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Summary
Background It is generally accepted that angiogene-
sis is a complex and tightly regulated process charac-
terized by the growth of blood vessels from existing
vasculature. Activation of the Notch signalling path-
way affects multiple aspects of vascular development.
One of the components of the Notch signalling path-
way, Delta-like ligand 4 (DLL4), has recently appeared
as a critical regulator of tumour angiogenesis and thus
as a promising therapeutic target.
Methods This review article includes available data
from peer-reviewed publications associated with the
role of DLL4 in cancer angiogenesis. Searches were
performed in PubMed, EMBASE, Google Scholar and
Web of Science using the terms “tumour angiogene-
sis”, “DLL4”, “Notch signalling” and “anti-cancer ther-
apy”.
Results The survival curves of cancer patients revealed
that the patients with high DLL4 expression levels had
significantly shorter survival times than the patients
with low DLL4 expression. Moreover, a positive cor-
relation was also identified between DLL4 and VEGF
receptors’ expression levels. It seems that inhibition
of DLL4 may exert potent growth inhibitory effects
on some tumours resistant to anti-VEGF therapies.
A great number of blocking agents of DLL4/Notch
signalling including anti-DLL4 antibodies, DNA vac-
cination, Notch antibodies and gamma-secretase in-
hibitors have been studied in preclinical tumour mod-
els.
Conclusion DLL4 seems to be a promising target in
anti-cancer therapy. Nevertheless, the careful evalu-
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ation of adverse effects on normal physiological pro-
cesses in relation to therapeutic doses of anti-DLL4
drugs will be significant for advancement of DLL4
blocking agents in clinical oncology.
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Introduction

It is generally accepted that angiogenesis is a com-
plex and tightly regulated process characterized by
the growth of blood vessels from existing vasculature.
Angiogenesis is indispensable for some physiologi-
cal processes such as foetal development and wound
healing, whereas pathological angiogenesis is a signif-
icant feature of cancer biology. The biological func-
tions of the tumour blood vessels and the normal
functions of the blood vessels are practically identi-
cal. The process of tumour formation is also virtually
identical [1, 2]. It is formed by angiogenic sprouting
and is closely related to the proliferation and migra-
tion of endothelial cells. As a result of stimulation,
pericytes are generated in normally immobile blood
vessels by pro-angiogenic stimuli from inflammatory
and neoplastic cells. The next stage is their separa-
tion from the basement membrane. In this step, they
are partially assisted by proteolysis by matrix metal-
loproteinases (MMPs). At the same time, the vascular
endothelial growth factor (VEGF) revives the penetra-
tion of the endothelial cell sheath (functioning by re-
laxing tight connecting elements between endothelial
cells). The result is a massive extravasation of plasma
proteins that forms the backbone of the extracellular
matrix. The consequence of this is that endothelial
cells press against the surrounding matrix and form
the lumen of the primary germinating vessel through
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proliferation, migration, deformation and dense anas-
tomosis with each other. This process is assisted by
the basal membrane and the pericytes that cover the
endothelial envelope. In the final stage, they accumu-
late with primary blood vessels and form tumour per-
fusion [3–5]. Significantly pathological tumour blood
vessels are deficient. They consist of a greater number
of immature structures: incomplete basement mem-
brane, reduced pericyte coverage, deficit of densely
connecting elements between endothelial cells and
minimal blood perfusion. Hence, the vascular system
in neoplastic tissues plays an important role in twisted
and deformed neovascularization of gigantic penetra-
tion [6]. Structural defects and a perfusion deficit
contribute to the failure of tumour vessels to actively
supply nutrients and get rid of destructive metabolic
waste. Such action leads to hypoxia and acidosis in
the tumour microenvironment [7]. Solid tumours try
to repair quality deficits by intensifying the number
of blood vessels under demanding conditions. Such
connections often lead to the development of more
pathological tumour angiogenesis [8].

It has been widely reported that formation of blood
vessels appeared to be a key process driving tumori-
genesis. Therefore, targeting tumours with angiogen-
esis-based therapy remains a very significant area of
study. As revealed by the studies, activation of the
Notch signalling pathway may affect multiple aspects
of vascular development [9, 10]. One of the compo-
nents of the Notch signalling pathway, Delta-like lig-
and 4 (DLL4), has recently appeared as a critical regu-
lator of tumour angiogenesis and thus as a promising
therapeutic target [11, 12]. The aim of this review
was to discus and assess all relevant studies associ-
ated with the role of DLL4 in cancer angiogenesis and
cancer therapy. Papers published between 2005 and
March 2021 were included. Searchers were performed
in PubMed, EMBASE, Google Scholar and Web of Sci-
ence using the terms “tumour angiogenesis”, “DLL4”,
“Notch signalling” and “anti-cancer therapy”. More-
over, some papers were cross-checked from reference
lists of included papers.

