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Abstract
Background: EphA2 is a receptor tyrosine kinase of the Eph family, which regulates angiogenesis, cell growth, survival
and migration. EphA2 targeting has been proposed as a novel therapeutic strategy for neoplasms that overexpress this
protein, particularly in case of resistance to VEGF-targeted therapy. This work raised the question whether EphA2
expression would be a predictive factor in patients with metastatic renal cell carcinoma (RCC) treated with VEGF
inhibitors.
Methods: We analyzed the levels of EphA2 protein expression by immunohistochemistry in specimens of 23 patients with
metastatic RCC, which were postsurgically treated with Anti-VEGF-therapy. The quantification of EphA2 protein
expression was performed by automated digital image analysis using the open source software ImageJ. Statistical analysis
using Cox proportional hazard modeling, Bayesian information criterion (BIC) statistic and Kendall’s tau (τ) correlation
was done using the program R.
Results: The expression of EphA2 correlated significantly with the histological grading (correlation coefficient Kendall’s
τ=0.52; p<0.05 for grades II and III). High levels of EphA2 expression levels by the adjacent kidney tissue of RCC tumors
had a positive predictive value for overall survival, suggesting a tumor suppressive effect of EphA2 expressed in the tumor
surrounding tissue. We also found a negative correlation between the EphA2 expression level in the primary tumor and the
matching metastasis. These findings implicate different dominating signaling pathways in the primary tumor and its
metastasis, with consequently a need for a complex therapeutic approach.
Conclusions: Our study suggests an association between EphA2 receptor expression and RCC carcinogenesis and
metastasis. The differential effects of EphA2 signaling, from a tumor suppressive to a tumor promoting role, are greatly
dependent upon its precise localization: In addition to its previously described tumor promoting role in EphA2
overexpressing tumors we observed an association between high levels of EphA2 in the adjacent normal kidney tissue and
survival, suggesting a tumor suppressive role. An improved understanding of the different tasks of EphA2 signaling in the
primary tumors, their surrounding tissues and metastases may be of benefit for a better targeting of metastatic RCC.
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1 Introduction
The Eph (Erythropoietin producing hepatocellular carcinoma) receptor family forms the largest known subfamily of
receptor tyrosine kinases (RTKs) consisting of two subtypes: EphA receptors, whose ligands are primarily
glycosylphosphatidylinositol (GPI)-linked ephrin-As, and EphB receptors, which bind mainly transmembrane ligands
called ephrin-Bs. Eph receptors and their ligands provide a cell communication system with diverse important roles in
normal development and physiology, as well as in disease pathogenesis, especially oncogenesis [1]. EphA2, a 130-kDa
protein, which is normally expressed at sites of cell-to-cell contact in adult epithelial tissues, is related to angiogenesis and
invasiveness in cancerogenesis [2-4]. Recent studies have shown an overexpression of this protein in numerous
epithelial-type carcinomas [5-8] with the highest expression level observed in metastatic lesions. However its signaling is
complex and often it seems to be paradoxical: There is good evidence that the Eph-ephrin signaling can both inhibit and
promote tumorigenicity [2, 4, 9, 10].
Metastasized renal cell carcinomas (RCC) are treated with VEGF-targeted therapy since several years with greatly
increased prognosis. Despite these advancements in therapy the primary and secondary resistances to anti-angiogenic
treatment are major problems that could not be overcome to date, and molecular predictive factors that identify responders
from non-responders remain to be identified [11]. EphA2/ephrin-A1 and VEGF signaling modulate theexpression/
activation of each other [2, 4, 12], and additionally EphA2 signaling is one supposed mechanism, which contributes to
resistance to VEGF-Inhibitors [1, 13]. These reported associations between EphA2 signaling and the VEGF pathway
strongly suggest an influence of EphA2 protein expression on response to VEGF-targeted therapy.
So far there has been only one report regarding EphA2 protein expression in renal cell carcinoma (RCC). The authors
found a correlation between EphA2 overexpression and more highly vascularized tumors, and EphA2 overexpression was
a negative prognostic marker for disease-free and overall survival after surgical resection [14]. Our work focuses on the
question whether EphA2 expression in metastatic RCC is a predictive factor for response to VEGF targeted therapy. The
aim of this pilot study was therefore to quantify the EphA2 protein expression of primary and metastatic RCC and to
determine the relationship between expression level and clinicopathologic data.

