
Summary. Latest advances have brought to light the
hypothesis that angiogenesis and lymphangiogenesis are
tightly connected to some chronic inflammatory
diseases. The present study focuses on immunohisto-
chemical assessment of the quantitative changes in the
blood and lymphatic microcirculatory bed in common
chronic dermatosis - cutaneous lichen planus. Double
immunohistochemistry with CD34 and podoplanin
antibodies was used to detect blood and lymphatic
endothelium, while anti-human VEGF was used for the
observation of a key angiogenesis and lymphangio-
genesis inducer. Morphometric analysis was performed
with QuickPhoto Micro image analysis software. Results
confirmed statistically significant enlargement of both
the blood and lymphatic microcirculatory beds.
Compared to healthy skin, cutaneous lichen planus
lesions revealed 1.6 times enlarged blood
microcirculatory bed and 1.8 times enlarged lymphatic
microcirculatory bed. Vascular endothelial growth factor
(VEGF) expression in lesional skin was significantly
higher in the epidermis (19.1 times increase) than in the
dermis (10.3 times increase). These findings indicate a
tight association of angiogenesis and lymphangiogenesis
with the pathogenesis of cutaneous lichen planus.
Key words: Cutaneous blood and lymphatic
microcirculation, Cutaneous lichen planus, Angio-
genesis, Lymphangiogenesis, VEGF

Introduction

Angiogenesis and lymphangiogenesis are strictly
controlled processes of new blood and lymphatic vessel
development from pre-existing blood and lymphatic
vessels. In healthy skin, the blood and lymphatic vessels
remain quiescent and neovascularization is induced only
transiently in such processes as wound healing and
certain phases of the growing hair follicle. Pathological
angiogenesis and lymphangiogenesis are also central to
the etiology and pathogenesis of some skin diseases
(Velasco and Lange-Asschenfeld, 2002). 

Recent advances have brought to light evidence that
angiogenesis and lymphangiogenesis are tightly
connected not only to tumour biology but also to chronic
inflammation. Pathological angiogenesis and
lymphangiogenesis were revealed in skin tumours:
melanoma (Hannah and Folkman, 1996; Marcoval et al.,
1996; Kashani-Sabet et al., 2002; Jonjic et al., 2003),
basal cell carcinoma (Staibano et al., 1996), Kaposi’s
sarcoma (Kang et al., 2008), hemangioma (Boye et al.,
2001) as well as in some chronic dermatoses like rosacea
(Aroni et al., 2008) and psoriasis (Braverman and Sibley,
1982; Creamer et al., 1997, 2002a; Heidenreich et al.,
2009). 

Angiogenesis and lymphangiogenesis are tightly
regulated by a balance between pro- and anti-angiogenic
mediators. It is generally supposed that in quiescent
cutaneous microcirculation, a balance between
proangiogenic and antiangiogenic factors maintains
homeostasis. Angiogenesis and lymphangiogenesis are
initiated by angiogenic switch resulting from up-
regulation of angiogenic factors and the downregulation
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of inhibitors (Hannah and Folkman, 1996). An important
feature that distinguishes physiological from
pathological angiogenesis is that physiological
angiogenesis is limited to a few days or weeks, although
pathological angiogenesis can persist for months or
years (Carmeliet and Jain, 2000; Polverini, 2002).

Cutaneous lichen ruber planus (CLP) is a relatively
common subacute or chronic dermatosis with poorly
defined aetiology and a not entirely understood
pathogenesis (Braun-Falco et al., 2001). 

Recent information has put this dermatosis into the
group of T- cell mediated diseases. Lichen planus lesion
formation results from an immunological response to
keratinocyte antigen expression or unmasking at the
lesion site induced by systemic drugs, contact allergens,
mechanical trauma, bacterial or viral infection, or an
unidentified agent. Both antigen-specific mechanisms
and non-specific mechanisms are supposed to be
involved in its pathogenesis (Sugerman et al., 2002;
Lehman et al., 2009; Roopashree et al., 2010). 

Clinical manifestation involves pruritic, polygonal
papules, sometimes with fine scales and very often with
a delicate network of white lines - Wickham striae - on
the surface of the papules (Braun-Falco et al., 2001).

Histopathological manifestation of CLP (Fig. 1)
includes broad epidermal hyperplasia with zonal wedge-
shaped hypergranulosis and hyperkeratosis. The
keratinocytes in stratum spinosum are large with pale
cytoplasm. The basal cells show vacuolar alteration,
squamatisation and colloid bodies like anucleated
remnants of apoptotic basal keratinocytes. A band-like
lymphocytic infiltrate occupies the widened papillary
dermis and may be admixed with melanophages. The
density of the inflammatory infiltrate reflects the
evolution of the lesion. The lymphocytes often disrupt
the dermo-epidermal junction and attack keratinocytes.
Devolution of the lesion is accompanied by reduction of
the inflammatory infiltrate and fibrotic papillary dermis
with deposits of collagen bundles (Murphy, 1995; Joshi,
2013).

Excessive angioproliferation was confirmed in
different types of oral lichen planus (Scardina et al.,
2007a,b, 2011; Tao et al., 2007; Scardina and Mesina,
2009). However microvascular changes in cutaneous
lichen planus are rarely reviewed. Therefore the
objective of the present study was an
immunohistochemical assessment of quantitative
changes in both the blood and lymphatic
microcirculatory bed within CLP lesions compared to
healthy skin.
Material and methods

Tissue samples

Twenty-one skin samples of CLP lesions from
untreated patients with no systemic disorder and 20
control healthy skin samples from subjects without any
skin or systemic disease were excised from identical

topographical regions. On the basis of our preliminary
study, all samples were taken from individuals aged 31 -
57 years of both genders to eliminate age-dependent
variability in skin microcirculation (Výbohová et al.,
2012). Specimens were fixed in 10% neutral buffered
formalin and embedded into paraffin blocks. Lesions
were verified for clinical and histopathological
diagnostic criteria by experienced dermatologists and
pathologists. The study was approved by the local Ethics
Committee at Jessenius Faculty of Medicine in Martin
and registered with the Office for Human Research
Protection, U.S. Department of Health and Human
Services under No. IORG0004721. 
Immunohistochemical analysis

Five serial perpendicular 4 µm thick sections were
mounted on silane coated slides. Sections were dewaxed
with xylene and rehydrated in a series of graded
alcohols. Endogenous peroxidase was blocked by 0.3%
H2O2. Heat-induced epitope retrieval was done after the
slides had been immersed in the retrieval solution
(Target Retrieval Solution High pH, Code No. S3308,
DakoCytomation Denmark A/S). Afterwards, the
specimens were incubated with diluted primary
monoclonal antibodies at room temperature. 

