
Abstract. Background: Trastuzumab is a monoclonal
antibody against HER2-positive breast cancer. Despite
improving the natural history of the disease, there is a
number of patients who are resistant to it, whereas all
patients will eventually develop resistance and disease will

progress. Inconsistent preclinical data show that the IGF-R
pathway may contribute to either de novo or acquired
resistance to trastuzumab. Materials and Methods: In total,
227 trastuzumab-treated metastatic breast cancer patients
were evaluated for IGF-1, IGF-1R, GLP-1R, Akt1, Akt2 Akt3
mRNA expression, and IGF-1Rα, IGF-1Rβ, IGF-2R protein
expression. Results: Only 139 patients were truly HER2-
positive by central assessment. Among HER2-positive
patients, high Akt2 and GLP-1R mRNA expression showed a
trend towards higher and lower risk of progression,
respectively (HR=1.83, 95%CI=0.90-3.72, p=0.094 and
HR=0.62, 95%CI=0.36-1.06, p=0.079), while high Akt1 and
GLP-1R mRNA expression presented a trend towards
unfavorable survival (HR=1.67, 95%CI=0.93-2.99, p=0.086
and HR=1.67, 95%CI=0.94-2.96, p=0.080). Among HER2-
negative patients, high GLP-1R mRNA expression and
negative stromal IGF-1Rβ protein expression showed a trend
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towards worse survival (HR=2.31, 95%CI=0.87-6.13,
p=0.094 and HR=2.03, 95%CI=0.94-4.35, p=0.071,
respectively). In the multivariate analyses, HER2-positive
patients with high Akt1 and GLP-1R mRNA expression had
a worse survival (HR=1.86, 95%CI=1.01-3.43, p=0.045 and
HR=1.83, 95%CI=0.99-3.41, p=0.055, respectively).
Conclusion: This study revealed a crosstalk between the
IGF-R pathway and HER2. There was evidence that high
Akt1 and GLP-1R mRNA expression might affect survival
among HER2-positive metastatic breast cancer patients
treated with trastuzumab.

The HER2 receptor is overexpressed in approximately 20%
of breast tumors, as a result of HER2 gene amplification.
Overexpression of HER2 is associated with worse prognosis
(1, 2). Trastuzumab, a recombinant humanized monoclonal
antibody against the HER2 protein, has changed the natural
history of HER2-positive breast cancer by prolonging overall
survival of patients in the metastatic setting and resulting in
a higher cure rate in the adjuvant setting (3, 4).

Unfortunately, a considerable number of patients with
HER2-positive metastatic breast cancer (MBC) does not
benefit from trastuzumab (5). Moreover, almost all patients
initially responding to trastuzumab-based treatments
eventually develop resistance within the first year (6).
Mechanisms of primary or secondary resistance to
trastuzumab treatment have been described, but have not as
yet been clearly elucidated, including PTEN, the PI3K
pathway, PIK3CA mutations, dimerization of HER2/HER3,
increased VEGF, the TGF-b system and estrogen receptor
expression (7-11). In vitro studies in cell lines, as well as
clinical studies have suggested that the insulin and insulin-
like growth factor receptor (IGF-R)-mediated molecular
pathways may be involved in resistance mechanisms to
trastuzumab (8, 12-15).

The IGF system consists of ligands, receptors and binding
proteins (16, 17). The IGF ligands comprise IGF-1, IGF-2,
insulin and a number of other ligands with undefined
biological roles. IGF-1 has autocrine, paracrine and endocrine
roles in breast cancer, facilitating disease progression and
metastases and supporting the interaction between host and
metastatic sites. Especially in HER2-positive disease, the IGF-
1/HER2 crosstalk occurs through autocrine and paracrine
signaling (18, 19). The IGF receptors comprise insulin
receptor (IR), IGF-1R, IGF-2R and several atypical receptors.
IGF-1 and IGF-2 bind to the IGF-1R. IGF-2R binds
exclusively to IGF-2. Insulin binds to IR and IGF-1R. Insulin
has direct access to the target tissues, in contrast to the IGF-1
and IGF-2, which may be diverted from their receptors by
IGF-binding proteins (IGFBPs). The IGF-1R is a
transmembrane protein consisting of two alpha (α) and two
beta (β) subunits. Both the α and β subunits are synthesized
from a single mRNA precursor. In response to ligand binding,

the α chains, which are located extracellularly, induce tyrosine
kinase autophosphorylation of the β chains that are located
intracellularly. This event triggers a cascade of intracellular
signaling via the RAS-RAF-MAPK and PI3K-Akt-mTOR
pathways, thus promoting cell survival and proliferation. The
IGF-2R lacks an intracellular tyrosine kinase domain and
therefore does not transduce intracellular mitogenic signals,
thus acting mainly as a buffer for IGF-2 bioactivity and its
action through IGF-1R (20, 21).

In the present study we evaluated IGF-1, IGF-1R,
glucagon-like peptide 1 receptor (GLP-1R), Akt1, Akt2 and
Akt3 mRNA expression, and IGF-1Rα, IGF-1Rβ and IGF-
2R protein expression in tumor samples from patients with
MBC treated with trastuzumab containing therapy. We
evaluated the association of the above markers with HER2
status, ER/PgR status, PIK3CA mutational status, FRAP-1
(mTOR) mRNA expression, and Ki67, TopoIIa, PTEN and
phosphorylated mTOR protein expression, as well as with
patient outcome.

