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Abstract

Purpose: Immunohistochemical markers are used to classify breast cancer into molecular subtypes biologically and behavior distinct.
The Bcl-2 gene has been implicated in a number of cancers and it is also thought to be involved in resistance to conventional cancer
treatment. The aim of this study was to investigate apoptosis in breast cancer cells and in molecular groups using IHC expression of Bcl-2.
Materials and Methods: Our study included 61 patients that been followed up five years since diagnosis. The traditional prognostic factors:
age, tumor size, histological type, histological grade, clinical stage and the status of the lymph nodes were used for primary morphological
evaluation. Molecular classification of cases and Bcl-2 assessment was performed by immunohistochemistry in agreement with data
from the literature. Results: More than an half of tumors were positive for Bcl-2 showing a favorable response to endocrine therapy.
The average age of the patients, hormonal status, tumoral diameter and histological grade showed significant differences statistically.
Most of positive cases for Bcl-2 belong to the luminal tumor group, while non-luminal tumors have a negative reaction. When we compared
well-known histological types, we noticed insignificant issues regarding score groups for Bcl-2; in exchange, when they were compared
into molecular groups, we obtained the strongest statistical correlation. Conclusions: Assessment of apoptosis by Bcl-2 leads to the
identification of molecular groups with different immunohistochemical and clinical features and different survival rates, better for Bcl-2
positive tumors and worse in Bcl-2 negative tumors.
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= Introduction

Breast cancer is a clinically, pathologic, therapeutic
heterogeneous disease; classically histological classifi-
cations do not fully capture the varied clinical course
of this disease. Histological type, grade, tumor size,
lymph node involvement, and estrogen receptor (ER),
progesterone receptor (PR) and HER-2 receptor status
all influence prognosis and the probability of response
to systemic therapies. Based on the recent DNA
microarray studies on breast cancer cases, distinct
molecular subtypes of breast carcinoma were identified
with different clinical outcomes [1]. Results from reverse
transcription polymerase chain reaction and DNA
microarrays led to novel risk stratification methods
and to new molecular classification of breast cancer.
However, large-scale subtyping using gene expression
profiling from formalin-fixed, paraffin-embedded
samples is not currently feasible. Therefore, immuno-
histochemical (IHC) markers have been used as
surrogates for DNA microarray in subtyping breast
cancer.

Apoptosis is the process of programmed cell death
that may occur in multicellular organisms. The process
of apoptosis is controlled by a diverse range of cell
signals, which may originate either extracellular
(extrinsic inducers) or intracellular (intrinsic inducers).
Extracellular signals may include toxins [2], hormones,

growth factors, nitric oxide [3] or cytokines, that must
either cross the plasma membrane or transduce to effect
a response. These signals may positively (i.e., trigger)
or negatively (i.e., repress, inhibit, or dampen) affect
apoptosis. Bcl-2 belongs to the Bcl family of proteins
that regulate apoptosis; whether a cell undergoes
apoptosis or survives depends on the relative expression
and dimerization status of the proapoptotic (Bax,
Bcl-xs, Bas, Bik/Nbk, Bid, and Bag-1) and antiapoptotic
(Bcl-2, Bcel-XL, Bel-w, Al, and Mcl-1) proteins. The
Bcl-2 gene has been implicated in a number of cancers,
as well as schizophrenia and autoimmunity. It is also
thought to be involved in resistance to conventional
cancer treatment. This supports a role for decreased
apoptosis in the pathogenesis of cancer. An increase in
Bcl-2 shifts the balance in favor of cell survival.

Based on more recent gene expression studies,
Carey LA et al. [4] updated the THC subtype definition
as luminal A (ER+ and/or PR+, HER2-), luminal B
(ER+ and/or PR+, HER2+), HER2+/ER- (ER-, PR-,
HER2+), basal-like (ER-, PR-, HER2-, CK5/6+) and
unclassified (negative for all five markers). These
molecular differences have been shown to correlate
with clinical features, such as survival, prognosis and
treatment sensitivity.

A number of studies reported a significant positive
association between Bcl-2 positivity and increased
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overall survival in node-positive breast cancer patients
treated with chemotherapy and/or hormone therapy
[5, 6], whereas no association between Bcl-2 expression
and prognosis could be demonstrated in patients that did
not receive adjuvant therapy [6, 7]. Thus, it has been
suggested that Bcl-2 expression may be a useful predictor
for response to chemotherapy in breast cancer patients.