Double immunohistochemical staining was
performed with CD34 (Monoclonal Mouse Anti–Human
CD34 Class II Clone QBEnd-10 M 7165,
DakoCytomation Denmark A/S) and D2-40
(Monoclonal Mouse Anti-Human D2-40 Clone D2-40,
DakoCytomation Denmark A/S) antibodies to detect
blood and lymphatic endothelium. The primary
antibodies were revealed using a polymer technique -
EnVision Doublestain System (Code K 1395,
DakoCytomation Denmark A/S), which permitted the
simultaneous demonstration of both antigens (CD34 and
podoplanin) in a single specimen through double
immunoenzymatic staining with two chromogens:
peroxidase chromogen DAB (diaminobenzidine) and
alkaline phosphatase chromogen Fast Red. 

Anti-human VEGF (Monoclonal Mouse Anti
–Human Vascular Endothelial Growth Factor Clone
VG1 M7273, DakoCytomation Denmark A/S) was used
to assess vascular endothelial growth factor expression.
This primary antibody was detected by biotinylated
immunoglobulins and horseradish peroxidase
streptavidin – biotin complex (LSAB™+/ HRP Kit,
Code No. K0679, DakoCytomation Denmark A/S).
DAB was used to complete the staining. 

Finally, all sections were counterstained with
Mayer’s hematoxylin. All steps of the immunohisto-
chemical staining were managed according to the
manufacturer’s recommendations. 
Computer-assisted morphometric analysis

Sections were screened and digital images were
taken at magnifications of x200 and x400 with an
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Olympus Evolt E-420 installed in an Olympus BX41N.
The digital images were morphometrically analysed by
QuickPhoto Micro Version 2.3 (Promicra, Prague, Czech
Republic). The blood and lymphatic microcirculatory
beds were evaluated by blood vessel area (BVA) and
lymphatic vessel area (LVA). Five serial slides from each
skin sample were examined field per field by two
experienced investigators to identify the areas with
highest vascularization - hotspot areas (Weidner, 1995).
At least ten standard fields (hotspot areas) in each serial
slide from each skin sample were evaluated to depict, to
a certain extent, the partial volume of the papillae. Fields
with the capillary networks around hair follicles and
glands were eliminated. 

The blood vessel area (BVA) / lymphatic vessel area
(LVA) was defined as percentage of CD34 / D2-40 –
stained area (proportional area occupied by blood /
lymphatic microvessels) to standard fields (0.1 mm2) of
the papillary and upper reticular dermis (Mylona et al.
2007; Deb et al., 2012; Boruah et al., 2014). Similarly,

VEGF expression was evaluated by the VEGF positive
area defined as the average percentage of VEGF –
stained area in standard fields of epidermis and dermis
(Mylona et al., 2007). 
Statistical analysis

Morphometric data were expressed as the mean ±
standard deviation. Statistical analysis was performed
using the analysis of variance, t–test and Pearson's
correlation test. A p value less than 0.05 was considered
the minimum for statistical significance.
Results

The blood vessel area (BVA), lymphatic vessel area
(LVA) and VEGF positive area in the cutaneous lichen
planus lesions were quantified and compared with values
from the control healthy skin. Individual variability of
the specimens was rejected on the basis of ANOVA tests
(p>0.05).

Table 1 shows average BVA values in the lesional
and healthy skin. Results showed significantly higher
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Fig. 1. Typical histopathological manifestation of cutaneous lichen
planus: epidermal hyperplasia with zonal wedge-shaped
hypergranulosis and hyperkeratosis, squamatization and basal cells
vacuolar alteration, a band like lymphocytic infiltrate admixed with
melanophages in papillary dermis. Hematoxylin-eosin staining. Scale
bar: 100 µm.

Fig. 2. Blood (brown) and lymphatic (pink - red) microvessels in
cutaneous lichen planus lesion. Double immunohistochemical staining
with CD34 and D2-40 antibodies. Scale bar: 100 µm.

Table 1. Blood vessel area in healthy skin (HS) and cutaneous lichen
planus (CLP) lesions.

topographic region blood vessels area (BVA) in %
healthy skin CLP lesions HS vs CLP 

(n=20) (n=21) lesions p-value

abdominal region 0.77±0.07 1.19±0.21 4.0E-04
back region 0.75±0.15 1.15±0.13 0.006
facial region 1.07±0.16 1.41±0.21 0.040
femoral region 0.76±0.09 1.11±0.12 0.018
regional variability p-value 0.008 0.157

Table 2. Lymphatic vessel area in healthy skin (HS) and cutaneous
lichen planus (CLP) lesions.

topographic region lymphatic vessels area (LVA) in %
healthy skin CLP lesions HS vs CLP 

(n=20) (n=21) lesions p-value

abdominal region 0.40±0.07 0.81±0.23 9.4E-04
back region 0.34±0.09 0.79±0.19 0.001
facial region 0.60±0.07 0.87±0.17 0.038
femoral region 0.43±0.06 0.80±0.15 0.010
regional variability p-value 0.002 0.930



BVA in the lichen planus lesions compared to the
healthy skin in all topographical regions (p<0.05). The
blood microcirculatory bed in the CLP lesions was
approximately 1.6 times more extensive than in the
control healthy skin. The total BVA average in the CLP
lesions was 1.21±0.19%, while in the healthy skin it was
0.76±0.11%.

LVA in the CLP lesions was significantly higher
(total average 0.81±0.18%) than in the healthy skin (total
average 0.44±0.12%) in all topographic regions
(p<0.05). Lymphatic microcirculation in the CLP lesions
was approximately 1.8 times more extensive than in the
control healthy skin (Table 2). 

ANOVA and Student-Newman-Keuls post hoc tests
revealed no significant regional differences in BVA and
LVA in the CLP lesions. However, they confirmed
regional variability in healthy skin samples. There was
significantly higher BVA and LVA in the facial region of
the healthy skin compared with the other observed
regions. 