A total of 227 trastuzumab-treated patients with MBC and
available tumor- tissue for central assessment were included
in the current study. All patients were considered to have
HER2-positive tumors, as assessed by the investigators in the
local hospitals/institutions. However, only 139 patients
(61.2%) were found to be truly HER2-positive by central re-
evaluation of HER2. Therefore, 88 patients (38.8%) with
HER2-negative tumors, treated with trastuzumab, were
included in the study, as well. This gave us the unique
opportunity to study the effectiveness of trastuzumab in
HER2-negative MBC patients.

Materials and Methods

The medical records of all patients with advanced breast cancer
treated with trastuzumab-based regimens between March 1999 and
January 2010 were reviewed. Eligibility criteria for the study were
a: histologically confirmed MBC; b: adequacy of clinical data on
patient’s history, demographics, tumor characteristics, treatment
details (drug dosages, schedule of administration, serious toxicities)
and clinical outcome; c: availability of adequate tumor tissue for
biological marker evaluation; and d: trastuzumab-based treatment
for metastatic disease.

Formalin-fixed paraffin-embedded (FFPE) tumor tissue samples
were retrospectively collected from 246 breast cancer patients treated
with trastuzumab-based regimens in the metastatic setting, as
previously described (22-26). Nineteen cases were excluded for
inadequate FFPE tumor tissue, thus decreasing the number of
eligible/evaluable patients to 227. A REMARK diagram for the
translational research studies is provided in Figure 1. All carcinomas
had initially been diagnosed as HER2-positive and thereafter all
patients had been treated with trastuzumab. The translational research
protocol has been approved by the Bioethics Committee of the
Aristotle University of Thessaloniki School of Medicine (Protocol #
4283; January 14, 2008) under the general title “Investigation of
major mechanisms of resistance to treatment with trastuzumab in
patients with metastatic breast cancer”. All patients included in the
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study after 2005 provided written informed consent for the provision
of biological material for future research studies, before receiving any
treatment. Waiver of consent was obtained from the Bioethics
Committee for patients included in the study before 2005.

All tumor samples were re-evaluated by immunohistochemistry
(IHC) for estrogen receptors (ER), progesterone receptors (PgR),
HER2 and the expression of the proliferation marker Ki67, while
HER2 status was re-examined by fluorescence in situ hybridization
(FISH). Moreover, for the purpose of this study, IGF-1Rα, IGF-1Rβ
and IGF-2R protein expression was examined by IHC, while 
IGF-1, IGF-1R, GLP-1R, Akt1, Akt2 and Akt3 mRNA expression
was evaluated by quantitative reverse transcription-polymerase chain
reaction (qRT-PCR). Data from earlier publications by our group,
such as Ki67, TopoIIa, PTEN and phosphorylated mTOR protein
expression examined by IHC, FRAP-1 (mTOR) mRNA expression
evaluated by qRT-PCR and single nucleotide polymorphism (SNP)
genotyping performed for the evaluation of PIK3CA mutations were
used for associations with the present findings.

Tissue microarrays (TMAs). Representative hematoxylin-eosin
stained sections from the tissue blocks were reviewed by a
pathologist (M.B.). Seventeen TMA blocks were constructed from
the 227eligible cases using a manual tissue microarrayer (Beecher
Instruments, Sun Prairie, WI, USA), as previously described (22).
For the construction of the TMA blocks, 2 core samples (1.5 mm in
diameter) were obtained from representative regions of each tumor
in the donor blocks. Each TMA block also contained cores from
various neoplastic, non-neoplastic and reactive tissues, serving as
assay controls. All markers were assessed by IHC or FISH in
sections cut from the TMA blocks. Cases not represented, with
damaged or inadequate cores on the TMA sections were re-cut from
the original blocks if still available and these sections were used for
protein and gene analysis, as previously described (22-25, 27).

Immunohistochemistry (IHC). Serial 2.5-μm thick TMA sections or
whole-tissue sections were stained for ER (clone 6F11, Leica
Biosystems, Newcastle Upon Tyne, UK), PgR (clone 1A6, Leica
Biosystems), HER2 (polyclonal Ab, code A0485, Dako, Glostrup,
Denmark) and Ki67 (clone MIB-1, code M7240, Dako), as
previously described in detail (28). IHC was also performed with
antibodies against PTEN (clone 6H2.1, code M3627, Dako, at 1:200
dilution, for 30 min), TopoIIa (clone Ki-S1, code M7186, Dako, at
1:200 dilution, for 30 min) and phosphorylated mTOR at serine
2448 (p-mTOR, clone 49F9, code 2976, Cell Signaling Technology,
at 1:30 dilution for 20 min), using the Bond Max™ autostainer
(Leica Microsystems, Wetzlar, Germany), as previously described
in detail (23, 29). Sections were also stained with antibodies against
IGF-1Rα (clone 24-31, code MS-641-P, Thermo Scientific,
Fremont, CA, at 1:50 dilution for 1h), IGF-1Rβ (clone C-20, code
sc-713, polyclonal antibody, raised against a peptide mapping at the
C-terminus of the IGF-IRβ molecule, Santa Cruz Biotechnology, at
1:250 dilution for 1h) and IGF-2R (clone C-15, code sc-14410, goat
polyclonal antibody, Santa Cruz Biotechnology, at 1:250 dilution for
1 h), as previously described (30). All sections were stained in one
run for each antibody and were evaluated by pathologists
experienced in breast cancer and blinded as to the patient’s clinical
characteristics and survival data. Positive controls were used for all
antibodies from known positive breast cancer cases, while negative
controls were obtained by omitting the primary antibody, as
previously described (22-25).

