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ABSTRACT

Cancers may escape elimination by the host immune system by rewiring the tumour micro-
environment towards an immune suppressive state. Transforming growth factor-β (TGF-
β) is a secreted multifunctional cytokine that strongly regulates the activity of immune 
cells while, in parallel, can promote malignant features such as cancer cell invasion and 
migration, angiogenesis, and the emergence of cancer-associated fibroblasts. TGF-β is 
abundantly expressed in cancers and, most often, its abundance associated with poor 
clinical outcomes. Immunotherapeutic strategies, particularly T cell checkpoint block-
ade therapies, so far, only produce clinical benefit in a minority of cancer patients. The 
inhibition of TGF-β activity is a promising approach to increase the efficacy of T cell 
checkpoint blockade therapies. In this review, we briefly outline the immunoregulatory 
functions of TGF-β in physiological and malignant contexts. We then deliberate on how 
the therapeutic targeting of TGF-β may lead to a broadened applicability and success of 
state-of-the-art immunotherapies.
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INTRODUCTION

Transforming growth factor-β (TGF-β) comprises a large family of structurally related and 
multifunctional cytokines that include the TGF-β1, -β2, and -β3 isoforms; activins and 
bone morphogenetic proteins (BMPs) are also considered to be part of the TGF-β family 
but are not the focus of this review. These secreted dimeric proteins assume crucial roles 
in embryonic development, in tissue repair, and in homeostasis of the skeleto-muscular, 
cardiovascular, nervous, endocrine, and immune systems1,2. Genetic studies in mice and 
humans have revealed that perturbation of TGF-β activity can lead to a large variety 
of developmental disorders as well as pathologies. For example, a majority of Tgfb1-
knockout mice die just after birth due to profound multifocal inflammatory disease3, and 
mutations in the TGFB1 gene have been linked to Camurati–Engelmann disease and 
inflammatory bowel disease3–5. 

TGF-β signals by inducing heteromeric complexes of selective cell surface TGF-β type I 
and type II receptors, i.e. TGFβRI and TGFβRII6,7. Upon heteromeric complex formation, 
the constitutively active TGFβRII kinase phosphorylates TGFβRI, leading to its activation 
and phosphorylation of downstream effector proteins (Figure 1A). Receptor regulated 
SMADs, i.e. SMAD2 and SMAD3, can be recruited to activated TGFβRI, and become 
phosphorylated at two serine residues, at their carboxy-termini. Activated SMAD2 and 
SMAD3 can form heteromeric complexes with SMAD4 that translocate to the nucleus 
where, together with co-activators and co-repressors, they regulate the expression of 
target genes. The affinity of SMAD proteins for DNA is weak, and interaction of other DNA-
binding transcription factors is needed for efficient gene regulation8,9. These co-factors 
are subjected to regulation by extracellular and intracellular cues, which contributes to 
the highly context and tissue-dependent effects of TGF-β10 (Figure 1A). 

Each step of the pathway is stringently regulated. An important control mechanism 
is that TGF-β is secreted in a latent form where the amino terminal remnant of TGF-β 
precursor protein (also termed latency associated protein (LAP)) is wrapped around the 
active carboxy domain, shielding it from receptor binding11. LAP cooperates with the latent 
TGF-β binding protein (LTBP) (or related proteins) at the extracellular matrix (ECM), or 
with GARP, a cell surface docking receptor that mediates cell surface display of the latent 
complex11. Activation of latent TGF-β can be achieved via proteases that cleave the LAP 
portion of the complex or via integrins that upon mechanical forces can dissociate LAP 
from functional TGF-β. An inhibitory SMAD, SMAD7, antagonizes TGF-β/SMAD signalling 
by competing with SMAD2/SMAD3 for TGFβRI binding and by recruiting E3 ubiquitin 
SMURF ligases and, thereby, targeting TGFβRI for proteasomal degradation12,13. SMAD7 
is transcriptionally induced by TGF-β, and thereby constitutes an important negative 
feedback mechanism of TGF-β activity12. Finally, TGF-β bioavailability is controlled by 
axillary receptors and soluble ligand-binding proteins that can mediate the interaction 
of TGF-β with its receptors14. 

4
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TGF-β has been proposed to have a biphasic role during cancer progression15. At early 
stages of oncogenesis, it acts as tumour suppressor by mediating growth arrest but, at 
advanced stages, it can act as tumour promotor by supporting invasion and metastasis of 
cancer cells while its cytostatic effects are blocked by the rewiring of its signalling during 
malignant transformation16,17. Importantly, TGF-β also exerts profound effects on other 
cells that compose the tumour microenvironment (TME) as it promotes angiogenesis, the 
emergence of cancer-associated fibroblasts, and thwarts anti-cancer immunity18,19. This 
latter aspect of TGF-β activity will be the focus of this review. 

