ANTICANCER RESEARCH 33: 3705-3710 (2013)

HER2/neu Gene Determination in Women Screened
for Breast Carcinoma: How Screening Programs
Reduce the Skyrocketing Cost of Targeted Therapy

MATTEO BRUNELLI!, ERMINIA MANFRIN!, EMILIO BRIAZ, FRANCESCO MASSARIZ,
GIAMPAOLO TORTORAZ, ELEONORA BRUNELLO'!, LUISA CARBOGNINZ, ALESSIA NOTTEGAR!,
JENNY FURLANETTO?, ANNAMARIA MOLINO?3, ELENA FIORIO?, MARCO CHILOSI',
BHARAT JASANI*, MARCO VERGINE?, LISA MARCOLINI!, DEA FILIPPINI!,

ALDO SCARPA!, GUIDO MARTIGNONI! and FRANCO BONETTI';

Members of Veneto Region - Pathology Screening Group

!Department of Pathology and Diagnostics, University of Verona, Verona, Italy;
’Medical Oncology, University Division, University of Verona, Verona, Italy;
SMedical Oncology, Hospital Division, Verona, Italy;
YInstitute of Cancer and Genetics, Cardiff University School of Medicine, Cardiff, UK;
SRoyal Sussex County Hospital- Brighton and Sussex University Hospitals NHS Trust, Brighton, U.K.

Abstract. Few data on Human Epidermal Growth Factor
Receptor 2 (HER2)-positive breast carcinomas have been
reported for screen-detected breast carcinoma. Assessing the
impact of a targeted intervention with anti-HER?2 inhibitors
on costs is required in order to plan for better strategies in
screening programs. A total of 54,472 women were screened
and 323 cases were found to be invasive cancer. We
performed  immunophenotypical-fluorescent  in  situ
hybridization (FISH) analysis. Among 153 evaluable breast
carcinomas, tumours displayed a 3+ scoring status 3+ in 16
(10%), 2+ in 12 (8%), 1+ in 29 (19%) and 0 in 96 (63%) of
cases, respectively. All 3+ HER2+ cases and 2/12 2+ (17%)
cases exhibited HER2/neu gene amplification, the remaining
cases did not. In contrast to the higher incidence reported at
the population level, 20-30% HER2-positive cases for
metastatic carcinomas, and only 11% of the screen-detected
breast carcinomas displayed HER2/neu gene amplification.
Breast cancer detection by screening programs hijacks the
skyrocketing cost of the use of targeted therapy in HER2-
positive carcinoma.
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Overexpression of the human epidermal growth factor receptor-
2 (HER-2) protein or HER2/neu gene amplification (HER2
positivity) are associated with rapid tumour growth, increased
risk of recurrence after surgery, poor response to conventional
chemotherapy and shortened survival in patients affected by
breast carcinomas (1, 2). Clinical studies have demonstrated a
statistically significant reduction of breast cancer relapse and
improved overall survival by adding trastuzumab to therapy for
one year after adjuvant chemotherapy in patients with HER2-
positive breast cancer (3, 4). Lapatinib is a HER2 tyrosine
kinase inhibitor that has clinical activity in HER2/neu-amplified
breast cancer. Both trastuzumab and lapatinib have been
approved by the U.S. Food and Drug Administration (FDA) for
the treatment of HER2—positive breast cancer and are clearly
associated with improved clinical outcomes in metastatic (5)
and, for trastuzumab, early node-positive and node-negative
HER2-positive invasive breast cancer (4).

HER?2-positive breast carcinoma has been reported in up
to 30% of cases of metastatic breast cancer (6), this trend
does not seem to be reproduced in a series of studies on early
breast carcinomas (7-10).

Few data are available on the prevalence of HER2-positive
breast carcinomas at the screen-detection level (11). This
information may have a potential impact on the health care
cost-effectiveness. Regarding the costs involved in the
conventional management of patients affected by breast
cancer, HER2-targeted therapies add a significant drug-
related cost, so accurate information on the incidence of
HER2-positive breast cancer is required to estimate the
resources needed in clinics.
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Materials and Methods

Code of ethics. Our Institution’s Review Board (Nucleo Ricerca e
Innovazione) approved the study proposal (CODEETH9721SD).