Interpretation of IHC results. ER and PgR immunostaining was
scored using the Histoscore method. Tumors were classified as ER-
or PgR-positive if staining was present in 1% or more of tumor nuclei
(31). HER2 protein expression was scored according to the recent
guideline recommendations (scores from 0 to 3+) (32). PTEN protein
expression (cytoplasmic, nuclear or both) was evaluated according to
a staining intensity scale from 0 (negative, no staining) to 2 (intense
staining). Tumors with PTEN scores of 0 or 1 were considered as
having PTEN loss (33). For Ki67, the expression was defined as low
(<20%) or high (≥20%) based on the percentage of stained versus
unstained tumor cell nuclei (34). A tumor was considered positive for
TopoIIa when moderate to intense nuclear staining was detected in
>5% of tumor cells (35). The phosphorylated form of mTOR at
Ser2448, was defined as positive if at least mild cytoplasmic staining
was detected in >1% of tumor cells.

For the evaluation of IGF-1Rα, IGF-1Rβ and IGF-2R proteins
we used a semi-quantitative approach, based on staining intensity
(SI) and percentage of positive cells (PP), to create the
immunoreactive score (IRS) as follows: IRS=SI * PP, for each
sample, as previously described (36). Intensity was scored as
follows: 0=no staining, 1=weakly positive, 2=moderately positive
and 3=strongly positive. The scoring of the staining pattern was
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Figure 1. REMARK diagram.



based on the percentage of positive tumor cells: 0=0%, 1=0-9%,
2=10-49% and 3=50-100%. The IRS score thus ranged from 0 to 9.
The localization of staining for each protein was also indicated.

Fluorescence in situ hybridization (FISH). TMA sections or whole
tissue sections (5 μm thick) were used for FISH analysis using the
ZytoLight® SPEC HER2/TOP2A/CEN17 triple color probe kit for
HER2 (code Z-2093, ZytoVision, Bremerhaven, Germany). FISH
was performed according to the manufacturer’s protocol with minor
modifications in all cases, not only the HER2 IHC 2+ cases. Digital
images were constructed using specifically developed software for
cytogenetics (XCyto-Gen, ALPHELYS, Plaisir, France), as
previously described (22-25).

FISH evaluation. For the evaluation of HER2 gene status, 20 non-
overlapping nuclei from the invasive part of the tumor were selected
randomly, according to morphological criteria using DAPI staining,
and scored. The HER2 gene was considered amplified when the
ratio of the respective gene probe/centromere probe was >2.2 and
deleted when the ratio was ≤0.75 (32). In cases at or near the cut-
off (1.8-2.2 for amplifications and 0.6-0.9 for deletions), additional
20 to 40 nuclei were counted and the ratio was recalculated. In cases
with a borderline ratio from 60 nuclei, an additional FISH assay was
performed in a whole section, as previously described in detail (28).

RNA isolation from FFPE tissue and quantitative reverse
transcription-polymerase chain reaction (qRT-PCR) assessment. RNA
was extracted from FFPE tissue sections, following histological
examination to estimate tumor tissue abundance. In order to enrich the
molecular template with tumor transcripts, manual macrodissection
with a scalpel was performed in cases with <50% tumor cell content.
RNA extraction, from either whole or macrodissected 10 μm paraffin

sections, was carried out using a fully automated nucleic acid isolation
method based on silica-coated magnetic beads (Versant Tissue
Preparation Reagents, Siemens Healthcare Diagnostics, Tarrytown,
NY, USA) in combination with a liquid handling robot (37). DNase I
was added to each extract to remove DNA and ensure the presence of
pure RNA for gene expression analyses. cDNA synthesis was
performed with random primers and SuperScript® III Reverse
Transcriptase (Invitrogen, Carlsbad, CA, cat. no. 48190011 and
18080044, respectively), according to the manufacturer’s instructions.
cDNAs were assessed in duplicate 10 μl reactions in 384-well plates
with qRT-PCR in an ABI7900HT system for 45 cycles of amplification
(default conditions).