We start with a discussion on the immunoregulatory functions of TGF-β in the development 
of the immune system and inflammatory processes, followed by a description of its role in 
the TME. Finally, we describe how state-of-the-art immunotherapies can synergize with 
the therapeutic targeting of TGF-β signalling, albeit the challenging nature of TGF-β as 
a therapeutic target.
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Figure 1. Targeting TGF-β, a pleotropic pathway with effects on cancer cells and tumour microenvi-
ronment. (A) TGF-β is secreted by cells in an inactive form in which the latency associated peptide 
(orange) is wrapped around the mature TGF-β (green), preventing it from binding to cell surface re-
ceptors. Latent TGF-β can be activated by integrins or metalloproteases, among other mechanisms. 
Once activated, TGF-β binds initially to TGFβRII and thereafter recruits TGFβRI, thereby forming 
a heteromeric or heterotetrametric (not drawn) complex. Upon ligand-induced complex formation, 
TGFβRII kinase phosphorylates TGFβRI, which propagates the signal into the cell by phosphorylating 
SMAD2/3 molecules. Activated SMAD2/3 partner with SMAD4, translocate into the nucleus, where 
this complex can interact with DNA in a sequence-specific manner and regulate transcriptional 
responses. The TGF-β signalling pathway can be targeted at several levels indicated by the red 
symbols: 1 – Transcription/translation of TGF-β genes with siRNAs or antisense oligonucleotides; 2 – 
Release of active TGF-β via integrins; 3 – Release of active TGF-β from LAP; 4 – TGF-β ligands and 
TGF-β receptor binding; 5 – TGFβRI kinase activity. (B) Schematic overview of the effects of TGF-β 
on the tumour microenvironment (TME). (I) Latent TGF-β is present in high amounts in the TME and, 
when locally activated by i.e. integrins or metalloproteases. TGF-β can affect cells locally. (II) TGF-β 
induces the activation of tumour supporting cancer-associated fibroblasts (CAFs), which create a 
physical barrier around the TME that hampers the influx of immune cells. Moreover, CAFs produce 
high amounts of TGF-β themselves. (III) Immune-modulatory molecules that further enhance the 
immunosuppressive milieu are being upregulated by tumour and resident immune cells (i.e. PD-L1 
and IDO, respectively) and being secreted (i.e. arginase). (IV) High amounts of TGF-β increase the 
tumour cellular motility leading to an invasive phenotype contributing to metastasis.

THE PHYSIOLOGICAL ROLE OF TGF-β IN THE DEVELOPMENT OF THE 
IMMUNE SYSTEM
The immune system is vital in conferring protection from pathogens20. In vertebrates, it 
is comprised by a myriad of cell types and molecules that cooperate during immune de-
fence processes. On one hand, the immune system has evolved to react robustly against 
external insults, on the other hand, it ensures a swift resolution of inflammatory responses 
and, importantly, the discrimination between self and non-self antigens21–23. It thereby 

4
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prevents abnormal or exacerbated responses like the ones observed in autoimmunity20. 
TGF-β is essential for the development of the immune system and during inflammatory 
processes, but is also responsible for dampening ongoing immune responses24. Its rele-
vance in immunity is best highlighted by the fact that most immune cells are capable of 
producing TGF-β and potently respond to its effects. 

Hematopoietic stem cells reside in the bone marrow where they give rise to myeloid and 
lymphoid progenitors that can further differentiate into all immune cell types of their re-
spective lineages25. The generation of hematopoietic stem cells requires Tgf-β signalling 
at embryonic stages26 and, at later stages of development, Tgf-β can have a systemic 
impact on the immune system by regulating hematopoietic stem cell fate. High levels of 
TGF-β keep hematopoietic stem cells in a quiescent state that ensures a permanent pool 
of stem cells throughout life27,28. Furthermore, fluctuations in TGF-β levels can push differ-
entiation processes towards particular immune cell subsets28: for example, high TGF-β1 
levels favour megakaryopoiesis over the generation of other myeloid descendants29. Of 
note, most research thus far has been performed on the effects mediated by the TGF-β1 
isoform while the complete scope of TGF-β activity on the development of the immune 
system remains to be fully revealed.

