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Abstract

Spontaneous invasive non-inflammatory canine mammary carcinomas (CMC) and their regional
lymph nodes (LN) were analysed (n = 136). Histological grade (HG) and vascular invasion (VI) in the
tumours and lymph node status were recorded. Proliferation index (PI), microvessel density (MVD)
and vascular endothelial growth factor receptor 2 (VEGFR2) expression were estimated using
anti-proliferating cell nuclear antigen (PCNA), anti-von Willebrand factor and anti-Flk-1, respectively.
Eighteen months follow-up was performed (34 bitches). Tumours of different grades showed
differences regarding PI, FIk-1/integrated optical density (FIk-1/10D) and MVD. Every feature showed
significant association with LN status through bivariate analyses. From multivariate analyses, VI and
Flk-1/I0D were selected to predict LN status. Data revealed that the probability of a CMC-bearing
bitch to remain alive at 1, 4, 5 and 14-18 months was 0.91, 0.87, 0.81 and 0.77, respectively. Besides
LN status, VI was the only feature positively correlated with survival time, although a trend to shorter
survival of animal patients bearing high expressing VEGFR2 CMC was noted.

Introduction practices about early neutering, and is higher

: 1-3
Mammary tumours, most of which are malignant, where bitches are not spayed at an early age.

are the most common neoplastic disease in intact ~Canine mammary carcinomas (CMC), malignant
female dogs. This is a disease of middle-aged tumours arising from epithelial components of
or older bitches (8-11years).!”* The morbid-

ity rate varies among countries with different

the mammary gland, constitute the majority of
the mammary gland tumours.>*~¢ Carcinoma
cells show malignant traits, such as invasion of

T Deceased 24 March 2010. surrounding tissues, entry into and survival in
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the bloodstream, extravasation and survival at the
target organ, which in turn lead to overt clinical
metastases, deterioration and death of the animal.
The above-mentioned malignant traits depend
on the modification of otherwise normal cellu-
lar processes, mainly cell proliferation, adhesion,
migration and matrix remodelling, all of which
are modulated by signalling events.*” Lung metas-
tases are the main cause of death of CMC-bearing
bitches.*

CMC have heterogeneous clinical evolution
in terms of rate of metastases, recurrence, qual-
ity of life and time to lethal outcome. Increased
knowledge is needed to better predict neoplastic
behaviour and develop therapeutic practices. Large
efforts are being made in the veterinary research
community, in an attempt to better understand the
cellular and molecular aspects of CMC progression
in dogs, and the features in common with humans
and rats, which have been exhaustively studied.
While the public shows increasing commitment
to pet attention and expectation of veterinary
care, new therapeutic protocols are being designed
and successfully tested in veterinary oncology
to complement standard surgical procedures.
Among other developments, the progress made in
human oncology concerning molecular targeted
drugs encourages veterinary oncologists in their
practice.®® Several researchers have updated the
knowledge on prognostic aspects on CMC and
feline mammary carcinomas (FMC) by means of
contributions highly heterogeneous in type and
methodological conditions.?10736

Lymph node (LN) status is the most impor-
tant predictor of clinical outcome both in
human and animal patients with mammary

1,3,5,17,27,34,37 — 42 However,
>

tumours. knowledge
on the prognostic significance of histological grade
(HG), vascular invasion (VI), proliferation index
(PI) and angiogenesis in LN metastasis devel-
opment and survival of canine patients remains
heterogeneous.

HG is a score assigned to a tumour according
to a semiquantitative assessment of the degree of
differentiation, based on morphological analysis.
Several articles have been published regarding
the prognostic relevance of HG in mammary

tumours of dogsl4,18,19,22,23,25,28 — 30,32 —34,40,41,43 — 50

21,5153 However, the notion of ‘HG’ does

and cats.
not always refer to the same or equivalent features
or processes. For instance, in most of the references
cited here, HG assesses tubular formation, nuclear
pleomorphism and mitotic rate, although with sub-
tle differences, whereas in other works!?-40:43:44.54
HG also assesses VI by tumoural emboli or even
LN status. Among grading systems, Elston and
Ellis numerical method for breast cancer (known
as the Nottingham method, and based on the