Patient samples. Between July 1, 1999 and June 30, 2004, 54,472
women were screened. Of the 418 carcinomas detected, 95 were in
situ, and 323 were invasive. The results and performance indicators
of the Breast Cancer Screening Program in Verona have been
reported previously (12, 13).

Tissue samples. A total of 153 formalin-fixed and paraffin-
embedded tissue blocks were available for the study.

Tissue microarrays. Tissue microarrays were constructed using a
tissue arraying instrument (Beecher Instruments, Hackensack, NJ,
USA). Tissue cylinders with a diameter of 0.6 mm were punched
out from each donor paraffin block in targeted areas corresponding
to previously demarcated neoplastic areas on the parallel slide.
These tissue cores were then deposited into a recipient, ‘master’
paraffin block. The punched-out cores were placed 1 mm apart on
the x-axis and 1.5 mm apart on the y-axis. Two microarray blocks
respectively contained three neoplastic punches per each case: 456
cores were finally evaluated.

Sections 5-um-thick were cut from the master block, stained with
haematoxylin and eosin, and reviewed to ensure the presence of
cores with morphological features of breast cancer for each
neoplastic case. Morphological features of each core were
confirmed by reviewing the corresponding whole tissue sections
stained with haematoxylin and eosin. Sections were then used for
in situ hybridization.

Immunohistochemical analysis. According to the recommendations
from the manufacturer of the HercepTest kit (Dako, Milan, Italy),
tissue microarray sections mounted on slides and stored at room
temperature were stained within four to six weeks from sectioning
to maintain antigenicity.

The guidelines for American Society of Clinical
Oncology/College of American Pathology (ASCO/CAP) scoring
were as follows: 3+ strong, complete membrane staining in more
than 30% of the malignant cells; 2+, weak to moderate complete
membrane staining in more than 10% of the malignant cells; 0/1+,
no or fever than 10% of cells staining, respectively. The guidelines
for FDA scoring were also used: differently from the ASCO/CAP
criteria, a case was scored 3+ when showing strong, complete
membranous staining in more than 10% of the malignant cells.

The final score was assessed by combining score findings of all
three neoplastic cores. Heterogeneity was evaluated when
comparing findings from each neoplastic cores. We matched
findings from tissue arrays with those from whole sections.

Oestrogen (ER rabbit-antibody, SP1, 1:50; Neomarker) and
progesterone (PgR 636, 1:150; Dako) receptors and Ki67 (MM1, 1:50;
Novocastra) were also assessed and scored as low, medium or high
expression levels based on percentage of positive neoplastic nuclei.

Fluorescence in situ hybridization analysis. FISH was performed by
using the PathVysion HER2/neu DNA probe kit from Vysis
Inc./Abbott (Olympus S.p.a). The technical procedure has been
previously described (14). Between 60-90 neoplastic nuclei per core
were counted.
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Table 1. Human epidermal growth factor receptors-2 (HER-2)
immunomolecular profile of 153 out of 323 screen-detected infiltrative
breast carcinomas from 54,472 women.

HER2 No. cases Her-2/neu gene Eligibile for
immunoscore (%) amplification by FISH therapy
0 96 (63%) 0 (63%) N
1+ 29 (19%) 0 (19%) N
2+ 12 (8%) 2 (1%) Y
3+ 16 (10%) 16 (10%) Y
153 18 (11%)
N: No; Y: yes.

Specimens were determined to exhibit amplification if the ratio
of Her-2/neu signals to chromosome 17 centromere signals was
higher than 2.2 according to ASCO/CAP recommended criteria (2).
A case was scored as equivocal when the signal ratio ranged from
1.8 to 2.2. FDA cut-offs were also used (amplification if the ratio
of HER2/neu signals to chromosome 17 centromere signals was
higher than 2).

