
Bose et al. BMC Cancer 2012, 12:332
http://www.biomedcentral.com/1471-2407/12/332
RESEARCH ARTICLE Open Access
Bax expression measured by AQUAnalysis is an
independent prognostic marker in oral squamous
cell carcinoma
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Abstract

Background: Resistance to apoptosis is a hallmark of cancer and proteins regulating apoptosis have been
proposed as prognostic markers in several malignancies. However, the prognostic impact of apoptotic markers has
not been consistently demonstrated in oral squamous cell carcinoma (OSCC). This inconsistency in reported
associations between apoptotic proteins and prognosis can be partly attributed to the intrinsic low resolution and
misclassification associated with manual, semi-quantitative methods of biomarker expression measurement. The aim
of this study was to examine the association between apoptosis-regulating proteins and clinical outcomes in oral
squamous cell carcinoma (OSCC) using the quantitative fluorescence immunohistochemistry (IHC) based
AQUAnalysis technique.

Methods: Sixty-nine OSCC patients diagnosed between 1998–2005 in Calgary, Alberta, Canada were included in
the study. Clinical data were obtained from the Alberta Cancer Registry and chart review. Tissue microarrays (TMAs)
were assembled from triplicate cores of formalin-fixed paraffin embedded pre-treatment tumour tissue. Bax, Bcl-2
and Bcl-XL protein expression was quantified using fluorescent IHC and AQUA technology in normal oral cavity
squamous epithelium (OCSE) and OSCC tumour samples. Survival was analyzed using Kaplan-Meier plots and the
Cox proportional hazard model.

Results: Bax expression was predominantly nuclear in OCSE and almost exclusively cytoplasmic in OSCC. No similar
differences in localization were observed for Bcl-2 or Bcl-XL. Only Bax expression associated with disease-specific
survival (DSS), with 5-year survival estimates of 85.7% for high Bax versus 50.3% for low Bax (p = 0.006), in univariate
analysis. High Bax expression was also significantly associated with elevated Ki67 expression, indicating that
increased proliferation might lead to an improved response to radiotherapy in patients with elevated Bax
expression. In multivariate analyses, Bax protein expression remained an independent predictor of DSS in OSCC [HR
0.241 (0.078-0.745), p = 0.013].

Conclusions: The AQUA technique used in our study eliminates observer bias and provides reliable and
reproducible estimates for biomarker expression. AQUA also provides essential measures of quality control that
cannot be achieved with manual biomarker scoring techniques. Our results support the use of Bax protein
expression as a prognostic marker in conjunction with other clinico-pathological variables when designing
personalized treatment strategies for OSCC patients.

Keywords: AQUA, Bax, Bcl-2, Bcl-XL, Oral cancer, prognosis
* Correspondence: jdort@ucalgary.ca
†Equal contributors
3Division of Otolaryngology-Head and Neck Surgery, University of Calgary,
Calgary, Canada
Full list of author information is available at the end of the article

© 2012 Bose et al.; licensee BioMed Central Lt
Commons Attribution License (http://creativec
reproduction in any medium, provided the or
d. This is an Open Access article distributed under the terms of the Creative
ommons.org/licenses/by/2.0), which permits unrestricted use, distribution, and
iginal work is properly cited.

mailto:jdort@ucalgary.ca
http://creativecommons.org/licenses/by/2.0


Bose et al. BMC Cancer 2012, 12:332 Page 2 of 12
http://www.biomedcentral.com/1471-2407/12/332
Background
Oral cavity squamous cell carcinoma (OSCC) is the most
common form of head and neck squamous cell carcin-
oma (HNSCC). The annual estimated incidence of oral
cancer is almost 300,000 worldwide [1]. OSCC is charac-
terized by significant morbidity and mortality and pre-
sents a considerable challenge to clinical management
due to its high propensity of loco-regional recurrence
and cervical lymph node dissemination. Conventional
multimodal therapy for OSCC is associated with signifi-
cant toxicity and functional impairment. Despite major
advances in diagnostic imaging, surgical reconstruction
and delivery of radiation therapy (RT) and chemother-
apy, the average 5-year survival for OSCC remains close
to 50% [2].
Although several clinical and histopathological and

molecular markers have been proposed [3,4], current
clinical care is directed, primarily, by the tumour-node-
metastasis (TNM) classification system. The TNM sys-
tem describes the attributes of the cancer in terms of the
size and extension of the primary tumour, its nodal in-
volvement and presence of distant metastasis. However,
TMN staging is of limited prognostic value in individual
patients since it does not consider the underlying biol-
ogy of tumour cells. The biological mechanisms that de-
termine the course of OSCC are poorly understood. The
human-papilloma virus (HPV) is a well-known prognos-
tic marker in certain HNSCC subsites such as the
orpharynx, where more than 70% of cases have been
reported to be HPV-positive [5-7]. However, a similar
association between HPV and OSCC has not been estab-
lished [8]. Therefore, novel prognostic and predictive
biomarkers are required to direct optimal management
of OSCC.
Apoptotic pathways are critical cell-autonomous

tumour surveillance mechanisms that guard against the
development of neoplasms. Indeed, evading apoptosis is
considered one of the hallmarks of cancer [9,10]. The
role of mediators of apoptosis has been investigated in
the development and progression of several cancers [11],
including OSCC [12-15]. The evolutionarily conserved B
cell lymphoma-2 (Bcl-2) family of proteins controls
apoptosis by regulating the permeability of the mito-
chondrial outer membrane [16,17]. Members of the Bcl-
2 family are functionally classified as either anti-
apoptotic or pro-apoptotic. Most cells express a variety
of Bcl-2 family proteins and their balance dictates cell
fate [18]. Bcl-2-associated X protein (Bax) [19], is a pro-
apoptotic member of the Bcl-2 family. Bax promotes
mitochondrial outer membrane permeabilization, a hall-
mark of apoptosis, by forming homo-oligomers on the
mitochondrial membrane [20]. Two prominent anti-
apoptotic members of the Bcl-2 family are Bcl-2 and
Bcl-2-related gene long isoform (Bcl-XL) [21]. These
anti-apoptotic proteins preserve mitochondrial mem-
brane integrity by directly inhibiting the pro-apoptotic
Bcl-2 family members.
Since Bcl-2 and Bcl-XL are anti-apoptotic proteins,