Notch signalling pathway

The Notch pathway is generally accepted as an evo-
lutionarily conserved cell signalling mechanism par-
ticipating in a great number of cellular processes,
e.g., proliferation, differentiation, apoptotic cell death
and stem cell maintenance [13–15]. There are four
Notch receptors: Notch1, 2, 3, and 4. Each of them is
synthesized as a precursor form composed of extra-
cellular, transmembrane and intracellular domains.
Within the Golgi apparatus, the precursor Notch pro-
tein is cleaved by a furin-like convertase to form two
subunits. One subunit contains most of the extracel-
lular domain and the second subunit consists of the
rest of the extracellular and transmembrane domains.
The Notch ligand family comprises five members:

Jagged 1/2 and Delta-like 1/3/4 (DLL1/3/4), which
are also single-pass type I transmembrane proteins.
The extracellular domain of the Notch receptor has
been demonstrated to contain 36 EGF-like repeats
[16]. Ligand binding to EGF-like repeats unfolds the
negative regulatory region (NRR), permitting the next
cleavage by metalloproteases of the ADAM family [11].
During the next step, the secretase complex executes
an intramembrane cleavage releasing the Notch intra-
cellular domain (NotchIC or NICD), which undergoes
translocation to the nucleus. It has been reported that
for activation of Notch signalling, the Mastermind-
like family of proteins (MAML1/2/3) are required.
MAML forms a ternary complex with CBF1-NotchIC
via direct interaction with NotchIC. Then, the ternary
complex composed of CBF1-NotchIC-MAML acts as
a transcription activator, resulting in Notch target
gene transcription. Among the primary targets, there
are several genes belonging to the basic helix-loop-
helix (bHLH) family. Following Notch activation, at
least two families of bHLH proteins are induced: the
Hairy/Enhancer-of-Split (HES) family and the Hairy-
Related Transcription factor (HRT) family ([17]; Fig. 1).

Although a great number of Notch cellular re-
sponses occur as a result of activation of the canon-
ical Notch pathway described above, there are other
proteins that may also act as a Notch ligands and be
responsible for Notch activation. In this noncanonical
pathway, other transmembrane proteins are involved:
Dner, F3/contactin-1 and NB-3/contactin-6. It should
be pointed out that these Notch ligands bind Notch
receptors with less affinity than the conventional
Notch ligands, which is associated with the lack of
a DSL region in their structure [18].

The prognostic role of DLL4 expression in
tumour vasculature

Abundant studies in humans and mice have demon-
strated that DLL4 is strongly expressed by the tumour
vasculature and generally not by the tumour cells
themselves. In various mouse models, high DLL4
expression was observed in the majority of tumour
vessels, compared with significantly lower vascular
expression in adjacent normal tissue. For example,
the expression of DLL4 within the vasculature of clear
cell renal cell carcinoma was upregulated almost
ninefold compared to normal kidney tissue and was
correlated with the level of VEGF. What is interesting
is that the expression of DLL4 in endothelial cells was
upregulated by VEGF. The inhibition of DLL4 was
associated with inhibition of endothelial cell prolif-
eration, migration and network formation [19]. The
survival curves of clear cell renal carcinoma (CCRC)
patients revealed that the patients with high DLL4 ex-
pression levels had significantly shorter survival times
than the patients with low DLL4 expression. The
presence of high DLL4 was clearly associated with
reduced overall survival and progression-free survival
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Fig. 1 Notch receptors are synthesized as immature pre-
cursors in the endoplasmic reticulum. Following proteolytic
cleavage by furin-like convertase (S1 cleavage) in the trans-
Golgi, mature Notch receptors accumulate on the cell surface
as heterodimers composed of the Notch extracellular domain
(NECD), the transmembrane domain (NTM) and the intracel-
lular domain (NICD), held together by non-covalent interac-
tions. Notch signalling-induced trans-activation is triggered
by contact between amembrane-associated ligand on the sig-
nal-sending cell and a Notch-transmembrane receptor on the
signal-receiving cell. The interaction with the ligand predis-

poses the Notch receptor to cleavage by ADAM metallopro-
teases (S2 cleavage), which allows subsequent cleavage by
the gamma secretase (GS) complex (S3 cleavage). S3 cleav-
age leads to the release of active NICD from the membrane,
which translocates to the nucleus and regulates the tran-
scription of specific target genes including Hairy/Enhancer of
Split (HES) family proteins, HES-related proteins (HEY), Notch-
regulated ankyrin-repeat protein and p21cip/waf1, cyclin D1
and 3, c-myc and HER2. CBF1 C promoter-binding factor 1,
Co-RHistone deacetylase co-repressor, LIP-1 lateral signaling
induced phosphatase-1

