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Abstract

Purpose: Anti-angiogenic therapies are among the most commonly used drugs in renal cell carcinoma. Tumor
vascularity, defined by microvessel area, may be associated with response to these drugs. Clinical studies suggest
that metastatic sites are more responsive than primary tumors. Our purpose was to characterize microvessel area
(MVA) in matched primary and metastatic samples and in samples of different histologies.

Methods: We employed a method of automated, quantitative analysis of in situ tumor components to identify the
area of CD-34 staining endothelial cells within renal cell carcinoma tumors. MVA was assessed in corresponding
primary and metastatic samples from 34 patients, as well as in 334 primary nephrectomy specimens with variable
histologies.

Results: MVA measurements from different parts of the same tumor correlated well (R = 0.75), indicating that MVA
was fairly uniform within a tumor. While MVA was slightly higher in primary tumors than corresponding metastatic
sites, the difference was not statistically significant (P = 0.1). MVA in paired primary and metastatic samples
correlated moderately well (R = 0.36). MVA was higher in clear cell than papillary histology and oncocytomas
(P < 0.0001 and P = 0.018, respectively).

Conclusions: Lack of significant differences MVA in matched primary and metastatic samples suggests that both
types of tumors should respond to anti-angiogenic drugs. This should be confirmed on additional cohorts. Given
the small cohort, future predictive biomarker studies entailing MVA measurements should include specimens from
both sites. Clear cell carcinomas are more vascular than other histologic subtypes, which may explain the higher
response rates to anti-angiogenic therapies in clear cell tumors.
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Background
Renal cell carcinoma (RCC) is fairly common, with an
estimated incidence of 64,000 in the United States in 2012
[1]. Clear cell RCC (ccRCC) is the most prevalent subtype,
reflecting roughly 80% of RCC tumors [2]. RCC tumors
tend to be highly vascular [3]. Studies of tumor neovascula-
ture have revealed silencing of the tumor suppressor von
Hippel-Lindau (VHL) gene or loss of chromosome 3p,
causing activation of hypoxia-inducible transcription factor,
and further production of proangiogenic growth factors,
such as vascular endothelial growth factor (VEGF) [4,5].
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Angiogenesis is critical for sustaining neoplastic growth
and hematogenous dissemination [6,7]. In the past decade,
anti-angiogenic therapies have been shown to be beneficial
in the treatment of advanced metastatic RCC, including
the VEGF targeting drug, bevacizumab, given in conjunc-
tion with interferon, and the VEGF-R2 targeting drugs sor-
afenib, sunitinib, pazopanib and axitinib [8-12]. At present,
no predictive biomarkers are available for selection of
patients for these drugs. Seeing that they target angioge-
nesis, tumor vascularity may be associated with response
to therapy. Our purpose was to determine patterns of
tumor vascularity in historical samples and to compare
vessel density in primary and metastatic RCC tumors.
Response of primary tumors to angiogenesis targeting

agents is variable, however highly sensitive cases (complete
responses) are relatively uncommon. Several groups have
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reported significant primary tumor debulking with
pre-nephrectomy anti-angiogenic therapy in metastatic
RCC patients [13-16]. However, a recent retrospective
review showed less decrease in primary tumor diameter in
metastatic RCC patients than in metastatic sites [17]. It is
unclear whether there are differences in vessel density in
primary and metastatic RCC tumors, and whether this may
be the cause of possible discordant response in primary and
metastatic sites.
The association between tumor vascularity and response

to VEGF and VEGF receptor targeting drugs remains
unclear. In a small pilot study, vascular permeability mea-
sured radiographically was significantly lower after sorafe-
nib treatment, and this correlated well with time to
progression (P = 0.01). Elevated baseline tumor vascular
permeability correlated with improved progression free
survival (P = 0.003), but not with radiographic decrease in
tumor size. This study included 17 patients and definitive
conclusions cannot be drawn [18]. A similar situation has
been seen with treatment with sunitinib, where dramatic
decreases in vascularity have been seen with little change
in tumor size, and new response criteria based on vascular
permeability are being studied [19].
Limited prior publications have evaluated tumor vascu-