Pearson's correlation test confirmed only low -
statistically insignificant correlation between BVA and
LVA (Table 3, Fig. 7) in both healthy skin (r=0.403,

p=0.078) and CLP lesions (r=0.233, p= 0.310).
VEGF was immunohistochemically detected in the

cytoplasm of keratinocytes in basal and suprabasal
layers of the epidermis, in fibroblasts, and endothelial
cells of the dermis. Neither ANOVA nor Student-
Newman-Keuls post hoc test revealed significant
regional differences in VEGF expression. 

Statistical analysis confirmed significant differences
between the VEGF positive area in the healthy skin and
in the CLP lesions both in the epidermis and dermis
(Table 4). VEGF expression in CLP lesions was 19.1
times higher in the epidermis (8.44±1.12% vs
0.44±0.37%) and 10.3 times higher in the dermis
(2.79±0.44% vs 0.27±0.24%) compared to expression in
the control healthy skin. The immunoreactivity intensity
of VEGF expression was weak and infrequently mild in
the CLP lesions and only weak in the healthy skin
samples.
Discussion

Cutaneous blood vasculature is arranged in two
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Table 3. Pearson's correlation between BVA and LVA in healthy skin
and CLP lesions.

topographic region Pearson's correlation
healthy skin r / p-value CLP lesions r / p-value

abdominal region 0.320 / 0.536 0.341 / 0.408
back region 0.227 / 0.714 -0.323 / 0.532
facial region 0.340 / 0.660 0.288 / 0.712
femoral region 0.231 / 0.769 0.132 / 0.915
totally all regions 0.403 / 0.078 0.233 / 0.310

Table 4. VEGF positive area within the epidermis and dermis in healthy
skin (HS) and CLP lesions.

localization VEGF positive area in %
healthy skin CLP lesions HS vs CLP 

(n=20) (n=21) lesions p- value

epidermis 0.44±0.37 8.40±1.12 4.9E-09
dermis 0.27±0.24 2.79±0.44 5.4E-09
epidermis vs dermis t - test p-value 5.0E-04 4.1E-08
regional variability epidermis  p-value 0.988 0.620
regional variability dermis p-value 0.906 0.551

Fig. 3. Blood (brown) and lymphatic (pink - red) microvessels in
cutaneous lichen planus lesion. Double immunohistochemical staining
with CD34 and D2-40 antibodies. Scale bar: 50 µm.

Fig. 4. Immunohistochemical positivity of VEGF - A expression in
epidermis and dermis within the cutaneous lichen planus lesion. Scale
bar: 50 µm.



plexuses: a deep reticular plexus and a superficial
subpapillary plexus. The deep reticular plexus is formed
from perforating vessels at the dermal-subcutaneous
interface. Vertically ascending vessels fill the superficial
subpapillary plexus situated in the papillary dermis,
forming capillary loops within the dermal papillae
(Braverman, 1989, 2000). 

The lymphatic vasculature also forms two plexuses
in the vicinity of blood vessels. Initial lymphatics
(incorrectly but more often called lymphatic capillaries)
of the superficial lymphatic plexus originate in the lower
part of the dermal papillae near the blood subpapillary
plexus but more distant from the epidermis. From the
superficial lymphatic plexus, lymphatic pre-collectors
drain vertically into the larger lymphatic collectors
within the lower dermis to form the deep lymphatic
plexus situated below the deep blood reticular plexus
(Ryan et al., 1986; Skobe and Detmar, 2000). 

The blood capillaries and initial lymphatics show
some structural differences reflecting differences in their
function. In contrast to blood capillaries, initial
lymphatics are not encircled by pericytes and their
basement membrane is poorly developed or absent
(Skobe and Detmar, 2000). Interendothelial junctions are
continuous (zipper-like) in blood capillaries but
discontinuous (button-like) in initial lymphatics (Baluk
et al., 2007). The lymphatics have wider and more
irregular lumen than blood capillaries (Braverman, 1989;
Skobe and Detmar, 2000). Lymphatic endothelial cells
are attached to the collagen and elastin fibres within the
dermis by anchoring filaments (Gerli et al., 2000). These
fibrillin containing anchoring filaments open
intercellular channels by pulling adjacent endothelial
cells apart, thus permitting easy passage of the fluids and
particles into the lymphatics (Skobe and Detmar, 2000).

Cutaneous microcirculation in healthy adults is

predominantly quiescent, due to the dominant influence
of endogenous angiogenesis inhibitors over the stimuli.
However, it retains the capacity for brisk initiation of
angiogenesis and lymphangiogenesis. 

Cutaneous blood vessels are newly formed by the
process of sprouting angiogenesis. It is initiated by
vasodilatation, increased vascular permeability and
enzymatic degradation of the capillary basement
membrane and subsequent activation, proliferation and
migration of the endothelial cells. Blood endothelial
cells at the tip of the sprouts - tip cells are non-
proliferating cells probing the environment. They
migrate through the extracellular matrix secreting
proteolytic enzymes (matrixmetalloproteinases) which
digest a pathway for the developing sprout created by
the proliferating endothelial cells – stalk cells. Migration
of the endothelial cells is directed by a gradient of
angiogenic factors and mediated by integrins, cell-
adhesion molecules on the endothelial cells surface.
Lumen formation is followed by the maturation and
stabilisation of newly formed capillaries by pericyte
recruitment and synthesis of a new basement membrane
(Carmeliet, 2000, 2003; Karamysheva, 2008; Adair and
Montani, 2010). Despite major advances in the field of
angiogenesis, lymphangiogenesis is far less explored.
Experimental studies have shown evidence for lymphatic
vessel formation through tunnelling that relies on
extensive matrix remodelling. Migrating lymphatic
endothelial cells extend long projections into
neighbouring extracellular matrix and form cord-like
structures. In contrast to angiogenesis, no endothelial
cell specialisation to the tip cells and stalk cells was
confirmed, proliferating lymphatic endothelial cells were
found both at the tips of sprouting capillaries and inside
extending sprouts. Instead of adhering to the basement
membrane, lymphatic endothelial cells of initial
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Fig. 5. Graph – Blood vessel area (BVA) in healthy skin and cutaneous
lichen planus (CLP) lesions.