Polysomy of chromosome 17 (without HER2/neu gene
amplification) was defined as a centromeric chromosome 17 spot count
of 3.0 or more in at least 80% of tumour cells (15). Moreover, among
HER2/neu-amplified cases we distinguished those with high grade
amplification (ratio 24.0) from those with a low-grade amplification
(ratio from >2.2 to 4) (16). Each core was scored for gene amplification
and a minimum of 60 nuclei were counted. The final score was
assessed combining the score findings on all three neoplastic cores.

Heterogeneity was evaluated when comparing findings from each
neoplastic cores (17). We matched findings from tissue arrays with
those from whole sections.

Digital image analysis. FISH slides were also digitalized and stored
by D-Sight/Fluo instrument (Menarini-Visia Imaging, Florence,
Italy).

Results

Tissue samples. There were 118 ductal (56 cases G1, 40 G2
and 12 G3), 23 lobular (20 G1, two G2 and one G3), 9
mixed ductal-lobular infiltrative breast carcinomas (one G1,
eight G2), 1 tubular, 1 colloid and 1 papillary carcinoma. A
total of 135 breast carcinomas were staged as pT1, 10 pT2,
5 pT3 and three pT4b. Overall, 129 cases (84%) and 109
cases (71%), respectively, were positive for ER and PgR.
Ki67 staining was positive (>15% of neoplastic cells) in 13
cases (9%). The mean age was 58 years (range 50-70 years).

HER?2 immunohistochemical and fluorescence in situ
hybridization findings. The immunohistochemical and
fluorescence in situ hybridization findings are presented in
Table I and shown in Figures 1, 2 and 3.

By using the FDA and ASCO/CAP cut-offs, no significant
differences were noted. Overall, 10% and 11% of 153
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Figure 1. Strongly positive (3+) immunoexpression for HER2 in
infiltrative ductal breast carcinoma (x20).

screen-detected breast carcinomas assayed displayed strong
3+ HER2 immunoexprssion and HER2/neu gene
amplification, respectively.

Immunophenotypically, carcinomas in the majority of cases
scored 0 (96/153; 63% of cases). All cases with 3+ and 2+
immunoscore represented ductal infiltrative breast carcinoma.

All 16 cases with 3+ HER2 score and two out of twelve
scoring 2+ exhibited high-grade HER2/neu gene
amplification (mean ratio: 3.2; range from 2.8 to 4.3) by
fluorescence in situ hybridization (overall, 12% of our
cohort). The remaining cases did not exhibit HER2/neu gene
amplification (mean ratio: 1.5, range from 1.2 to 1.9). Eight
cases were staged as pTlc, seven pT1b, two pTla and one
pT2 among 18 cases with HER2/neu amplification.

Polysomy of chromosome 17 (without HER2/neu gene
amplification) was observed in 3 of the 12 (25%) 2+ cases and
in 2 out of 29 (7%) 1+ cases. Polysomy of chromosome 17 was
also present in 3/96 (3%) cases with O immunoscore.

Differences (heterogeneity) between different cores were
recognized in 12/153 (8%) cases for fluorescent in situ
hybridization analysis, when comparing arrays to whole tissue;
all cases were scored equivocally according to ASCO/CAP
cut-offs.

Concordance between the immunohistochemical and
genotypical findings in selecting patients for therapy (matching

Figure 2. High-grade HER2/neu gene amplification in infiltrative ductal
breast carcinoma by fluorescence in situ hybridization analysis (oil
immersion x100).

HER-2 status in breast carcinoma

Not screen-detected carcinoma (population level)  screen-detected carcinoma

eligible for targeted therapy

not eligible for targeted therapy

Figure 3. Decreasing rate of Her-2-positive expression in breast
carcinomas detected at population versus screening levels.

negative immunostaining with absence of HER2/neu gene
amplification and positive immunostaining with HER2/neu-
amplified cases) was high (concordance 0.80).

