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ARTICLE

Detection of HER-2/neu Gene Amplification in Breast Carcinomas
Using Quantitative Real-time PCR -
A Comparison with Immunohistochemical and FISH Results

Janina KULKA,'* Anna-Maria TéKES,]* Pal KAPOSI-NOVAK,1 Néra UDVARHELYL,? Aniké KELLER,'
Gabor LOTZ! Zsuzsa SCHAFF!

'2nd Department of Pathology, Semmelweis University, *National Institute of Oncology, Budapest, Hungary

The aim of our study was to evaluate the value of
quantitative real-time-PCR (qPCR) in the determi-
nation of HER-2/neu amplification status of human
breast carcinomas by comparing qPCR, FISH and
immunohistochemistry results from the same sam-
ples. A total of 210 breast carcinomas were exam-
ined. Ready-to-use CB11 antibody was applied to
detect HER-2/neu oncoprotein expression. In 76 out
of 210 cases FISH was performed, and 162 cases
were investigated with qPCR. Seventy-five tumors
were 2+ or 3+ positive with immunohistochemistry,
while 135 samples were either completely negative
or 1+. In 45 cases results from all three methods
were available. Out of these, in twenty negative and
sixteen positive cases both FISH and qPCR led to
similar results. The mean qPCR amplification ratio
in the concordant positive cases was 5.424 while in

the qPCR+/FISH- group the mean ratio was 2.765.
Out of 121 samples with scores of 0 or 1+ immuno-
histochemical result, analyzed also with qPCR, 26
showed HER-2/neu gene amplification. In these
cases the mean amplification ratio was 2.53. Com-
parison of FISH and qPCR together with immuno-
histochemistry shows that qPCR is more sensitive
to detect HER-2/neu gene amplification in tumors
scored as 2+ with immunohistochemistry, but the
diagnostic cut-off ratio should be defined above 2.7
to avoid high number of false positive cases.
Amongst the immunohistochemistry score 2+ cases,
10 of 18 showed gene amplification by qPCR while
10 of 26 by FISH. In conclusion, a well calibrated
HER-2/neu qPCR assay may serve as useful alterna-
tive to FISH in breast cancer patients. (Pathology
Oncology Research Vol 12, No 4, 197-204)
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Introduction

The HER-2/neu gene, member of the EGF receptor fam-
ily, was discovered independently in four different labora-
tories, and therefore it has alternative names like neu,
HER-2 or c-erbB-2.> HER-2/neu protein overexpression is
observed in approximately 25% to 30% of breast carcino-
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mas."?* In humans, overexpression of HER-2/neu has
generally not been found in normal breast tissue or in
benign lesions including hyperplasia,” but it is commonly
seen in ductal carcinoma in situ (DCIS), almost twice as
frequently as in invasive carcinomas.'>*

The clinical importance of HER-2/neu came in focus of
research and therapy following the recognition that ampli-
fication of the gene and overexpression of the protein in
breast tumors were associated with poor prognosis.*>*
Based on these observations, breast cancer has become the
major focus of HER-2/neu studies.

In 1998 a new drug (Herceptin® generic name
trastuzumab) was approved by the US Food and Drug
Administration (FDA) for the treatment of female patients
with advanced breast cancer. For women with HER-



198

KULKA et al

2/neu-overexpressing breast carcinomas, who may not be
responsive to standard breast cancer treatment, Herceptin®
has shown great promise by increasing survival time.
However, the drug is only effective if breast cancer cells
carry extra copies of the HER-2/neu gene.”'

In Hungary, Trastuzumab (Herceptin®) therapy at pre-
sent is available via the National Health Insurance when
it is indicated by both immunohistochemistry and FISH.
Conclusive local data are not yet available about the out-
come of patients receiving this treatment.

The two most commonly used methods for testing HER-
2/neu status are immunohistochemistry, which measures
semi-quantitatively the expression of the HER-2/neu pro-
tein on the cell surface, and fluorescent in situ hybridiza-
tion (FISH), which detects amplification of the HER-2/neu
gene. Although immunohistochemistry and FISH tech-
niques work with well established parameters, sometimes
there is discordance between results from different labora-
tories or after retesting the same case.”*

In 2001 immunohistochemistry performed with Her-
cepTest (Dako) has been approved by the FDA for diag-
nostic use. The Oncology Advisory Drug Committee
recommended similar approval of FISH, because studies
have shown that most carcinomas with 24+ immunohisto-
chemistry score did not have HER-2/neu gene amplifi-
cation.'”?