Fig. 6. Graph - Lymphatic vessel area (LVA) in healthy skin and
cutaneous lichen planus (CLP) lesions.



lypmhatics are stabilised by anchoring filaments which
form an intimate association with collagen fibrils in the
interstitial matrix (Karpanen and Alitalo, 2008; Tammela
and Alitalo, 2010; Detry et al., 2011). Both angiogenesis
and lymphangiogenesis are characterised by the triad of
endothelial proliferation, migration, and protease activity
(Pepper, 2011). 

The angiogenic activators comprise a set of some
growth factors and differentiation/specification signals
(VEGF family, Tie/angiopoietin system, endoglin,
fibroblast growth factor, tumor necrosis factor- α,
transforming growth factor -β1, platelet-derived growth
factors), adhesion molecules (E-selectin, VE-cadherin,
VCAM-1), chemokines (interleukin-8), integrins, and
enzymes (matrix metalloproteinases, cyclooxgenase – 2,
nitric oxide synthase ) that participate in controlling any
one of the steps that go into forming a new capillary
(Carmeliet and Jain, 2000; Polverini, 2002).
Lymphangiogenesis is stimulated by the VEGF family,
Tie/angiopoietin system, neuropilin-2, integrin-α 9,
fibroblast growth factor, platelet-derived growth factors,
and endothelin-1 (Lohela et al., 2003; Christiansen and
Detmar, 2011).

The VEGF family represents the main skin
angiogenesis stimulators. It includes: VEGF - A, VEGF-
B, VEGF-C, VEGF-D, VEGF-E and placental growth
factor. VEGF - A stimulates angiogenesis through
interaction with VEGFR-1(vascular endothelial factor
receptor 1) on blood endothelium and
lymphangiogenesis through interaction with VEGFR-2
on lymphatic endothelium (Detmar, 2000; Skobe and
Detmar, 2000; Ferrara, 2004; Kataru et al., 2009).

VEGF-B is an important proangiogenic factor which
interacts through VEGFR-1 and neuropilin on blood
vessel endothelium. VEGF-C and VEGF-D primarily
regulate lymphangiogenesis through VEGFR-2 and
VEGFR-3 on lymphatic endothelium (Detmar, 2000).
The blood and lymphatic systems seem to work in a
tightly regulated manner. A possible molecular link is
supposed between angiogenesis and lymphangiogenesis
because VEGF-C expression in vascular endothelial
cells is induced by VEGF-A (Nagy et al., 2002). VEGF-
A is a major multifunctional stimulator which induces
lymphangiogenesis as well as angiogenesis (Nagy et al.,
2002). In the skin it is produced predominantly by
keratinocytes and to a lesser extent by fibroblasts when
the skin is clinically involved. It also enhances
microvascular permeability (Leung et al., 1989) and,
through activation of specific endothelial cells, adhesion
molecules contributes to recruitment of leucocytes in
inflamed skin (Detmar, 2000). Animal studies of chronic
skin inflammation discovered that VEGF-A induced
newly-formed lymphatics that are structurally and
functionally abnormal: dilatated with incompetent
valves, sluggish flow and delayed lymph clearance.
Whereas the angiogenic response was sustained only as
long as VEGF-A was expressed, the enlarged lymphatics
became VEGF-A independent and persisted long after
VEGF-A expression ended (Nagy et al., 2002).
Interestingly, another animal study showed that
stimulation of lymphangiogenesis by VEGF-C through
VEGFR-3 significantly inhibits chronic skin
inflammation (Huggenberger et al., 2010). 

VEGF- A expression in normal skin is low but it is
over-expressed in psoriasis (Detmar et al., 1994;
Creamer et al., 2002b), psoriasis-like dermatitis
(Canavese et al., 2011), atopic dermatitis (Zhang et al.,
2006; Genovese et al., 2012) and skin tumours (Redondo
et al., 2000; Urgurel et al., 2001; Johnson and Wilgus,
2012). 

VEGF expression in CLP was observed by Salem et
al. (2011). In their immunohistochemical study VEGF -
A expression was evaluated semiquantitatively (diffusely
positive, moderately positive , weakly positive and
negative) and without distinguishing of VEGF
expression in epidermis and dermis. They noticed
significantly higher percentage of moderately positive
and diffusely positive VEGF expression in CLP lesions
than in the control group. A trend of increasing VEGF
positivity with a higher degree of inflammation was also
supposed. In our study immunohistochemically detected
VEGF-A expression was determined by precise
morphometric software and separately in epidermis and
dermis. Quantitative analysis revealed remarkably
increased VEGF- A expression in CLP lesions both in
epidermis (19.1 times higher than in the healthy skin)
and dermis (10.3 times higher than in the healthy skin).
In clinically involved skin VEGF - A is produced
predominantly by keratinocytes and to a lesser extent by
fibroblasts of the dermis (Detmar et al., 1995), similarly
in our study significantly higher VEGF- A expression
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Fig. 7. Graph - Correlation between BVA and LVA in cutaneous lichen
planus (CLP) lesions and healthy skin.



was observed in the epidermis than in the dermis in both
lesional and healthy skin. 

Significantly increased VEGF expression was also
demonstrated in oral lichen planus lesions (Scardina et
al., 2009; Tao et al., 2009).

Cutaneous angiogenesis and lymphangiogenesis
occur during tissue repair - wound healing (Tonnesen et
al., 2000; Zampel et al., 2012) and in numerous diseases
including chronic inflammatory skin diseases (Detmar,
2000; Velasco and Lange-Asschenfell, 2002) – atopic
dermatitis (Velasco et al., 2009; Genovese et al., 2012),
contact dermatitis (Monaco et al., 2004) and especially
psoriasis (Braverman and Sibley, 1982; Creamer et al.,
1997, 2002b). 