they are expected to function as oncogenes in cancer
cells and pro-apoptotic proteins such as Bax are
expected to act as tumour-suppressors. According to
these assumptions, cancers over-expressing Bcl-2 or Bcl-
XL should have worse prognosis, while tumours over-
expressing Bax should be associated with better clinical
outcomes. However, studies analyzing the prognostic sig-
nificance of apoptotic proteins in OSCC have yielded
contradictory results. Camisasca et al. [22] reported that
the elevated expression of Bax, Bcl-2 and Bcl-XL was
associated with better overall survival, disease-specific
survival (DSS) and lower recurrence rates in OSCC.
Yuen et al. [23] observed no association between Bcl-2
expression and survival in OSCC. Another study
reported associations between increased Bcl-2 expres-
sion, neck metastasis and poor survival, but did not de-
tect any prognostic significance for Bax expression [24].
Other studies have reported improved prognosis in
OSCC patients whose tumours express low levels of Bcl-
2 and high levels of Bax [25,26]. All these studies have
used immunohistochemistry to assess the expression of
the three apoptotic markers, however, no previous stud-
ies have used automated quantitative fluorescent immu-
nohistochemistry [27] to assess the expression levels of
apoptotic proteins in OSCC. Automated quantitative
analysis (AQUA) of tissue microarrays (TMAs) can be
used to measure protein expression, specifically within
tumour cells, on a continuous scale. The technology
serves to remove observer bias and provides essential
standards for quality control that are not available in
conventional immunochemistry analysis techniques in-
volving manual examination of individual TMA cores. In
the present study, we evaluated the expression of Bcl-2,
Bcl-XL and Bax using the AQUA technique in 69 OSCC
tumour samples and compared these results to normal
oral cavity squamous epithelium (OCSE). We also exam-
ined the association of apoptotic biomarker expression
with clinico-pathological variables and DSS in OSCC.

Methods
Cohort identification
Institutional ethics approval was obtained from Conjoint
Health Research Ethics Board at the University of Calgary,
in accordance with the Tri-Council Policy Statement on
Research with Human Subjects. The study cohort con-
sisted of 102 patients with OSCC who were treated with
primary surgery (resection and neck dissection) between
1998 and 2005 at the Foothills Medical Centre, Calgary,
Alberta, Canada (Figure 1). The inclusion criteria for
patients were the histological confirmation of OSCC with



Figure 1 Consort Diagram outlining patient selection criteria for the OSCC study cohort. Sufficient tumour tissue for TMA construction was
available for 69 patients. TMA cores from 64 patients were included in the analysis of Bax expression; TMA cores from 63 patients were analyzed
for Bcl-2 and Bcl-XL expression. The same 63 patients were consistent between Bax, Bcl-2 and Bcl-XL expression analyses. The loss of 5 patients
(Bax expression analysis) and 6 patients (Bcl-2 and Bcl-XL expression analysis) was due to the insufficient tumour, core loss during sectioning, or
folding of the tissue in all three cores of a particular patient.
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no prior history or treatment for head and neck cancer.
Patients received post-operative radiation therapy in any
of 3 situations: 1) metastatic cancer extending beyond the
lymph node capsule 2) multiple metastatic lymph nodes
3) positive surgical margins. Patient demographics and
clinical outcome were collected by a combination of com-
prehensive chart review and data retrieval from the Al-
berta Cancer Registry.

Tissue microarray (TMA) construction
Surgically resected, treatment naïve formalin-fixed, par-
affin–embedded (FFPE) tumour samples were available
for 69 of the 102 patients included in the study and were
retrieved for TMA construction (Figure 1). Hematoxylin
and eosin stained slides obtained from surgical speci-
mens were reviewed by the study pathologist (A.M.) to
confirm the diagnosis. FFPE tumour blocks with sufficient
tumour to obtain three 0.6 mm cores were selected for
each patient and marked for sampling and inclusion into
TMAs. TMAs were assembled from triplicate 0.6 mm
cores randomly sampled from the tumour-containing area
of each FFPE block using a Beecher Manual Tissue
Microarrayer (Beecher Instruments Inc. Sun Prairie, WI).
Five samples of normal OCSE, separate from the tumour
containing regions of archived FFPE tissue blocks, were
also included in the TMAs as reference samples to estab-
lish normal biomarker expression levels.

Quantitative fluorescent immunohistochemistry
We used the HistoRxTM AQUA platform and fluores-
cent immunohistochemistry [27] to quantify the expres-
sion of Bcl-2, Bcl-XL, Bax and Ki67 in the tumour
compartment of each TMA core. TMA sections (4 μm)
were deparaffinized in xylene, rinsed in ethanol, and
rehydrated. Heat induced epitope retrieval for Ki67 was
performed by heating slides to 121 °C in a citrate-based
Target Retrieval Solution (pH 6.0) (Dako) for 6 minutes
in a decloaking chamber (Biocare Medical). For Bcl-2,
Bcl-XL and Bax, an EDTA-containing Target Retrieval
Solution (pH 9.0) (Dako) was used for 3 minutes. TMA
slides were stained for Bcl-2 (rabbit monoclonal anti-
Bcl-2, 1:1000 dilution, Epitomics), Bcl-XL (rabbit mono-
clonal anti-Bcl-XL, 1:500 dilution, Cell Signaling), Bax
(rabbit monoclonal anti-Bax, 1:5000 dilution, Epitomics)
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or Ki67 (mouse monoclonal anti-Ki67, 1:5000 dilution,
Dako). Rabbit Envision + or mouse Envision + (Dako)
was used in conjunction with tyramide-Cy3 (Perkin-
Elmer) for Ki67 or tyramide-Cy5 (Perkin-Elmer) for the
Bcl-2 family members to visualize the expression level of
each biomarker. The epithelial (tumour) compartment
was identified by staining with a guinea-pig anti-pan-
cytokeratin (PCK) antibody (ACRIS) and an Alexa488
conjugated anti-guinea pig secondary antibody. Slides
were mounted using Prolong Gold Anti-fade with DAPI
(Invitrogen). Slides were scanned by HistoRx PM-2000™
and analyzed by AQUAnalysisW software (version 2.2.1.7).
The tumour compartment was defined as the PCK-positive
area for each TMA core, the tumour nuclear compartment
was defined as the DAPI-positive area within the tumour
compartment, and the Ki67 compartment area was defined
as the Ki67 positive area within the tumour nuclear com-
partment. Unusable areas within each image (such as those
with folded tissue) where manually cropped. Also, cores
with insufficient tumour area (<20% tumour) were
excluded from further analysis. AQUAnalysisW software
was used to calculate AQUA scores representing the
exposure time-adjusted pixel intensity density of bio-
marker proteins within the tumour compartment area
of each core. Ki67 expression was reported as the per-
centage of tumour nuclear area that was positive for
Ki67. Expression of a given biomarker was also deter-
mined in normal OCSE.