larity in RCC specimens and the association with VHL mu-
tational status and prognosis. VHL mutation, particularly
loss of function mutation, has been shown to be an inde-
pendent prognostic factor in ccRCC. Contradictory results
have been published on the role of microvessel density
(MVD) and VHL mutational status. One small study of 40
cases showed higher levels of MVD in tumors with VHL
mutations, while other studies show no significant correl-
ation between mutational status and MVD [20-23]. Rioux-
Leclercq et al. used standard immunohistochemical staining
for tumor vessels and showed that high tumor vessel
density is associated with poor outcome, while Imao et al.
used similar methods on a small cohort of specimens and
showed the inverse association [24,25]. Conversely,
MacLennan et al. found that while there was no association
between microvessel density and prognosis in ccRCC,
microvessel densities were higher in clear cell and chromo-
phobe histologies [6]. Two additional groups characterized
associations between vessel density and pathological fea-
tures and found an association between high microvessel
area (MVA) and high stage and grade [26,27]. Microvessel
area is defined by an automated quantitative method as the
total area of microvessel in a given sample area. Microvessel
density is defined as countable vessels in a sample area, as
defined by Mlynek et. al [28]. A study by Sullivan et. al in
breast cancer showed high correlation between MVA and
MVD [29]. Yildiz et al. reported an inverse relationship
between microvessel density and microvessel invasion and
metastasis [30]. A major limitation of all of these studies is
use of non-quantitative immunohistochemistry and small
patient cohorts of less than 70 cases, contributing to
conflicting results. Mertz et al. therefore conducted a
more comprehensive study employing an automated,
quantitative method to assess vessel density applied to a
large cohort of 284 clear cell RCC tumors, and found that
MVA was associated with improved survival [3]. Our
group subsequently validated this finding in a cohort of
over 300 nephrectomy specimens using the same auto-
mated method, and found that high MVA was associated
with improved 10 year disease specific survival (HR = 0.87,
P = 0.04) [31]. Okon et al. studied MVA in over 100 RCC
primary tumors in a quantitative fashion and found that
MVA was higher in ccRCC [32].To date no studies have
assessed the differences in MVA in corresponding primary
and metastatic specimens or in different histologic RCC
subtypes in a quantitative fashion.
Given the potential association between the degree of

tumor vascularity and response to VEGF or VEGR receptor
targeting therapy, our primary purpose was to determine
whether differences exist in MVA in matched primary and
metastatic sites, particularly given that many patients have
available archival specimens from either primary or the
metastatic tumors, but not both. Furthermore, seeing that
anti-angiogenic drugs are now used in non-clear cell RCC
patients, we sought to determine whether there are diffe-
rences in vessel density between the different histological
subtypes of RCC, which may be a predictor for response.
To analyze the microvessel area of tumor samples, we
utilized our system of automated quantitative analysis
(AQUA) which allows us to obtain more accurate objective
measures of compartment (vessel) area within tissues
[3,31,33]. Because of its ability to objectively assess
biomarkers on a continuous scale, AQUA has been shown
to outperform traditional "brown-stain" immunochemistry
in several studies [33-35].

Patients and methods
Patient cohorts and tissue microarray (TMA) construction
Two non-overlapping cohorts were used for these studies:
A cohort of matched primary and metastatic RCC cases
and a cohort of sequential nephrectomy cases with stage
I-IV disease. All tumor tissues were collected from the
Yale University Department of Pathology Archives. Speci-
mens and clinical information were collected with the
approval of a Yale University institutional review board.
Performance status, LDH, hemoglobin and calcium levels
were not available. TMAs were constructed using
standard methods with cores measuring 0.6 mm each.

Matched primary and metastatic RCC TMA
Thirty-four patients who had undergone both nephrectomy
and metastatectomy between 1978 and 2011 were identified
Histological subtypes included clear cell (91.2%) and mixed
histology (two cases, 8.8%). One mixed histology case was a



Figure 1 High (panel A) and low (panel B) microvessel area
(MVA) in matched primary and metastatic specimens by AQUA.
We used a cocktail of anti-cytokeratin and anti-carbonic anhydrase-9
conjugated to Cy2 to create a tumor mask (green), and anti-CD-34
conjugated to Cy5 (red) to identify microvessels. An example of a
patient with high MVAs in both the primary and metastatic
specimens is shown in panel A, and an example of low MVAs in
both primary and metastatic specimens is shown in panel B. The
corresponding MVA scores were 14.92% and 18.93%, respectively for
panel A and 4.26% and 6.78%, respectively for the patient
represented in panel B.
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mixture of clear cell RCC with sarcomatoid changes and
type 2 papillary RCC. The other was a mixture of type 2
papillary RCC and unclassified RCC with oncocytic,
mucinous, and spindle cell features. Three percent
were of Fuhrman grade I and IV, 38% grade II and 56%
grade III. Age at diagnosis was 17–72 years (median-57).
The time between nephrectomy and metastatatectomy
ranged from 6 to 156 months, median 24 ± 39.5 months.
Only two patients were treated with VEGF or VEGF-R
targeting therapies. Metastatic sites included lung (13),
bone (7), soft tissue, skin and lymph node (8), adrenal
glands (2), liver (2), colon (1), and pituitary gland (1). Each
tumor site was represented by four cores from different
areas of the specimen; two cores from each tumor site
were included in each of two TMA blocks.