In the present study, we highlighted a potent
angiogenic activity in the CLP lesions. The blood
microcirculatory bed in the CLP lesions was
approximately 1.6 times more extensive than in the
control healthy skin. Furthermore, our study provided
novel morphological evidence of a potent
lymphangiogenenic activity in the CLP lesions.
Compared to the healthy skin the lymphatic
microcirculation in the CLP lesions was approximately
1.8 times more extensive. As for angiogenesis, our
results are consistent with the findings of Hussein (2007)
who found 1.7 times higher microvessel density (MVD)
in the CLP lesions. Salem et al. (2001) ascertained
approximately 3 times higher MVD in lesionalskin than
in the control healthy skin. The angioproliferation was
also confirmed in oral lichen planus lesions.
Immunohistochemical studies on oral lichen planus
published by Tao et al. (2007), Scardina (2009) and
Mittal et al. (2012) showed 1.5, 4.5 and 2.2 times
increased MVD, respectively. Significantly higher MVD
was observed in erosive than in reticular oral lichen
planus (Tao et al., 2007; Mittal et al., 2012). Scardina
and Mesina (2009) in their videocapillaroscopic study
demonstrated 2 times increased vessel density per mm2,
insignificantly increased loop length and significantly
increased diameter. They have supposed that increased
vessel density could be an indicator of the evolutionary
condition of lingual lichen planus, useful for evaluating
of the disease progression or regression (Scardina and
Mesina, 2009). Assessment of vasculature in the
papillary dermis of psoriatic lesions demonstrated a 4
times increase in endothelial surface area of lesional
compared with non-lesional skin (Creamer et al., 1997)

In comparison to the mentioned papers, the present
study provides novel morphological evidence of both
angiogensis and lymphangiogenesis in CLP lesions.

Despite the fact that healthy skin showed regional
variability in blood and lymphatic vessel area, what had
been previously reviewed by Pasyk et al. (1989), CLP
lesions had equal levels of blood and lymphatic vessel
areas in all topographical regions, reflecting the similar
inflammation stage because all biopsy specimens were
taken from untreated patients who had undergone their
first CLP attack with typical inflammatory activity in the
histopathological picture. This level of vascularisation

seems to be sufficient to fulfil the metabolic needs
associated with hyperproliferation in inflamed tissue and
increased displacement of the inflammatory cells in the
microenvironment of the lesion. 

Although the relation between angiogenesis and
chronic inflammation has received much attention in
recent years, at this moment it is still unclear if these
processes are cause or result. While inflammation and
angiogenesis are capable of potentiating each other,
these processes are distinct and separable (Granger et
Senchenkova, 2010). 

Chronic inflammation is characterized by
proliferation, migration and recruitment of inflammatory
cells and tissue. Growing tissue mass with an abundance
of inflammatory cells leads to relative hypoxia and
increased metabolic demands in the site of inflammation
(Jackson et al., 1997). Hypoxia is a common stimulus for
angiogenesis and accumulation of immune cells (Costa
et al., 2007). Recruitment and attraction of T-cells is
activated by dendritic cells and cytokine –mediated
upregulation of adhesion molecules on endothelial cells
(ICAM-1, VCAM-1, E-selectin). T-cells activate, in turn,
macrophages, endothelial cells and fibroblasts to
produce pro-inflammatory cytokines, chemokines and
matrix metalloproteinases (Costa et al., 2007; Scardina
et al., 2009; Mittal et al., 2012). Furthermore, T-cells
activated by some cytokines (tumour necrosis factor α,
interleukin-6 and interleukin-2) stimulate fibroblasts and
tissue macrophage production of VEGF at inflammatory
sites, leading to angiogenesis (Monaco et al., 2004;
Costa et al., 2007). Conversely, newly formed vessels
maintain the chronic inflammatory state by transporting
inflammatory cells to the site of inflammation and
supplying nutrients and oxygen to the proliferating
inflamed tissue. The increased endothelial cell area
provides expanded capacity for the production of
adhesion molecules and inflammatory cytokines
(Jackson et al., 1997). 

This feed-back mechanism and molecular cross-link
between chronic inflammation and angiogenesis
enhances both these processes (Monaco et al., 2004;
Costa et al., 2007; Scardina et al., 2009). The newly
formed vessels reserve not only tissue nutrition but also
enhance the turnover of the inflammatory cells. There is
strong evidence that the angiogenesis that accompanies
chronic inflammation tends to prolong and intensify the
inflammatory response (Jackson et al., 1997; Scardina et
al., 2009).

Lymphatic vessels regulate the inflammatory
response by the transport of fluid, extravasated
leukocytes, and antigen-presenting cells from the
inflamed tissue to the lymph nodes and to other
secondary lymphoid organs (Zgraggen et al., 2013). It
has been suggested that some inflammatory mediators
(prostaglandins, histamin) negatively affect lymphatic
contractility resulting in lymphatic insufficiency and a
compensatory lymphatic vessel growth (Alitalo et al.,
2005; Tammela and Alitalo, 2010). Macrophages
recruited into the inflammation site can transform into
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VEGF-C/D-producing cells, which can initiate
lymphangiogenesis (Schoppmann et al., 2002) or they
can be transdifferentiated into the lymphatic endothelial
cells and incorporated into lymphatic endothelium to
contribute to lymphatic vessel growth (Maruyama et al.,
2005). It has been suggested that lymphangiogenesis in
chronic inflammation reduces tissue edema and
enhances immune responses by promoting macrophages
and dendritic cell recruitment (Baluk et al., 2005; Kataru
et al., 2009). 
Conclusion

Finally, our results confirm the evidence that
angiogenesis and lymphangiogenesis are tightly
connected to another chronic inflammatory disease -
cutaneous lichen planus. Although extensive evidence
supports the relation between inflammation and
angiogenesis/lymphangiogenesis, the pathophysiological
consequences and molecular mechanisms underlying
this association are largely unclear and they need further
investigation.

While in acute inflammation the microcirculatory
bed shows predominantly functional changes, in chronic
inflammation some functional changes persist and
structural changes occur (Majno, 1998). No data are
available for the functional changes of the blood and
lymphatic vessels in CLP yet, though experimental
models of chronic inflammation have shown blood flow
changes (Granger et Senchenkova, 2010), impaired
arteriolar reactivity (Holzer, 1998), reduced capillary
perfusion and increased vascular permeability (Nagy et
al., 2008). The activation products and chemical
mediators released from inflammatory cells act as
inducers of the phenotypic changes in microvessel
function that accompany chronic inflammation (Granger
and Senchenkova, 2010). 

Regulation of angiogenesis in tumour biology has
been well studied and clinically implemented in
antiagiogenic therapy. The interplay between
angiogenesis and chronic inflammation could be of
potential benefit for therapeutic approaches against both
angiogenesis and chronic inflammation. Targeting
angiogenesis holds the promise of decreasing turnover of
inflammatory cells, reduced production of inflammatory
mediators, and preventing nutrient supply to the running
inflammatory process. Conversely, targeting
inflammation would also negatively affect production of
angiogenesis stimulators and blood vessel formation
(Jackson et al., 1997; Costa et al., 2007).