= Materials and Methods

Our study included 61 female patients, aged between
31 and 90 years, who were diagnosed and operated at
the Municipal Hospital Timisoara, that were followed
up five years since diagnosis. The traditional prognostic
factors: age, tumor size, histological type, histological
grade, clinical stage and anatomical status of the lymph
nodes were use for primary morphological evaluation.

Table 1 — Antibodies used for IHC and systems work

Based on these parameters, we set the tumors in
the TMN system and the anatomoclinical stages and
we calculated the Nottingham prognostic index (NPI),
and lymph node prognosis index (LPI). Molecular
classification of selected cases was performed by THC
technique in agreement with data from the literature [1,
2, 8]. Proliferation capacity was IHC assessed by Ki-67
index.

Formalin-fixed paraffin-embedded tissue, which
had been stored at individual patient, was used in the
analysis. For the immunohistochemical investigations
have been used sections with thickness of 5 um and the
most technique was EnVision. It is a technique with
extremely high sensitivity that can detect antibodies to
antigens in very dilute quantities limited (Table 1).

Monoclonal antibody  Source Clone Antigen retrieval Incubation period Technique Staining
Anti Bcl-2 Dako 124 40 minutes 30 minutes EnVision Cytoplasmic
Anti-ER Dako 1D5 Microwaves, 30 minutes EnVision Nuclear
40 minutes
Anti-PR Dako PgR 636 Microwaves, 30 minutes EnVision Nuclear
30 minutes
Anti-HER2-neu Dako C-erbB2 Mlcroyvaves, 30minutes HercepTest Membrane
40 minutes
Anti-CK5/6 Dako D5/16B4 30 minutes 30 minutes LSAB+ Cytoplasmic
Anti-Ki-67 Dako MIB-1 20 minutes 10 minutes EnVision Nuclear

ER and PR were scored using the Allred scoring
system and all cases with 10% positive cells were
considered positive. HER2 was scored according to
HercepTest criteria as follows: 0 —no staining or faint
incomplete staining in <10% cells; 1+ — faint incomplete
staining in >10% cells; 2+ — weak to moderate complete
staining in >10% cells; 3+ — strong complete staining in
>10% cells. All cases with a score of 2+ or 3+ were
considered HER2 positive. Interpretation for Ki-67 was
as follows: low Ki-67 (below 10% of immunoreactive
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Figure 1 — Mixed (ductal and lobular) invasive
carcinoma. Moderate positive immunostaining for
Bcl-2 (ob. x40).

Whatever system is necessary to use positive and
negative external control and/or internal. The most
convenient internal positive control is represented by
the tumor adjacent normal breast tissue, specifically the
positive reaction with nuclear devices in ductal and
lobular epithelial cells. Interpreting the results, positive

tumor cells), intermediate index (positive tumor cells
between 10-20%) and high index (more than 20%
positive tumor cells).

After Callagy GM et al. [9] is considered positive
for Bcl-2 a limit of 10% positive tumor cells with
distinct cytoplasmic pattern. IHC criteria interpretation
for Bcl-2 were: negative score 0 -0% and score 1
between 0-10%; positive 10-50% positive cells score
2+; more than 50% positive cells score 3+ (Figures 1
and 2).
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Figure 2 — Infiltrating ductal carcinoma.
immunostaining for Bcl-2 (X20).

Negative

control tissues were examined first followed by the
negative control sections to check non-specific staining
followed by examination of the evidence.

Statistical analysis (frequencies and percentages for
qualitative variables, statistical comparison — chi-
square) of the results was performed by known criteria:
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p<0.05 significant differences. Kaplan—-Meier method
was used to assess survival.

= Results

The group evaluated a rate of 54.1% of tumors were
positive for Bel-2; in cases with 3+ reaction for Bel-2 all
were positive for ER, with an identical value for PR,

showing a favorable response to endocrine therapy.
Cases with negative reaction show an average age of
53 years, while for cases with positive expression was
62 years. Among premenopausal cases (16 cases),
mostly have a negative reaction for Bcl-2 (score 1+ and
0) and postmenopausal cases, most of them are the
Bcl-2 positive (score 2+ and 3+) (Table 2).

