
Abstract. Background/Aim: The aim of the present study
was to compare the prognostic value of nestin-positive
microvessel density (nestin+ MVD) to the CD34-positive
(CD34+) MVD in patients with colorectal cancer. Materials
and Methods: A total of 125 cases of colorectal cancer were
used for the study. Immunohistochemical reactions were
performed on paraffin sections using anti-nestin and anti-
CD34. The average MVD was determined for both markers
and was referenced to patients’ clinicopathological data.
Results: A strong positive correlation was found between the
MVDs for both analyzed antigens. Contrary to CD34+
MVD, a positive trend was observed between high nestin+
MVD and lymph node invasion. Moreover, significantly
higher nestin+ MVD was noted in patients with more
advanced clinical stage than in those with early-stage
cancer. No such correlation was found for CD34 antigen.
Additionally, a possible trend between the higher nestin+
MVD and shorter event-free survival was noted, whereas no
such relation was observed for CD34+ MVD. Conclusion:
The results suggest that nestin might be a reliable marker for
angiogenesis evaluation in patients with colorectal cancer.
In contrast to CD34, the expression of nestin in blood vessels
seems to be a more sensitive marker of cancer progression. 

Colorectal cancer (CRC) is the third most commonly
diagnosed cancer worldwide in men and the second in
women. In 2012, the total number of colorectal cancer

patients reached 1.4 million (1). It is estimated that in 2017,
the number of newly diagnosed CRC was 135,430, while the
number of CRC-related deaths was 50,260 cases per year in
the United States alone (2). CRC, together with lung and
genital carcinomas, is the leading cause of death for both
men and women (3). According to the report of the World
Health Organization "Global Burden of Disease", the number
of CRC-caused deaths increased from 327,000 in 1990 to
832,000 in 2015, which represents an increase of 57.4% (4). 

About 95% of cases of colon cancer originate from the
epithelium of the large intestine mucosa, thus being classified
as adenocarcinomas. Other histological types, such as
carcinoids originating from endocrine-active cells,
gastrointestinal stromal tumours (GIST) originating from
precursors of Cajal cells, and sarcomas arising from
mesenchymal elements of the intestinal wall, are identified
much less frequently (5). 

CRC is characterized by a lack of specific symptoms at the
onset of the disease, which results in late diagnosis (6).
Introduction of screening tests improves early CRC detection,
however, these are not effective enough in the ageing
populations of highly developed countries (1). Another aspect
is the high mortality of CRC and a still insufficient number
of specific biomarkers that allow precise evaluation of CRC
progression and treatment response. Great hopes are being
pinned on the evaluation of tumour microvessel density
(MVD), which reflects angiogenesis and directly correlates
with the clinical characteristics of the cancerous process.
Since the administration of anti-angiogenic treatment is
effective in patients with CRC, it seems reasonable to search
for new prognostic markers which enable the evaluation of
such treatment. Currently, the most commonly used
angiogenesis markers are vascular endothelial antigens, such
as CD31 and CD34. However, these antigens are not specific
for newly-forming tumour vessels because they are also
expressed by mature vessels (7). 

3889

Correspondence to: Mariusz Chabowski, MD, Ph.D., Dept. of
Surgery, 4th Military Teaching Hospital, 5 Weigla street, 50-981
Wroclaw, Poland. Tel: +48261 660247, Fax: +48 261660245, 
e-mail: mariusz.chabowski@gmail.com

Key Words: Nestin, CD34, colorectal cancer, microvessel density,
survival. 

ANTICANCER RESEARCH 38: 3889-3895 (2018)
doi:10.21873/anticanres.12673

Comparison of Microvessel Density Using 
Nestin and CD34 in Colorectal Cancer

MARIUSZ CHABOWSKI1,2, ALEKSANDRA NOWAK3, JEDRZEJ GRZEGRZOLKA3, 
ALEKSANDRA PIOTROWSKA3, DARIUSZ JANCZAK1,2 and PIOTR DZIEGIEL3

1Division of Surgical Specialties, Department of Clinical Nursing, Faculty of Health Science, and 
2Department of Surgery, 4th Military Teaching Hospital, Wroclaw, Poland;

Wroclaw Medical University, Wroclaw, Poland;
3Division of Histology and Embryology, Department of Human Morphology and Embryology, 

Wroclaw Medical University, Wroclaw, Poland



CD34 is a transmembrane glycoprotein that belongs to the
family of adhesion molecules – sialomucins. Initially, CD34
was considered a marker of haematopoietic stem cells;
subsequently, its presence was also shown on other
stem/progenitor cell types (8-10), including vascular
endothelium progenitor cells (11). CD34 is involved in
adhesion-related processes, as well as in the regulation of
cell proliferation and differentiation (12). The expression of
CD34 in blood vessels reflects their progenitor nature, which
has allowed for its application in the evaluation of
angiogenesis in many cancer types (13-16).