Activated blood and lymphatic vasculature could be
a potential therapeutic approach in chronic inflammatory
diseases. The latest findings indicate that inhibition of
angiogenesis and, surprisingly, activation of
lymphangiogenesis might serve as a novel strategy for
treating chronic inflammatory diseases. Promising
results have been obtained from experimental transgenic
mouse models of chronic skin inflammation, especially
in psoriasis where systemic anti-VEGF treatment

strongly reduces skin inflammation (Schonthaler et al.,
2009). 
Conflict of interest: The authors declare that they have no competing
interests.

References

Adair T.H. and Montani J.P. (2010). 1st ed. Angiogenesis. Morgan &
Claypool Life Sciences. San Rafael (CA). pp 70.

Alitalo K., Tammela T. and Petrova T.V. (2005). Lymphangiogenesis in
development and human disease. Nature 438, 946-953.

Aroni K., Tsagroni E., Kavantzas N., Patsouris E. and Ioannidis E.
(2008). A study of the pathogenesis of rosacea: how angiogenesis
and mast cells may participate in a complex multifactorial process.
Arch. Dermatol. Res. 300, 125-131.

Baluk P., Tammela T., Ator E., Lyubynsk, N., Achen M.G., Hickli, D.J.,
Jeltsch M., Petrova T.V., Pytowski B. and Stacker S.A. (2005).
Pathogenesis of persistent lymphatic vessel hyperplasia in chronic
airway inflammation. J. Clin. Invest. 115, 247-257.

Baluk P., Fuxe J., Hashizume H., Romano T., Lashnits E., Butz S.,
Vestweber D., Corada M., Molendini C., Dejana E. and McDonald D.
(2007). Functionally specialized junctions between endothelial cells
of lymphatic vessels. J. Exp. Med. 204, 2349-2362. 

Boruah D., Deb P., Srinivas V. and Mani N.S. (2014). Morphometric
study of nuclei and microvessels in gliomas and its correlation with
grades. Microvasc. Res. 93, 52-61.

Boye E., Yu Y., Paranya G., Mulliken J.B., Olsen B.R. and Bischoff J.
(2001). Clonality and altered behavior of endothelial cells from
hemangiomas. J. Clin. Invest. 107, 745-752.

Braun-Falco O., Plewig G. and Wolf H.H. (2001). Dermatológia a
venerológia. 1st ed. Osveta. Martin. pp 526-531.

Braverman I.M. (1989). Ultrastructure and organisation of the cutaneous
microvasculature in normal and pathological stages. J. Invest.
Dermatol. 93, 2S-9S.

Braverman I.M. (2000). The cutaneous microcirculation. J. Invest.
Dermatol. Symp. Proc. 5, 3-9.

Braverman I.M. and Sibley J. (1982). Role of microcirculation in the
treatment and pathogenesis of psoriasis. J. Invest. Dermatol. 78, 12-
17.

Canavese M., Altruda F., Silengo L., Castiglioni V., Scanziani E. and
Radaelli E. (2011). Clinical, pathological and immunological features
of psoriatic-like lesions affecting keratin 14-vascular endothelial
growth factor transgenic mice. Histol. Histopathol. 26, 285-296.

Carmeliet P. (2000). Mechanisms of angiogenesis and arteriogenesis.
Nat. Med. 6, 389-395. 

Carmeliet P. (2003). Angiogenesis in health and disease. Nat. Med. 9,
653-660.

Carmeliet P. and Jain R.K. (2000). Angiogenesis in cancer and other
diseases. Nature 407, 249-257.

Christiansen A. and Detmar M. (2011). Lymphangiogenesis and cancer.
Genes Cancer. 2, 1146-1158. 

Costa C., Incio J. and Soares R. (2007). Angiogenesis and chronic
inflammation: cause or consequence? Angiogenesis 10, 149-166.

Creamer D., Allen M.H., Sousa A., Poston R. and Barker J.N.W.N.
(1997). Localisation of endothelial proliferation and microvascular
expansion in active plaque psoriasis. Br. J. Dermatol. 136, 859-865.

Creamer D., Sullivan R., Bicknell J. and Barker J.N.W.N. (2002a).

704
Microcirculation in cutaneous lichen planus



Angiogenesis in psoriasis. Angiogenesis 5, 231-236.
Creamer D., Allen M., Jaggar R., Stevens R., Bicknell R. and Barker J.

(2002b). Mediation of systemic vascular hyperpermeability in severe
psoriasis by circulating vascular endothelial growth factor. Arch.
Dermatol. 138, 791-796.

Deb P., Boruah D. and Dutta V. (2012). Morphometric study of
microvessels in primary CNS tumors and its correlation with tumor
types and grade. Microvasc. Res. 84, 34-43. 

Detmar M. (2000). The role of VEGF and thrombospondins in skin
angiogenesis. J. Dermatol. Sci. 24 (Suppl 1), S78-84.

Detmar M., Brown L.F., Claffey K.P., Yeo K.T., Kocher O., Jackman
R.W., Berse B. and Dvorak H.F. (1994). Overexpression of vascular
permeability factor/vascular endothelial growth factor and its
receptors in psoriasis. J. Exp. Med. 180, 1141-1146.

Detmar M., Yeo K.T., Nagy J.A., Van de Water L., Brown L.F., Berse B.,
Elicker B.M., Ledbetter S. and Dvorak H.F. (1995). Keratinocyte-
derived vascular permeability factor (vascular endothelial growth
factor) is a potent mitogen for dermal microvascular endothelial
cells. J. Invest. Dermatol. 105, 44-50.

Detry B., Bruyère F., Erpicum C., Paupert J., Lamaye F., Maillard C.,
Lenoir B., Foidart J.M., Thiry M. and Noël A. (2011). Digging deeper
into lymphatic vessel formation in vitro and in vivo. BMC Cell Biol.
12, 29. 

Ferrara N. (2004). Vascular endothelial growth factor: basic science and
clinical progress. Endocr. Rev. 25, 581-611.

Genovese A., Detoraki A., Granata F., Galdiero M.R., Spadaro G. and
Marone G. (2012). Angiogenesis, lymphangiogenesis and atopic
dermatitis. Chem. Immunol. Allergy 96, 50-60.