Discussion

We conclude that: i) only 11% of screen-detected breast
carcinomas displayed HER2/neu gene amplification; ii) this
represents a small proportion of more advanced disease-
bearing patients selected for trastuzumab targeted therapy (up
to 30% cases usually detected out of screening programs); iii)
no significant differences were noted between the FDA and
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ASCO/CAP cut-offs; iv) the cost-effectiveness of HER2
testing and trastuzumab therapy in a patient with screen-
detected breast cancer is more affordable than that detected
at a population level; v) breast cancer screening could be used
to help reduce the cost of use of trastuzumab targeted therapy
in HER2-positive breast carcinoma. This economic evaluation
has to be considered when evaluating the value, cost-
effectiveness, strategies and final decisions on screening.

The HER2 immunophenotypical and HER2/neu genotypical
status is required for the appropriate selection of post-surgical
targeted therapies (2). Compared to original incidence of
HER?2-positive breast carcinomas detected at a population level
(not detected at screening level) and in a metastatic setting (25-
30% of cases), a lower incidence of HER-2 positivity has been
observed in different cohorts of early breast cancer (8, 18). The
lower incidence has also been justified in different ways, i.e.
the restricted ASCO/CAP 2007 criteria used in a certain period
of time, different level of internal and external quality
assessment, and different kits of probes used. In the present
study, we detected a low rate of breast carcinomas with 3+
HER2 immunoexpression (10%) and HER2/neu gene
amplification (11%) in a cohort of screen-detected breast
carcinomas. These findings significantly differ from the subset
(ranging from 20 to 30% HER2-positive breast carcinoma)
observed at an unselected population level (1, 6, 16). Our
findings highlight how screening programs can help to reduce
the cost of targeted therapy based on the fact that only a minor
subset of screen-detected breast carcinomas exhibit HER-2-
positive expression. It is hypothesised that intensified screening
for breast cancer may detect a larger proportion of slowly
growing HER2-negative tumours with a longer lead-time than
for other tumour types. HER2-positive tumours are under-
represented in the screen-detected patient group (18), thus
screening is likely to partly explain the different incidence of
prognostic and predictive biological markers (19) and
molecular subtype distribution of screen-detected breast cancer
differs from that of carcinomas found outside of screening and
accounts in part for the better outcome of screen-detected
cancers. Screen-detected carcinomas are more likely to be
smaller in size and well- differentiated (pTla), with less
involvement of regional lymph nodes and the survival benefit
has been attributed to the stage shift. Notably, several studies
have shown that screen detection remains an independent
prognostic factor after adjusting for disease stage (19).

Our group recently evaluated the HER?2 status in a series
of consecutive ductal breast carcinomas by using the FDA
and ASCO/CAP scoring systems (8). We showed that the
FDA and ASCO/CAP schemes for HER?2 evaluation selected
patients differently for trastuzumab therapy and that the
ASCO/CAP scheme has a great concordance co-efficient
between strong 3+ immunohistochemical cases and cases
with high-grade, granular HER-2/neu amplification.
Similarly, in the series reported in our study, we recorded a
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good concordance between the subset of breast carcinoma
characterized as 3+ by immmunohistochemical analysis and
with gene amplification by fluorescence in situ hybridization
analysis. At a population level, discrepancy between breast
carcinoma with 3+ immunoscore and gene amplification may
be observed, although rarely after ASCO/CAP criteria
corrections. Moreover, we previously evaluated the
intratumoural heterogeneity of ductal breast carcinomas with
HER2/neu amplification scored by ASCO/CAP criteria, and
3+ immunoexpression and showed that the routine
assessment of HER2/neu amplification on whole-tissue
sections is not significantly confounded by intra-tumoural
heterogeneity in breast cancer with high-grade amplification
(14). In the screen-detected breast carcinomas reported here,
heterogeneity of HER2/neu status is an infrequent event. The
use of multicore tissue microarrays may be an efficient
approach in the study of heterogeneity, and it has also been
proposed for routine HER2 assessment (20).