), as  well

Scarf-Bloom-Richardson method
as Misdorps and Pena’s slightly different canine
adapted methods,*!* are the most prevalent. Higher
grade has been associated with shorter survival in
some articles. 344148

Among the methods available to quantify the
proliferation rate, specific antigens are usually iden-
tified in paraffin-embedded tissues. One of the
most used antigens is the proliferating cell nuclear
antigen (PCNA), a sliding clamp protein essential
for DNA replication.® PCNA activation through
phosphorylation correlates with poor survival of
women, and PCNA index seems to be predictive in
women’s breast cancer.”” However, the extent of the
impact of proliferation on tumour spread, metasta-
sis development or deaths related to CMC or FMC
remains controversial.!0:12:21:31:4044.51,58 = 60

As very few carcinoma cells can survive beyond
their microenvironment so as to cause secondary
tumours, the mere presence of tumour cells in the
vessel lumen does not guarantee that they will give
rise to a metastatic population. Hence, although
VI by neoplastic emboli is often observed, it is not
known whether their presence is useful to predict
metastasis development or overall survival in small
species.1219:21:2834.48

Angiogenesis is the most important mecha-
nism of vascularisation in mammary carcinomas,
although some malignant tumours are known
to acquire their blood supply by means of other
mechanisms, such as vascular mimicry or vascu-
lar cooption.?*®! The angiogenic process may be
quantified either by estimating the expression of
outstanding molecules or by measuring microvessel
density (MVD). Among the myriad of mediators
involved in signalling pathways leading to angio-
genesis, the vascular endothelial growth factor
(VEGF) family, as a key regulator of normal and
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pathological angiogenesis, is the focus of basic and
pharmacological research.%? Particularly, VEGF
receptor 2 (VEGFR2), also known as foetal liver
kinase-1 (Flk-1), mediates most of the downstream
effects of the growth factors concerning promotion
of mitosis, enhancement of survival and migration
of endothelial and non-endothelial cells (neurons,
astrocytes and smooth myocytes). VEGFR2 is a
receptor-type tyrosine kinase (RTK) with a cat-
alytic domain within the cytoplasmic region, a
hydrophobic transmembrane domain and seven
extracellular binding domains.®>%> The report of
in vitro and in vivo VEGFR2 expression in carci-
noma cells generated great interest in the autocrine
function of this system.?2°0:64.65

The method most commonly used to assess
intratumoural MVD is a subjective enumeration
of stained microvessels within areas of denser
microvasculature at a defined magnification. It has
been reported that MVD is higher in LN (+) breast
tumours,*® although the clinical significance of
this finding has not yet been established. In female
dogs, most studies have been performed in very few
carcinomas with inconclusive results.!8-2432.66~68

The purpose of the present study was to deter-
mine whether HG, VI, PI and angiogenesis influ-
ence LN status and survival time of CMC-bearing
female dogs. Our hypotheses were that metastases
are more frequent in LN that drain high grade,
highly proliferative, VI (+) mammary carcinomas,
and that survival time is shorter in female dogs
bearing CMC of those characteristics.

Materials and methods

A total of 136 mammary carcinomas were anal-
ysed. The tumours selected were divided into two
groups. Group I consisted of file cases (historical
analysis), and group II consisted of clinical cases
(prospective analysis). File cases consisted of all
spontaneous invasive non-inflammatory mammary
carcinomas of female dogs submitted with regional
lymph nodes (LN) to the Institute of Pathology of
the School of Veterinary Sciences of the Univer-
sity of La Plata (Buenos Aires, Argentina) during
23 years (n=102).

Clinical cases consisted of invasive mammary
carcinomas of female dogs admitted at the Small
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Animals Clinics of the School of Veterinary Sci-
ences of the University of La Plata from 2004 to
2008 (n=34), receiving surgical treatment only,
and available for periodic clinical monitoring.
Bitches with concurrent diseases that could limit
their survival time were excluded from the study.
Tumour size was assessed using a slide calliper
during gross examination of the resected spec-
imens. In approximately spherical tumours, the
diameter was documented; otherwise, the major
diameter was registered. Histopathological and
immunohistochemical procedures were applied to
the tumours of both groups (n=136) to establish
their HG, VI, PI, MVD and VEGFR2 expression.
Lymph node (LN) status was recorded.