Gerli R., Solito R., Weber E. and Agliano M. (2000). Specific adhesion
molecules bind anchoring filaments and endothelial cells in human
skin initial lymphatics. Lymphology 33, 148-157.

Granger D.N. and Senchenkova E. (2010). Inflammation and
microcirculation. 1st ed. Morgan & Claypool Life Sciences. San
Rafael (CA). pp 11-45.

Hannah D. and Folkman J. (1996). Patterns and emerging mechanisms
of the angiogenic switch during tumorigenesis. Cell 86, 353-364.

Heidenreich R., Pocken M. and Ghoreschi K. (2009). Angiogenesis
drives psoriasis pathogenesis. Int. Exp. Pathol. 90, 232-248.

Holzer P. (1998). Neurogenic vasodilatation and plasma leakage in the
skin. Gen. Pharmacol. 30, 5-11.

Huggenberger R., Ullmann S., Proulx S.T., Pytowski B., Alitalo K. and
Detmar M. (2010). Stimulation of lymphangiogenesis via VEGFR-3
inhibits chronic skin inflammation. J. Exp. Med. 207, 2255-2269. 

Hussein M.R. (2007). Evaluation of angiogenesis in normal and lichen
planus skin by CD34 protein immunohistochemistry: Preliminary
findings. Cell. Biol. Int. 31, 1292-1295. 

Jackson J.R., Seed M.P., Kircher C.H., Willoughby D.A. and Winkler
J.D. (1997). The codependence of angiogenesis and chronic
inflammation. FASEB J. 11, 457-465.

Johnson K.E. and Wilgus T.A. (2012). Multiple roles for VEGF in non-
melanoma skin cancer: Angiogenesis and beyond. J. Skin Cancer
2012, 483439.

Jonjic N., Zamolo G., Štifter S., Fuckar D., Gruber F., Sasso F., Rizzardi
C. and Melato M. (2003). Cytomorphological variations, proliferation
and angiogenesis in the prognosis of cutaneous melanoma. Clin.
Exp. Dermatol. 28, 310-314. 

Joshi R. (2013). Interface dermatitis. Indian J. Dermatol. Venereol.
Leprol. 79, 349-359.

Kang T., Ye F.C., Gao S.J. and Wang L.D. (2008). Angiogenesis,

Kaposi's sarcoma and Kaposi's sarcoma-associated herpesvirus.
Virol. Sin. 23, 449-458. 

Karamysheva A.F. (2008). Mechanisms of angiogenesis. Biochemistry
73, 935-948.

Karpanen T. and Alitalo K. (2008). Molecular biology and pathology of
lymphangiogenesis. Annu. Rev. Pathol. 3, 367-397.

Kashani-Sabet M., Sagebiel R.W., Ferreira C.M.M., Nosrati M. and
Miller J.R. (2002). Tumor melanoma. J. Clin. Oncol. 20, 1826-1831.

Kataru R.P., Jung K., Jang C., Yang H., Schwendener R.A., Baik J.E.,
Han S.H., Alitalo K. and Koh G.Y. (2009). Critical role of CD11b+
macrophages and VEGF in inflammatory lymphangiogenesis,
antigen clearance, and inflammation resolution. Blood 113, 5650-
5659. 

Lehman J.S., Tollefson M.M. and Gibson L.E. (2009). Lichen planus. Int.
J. Dermatol. 48, 682-694. 

Leung D.W., Cachianes G., Kuang W.J., Goeddel D.V. and Ferrara N.
(1989). Vascular endothelial growth factor is a secreted angiogenic
molecule. Science 246, 1306-1309.

Lohela M., Saaristo A., Veikkola T. and Alitalo K. (2003).
Lymphangiogenic growth factors, receptors and therapies. Thromb.
Haemost. 90, 167-184.

Majno G. (1998). Chronic inflammation: links with angiogenesis and
wound healing. Am. J. Pathol. 153, 1035-1039. 

Marcoval J., Moreno A., Graells J., Vidal A., Escriba J.M., Peyri J. and
Fabra A. (1996). Vascular density and survival in cutaneous
melanoma. Br. J. Dermatol. 134, 809-810. 

Maruyama K., Li M., Cursiefen C., Jackson D.G., Keino H., Tomita M.,
Van Rooijen N., Takenaka H., D’Amore P.A., Stein-Streilein J.,
Losordo D.W. and Streilein J.W. (2005). In inlammation-induced
lymphangiogenesis in the cornea arises from CD11b-positive
macrophages. J. Clin. Invest. 115, 2363-2372.

Mittal N., Shankari G.M. and Palaskar S. (2012). Role of angiogenesis
in the pathogenesis of oral lichen planus. J. Oral Maxillofac. Pathol.
16, 45-48.

Monaco C., Andreakos E., Kiriakidis S., Feldmann M. and Paleolog E.
(2004). T-cell-mediated signalling in immune, inflammatory and
angiogenic processes: the cascade of events leading to
inflammatory diseases. Curr. Drug.Targets Inflamm. Allergy 3, 35-
42.

Murphy G.F. (1995). Dermathopathology. 1st ed. W.B. Saunders
Company. Philadelphia. pp 49-173.

Mylona E., Nomikos A., Alexandrou P., Giannopoulou I., Keramopoulos
A. and Nakopoulou L. (2007). Lymphatic and blood vessel
morphometry in invasive breast carcinomas: relation with
proliferation and VEGF-C and -D proteins expression. Histol.
Histopathol. 22, 825-835.

Nagy J.A., Benjamin L., Zeng H., Dvorak A.M. and Dvorak H.F. (2008).
Vascular permeabil i ty, vascular hyperpermeabil i ty and
angiogenesis. Angiogenesis 11, 109-119.

Nagy J.A., Vasile E., Feng D., Sundberg C., Brown L.F., Detmar M.J.,
Lawitts J.A., Benjamin L., Tan X., Manseau E.J., Dvorak A.M. and
Dvorak H.F. (2002). Vascular permeabil i ty factor/vascular
endothelial growth factor induces lymphangiogenesis as well as
angiogenesis. J .Exp. Med. 196, 1497-1506.

Pasyk K.A, Thomas S.V., Hassett C.A., Cherry G.W. and Faller R.
(1989). Regional differences in capillary density of the normal
human dermis. Plast. Reconstr. Surg. 83, 939-945.