Nestin, a protein of the intermediate filaments of the
cytoskeleton, appears to be more specific marker for newly
formed blood vessels (17-19). Initially, nestin expression was
reported in neuroepithelial stem cells, but further studies
revealed its presence in many other progenitor cells i.e.
vascular endothelial cells (20-23). Reports in the literature
shows that nestin is a reliable marker of newly formed
tumour vessels, which also has potential clinical implications
(24). A higher nestin-positive microvessel density (MVD) is
associated with more aggressive cancer progression and
poorer prognosis (18,19). 

The aim of this work was to evaluate the average density
of nestin-expressing microvessels in CRC in comparison
with those expressing CD34. The correlation between the
expression of both antigens and selected clinicopathological
data was also analysed. The prognostic value of nestin and
CD34 were analyzed by determining their correlation with
overall survival (OS), as well as event-free survival (EFS).
Moreover, nestin was evaluated as a marker of cancer
progression by determining its correlation with lymph node
metastasis and the clinical stage of the disease. 

Materials and Methods 
A total of 125 patients operated on due to CRC at the Fourth Military
Clinical Hospital in Wroclaw, Poland, were included in the study. The
median age of patients was 69.8±10.3 years. Patients were operated on
between July 2012 and October 2016. The median follow-up period
was 49.8 months. 29 (23.2%) patients died during the follow-up period. 

During the surgeries, tissue samples were taken for
histopathological evaluation. Adenocarcinoma was identified in 123
patients. In the remaining two cases, medullary and planoepithelial
carcinoma were diagnosed. Clinical characterisation of the study
group and the type of treatment are shown in Table I.

The study was conducted with the consent of Ethics Committee
of Wroclaw Medical University (no. KB 29/2011). Patients gave
written consent to participate in the study. 

Tissue microarrays (TMAs) and immunohistochemistry (IHC). The
cancer samples were derived from formalin-fixed paraffin embedded
tissue blocks with primary CRC specimens. Firstly, haematoxylin
and eosin (H&E) slides corresponding to each tissue block were
scanned (The Pannoramic MIDI; 3D Histech, Budapest, Hungary)
and three areas of colonic adenocarcinoma from each sample were
circled by two pathologists. TMA blocks were constructed with a

computer-controlled TMA Grand Master tissue microarrayer (3D
Histech). Three tissue cores of 1.5 mm diameter were extracted from
the circled areas in each donor block and automatically transferred
to a recipient TMA block. The study required a series of five TMA
blocks (containing samples from 125 patients), from which 4-μm
sections were cut and immunostained using an Autostainer Link48
(Dako, Glostrup, Denmark). The sections were boiled in EnVision
FLEX Target Retrieval Solution (pH 9.0, at 97˚C for 20 min) using
Pre-Treatment Link Platform (both from Dako). Activity of
endogenous peroxidase was blocked by 5 min incubation with
EnVision FLEX Peroxidase-Blocking Reagent (Dako). The samples
were incubated with primary antibodies against nestin (1:100
dilution, OBT1610; Bio-Rad, Hercules, CA, USA) and CD34 (ready-
to-use, IR632; Dako) for 20 min at room temperature (RT) and then
incubated with EnVision FLEX/HRP for 20 min (Dako). The
sections were then incubated for 10 min with 3.3'-diaminobenzidine
(DAB; Dako) as the peroxidase substrate. All slides were
counterstained with EnVision FLEX Hematoxylin (Dako) for 5 min
and closed with coverslips in Dako Mounting Medium (Dako).

Evaluation of IHC reactions. Immunostained TMA spots were
analysed and scored following full-slide digitalization with the
Pannoramic Scan and the database-linked TMA Modul software
(both 3D Histech). From 125 samples on slides, 11 were excluded
from analysis due to limited amount or poor quality of the material.
In order to evaluate MVD, all immunolabelled vessels were counted
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Table I. Clinical characterisation of the study group and type of
treatment. 