Histopathology

Tumours were classified as HG I, IT or IIT according
to the Elston & Ellis score, HG I being the most
differentiated. The score was constructed based
on tubule formation, nuclear pleomorphism and
mitotic count (for a field diameter of 0.47 mm of
the Nikon® Eclipse 50i microscope, Nikon Inc.,
Melville, NY, USA). Presence of neoplastic emboli
in peri- or intra-tumour vessels was recorded as
vascular invasion positive VI (+). LN status was
consigned as (+) or (—) regarding the finding of
metastases from mammary carcinoma. Negative
LN were reprocessed. For that purpose, four new
sections were obtained from the original blocks,
separated by 100 pm each. Three of them (sections
1, 3 and 4) were routinely stained and the remaining
one immunolabelled (see below).

Immunohistochemistry

Sections (5pum thick) from the selected tumours
were dewaxed in xylol, rehydrated through
descending graded alcohols and heat-treated in
10 mM citrate buffer for antigen retrieval. To block
nonspecific binding, a milk/phosphate-buffered
saline (PBS) solution was applied to each slide
(commercial skimmed milk powder, 4% in PBS)
for 20 min. LSAB-2 was used both as the detection
and as the revealing system (LSAB-2 System, HRP,
K0673, DAKO Co., Dakocytomation, Carpinteria,
CA, USA). Tissue sections were dehydrated in
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graded ethanol, cleared in xylene and coverslipped
after counterstaining with haematoxylin. At least
one section was used as a negative control by omit-
ting the primary antibody. Reproccessed LN were
immunostained using the mouse anti-AE1-AE3
cytokeratin antibodies (AE1/AE3, N1590, Dakocy-
tomation) in search of micrometastases. LN with
micrometastases were consigned as LN (+). The PI
of the neoplastic cells was estimated by anti-PCNA
antibody diluted 1/50 in PBS (anti-PCNA, clone
PC10, M0879, DAKO Co.). Antigen retrieval was
performed by immersion of the slides in polypropy-
lene Coplin staining jars containing citrate buffer
(pH 6.0, 10mM). The jars were then placed in
the steam bowl of an electric steamer for 40 min
after boiling the water in the base unit. About
1000 cells per specimen were counted with x400
magnification, and classified as positive (labelled)
or negative (non-labelled). Cells showing nuclear
golden brown labelling, regardless of its intensity,
were considered positive. Positive cells undergoing
mitosis were also included. Two pathologists of our
group (JRI and MED) blindly analysed the first 20
specimens to set the criteria. For the quantification
of PCNA expression, the PI was obtained as follows:
PI = positive cells/1000 cells.

Microvessels were immunohistochemically
labelled for anti-von Willebrand factor (vWI,
clone F8/86 M 0616, DAKO Co., Dakocytomation)
diluted 1/50 in PBS to estimate MVD. Antigens
were unmasked using a microwave oven. Slides
were placed in microwave-safe Coplin jars con-
taining citrate buffer (pH 6.0, 10 mM for two cycles
of 4min at 750 W). Twenty high-power fields per
case were analysed. Isolated, clustered cells or cord
structures as well as vessels with a recognisable
lumen were recorded as positive elements and
expressed as elements/field. Taking this datum
into account and the 0.075mm? observation
field surface, the results were finally expressed
as elements/mm?. VEGFR2 was detected using
mouse anti-Flk-1 antibody diluted 1/100 in PBS
(Flk-1-A/3-: sc-6251, Santa Cruz Biotechnology
Inc,, Santa Cruz, CA, USA). Immunoreactivity was
enhanced with a microwave oven. Flk-1 labelling
was quantified using an image analysis computer
software (ImagePro Plus, v6.3, Media Cybernetics,
Rockville, MD, USA). For that purpose, optical

density parameters were measured in 20 fields
from each sample using a 40X objective. A digital
camera (EvolutionVFE, QImaging, Surrey, Canada)
mounted on a microscope (Olympus BX50, Olym-
pus, Tokyo, Japan) was used to capture images
with a resolution of 640 X 480 px, RGB and tagged
image file format, with a relationship of 0.32 pm/px.
Several optical parameters were measured and the
integrated optical density (Flk-1 IOD) was chosen
for statistical analyses.