Affordability of personalised healthcare is limited by the
high costs of currently available targeted therapy drugs. There
is a worldwide need for detecting breast cancer at its earliest
stages and access to screening and diagnostic medical
equipment need to be increased in order to reduce the overall
cost of breast cancer management. Bleyer et al. recently
reported that despite substantial increases in the number of
cases of early-stage breast cancer detected, screening
mammography has only marginally reduced the rate at which
women present with advanced cancer and although they were
not certain which women were affected, the imbalance
suggested that there was substantial overdiagnosis, accounting
for nearly a third of all newly-diagnosed breast carcinomas,
and that screening is having, at best, only a small effect on
the rate of death from breast cancer (21). Adjuvant
trastuzumab increases life expectancy by 1.54 (1.18
discounted) quality-adjusted life-years (QALYs) (22). The
cost-effectiveness of HER2 testing and the addition of one
year adjuvant trastuzumab after adjuvant chemotherapy from
a societal perspective have been evaluated in different settings
(22-25). Liberato et al. reported that at a cost of 675€ and
$767 per weekly dose in the Italian and US settings,
respectively, trastuzumab achieves its clinical benefit at a cost
of 14,861€ (95% confidence interval, 3,917€ to 44,028€)
and $18,970 (95% CI=$6,014 to $45,621) per QALY saved
(26). The incremental cost effectiveness was higher than
50,000€/QALY (or $60,000 /QALY) for time perspectives
shorter than 7.8 years and for patients older than 76 years, or
with a 10-year risk of relapse lower than 15%. Their results
confirmed the cost effectiveness when simulating a Herceptin
Adjuvant Trial (HERA)-like scenario at a multiway sensitivity
analysis and concluded that from the long-term perspective,
adjuvant trastuzumab is a cost-effective therapy for patients
with HER2-positive, high-risk, early breast cancer (23, 25).
Again, Hedden et al. evaluated the cost-effectiveness of the
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currently recommended 12-month adjuvant protocol of
trastuzumab using a Markov modeling approach and real-
world cost data (27). In the base case analysis, treatment with
a 12-month adjuvant trastuzumab regimen resulted in a gain
of 1.38 QUALYs or 1.17 LYG at a cost of $18,133 per
patient. Thus, the cost per QALY gained for the base case is
$13,095 and that per LYG was $15,492 (27). They concluded
that over the long term, treatment of HER-2/neu mutation-
positive breast cancer with a 12-month protocol of
trastuzumab in the adjuvant setting is predicted to be cost-
effective in the Canadian context. Similar findings were
obtained in different cohort of patients (28-32).

Dendukuri er al. showed that the strategy with the best
cost-effectiveness ratio for HER2 testing is to screen all
breast cancer patients by immunohistochemistry and to
confirm 2+ and 3+ scores with fluorescence in situ
hybridization (33). At the technical level, in addition to
improving specificity, this approach could lead to major cost
savings in treatment with trastuzumab. In a screen-detected
setting of breast carcinoma, the decreasing incidence of
HER2-positive breast carcinoma again acquires less
restriction in performing the double (immunohisotchemical
and fluorescence in situ hybridization analyses) approach for
2+ and 3+ tumours. Again, the spectrum of saving money per
one year’s worth of trastuzumab therapy significantly
decreases from 20-30% to 10-11% for patients with HER2-
positive breast carcinoma (675€ and $767 per weekly dose
in the Italian and US setting, respectively, per patient), when
comparing the population versus the screen-detected cohorts
of patients, respectively. Moreover, at the screening level,
most carcinomas detected are usually of stage pT1 (around
80%) and this indicator is the determinant for the efficacy of
the end-point of screening; in contrast at the population level
patients affected by pT1 carcinomas are more infrequent.
These aforementioned indicators and their cross-sectional
representation of more pT1 cancers and fewer HER2-positive
breast carcinomas, demonstrate the potential of screening
detection of HER2-positive breast cancer for the dramatical
reduction of the otherwise high costs of targeted therapy.

In conclusion, the evaluation of HER2 expression in a
series of screen-detected breast carcinomas helped to identify
a relatively small subset of patients with HER2-positive
carcinoma suitable for trastuzumab therapy. This revealed a
greater affordability and cost-effectiveness for the use of
targeted therapies, even in light of the current high cost of
such therapy.