Table 2 — Bcl-2 expression according to clinical-pathological parameters

Bcl-2 negative tumors

Bcl-2 positive tumors

Parameters
Score 0 Score 1+ Score 2+ Score 3+
No. of cases 61 19 9 17 16
Age [years] (p=0.001) Average 52.6 53.9 61.1 64.2
4 2 1
Hormonal status (p=0.001) Premenopausal 9
Menopausal 10 5 15 15
Average 4.7 4.7 4 2.4
<
Tumoral diameter [cm] (p=0.04) 2 L ! 4 4
2-5 11 3 8 11
>5 7 5 5 1
Ductal 14 5 12 11
Lobul 1 0 1 2
Histopatological type (p=0.1) obulary
Medullary 1 3 0 0
Mixed 3 1 4 4
G1 0 0 1 3
Histological grade (p=0.048) G2 14 6 11 13
G3 5 3 5 0
1 1
Lymph node metastases (p=0.62) Present 3 6 S 9
Absent 5 2 2 9
/ 0 0 0 1
1 1
Anatomo-clinical stage (p=0.08) I 0 S 8 S
1l 8 4 6
v 1 1 2 0

We found that the percentage of Bcl-2 positive
cases, the percentage scoring 3+, decreases with
increasing tumor grade so that the G3 tumors who
were not present positive 3+. All well differentiated
infiltrating ductal carcinomas (G1) show the Bcl-2
positive and score 3+ was found in 75% of the cases.
Moderately differentiated tumors (44 cases) had a rate
of 54.5% Bcl-2 positive cases, remaining cases being
negative, but the difference is small. G3 poorly
differentiated carcinomas presented positive reaction for
Bcl-2 only 38,4% of cases, all scoring 2+, but these
differences had a borderline statistical significance
(»=0.048).

Average tumor diameter was more than 4.7 cm in
patients with absence of Bcl-2 expression, while
positive tumors had a tumor diameter less than 3.2 cm.
An average diameter less than 2 cm were in 20% of
cases Bcl-2 negative, the remainder being positive and
among these 60% had 3+ score. In contrast, tumors over
5 cm in diameter were characterized by the absence of
Bcl-2 expression in 66.7% of cases, while those with
Bcl-2 expression were 33.2% percentage of which two
thirds were 2+ score.

Invasive ductal carcinomas were either negative
(45.2%) either positive (54.8%) for Bcl-2, most showing
score 0. Invasive lobular carcinomas were positive rate
of 66.6% and only one case was negative. Medullary
carcinomas were all negative, ductal carcinoma and

lobular mixed types were positive in a proportion of
66.7% (Figures 3 and 4). Among cases without lymph
node metastases, most of them are Bcl-2 positive with a
rate of 61.1%, of which over 50% were 3+ score.
Among cases with lymph node metastases, 55.8% are
positive for Bcl-2.

Anatomoclinical stage although was not statistically
significant, stage | was only Bcl-2 positive score 3+,
followed by stage II at the rate of 39.5%, most cases
been 3+. In stage III, 44.4% of tumors were negative for
Bcl-2 score 0 and stage IV was equally distributed
between positive and negative cases. Tumors having a
favorable prognostic index Nottingham were in 41.7%
positive cases with score 3+, which value decreases to
28% for tumors with moderate index and is reduced in
tumors with poor prognostic index to 16.7%. Tumors
with a negative reaction for Bcl-2 showed a favorable
prognostic index Nottingham in 16.7% of cases, a
moderate index in 32% of cases and unfavorable in
16.7% of index cases. Lymph-node prognosis index
showed the same variations, like those described in
Nottingham prognostic index, the percentage of cases
with poor prognosis decreases with increasing Bcl-2
score, while the percentage of cases with good prognosis
increases with increasing evaluation score.

High levels of Bcl-2 expression are strongly
associated with positive expression of receptors for
estrogen and progesterone and the response to hormonal
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therapy. Bcl-2+ evaluated cases show in 100% positive
reaction to estrogen receptors and in 93.6% of cases
positive reaction to progesterone receptors. 52.7% of
ER+ cases presented the highest percentage of immuno-
reactive cells and these are cases with good response rate
to hormonal therapy and have the lowest recurrence rate.
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Figure 3 — Infiltrating lobulary carcinoma. Moderate
positive immunostaining for Bcl-2 (ob. x40).

14 1 'l
12
10 1
8 1 i
s ¥
4 =
Il| a
I = |
= —, —,
0 f 1 e f
Luminal A Luminal B Basal HER-2 Unclassified
| oo o1+ m2+ o3+ |

Figure 5 — Molecular type of tumors.