2 Materials and methods
2.1 Patients and tissues
We analyzed the levels of EphA2 protein expression in RCC tumors and adjacent normal kidney specimens by
immunohistochemistry in a total of 23 patients (8 females and 15 males, average age = 59 years; range =26-79 years old at
the start of therapy). All patients suffered from metastatic RCC and were postsurgically treated with anti-VEGF-therapy.
Primary tumor samples were taken from nephrectomy preparations, and the analyzed metastases were excised before
initiation of anti-VEGF-therapy. Of the 23 RCC tumors evaluated, 22 were diagnosed as conventional clear cell RCC and
one as papillary RCC. Cases of Renal Cell Carcinoma with start of Anti-VEGF-Therapy (Nexavar, Sutent) between
November 2006 and March 2011 were retrieved from the Institute of Oncology of the University Bern. The follow-up time
was at least one year. Clinicopathologic data and paraffin-embedded materials were collected from the Institute of
Pathology of the University Bern. According to the national and local ethical guidelines (University of Bern, University
Hospital of Bern), patients were asked to give written informed consent for utilization of their biopsies and data for
research purposes only and in a manner warranting strict confidentiality.
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2.2 Immunohistochemistry
For immunohistochemical labeling we used a protocol with an affinity purified rabbit polyclonal antibody to EphA2
(1:1000 dilution; Santa Cruz Biotechnology, clone C-20) and Liquid Permanent Red (Dako) as the chromogen because of
its good spectral characteristics. In order to reduce intra- and interspecimen variations we stained and evaluated two serial
sections from three specimens for every patient. Always one of the three specimens comprised the tumor border with
adjacent normal kidney tissue. To reduce interference of the staining with Liquid Permanent Red in the digital image
analysis, no counterstaining was performed. Additionally we counterstained one more section with haematoxylin to
localize the positive immunohistochemical reaction with Liquid Permanent Red.

Figure 1. EphA2 immunolabeling
patterns in primary renal cell
carcinomas.
There are different patterns of EphA2
protein in RCCs. Picture A shows a more
diffuse staining and picture B a more
clustered pattern. These different
expression patterns could be due to
differing phases of cancerogenesis, in
which EphA2 amplification occurs.

2.3 Digital image analysis
For quantification of EphA2 protein expression, we took 15-20 pictures of every primary tumor slide plus 12-15 of the
adjacent kidney tissue under 40x magnification (Software: BR-NIS-Elements, Nikon Eclipse 800), always using the same
settings. In metastases, 8-25 pictures were taken depending on the specimen’s size. Afterwards automated digital image
analysis was performed using the software ImageJ (National Institute of Health, Wayne Rasband). First we determined our
individual color vectors (e.g. a red vector stands for Liquid Permanent Red, representing EphA2 protein expression) using
single stained slices. Next we used the ImageJ plugin “Colour deconvolution” to spectrally separate our
immunohistochemical stained slides in pictures with only one color. We converted the image with the Liquid Permanent
Red coloring in an 8-bit greyscale and measured the integrated color density. The arithmetical middle of the aggregate
determinations of EphA2 expression intensity (represented by the integrated color intensity of Liquid Permanent Red) for
each tumor and matched normal adjacent kidney specimen were calculated for each patient. For metastases the analyzing
algorithm was just the same.

Figure 2. The influence of EphA2 expression levels
in the adjacent normal kidney tissue of RCCs on
survival:
The EphA2 expression level of the adjacent normal
kidney tissue has an exponentiated coefficient of 0.96
(p<0.05) in the Cox regression. For illustration, COX
regression curves of tertile groups of the EphA2
expression level in the adjacent normal kidney tissue are
shown.
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2.4 Statistical analysis
Statistics were done using R (The R Foundation for Statistical Computing). Correlation analyses were assessed using
Kendall’s tau correlation. This correlation analysis has fewer requirements to the sample cohort as other correlation
coefficients, especially in question of sample sizes. P<0.05 was considered significant. In these analyses, two RCC
subtypes were included without distinction. To investigate whether levels of EphA2 protein expression and other
parameters were associated with mortality, Cox proportional hazard modeling was used, allowing working with censored
data. To find the model with the highest predictability and the best fit, we used the Bayesian information criterion (BIC)
statistic (package “BMA”, R) [15-17].
Table 1. Patient and Disease Characteristics (N= 23)
Variable

Patients
No.