Although immunohistochemistry is readily available
and the scoring system (Dako) based on the assessment
of the intensity and completeness of membrane staining
is also approved, the results are still subjective, while
FISH assay is expensive and laborious. The necessity
of HER-2/neu gene amplification testing is demonstra-
ted by Kauraniemi et al*® who found that Herceptin
treatment induces a dose-dependent growth reduction
only in breast cancer cell lines with HER-2 amplifica-
tion, whereas non-amplified cell lines are practically
resistant.

Considering the patient’s life expectancies, the cost of
the different tests and that of the specific treatment itself,
it is highly important to use the most sensitive and cost-
effective diagnostic method.

In the near future it will be important to analyze in full
details the results of the anti-HER-2 therapy, and to corre-
late the methods used for the detection of HER-2/neu sta-
tus with the effectiveness of the therapy.

Our aim was to evaluate the value of the highly sensitive
and quick qPCR method and to correlate it with the results
of immunohistochemistry and FISH.

Materials and Methods
A total of 210 consecutive breast carcinomas diagnosed

in the years 2002-2003 were examined for HER-2/neu sta-
tus. For each case the type and the (Nottingham) histolog-

ical grade'? were recorded. Routinely processed, paraffin-
embedded surgical biopsies were investigated.

HER-2/neu protein expression was tested with immuno-
histochemistry on paraffin-embedded samples in all 210
cases. In 162/210 cases, samples were analyzed with
gPCR, and FISH validation was performed in 76/210
cases. In 45/210 cases parallel results were available from
all three different methods.

Immunohistochemistry

Sections were deparaffinized, followed by antigen
retrieval for 6 min in antigen retrieval solution (Vector
Laboratories Inc., Burlingame, CA, USA). HER-2/neu
protein was detected with the CB11 ready-to-use mono-
clonal antibody (Novocastra Laboratories, Newcastle,
UK). Following 1 h incubation at room temperature, the
secondary antibody and the avidin-biotin peroxidase com-
plex from a Vectastain Kit (Vector Laboratories) were
applied on the samples. In each case, by omitting the pri-
mary antibody, a negative control was included. The chro-
mogen substrate was VIP (Vector Laboratories) or 3,3’-
diaminobenzidine (DAB) (Dako, Glostrup, Denmark).
Each slide was counterstained with hemalaun, and scored
on a 0 to +3 scale by two experienced pathologists accord-
ing to approved guidelines and described by many
authors.'®* Routinely, cytoplasmic, confuse staining are
considered as HER-2/neu negative as recommended by
previous studies.” For the purpose of the present study
these few cases were analyzed as a separate group and con-
sidered as false reaction.

HER-2/neu copy number determination with gPCR from
paraffin-embedded samples

In 162/210 cases HER-2/neu gene amplification was ana-
lyzed with qPCR using the LightCycler technology system
(Roche Diagnostics GMBH, Mannheim, Germany).

DNA isolation. Paraffin-embedded material was pre-
pared as follows: Two 5-pum-thick tissue sections, cut from
the block used previously for immunohistochemistry, were
independently extracted. After deparaffinization in xylene,
tissue sections were digested in Lysis Buffer (Roche) con-
taining 10 pg/ml proteinase K, overnight at 65°C. The
DNA was separated from other cellular components using
phenol:chloroform:isoamyl alcohol (25:24:1) and then
precipitated with cold ethanol, dried and resuspended in
sterile distilled water in 100 m1 final volume. The DNA
was stored at -20°C until use.

Quantification using the LightCycler technology. qQPCR
was performed with the LightCycler-HER-2/neu DNA
Quantification Kit provided by Roche Pharmaceuticals.
A 112-bp fragment of HER-2/neu gene and a 133-bp frag-
ment of the reference gene were amplified by LightCycler
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Figure 1. Score 1+ (a), 2+ (b) and 3+ (c) HER-2/neu immuno-
histochemical reaction (DAB). (d) Unequivocal HER-2/neu
gene amplification by FISH

gPCR specific primers.”* Both genes are localized on chro-
mosome 17. A positive control, provided with the kit, and
a template-free negative control were included at each
gPCR cycle. qPCR reaction was performed according to
the manufacturer’s instructions.® Two pl of DNA extracted
from tissue were added to each reaction mix. qPCR condi-
tions were as follows: after an initial 6-min pre-incubation
step at 95°C, 45 amplification cycles were performed, each
consisting of 95°C for 10 sec, 58°C for 10 sec, and 72°C for
10 sec. The fluorescent signals were measured after each
primer-annealing step at 58°C.