The following exon-spanning premade Taqman-MGB assays
(Applied Biosystems/Life Technologies) were selected for the
transcripts under investigation (data in parentheses refer to assay ID;
Genbank reference; amplicon location; size): IGF-1 (Hs00153126_m1;
NM_000618.3, NM_001111283.1 and NM_001111285.1; exons 1-2;
70 bp), IGF-1R (Hs00609566_m1; NM_000875.3; exons 10-11; 64
bp), GLP-1R (Hs00157705_m1; NM_002062.3; exons 3-4; 78 bp),
Akt1 (Hs00178289_m1; NM_001014431.1, NM_001014432.1 and
NM_005163.2; exons 4-5 and 5-6; 66 bp), Akt2 (Hs00609846_m1;
NM_001243027.1 andNM_001626.4; exons 1-2; 129 bp), Akt3
(Hs00178533_m1; NM_001206729.1, NM_005465.3, NM_181690.1
and NM_005465.3; exons 11-12 and 10-11; 100 bp) and FRAP-1
(mTOR) (Hs00234508_m1; NM_004958.3; exons 20-21; 103 bp).

A Taqman-MGB expression assay targeting β-glucuronidase
(GUSB) mRNA (Hs00939627_m1; NM_000181.3; exons 8-9; 96
bp) was used for the assessment of relative quantification. GUSB
was selected as the endogenous reference since, among the widely
used housekeeping genes, it does not seem to be represented in
pseudogenes. In addition, GUSB has been independently identified
as one among the best-preserved mRNA targets in FFPE tissues (38,
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Figure 2. Kaplan–Meier curves for survival according to Akt1 mRNA expression (A) and GLP-1R mRNA expression (B) (using the upper quartile
as a cut-off) in HER2-positive patients. Comparisons were estimated using the log-rank test.



39). A commercially available reference RNA derived from multiple
transformed cell lines (TaqMan® Control Total RNA, cat. no
4307281, Applied Biosystems, Foster City, CA, USA) was applied
in multiple positions in each run, as positive control and for inter-
run evaluation of PCR assay efficiency. No-template controls were
included. Samples were run in duplicates. To obtain linear relative
quantification (RQ) values, relative expression was assessed as (40-
dCT), whereby dCT (or delta cycle threshold, equivalent to Cq in
MIQE guidelines) was calculated as (average target CT) – (average
GUSB CT) from all eligible measurements. Samples were
considered eligible when GUSB CT values were <36 and delta RQ
values for each duplicate pair (intra-run variation) were <0.8. Inter-
run RQ values for the reference RNA were <1 for all assays.

Targeted PIK3CA mutation detection. DNA was extracted from 152
FFPE whole tissue sections or microdissected tissue fragments
containing >70% tumor cells, using a fully automated isolation
method based on silica-coated magnetic beads (Versant Tissue
Preparation Reagents, Siemens Healthcare Diagnostics) in
combination with a liquid handling robot (37). Targeted mutation
testing for PIK3CA E542K and E545K (exon 9) and H1047R (exon
20) was accomplished with custom Taqman-MGB-SNP genotyping
assays (duplex qRT-PCR for the detection of control DNA and
mutant target in the same reaction) in an ABI7500 sequence
detection system equipped with the SDS v1.4 software (Applied
Biosystems/Life technologies, Paisley, UK) opting for Allelic
Discrimination, as previously described (22). 

Statistical analysis. Follow-up information for all patients was
updated in January 2017. Continuous variables are presented as
medians with the corresponding range and categorical variables as
frequencies with the respective percentages. Chi-square or Fisher’s
exact (where appropriate) tests were used for group comparisons of
categorical data, while non-parametric Wilcoxon rank-sum tests
were performed to detect differences between categorical and
continuous variables. Associations between continuous variables
were examined using Spearman correlations.

Time to progression (TTP) was defined as the time in months
from the initiation of the trastuzumab first-line treatment (with or
without simultaneous chemotherapy or hormonal therapy) to the
date of documented disease progression. Patients who survived
without relapse were censored at the date of their last contact.
Survival was also measured from the initiation of trastuzumab first-
line treatment to the date of death. Surviving patients were censored
at the date of last contact. The Kaplan-Meier method was used for
estimating time-to-event distributions, while log-rank tests were
used for assessing statistically predefined comparisons. The 50th
percentile (median value) was examined as the optimal cut-off in
order to assess the prognostic significance of IGF-1, IGF-1R, GLP-
1R, Akt1, Akt2, Akt3 and FRAP-1 (mTOR) mRNA expression. In
case the median value of the aforementioned markers was not
significant, the upper and lower quartiles were assessed as possible
cut-offs. The median value of the IRS was used as a cut-off to
categorize the protein expression of IGF-1Rα, IGF-1Rβ and IGF-
2R proteins.

Univariate and multivariate Cox regression models were applied
to identify significant prognostic factors of TTP and survival. The
univariate and multivariate analyses were performed separately in
HER2-positive and HER2-negative patients treated with
trastuzumab in the first-line, respectively.
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Table I. Selected patient and tumor characteristics by HER2 status.