Large cohort RCC nephrectomy TMA
Specimens were collected from 334 non-overlapping
RCC patients who underwent nephrectomy between
1987 and 1999. This cohort has been described previously
[31,36]. Histological subtypes included clear cell (74%),
papillary (14%), mixed histology (4%), chromophobe (2%),
and oncocytomas (6%). The mixed histology subset
included clear cell with oncocytic features (2%) or with
papillary features (2%). Age at diagnosis was 25–87 years
(median-63). Among these patients, 56% had stage I
disease, 8% had stage II and III each, and 28% had stage
IV. Twelve percent were Fuhrman grade I, 52% grade II,
27% grade III and 9% grade IV. Tumors were represented
by two cores placed in two TMA blocks.

Immunofluorescent staining
Each slide was stained individually for CD-34, as previously
described with a mouse monoclonal anti-human CD-34
antibody incubated overnight at a dilution of 1:100 [3,31].
CD-34 was used as a vessel (endothelial cell) marker based
on studies by Yilmazer et al. which showed CD-34 immu-
nohistochemical staining to be more specific and sensitive
than CD-31 in determining microvessel density [37].

Automated image acquisition and analysis (AQUA)
Images were acquired and analyzed using algorithms that
have been previously described [33]. Monochromatic, high-
resolution (1024 × 1024 pixel, 0.5 μm) images were
obtained of each histospot using the 10X objective of an
Olympus BX-51 epifluorescence microscope with an auto-
mated microscope stage and digital image acquisition
driven by custom program and macro-based interfaces with
IPLabs sofware (Scanalytics). Coalescence of Cytokeratin/
CA-9/Streptavidin was used to localize the tumor compart-
ment. Endothelial cells were distinguished from tumor cells
by CD-34 expression. The percentage of CD-34 area within
the tumor area was used to determine the MVA. Histospots
were excluded if the tumor mask represented <3% of the
histospot area or if there was anomalous staining (lacking
DAPI or necrotic tissue).
Statistical analysis
Statview and JMP 5.0 software were used (SAS Institute,
Cary, NC). MVAs for replicate tumor cores were averaged.
Associations between continuous MVA values and
pathological parameters were assessed using ANOVA.
Correlations between redundant histospots were assessed
by Pearson linear regression.
Results
Measurement of microvessel area (MVA) by quantitative
immunofluorescence analysis in RCC
Given the role of angiogenesis in RCC, the area of CD-34
expressing cells within the tumor mask was measured in
both the primary and metastatic tumors of 34 patients.
Examples of high and low MVA in corresponding primary
and metastatic specimens are shown in Figure 1. MVA
distribution ranged from 0.44% to 25.19%, with a median
MVA of 4.95% in these specimens.
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MVA in different areas of a given tumor
To assess intra-tumor heterogeneity in vessel density, we
used four cores from the primary tumor and four cores
from the metastatic tumors, placed on two separate sets of
slides, each containing two cores from each site. MVAs
from corresponding cores of each array were averaged to
obtain a single concatenated value. The correlation between
the values from each array was calculated using the Pearson
test. Although some variability was seen, we found that the
averaged values from the two arrays were highly correlated,
R = 0.75 (P < 0.0001), as shown in Figure 2, indicating that
the intra-tumor consistency in MVA is high.
Figure 3 Comparison between MVA in matching primary and
metastatic samples. Using paired t-tests, we compared MVA in 34
matched primary and metastatic specimens. As shown in the means
plot, while the primary specimens were slightly more vascular, the
difference was not statistically significant (P = 0.1).
Comparison between MVA in matched primary and
metastatic specimens
Using analysis of variance (ANOVA), we found that
although the MVAs were minimally higher the pri-
mary specimens than their metastatic counterparts,
there was no statistically significant difference (P = 0.1),
as shown in the means plot in Figure 3. The mean MVA
was 7.86% in primary tumors and 5.62% in metastatic
tumors. To determine whether MVA in primary speci-
mens can be used as a proxy to determine MVA in meta-
static samples and vice-versa, we studied the correlation
between MVA in matched primary and metastatic speci-
mens using the Pearson correlation test. As shown in
Figure 4, there is a moderate linear association between
MVA in the two specimen types (R = 0.36), a number of
cases had discordance between the primary and metastatic
specimens.
Figure 2 Correlations between microvessel area (MVA) in
different areas of a given tumor. Two tissue microarrays, each
containing duplicate histoscores taken from separate areas within
the matched primary and metastatic RCCs, were constructed. Vessel
Area, expressed as the percent area covered by CD-34 staining
within the tumor, demonstrates good array-to-array correlation, and
low intra-tumor variability, R = 0.75.
MVA in the different histologic subtypes
Given that we only had 34 matched primary and metastatic
tumors, we employed a larger historical cohort of primary
nephrectomy RCC specimens to assess difference in MVA.
This cohort includes clear cell, papillary, chromophobe,
oncocytoma, and mixed histologies. MVA score distribu-
tion ranged from 0.1% to 25% (with a median value of
4.4%). The mean MVAs for the different subtypes were:
4.4% for clear cell, 1.28% for papillary, 1.98% for chromo-
phobe, 0.99% for mixed histology, and 2.5% for oncocyto-
mas. By ANOVA, we found that the clear cell subtype had
significantly higher MVA than papillary histology and
oncocytomas (P < 0.0001, and P = 0.018, respectively), as
shown in Figure 5. Individual p-values were generated
using the post-hoc Fisher PLSD (protected least significant
Figure 4 Correlation between MVA in matched primary and
metastatic samples. Using the Pearson correlation test, we
assessed the association between MVA in the two tumor types;
while in some cases the association in strong, a fair degree of
discordance was seen.