The calculation of the relative amounts of HER-2/neu
DNA compared to the reference gene DNA was done by
Relative Quantification Software from Roche Molecular
Biochemicals. Final results were expressed as a ratio of
HER-2/neu and reference gene copies in the sample, nor-
malized with ratio of HER-2/neu and reference gene
copies in the calibrator DNA set to one. A ratio above 2.0
was regarded as being positive for HER-2/neu amplifica-
tion. Positive cases showing a ratio of amplification slight-
ly over 2 were re-examined.
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Fluorescence in situ hybridization

Typically, the sections analyzed by FISH were adjacent
to the section used for immunohistochemistry and the
same areas of the tumors were evaluated. FISH was per-
formed using a fluorescein-labeled HER-2/neu probe,
automated technique (Ventana Medical Systems, Pty Ltd,
Victoria, Australia).** In brief, paraffin-embedded 4-5-
pm-thick sections were mounted on silanized slides. Sam-
ple preparation, denaturation, hybridization and post wash
were performed in the automated system Ventana Bench-
Mark. After protein digestion, to improve the probe pene-
tration to the target DNA, the breast tissue and the HER-
2/neu probe are denatured simultaneously at 90°C for 10
min, followed by hybridization for 11 h at 50°C. After
biotin-labeled HER-2/neu probe hybridizes to the target, a
linker antibody (FITC-labeled mouse anti-biotin) is added
to the reaction. Amplification was performed with FITC-
labeled sheep anti-mouse IgG. Slides were counterstained
with 4,6-diamidino-2-phenylindole (DAPI) in antifade
solution (Vectashield, Vector Laboratories). A positive



200

KULKA et al

control section was included in each batch. Fluorescence
signals were counted using a Nikon-Microphot-SA fluo-
rescence microscope equipped with an appropriate (FITC
and DAPI) filter set. For each specimen, gene copy level
was assessed in two areas of at least forty non-overlapping
tumor cell nuclei. A tumor was diagnosed as being ampli-
fied if there were more than 4.5 copies of HER-2/neu per
cell on average.

Results

Histopathological classification of the samples

Invasive ductal carcinoma of the breast of no special
type (NST/NOS) was the predominant cancer type
179/210 (85.2%), while 14/210 (6.6%) were infiltrating
lobular carcinoma of classical or variant type and 17/210
(8.09%) were special/rare types (cribriform, mucinous,
tubular, apocrine, metaplastic). Grades of the 210 invasive
carcinomas were as follows: 49/210 (23.3) were grade 1,
91/210 (43.3%) grade 2 and 70/210 (33.3) grade 3.

Immunohistochemistry for HER-2/neu

Immunohistochemistry was performed in all 210 cases.
Using CB11 antibody and scoring system according to
approved guidelines, 104 cases (49.5%) did not show
HER-2/neu protein expression, 23 samples (10.9%) were
scored as 1+ (Figure la), 31/210 (14.7%) as 2+ (Figure
1b), 44/210 (20.9%) as 3+ (Figure Ic) and 8/210 (3.3%) as
false reaction.

Quantification using the LightCycler gPCR technology

gPCR was performed in 162 cases, 53 of which were
considered amplified and 109 non-amplified. Of the 162
cases, 92 tumors were score 0 by immunohistochemistry,
22 were 1+, 18 were 2+, 23 were 3+ and 7 showed false
reaction. The mean HER-2/neu DNA amplification ratio
using qPCR compared to the results of immunohistochem-
istry is presented in Table 1. In 26/121 cases with 0, 1+ or
false immunoreaction, gPCR has shown gene amplifica-
tion (mean 2.53). Twelve of the 92 IHC score 0 cases, and
12 of the 22 IHC score 1+ ones showed gene amplification
by qPCR, with a mean amplification ratio of 2.75 and 2.80,
respectively. However, in 9 of the 12 amplified IHC score
0 cases and 9 of 12 amplified IHC score 1+ ones the value
of gene amplification ratio was between 2.05 and 2.47.

Quantification using FISH

FISH for HER-2/neu amplification detection was per-
formed in 76 cases. At the beginning of our study each
case was analyzed by FISH for validation of our immuno-
histochemical “pre-testing” method and for comparison

between results of immunohistochemistry and FISH. Later
on FISH was performed only on the 2+ and 3+ cases.
Therefore, in this group tumors considered negative with
immunohistochemistry (0, 14) as well as 2+ and 3+ cases
were included. The result of a FISH reaction showing
unequivocal HER-2/neu gene amplification is presented in
Figure 1d. Of the 76 cases analyzed with FISH, 44 were
considered amplified and 32 non-amplified. The immuno-
histochemical score was 0 in 9 tumors, 4 cases were 1+, 26
cases 2+, 35 cases 3+ and 2 cases showed false positive
reaction. The results are presented in Table 2.