                                                                       HER2 status

                                                      Total            Negative         Positive
N                                                     227                  88                  139

Age (years)^                                      
   Median (Range)                   56.3 (28.4-95)  58.3 (32-79)  54.6 (28.4-95)
                                                     N (%)             N (%)             N (%)
de novo MBC                            71 (31.3)        28 (31.8)        43 (30.9)
R-MBC                                     156 (68.7)       60 (68.2)        96 (69.1)
History of neoadjuvant CT*       15 (9.6)          6 (10.0)           9 (9.4)
History of adjuvant CT*          127 (81.4)       50 (83.3)        77 (80.2)
   Anthracycline-based CT*      96 (61.5)        31 (51.7)        65 (67.7)
   Taxane-containing CT*         54 (34.6)        16 (26.7)        38 (39.6)
   CMF-based CT*                    73 (46.8)        29 (48.3)        44 (45.8)
History of adjuvant HT*         110 (70.5)       45 (75.0)        65 (67.7)
History of adjuvant RT*           84 (53.8)        33 (55.0)        51 (53.1)
Number of 
metastatic sites^                                                                               
   1-3                                          206 (90.7)       79 (89.8)       127 (91.4)
   ≥4                                             20 (8.8)           8 (9.1)           12 (8.6)
   Unknown                                  1 (0.4)            1 (1.1)            0 (0.0)
Histological grade                            
   I-II                                           95 (41.9)        40 (45.4)        55 (39.6)
   III                                           117 (51.5)       41 (46.6)        76 (54.6)
   Unknown                                 15 (6.6)           7 (8.0)            8 (5.8)
Menopausal status^                          
   Premenopausal                       57 (25.1)        21 (23.9)        36 (25.9)
   Postmenopausal                    168 (74.0)       67 (76.1)       101 (72.7)
   Unknown                                  2 (0.9)            0 (0.0)            2 (1.4)
Number of trastuzumab lines^           
   1                                              76 (33.5)        32 (36.4)        44 (31.7)
   2                                              54 (23.8)        21 (23.7)        33 (23.7)
   3                                              39 (17.2)        14 (15.9)        25 (18.0)
   ≥4                                            58 (25.6)        21 (23.9)        37 (26.6)
Performance status^                         
   0                                             161 (71.0)       61 (69.3)       100 (72.0)
   1                                              52 (22.9)        20 (22.7)        32 (23.0)
   2                                               13 (5.7)           6 (6.8)            7 (5.0)
   Unknown                                  1 (0.4)            1 (1.1)            0 (0.0)
Subtype classification                       
   Luminal A                               15 (6.6)         15 (17.0)          0 (0.0)
   Luminal B                              53 (23.3)        53 (60.2)          0 (0.0)
   Luminal-HER2                       89 (39.2)          0 (0.0)          89 (64.0)
   HER2-Enriched                      50 (22.0)          0 (0.0)          50 (36.0)
   TNBC                                      13 (5.7)         13 (14.8)          0 (0.0)
   Unknown                                  7 (3.1)            7 (8.0)            0 (0.0)
Sites of metastases^                          
   Locoregional                          76 (33.5)        28 (31.8)        48 (34.5)
   Distant                                   199 (87.7)       77 (87.5)       122 (87.8)
   Only locoregional                   17 (7.5)           6 (6.8)           11 (7.9)
   Only distant                           138 (60.8)       54 (61.4)        84 (60.4)
   Bones                                      96 (42.3)        40 (45.5)        56 (40.3)
   Nodes                                      44 (19.4)        15 (17.0)        29 (20.9)
   Visceral                                  150 (66.1)       53 (60.2)        97 (69.8)

^At initiation of trastuzumab treatment; *Only for patients with relapsed
metastatic breast cancer (R-MBC). HER2, human epidermal growth
factor receptor 2; MBC, metastatic breast cancer; R-MBC, relapsed
metastatic breast cancer; CT, chemotherapy; HT, hormonal therapy; RT,
radiotherapy; CMF, cyclophosphamide/methotrexate/5 fluorouracil;
TNBC, triple-negative breast cancer.



In the multivariate analyses, model choice was performed using
backward selection criteria with p<0.10, including the following
clinicopathological parameters in the initial step: menopausal
status (premenopausal vs. postmenopausal), ER/PgR status
(negative vs. positive), performance status (1-2 vs. 0), number of
metastatic sites (≥4 vs. 1-3), PIK3CA status (mutated vs. wild-
type), PTEN protein expression (no loss vs. loss), phosphorylated
mTOR protein expression (positive vs. negative), as well as each
of the markers that were found to be significant or revealed an
indication towards statistical significance in the univariate
analyses (p<0.10).

Results of this study are presented according to reporting
recommendations for tumor marker prognostic studies (40). All tests
are two-sided at an alpha 5% level of significance. Analyses were
conducted using the SAS (version 9.3, SAS Institute Inc., Cary, NC,
USA) software.

Results

A total of 227 patients with metastatic breast cancer, treated
with trastuzumab were included in the current study. All of
them were considered to have HER2-positive tumors, as
assessed with IHC and FISH in some cases, by the
investigators in the local hospitals/institutions. However,
only 139 patients (61.2%) were found to be truly HER2-
positive by central re-evaluation of HER2. Therefore, eighty-
eight patients (38.8%) with HER2-negative tumors, treated
with trastuzumab, were included in the study. 

Table I presents basic patient and tumor characteristics by
HER2-status. In total, seventy-one patients (31.3%) were
diagnosed with stage IV breast cancer (de novo MBC), while

68.7% of the study population was diagnosed at earlier stages
of the disease (R-MBC). The median age at the initiation of
trastuzumab therapy was 56.3 years, while the majority of 
R-MBC patients had been treated with adjuvant chemotherapy.