Most of positive for Bel-2 cases are luminal tumor
group and between them dominate the luminal subtype
A. Among non-luminal tumors, the basal tumors has a
negative reaction score 0 in 77.8% cases, the rest being
1+. HER2-type tumors and unclassified were classified
the score 0 (Table 3).

Table 3 — Bcl-2 expression according to molecular
subtype and survival

Bcl-2 negative  Bcl-2 positive
tumors tumors
Parameters Score Score Score Score
0 1+ 2+ 3+
Luminal A 1 1 10 14
Molecular  Luminal B 2 4 7 2
subtype Basal-like 14 4 0 0
(p=0.0001) " HER-2 1 0 0 0
Unclassified 1 0 0 0
Nottingham NPP 9 6 5 4
prognostic NPM ) 3 7 7
index
(p=0.44) NPG 2 2 3 5
Lymph LPP 5 0 3 0
node LPM 10 5 8 8
prognosis
index LPG 4 4 6 8
(p=0.38)
Survival rate at 5 years  42.1% 66.7% 88.2% 100%

Y T =

Assessing the Bcl-2 expression according to
molecular classification, we observed that luminal A
type tumors expressed Bcl-2 marker at a rate of
92.3%, the luminal B in 60% of cases, while the
remaining molecular subtypes showed no expression

(Figure 5).
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Figure 4 — Lobulary/ductal infiltrating carcinoma.
Moderate positive immunostaining for Bcl-2 (ob. %20).

A high level of Bcl-2 expression is strongly
associated with positive estrogen and progesterone
receptors and response to hormonal therapy,
respectively. The evaluated Bcl-2 positive cases, present
in 100% of cases and positive estrogen receptors as
the receptors for progesterone in 93.6% of cases. In
addition, 52.7% of ER positive cases have positive 7/8
Allred score, these cases representing a good response
rate to hormone therapy. Therefore, cases that are
Bcl-2+, but which are ER positive and PR positive are
half the cases considered the best answer to hormone
therapy and have the lowest rate of recurrence.

Phenotype Bcl-2+/ER+/PR+ (33 cases) associated
the lack of HER2 expression in 24 cases, the rest being
positive. Proliferation capacity of these tumors was
especially low, 22 with low Ki-67, six intermediate and
high only five cases. These tumors were CK5/6 positive
only in five cases. All this indicates an immuno-
phenotype with a favorable prognosis, which is
demonstrated by the prognostic indicators, used in
evaluation and the relative survival rates in five years
(93.5%).

Phenotype Bcl-2-/ER-/PR- (19 cases) was more
aggressive. Proliferation capacity assessed by Ki-67
index was tall in 15 cases, intermediate in two and low
throughout the two. Most of these (18 cases) were
HER2 negative and all CK5/6 positive. Unfavorable
prognosis is supported by evidence a Nottingham and
lymphonodal index that were unfavorable. The 5-year
survival rates were 63.1%.

Data from the literature on the relationship between
Bcl-2 and proliferative activity are divergent. There are
authors who have shown that the expression of Bcl-2 is
significantly more frequent in breast carcinoma with
Ki-67 index decreased, according to others there was no
association between Bcl-2 and Ki-67 status. Proliferation
capacity was assessed by Ki-67 index seeing that in
highly proliferative tumors negative Bcl-2 were the
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most while lower proliferation showed some Bcl-2
positive tumors (p=0.00049). Regarding to the Bcl-2
positive tumors, 66.6% (22 cases) had a low Ki-67,
18.8% (six cases), intermediate type and only 15.1%
(five cases) tall. Bcl-2 negative tumors were highly
proliferative especially: Ki-67 was tall in 51.7%
(15 cases), intermediate in 27.5% (eight cases) and low
in 17.2% (five cases).

Evaluation of patient survival curve showed
significant differences according to the expression of
Bcl-2. Patients whose tumors did not express Bcl-2,
score 0 had a median survival rate of 42.1%, average
survival was 53 months and those with carcinomas that
were characterized by a 1+ score had a lower survival
rate of 66.7%, the average survival being 55 months.
Patients whose tumors expressed Bcl-2 score 2+ showed
an average survival rate of 88.2%, the average survival
being 96 months and tumors with the highest expression
3+ have the highest survival rate of 100%, with an
average survival of over 96 months (Figure 6).

Kaplan-Meyer method
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Figure 6 — Survival curves according to the evaluation
score for Bcl-2.