%

Age at targeted therapy initiation [years]
Median

64

Interquartile range

56.5 - 71

Range

26 - 79

Time from diagnosis to targeted therapy [years]
Median

1.41

Interquartile range

0.26 - 4.26

Range

0.03 - 16.82

Sex
Male

15

65

Clear cell

22

96

Non–clear cell

1

4

Prior nephrectomy

18

78

I

1

6

II

6

33

III

8

44

IV

3

17

1

6

26

Histology

Grade (in nephrectomy samples)

No. of metastases
>1

17

74

Liver metastases present

7

30

Brain metastases present

4

17

Sunitinib induced hypertension present

0

0

Dose reduction of targeted therapy

8

35

3 Results
Patient baseline characteristics are presented in Table 1. All patients were treated with sunitinib or sorafenib, but eight
patients (35%) needed dose reduction because of adverse effects. Eighteen patients (78%) had prior nephrectomy. The
Published by Sciedu Press
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median time on initial VEGF-targeted therapy was 5.2 months, the median follow-up time after treatment initiation was
26.6 months and the median OS of all patients was 34.8 months.

3.1 EphA2 expression in RCC
All RCC tumors expressed EphA2, wherein two different patterns of staining were observed: EphA2 “clusters” (about
25%) as well as a more diffuse expression (75%) throughout the tumorous tissue (Figure 1 A and B). The clustered pattern
suggests an EphA2 amplification as a later event in carcinogenesis, whereas the diffuse pattern was compatible with an
earlier process. Furthermore, almost 90% of the RCC overexpressed EphA2 compared with the adjacent normal kidney
tissue. The expression of EphA2 correlated significantly with the histological grading (correlation coefficient Kendall’s
τ=0.52; p<0.05 for grades II and III), which is consistent with a report from Herrem et al. [14] demonstrating similar
associations.

3.2 High levels of EphA2 expression levels in the adjacent normal kidney
tissue of RCC tumors have a positive association with overall survival
In the following we examined the impact of EphA2 protein expression levels on the clinical response to anti-VEGF, using
the BIC test on survival data (results are displayed in Table 2). For comparability and completeness we incorporated only
the data of patients who had a nephrectomy (N=18). We examined all factors named in Table 1 except the histology and
Sunitinib induced hypertension because of the absence of differences. The highest contribution to the assignment to high
or low surviving probability came from the level of EphA2 protein expression in the adjacent normal kidney tissue. This
EphA2 expression level had an exponentiated coefficient of 0.97 (p<0.05), implicating that a higher expression level of
EphA2 is associated with increased probability of survival. To illustrate this relationship, we divided our cohort into tertile
groups, according to the height of their EphA2 expression levels in the adjacent normal kidney tissue, and generated a
survival curve plot (see Figure 2). The group with the highest expression level of EphA2 in the adjacent normal kidney
tissue had the best survival probability at every time t compared to the other groups, while the group with the lowest
expression of EphA2 in the adjacent normal kidney tumor had the worst survival probability. In aggregate, our findings
highly suggest that the level of EphA2 protein expression in the adjacent normal kidney tissue of renal cell carcinomas is
predictive for overall survival after the start of anti-VEGF-therapy.
Table 2. Posterior parameter estimates (means), standard deviations and probabilities (pr) [%] that the coefficients (θ)
are non-zero for the variables *
Variable

Mean

Standard deviation

pr (θ ≠ 0)