In total, 191 patients (84.1%) received trastuzumab as first-
line treatment (125 HER2-positive and 66 HER2-negative),
while in 13.2% of patients trastuzumab was administered as a
second-line therapy. The rest of the patients (2.6%) received
trastuzumab as third, fourth, fifth or sixth-line treatment. It is
worth mentioning that in 89.4% of the study population,
trastuzumab was administered with chemotherapy, while 19
patients (8.4%) received trastuzumab in combination with
hormonal therapy and in 5 patients (2.2%) trastuzumab was
administered as a monotherapy. Furthermore, 8 patients
(3.5%) had additionally received trastuzumab therapy in the
adjuvant and/or neoadjuvant settings.

The distribution of all the examined markers by category
and HER2 status for the entire study population is presented
in Table II. HER2-positive patients presented with
marginally significantly higher Akt3 mRNA expression
(Wilcoxon rank-sum, p=0.050), while positive cytoplasmic
IGF-2R protein expression was more frequent in HER2-
positive patients as compared to patients with HER2-
negative tumors (Chi-square, p=0.022).

High mRNA expression of Akt1 and IGF-1R (using the
median value as a cut-off) was associated with the luminal
HER2 subtype (Chi-square, p=0.037 and p<0.001,
respectively). In addition, high Akt1 mRNA expression
(using the lower quartile as a cut-off) was associated with
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Table II. Expression of the markers of interest by HER2 status.

                                                                                                                                                                                         HER2 status

                                                                                                                                                Negative                              Positive                        p-Value

Messenger RNA expression      IGF-1                                   Median (range)                   35.9 (30.2-39.4)                  36.3 (28.3-40.4)                0.37^
                                                   IGF-1R                                Median (range)                   42.0 (33.9-45.0)                  41.2 (37.1-44.6)                0.19^
                                                   GLP-1R                               Median (range)                   28.7 (26.6-35.5)                  29.1 (23.5-37.5)                0.47^
                                                   Akt1                                     Median (range)                   42.2 (38.3-43.9)                  42.5 (38.9-44.8)                0.075^
                                                   Akt2                                     Median (range)                   36.3 (27.0-38.7)                  36.4 (28.7-40.5)                0.84^
                                                   Akt3                                     Median (range)                   35.9 (27.0-39.4)                  36.8 (28.7-39.3)                0.050^
                                                                                                                                                   N (%)                                  N (%)                               
Protein expression                     Cytoplasmic IGF-1Rα        Positive                                   34 (41.5)                              57 (46.0)                      0.52*
                                                                                                Negative                                  48 (58.5)                              67 (54.0)                        
                                                   Cytoplasmic IGF-1Rβ        Positive                                     9 (11.5)                              16 (13.2)                      0.73*
                                                                                                Negative                                  69 (88.5)                            105 (86.8)                        
                                                   Stromal IGF-1Rβ                Positive                                   20 (25.6)                              33 (27.3)                      0.80*
                                                                                                Negative                                  58 (74.4)                              88 (72.7)                        
                                                   Nuclear IGF-1Rβ                Positive                                   37 (47.4)                              50 (41.3)                      0.40*
                                                                                                Negative                                  41 (52.6)                              71 (58.7)                        
                                                   Cytoplasmic IGF-2R          Positive                                   27 (35.1)                              63 (51.6)                      0.022*
                                                                                                Negative                                  50 (64.9)                              59 (48.4)                        

^Wilcoxon rank-sum test; *Chi-square test.



age older than fifty years and no presence of nodal
metastases (p=0.030 and p=0.036, respectively). Low Akt2
mRNA expression (using the upper quartile as a cut-off) was
associated with absence of nodal metastases (Fisher’s,
p=0.014), while high Akt3 mRNA expression (using the
lower quartile as a cut-off) was associated with relapse in
distant sites (Chi-square, p=0.019). High IGF-1 mRNA
expression (using the lower quartile as a cut-off) was
associated with older age (>50 years) and absence of bone
metastases (Fisher’s p=0.016 and Chi-square, p=0.041,
respectively). In contrast, low IGF-1 mRNA expression
(using the median as a cut-off) was associated with
histological grade III (Chi-square, p=0.009), distant
metastases (Fisher’s, p=0.003) and visceral metastases (Chi-
square, p=0.047). Low IGF-1R mRNA expression (using the
median as a cut-off) was more frequent in women of
postmenopausal status (p=0.006), higher histological grade
(grade III) (p=0.014) and older age (p=0.009). High IGF-1R
mRNA expression (using the median value as a cut-off) was
associated with positive ER/PgR status, while high IGF-1Rα
protein expression was more frequent in patients with
positive phosphorylated mTOR protein expression
(p=0.023). No significant associations were observed
between the markers of interest and PTEN protein
expression, while high IGF-1Rβ protein expression was
more frequently observed in women with positive TopoIIa
protein expression (p=0.024). In addition, a significant
association was detected between high IGF-1 mRNA
expression (using the median value as a cut-off) and wild-
type PIK3CA (p=0.033). 