& Discussion

Whether the prognostic role of Bcl-2 is consequent
on its role in apoptosis or whether proposed non-
apoptotic functions of Bcl-2 are somehow involved is
unknown. Non-apoptotic functions have been described;
interestingly, in vitro experiments have revealed that
high levels of Bcl-2 can result in dramatic growth
inhibition in different cell types. Indeed, a role in
prolonging the cell cycle has been proposed [10-12].

In breast cancer, Bel-2 expression is associated with
markers of better differentiation (e.g., grade 1 lesions,
which are ER positive with low proliferative status) as
we confirmed in this work. Most previous studies of
Bcl-2 in breast cancer have also shown a favorable
association between Bcl-2 positivity and outcome at
least in univariate analysis. In the breast, Bcl-2 is
expressed in normal glandular epithelium and is up-
regulated by estrogen possibly as a result of direct
transcriptional induction with negative regulation by
p53-dependent mechanisms [13—15]. In breast cancer
has reported a strong correlation between the presence
of Bcl-2 and estrogen receptor (ER) positivity; no
relationship was found with lymph node status, tumour
size or differentiation type and an inverse relationship
with immunostaining of c-erbB2 protein. Similar
findings were reported in a series of 283 breast cancers

from lymph node negative patients; the highest fraction
of Bcl-2 positive cells was found in small, ER-positive,
slowly proliferating and p53-negative tumors and a
stronger association was seen between Bcl-2 and p53
than between these variables and proliferative activity
[16].

& Conclusions

The evaluation group of 61 tumors, we obtained a
percentage of positive cases for Bcl-2 of 54% and a
quarter of all patients, are cases with score 3+. It is
noted that there are significant differences (p<0.001)
regarding the hormonal status, cases which from
premenopausals were more frequently negative and the
postmenopausal ones were positive. In the group
evaluated, Bel-2 expression correlates inversely with the
degree of histological differentiation as that occurs with
increasing proportion of cases decreased Bcl-2+. Small
tumors were Bcl-2 positive while larger tumors were
negative. Most tumors without lymph node metastases
are Bcl-2 positive (61.1%), while 38.9% of cases with
lymph node metastases were negative for Bcl-2.

Evaluation of Bcl-2 expression, taking into account
the molecular classification, showed that positive tumors
represent 92.3% of all luminal A tumors and 60%
of luminal B. Instead non-luminal tumors (basal-like,
unclassified and HER?2) are negative.

There are statistically insignificant differences
regarding Nottingham or lymph node index groups.
It is noted that the poor prognosis group the percentage
Bcl-2 positive cases decreases with increasing score,
while inside favorable prognostic group increasing
number of cases with the increased assessment score.
Confirming this, five years survival rates were
significantly better for Bcl-2 positive patients and worse
in patients Bcl-2 negative.

References

[11 Serlie T, Perou CM, Tibshirani R, Aas T, Geisler S,
Johnsen H, Hastie T, Eisen MB, van de Rijn M, Jeffrey SS,
Thorsen T, Quist H, Matese JC, Brown PO, Botstein D,
Eystein Lgnning P, Begrresen-Dale AL, Gene expression
patterns of breast carcinomas distinguish tumor subclasses
with clinical implications, Proc Natl Acad Sci U S A, 2001,
98(19):10869-10874.

[2] Popov SG, Villasmil R, Bernardi J, Grene E, Cardwell J,
Wu A, Alibek D, Bailey C, Alibek K, Lethal toxin of Bacillus
anthracis causes apoptosis of macrophages, Biochem
Biophys Res Commun, 2002, 293(1):349-355.

[3] Brune B, Nitric oxide: NO apoptosis or turning it ON? Cell
Death Differ, 2003, 10(8):864—869.

[4] Carey LA, Perou CM, Livasy CA, Dressler LG, Cowan D,
Conway K, Karaca G, Troester MA, Tse CK, Edmiston S,
Deming SL, Geradts J, Cheang MC, Nielsen TO,
Moorman PG, Earp HS, Millikan RC, Race, breast cancer
subtypes, and survival in the Carolina Breast Cancer Study,
JAMA, 2006, 295(21):2492-2502.

[6] Gasparini G, Barbareschi M, Doglioni C, Palma PD,
Mauri FA, Boracchi P, Bevilacqua P, Caffo O, Morelli L,
Verderio P et al., Expression of bcl-2 protein predicts
efficacy of adjuvant treatments in operable node-positive
breast cancer, Clin Cancer Res, 1995, 1(2):189-198.