Statistical Analysis
The distribution of AQUA scores was assessed with re-
spect to normal oral cavity squamous epithelium to de-
termine the relative expression level of each biomarker
in tumour tissue. The median tumour AQUA score for
each biomarker was selected to dichotomize patients
into low or high expression groups for each biomarker.
A biomarker was defined to be overexpressed in tumour
tissue if the median AQUA score in the tumour
exceeded the median AQUA score in normal OCSE.
The Fisher's exact test was used to compare patient
characteristics between the two patient groups defined
by low/high Bax, Bcl-2 and Bcl-XL expression. Kaplan-
Meier survival analysis was used to assess 5-year DSS.
Survival was measured from the date of diagnosis to the
date of death or the date of last follow-up. Cox propor-
tional hazards analyses were conducted to assess the
impact of clinical covariates. Pathological T-stage and N-
stage were included in the multivariate analysis because
of their clinical significance and their significant associ-
ation with DSS in univariate analysis (Table 1). The stage
covariate was not included in the Cox model because it
is collinear with T-stage and N-stage. All statistical ana-
lyses were performed using Stata 11 data analysis and
statistical software (StataCorp LP, Tx, USA).
Results
Cohort characteristics
Our study, adheres to the REMARK criteria [28]. Sixty-
nine patients met the inclusion criteria for the study and
had FFPE tissue available for TMA construction. Median
follow-up time for the cohort was 44 months. Univariate
analyses of potentially relevant clinico-pathological char-
acteristics are presented in Table 1. Stratified analyses
according to low/high Bax, Bcl-2 and Bcl-XL are also
presented in Table 1. The study cohort consisted of 49
males and 20 females (median age 62.6 years, range
25.7-83.3 years). Our cohort contained both low (pT1/
pT2; n = 38) and high (pT3/pT4; n = 31) pathologic
T-stages. Nodal involvement (pN1/pN2) was present in
30 patients. Twenty six of the 69 patients were classified
as clinical stage I/II, and 43 were classified as clinical
stage III/IV. Treatment consisted of surgery alone or
surgery followed by RT for 18 and 51 patients, respect-
ively. The 5 year disease-specific survival for the cohort
was 72%.

Bax protein expression
We observed weak, predominantly nuclear expression of
Bax in OCSE; expression was most prominent in the
basal epithelial layer. In contrast, Bax expression in
OSCC samples was distinctly cytoplasmic and ranged
from sporadic expression in low expressing tumours to
ubiquitous expression in high expressing tumours
(Figure 2A). The median Bax AQUA score in normal
OCSE was 2650 [95%C.I. 937–4362] (Figure 2B, broken
blue lines). Median Bax expression in the OSCC tumour
samples was 5015 [95%C.I. 4458–5483]; this exceeded
the 95%C.I. of Bax expression in normal OCSE and con-
sequently, met our definition of over-expression. Bax
over-expression within the tumour was significantly
associated with a high proliferation index (p = 0.001)
determined by greater than median nuclear Ki67 expres-
sion (Table 1).

Bcl-2 protein expression
The typical Bcl-2 staining pattern in normal OCSE was
weakly cytoplasmic with a slightly increased level of ex-
pression in the basal epithelial layer (Figure 3A). Bcl-2
expression in OSCC samples was also cytoplasmic and
ranged from diffuse expression in low-expressing tumours
to strong sporadic expression in high-expressing tumours
(Figure 3A). The median Bcl-2 AQUA score in normal
OCSE was 807 [95%C.I. 427–1187] (Figure 3B, broken
blue lines). Median Bcl-2 expression in OSCC was 783
[95%C.I. 718–830], which overlapped with the median ex-
pression of Bcl-2 in OCSE (Figure 3B). Significantly more
patients with high Bcl-2 expressing tumours (greater than
median) were treated with RT in addition to surgery
(p= 0.011) (Table 1).



Table 1 Association of demographic and clinico-pathological characteristics with expression levels of Bax, Bcl-2 and
Bcl-XL

N=69 Univariate Analysis Baxa n=64 Bcl-2a n=63 Bcl-XLa n=63

# OF
CASES

(%) Hazard
Ratio

95% CI p-value Low High p-value Low High p-value Low High p-value

GENDER 1.72 0.693 - 4.286 0.24 0.419 0.109 0.419

Male 49 71.01 20 24 18 25 20 23

Female 20 28.99 12 8 13 7 12 8

AGEb 1.35 0.543 - 3.364 0.52 1.000 0.315 0.616

<60 years 29 42.03 15 14 12 17 16 13

≥60 years 40 57.97 17 18 19 15 16 18

pT STATUS 2.55 1.022 - 6.357 0.05 0.616 0.207 0.616

1 + 2 38 55.07 19 16 20 15 19 16

3 + 4 31 44.93 13 16 11 17 13 15

pN STATUS 7.470 2.467 -
22.611

<0.0001 0.315 0.802 1.000

N0 39 56.52 15 20 16 18 17 17

N1 + N2 30 43.48 17 12 15 14 15 14

SMOKING
HISTORY

0.65 0.245 - 1.702 0.38 0.075 0.148 0.237

Never 15 21.74 11 4 10 5 10 5

Ever 54 78.26 21 28 21 27 22 26

ALCOHOL
HISTORY

0.46 0.162 - 1.282 0.14 1.000 1.000 1.000

Never 11 17.46 5 4 4 5 5 4

Ever 52 82.54 27 23 23 26 24 24

TUMOUR
DIFFERENTIATION

1.62 0.772 - 3.427 0.2 1.000 0.923 0.525

Well 14 22.95 7 6 6 7 8 5

Moderate 38 62.30 18 18 19 16 15 20

Poor 9 14.75 4 3 4 3 3 4

TREATMENT 2.16 0.629 - 7.412 0.22 0.257 0.011 0.164

Surgery 18 26.09 6 11 13 4 6 11

Surgery + RXT 51 73.91 26 21 18 28 26 20

STAGE 4.68 1.358 -
16.087

0.01 1.000 0.797 1.000

I + II 26 37.68 11 12 12 11 12 11

III + IV 43 62.32 21 20 19 21 20 20

PROLIFERATION
(Ki67)

0.6 0.231 - 1.539 0.29 0.001 0.617 0.211

Low 32 50.00 23 9 17 15 19 13

High 32 50.00 9 23 14 17 13 18
aCut-point selected at median.
bMedian value.