The researchers performing the histopatho-
logical and immunohistochemical analyses were
blinded to the clinical outcome of the animals.

Follow-up programme

The overall survival time after the histopathological
diagnosis was 18 months, a time roughly equiva-
lent to the human 5-year survival period. Physical
and diagnostic imaging studies were performed
every 6 months during the follow-up period. To
state the cause of death, complete necropsy was
performed when possible. When the body was
not available for necropsy, clinical signs and the
finding of radiographical images consistent with
metastasis allowed us to classify the event as a
tumour-related death. Animals whose cause of
death remained uncertain were censored from
the analysis. Once the follow-up period ended,
the animal patients were classified according to
their survival time as: low survival - (LS; dead
before 6 months post-histopathological diagno-
sis), medium survival — (MS; dead between 6 and
18 months post-histopathological diagnosis) and
high survival animals - (HS; alive at the end of the
study). Death from a cause other than metastases
from mammary tumours, and patients unavailable
for follow-up or beginning of chemotherapy were
considered censoring events.

Statistical analyses

Descriptive statistics, as well as Student’s £, ANOVA,
chi-square and correlation tests were performed by
means of Microsoft® Excel 2002 software (Buenos
Aires, Argentina). Students t-test was performed
to compare mean values of PI, MVD, Flk-1/I0OD
between tumours with different LN status, VI sta-
tus and survival time. Differences between mean

© 2016 John Wiley & Sons Ltd, Veterinary and Comparative Oncology, doi: 10.1111/vco.12189



values of PI, MVD, Flk-1/I0OD of HG I, II and
III tumours were analysed by two-way ANOVA.
Chi-square test with Yates correction was used for
categorical variables. Pearson and Spearman cor-
relation coefficients were computed to assess the
relation between PI and MVD and Flk-1/I0D, and
between MVD and Flk-1/I0D. A multiple logistic
regression model was applied to assess parameters
independently associated with LN status. Survival
time curves were generated by the Kaplan-Meier
product limit method, using SPSS 10.0.1 for Win-
dows (Statistical Product and Service Solutions). A
log-rank test was used to compare the curves. The
a-level was fixed at 0.05.

Results

Brownish nuclear labelling was observed in
anti-PCNA-treated specimens. Both microves-
sels and some cell clusters and cords were positive
to anti-vWf (Fig. 1). Anti-Flk-1-stained tumours
showed positive signal not only in endothelial cells,
but also in many carcinoma cells. Labelling was
mostly cytoplasmic (Fig. 2). Frequency distribution
of HG, VI and LN status are shown in Table 1.
LN (+) included the reprocessed LN showing
micrometastases (10%). Mean PI was 42.2 (with a
standard deviation of 9.85). MVD mean value was
84.9 +53.5, being 70 the median. Flk-1/IOD values
showed a wide dispersion (mean 289.65 +264.14).

Table 2 shows the association between the dif-
ferent features studied. Briefly, tumours of HG I,
II and III showed statistically significant differ-
ences regarding PI, FIk-1/IOD and MVD. Minor
differences were found in VI between HG I and
HG II tumours. A strong association was found
between VI and PI, Flk-1/IOD and ST. MVD was
quite different between tumours with/without VI
(P=0.014). However, those differences were not
significant when analysed as a categorical vari-
able (low MVD and high MVD, being the median
the cut-off value). PI varied between tumours of
different Flk-1/I0D in a MVD-independent fash-
ion, but not between tumours of different MVD.
Flk-1/I0D and MVD were significantly correlated
to each other. All the features studied showed sig-
nificant association with LN status when analysed
by means of bivariate analyses. From multivariate
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Figure 1. Canine mammary tumour. Arrows point to some
endothelial, and isolated or clustered cells positive to
anti-vWf antibody (Immunohistochemistry. Chromogen:
diaminobenzidine; counterstain: haematoxylin). Objective
x20.

Figure 2. Canine mammary tumour. Many carcinoma cells
show intense cytoplasmic reactivity to anti-Flk-1 (black
arrows). White arrows point to mitotic figures
(Immunohistochemistry. Chromogen: diaminobenzidine;
counterstain: haematoxylin). Objective x40.

analyses, only VI and Flk-1/IOD were selected to
predict LN status.