Sex

0.1063

2.7571

25.5

Age

0.0656

0.3354

37.8

Dose reduction of targeted therapy

0.2551

1.1519

26.1

Time from diagnosis to treatment

-0.0022

0.0018

99.7

Metastatic sites

0.3131

7.3990

28.7

Liver metastasis

-1.7580

8.0296

45.6

Brain metastasis

0.2051

2.8494

29.3

Grade

-0.1281

0.6888

21.7

in the primary tumor

0.2507

1.5800

30.4

in the adjacent normal kidney tissue

-0.0374

0.0311

95.0

EphA2 protein expression

*
Means and standard deviations are averaged over all models included in the BMA analysis.
Bayesian model averaging results: The probabilities that the coefficient is not zero (pr (θ ≠ 0)) are only for the variables “Time from diagnosis to treatment” (pr =99,7%)
and“EphA2 protein expression in the adjacent normal kidney tissue”(pr=95%) higher than 75%, which can be interpreted as “positive evidence” [17]. The best fitting model
for prediction of survival calculated by the test model averaging involves these both variables.
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3.3 Negative correlation between the EphA2 expression level in the
primary tumor and the matching metastasis
As demonstrated in Figure 3, there was a variable relationship between the expression levels of EphA2 in the primary
tumor and its matching metastasis. Comparison of the EphA2 expression level of the primary tumor versus the matching
metastasis clearly demonstrated a negative correlation: The higher the EphA2 expression level of the primary tumor, the
lower its expression in the matching metastasis. We found this negative correlation between the EphA2 expression level in
the primary tumor and the matching metastasis to be highly significant (p<0.0018, correlation coefficient Kenndall’s
tau -0.86) (Figure 4).

Figure 3. Two examples for opposed expression
of EphA2 in a primary tumor and its matching
metastasis:
Picture A shows a tumor with very low expression of
EphA2 and B the matching metastasis with high
expression of EphA2 whereas picture C shows a
primary tumor with high expression of EphA2 and the
matching metastasis in D shows nearly no expression.

Figure 4. Correlation analysis of EphA2
expression in primary tumors and their
metastases:
On the x-axis EphA2 protein expression levels in the
primary tumor are plotted and on the y-axis EphA2
protein expression levels of their matching metastasis.
Expression levels are represented by integrated color
intensities (ICI) measured with automated digital
image analysis. The EphA2 expression level of
metastases correlates negative with the EphA2
expression level in the matching primary tumor. The
correlation coefficient (Kenndall’s tau) of the ICIs
respectively is -0.86 (p<0.0018).