[6] Hellemans P, van Dam PA, Weyler J, van Oosterom AT,
Buytaert P, Van Marck E, Prognostic value of bcl-2
expression in invasive breast cancer, Br J Cancer, 1995,
72(2):354-360.




160 Dana Carmen Zaha, Elena Lazar

[7]1 Joensuu H, Pylkkédnen L, Toikkanen S, Bcl-2 protein
expression and long-term survival in breast cancer, Am J
Pathol, 1994, 145(5):1191-1198.

[8] Perou CM, Serlie T, Eisen MB, van de Rijn M, Jeffrey SS,
Rees CA, Pollack JR, Ross DT, Johnsen H, Akslen LA,
Fluge O, Pergamenschikov A, Wiliams C, Zhu SX,
Lenning PE, Barresen-Dale AL, Brown PO, Botstein D,
Molecular portraits of human breast tumours, Nature, 2000,
406(6797):747-752.

[9] Callagy GM, Pharoah PD, Pinder SE, Hsu FD, Nielsen TO,
Ragaz J, Ellis 10, Huntsman D, Caldas C, Bcl-2 is a
prognostic marker in breast cancer independently of the
Nottingham Prognostic Index, Clin Cancer Res, 2006,
12(8):2468-2475.

[10] Lipponen P, Pietildinen T, Kosma VM, Aaltomaa S,
Eskelinen M, Syrjanen K, Apoptosis suppressing protein
bcl-2 is expressed in well-differentiated breast carcinomas
with favourable prognosis, J Pathol, 1995, 177(1):49-55.

[11] O'Reilly LA, Huang DC, Strasser A, The cell death inhibitor
Bcl-2 and its homologues influence control of cell cycle
entry, EMBO J, 1996, 15(24):6979-6990.

Corresponding author

[12] Knowlton K, Mancini M, Creason S, Morales C,
Hockenbery D, Anderson BO, Bcl-2 slows in vitro breast
cancer growth despite its antiapoptotic effect, J Surg Res,
1998, 76(1):22-26.

[13] Teixeira C, Reed JC, Pratt MA, Estrogen promotes chemo-
therapeutic drug resistance by a mechanism involving Bcl-2
proto-oncogene expression in human breast cancer cells,
Cancer Res, 1995, 55(17):3902-3907.

[14] Lapointe J, Fournier A, Richard V, Labrie C, Androgens
down-regulate bcl-2 protooncogene expression in ZR-75-1
human breast cancer cells, Endocrinology, 1999, 140(1):
416-421.

[15] Miyashita T, Krajewski S, Krajewska M, Wang HG, Lin HK,
Liebermann DA, Hoffman B, Reed JC, Tumor suppressor
p53 is a regulator of bcl-2 and bax gene expression in vitro
and in vivo, Oncogene, 1994, 9(6):1799-1805.

[16] Silvestrini R, Veneroni S, Daidone MG, Benini E, Boracchi P,
Mezzetti M, Di Fronzo G, Rilke F, Veronesi U, The Bcl-2
protein: a prognostic indicator strongly related to p53
protein in lymph node-negative breast cancer patients,
J Natl Cancer Inst, 1994, 86(7):499-504.

Dana Carmen Zaha, Assistant Professor, Department Preclinical Disciplines, Faculty of Medicine and Pharmacy,
University of Oradea, 10 1 December Square, 410068 Oradea, Romania; Phone +40723-604 496, e-mail:

danazaha@rdslink.ro

Received: November 22", 2011

Accepted: January 25" 2012





<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /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 /Warning
  /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
  /SyntheticBoldness 1.00
  /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 <<
    /FRA <>
    /ENU (Use these settings to create PDF documents with higher image resolution for improved printing quality. The PDF documents can be opened with Acrobat and Reader 5.0 and later.)
    /JPN <FEFF3053306e8a2d5b9a306f30019ad889e350cf5ea6753b50cf3092542b308000200050004400460020658766f830924f5c62103059308b3068304d306b4f7f75283057307e30593002537052376642306e753b8cea3092670059279650306b4fdd306430533068304c3067304d307e305930023053306e8a2d5b9a30674f5c62103057305f00200050004400460020658766f8306f0020004100630072006f0062006100740020304a30883073002000520065006100640065007200200035002e003000204ee5964d30678868793a3067304d307e30593002>
    /DEU <>
    /PTB <>
    /DAN <>
    /NLD <>
    /ESP <>
    /SUO <>
    /ITA <>
    /NOR <>
    /SVE <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