Thirty-four animals fulfilled the inclusion cri-
teria for group II. The group consisted of dogs
from various breeds, ranging from 4 to 15 years old
(mean value: 9.6). Tumours of most animals (31/34)
were found in one of the three caudal pairs of
glands. Size of the masses ranged from 0.3 to 15 cm.
Sixteen out of 34 cases had LN (+). Eight animals
were censored from the follow-up programme. Six
of the animal patients had a low survival time, while
one of them had a medium ST and the remaining 19
had a high ST. LN metastases were more frequent
in >3 cm nodules than in smaller ones (P = 0.028).
Size was related neither to angiogenic nor to

© 2016 John Wiley & Sons Ltd, Veterinary and Comparative Oncology, doi: 10.1111/vco.12189
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Table 1. Frequency of lymph node metastases and vascular invasion according to tumours” histological grade, over 136 cases

HG n %I/tn LN (+) %/LN (+) LN (-) %/LN (—) VI(+) %/VI (+) Vi(-) %IV1(-)
| 23 16.91 1 135 22 35.48 1 2.50 22 2292

Il 44 3235 22 29.73 22 35.48 2 5.00 42 43.75
1] 69 50.74 51 68.92 18 29.03 37 92.50 32 33.33
Total 136 74 62 40 96

+, presence of metastases (or presence of emboli if it is VI+); —, absence of metastases/emboli; HG, histological grade; LN, lymph

node; n, number of cases; tn, total n; VI, vascular invasion.

Table 2. Association between the studied features taken in pairs and statistical significance of the differences found

Vi LN ST
MVD (elements/
HG No Yes PI mm?) Flk-1/10D (+) (=) L/M H
n 22 1 36.8 53 68725.1 1 22 1 6
amn 42 2 39.3 75.5 198948.3 22 22 3 4
(32 37 458 101.3 374792.4 51 18 3 9
I-1INS I-11 P=0.0003
I-llland P =0.0006" P=0.00021®  P=0.0001" |-]Il P=0.00008 II-Il NS?
I1-1lIl: P < 0.001° P =0.005°
Vi
No 394 77.6 181113.6 38 58 3 16
Yes 48.7 102.1 470204.3 36 4 4 3
P=0.00001¢ P=0.014¢ P=0.0001¢ P =0.0000008" P=0.0175°
PI
r:0.058 r:0.329 45,08 38.7 41.25 40.7
NS P=001 P=0.00013¢ NS¢
MVD (elements/mm?)
r:0.270 89.4 68.47 63.59 66.7
P=0.01 P=0.0009¢ NS¢
FIk-1/10D
440857.15 57607.32 368911.9 216231
P=0.00001¢ NS©
LN
(+) 6 7
(=) 1 12
P=0.0167°

FIk-1/10D, integrated optic density of FIk-1 signal; HG, histological grade; LN, lymph node status; MVD, microvessel density; NS,
non-significant differences; PI, proliferation index; ST, survival time (L, low; M, medium; H, high); VI, vascular invasion.

2Chi square test.
PANOVA test.
“Student’s t-test.

proliferative activity. Data revealed that the prob-
ability of a CMC-bearing bitch to remain alive at
1, 4, 5 and 14-18 months was 0.91, 0.87, 0.81 and
0.77, respectively (Fig. 3). Besides LN status, VI was
the only feature positively correlated with survival
time (Table 2, Fig. 4).

Discussion

We found few published studies where the sam-
ple collection and methods (namely, histological
grading) were equivalent to ours. This prevented

us from objectively comparing the data obtained.
Therefore, to enrich data comparison, results
from studies comprising benign tumours are also
discussed, provided that findings specific from
malignant tumours were clearly stated. We also
considered of interest to point out the results
obtained by other researchers on FMC.