Figure 5 Box plot demonstrating highest MVA in clear cell
histological subtype. MVA was studied in 334 primary RCC
specimens of different histologic subtypes. While the MVA was
variable in each subtype, clear cell carcinoma specimens had higher
MVAs than papillary histology and oncocytomas.
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difference) test assessed using an alpha of 5%. No signifi-
cant differences were found between the other subtypes.

Discussion
In this work we studied MVA in two patient cohorts; one
cohort of matched primary and metastatic RCC specimens
and a larger cohort of over 300 primary nephrectomy spe-
cimens. We found that MVA, when measured in a quanti-
tative objective fashion, does not differ significantly in
different areas of the tumor. Paired comparisons between
the matched primary and metastatic sites revealed that the
primary specimens are slightly more vascular, but the
difference was not statistically significant. To determine
whether MVA in a primary specimen accurately reflects
that of corresponding metastases, we studied the corre-
lation between MVA in the two tumor types and found
that while there clearly is an association (R = 0.36), a fair
degree of discordance was seen. We note that the range of
time frames between nephrectomy and metastastatectomy
was wide, and sample size of matched primary and meta-
static specimens does not allow analysis of an association
between MVA and time to metastatic disease. Moreover,
our metastatectomy cohort might reflect patients with oli-
gometastases amenable to local therapy, rather than wide-
spread metastatic disease. Finally, using our larger cohort
of primary nephrectomy specimens, we found that the
clear cell carcinomas were significantly more vascular than
papillary histology. In our previous work we showed that
MVA is inversely correlated with Furhman grade, but
not with stage. Similarly, it was associated with improved
10-year disease-free survival [31].
Although the first VEGF-R2 targeting drugs were
approved for metastatic RCC over seven years ago, no pre-
dictive assays have been validated for any of these drugs to
facilitate patient selection [8,9]. Vascular tumors should
respond to anti-angiogenic therapy, and the discordance in
responses of the primary and metastatic tissues is not well
explained by MVD. Recent data published by Zhao et al.
suggests that high MVD predicts better response to bevaci-
zumab in non small cell lung cancer [38]. Attempts to iden-
tify predictors of response based on imaging studies in
small groups of patients do suggest an association between
increased baseline tumor vascularity by DCE-MRI and
improved progression free survival (PFS) with sorafenib
[18]. Ueno et al. used PET/CT on 30 patients treated with
sunitinib or sorafenib and showed that baseline SUV uptake
correlated with short progression PFS, while decreased
SUV uptake after one month on therapy was a stronger
predictor of PFS [39]. Clinical factors (standard laboratory
values, performance status and time from diagnosis to
treatment) do appear to be associated with improved PFS
in patients treated with these drugs [40]. Models incorpor-
ating both clinical and radiographic criteria suggest that the
combined model is superior to either modality alone [41].
Whether or not these factors are predictive of benefit from
therapy as opposed to improved natural history of disease
remains to be determined.
While the abovementioned studies focused on radio-

graphic and clinical criteria, other early studies have
attempted to determine the association between pre-
treatment tumor-based characteristics and response to
VEGF or VEGF-R targeting drugs. For example, two
small retrospective cohort studies demonstrated an asso-
ciation between CAIX levels measured by immunohisto-
chemistry and response to VEGF-R2 targeting drugs
[42,43]. The purpose of the current study was to pave
the way for future studies of associations between MVA
and response to VEGF pathway targeted therapy. In pre-
vious studies we showed an inverse correlation between
MVA and VEGF-R1 and –R2, but no significant corre-
lation was found between MVA and VEGF [31]. Seeing
that no clear association has been demonstrated between
VEGF-R2 expression and response to VEGF-R targeted
therapy, incorporation of MVA in biomarker studies
may improve our ability to predict response. The major-
ity of patients in the present study were not treated with
these drugs, and the study was designed to determine
baseline MVA characteristics in primary and metastatic
RCC tumors. Seeing that most RCC patients in our
institution have larger archival specimens from either
the nephrectomy or the metastatectomy but not both
(as evident by the small size of the matched primary
and metastasis cohort relative to the nephrectomy cohort),
our finding of differences in some (but not all) patients in
MVA between primary and metastatic sites suggests that
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biomarker studies assessing MVA as a predictor of
response should assess specimens from both sites. If
debulking nephrectomy is clinically indicated, MVA
should be assessed in the primary site, but otherwise may
be assessed at the metastatic site.
A number of clinical studies have reported discordance