Bose et al. BMC Cancer 2012, 12:332 Page 5 of 12
http://www.biomedcentral.com/1471-2407/12/332
Bcl-XL protein expression
Both nuclear and cytoplasmic Bcl-XL staining was
observed in normal OCSE, with consistently stronger
staining in the cytoplasm. Bcl-XL was strongly expressed
in all OSCC samples and, similar to OCSE, exhibited a
strong cytoplasmic and weak nuclear staining pattern
(Figure 4A). The median Bcl-XL AQUA score in normal
OCSE was 2480 [95%C.I. 1305–3655] (Figure 4B,
broken blue lines). Median Bcl-XL expression in the
OSCC tumour samples was 3450 [95%C.I. 3248–3705]
which approached the upper limit of Bcl-XL expression
in normal OCSE 95%C.I.; we defined this as borderline
overexpression. High Bcl-XL expression was not asso-
ciated with any clinico-pathologic variables (Table 1).



Figure 2 Fluorescent immuno-histochemical staining of Bax using the HistoRxTM AQUA platform. (A) Representative examples of
quantitative fluorescent IHC images for Bax expression in normal OCSE (top panel) and OSCC (two bottom panels). AQUA scores represent the
expression level of Bax within the pan-cytokeratin defined epithelial/tumour compartment. DAPI-stained nuclei are depicted in blue, pan-cytokeratin-
stained epithelial/tumour cells are depicted in green, and Bax protein expression is depicted in red. (B) Histogram distribution representing Bax
expression within OSCC tumour samples. The solid blue line represents median Bax expression in normal OCSE, the broken blue lines represent
+/−2 standard deviations from median Bax expression in normal OCSE, and the solid red line represents median Bax expression in OSCC.
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Prognostic impact of apoptosis-regulating proteins
High Bax expression was associated with significantly
improved 5-year DSS (Figure 5A). The survival estimates
for patients with high and low Bax-expressing tumours
were 85.7% and 50.3%, respectively. High Bax expression
was also associated with a high proliferation index (as
measured by greater than median Ki67 expression)
(p = 0.001, Table 1). Although not statistically significant,
we observed a positive correlation between Ki67 expres-
sion and DSS (Additional file1: Figure S1). Neither Bcl-2
nor Bcl-XL expression levels were associated with DSS
(Figures 5B and 5C). Since the Bcl-2/Bax ratio and the
Bcl-XL/Bax ratio has been shown to associate with sur-
vival outcomes in OSCC and other cancers [26], we
examined if a similar association existed in our OSCC co-
hort using automated quantitative IHC analysis. We did
not observe a significant association between these ratios
and DSS in our study (Additional file 2: Figure S2).
A Cox proportional hazards model was used to assess

the independent prognostic value of Bax, the only bio-
marker that reached statistical significance in univariate
analysis. Lymph node status (negative/positive) and
pathologic T-stage (T1/T2 vs. T3/T4) were included
with Bax (high/low) in the multivariate model since



Figure 3 Fluorescent immuno-histochemical staining of Bcl-2 using the HistoRxTM AQUA platform: (A) Representative examples of
quantitative fluorescent IHC images for Bcl-2 expression in normal OCSE (top panel) and OSCC (two bottom panels). AQUA scores represent the
expression level of Bcl-2 within the pan-cytokeratin defined epithelial/tumour compartment. DAPI-stained nuclei are depicted in blue, pan-
cytokeratin-stained epithelial/tumour cells are depicted in green, and Bcl-2 protein expression is depicted in red. (B) Histogram distribution
representing Bcl-2 expression within OSCC tumour samples. The solid blue line represents median Bcl-2 expression in normal OCSE, the broken
blue lines represent +/−2 standard deviations from median Bcl-2 expression in normal OCSE, and the solid red line represents median Bcl-2
expression in OSCC.
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these variables are routinely used by physicians when
making treatment decisions. All three variables, Bax [HR
0.236 (0.076-0.731), p = 0.012], lymph node status [HR
7.344 (2.090-25.803), p = 0.002] and pathologic T-stage
[HR 3.261 (1.234-8.618), p = 0.017], were significantly
and independently associated with DSS (Table 2).

Discussion
The current prediction of prognosis in OSCC is based
primarily on the TNM staging system and does not
consider the contribution of molecular biomarkers or
underlying tumour biology when assigning stage or pre-
dicting outcomes. This may be attributed to the lack of
robust and reliable techniques for measuring biomarker
expression that will help validate their use in the clinic.
Several studies have investigated whether changes in the
expression levels of apoptosis-associated proteins are
associated with survival outcomes in OSCC [14,22,29,30].
However, a lack of consensus in these studies has
precluded the use of apoptotic protein expression as