Our results on HG are compared here with
those obtained by the same or similar assignment
systems. Results on the association between PI
and HG are consistent with that observed by other

© 2016 John Wiley & Sons Ltd, Veterinary and Comparative Oncology, doi: 10.1111/vco.12189
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Figure 3. Overall survival. Kaplan-Meier survival curve
for bitches in follow-up programme. x-axis: follow-up time
in months; y-axis: probability of survival (P). The probability
of a CMC-bearing bitch to remain alive at 1, 4, 5 and

14-18 months was 0.91, 0.87, 0.81 and 0.77, respectively.
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Figure 4. Survival functions for vascular invasion.
Kaplan - Meier survival curves for tumours with or without
vascular invasion (neoplastic emboli). x-axis: follow-up time
in months; y-axis: probability of survival (P). Log

rank = 5.65. For one degree of freedom P = 0.0175%*.

authors in CMC and FMC. The HG of the tumours
was related to the finding of VI and to LN status,
in agreement with the study by Rasotto efal.?®
Seixas et al. found differences in VI but not in
LN status among FMC of different HG.>! Few
previous reports, such as those by Millanta et al.,
Al Dissi etal., Restucci etal. and Santos et al.,
have examined the association between HG and
at least one of the angiogenic parameters analysed
here (MVD and VEGER?2).2232:4547.50 The former
three were carried out in series of 26 to 40 carci-
nomas. Both determinations (MVD and VEGFR2)
were performed only in Al Dissi’s study.*? In the
present study, we observed an increase in VEGFR2
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expression from HG I to HG III tumours. Restucci
et al. found that less differentiated tumours also
showed higher VEGFR2 expression, while San-
tos et al. did not find a significative association
between HG and VEGFR2 expression.*”** In this
study, and in agreement with that found by other
authors, high-grade carcinomas also presented
higher MVD. Conversely, Al Dissi et al. found no
significant association between VEGFR or MVD
and HG.3? Although the association established
here between high HG and MVD/VEGFR2 is not
stated as a cause-effect relationship, HG may be
useful to predict angiogenic behaviour of the CMC.
Assignment of a HG to a tumour requires achiev-
ing some expertise and always implies subjectivity.
Despite those disadvantages, it comes out as a use-
ful tool as a prognostic indicator in CMC as higher
HGs concur with higher angiogenic, proliferative,
invasive and metastatic tumour phenotypes, as
shown in this work. Besides, with appropriate
training, it may be carried out in any pathology
laboratory as it has low cost and no high-tech is
required.

Concerning angiogenesis, we found that the two
variables analysed were related to each other, in
agreement with another study.*® VEGF/VEGFR2
downstream signalling pathway triggers prolifer-
ation, migration and survival of endothelial cells,
among other consequences. Thereby, a greater
number of vessels per area could be expected.
However, opposite results have been published
by Al Dissi.*? To our knowledge, there are two
studies on LN status depending on MVD in vet-
erinary medicine, which report results obtained
from samples comprising few malignant tumours.
Both groups of researchers noted a trend towards
higher frequencies of positive LN in tumours with
higher MVD.®¢7 In this report we demonstrated
the association between VEGFR2 and LN status
by means of univariate and multivariate analyses,
opposite to the results reported by Santos et al.>
Based on our results, tumour masses with higher
MVD are more likely to grow and reach and invade
those vessels, giving rise to neoplastic emboli. Con-
versely, in a study with 29 tumours, Millanta et al.
found no significant differences in MVD between
tumours with or without emboli.?? In the present
study, carcinomas exhibiting VI also showed higher

© 2016 John Wiley & Sons Ltd, Veterinary and Comparative Oncology, doi: 10.1111/vco.12189
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VEGFR2 expression. To the best of our knowl-
edge, no other published work has dealt with the
association between high expression of VEGFR2
and the finding of neoplastic emboli. The direct
correlation found here between such features may
be explained not only by the presence of a broader
vascular bed available to be invaded but also by the
abnormal structural traits and leakier neoformed
vessels, as a result of the VEGF/VEGFR-2 signalling
pathway. Besides the correlation between VI and
tumour angiogenesis demonstrated, VI resulted an
independent prognostic factor for LN status in the
multivariate analysis performed, in agreement with
that observed by Santos et al.>*