in tumor shrinkage in primary and metastatic RCC tumors
in patients treated with VEGF pathway targeting drugs
treated with the primary tumor in situ. Abel et al. reported
that while tumor shrinkage was seen in primary sites, the
degree of shrinkage was smaller than in metastatic sites
[44]. Our study showed slightly higher MVA in primary
than metastatic sites, but this difference did not reach sta-
tistical significance. The smaller radiographic changes in
primary tumors than metastatic tumors is more likely due
to the mechanism of action of these drugs than differential
anti-tumor activity in primary and metastatic sites; the
anti-angiogenic effects likely cause necrosis in highly vas-
cular tumors which may not result in large changes in
tumor diameter. This hypothesis is supported by the
improved progression free survival with drugs such as
sorafenib in the setting of a low objective response
rate by standard radiographic criteria [10].
Another goal of this study was to assess intra-tumor

variability in MVA. We previously reported that in our
large cohort of primary tumors studying MVA using the
same automated method, intra-tumor variability was
negligible, and the MVA obtained from different parts of
the nephrectomy specimen was similar (ρ = 0.8) [31]. In
the present study we had similar findings; as shown in
Figure 2, using the smaller cohort of matched primary
and metastatic samples, we validate our previous obser-
vations. This suggests that MVA obtained from core bi-
opsies can reflect that of the entire tumor.
Historical concerns about bleeding from biopsies done

to diagnose RCC have largely been refuted in recent years.
The incidence of bleeding from biopsies from primary
renal specimens has been reported to be exceedingly low
in recent years, although most series did not evaluate
post-biopsy hemorrhage by imaging and did not assess the
incidence of bleeding from metastatic tumors [45,46].
While no clear association has been made between tumor
vascularity and hemorrhage, our data show that there
is no significant difference in vascularity between the
primary and metastatic sites, suggesting that tumor
vascularity should not be a consideration in deciding
anatomic preference for biopsy.
Clear cell RCC represents the most common histologic

subtype. Phase III studies of sunitinib, sorafenib, bevacizu-
mab, pazopanib and axitinib excluded non-clear cell histo-
logies [9-12,47]. Subsequent studies, however, showed that
these drugs may be beneficial in non-clear cell histologies
as well, although the efficacy in papillary RCC appears to
be lower than the historically reported response in clear cell
RCC [48]. The response rate in the small number of
patients in this study with chromophobe RCC was
less disappointing. Here we show that vascularity of clear
cell RCC is higher than papillary and oncocytoma
subtypes, yet the MVA of chromophobe RCC was slightly
lower than that of clear cell RCC, but this difference did
not reach statistical significance (P = 0.063). The differences
in MVA demonstrated with this method may explain the
differences in response rate to anti-angiogenic therapies
with the different histological subtypes.

Conclusion
In summary, our data show that MVA within a tumor is
fairly uniform, suggesting that MVA measured from a
biopsy specimen is may represent that of the entire
tumor. Although MVA was slightly higher in primary
than metastatic specimens, this difference was not statis-
tically significant, suggesting that if MVA is associated
response to VEGF pathway targeting drugs, anti-tumor
effects should be seen in both primary and metastatic sites.
These studies need to be validated in additional, larger
cohorts. While there was a fair correlation between MVA
in matched primary and metastatic sites, discordant cases
were seen, indicating that future predictive biomarker
studies entailing MVA measurements should include
specimens from both sites to verify concordance in MVA
and further determine the association between MVA and
response to anti-angiogenic therapies. Clear cell carcinomas
have higher MVA than other histologic subtypes, which
may explain the higher response rate to VEGF pathway tar-
geting therapies in clear cell RCC. Further studies of MVA
using quantitative measurements such as those used here
should be incorporated into clinical trials of anti-angiogenic
drugs in RCC.

Competing interests
RLC is a co-founder, stockholder and consultant for a company called
HistoRx that has licensed the technology for automated tissue analysis used
in this study.

Authors’ contributions
SAA and JS performed experiments. HMK and RLC designed experiments.
RLC and AA performed pathology review. HMK, SAA and JWC wrote the
manuscript. RLC, SAA, JS and HMK performed the statistical analysis. HMK
supervised the project. All authors read and approved the final manuscripts.

Author details
1Department of the School of Medicine, Yale University School of Medicine,
New Haven, CT, USA. 2Department of Pathology, Yale University School of
Medicine, New Haven, CT, USA. 3Department of Urology, Yale University
School of Medicine, New Haven, CT, USA. 4Section of Medical Oncology, Yale
Cancer Center, 333 Cedar St. WWW213, New Haven, CT 06520, USA.