Figure 4 Fluorescent immuno-histochemical staining of Bcl-XL using the HistoRxTM AQUA platform. (A) Representative examples of
quantitative fluorescent IHC images for Bcl-XL expression on normal OCSE (top panel) and OSCC (two bottom panels). AQUA scores represent the
expression level of Bcl-XL within the pan-cytokeratin defined epithelial/tumour compartment. DAPI-stained nuclei are depicted in blue, pan-
cytokeratin-stained epithelial/tumour cells are depicted in green, and Bcl-XL protein expression is depicted in red. (B) Histogram distribution
representing Bcl-XL expression within OSCC tumour samples. The solid blue line represents median Bcl-XL expression in normal OCSE, the broken
blue lines represent +/−2 standard deviations from median Bcl-XL expression in normal OCSE, and the solid red line represents median Bcl-XL
expression in OSCC.
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a biomarker in the clinic. Automated quantitative IHC-
based techniques, such as AQUA, can be used to
eliminate observer bias in the measurement of protein
expression. Furthermore, AQUA can measure protein ex-
pression within distinct sub-cellular and tissue compart-
ments (e.g. defining expression in the nucleus/cytoplasm
and tumour/stroma), possibly improving the clinical ap-
plicability of this technique. In the present study, we
measured the expression of three apoptosis-regulating
proteins using AQUA and found that Bax expression was
an independent prognostic marker in OSCC.
Several reports suggest that Bax plays a tumour sup-
pressor role in human malignancies and high Bax ex-
pression is associated with favourable prognosis in
several cancer types [31-35]. Our univariate analysis
showed that high Bax expression is associated with
improved prognosis. Furthermore, multivariate analysis
using Cox proportional hazards regression to adjust for
important clinical covariates, confirmed that Bax expres-
sion was independently associated with DSS in OSCC.
Tumours with high Bax expression are likely to be more
susceptible to apoptosis than their low Bax-expressing



Figure 5 Kaplan-Meier survival analysis of Bax, Bcl-2 and Bcl-XL expression. Kaplan-Meier survival curves and corresponding risk tables for
5 year disease-specific survival in OSCC patients with below median or above median (A) Bax, (B) Bcl-2, and (C) Bcl-XL.
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counterparts. Previous studies have reported that Bax
expression is selectively induced in apoptosis-proficient
cells [36]; therefore, OSCC cells with elevated Bax ex-
pression could be those that are primed for apoptosis
due to the inherent genetic instability associated with
malignant transformation.
High Bax expression was associated with increased

Ki67 expression, a marker of proliferation. This is con-
sistent with previously reported associations between
Bax expression and proliferation in several cancer sites
[37,38]. Bax over-expression increases cellular prolifera-
tion and accelerates G1 to S-phase transition [39,40]; this
increased cellular proliferation in genetically unstable
cancer cells can lead to mitotic catastrophe, thereby aug-
menting cell death induced by apoptosis in response to
radiotherapy [41]. The increased proliferation associated
with elevated Bax expression could confer an improved
Table 2 Univariate and multivariate (Cox proportional hazard

Univariate

Hazard Ratio (95%C.I.) p-va

Bax 0.237 (0.078 - 0.721) 0.005

pT Status 2.549 (1.022 - 6.357) 0.043

pN Status 7.470 (2.467 - 22.611) <0.0

Pathological T-stage and N-stage were included in the multivariate analysis based o
association with DSS in univariate analysis.
response to radiotherapy in patients with high Bax. In-
deed, stratification by radiation treatment demonstrated
that the association between Bax expression and DSS
was most pronounced in patients that received adjuvant
radiotherapy (Additional file 3: Figure S3); however, we
were unable to appropriately assess this effect in our co-
hort. Although not statistically significant, a weak associ-
ation was observed between high Ki67 expression and
improved 5-year DSS (Additional file 1: Figure S1).
Since the increased expression of Bcl-2 and Bcl-XL

proteins are integral to the survival of malignant cells, it
was not surprising that we did not observe any associ-
ation between the expression of these proteins and 5-
year DSS. In effect most tumours rely on the increased
expression of antiapoptotic proteins and therefore these
proteins will not likely identify unique patient subsets
with regard to outcome. We also investigated if the
s) analysis of 5-year disease-specific survival

Multivariate

lue Hazard Ratio (95%C.I.) p-value

0.236 (0.076 - 0.731) 0.012

3.261 (1.234 - 8.618) 0.017

01 7.344 (2.090 - 25.803) 0.002

n their acknowledged clinical significance in OSCC and their significant
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balance between pro-apoptotic and anti-apoptotic pro-
teins was associated with DSS by testing the impact of
Bcl-2/Bax and Bcl-XL/Bax ratios on survival outcome.
However, we did not find any significant association be-
tween these ratios and 5-year DSS. A possible explan-
ation might be the altered expression of additional
apoptosis-regulating factors that determine cell fate [30].
We evaluated the cellular localization of the three

apoptosis-associated proteins in our study and found
that Bax expression was predominantly nuclear in nor-
mal OCSE but primarily cytoplasmic in OSCC. Previous
studies have also reported the presence of Bax and Bcl-2
in the nucleus [42-44], however the function of nuclear
Bax in our study remains unclear. The sub-cellular
localization of Bcl-2 and Bcl-XL was similar in normal
and tumour tissue. Bax was the only biomarker that
exhibited a difference in sub-cellular localization be-
tween normal OCSE and OSCC and was also the only
apoptotic protein significantly associated with prognosis.
The translocation of Bax from the nucleus to the cyto-
plasm in OSCC is consistent with increased Bax func-
tion at the mitochondria, leading to improved sensitivity
to radiotherapy-induced apoptosis in tumours with ele-
vated Bax expression.
Bax and Bcl-XL were over-expressed in most tumour

samples, while a majority of the tumour samples
expressed Bcl-2 at levels equivalent to normal OCSE.
These results suggest that Bcl-XL might be the major
anti-apoptotic protein in oral carcinogenesis and the
increased Bax expression may be a compensatory re-
sponse to elevated Bcl-XL levels. Interestingly, we
observed that patients treated with surgery alone were
over-represented in the low Bcl-2 group, whereas
patients additionally treated with post-surgery RT were
more common in the high Bcl-2 group (Table 1). How-
ever, since Bcl-2 did not correlate with treatment out-
come, this observation may be attributed to chance
rather than a true biologic phenomenon.
A major strength of our study is the use of automated

quantitative immunohistochemistry to quantify biomarker
expression. The high-throughput technique eliminates
observer bias and provides reliable and reproducible esti-
mates for biomarker expression. We used normal tissue
samples to obtain physiologically relevant estimates of
biomarker expression and define over-expression or
down-regulation of apoptotic biomarker in our OSCC
cohort. Our study included samples from a single head
and neck sub-site (oral cavity) and a uniformly treated
cohort from a single cancer center, thus minimizing treat-
ment heterogeneity and increasing the reliability of our
results.
Our study is limited by its relatively small sample size

and retrospective nature. Despite the advantages of the
AQUA technique for discovery-phase studies, it is not
widely available in routine laboratory diagnostics at
present, limiting its current clinical utility. However, the
robustness and reliability of AQUA makes it amenable
for adoption as a routine tool for prognostication in the
imminent future.