Pepper M.S. (2001). Lymphangiogenesis and tumor metastasis myth or
reality? Clin. Cancer Res.7, 462-468.

705
Microcirculation in cutaneous lichen planus



Polverini P.J. (2002). Angiogenesis in health and disease: insights into
basic mechanisms and therapeutic opportunities. J. Dent. Educ. 66,
962-975.

Redondo P., Bandrés E., Solano T., Okroujnov I. and García-Foncillas
J. (2000). Vascular endothelial growth factor (VEGF) and
melanoma. N-acetylcysteine downregulates VEGF production in
vitro. Cytokine 12, 374-378.

Roopashree M.R., Gondhalekar R.V., Shashikanth M.C., George J.,
Thippeswamy S.H. and Shukla A. (2010). Pathogenesis of oral
lichen planus – a review. J. Oral Pathol. Med. 39, 729-734. 

Ryan T.J., Mortimer P.S. and Jones R.L. (1986). Lymphatics of the Skin.
Int. J. Dermatol. 25, 411-419. 

Salem S.A., Aly D.G. and Youssef N.S. (2011). Immunohistochemical
assessment of angiogenesis and vascular endothelial growth factor
expression in cutaneous lichen planus: relation to the degree of
inflammation. Eur. J. Dermatol. 21, 197-202. 

Scardina G.A. and Mesina P. (2009). Morphological characteristics of
microcirculation in oral lichen planus involving the lateral border of
the tongue. J. Oral Sci. 51, 193-197.

Scardina G.A., Cacioppo A., Carini F., Ruggieri A., Valenza V. and
Messina P. (2007a). Periodontal morphological microcirculation in
oral lichen planus. Ital. J. Anat .Embryol. 112, 281-291.

Scardina G.A., Picone V., Cacioppo A. and Mesina P. (2007b). Study of
microcirculation in oral lichen planus by videocapillaroscopy. Oral
Surg. Oral Med. Oral Pathol. Oral Radiol. Endod. 103, 30-
34.

Scardina G.A., Ruggieri A., Messina P. and Maresi E. (2009).
Angiogenesis of oral lichen planus: a possible pathogenetic
mechanism. Med. Oral. Patol. Cir. Bucal. 14, 558-562.

Scardina G.A., Ruggieri A., Maresi E. and Messina P. (2011).
Angiogenesis in oral l ichen planus: an in vivo and
immunohistological evaluation. Arch. Immunol. Ther. Exp. (Warsz)
59, 457-462. 

Schonthaler H.B., Huggenberger R., Wculek S.K., Detmar M. and
Wagner E.F. (2009). Systemic anti-VEGF treatment strongly
reduces skin inflammation in a mouse model of psoriasis. Proc. Natl.
Acad. Sci. USA 106, 21264-21269. 

Schoppmann S.F., Birner P., Stockl J., Kalt R., Ullrich R., Caucig C.,
Kriehuber E., Nagy K., Alitalo K. and Kerjaschki D. (2002). Tumor-
associated macrophages express lymphatic endothelial growth
factors and are related to peritumoral lymphangiogenesis. Am. J.
Pathol. 161, 947–956.

Skobe M. and Detmar M. (2000). Structure, function, and molecular
control of the skin lymphatic system. J. Invest. Dermatol. Symp.
Proc. 5, 14-19. 

Staibano S., Boscaino A., Salvatore G., Orabona P., Palombini L. and
De Rosa G. (1996). The prognostic signif icance of tumor
angiogenesis in nonaggressive and aggressive basal cell carcinoma
of the human skin. Hum. Pathol. 27, 695-700.

Sugerman P.B., Savage N.W., Walsh L.J., Zhao Z.Z., Zhou X.J., Khan
A., Seymour G. and Bigby M. (2002). The pathogenesis of oral
lichen planus. Crit. Rev. Oral. Biol. Med. 13, 350-365. 

Tammela T. and Alitalo K. (2010). Lymphangiogenesis: Molecular
mechanisms and future promise. Cell 140, 460-476. 

Tao X., Huang Y., Li R., Qing R., Ma L., Rhodus N.L. and Cheng B.
(2007). Assessment of local angiogenesis and vascular endothelial
growth factor in the patients with atrophic-erosive and reticular oral
lichen planus. Oral Surg. Oral Med. Oral Pathol. Oral Radiol. Endod.
103, 661-669. 

Tonnesen M.G., Feng X. and Clark R.A. (2000). Angiogenesis in wound
healing. J. Invest. Dermatol. Symp. Proc. 5, 40-46.

Urgurel S., Rappl G., Tilgen W. and Reinhold U. (2001). Increased
serum concentration of angiogenic factors in malignant melanoma
patients correlates with tumor progression and survival. J. Clin.
Oncol. 19, 577-583.

Velasco P. and Lange-Asschenfeld B. (2002). Dermatological aspects of
angiogenesis. Br. J. Dermatol. 147, 841-852. 

Velasco P., Huegel R., Brasch J., Schröder J.M., Weichenthal M.,
Stockfleth E., Schwarz T., Lawler J., Detmar M. and Lange-
Asschenfeldt B. (2009). The angiogenesis inhibitor thrombospondin-
1 inhibits acute cutaneous hypersensitivity reactions. J. Invest.
Dermatol. 129, 2022-2030. 

Výbohová D., Mellová Y., Adamicová K., Adamkov M. and Hešková G.
(2012). Quantitative changes of the capillary bed in aging human
skin. Histol. Histopathol. 27, 961-967.

Weidner N. (1995). Current pathologic methods for measuring
intratumoral microvessel density within breast carcinoma and other
solid tumors. Breast Cancer. Res. Treat. 36, 169-180. 

Zampell J.C., Yan A., Avraham T., Daluvoy S., Weitman E.S. and
Mehrara B.J. (2012). HIF-1α coordinates lymphangiogenesis during
wound healing and in response to inflammation. FASEB J. 26, 1027-
1039. 

Zgraggen S., Ochsenbein A.M. and Detmar M. (2013). An important role
of blood and lymphatic vessels in inflammation and allergy. J.
Allergy 2013, 672381. 

Zhang Y., Matsuo H. and Morita E. (2006). Increased production of
vascular endothelial growth factor in the lesions of atopic dermatitis.
Arch. Dermatol. Res. 297, 425-429. 

Accepted December 12, 2014

706
Microcirculation in cutaneous lichen planus