Received: 15 August 2012 Accepted: 9 January 2013
Published: 14 January 2013

References
1. Siegel R, Naishadham D, Jemal A: Cancer statistics, 2012. CA Cancer J Clin

2012, 62:10–29.



Aziz et al. Journal of Translational Medicine 2013, 11:15 Page 7 of 8
http://www.translational-medicine.com/content/11/1/15
2. Ljungberg B, Cowan NC, Hanbury DC, Hora M, Kuczyk MA, Merseburger AS,
Patard JJ, Mulders PF, Sinescu IC: EAU guidelines on renal cell carcinoma:
the 2010 update. Eur Urol 2010, 58:398–406.

3. Mertz KD, Demichelis F, Kim R, Schraml P, Storz M, Diener PA, Moch H,
Rubin MA: Automated immunofluorescence analysis defines microvessel
area as a prognostic parameter in clear cell renal cell cancer. Hum Pathol
2007, 38:1454–1462.

4. Facchini G, Perri F, Caraglia M, Pisano C, Striano S, Marra L, Fiore F, Aprea P,
Pignata S, Iaffaioli RV: New treatment approaches in renal cell carcinoma.
Anticancer Drugs 2009, 20:893–900.

5. Sun M, Shariat SF, Karakiewicz PI: Factors affecting outcome in renal cell
carcinoma. Curr Opin Urol 2010, 20:355–360.

6. MacLennan GT, Bostwick DG: Microvessel density in renal cell carcinoma:
lack of prognostic significance. Urology 1995, 46:27–30.

7. Folkman J: The role of angiogenesis in tumor growth. Semin Cancer Biol
1992, 3:65–71.

8. Escudier B, Eisen T, Stadler WM, Szczylik C, Oudard S, Siebels M, Negrier S,
Chevreau C, Solska E, Desai AA, et al: Sorafenib in advanced clear-cell
renal-cell carcinoma. N Engl J Med 2007, 356:125–134.

9. Motzer RJ, Hutson TE, Tomczak P, Michaelson MD, Bukowski RM, Rixe O,
Oudard S, Negrier S, Szczylik C, Kim ST, et al: Sunitinib versus interferon
alfa in metastatic renal-cell carcinoma. N Engl J Med 2007, 356:115–124.

10. Escudier B, Pluzanska A, Koralewski P, Ravaud A, Bracarda S, Szczylik C,
Chevreau C, Filipek M, Melichar B, Bajetta E, et al: Bevacizumab plus
interferon alfa-2a for treatment of metastatic renal cell carcinoma: a
randomised, double-blind phase III trial. Lancet 2007, 370:2103–2111.

11. Sternberg CN, Davis ID, Mardiak J, Szczylik C, Lee E, Wagstaff J, Barrios CH,
Salman P, Gladkov OA, Kavina A, et al: Pazopanib in locally advanced or
metastatic renal cell carcinoma: results of a randomized phase III trial.
J Clin Oncol 2010, 28:1061–1068.

12. Rini BI, Escudier B, Tomczak P, Kaprin A, Szczylik C, Hutson TE, Michaelson
MD, Gorbunova VA, Gore ME, Rusakov IG, et al: Comparative effectiveness
of axitinib versus sorafenib in advanced renal cell carcinoma (AXIS): a
randomised phase 3 trial. Lancet 2011, 378:1931–1939.

13. Amin C, Wallen E, Pruthi RS, Calvo BF, Godley PA, Rathmell WK:
Preoperative tyrosine kinase inhibition as an adjunct to debulking
nephrectomy. Urology 2008, 72:864–868.

14. Shuch B, Riggs SB, LaRochelle JC, Kabbinavar FF, Avakian R, Pantuck AJ,
Patard JJ, Belldegrun AS: Neoadjuvant targeted therapy and advanced
kidney cancer: observations and implications for a new treatment
paradigm. BJU Int 2008, 102:692–696.

15. Thomas AA, Rini BI, Lane BR, Garcia J, Dreicer R, Klein EA, Novick AC,
Campbell SC: Response of the primary tumor to neoadjuvant sunitinib in
patients with advanced renal cell carcinoma. J Urol 2009, 181:518–523.
discussion 523.

16. van der Veldt AA, Meijerink MR, van den Eertwegh AJ, Bex A, de Gast G,
Haanen JB, Boven E: Sunitinib for treatment of advanced renal cell
cancer: primary tumor response. Clin Cancer Res 2008, 14:2431–2436.

17. Abel EJ, Culp SH, Tannir NM, Matin SF, Tamboli P, Jonasch E, Wood CG:
Primary tumor response to targeted agents in patients with metastatic
renal cell carcinoma. Eur Urol 2011, 59:10–15.

18. Flaherty KT, Rosen MA, Heitjan DF, Gallagher ML, Schwartz B, Schnall MD,
O'Dwyer PJ: Pilot study of DCE-MRI to predict progression-free survival
with sorafenib therapy in renal cell carcinoma. Cancer Biol Ther 2008,
7:496–501.

