mechanism? Br J Cancer 2006, 94:259-267.

26. Varchetta S, Gibelli N, Oliviero B, Nardini E, Gennari R, Gatti G, Silva LS,
Villani L, Tagliabue E, Menard S, Costa A, Fagnoni FF: Elements related to
heterogeneity of antibody-dependent cell cytotoxicity in patients under
trastuzumab therapy for primary operable breast cancer overexpressing
Her2. Cancer Res 2007, 67:11991-11999.

27. Goetz H, Kuschel M, Wulff T, Sauber C, Miller C, Fisher S, Woodward C:
Comparison of selected analytical techniques for protein sizing,
quantitation and molecular weight determination. J Biochem Biophys
Methods 2004, 60:281-293.

28. Shields RL, Lai J, Keck R, O’Connell LY, Hong K, Meng YG, Weikert SH,
Presta LG: Lack of fucose on human IgG1 N-linked oligosaccharide
improves binding to human Fcγ RIII and antibody-dependent cellular
toxicity. J Biol Chem 2002, 277:26733-26740.

29. Zhang N, Liu L, Dan Dumitru C, Cummings NR, Cukan M, Jiang Y, Li Y, Li F,
Mitchell T, Mallem MR, Ou Y, Patel RN, Vo K, Wang H, Burnina I, Choi BK,
Huber HE, Stadheim TA, Zha D: Glycoengineered Pichia produced anti-
HER2 is comparable to trastuzumab in preclinical study. MAbs 2011,
3:289-298.

30. Hellman U, Wernstedt C, Gonez J, Heldin CH: Improvement of an ‘In-Gel’
digestion procedure for the micropreparation of internal protein
fragments for amino acid sequencing. Anal Biochem 1995, 224:451-455.

Fan et al. Breast Cancer Research 2012, 14:R116
http://breast-cancer-research.com/content/14/4/R116

Page 12 of 13

http://www.ncbi.nlm.nih.gov/pubmed/19884552?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19884552?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19884552?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10742152?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10742152?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18347005?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18347005?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18347005?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20973799?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20973799?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19633047?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19633047?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19633047?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20501798?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20501798?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19276389?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19276389?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14648698?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14648698?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14648698?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18316611?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18316611?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20028874?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20028874?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/13590068?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/13590068?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/13729245?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/13729245?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11927545?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11927545?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11927545?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18157932?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18157932?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18157932?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/4199558?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/4199558?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/4199558?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15731049?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15731049?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15731049?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15731049?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15731049?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19815504?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19815504?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19815504?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21623461?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21623461?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18713989?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18713989?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18713989?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18713989?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20400859?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20400859?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10517495?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10517495?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10517495?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16000588?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16000588?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15355889?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15355889?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15355889?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16404427?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16404427?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18089830?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18089830?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18089830?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18089830?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15345296?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15345296?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11986321?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11986321?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11986321?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11986321?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21487242?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21487242?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7710111?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7710111?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7710111?dopt=Abstract


31. Radisky ES, Radisky DC: Matrix metalloproteinase-induced epithelial-
mesenchymal transition in breast cancer. J Mammary Gland Biol Neoplasia
2010, 15:201-212.

32. Vincents B, von Pawel-Rammingen U, Bjorck L, Abrahamson M: Enzymatic
characterization of the streptococcal endopeptidase, IdeS, reveals that it
is a cysteine protease with strict specificity for IgG cleavage due to
exosite binding. Biochemistry 2004, 43:15540-15549.

33. Dufour A, Zucker S, Sampson NS, Kuscu C, Cao J: Role of matrix
metalloproteinase-9 dimers in cell migration: design of inhibitory
peptides. J Biol Chem 2010, 285:35944-35956.

34. Egeblad M, Werb Z: New functions for the matrix metalloproteinases in
cancer progression. Nat Rev Cancer 2002, 2:161-174.

35. Gialeli C, Theocharis AD, Karamanos NK: Roles of matrix
metalloproteinases in cancer progression and their pharmacological
targeting. FEBS J 2010, 278:16-27.

36. Mukherjee S, Roth MJ, Dawsey SM, Yan W, Rodriguez-Canales J, Erickson HS,
Hu N, Goldstein AM, Taylor PR, Richardson AM, Tangrea MA, Chuaqui RF,
Emmert-Buck MR: Increased matrix metalloproteinase activation in
esophageal squamous cell carcinoma. J Transl Med 2010, 8:91.

37. Delassus GS, Cho H, Eliceiri GL: New signaling pathways from cancer
progression modulators to mRNA expression of matrix
metalloproteinases in breast cancer cells. J Cell Physiol 2011,
226:3378-3384.

38. Saridaki Z, Georgoulias V, Souglakos J: Mechanisms of resistance to anti-
EGFR monoclonal antibody treatment in metastatic colorectal cancer.
World J Gastroenterol 2010, 16:1177-1187.

39. Nagata Y, Lan KH, Zhou X, Tan M, Esteva FJ, Sahin AA, Klos KS, Li P,
Monia BP, Nguyen NT, Hortobagyi GN, Hung MC, Yu D: PTEN activation
contributes to tumor inhibition by trastuzumab, and loss of PTEN
predicts trastuzumab resistance in patients. Cancer Cell 2004, 6:117-127.

40. Johansson BP, O. S, Björck L: IdeS: a bacterial proteolytic enzyme with
therapeutic potential. PLoS One 2008, 3:e1692.

41. Richards JO, Karki S, Lazar GA, Chen H, Dang W, Desjarlais JR: Optimization
of antibody binding to FcγRIIa enhances macrophage phagocytosis of
tumor cells. Mol Cancer Ther 2008, 7:2517-2527.