Associations between the markers of interest were
examined separately in the subgroup of HER2-positive and
HER2-negative patients. Among HER2-positive patients,
IGF-1R was positively correlated with Akt1 and Akt2 mRNA
expression (Spearman rho=0.49, p<0.001 and rho=0.51,
p<0.001, respectively), while a weak, positive correlation

was observed between IGF-1 and Akt3 mRNA expression
(rho=0.45, p<0.001). In addition, low nuclear IGF-1Rβ
protein expression was associated with low FRAP-1 (mTOR)
mRNA expression (using the upper percentile as a cut-off)
(Chi-square, p=0.045). In HER2-negative patients, no
significant correlations were observed between IGF and Akt
mRNA expression, while high cytoplasmic protein
expression of IGF1-Rα was associated with high FRAP-1
(mTOR) mRNA expression (using the lower quartile as a
cut-off) (Fisher’s, p=0.038). 

The median duration of follow-up was 138 (range 0.6-
192.6) and 126 (range 1.0-142.9) months for HER2-positive
and HER2-negative patients who received trastuzumab as
first-line treatment, respectively, while the median TTP was
15.3 months (range 0.6-192.6) and 10.4 months (range 1.6-
136.0) for HER2-positive and HER2-negative patients,
respectively. Median survival of HER2 positive and HER2-
negative patients treated with trastuzumab in the first-line
was 50.4 (range 0.6-192.6) and 38.1 months (range 4.5-
142.9), respectively. It is of note that no significant
differences were detected between patients with HER2-
positive and HER2-negative tumors in terms of TTP and
survival (log-rank, p=0.15 and p=0.064, respectively). In
total, 152 patients treated with first-line trastuzumab (96
HER2-positive and 56 HER2-negative) died and 153 patients
(98 HER2-positive and 58 HER2-negative) experienced a
disease progression throughout the study. It should also be
mentioned that 23 patients (12.0%) treated with first-line
trastuzumab regimens were reported dead within a year since
the initiation of the treatment.

In the univariate analysis with respect to TTP, a trend
towards increased risk of disease progression was observed
for high Akt2 mRNA expression (using the lower quartile as
a cut-off), while high GLP-1R mRNA expression (using the
median as a cut-off) showed a significant trend associated
with decreased risk of progression in the subgroup of
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Table III. Estimated hazard ratios (HR) and 95% confidence intervals (CI) for survival and TTP in HER2-positive patients; results of the multivariate
model.

                                                                                                                       Categories                   N of patients                HR          95% CI       p-Value
                                                                                                                                                            N of events

Survival
Akt1 mRNA expression (using the upper quartile as a cut-off)              High vs. Low                    21 vs. 39                    1.86       1.01-3.43       0.045
                                                                                                                                                              17 vs. 30
GLP-1R mRNA expression (using the upper quartile as a cut-off)        High vs. Low                    19 vs. 41                    1.83       0.99-3.41       0.055
                                                                                                                                                              17 vs. 29
TTP
Akt1 mRNA expression (using the upper quartile as a cut-off)              High vs. Low                    21 vs. 39                    1.41       0.75-2.65        0.32
                                                                                                                                                              17 vs. 28
GLP-1R mRNA expression (using the upper quartile as a cut-off)        High vs. Low                    19 vs. 41                    1.47       0.75-2.89        0.26
                                                                                                                                                              16 vs. 30

N, Number; HR, hazard ratio; CI, confidence interval.



patients with HER2-positive tumors that received
trastuzumab as a first-line therapy (HR=1.83, 95%CI=0.90-
3.72, Wald’s p=0.094 and HR=0.62, 95%CI=0.36-1.06,
p=0.079, respectively). In terms of survival, a trend for
increased risk of death was found for high Akt1 mRNA
expression (using the upper quartile as a cut-off) and high
GLP-1R mRNA expression (using the upper quartile as a
cut-off) (HR=1.67, 95%CI=0.93-2.99, p=0.086 and
HR=1.67, 95%CI=0.94-2.96, p=0.080, respectively) in
HER2-positive patients (Figure 2).

Among HER2-negative patients treated with first-line
trastuzumab, none of the examined markers reached any
significance for TTP. Regarding survival, a trend towards
increased risk of death was detected for high GLP-1R
mRNA expression (using the lower quartile as a cut-off) and
negative stromal IGF1-Rβ protein expression (HR=2.31,
95%CI=0.87-6.13, p=0.094 and HR=2.03, 95%CI=0.94-
4.35, p=0.071, respectively). However, it should be
mentioned that due to the limited number of fist-line HER2-
negative patients with available data regarding GLP-1R
mRNA expression and stromal IGF1-Rβ protein expression,
there were only 5 patients with low GLP-1R mRNA
expression and 9 patients with positive stromal IGF1-Rβ
protein expression that reported an event. Therefore, the
aforementioned results should be interpreted with caution.