19. van der Veldt AA, Meijerink MR, van den Eertwegh AJ, Haanen JB, Boven E:
Choi response criteria for early prediction of clinical outcome in patients
with metastatic renal cell cancer treated with sunitinib. Br J Cancer 2010,
102:803–809.

20. Zhang N, Gong K, Guo HF, Na X, Wu G, Yang XY, Xin DQ, Na YQ: Mutation
of von Hippel-Lindau gene and expression of vascular endothelial
growth factor in sporadic clear cell renal cell carcinoma and their
relationships to angiogenesis. Zhonghua Yi Xue Za Zhi 2004, 84:1620–1624.

21. Schraml P, Struckmann K, Hatz F, Sonnet S, Kully C, Gasser T, Sauter G,
Mihatsch MJ, Moch H: VHL mutations and their correlation with tumour
cell proliferation, microvessel density, and patient prognosis in clear cell
renal cell carcinoma. J Pathol 2002, 196:186–193.

22. Yamasaki T, Kamba T, Kanno T, Inoue T, Shibasaki N, Arakaki R, Yamada T,
Kondo K, Kamoto T, Nishiyama H, et al: Tumor microvasculature with
endothelial fenestrations in VHL null clear cell renal cell carcinomas as a
potent target of anti-angiogenic therapy. Cancer Sci 2012, 103:2027–2037.
23. Choueiri TK, Vaziri SA, Jaeger E, Elson P, Wood L, Bhalla IP, Small EJ,
Weinberg V, Sein N, Simko J, et al: Von Hippel-Lindau gene status and
response to vascular endothelial growth factor targeted therapy for
metastatic clear cell renal cell carcinoma. J Urol 2008, 180:860–865.
discussion 865–866.

24. Imao T, Egawa M, Takashima H, Koshida K, Namiki M: Inverse correlation of
microvessel density with metastasis and prognosis in renal cell
carcinoma. Int J Urol 2004, 11:948–953.

25. Rioux-Leclercq N, Epstein JI, Bansard JY, Turlin B, Patard JJ, Manunta A, Chan
T, Ramee MP, Lobel B, Moulinoux JP: Clinical significance of cell
proliferation, microvessel density, and CD44 adhesion molecule
expression in renal cell carcinoma. Hum Pathol 2001, 32:1209–1215.

26. Sharma SG, Aggarwal N, Gupta SD, Singh MK, Gupta R, Dinda AK:
Angiogenesis in renal cell carcinoma: correlation of microvessel density
and microvessel area with other prognostic factors. Int Urol Nephrol 2011,
43:125–129.

27. Kavantzas N, Paraskevakou H, Tseleni-Balafouta S, Aroni K, Athanassiades P,
Agrogiannis G, Patsouris E: Association between microvessel density and
histologic grade in renal cell carcinomas. Pathol Oncol Res 2007,
13:145–148.

28. Mlynek ML, van Beunigen D, Leder LD, Streffer C: Measurement of the
grade of vascularisation in histological tumour tissue sections. Br J Cancer
1985, 52:945–948.

29. Sullivan CA, Ghosh S, Ocal IT, Camp RL, Rimm DL, Chung GG: Microvessel
area using automated image analysis is reproducible and is associated
with prognosis in breast cancer. Hum Pathol 2009, 40:156–165.

30. Yildiz E, Ayan S, Goze F, Gokce G, Gultekin EY: Relation of microvessel
density with microvascular invasion, metastasis and prognosis in renal
cell carcinoma. BJU Int 2008, 101:758–764.

31. Kluger HM, Siddiqui SF, Angeletti C, Sznol M, Kelly WK, Molinaro AM, Camp
RL: Classification of renal cell carcinoma based on expression of VEGF
and VEGF receptors in both tumor cells and endothelial cells. Lab Invest
2008, 88:962–972.

32. Okon K, Kawa R: Microvascular network in renal carcinomas. Quantitative
and tissue microarray immunohistochemical study. Pol J Pathol 2008,
59:107–115.

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

34. Camp RL, Dolled-Filhart M, King BL, Rimm DL: Quantitative analysis of
breast cancer tissue microarrays shows that both high and normal levels
of HER2 expression are associated with poor outcome. Cancer Res 2003,
63:1445–1448.

35. Rimm DL, Giltnane JM, Moeder C, Harigopal M, Chung GG, Camp RL,
Burtness B: Bimodal population or pathologist artifact? J Clin Oncol 2007,
25:2487–2488.

36. Elfiky AA, Aziz SA, Conrad PJ, Siddiqui S, Hackl W, Maira M, Robert CL, Kluger
HM: Characterization and targeting of phosphatidylinositol-3 kinase
(PI3K) and mammalian target of rapamycin (mTOR) in renal cell cancer.
J Transl Med 2011, 9:133.