Significant differences in PI were found between
tumours with or without VI, in agreement with the
results by Sarli et al.,* and also between tumours
with different LN status. A high up-regulation in
PCNA expression levels was demonstrated when
comparing LN (+)/(—) tumours (ratio 2.26). The
relationship between PI and HG was stated above.
Regarding PI and angiogenesis, VEGFR2 high
expressing populations showed higher PI, oppo-
site to that found by Al Dissi et al.>* Our results
can be explained by the fact that VEGF/VEGFR2
binding induces proliferation of carcinoma cells
(as well as of endothelial cells) by autocrine and
paracrine pathways, both in human and canine
tissues. In carcinoma cells, cytoplasmic immuno-
labelling of VEGFR2 was observed, in agreement
with the results obtained by others. This finding
might be explained by the fact that many proteins
may be detected within the endomembranous
system when they are not anchored to the plasma
membrane yet. Several recent publications have
demonstrated the importance of VEGFR-2 endo-
cytosis in its biological function and signalling. A
higher proliferative activity does not seem to rely
on a greater number of vessels perfusing the tissue,
as a higher MVD per se was not associated to a
higher PI.

Overall survival time was assessed in a smaller
sample than that used to estimate the other param-
eters discussed above. Among HG, PI, MVD,
VEGFR2, VI and LN status, only VI and LN sta-
tus were related to survival time. The LN status
is known to be of prognostic value in dogs and

cats, 1:3:5,17:27,34,39

PIand VEGFR2 were the only variables close to a
significant P-value (P = 0.12 and 0.15, respectively).
An association between low PI of the tumour and
higher survival time has been reported in bitches,
as well as in queens.?*1>! Based on our results,
differences in survival time among bitches cannot
be related to HG (P=0.34) or to MVD (P=0.8),
opposite to data reported in bitches and queens
by others.?!:223451753 To our knowledge, in those
studies of CMC which assessed the relationship
between VI and survival time, VI was included as
a part of a histological stage or even as a part of HG.
Sarli et al. and Ito et al. found differences in survival
time of animal patients bearing tumours classified
as stage II, being that stage, defined by the authors,
based on V1.27%° Others found that survival time of
queens bearing mammary carcinomas was related
to VL2

The histological type of the tumour and LN sta-
tus of the animal patient have been recorded in
pathologists’ reports for many decades. Other his-
tological features, namely VI and HG, are increas-
ingly included, sometimes as a part of the descrip-
tion and sometimes enriching the definitive classi-
fication of the mass. However, consensus is lacking
on the usefulness of those features in the progno-
sis of canine and feline mammary carcinomas to
justify their inclusion as a rule and become data
requested by clinicians.?!*>2** Our findings high-
light the strong association of those histopatholog-
ical features with the main prognostic factor, LN
status, and even with survival time (VI).

In the event that LN is found negative by the
histopathological routine method, searching for
micrometastases by means of immunohistochem-
ical techniques may reverse the diagnosis in many
cases, as shown by our data, in agreement with
previous studies.!? If LN status diagnosis remains
negative, or when the LN is missing, every fea-
ture showing association with LN status becomes
increasingly outstanding for prognosis. Patholog-
ical specimens lacking axillary LN, which drain
carcinomas arising from thoracic mammary glands,
are rather usual. Although recommended, these
carcinomas are seldom resected because surgical
approach is hard to achieve.

It is worth pointing out that, besides conven-
tional chemotherapeutic agents, anti-angiogenic
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strategies increasingly used in humans may change
the scene in veterinary oncology practice. The
main anti-angiogenic strategy is tyrosine kinase
inhibition by small molecules or monoclonal anti-
bodies targeting specific RTK. Therefore, updating
knowledge on signalling pathways involved in
angiogenesis in canine tumours is imperative to
profit by pharmacological progress. Our results
strongly support the close association between
VEGEFR2 high expressing CMC and LN metastases,
in samples of well over a hundred of CMC and
statistically significant differences. We found a
trend to shorter survival of animal patients bearing
VEGEFR2 high expressing CMC, being this an issue
that remains to be further analysed.

Being aware that nearly half of the bitches with
CMC will be cured with surgery alone, conclusions
from research on prognostic factors should provide
sufficient predictive information for the clinician,
deciding in a case-by-case basis, to identify those
animal patients which will benefit from chemother-
apy or other therapeutic alternatives.
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