TGF-β IN INNATE IMMUNITY
In most vertebrates, the immune system can be subdivided into two main compartments: 
the innate and the adaptive immune system. The innate immune system is composed 
by both myeloid cells including monocytes, macrophages, and dendritic cells (DCs), 
granulocytes as well as innate lymphocytes, most notoriously natural killer (NK) cells. 
These subsets provide the first line of defence against pathogens as they can engage 
threats in a non-specific manner30. Furthermore, subsets such as DCs play an essential 
role in bridging innate and adaptive immune responses. NK cell development and 
differentiation is strongly influenced by TGF-β as it was demonstrated that activation of 
the TGF-β pathway counteracts the development of mature NK cells from its progenitors 
and, thereby, can increase susceptibility of hosts to viral infections31,32 (Figure 2). Moreover, 
the effector functions of NK cells are also impaired in presence of TGF-β as their cytolytic 
activity is inhibited via decreased degranulation as well as diminished production of 
granzyme B, perforin, and interferon (IFN)-γ33. In myeloid cells, TGF-β stimulates the 
survival of monocytes via increased expression of transcription factors RUNX1 and 
SOX4 and tumour necrosis factor ligand TNFSF14 that, together, inhibit apoptosis and 
support cell survival34. Alveolar macrophages and Langerhans cells require Tgf-β for 
their differentiation as well as for the maintenance of mature cell pools where autocrine 
signalling plays a major role35,36. Other macrophage subsets seem to be less dependent 
on the effects of Tgf-β activity during their developmental phase35. Nevertheless, 
TGF-β does impact their phagocytic activity, namely, through the down-regulation of 
CD36 and class A scavenger receptors37,38. DCs combine their capacity to phagocyte 
extracellular material with a special status as professional antigen presenting cells. They 
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are essential for triggering adaptive immune responses through (cross-) presentation 
of antigens and provision of co-stimulatory signals (e.g. CD80/86) that are essential for 
T-cell activation39,40. The maturation and differentiation of DCs is impaired by TGF-β41 as 
its presence can result in sub-optimal DC-mediated T-cell activation. More specifically, 
differentiated DCs were found to have impaired expression of major histocompatibility 
class (MHC)-II and co-stimulatory molecules upon stimulation with lipopolysaccharides 
and TGF-β, resulting in impaired antigen processing and presentation42–44. Furthermore, 
DCs with such an immature phenotype displayed immune suppressive features conferred 
by the production of Indoleamine-pyrrole 2,3-dioxygenase (Ido)1 and Tgf-β45,46.

TGF-β IN ADAPTIVE IMMUNITY
T cells together with B cells compose the adaptive immune system, which is responsible 
for the generation of antigen-specific responses and the establishment of immunological 
memory. T cells develop in the thymus, where positive selection of T cells that can rec-
ognize MHC–peptide complexes takes place, while cells that exhibit reactivity towards 
autologous antigens are deleted (negative selection)47. Tgf-β is constitutively expressed in 
the thymus and forms an essential factor during negative selection as it leads to increased 
expression of pro-apoptotic Bcl2-like protein Bim, specifically in autoreactive T cells, 
resulting in apoptosis via caspase-348. In addition, up-regulation of chemokine receptor 
Cxcr3, in the absence of Tgf-β, results in aberrant localization of T cells in the thymus and 
escape from negative selection as they avoid interaction with medullary thymic epithelial 
cells48,49. Furthermore, the maturation of medullary thymic epithelial cells is also impaired 
in the absence of Tgf-β which further supports the accumulation of autoreactive T cells48. 

T cells are composed of several subsets, including CD8+ cytotoxic lymphocytes and 
CD4+ T cells that can be further divided into Th1, Th2, Th17, and regulatory T cell (Tregs) 
subsets50; TGF-β exerts distinct effects on all these populations due to the combinatorial 
activity of other signalling pathways that are differentially active in those subsets51. Naive 
CD4+ T cells are steered by TGF-β to differentiate into Tregs through up-regulation of 
the FOXP3 transcription factor and subsequent down-regulation of the TGF-β signalling 
inhibitor Smad7, thereby increasing the susceptibility of these cells for TGF-β pathway 
activation52–54. Also, differentiation of naive T cells into the Th17 phenotype is induced by 
Tgf-β1 in the presence of IL-655. Th17 cells play a role in the defence against pathogens 
at mucosal barriers and their strong pro-inflammatory features can facilitate tumorigene-
sis56. In opposition, the differentiation of helper phenotypes, Th1 and Th2, which support 
cell-mediated and humoral immune responses is inhibited by TGF-β activity through de-
creased transcriptional activity of TBX21 (T-bet) and GATA3, respectively57–59. In line with 
the suppression of Th1 responses, activated CD8+ T cells do not acquire cytotoxic features 
in presence of high levels of Tgf-β60; IFN-γ, granzyme A and B, perforin, and Fas ligand 
expression are all down-regulated by this cytokine61–64. The decrease in IFN-γ production 
by CD4+ T cells was found to be mediated by inhibition of mitochondrial respiration via 
phosphorylation of SMAD2/3 proteins65. 