Conclusions
High Bax expression could serve to stratify OSCC
patients with better prognosis, in a manner similar to
HPV status in cancers of the oropharynx. Since both
chemotherapy and radiotherapy work by inducing apop-
tosis in rapidly proliferating cells, our results suggest
that combined modality treatments should be explored
in patients with low Bax and Ki67-expressing tumours
[45]. Confirmation of the prognostic significance of Bax
expression in OSCC in prospective studies could trans-
late into a simple immuno-histochemical test that might
be useful for treatment selection and prognostication.
Such an approach could lead to personalized approaches
in treating this challenging disease.

Additional files

Additional file 1: Figure S1. Kaplan-Meier survival analysis of Ki67
expression. Kaplan-Meier survival curves and corresponding risk tables
for 5 year disease-specific survival in OSCC patients with below median
or above median Ki67.

Additional file 2: Figure S2. Kaplan-Meier survival analysis of ratios
between pro-apoptotic and anti-apoptotic Bcl-2 family proteins.
Kaplan-Meier survival curves and corresponding risk tables for 5 year
disease-specific survival in OSCC patients with below median or above
median (A) Bcl-2/Bax and (B) Bcl-XL/Bax. Cut-points were selected at
median.

Additional file3: Figure S3. Kaplan-Meier survival analysis of Bax
expression with respect to treatment in OSCC. Kaplan-Meier curves
for 5-year disease-specific survival using (A) Bax expression for patients
treated with surgery and post-operative radiation and (B) Bax expression
for patients treated with surgery only (no radiation). Cut-points were
selected at median.

Abbreviations
AQUA: Automated Quantitative Analysis; Bax: Bcl-2-associated X protein; Bcl-
2: B-cell lymphoma 2; Bcl-XL: Bcl-2-related gene long isoform; DAPI: 4',6-
diamidino-2-phenylindole; DSS: Disease-Specific Survival; FFPE: Formalin-
Fixed, Paraffin–Embedded; HNSCC: Head and Neck Squamous Cell
Carcinoma; HPV: Human-Papilloma Virus; IHC: Immunohistochemistry;
OCSE: Oral Cavity Squamous Epithelium; OSCC: Oral Squamous Cell
Carcinoma; TMA: Tissue Microarray; TNM: Tumour-Node-Metastasis.

Competing interests
This study was funded by the Ohlson Research Initiative, which functions
within the Faculty of Medicine at the University of Calgary. The
corresponding author (JCD) is the Director of the Ohlson Research Initiative.
This does not alter our adherence to all BMC Cancer policies as detailed in
the guide for authors. All other authors declare no conflict of interest.

Authors' contributions
PB designed and coordinated the study, contributed to data analysis and
interpretation and drafted the manuscript. ACK contributed to study design,
performed survival analysis and helped with manuscript preparation. EK
performed statistical analyses and edited the manuscript. SKP performed the
fluorescence IHC and AQUA. TWM and SC contributed patients to the study,

http://www.biomedcentral.com/content/supplementary/1471-2407-12-332-S1.tiff
http://www.biomedcentral.com/content/supplementary/1471-2407-12-332-S2.tiff
http://www.biomedcentral.com/content/supplementary/1471-2407-12-332-S3.tiff


Bose et al. BMC Cancer 2012, 12:332 Page 11 of 12
http://www.biomedcentral.com/1471-2407/12/332
reviewed the manuscript and were involved in the interpretation of the
clinical data. AMM was the designated study pathologist and performed the
review of H&E stained slides to confirm diagnosis and select areas of tumour
for TMA preparation. NTB and JCD conceived the study and helped with
manuscript preparation and editing. JCD contributed to study design, clinical
cohort assembly, data analysis and interpretation. All authors read and
approved the final manuscript.

Authors' information
PB is a Postdoctoral research fellow with the Ohlson Research Inititative in
Head and neck cancer, University of Calgary. ACK is an adjunct assistant
professor and the Director of the Functional Tissue Imaging Unit (FTIU) at
the Tom Baker Cancer Centre, University of Calgary. EK is a research
technician at the FTIU. SKP is a research technician at the FTIU. TWM is an
otolaryngologist and head and neck surgeon. He is also the Division Chief of
Otolaryngology, Head and Neck Surgery in the Department of Surgery,
University of Calgary. SC is an otolaryngologist and head and neck surgeon
in the Division of Otolaryngology - Head and Neck Surgery, Department of
Surgery, University of Calgary. AMM is presently the Chief of Pathology at H.
Lee Moffitt Cancer Center & Research Institute. NTB is a molecular cancer
epidemiologist and research scientist with Population Health Research,
Alberta Health Services – Cancer Care. JCD is an otolaryngologist, head and
neck surgeon and epidemiologist. He is also the Director of the Ohlson
Research Inititative in Head and Neck Cancer.

Acknowledgements
We thank Dr. E.M. Long for providing critical reviews and suggestions for the
manuscript. We also gratefully acknowledge the Ohlson Research Initiative
for funding this project.

Author details
1Department of Oncology, University of Calgary, Calgary, Canada.
2Department of Oncology, University of Calgary, Calgary, Canada. 3Division of
Otolaryngology-Head and Neck Surgery, University of Calgary, Calgary,
Canada. 4Department of Population Health Research, Alberta Health Services
– Cancer Care, Calgary, Canada. 5Present Address: H. Lee Moffitt Cancer
Center & Research Institute, 12902 Magnolia Drive, Tampa, FL 33612, USA.

Received: 25 April 2012 Accepted: 27 July 2012
Published: 1 August 2012

References
1. Parkin DM, Bray F, Ferlay J, Pisani P: Global cancer statistics, 2002. CA

Cancer J Clin 2005, 55:74–108.
2. Campana JP, Meyers AD: The surgical management of oral cancer.