42. Abdullah N, Greenman J, Pimenidou A, Topping KP, Monson JR: The role of
monocytes and natural killer cells in mediating antibody-dependent
lysis of colorectal tumour cells. Cancer Immunol Immunother 1999,
48:517-524.

43. Beano A, Signorino E, Evangelista A, Brusa D, Mistrangelo M, Polimeni MA,
Spadi R, Donadio M, Ciuffreda L, Matera L: Correlation between NK
function and response to trastuzumab in metastatic breast cancer
patients. J Transl Med 2008, 6:25.

44. Schneider-Merck T, Lammerts van Bueren JJ, Berger S, Rossen K, van
Berkel PH, Derer S, Beyer T, Lohse S, Bleeker WK, Peipp M, Parren PW, van
de Winkel JG, Valerius T, Dechant M: Human IgG2 antibodies against
epidermal growth factor receptor effectively trigger antibody-dependent
cellular cytotoxicity but, in contrast to IgG1, only by cells of myeloid
lineage. J Immunol 2010, 184:512-520.

45. She QB, Chandarlapaty S, Ye Q, Lobo J, Haskell KM, Leander KR, DeFeo-
Jones D, Huber HE, Rosen N: Breast tumor cells with PI3K mutation or
HER2 amplification are selectively addicted to Akt signaling. PLoS One
2008, 3:e3065.

46. Cuello M, Ettenberg SA, Clark AS, Keane MM, Posner RH, Nau MM,
Dennis PA, Lipkowitz S: Down-regulation of the erbB-2 receptor by
trastuzumab (herceptin) enhances tumor necrosis factor-related
apoptosis-inducing ligand-mediated apoptosis in breast and ovarian
cancer cell lines that overexpress erbB-2. Cancer Res 2001, 61:4892-4900.

47. Hurvitz SA, Betting DJ, Stern HM, Quinaux E, Stinson J, Seshagiri S, Zhao Y,
Buyse M, Mackey J, Driga A, Damaraju S, Sliwkowski MX, Robert NJ,
Valero V, Crown J, Falkson C, Brufsky A, Pienkowski T, Eiermann W,
Martin M, Bee V, Marathe O, Slamon DJ, Timmerman JM: Analysis of Fcγ
receptor IIIa and IIa polymorphisms: lack of correlation with outcome in
trastuzumab-treated breast cancer patients. Clin Cancer Res 2012,
18:3478-3486.

48. Qian BZ, Pollard JW: Macrophage diversity enhances tumor progression
and metastasis. Cell 2010, 141:39-51.

49. Joyce JA, Pollard JW: Microenvironmental regulation of metastasis. Nat
Rev Cancer 2009, 9:239-252.

doi:10.1186/bcr3240
Cite this article as: Fan et al.: A single proteolytic cleavage within the
lower hinge of trastuzumab reduces immune effector function and in
vivo efficacy. Breast Cancer Research 2012 14:R116.

Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit

Fan et al. Breast Cancer Research 2012, 14:R116
http://breast-cancer-research.com/content/14/4/R116

Page 13 of 13

http://www.ncbi.nlm.nih.gov/pubmed/20440544?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20440544?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15581366?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15581366?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15581366?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15581366?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20837483?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20837483?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20837483?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11990853?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11990853?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21087457?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21087457?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21087457?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20920372?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20920372?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21344390?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21344390?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21344390?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20222160?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20222160?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15324695?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15324695?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15324695?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18301769?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18301769?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18723496?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18723496?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18723496?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10602889?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10602889?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10602889?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18485193?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18485193?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18485193?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19949082?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19949082?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19949082?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19949082?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19949082?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19949082?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18725974?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18725974?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11406568?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11406568?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11406568?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11406568?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/22504044?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/22504044?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/22504044?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20371344?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20371344?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19279573?dopt=Abstract

	Abstract
	Introduction
	Methods
	Results
	Conclusion

	Introduction
	Materials and methods
	Enzymes, antibodies and cell lines
	Capillary gel electrophoresis
	Flow cytometry
	Fcγ receptor binding assays
	Cell lysate preparation from tumor tissues
	Western blotting
	Antibody-dependent cellular cytotoxicity assay
	Cell proliferation assay
	Mouse xenograft tumor model
	Immunohistochemistry
	Mass spectrometry analysis
	Patient samples
	Detection of MMP expression in human breast cancer tissues
	Statistical analysis

	Results
	Trastuzumab can be cleaved within the lower hinge in vitro by human MMPs
	scIgG-T retains HER2 antigen engagement activity
	scIgG-T reduced binding to Fc gamma receptors and diminished Fc-mediated ADCC activities
	scIgG-T had reduced anti-tumor efficacy in a mouse xenograft tumor model
	scIgG-T reduced infiltration of immune effector cells in the mouse xenograft tumor

	Discussion
	Conclusion
	Acknowledgements
	Author details
	Authors' contributions
	Competing interests
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 500
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 500
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e55464e1a65876863768467e5770b548c62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc666e901a554652d965874ef6768467e5770b548c52175370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA (Utilizzare queste impostazioni per creare documenti Adobe PDF adatti per visualizzare e stampare documenti aziendali in modo affidabile. I documenti PDF creati possono essere aperti con Acrobat e Adobe Reader 5.0 e versioni successive.)
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020be44c988b2c8c2a40020bb38c11cb97c0020c548c815c801c73cb85c0020bcf4ace00020c778c1c4d558b2940020b3700020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken waarmee zakelijke documenten betrouwbaar kunnen worden weergegeven en afgedrukt. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents suitable for reliable viewing and printing of business documents.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