Assessing the impact of a targeted intervention on costs
and health outcomes requires explicit consideration of the
method of targeting. In this study, we report on the low
incidence of HER2-positive breast carcinoma detected at the
screening level and highlight how the screening programs
can help to reduce the cost of anti-HER?2 targeted therapy
with trastuzumab or anti-HER?2 inhibitors.

Acknowledgements

This study was supported by the Foundation Savings and Loan
Company of Verona Vicenza Belluno and Ancona: ‘’Breast
carcinoma: phenotypical markers and molecular pointers of
prognosis and therapeutic answer”.

References

1 Slamon DIJ, Clark GM, Wong SG, Levin WIJ, Ullrich A and
McGuire WL: Human breast cancer: Correlation of relapse and
survival with amplification of the HER-2/neu oncogene. Science
235: 177-182, 1987.

2 Wolff AC, Hammond ME, Schwartz JN, Hagerty KL, Allred DC,
Cote RJ, Dowsett M, Fitzgibbons PL, Hanna WM, Langer A,
McShane LM, Paik S, Pegram MD, Perez EA, Press MF, Rhodes
A, Sturgeon C, Taube SE, Tubbs R, Vance GH, van de Vijver M,
Wheeler TM and Hayes DF: American Society of Clinical
Oncology/College of American Pathologists guideline
recommendations for human epidermal growth factor receptor 2
testing in breast cancer. J Clin Oncol 25: 118-145, 2007.

3 Dowsett M, Procter M, McCaskill-Stevens W, de Azambuja E,
Dafni U, Rueschoff J, Jordan B, Dolci S, Abramovitz M, Stoss
0, Viale G, Gelber RD, Piccart-Gebhart M and Leyland-Jones
B: Disease-free survival according to degree of HER2
amplification for patients treated with adjuvant chemotherapy
with or without one year of trastuzumab: The HERA Trial. J
Clin Oncol 27: 2962-2969, 2009.

4 Slamon D, Eiermann W, Robert N, Pienkowski T, Martin M,
Press M, Mackey J, Glaspy J, Chan A, Pawlicki M, Pinter T,
Valero V, Liu MC, Sauter G, von Minckwitz G, Visco F, Bee V,
Buyse M, Bendahmane B, Tabah-Fisch I, Lindsay MA, Riva A
and Crown J: Adjuvant trastuzumab in HER2-positive breast
cancer. N Engl J Med 365: 1273-1283, 2011.

5 Kaufman B, Trudeau M, Awada A, Blackwell K, Bachelot T,
Salazar V, DeSilvio M, Westlund R, Zaks T, Spector N and
Johnston S: Lapatinib monotherapy in patients with HER2-
overexpressing relapsed or refractory inflammatory breast cancer:
Final results and survival of the expanded HER2+ cohort in
EGF103009, a phase II study. Lancet Oncol /0: 581-588, 2009.

6 Pauletti G, Dandekar S, Rong H, Ramos L, Peng H, Seshadri R
and Slamon DJ: Assessment of methods for tissue-based
detection of the HER-2/neu alteration in human breast cancer: A
direct comparison of fluorescence in situ hybridization and
immunohistochemistry. J Clin Oncol /8: 3651-3664, 2000.

7 Bartlett JM, Ibrahim M, Jasani B, Morgan JM, Ellis I, Kay E,
Magee H, Barnett S and Miller K: External quality assurance of
HER?2 fluorescence in situ hybridisation testing: Results of a UK
NEQAS pilot scheme. J Clin Pathol 60: 816-819, 2007.

8 Brunelli M, Manfrin E, Martignoni G, Bersani S, Remo A,
Reghellin D, Chilosi M and Bonetti F: HER-2/neu assessment in
breast cancer using the original FDA and new ASCO/CAP
guideline recommendations: Impact on selecting patients for
herceptin therapy. Am J Clin Pathol 7/29: 907-911, 2008.