times. Moreover, a positive correlation was also iden-
tified between DLL4 and vascular endothelial growth
factor receptor-2 (VEGFR2) expression levels. It seems
that inhibition of DLL4 may exert potent growth-in-
hibitory effects on CCRC tumours resistant to anti-
VEGF therapies [20, 21]. Wang et al. revealed that the
high level of DLL4 expression has been conected with
silencing UCA1 (urothelial cancer associated 1) and
inhibition of metastatic ability of renal cancer cells.
This factor is a novel IncRNA that acts as a poten-
tial biomarker and is involved in the development of
cancers [22]. Huang et al. revealed that the levels of
DLL4 continued to increase in cases of haematogenic
CCRC metastases, while on the other hand, miR-
30a continued to decrease in cases of haematogenic
CCRC metastases. It should be pointed out that miR-
30a expression was not equally associated with DLL4
expression and vascular consistency [23].

The importance of DLL4 expression in lung cancer
is ambiguous. Expression of DLL4 was associated with
potentiated hypoxia-1α (HIF1α), microvessel density
(MVD) and VEGF [24, 25]. Overexpression of endothe-
lial DLL4 in mice diagnosed with Lewis lung carci-
noma (LLC) gradually reduced VEGF-R2 expression.
This was associated with a reduction in the sensitivity
of the vessels to the expression of VEGFR2, thus lead-
ing to a reduction in the consistency of the endothe-
lium. The stimulation of DLL4 allowed for greater
spread of chemotherapeutic drugs to the tumour site,
because the tumour vasculature was significantly de-
veloped and invariant [26]. Moreover, sometimes en-
dothelial cells expressing DLL4 (EC) help block the
proliferation of the co-forming NSCLC cells by stimu-
lating Notch1/PTEN signalling in NSCLC cells. It can
be concluded from this that endothelial DLL4 led to
cell weakening in lung cancer [27].
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In the case of superficial and invasive bladder can-
cer, the expression of DLL4 was largely increased too.
Additionally, expression of DLL4 was significantly
associated with VEGF [28]. It was noted that DLL4
showed high expression in breast cancer in intra-
tumoural endothelial cells and ductal carcinoma cells
(approximately 100%). Breast cancer with the high
level of DLL4 expression in the vasculature probably
progressed faster due to the high activity of endothe-
lial DLL4 [29]. The enhanced expression of DLL4
was connected with tumour vascular endothelial cells
and rarely with tumour cells in glioblastoma patients.
Moreover, a significant correlation of high DLL4 ex-
pression with shorter time to progression (TTP) and
OS was established [30]. Qiu et al. revealed that high
DLL4 expression was positively related to PTBE [31].

The complex interplay between DLL4 and VEGF

A few years ago, the VEGF pathway began to be used
in cancer therapy. In the course of research, it was
discovered that blockade of the VEGF-A ligand with
a monoclonal antibody may contribute to tumour
development. More efforts have been made to find
a suitable way to reduce the VEGF pathways. The
goal was to block the VEGF-A ligand and the VEGFR2
receptor [32]. Research results demonstrated that
inhibition of this pathway in tumour-bearing mice
was associated with vessel clipping and reduction
of angiogenic sprouting [33]. Reduced tumour an-
giogenesis contributes to the reduction of tumour
growth in various types of cancer. These results have
been substantiated in proven phase III clinical trials of
anti-VEGF drugs (colon cancer, renal cell carcinoma
and breast cancer). Studies have shown that DLL4
expression plays a very important role in modulat-
ing VEGF signalling. It seems then that the balance
between these two pathways may play an important
role as a result of the therapeutic modification of
their signalling [34]. Blocking Notch signalling by
inhibiting DLL4 or by reducing the Notch signalling
enzyme complex (gamma secretase) damaged nor-
mal vascular organization and function. On the other
hand, it stimulated the number of endothelial cells in-
volved in germination and vessel density [35]. Third,
increasing the level of Notch DLL4 ligand reduced
VEGF-activated proliferation of endothelial cells and
inhibited VEGFR2 expression. By attaching Notch
inhibitors to this, the effect can be quite the oppo-
site. VEGF signalling is “located above” the Notch
pathway, and induction of VEGF signalling stimulates
Notch signalling by enhancing expression of Notch
ligands, e.g., DLL4. Increasing the Notch ligands and
their binding to associated Notch receptors reduced
VEGFR2 expression. It can be concluded that the
Notch pathway trims and creates patterns of vascular
networks [36]. It does this by locally standardizing
the sensitivity of endothelial cells to global VEGF
pro-angiogenic factors. On the other hand, blocking