FISH and qPCR versus immunohistochemistry

In 45 cases immunohistochemistry as well as FISH and
qPCR were performed. Analyzing the results of FISH and
gPCR in 36/45 cases both methods showed the same
results: 20 cases were negative and 16 positive. In 9 cases
FISH and qPCR results were discordant: 6 cases were
qPCR+/FISH-, while 3 cases were qPCR-/FISH+. The

Table 1. The results of HER-2/neu DNA amplification
using qPCR compared to the results of immunohisto-
chemistry

HER-2/neu DNA
amplification status
by gPCR — number of cases

HER-2/neu protein expression
by immunohistochemistry

Number Amplified Non-
Score of cases (mean ratio) amplified
0 92 12 (2.75) 80
1+ 22 12 (2.8) 10
2+ 18 10 (6.06) 8
3+ 23 17 (7.78) 6
False reaction 7 2 (2.23) 5
Total 162 53 109

Table 2. The results of HER-2/neu amplification using
FISH in comparison with the results of immunohisto-
chemistry

HER-2/neu DNA
amplification status
by FISH — number of cases

HER-2/neu protein expression
by immunohistochemistry

Number . Non-
Score of cases Amplified amplified
0 9 0 9
1+ 4 1 3
2+ 26 10 16
3+ 35 31 4
False reaction 2 2 0
Total 76 44 32
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Table 3. Results of immunohistochemistry, FISH and mean ratio of qPCR amplification in the cases where the results

of all three methods are available (n = 45)

Immunohistochemistry qPCR — number of cases FISH — number of cases
Score Number of cases Amplified (mean ratio) Non-amplified Amplified Non- amplified
0 9 0 9 0 9
1+ 4 2(2.32) 2 1 3
2+ 16 8(3.38) 8 5 11
3+ 16 11 (5.17) 5 12 4

mean amplification ratio of qPCR in the concordant ampli-
fied cases was 5.424 while in the qPCR+/FISH- group this
ratio was 2.765.

Comparing the results of FISH and qPCR versus
immunohistochemistry, it seems that the majority of dis-
cordant results are among the cases scored as 1+ and 2+ by
immunohistochemistry. Although the number of cases
analyzed by all three methods is relatively low and the dif-
ferences are not significant, it seems that gPCR technique
detects more amplified cases amongst the cases scored as
2+ by IHC. These results are summarized in Table 3.

Discussion

Since it was described that HER-2/neu amplification in
breast carcinoma correlates with poor prognosis, this pro-
tein has become the subject of several studies.'®*?® The
HER-2/neu gene and its protein product, HER-2/neu
receptor plays a key role in carcinogenesis. The HER-
2/neu receptor transfers signals via the Ras/MAPK signal-
ing pathway and has a role in mitosis induction, prolifera-
tion, and invasion."**** It is not surprising that in many
human malignancies, including breast carcinomas, very
often there is a “baseline” increase of the gene copy num-
ber and consequently a slight overexpression of the HER-
2/neu receptor protein.**?’

The selection of patients for Herceptin® therapy relies on
the demonstration of HER2/neu protein overexpression
and on the presence of HER-2/neu gene amplification.
Therefore the need of an accurate determination of HER-
2/neu status has gained major importance. Immunohisto-
chemistry and FISH are currently the most widely used
methods to measure protein overexpression and gene
amplification.”* Immunohistochemistry is generally con-
sidered the more subjective assay as it relies on the assess-
ment of the staining intensity and percentage of positive
tumor cells. A research group analyzing 1536 breast can-
cer cases as part of the HER2000 international study
showed that there is a moderate level of agreement among
pathologists in scoring the immunohistochemical results.’

Using immunohistochemistry, the rate of HER-2/neu
overexpression has been recorded between 2% and
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60%,'8* but it is generally accepted that HER-2/neu pro-
tein is overexpressed in 15-25% of invasive breast carci-
nomas."'** The wide range of protein overexpression rate,
described in reports, is most likely due to differences in the
antibodies used and in the patient selection, but different
antigen retrieval, tissue fixation methods and interpretation
could also contribute to it.

Several studies have noted a significant level of discor-
dance with immunohistochemical tests depending on the
antibodies used.*'" Accepting the scoring system (0, false
reaction and 1+ are considered negative and 3+ is consid-
ered positive, 2+ cases are considered equivocal for HER-
2/neu status), our results are in concordance with the
majority of studies published.® However, some laborato-
ries have found the number of positive cases to be lower
compared to that observed by us. Bilous® et al., analyzing
1536 cancers using HerceptTest, have found 13% of the
tumors to be 24+ and 12% to be 3+. Studies have been per-
formed comparing the specificity of different antibod-
ies,**31% and it was strongly suggested by many authors
and guidelines’ that immunohistochemical HER-2/neu
testing should be performed in accredited, approved cen-
tral laboratories to avoid inconclusive results.