9 Brunello E, Brunelli M, Manfrin E, Nottegar A, Bersani S, Vergine
M, Molino A, Fiorio E, Chilosi M, Gobbo S, Martignoni G and
Bonetti F: Classical lobular breast carcinoma consistently lacks
topoisomerase-Ilo. gene amplification: Implications for the tailored
use of anthracycline-based chemotherapies. Histopathology 60:
482-488,2012.

3709



ANTICANCER RESEARCH 33: 3705-3710 (2013)

10 Vergine M, Brunelli M, Martignoni G, Brunello E, Miller K,

Pecori S, Bersani S, Chilosi M, Menestrina F, Manfrin E and

Bonetti F: Suitability of infiltrative lobular breast carcinoma for

anti-human epidermal growth factor receptor 2 treatment after

the ASCO/CAP and 2009 St Gallen International Expert

Consensus meeting. Histopathology 57: 935-940, 2010.

Anttinen J, Kuopio T, Nykanen M, Torkkeli H, Saari U and

Juhola M: HER2/neu oncogene amplification and protein

overexpression in interval and screen-detected breast cancers.

Anticancer Res 23: 4213-4218, 2003.

12 Manfrin E, Falsirollo F, Remo A, Reghellin D, Mariotto R,
Dalfior D, Piazzola E and Bonetti F: Cancer size, histotype, and
cellular grade may limit the success of fine-needle aspiration
cytology for screen-detected breast carcinoma. Cancer /17: 491-
499, 2009.

13 Manfrin E, Mariotto R, Remo A, Reghellin D, Falsirollo F,
Dalfior D, Bricolo P, Piazzola E and Bonetti F: Benign breast
lesions at risk of developing cancer — a challenging problem in
breast cancer screening programs: Five years’ experience of the
Breast Cancer Screening Program in Verona (1999-2004).
Cancer /15: 499-507, 2009.

14 Brunelli M, Manfrin E, Martignoni G, Miller K, Remo A,
Reghellin D, Bersani S, Gobbo S, Eccher A, Chilosi M and
Bonetti F: Genotypic intratumoral heterogeneity in breast
carcinoma with HER2/neu amplification: Evaluation according
to ASCO/CAP criteria. Am J Clin Pathol /317: 678-682, 2009.

15 Tubbs RR, Hicks DG, Cook J, Downs-Kelly E, Pettay J, Hartke
MB, Hood L, Neelon R, Myles J, Budd GT, Moore HC,
Andresen S and Crowe JP: Fluorescence in situ hybridization
(FISH) as primary methodology for the assessment of HER2
Status in adenocarcinoma of the breast: A single institution
experience. Diagn Mol Pathol /6: 207-210, 2007.

16 Lal P, Salazar PA, Hudis CA, Ladanyi M and Chen B: HER-2
testing in breast cancer using immunohistochemical analysis and
fluorescence in situ hybridization: A single-institution experience
of 2,279 cases and comparison of dual-color and single-color
scoring. Am J Clin Pathol /27: 631-636, 2004.

17 Bartlett Al, Starcyznski J, Robson T, Maclellan A, Campbell
FM, van de Velde CJ, Hasenburg A, Markopoulos C, Seynaeve
C, Rea D and Bartlett JM: Heterogeneous HER2 gene
amplification: Impact on patient outcome and a clinically
relevant definition. Am J Clin Pathol /36: 266-274, 2011.

18 Dawson SJ, Duffy SW, Blows FM, Driver KE, Provenzano E,
LeQuesne J, Greenberg DC, Pharoah P, Caldas C, and Wishart
GC: Molecular characteristics of screen-detected vs.
symptomatic breast cancers and their impact on survival. Br J
Cancer /01: 1338-1344, 2009.

19 Collyar DE: Breast cancer: A global perspective. J Clin Oncol
19: 101S-105S, 2001.

20 Sapino A, Marchio C, Senetta R, Castellano I, Macri L, Cassoni

P, Ghisolfi G, Cerrato M, D’Ambrosio E and Bussolati G:

Routine assessment of prognostic factors in breast cancer using

a multicore tissue microarray procedure. Virchows Arch 449:

288-296, 2006.