37. Yilmazer D, Han U, Onal B: A comparison of the vascular density of VEGF
expression with microvascular density determined with CD34 and CD31
staining and conventional prognostic markers in renal cell carcinoma. Int
Urol Nephrol 2007, 39:691–698.

38. Zhao YY, Xue C, Jiang W, Zhao HY, Huang Y, Feenstra K, Resau JH, Qian CN,
Zhang L: Predictive value of intratumoral microvascular density in
patients with advanced non-small cell lung cancer receiving
chemotherapy plus bevacizumab. J Thorac Oncol 2012, 7:71–75.

39. Ueno D, Yao M, Tateishi U, Minamimoto R, Makiyama K, Hayashi N, Sano F,
Murakami T, Kishida T, Miura T, et al: Early Assessment by FDG-PET/CT of
Patients with Advanced Renal Cell Carcinoma Treated with Tyrosine Kinase
Inhibitors is Predictive of Disease Course. BMC Cancer 2012, 12:162.

40. Heng DY, Xie W, Bjarnason GA, Vaishampayan U, Tan MH, Knox J, Donskov
F, Wood L, Kollmannsberger C, Rini BI, Choueiri TK: Progression-free
survival as a predictor of overall survival in metastatic renal cell
carcinoma treated with contemporary targeted therapy. Cancer 2011,
117:2637–2642.

41. Smith AD, Shah SN, Rini BI, Lieber ML, Remer EM: Utilizing pre-therapy
clinical schema and initial CT changes to predict progression-free
survival in patients with metastatic renal cell carcinoma on VEGF-
targeted therapy: A preliminary analysis. Urol Oncol 2011.



Aziz et al. Journal of Translational Medicine 2013, 11:15 Page 8 of 8
http://www.translational-medicine.com/content/11/1/15
42. Muriel Lopez C, Esteban E, Astudillo A, Pardo P, Berros JP, Izquierdo M,
Crespo G, Fonseca PJ, Sanmamed M, Martinez-Camblor P: Predictive factors
for response to treatment in patients with advanced renal cell
carcinoma. Invest New Drugs 2012, 30:2443–2449.

43. Choueiri TK, Regan MM, Rosenberg JE, Oh WK, Clement J, Amato AM,
McDermott D, Cho DC, Atkins MB, Signoretti S: Carbonic anhydrase IX and
pathological features as predictors of outcome in patients with
metastatic clear-cell renal cell carcinoma receiving vascular endothelial
growth factor-targeted therapy. BJU Int 2010, 106:772–778.

44. Abel EJ, Culp SH, Tannir NM, Matin SF, Tamboli P, Jonasch E, Wood CG:
Primary Tumor Response to Targeted Agents in Patients with Metastatic
Renal Cell Carcinoma. Eur Urol 2010, 59:10–15.

45. Volpe A, Mattar K, Finelli A, Kachura JR, Evans AJ, Geddie WR, Jewett MA:
Contemporary results of percutaneous biopsy of 100 small renal masses:
a single center experience. J Urol 2008, 180:2333–2337.

46. Volpe A, Kachura JR, Geddie WR, Evans AJ, Gharajeh A, Saravanan A, Jewett
MA: Techniques, safety and accuracy of sampling of renal tumors by fine
needle aspiration and core biopsy. J Urol 2007, 178:379–386.

47. Escudier B, Eisen T, Stadler WM, Szczylik C, Oudard S, Staehler M, Negrier S,
Chevreau C, Desai AA, Rolland F, et al: Sorafenib for treatment of renal cell
carcinoma: Final efficacy and safety results of the phase III treatment
approaches in renal cancer global evaluation trial. J Clin Oncol 2009,
27:3312–3318.

48. Choueiri TK, Plantade A, Elson P, Negrier S, Ravaud A, Oudard S, Zhou M,
Rini BI, Bukowski RM, Escudier B: Efficacy of sunitinib and sorafenib in
metastatic papillary and chromophobe renal cell carcinoma. J Clin Oncol
2008, 26:127–131.

doi:10.1186/1479-5876-11-15
Cite this article as: Aziz et al.: Vascularity of primary and metastatic
renal cell carcinoma specimens. Journal of Translational Medicine 2013
11:15.
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
	Purpose
	Methods
	Results
	Conclusions

	Background
	Patients and methods
	Patient cohorts and tissue microarray (TMA) construction
	Matched primary and metastatic RCC TMA
	Large cohort RCC nephrectomy TMA

	Immunofluorescent staining
	Automated image acquisition and analysis (AQUA)
	Statistical analysis

	Results
	Measurement of microvessel area (MVA) by quantitative immunofluorescence analysis in RCC
	MVA in different areas of a given tumor
	Comparison between MVA in matched primary and metastatic specimens
	MVA in the different histologic subtypes

	Discussion
	Conclusion
	Competing interests
	Authors’ contributions
	Author details
	References