Characterisation of patients                                N                       %

Lymph node metastases 
   Yes                                                                   47                    37.6
   No                                                                    78                    62.4
Clinical stage 
   I                                                                        23                    18.4
   IIA                                                                   42                    33.4
   IIB                                                                      1                      0.8
   IIIA                                                                    5                      4
   IIIB                                                                  31                    24.8
   IIIC                                                                    2                      1.6
   IV                                                                     21                    16.8
Muscle infiltration 
   Yes                                                                 123                    98.4
   No                                                                      2                      1.6
Subserosal infiltration
   Yes                                                                   94                    75.2
   No                                                                    31                    24.8
Neoadjuvant chemotherapy
   Yes                                                                     2                      1.6
   No                                                                  123                    98.4
Adjuvant chemotherapy
   Yes                                                                   61                    48.8
   No                                                                    64                    51.2
Radiotherapy
   Yes                                                                   12                      9.6
   No                                                                  113                    90.4



in three tissue spots for each antigen. Finally, MVD was recorded
as the mean number of vessels from the three tissue spots. Any
stained endothelial cell or endothelial cell clusters were counted as
a single microvessel, even in the absence of vessel lumen (25, 26). 

Statistical analysis. All statistical analyses were performed using
Prism 5.0 (GraphPad, La Jolla, CA, USA) and Statistica 10
(StatSoft Inc., Tulsa, OK, USA). The Kolmogorov–Smirnov test
was applied to determine whether sample data were normally
distributed. The Mann–Whitney test was used to compare the
groups of data that did not meet the assumptions of the parametric
test. The Spearman correlation test was used to analyse the existing
correlations. The Kaplan–Meier method and the Mantel–Cox test
were used to determine the significance of patient OS and EFS. The
survival times were measured from the start of the treatment.
Differences were considered statistically significant at p<0.05.

Results
The average MVD by nestin expression was determined in
114 out of 125 patients with CRC (Figure 1A). The density
of CD34-expressing blood vessels was evaluated   in 121

patients (Figure 1B). Statistical data on MVD determined
using nestin and CD34 markers are shown in Table II. 

A fairly strong positive correlation was found between the
MVDs determined for both markers (R=0.63, p<0.0001)
(Figure 1C). The comparison of MVD in patients without
regional lymph node metastasis (N0) and in patients with
tumour cells identified in at least one lymph node (N1-3)
showed a positive trend between nestin+ MVD and the
presence of lymph node metastases (Figure 2A). On the
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Figure 1. Immunohistochemical expression of nestin (A; black arrows, ×220) and CD34 (B; black arrows, ×220) in tumour vessels of colorectal
carcinoma (serial sections). Microvessel density (MVD) by nestin positively correlated with that by CD34 (C; r=0.63, p<0.0001; Spearman rank
correlation test). 

Table II. Characterisation of microvessel density by nestin and CD34
in biopsies from the study group of patients with colon cancer. 

Microvessel    n        Mean±SD       Median        Range        Interquartile 
density                                                                                          range

Nestin            114    41.65±23.23      36.83     4.33-128.00    24.83-55.75
CD34             121    64.69±33.07      60.00     6.00-192.30    41.92-85.17



contrary, in case of the CD34+ MVD, no association with
lymph node status was observed. (Figure 2B). Moreover, in
patients with early clinical stage (I-IIB), nestin+ MVD was
significantly lower than in patients with advanced stage
(IIIA-IV) cancer (p=0.03, Figure 2C). On the other hand, the
comparison of the values of CD34+ MVD between those
groups did not show any significant difference (p=0.4822,
Figure 2D). 

The difference in OS between patients classified into high
and low MVD groups according to the median MVD values
was not statistically significant for nestin nor CD34
(p=0.5406 and p=0.2365, respectively) (Figure 3A and B).
Nonetheless, a positive trend was noted between higher
nestin+ MVD and shorter EFS in patients with CRC patients.
(Figure 3C and D).

Discussion

In the current study, significant positive correlation was
shown between nestin and CD34, a marker which is
commonly used for the evaluation of MVD in CRC tissue
samples. The results suggest that nestin might be a more
reliable marker for angiogenesis evaluation in patients with
CRC than CD34. In comparison to CD34, nestin was also