Bleyer A and Welch HG: Effect of three decades of screening

mammography on breast-cancer incidence. N Engl J Med 367:

1998-2005, 2012.

1

—

2

—_

3710

22 Chlebowski RT and Lillington LM: A decade of breast cancer
clinical investigation: results as reported in the Program/Proceedings
of the American Society of Clinical Oncology. J Clin Oncol 72:
1789-1795, 1994.

23 Bartsch R, Berghoff A, Pluschnig U, Bago-Horvath Z, Dubsky
P, Rottenfusser A, Devries C, Rudas M, Fitzal F, Dieckmann K,
Mader RM, Gnant M, Zielinski CC and Steger GG: Impact of
anti-HER?2 therapy on overall survival in HER2-overexpressing
breast cancer patients with brain metastases. Br J Cancer 106:
25-31,2012.

24 Blank PR, Schwenkglenks M, Moch H and Szucs TD: Human
epidermal growth factor receptor 2 expression in early breast
cancer patients: A Swiss cost-effectiveness analysis of different
predictive assay strategies. Breast Cancer Res Treat /24: 497-
507, 2010.

25 Gianni L, Pienkowski T, Im YH, Roman L, Tseng LM, Liu MC,
Lluch A, Staroslawska E, de la Haba-Rodriguez J, Im SA,
Pedrini JL, Poirier B, Morandi P, Semiglazov V, Srimuninnimit
V, Bianchi G, Szado T, Ratnayake J, Ross G and Valagussa P:
Efficacy and safety of neoadjuvant pertuzumab and trastuzumab
in women with locally advanced, inflammatory, or early HER2-
positive breast cancer (NeoSphere): A randomised multicentre,
open-label, phase II trial. Lancet Oncol /2: 1101-1108, 2011.

26 Liberato NL, Marchetti M and Barosi G: Cost-effectiveness of
adjuvant trastuzumab in human epidermal growth factor receptor
2-positive breast cancer. J Clin Oncol 25: 625-633, 2007.

27 Hedden L, O’Reilly S, Lohrisch C, Chia S, Speers C, Kovacic
L, Taylor S and Peacock S: Assessing the real-world cost-
effectiveness of adjuvant trastuzumab in HER-2/neu positive
breast cancer. Oncologist /7: 164-171, 2012.

28 de Lima Lopes G Jr.: Societal costs and benefits of treatment
with trastuzumab in patients with early HER2neu-overexpressing
breast cancer in Singapore. BMC Cancer //: 178, 2011.

29 Essers BA, Seferina SC, Tjan-Heijnen VC, Severens JL, Novak
A, Pompen M, Oron UH and Joore MA: Transferability of
model-based economic evaluations: The case of trastuzumab for
the adjuvant treatment of HER2-positive early breast cancer in
the Netherlands. Value In Health 73: 375-380, 2010.

30 Garrison LP Jr., Lubeck D, Lalla D, Paton V, Dueck A and Perez
EA: Cost-effectiveness analysis of trastuzumab in the adjuvant
setting for treatment of HER2-positive breast cancer. Cancer
110: 489-498, 2007.

31 Kurian AW, Thompson RN, Gaw AF, Arai S, Ortiz R and Garber
AM: A cost-effectiveness analysis of adjuvant trastuzumab
regimens in early HER2/neu-positive breast cancer. J Clin Oncol
25: 634-641, 2007.

32 Millar JA and Millward MJ: Cost-effectiveness of trastuzumab
in the adjuvant treatment of early breast cancer: A lifetime
model. Pharmaco Economics 25: 429-442, 2007.

33 Dendukuri N, Khetani K, Mclsaac M and Brophy J: Testing for
HER2-positive breast cancer: A systematic review and cost-
effectiveness analysis. Can Med Assoc J 176: 1429-1434,2007.

Received July 3, 2013
Revised July 23, 2013
Accepted July 24, 2013