Published by Sciedu Press
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4 Discussion
Because many patients with RCC are asymptomatic at the beginning of the course of disease, the tumor stage is often
advanced at diagnosis. Therefore roughly 25 percent of patients either have an advanced locoregional disease or distant
metastases (Stage IV disease) at presentation. In stage IV diseases the median survival has never risen above 27 months,
and the five-year survival rate is less than 10 percent [18]. The improved understanding of RCC pathogenesis has struck a
new path in therapeutic options. In particular, the identification of pro-angiogenic pathways as a relevant therapeutic target
has revolutionized the therapy of advanced RCC in the last decade [11, 19]. Despite great advancements in therapy several
issues remain to be addressed. The primary and secondary resistances to treatment are major problems that could not be
overcome to date, and molecular predictive factors that distinguish responders from non-responders remain to be
identified.
Recent publications refer to the management of anti-angiogenic therapy and focus on the mechanisms of resistance in
particular [1, 13]. EphA2/ephrin-A1 signaling is one supposed pathway, which contributes to resistance to VEGF-Inhibitors,
and mutual modulating activities on expression/activation were observed [2, 4, 12]. In spite of these new findings the precise
mechanisms underlying the interplay of VEGF and EphA2 signaling are still to be uncovered.
Besides its impact on tumor angiogenesis EphA2-overexpression in tumor cells can cause disruption of cell-to-cell
contacts and an enhancement of cell-to-extracellular matrix attachments. These invasive properties and increased motility
abilities result consequently in a pro-metastatic phenotype [14, 20-22]. According to the complex and varying signaling
functions of EphA2 in tumorigenesis, different modulation systems for Eph signaling were reported, e.g. modulation
through the quantity of available ligand [23], receptor dephosphorylation or degradation [24, 25], as well as downstream
signaling pathway regulation, but the precise mechanisms leading to tumor promotion or inhibition remain to be defined.
EphA2 targeting has been proposed as a novel therapeutic strategy for neoplasms that overexpress this protein [3, 26, 27].
Nevertheless, there is to date no resounding Eph-targeting drug found due to unexpected impacts in therapy through
heterogeneous effects of Eph-ephrin signaling in tumors [4]. Improved understanding and further investigations are needed
to use the Eph-ephrin signaling system in the clinical treatment of human cancer.
Two important novel conclusions can be drawn from our study. First we demonstrated that the EphA2 expression level in
the normal adjacent kidney tissue in RCC may have an impact on response to anti-VEGF-therapy. High levels of EphA2 in
the normal adjacent kidney tissue seemed to have a positive influence on the clinical response to anti-VEGF-therapy and
ultimately on overall survival. In some murine tumor models, a tumor suppressor effect of Eph forward signaling in the
tumor surrounding tissue could also be shown [28, 29]. In these studies Eph-ephrin interactions have been proposed to inhibit
expansion and invasiveness of incipient colorectal and skin tumors. Additionally anti-angiogenic agents can enhance the
development of vessel abnormalities, which results in increased hypoxia and a pro-tumorigenic inflammatory state [1, 30].
The pro-angiogenic Eph-ephrin signaling complex could reduce the negative effect of anti-angiogenic drugs on vessels. In
addition a better drug delivery into the tumor tissue through the pro-angiogenic effects of the Eph-ephrin system in the
tumor surrounding tissue could act synergistically with anti-VEGF treatments.
Second, our finding of a negative correlation between EphA2 protein expression levels in primary tumors when compared
to their matching metastases could have a great importance with regard to EphA2-targeting drugs. Mudali et al. [31] also
mentioned in their study different EphA2 levels in primary tumors and their matching metastasis. These unequal
expression levels indicate different dominating signaling pathways in primary tumors and metastases. In previous studies
significant interactions between EphA2/ephrin-A1 signaling and cadherins, in particular E-cadherin, were observed [20, 32].
For example the cellular location of EphA2 in E-cadherin-negative tumors is changed from cell-cell contact sites to
membrane ruffles, which leads to increased motility and invasive properties [9, 32]. Even expression levels of EphA2 are
modulated by cadherins. This relationship is one of various described mechanisms belonging to
epithelial-to-mesenchymal transition (EMT), a process strongly associated with cancer cell invasion and metastasis, and
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the contrary process, which is assumed to occur primary in metastases, the mesenchymal-to-epithelial transition
(MET) [4, 9, 33-35]. Corresponding to these observations, EphA2 expression levels of tumor cells could depend on their state
between a more epithelial and a more mesenchymal phenotype. But whereas EphA2 signaling can influence the
invasiveness and metastatic dissemination through various mechanisms [21-23, 36-41], our observations suggest that in
metastases EphA2 signaling differs in function from primary tumors, rendering targeted therapy much more complex.
Indeed this pilot study did not incorporate data from a large number of patients; however evaluation with automated digital
image analysis produces much more valid values for each patient than traditional manual scoring systems. This estimation
is non-subjective and includes through automation a considerable greater amount of information than one could reach
through manual evaluation. Nevertheless future investigations with larger powered studies are needed to further
consolidate these results. A second limitation of our study is the lack of several clinical and laboratory variables described
by Heng et al. [42] as additional prognostic factors. Due to the retrospective study design the dataset contained missing
values preventing the calculation of the HENG/memorial risk score. As our study is intended to make a contribution to
comprehension of tumor biology of RCC more than generating a new clinical predictive model we had to accept this
limitation when designing this study. Finally we would like to mention the fact that no comparable control group was
available, because VEGF-targeted therapy is only accredited for metastatic RCC (new guidelines mention this therapy
option for locally advanced RCCs only in experimental approaches [43]).

5 Conclusion
Our pilot study suggests important and versatile roles of EphA2 receptor in RCC carcinogenesis and metastasis. The
expression patterns of EphA2 in RCC are heterogeneous, and the differential effects of EphA2 signaling, from a tumor
suppressive to a tumor promoting role, seem to be greatly dependent upon its precise localization. An improved
understanding of the different roles of EphA2 signaling in the primary tumors, their surrounding tissues and metastases
may be of benefit for a better targeting of metastatic RCC.
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