It is worth mentioning that in a recent study Elkin and
co-workers'! described a thorough and thoughtful cost-
effectiveness analysis of HER-2/neu testing and Trastuzu-
mab therapy. They concluded that it is more cost-effective
to use FISH alone or as confirmation of all positive Her-
cepTest results rather than using FISH to confirm only the
weakly positive HercepTest assays or to use HercepTest
alone.

Both immunohistochemistry and FISH are FDA-
approved methods of HER-2/neu assessment, but FISH is
a specialized technique not available in most laboratories,
and it is relatively expensive. The majority of academic
centers consider 3+ HerceptTest positivity to be predictive
of HER-2/neu gene amplification without necessity of
FISH testing.” Moderate (2+) staining has not been shown
to correlate strongly with gene amplification, so in these
cases testing by FISH is needed. In the literature, concor-
dance rates between immunohistochemistry and FISH
range from 79% to 100% for 3+ cases®'’?? and between
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12% to 36% for 2+ cases.*®** It is difficult to compare pub-
lished FISH studies with each other because of the differ-
ences in their criteria used to define amplification. The
majority of studies used the ratio of gene copies to chro-
mosome 17 copies.'® Other groups calculated the absolute
number of gene copies® or, as we and others did,> the
mean of gene copy number (counted in at least 40 tumor
cell nuclei). Ma et al.”® observed a very good level of con-
cordance between the two methods of FISH analysis (the
centromere-17-corrected and the net HER-2/neu gene copy
number criteria). They also concluded that increase in
HER-2/neu gene copy number consecutive to polysomy 17
in the absence of specific gene amplification might not lead
to a strong protein overexpression in the majority of breast
carcinomas. In our study FISH was performed in 76/210
cases including cases not expressing HER2/neu protein at
all as well as cases scored 1+, 2+ and 3+. The results indi-
cate that, in this series, using CB11 antibody 100% con-
cordance is achieved between immunohistochemistry and
FISH in tumors without HER-2/neu protein expression,
scored as 0. The concordance between IHC and FISH in
tumors unequivocally considered 3+ was 88.6%. In the
group recommended to be analyzed by immunohistochem-
istry as well as by FISH (immunohistochemistry score 2+),
the concordance between immunohistochemistry and
FISH was 38.5%. It is interesting to note that the two cases
considered as false reaction by immunohistochemistry has
shown gene amplification by FISH.

These results suggest that HER-2/neu protein overex-
pression detected by immunohistochemistry does not pre-
dict oncogene amplification by FISH in all cases. Since it
was demonstrated that Herceptin treatment has beneficial
effect only in HER-2/neu-amplified tumors,’! these results
also suggest that alternative techniques are sought for ana-
lyzing HER-2/neu oncogene amplification.

Quantitative PCR represents an alternative method for
determining gene amplification and has been shown to be
a reproducible technique given the automation, sensitivity,
specificity and quickness of this technique. Some studies
planned to evaluate the concordance between qPCR for
HER-2/neu testing and the conventional tests such as
immunohistochemistry and FISH **' but the results were
discordant too. Our results indicate that using CB11 anti-
body for the detection of HER-2/neu protein expression
and qPCR technique for testing HER-2/neu gene amplifi-
cation in tumors without HER2/neu protein expression,
scored as 0 concordances of 87.0% can be achieved
between immunohistochemistry vs. gPCR. The concor-
dance between immunohistochemistry and qPCR in
tumors unequivocally considered 3+ was 73.9%. In the
group recommended to be analyzed by immunohistochem-
istry as well as by other (molecular) techniques (score 2+),
the concordance between immunohistochemistry and
gPCR was 55.6%. In the group considered as false reaction

2 of 7 has shown amplification by qPCR, but the mean
value only slightly exceeded 2.0.%% (A ratio above 2.0 was
regarded as being positive for HER-2/neu amplification.)