shown to be a more sensitive indicator of CRC progression.
Additionally, nestin showed a positive trend for EFS
prediction in patients with CRC, whereas no such relation
was observed for CD34.
The correlation between new blood vessel formation and the
cancerous process was observed for the first time in 1945.
Algire et al. showed that transplanted cancer cells were able
to induce vessel formation before the tumour reached a
significant size. The authors suggested that the formation of
new blood vessels is necessary for the growth of neoplastic
tumours (27). However, a breakthrough was the study
conducted by J. Folkman, who showed that a tumour cannot
grow without the development of its own network of blood
vessels (28, 29). A number of later studies confirmed this
thesis and showed that rapid cancer growth and metastasis
are associated with angiogenesis. A higher density of blood
and lymph vessels within a tumour increases the probability
of vessel infiltration, and therefore favours cancer cell spread
and distant metastasis (30). The outcome of a meta-analysis
conducted by Wang et al. on the collective analysis of results
from 18 studies confirmed the prognostic value of MVD in
patients with CRC. Despite that, the interpretation of those
results is limited (31). The authors of the meta-analysis
underline that the analysis included a heterogeneous group
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Figure 2. Comparison of microvessel density (MVD) by nestin (A, C) and CD34 (B, D) according to lymph node metastasis (A, B) and disease stage
(C, D). MVD by nestin was marginally higher in patients with lymph node metastasis (p=0.0718) but did not differ for MVD by CD34. MVD by
nestin was significantly higher in patients with an advanced stage of the disease (C; *p=0.0304; Mann–Whitney test), whereas for CD34 MVD, no
significant association with disease stage was observed (D; p=0.4822; Man–Whitney test).



of patients whose MVD was evaluated with different
methods using more or less sensitive markers. Some CD31-
and CD34-based studies did not confirm prognostic value of
these two antigens (32-34). However, in other studies, MVD
estimated with the use of these markers was correlated with
cancer recurrence and shorter survival (34-37). As there are
no unambiguous results, there is a need to search for more
sensitive markers for the evaluation of angiogenesis in CRC.
Taking into account the results of previous studies (18, 19),
we suggest nestin as a new biomarker for angiogenesis
assessment in patients with CRC. 

Nestin plays an important role in cellular cytoskeleton
organisation and in organogenesis. Its presence on vascular
endothelial progenitor cells in cancerous tissue enables the
identification of newly-formed blood vessels during intense
angiogenesis. Nestin was found to be present in the
cytoplasm of most vascular endothelial cells in gastric and
colon cancer (17, 37). Characteristically, increased

immunoreactivity for nestin on the interface between the
tumour boundary and surrounding tissues is also observed
(17, 37). Kim et al. showed a significantly stronger colour
reaction in tumour vessels with anti-nestin than with anti-
CD34, wherein both results were strongly correlated (17).
Similar results were obtained in our study by the comparison
of MVD measurement for nestin and CD34. We also showed
significant correlation between the expression of both
markers in vascular endothelial cells. 

Strong correlation between the expression of proliferating
cell nuclear antigen and nestin expression in vascular
endothelium indicates that nestin could potentially be used for
the identification of newly formed, proliferating vessels (38).
There was no such correlation observed for CD34 antigen
(38). Nestin gene knockdown in endothelial cells inhibited
blood vessel formation and cancer progression (39, 40). These
reports confirm that nestin might be a significantly better
marker of angiogenesis in comparison to CD34.
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Figure 3. Analysis of overall survivaI (OS) (A, B) and event-free survival (EFS) (C,D) for microvessel density (MVD) by nestin (A, C) and CD34
(B, D). Median values of nestin (36.83) and CD34 (60) were used as cut-offs in order to divide patients into groups with high and low MVD. Neither
nestin (p=0.5406; Mantel-Cox) nor the CD34 (p=0.2365; Mantel-Cox) were related to OS in colorectal cancer. Findings were similar for EFS
(nestin, p=0.0983; CD34, p=0.2803; Mantel-Cox). However, a trend towards significance was observed for the association between high nestin+
MVD and shorter EFS of patients (p=0.0983). 



MVD was shown to be an important prognostic factor in
several previous studies (18, 41, 42). Nevertheless, the most
important information is the density of newly formed
vessels, as they have a relatively permeable and thin
basement membrane, which enables bloodstream penetration
by cancer cells and the spread of cancer. Penetration of
mature blood vessel walls by cancer cells is much more
difficult (38). Significant positive correlation between the
density of nestin-expressing vessels and liver metastasis in
CRC indicates that a tumour’s potential for growth,
infiltration and metastasis depends on angiogenesis and rapid
development of new blood vessels, both in the tumour centre
and in the invasive front (43, 44). Some reports showed that
the density of nestin-expressing vessels within tumour
reflects patient survival. Teranishi et al. showed that EFS
was significantly shorter in patients with high MVD by
nestin. No prognostic value was shown for CD34 marker in
the same patients (38). The results of our study are consistent
with those findings. In our study, nestin+ MVD showed a
positive trend for predicting disease recurrence in patients
with CRC, whereas CD34+ MVD showed no such value.
Several other reports also confirmed that evaluation of nestin
expression in tumour cells is an important prognostic marker
in other cancer types (18, 45-47). Taking into account all the
above data, in the future, nestin may be confirmed as a better
marker of angiogenesis in CRC than CD34.
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