Otolaryngol Clin North Am 2006, 39:331–348.
3. Massano J, Regateiro FS, Januario G, Ferreira A: Oral squamous cell

carcinoma: review of prognostic and predictive factors. Oral Surg Oral
Med Oral Pathol Oral Radiol Endod 2006, 102:67–76.

4. Oliveira LR, Ribeiro-Silva A: Prognostic significance of
immunohistochemical biomarkers in oral squamous cell carcinoma. Int J
Oral Maxillofac Surg 2011, 40:298–307.

5. Haraf DJ, Nodzenski E, Brachman D, Mick R, Montag A, Graves D, Vokes EE,
Weichselbaum RR: Human papilloma virus and p53 in head and neck
cancer: clinical correlates and survival. Clin Cancer Res 1996, 2:755–762.

6. Syrjanen S, Shabalova I, Petrovichev N, Kozachenko V, Zakharova T, Pajanidi
J, Podistov J, Chemeris G, Sozaeva L, Lipova E, et al: Acquisition of high-risk
human papillomavirus infections and pap smear abnormalities among
women in the New Independent States of the Former Soviet Union.
J Clin Microbiol 2004, 42:505–511.

7. Ragin CC, Taioli E: Survival of squamous cell carcinoma of the head
and neck in relation to human papillomavirus infection: review and
meta-analysis. Int J Cancer 2007, 121:1813–1820.

8. Lopes V, Murray P, Williams H, Woodman C, Watkinson J, Robinson M:
Squamous cell carcinoma of the oral cavity rarely harbours oncogenic
human papillomavirus. Oral Oncol 2011, 47:698–701.

9. Hanahan D, Weinberg RA: The hallmarks of cancer. Cell 2000, 100:57–70.
10. Hanahan D, Weinberg RA: Hallmarks of cancer: the next generation. Cell

2011, 144:646–674.
11. Kerr JF, Winterford CM, Harmon BV: Apoptosis. Its significance in cancer

and cancer therapy. Cancer 1994, 73:2013–2026.
12. Singh BB, Chandler FW Jr: Whitaker SB, Forbes-Nelson AE:
Immunohistochemical evaluation of bcl-2 oncoprotein in oral dysplasia
and carcinoma. Oral Surg Oral Med Oral Pathol Oral Radiol Endod 1998,
85:692–698.

13. Schoelch ML, Le QT, Silverman S Jr: McMillan A, Dekker NP, Fu KK, Ziober
BL, Regezi JA: Apoptosis-associated proteins and the development of
oral squamous cell carcinoma. Oral Oncol 1999, 35:77–85.

14. Xie X, Clausen OP, De Angelis P, Boysen M: The prognostic value of
spontaneous apoptosis, Bax, Bcl-2, and p53 in oral squamous cell
carcinoma of the tongue. Cancer 1999, 86:913–920.

15. Loro LL, Vintermyr OK, Johannessen AC: Cell death regulation in oral
squamous cell carcinoma: methodological considerations and clinical
significance. J Oral Pathol Med 2003, 32:125–138.

16. Green DR, Evan GI: A matter of life and death. Cancer Cell 2002, 1:19–30.
17. Youle RJ, Strasser A: The BCL-2 protein family: opposing activities that

mediate cell death. Nat Rev Mol Cell Biol 2008, 9:47–59.
18. Llambi F, Green DR: Apoptosis and oncogenesis: give and take in the

BCL-2 family. Curr Opin Genet Dev 2011, 21:12–20.
19. Oltvai ZN, Milliman CL, Korsmeyer SJ: Bcl-2 heterodimerizes in vivo with

a conserved homolog, Bax, that accelerates programmed cell death.
Cell 1993, 74:609–619.

20. Korsmeyer SJ, Wei MC, Saito M, Weiler S, Oh KJ, Schlesinger PH: Pro-
apoptotic cascade activates BID, which oligomerizes BAK or BAX into
pores that result in the release of cytochrome c. Cell Death Differ 2000,
7:1166–1173.

21. Boise LH, Gonzalez-Garcia M, Postema CE, Ding L, Lindsten T, Turka LA, Mao
X, Nunez G, Thompson CB: Bcl-x, a bcl-2-related gene that functions as a
dominant regulator of apoptotic cell death. Cell 1993, 74:597–608.

22. Camisasca DR, Honorato J, Bernardo V, da Silva LE, da Fonseca EC, de Faria
PA, Dias FL, Lourenco SQ: Expression of Bcl-2 family proteins and
associated clinicopathologic factors predict survival outcome in patients
with oral squamous cell carcinoma. Oral Oncol 2009, 45:225–233.

23. Yuen AP, Lam KY, Choy JT, Ho WK, Wong LY, Wei WI: Clinicopathologic
significance of bcl-2 expression in the surgical treatment of oral tongue
carcinoma. Eur J Surg Oncol 2002, 28:667–672.

24. de Vicente JC, Olay S, Lequerica-Fernandez P, Sanchez-Mayoral J, Junquera
LM, Fresno MF: Expression of Bcl-2 but not Bax has a prognostic
significance in tongue carcinoma. J Oral Pathol Med 2006, 35:140–145.

25. Kato K, Kawashiri S, Yoshizawa K, Kitahara H, Yamamoto E: Apoptosis-
associated markers and clinical outcome in human oral squamous cell
carcinomas. J Oral Pathol Med 2008, 37:364–371.

26. Zhang M, Zhang P, Zhang C, Sun J, Wang L, Li J, Tian Z, Chen W:
Prognostic significance of Bcl-2 and Bax protein expression in the
patients with oral squamous cell carcinoma. J Oral Pathol Med 2009,
38:307–313.

27. Camp RL, Chung GG, Rimm DL: Automated subcellular localization and
quantification of protein expression in tissue microarrays. Nat Med 2002,
8:1323–1327.

28. McShane LM, Altman DG, Sauerbrei W, Taube SE, Gion M, Clark GM:
REporting recommendations for tumour MARKer prognostic studies
(REMARK). Eur J Cancer 2005, 41:1690–1696.

29. Staibano S, Mignogna MD, Lo Muzio L, Di Alberti L, Di Natale E, Lucariello A,
Mezza E, Bucci E, DeRosa G: Overexpression of cyclin-D1, bcl-2, and bax
proteins, proliferating cell nuclear antigen (PCNA), and DNA-ploidy in
squamous cell carcinoma of the oral cavity. Hum Pathol 1998, 29:1189–1194.