We conclude that by using qPCR more HER-2/neu-
amplified cases can be detected in the group pf IHC score
2+ cases, although in this relatively small study we could
not prove a statistically significant difference. The concor-
dance between immunohistochemistry and qPCR or FISH
in tumors scored 2+ was 55.6%, and 38.5% respectively.
In the 3+ cases the concordance between immunohisto-
chemistry and FISH was 88.6%, compared with immuno-
histochemistry and qPCR (73.9%). Comparing the results
of FISH and qPCR we found a concordance of 80%. With
case by case comparison, in 36/45 cases both methods
showed the same results: 20 cases were negative and 16
positive. The mean amplification ratio using qPCR in the
concordant amplified cases was 5.424, while in the
qPCR+/FISH-group this ratio was 2.765. In 26 of the 121
cases with 0, 1+, false immune-reaction qPCR has shown
weak gene amplification ratio of 2.53.

In earlier studies® HER-2/neu gene amplification was
determined by the same method, using LightCycler tech-
nology (ratio between HER-2/neu gene amplification and
reference gene located to chromosome 17), and ratio above
2 was considered amplified. Tse*' et al. compared the
HER-2/neu gene copy number quantified by real-time
quantitative LightCycler gPCR with FISH and immuno-
histochemistry and found good concordance between
LightCycler qPCR versus immunohistochemistry and/or
FISH. The same group described that the LightCycler-
gPCR reaches the accuracy of FISH, but it has great advan-
tages: it can be relatively simply performed and fully auto-
mated, but it is cheaper than FISH.*!

Comparing the results mentioned by Tse*' and by
Beyser’ with our results, we found that using gPCR for the
detection of HER-2/neu gene amplification, ,,specific” or
“clinically relevant” amplification ratio probably begins
above 2.7. Including this observation qPCR may be an
alternative to FISH since in the majority of cases results
obtained with the different techniques are concordant.

In a recent study microdissected areas of paraffin-
embedded breast carcinoma samples were investigated
with qPCR. The results correlated well with the immuno-
histochemical and FISH results. The authors propose
HER-2/neu PCR analysis as an alternative to FISH or
immunohistochemistry. Recently, a Canadian group pub-
lished similar results and concluded that gPCR may be an
“effective and efficient” strategy in testing HER-2 status.”’

In conclusion, our study reports data of HER-2/neu
assessment by three different methods, immunohistochem-
istry, FISH and gPCR. Our results confirm previous
reports which demonstrate the discordance between
immunohistochemistry and FISH or other methods. For
accuracy of HER-2/neu determination beside the FISH
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method, additional HER-2/neu tests may be required.
When using qPCR for the detection of clinically relevant
HER-2/neu gene amplification, we suggest the cut-off
level of the gene amplification ratio to define at least above
2.7. Testing by qPCR, a proportion of the immunohisto-
chemically 2+ cases showed a better concordance as com-
pared to the results of FISH.

Considering our results we believe that qPCR is a
promising method in routine detection of HER-2/neu gene
amplification and may serve as a feasible alternative to
FISH. We suggest the formation of a “clinically significant
amplification ratio” value to be used in HER-2/neu qPCR.

Acknowledgements

We thank Magdolna Pekar, Agnes Szik and Marika Téth for tech-
nical assistance. This research and publication comply with the cur-
rent law of Hungary.

References

1. Allred DC, Clark GM, Molina R, et al: HER-2/neu in node-
negative breast cancer: prognostic significance of overexpres-
sion influenced by the presence of in situ carcinoma. J Clin
Oncol 10: 599-605, 1992

2. Bdnkfalvi A, Boecker W Reiner A: Comparison of automated
and manual determination of HER?2 status in breast cancer for
diagnostic use: a comparative methodological study using Ven-
tana BenchMark automated staining system and manual tests.
Int J Oncol 25: 929-935, 2004

3. Bdankfalvi A, Giuffre G, Ofner D, et al: Relationship between
HER?2 status and proliferation rate in breast cancer assessed by
immunohistochemistry, fluorescence in situ hybridisation and
standardised AgNOR analysis. Int J Oncol 23: 1285-1292,
2003

4. Bdnkfalvi A: HER-2 diagnostics. Magy Onkol 46: 11-15, 2002
[In Hungarian]

5. Bargmann CI, Hung MC, Weinberg RA: The neu oncogene
encodes an epidermal growth factor receptor-related protein.
Nature 319: 226-230, 1986

6. Bartlett JM, Going JJ, Mallon EA, et al: Evaluating HER2
amplification and overexpression in breast cancer. J Pathol
195: 422-428, 2001

7. Beyser K, Reiser A, Gross C, et al: J. Real-time quantification
of HER2/neu gene amplification by LightCycler Polymerase
Chain Reaction (PCR) — a new research tool. Biochemica 2:
15-18, 2001

8. Beyser K, Reiser A, Gross C, et al: PCR is a powerful tool to
assess HER2/neu positivity in breast cancer. Eur J Cancer 158:
419-429, 2001