In the multivariate analyses, high Akt1 mRNA expression
(using the upper quartile as a cut-off) was a significant
prognostic factor associated with worse survival in the
HER2-positive population (HR=1.86, 95%CI=1.01-3.43,
Wald’s p=0.045). In addition, HER2-positive patients with
high GLP-1R mRNA expression (using the upper quartile as
a cut-off) had marginally significant increased risk for death
compared to patients with low GLP-1R mRNA expression
(HR=1.83, 95%CI=0.99-3.41, p=0.055) (Table III). The rest
of the markers that showed trends for survival or TTP in
HER2-positive and HER2-negative patients did not
demonstrate prognostic significance for TTP or survival in
the multivariate analyses.

Discussion

In the present study, high Akt1 and GLP-1R mRNA
expression was found to affect survival among HER2-
positive metastatic breast cancer patients treated with
trastuzumab, indicating the existence of a crosstalk between
the IGF-R pathway and HER2.

Preclinical studies suggest a role for IGF-1R signaling in
trastuzumab resistance (41). Overexpression of IGF-1R
prevents trastuzumab-mediated G1 arrest response in the
SKBR3 cell line (12). In the MDA 231 breast cell line,
treated with trastuzumab, down-regulation of IGF-1R is
detected. When this cell line is chronically exposed to
trastuzumab, resistant clones are developed, which shows a

significantly higher expression of IGF-1R (42). IGF-1R
expression is significantly upregulated in BT 474
trastuzumab-resistant cells compared to the trastuzumab-
sensitive parental BT 474 cell line (43). 

Despite preclinical evidence, suggesting IGF-1R crosstalk
with HER2 (12-14), in three clinical studies, no association
was observed between IGF-1R expression alone and
response to trastuzumab (44-46). However, when IGF-1R
overexpression was combined with increased signaling of the
mTOR pathway, resistance to trastuzumab was detected. In
a recent study, overexpression of IGF-1R was associated
with poor prognosis in HER2-positive breast cancer (47).
Moreover, IGF-1R overexpression was associated with poor
response to neoadjuvant trastuzumab and vinorelbine (48).
In another study among 67 patients with early breast cancer
and 75 patients with metastatic disease, all with HER2-
positive disease, IGF-1R staining was high in 25% of the
tumors and was significantly associated with high grade,
high mitotic index and vascular invasion (14). In the
metastatic disease patients of the above cohort, increased
PI3K signaling was associated with decreased PFS.

In our study, cytoplasmic IGF-1Rα staining was positive
in 41.5% of HER2-negative tumors and 46.0% of HER2-
positive tumors. IGF-1R mRNA was associated with Akt1
and Akt2 mRNA expression, while low nuclear IGF-1Rβ
protein expression was associated with low FRAP-1 (mTOR)
mRNA expression in HER2-positive tumors, suggesting
activation of the Akt/mTOR pathway.

Ηigh levels of IGF-1R mRNA expression were associated
with hormone receptor-positive disease, whereas low levels
were related to hormone receptor-negative breast cancer
subtypes (HER2-enriched, TNBC). These results are in line
with the study of Shin et al. (49) suggesting a close relation
between hormonal receptor status and IGF-1 expression. In
a recent study, performed by our group, IGF-1Rα was
consistently overexpressed in all ER/PgR-positive tumors,
including the luminal-HER2 subtype (30). That study
referred to patients with early breast cancer, while the current
study included patients with metastatic disease, indicating a
continuous relation, irrespectively of stage of disease. 

In another recent study performed by our group, it was
shown that PIK3CA-activating mutations were associated
with shorter TTP and PTEN loss with decreased survival
among HER2-positive patients treated with trastuzumab (22).
Moreover, it was demonstrated that the activation of the
PI3K/Akt pathway from either defect was associated with
both TTP and survival, indicating resistance to the treatment
with trastuzumab. In the current study, we reveal that
overexpression of IGF-1Rα or IGF-1Rβ protein expression is
associated with activation of the Akt/mTOR pathway.
Similarly, high levels of IGF-1R mRNA expression activate
the same pathway among HER2-positive patients treated with
trastuzumab. 
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In our study, among patients with HER2-positive tumors
treated with trastuzumab, a trend towards increased risk of
disease progression was detected for high Akt2 mRNA
expression and a trend associated with worse survival for
high Akt1 and GLP-1R mRNA expression, which reached
significance for survival in the multivariate model, a finding
that appears to suggest that activation of the Akt/mTOR
pathway is a mechanism of resistance to trastuzumab.

Preclinical studies have shown that dual inhibition of both
IGF-1R and mTOR results in an additive effect, while this
combination was further tested in phase I/II studies (50). A
phase II clinical trial with the IGF-R monoclonal antibody
cixutumumab added to capecitabine and lapatinib, though,
failed to show improvement in PFS in HER2-positive breast
cancer patients (51). Nevertheless, the mechanism of
reversing trastuzumab resistance with mTOR inhibitors still
remains unclear.

In conclusion, this study showed a crosstalk between the
IGF-R pathway and HER2. There was evidence that high
Akt1 and GLP-1R mRNA expression might affect survival
among HER2-positive metastatic breast cancer patients
treated with trastuzumab. However, our results revealed
mostly trends towards significance for TTP and survival,
which could be attributed to the small number of patients
with available data in some of our comparisons. Another
important limitation of our findings is that they were not
obtained within a randomized setting and should, therefore,
be interpreted with caution.
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