30. Coutinho-Camillo CM, Lourenco SV, Nishimoto IN, Kowalski LP, Soares FA:
Expression of Bcl-2 family proteins and association with
clinicopathological characteristics of oral squamous cell carcinoma.
Histopathology 2010, 57:304–316.

31. Giannopoulou I, Nakopoulou L, Zervas A, Lazaris AC, Stravodimos C,
Giannopoulos A, Davaris PS: Immunohistochemical study of pro-apoptotic
factors Bax, Fas and CPP32 in urinary bladder cancer: prognostic
implications. Urol Res 2002, 30:342–345.

32. Schelwies K, Sturm I, Grabowski P, Scherubl H, Schindler I, Hermann S, Stein
H, Buhr HJ, Riecken EO, Zeitz M, et al: Analysis of p53/BAX in primary
colorectal carcinoma: low BAX protein expression is a negative
prognostic factor in UICC stage III tumors. Int J Cancer 2002, 99:589–596.

33. Kang SY, Oh YT, Han JH, Choi JH, Lim HY, Kim HI, Lee HW, Jang JH, Park JS,
Kim HC, et al: Concurrent chemoradiotherapy in patients with
nasopharyngeal cancer: prognostic significance of low expression of bax.
Neoplasma 2006, 53:450–456.



Bose et al. BMC Cancer 2012, 12:332 Page 12 of 12
http://www.biomedcentral.com/1471-2407/12/332
34. Agrawal SG, Liu FT, Wiseman C, Shirali S, Liu H, Lillington D, Du MQ,
Syndercombe-Court D, Newland AC, Gribben JG, et al: Increased
proteasomal degradation of Bax is a common feature of poor prognosis
chronic lymphocytic leukemia. Blood 2008, 111:2790–2796.

35. Jeong SH, Han JH, Kim JH, Ahn MS, Hwang YH, Lee HW, Kang SY, Park JS,
Choi JH, Lee KJ, et al: Bax predicts outcome in gastric cancer patients
treated with 5-fluorouracil, leucovorin, and oxaliplatin palliative
chemotherapy. Dig Dis Sci 2011, 56:131–138.

36. Zhan Q, Fan S, Bae I, Guillouf C, Liebermann DA, O'Connor PM, Fornace AJ
Jr: Induction of bax by genotoxic stress in human cells correlates with
normal p53 status and apoptosis. Oncogene 1994, 9:3743–3751.

37. Bai M, Skyrlas A, Agnantis NJ, Kamina S, Kitsoulis P, Kanavaros P: Cluster
analysis of apoptosis-associated bcl2 family proteins in diffuse large
B-cell lymphomas. Relations with the apoptotic index, the proliferation
profile and the B-cell differentiation immunophenotypes. Anticancer Res
2004, 24:3081–3088.

38. Kikuchi M, Mikami T, Sato T, Tokuyama W, Araki K, Watanabe M, Saigenji K,
Okayasu I: High Ki67, Bax, and thymidylate synthase expression well
correlates with response to chemoradiation therapy in locally advanced
rectal cancers: proposal of a logistic model for prediction. Br J Cancer
2009, 101:116–123.

39. Brady HJ, Gil-Gomez G, Kirberg J, Berns AJ: Bax alpha perturbs T cell
development and affects cell cycle entry of T cells. EMBO J 1996,
15:6991–7001.

40. 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,
15:6979–6990.

41. Verheij M: Clinical biomarkers and imaging for radiotherapy-induced cell
death. Cancer Metastasis Rev 2008, 27:471–480.

42. Hoetelmans R, van Slooten HJ, Keijzer R, Erkeland S, van de Velde CJ,
Dierendonck JH: Bcl-2 and Bax proteins are present in interphase nuclei
of mammalian cells. Cell Death Differ 2000, 7:384–392.

43. Nishita M, Inoue S, Tsuda M, Tateda C, Miyashita T: Nuclear translocation
and increased expression of Bax and disturbance in cell cycle
progression without prominent apoptosis induced by hyperthermia.
Exp Cell Res 1998, 244:357–366.

44. Wang ZH, Ding MX, Chew-Cheng SB, Yun JP, Chew EC: Bcl-2 and Bax
proteins are nuclear matrix associated proteins. Anticancer Res 1999,
19:5445–5449.

45. Ma BB, Bristow RG, Kim J, Siu LL: Combined-modality treatment of solid
tumors using radiotherapy and molecular targeted agents. J Clin Oncol
2003, 21:2760–2776.

doi:10.1186/1471-2407-12-332
Cite this article as: Bose et al.: Bax expression measured by AQUAnalysis
is an independent prognostic marker in oral squamous cell carcinoma.
BMC Cancer 2012 12:332.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Cohort identification
	Tissue microarray (TMA) construction
	Quantitative fluorescent immunohistochemistry

	link_Fig1
	Statistical Analysis

	Results
	Cohort characteristics
	Bax protein expression
	Bcl-2 protein expression
	Bcl-XL protein expression

	link_Tab1
	Prognostic impact of &b_k;apoptosis-&e_k;&b_k;regulating&e_k; proteins

	link_Fig2
	Discussion
	link_Fig3
	link_Fig4
	link_Fig5
	link_Tab2
	Conclusions
	Additional files
	Competing interests
	Authors' contributions
	Authors' information
	Acknowledgements
	Author details
	References
	link_CR1
	link_CR2
	link_CR3
	link_CR4
	link_CR5
	link_CR6
	link_CR7
	link_CR8
	link_CR9
	link_CR10
	link_CR11
	link_CR12
	link_CR13
	link_CR14
	link_CR15
	link_CR16
	link_CR17
	link_CR18
	link_CR19
	link_CR20
	link_CR21
	link_CR22
	link_CR23
	link_CR24
	link_CR25
	link_CR26
	link_CR27
	link_CR28
	link_CR29
	link_CR30
	link_CR31
	link_CR32
	link_CR33
	link_CR34
	link_CR35
	link_CR36
	link_CR37
	link_CR38
	link_CR39
	link_CR40
	link_CR41
	link_CR42
	link_CR43
	link_CR44
	link_CR45


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /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
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /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
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /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
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