9. Bilous M, Ades C, Armes J, et al: Predicting the HER2 status
of breast cancer from basic histopathology data: an analysis of
1500 breast cancers as part of the HER2000 international study.
Breast 12: 92-98, 2003

10. DiGiovanna MP: Clinical significance of HER-2/neu overex-
pression: Part I. Principles and Practice of Oncology 13: 1-10,
1999

11. Elkin EB, Weinstein MC, Winer EP, et al: HER-2 testing and
trastuzumab therapy for metastatic breast cancer: a cost-effec-
tiveness analysis. J Clin Oncol 22: 854-863, 2004

Vol 12, No 4, 2006

12. Elston CW, Ellis 10: Pathological prognostic factors in breast
cancer. I. The value of histological grade in breast cancer:
experience from a large study with long term follow up.
Histopathology 19: 403-410, 1991

13. Esteva FJ, Sahin AA, Smith TL, et al: Prognostic significance of
phosphorylated P38 mitogen-activated protein kinase and
HER-2 expression in lymph node-positive breast carcinoma.
Cancer 100: 499-506, 2004

14. Gjerdrum LM, Sorensen BS, Kjeldsen E, et al: Real-time quan-
titative PCR of microdissected paraffin-embedded breast carci-
noma. J Mol Diagn 6: 42-51, 2004

15. Gusterson BA, Machin LG, Gullick WJ, et al: Immunohisto-
chemical distribution of c-erbB-2 in infiltrating and in situ
breast cancer. Int J Cancer 42: 842-845, 1988

16. Hammock L, Lewis M, Phillips C, et al: Strong HER-2/neu pro-
tein overexpression by immunohistochemistry often does not
predict oncogene amplification by fluorescence in situ
hybridization. Hum Pathol 34: 1043-1047, 2003

17. Harbeck N, Ross JS, Yurdseven S, et al: HER-2/neu gene ampli-
fication by fluorescence in situ hybridization allows risk-group
assessment in node negative breast cancer. Int J Oncol 14: 663-
671, 1999

18. Jacobs TW Gown AM, Yaziji H, et al: HER-2/neu protein
expression in breast cancer evaluated by immunohistochem-
istry; a study of interlaboratory agreement. Am J Clin Pathol
113: 251-258, 2000

19. Jimenez RE, Wallis T, Tabasczka P, Visscher DW: Determination
of Her-2/Neu status in breast carcinoma: comparative analysis
of immunohistochemistry and fluorescent in situ hybridization.
Mod Pathol 13: 37-45, 2000

20. Kakar S, Puangsuvan N, Stevens JM, et al: HER-2/neu assess-
ment in breast cancer by immunohistochemistry and fluores-
cence in situ hybridization: comparison of results and correla-
tion with survival. Mol Diagn 5: 199-207, 2000

21. Kauraniemi P, Hautaniemi S, Autio R, et al: Effects of Her-
ceptin treatment on global gene expression patterns in HER2-
amplified and nonamplified breast cancer cell lines. Oncogene
23:1010-1013, 2004

22. Lebeau A, Deimling D, Kaltz C, et al: Her-2/neu analysis in
archival tissue samples of human breast cancer: Comparison of
immunohistochemistry and in situ hybridization. J Clin Oncol
19: 354-363, 2001

23. Lopez-Guerrero JA, Navarro S, Noguera R, et al: Histological
tumor grade correlates with HER2/c-erB-2 status in invasive
breast cancer: a comparative analysis between immunohisto-
chemical (CB11 clone and Herceptest), FISH and differential
PCR procedures. Arkh Patol 65: 50-55, 2003

24. Lu Y, Zi X, Zhao Y, Pollak M: Overexpression of ErbB2 recep-
tor inhibits IGF-I-induced Shc-MAPK signaling pathway in
breast cancer cells. Biochem Biophys Res Commun 313: 709-
715, 2004

25. Luftner D, Henschke P, Kafka A, et al: Discordant results
obtained for different methods of HER-2/neu testing in breast
cancer — a question of standardization, automation and timing.
Int J Biol Markers 19: 1-13, 2004

26. Ma Y, Lespagnard L, Durbecq V] et al: Polysomy 17 in HER-
2/neu status elaboration in breast cancer: effect on daily prac-
tice. Clin Cancer Res 11: 4393-4399, 2005

27. Nistor A, Watson PH, Pettigrew N, et al: Real-time PCR com-
plements immunohistochemistry in the determination of HER-
2/neu status in breast cancer. BMC Clin Pathol 6:2
doi:10.1186/1472-6890-6-2, 2006

28. O’Malley FP, Parkes R, Latta E, et al: Comparison of
HER2/neu status assessed by quantitative polymerase chain



204

KULKA et al

29.