Notch/DLL4 contributes to an increase in VEGFR2
mRNA expression. Thus, VEGF activates angiogenesis
and Notch signalling helps VEGF do this. A reasonable
solution would be to introduce combined DLL4 and
VEGF in cancer therapy [37]. Some studies revealed
that DLL4 itself contributes to tumour growth through
bevacizumab, a VEGF inhibitor. The combined block-
ing of DLL4 and VEGF signalling was clearly associ-
ated with sensitization of the tumour to VEGF block,
thereby rendering the tumour hypoxic and reducing
tumour growth and angiogenesis several fold. DLL4
mediated tumour resistance to bevacizumab, which
is a known VEGF inhibitor. In consequence it may
lead to tumour regrowth and the generation of resid-
ual well-organized large vessels [38]. The combined
suppression of DLL4 and VEGF signalling can re-sen-
sitize tumours to VEGF inhibition, enhancing tumour
hypoxia and reducing tumour angiogenesis [39]. In
recent years, some bispecific monoclonal antibodies
targeting both hDLL4 and hVEGF have been estab-
lished and show inhibitory effects on tumour cells
and the vasculature. Among them it should be men-
tioned about navicixizumab [40], HD-105 [41], Hb-32
[42] and ABT-165 [43].

Some promising ways of targeting DLL4 during
anti-cancer therapy

A great number of blocking agents of DLL4/Notch
signalling, including anti-DLL4 antibodies, DNA vac-
cination, soluble DLL4-Fc, Notch Fc decoys, Notch
antibodies and gamma-secretase inhibitors have been
studied in preclinical tumourmodels [36–43]. Asmen-
tioned above, one of these approaches is connected
to specific targeting of DLL4 by the use of anti-DLL4
antibodies. Humanized anti-DLL4 (anti-hDLL4) IgG
antibodies are commonly used in pre- or clinical
studies to suppress cancer development by means of
reducing CSC frequency [44] and to inhibit tumour
angiogenesis by inducing the production of immature
non-functional blood vessels [45]. It should be men-
tioned that despite its potent anti-tumour activity,
anti-DLL4 antibodies demonstrate a high level of tox-
icity [43–45]. After an in-depth analysis of anti-hDLL4
IgG antibodies in athymic nude mice, anti-DLL4 an-
tibodies contributed to non-linear pharmacokinetics
(PK) and rapidly spread to lung and liver. With more
intensive dosing (more than 10mg/kg), the clearance
was reduced [46]. Importantly, recruitment of DLL4
in normal tissues may in some ways block VEGFR2,
which abnormally activates Notch/VEGF signalling,
transforms vascular homeostasis and contributes to
pathological EC activation [47]. In the livers of animal
models such as mice, rats and cynomolgus monkeys,
the anti-DLL4 treatment contributes to pathologi-
cal changes such as sinusoidal (SD) development,
medico-lobular atrophy of the liver, bile duct prolif-
eration and liver malfunction. It was also noted that
vascular lesions appeared in the skin, heart and lungs
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of rats [47]. Anti-DLL4 F(ab′)2 antibodies reduce the
full length of IgG, which is associated with inhibition
of DLL4 toxicity. They have a short lifetime and, unlike
IgG anti-hDLL4 antibodies, which have anti-cancer
applications, they are eliminated from the body faster.
It can be seen that overall toxicity is reduced while
anti-DLL4 liver toxicity is unavoidable at the genetic
level [48]. The anti-DLL4 3Nb3 nanobody is reduced
to the value of 15kD and is characterized by higher
affinity and specificity for the DLL4 antigen [49].
Nanobodies have a shorter lifetime and significantly
higher clearance than antibodies. It is assumed that
nanobodies reduce the toxicity associated with inhi-
bition of DLL4, but this has never been scientifically
proven. In addition to nanobodies, the GD16-PTX-
NP nanomedicine profiled on DLL4 was also speci-
fied. During preclinical studies, it was found that it
has an anti-angiogenic effect on FaDu subcutaneous
xenografts [50]. GD16-PTX-NP is responsible for the
release and long-term effect of the anti-angiogenic
model drug paclitaxel. Additionally, it is conditioned
by the GD1 peptide which binds tumour endothelial
DLL4 together [50].

Conclusion

1. Notch ligand DLL4 has appeared as a critical factor
regulating the process of tumour angiogenesis.

2. Inhibition of DLL4 results in non-productive angio-
genesis with an inhibitory effect on tumour devel-
opment.

3. The careful evaluation of adverse effects on nor-
mal physiological processes in relation to therapeu-
tic doses of anti-DLL4 drugs will be significant for
advancement of DLL4 blocking agents in clinical
oncology.
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