30.

31

32.

33.

34.

35.

reaction and immunohistochemistry. Am J Clin Pathol 115:
504-511, 2001

Pavelic ZP, Pavelic L, Lower EE, et al: C-myc, c-erbB-2, and
Ki-67 expression in normal breast tissue and in invasive and
noninvasive breast carcinoma. Cancer Res 52: 2597-2606,
1992

Perez EA, Roche PC, Jenkins RB, et al: HER2 testing in
patients with breast cancer: poor correlation between weak pos-
itivity by immunohistochemistry and gene amplification by flu-
orescence in situ hybridization. Mayo Clin Proc 77: 148-154,
2002

Press MF, Slamon DJ, Flom KJ, et al: Evaluation of HER-
2/neu gene amplification and overexpression: comparison of
frequently used assay methods in a molecularly characterized
cohort of breast cancer specimens. J Clin Oncol 20: 3095-3105,
2002

Riben MW, Malfetano JH, Nazeer T, et al: ldentification of
HER-2/neu oncogene amplification by fluorescence in situ
hybridization in stage I endometrial carcinoma. Mod Pathol 10:
823-831, 1997

Ridolfi RL, Jamehdor MR, Arber JM: HER-2/neu testing in
breast carcinoma: A combined immunohistochemical and fluo-
rescence in situ hybridization approach. Mod Pathol 13: 866-
873, 2000

Ross JS, Fletcher JA: The HER2/neu (c-erbB-2) gene and pro-
tein in breast cancer. Am J Clin Pathol 112 (Suppl 1): 553-567,
1999

Seshadri R, Figaira FA, Horsfall DJ, et al: Clinical significance
of HER-2/neu oncogene amplification in primary breast cancer.
The South Australian Breast Cancer Study Group. J Clin Oncol
11: 1936-1942, 1993

36.

37.

38.

39.

40.

41.

42.

43.

Slamon DJ, Clark GM, Wong SG, et al: Human breast cancer:
correlation of relapse and survival with amplification of the
HER-2/neu oncogene. Science 235:177-182, 1987

Slamon DJ, Godolphin W, Jones LA, et al: Studies of the HER-
2/neu proto-oncogene in human breast and ovarian cancer. Sci-
ence 244:707-712, 1989

Somerville JE, Clarke LA, Biggart JD: C-erbB-2 overexpres-
sion and histological type of in situ and invasive breast carci-
noma. J Clin Pathol 45: 16-20, 1992

Suo Z, Daehli KU, Lindboe CF, et al: Real-time PCR quantifi-
cation of c-erbB-2 gene is an alternative for FISH in the clini-
cal management of breast carcinoma patients. Int J Surg Pathol
12: 311-318, 2004

Taylor SL, Platt-Higgins A, Rudland PS, et al: Cytoplasmic
staining of c-erbB-2 is not associated with the presence of
detectable c-erbB-2 mRNA in breast cancer specimens. Int J
Cancer 76: 459-463, 1998

Tse C, Brault D, Gligorov J, et al: [abstract]. HER-2 gene copy
number quantified by real-time quantitative PCR (qPCR) and
serum HER-2 concentration by enzyme-linked immunosorbent
assay (ELISA): comparison with fluorescent in situ hybridiza-
tion (FISH) and immunohistochemistry (IHC). 4™ European
Breast Cancer Conference, Hamburg, 395, 2004

Van de Vijver M, Peterse JL, Mooi WJ, et al: Neu protein over-
expression in breast cancer. Association with comedo-type
ductal carcinoma in situ and limited prognostic value in stage
II breast cancer. N Engl J Med 319: 1239-1245, 1988

Woods Ignatoski KM, Grewal NK, Markwart S, et al:
p38MAPK induces cell surface alpha4 integrin downregulation
to facilitate erbB-2-mediated invasion. Neoplasia 5:128-134,
2003

PATHOLOGY ONCOLOGY RESEARCH




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts 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
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -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 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /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 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /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 ()
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /Unknown

  /Description <<
    /ENU (Use these settings to create PDF documents with higher image resolution for high quality pre-press printing. The PDF documents can be opened with Acrobat and Reader 5.0 and later. These settings require font embedding.)
    /JPN <FEFF3053306e8a2d5b9a306f30019ad889e350cf5ea6753b50cf3092542b308030d730ea30d730ec30b9537052377528306e00200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /FRA <>
    /DEU <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