4
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B cells develop in the bone marrow and undergo selection based on the specificity of their 
immunoglobulin receptor to warrant central tolerance (negative selection) and antigen 
affinity (positive selection)66. The whole process of differentiation and maturation from 
pre-B cell to plasma cell is under control of TGF-β67,68. At secondary lymph nodes, and 
upon antigen recognition via the B-cell receptor, naive B cells undergo somatic hypermu-
tation accompanied by clonal selection, and class switch recombination of the immuno-
globulin locus further differentiating into memory B cells or plasma cells. Class switching 
replaces the heavy chain constant region of the immunoglobulin locus so that IgG, IgA, 
and IgE antibodies can be produced. High concentrations of TGF-β inhibit switching to 
most IgG isotypes, while switching to IgA isotypes and secretion of IgA by plasma cells 
is promoted by TGF-β in a SMAD-dependent manner67–69. Immunoglobulins of the IgA 
isotype are involved in the primary immune response against pathogens, whereas IgG 
plays a fundamental role in the generation of adaptive and memory immune responses. 
IgG isotypes can induce antibody-dependent cellular cytotoxicity (ADCC)70, and anti-
gen-bound IgG and IgM molecules can activate the complement system70. Consequently, 
switching the balance towards the IgA isotype generally results in less efficient cytotoxic 
immune responses.

TGF-β AS MASTER REGULATOR OF TUMOUR MICROENVIRONMENT
In homeostasis, a delicate balance controls the pleiotropic functions of TGF-β but this 
balance is often disrupted in cancers. TGF-β generally functions as a tumour suppressor 
gene; inhibiting proliferation, regulating differentiation and, eventually, promoting apop-
tosis. Thereby, the presence of TGF-β in the TME can be a strong selective agent for the 
clonal outgrowth of cancer cells that acquire (epi) genetic changes that disrupt or rewire 
the TGF-β pathway. Moreover, cancer cells can become abundant sources of TGF-βand 
thereby, impose its inhibitory effects on other cells of the TME while benefiting themselves 
from malignant properties provided by this cytokine such as an increased invasive and 
metastatic potential. Unsurprisingly, genetic alterations affecting members of the TGF-β 
pathway can be observed in approximately 40% of cancers71. Mutations in genes encoding 
TGF-β signalling components, including TGFBR2 and SMAD4, are particularly common in 
gastrointestinal malignancies, which might relate to the important role that inflammation 
plays in the aetiology of gastrointestinal tumours71.
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Figure 2. TGF-β effects on immune cell subsets. TGF-β regulates proliferation, activation, and dif-
ferentiation of immune cells. More specifically, the recognition of target cells and cytotoxic effector 
functions of NK cells are inhibited by TGF-β. TGF-β mediates the recruitment of monocytes and 
impairs the expression of cell surface receptors in macrophages. Macrophages and neutrophils 
secrete immune suppressive molecules instead of inflammatory compounds (i.e. iNOS and ROS) in 
response to TGF-β. The maturation and antigen presentation capacity of dendritic cells is decreased 
upon challenge with TGF-β, which subsequently influences the stimulation of B and T cells. B-cell 
activation is diminished and class switching to most immunoglobulin (Ig) isotypes is hampered. CD4+ 
T cells are driven by TGF-β to differentiate into Tregs instead of the Th1 or Th2 phenotypes. Features 
of CD8+ T cells like target recognition, cytotoxicity, and proliferation are all thwarted by TGF-β.

IMMUNE CELLS WITHIN THE TUMOUR MICROENVIRONMENT
The effects of TGF-β on the development of the immune system are somewhat recapit-
ulated in the TME, in particular its immune suppressive effects (Figure 1B). TGF-β acts 
as a chemo-attractant for monocytes72 and induces the expression of integrins in these 
cells with affinity to collagen type IV, laminin and fibronectin thereby supporting their 
embedding in the ECM of tumours73,74. TGF-β further stimulates the secretion of matrix 
metalloproteinases that digest surrounding tissues thereby facilitating the entrance of 
immune cells like monocytes into tumours74. There, TGF-β drives the differentiation of 
monocytes into macrophages and, from that moment onwards, the role of TGF-β switches 
from pro-inflammatory to immune suppressive on this myeloid subset. Macrophages, as 
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well as neutrophils, were found to adopt pro-tumorigenic phenotypes in the TME under 
TGF-β contro34,75. These pro-tumorigenic macrophages and neutrophils secrete immune 
suppressive molecules like Arginase 1 that replace molecules like inducible nitric oxide 
synthase (iNOS) or reactive oxygen species (ROS),which are produced by their pro-inflam-
matory counterparts34,75. The increased Arginase levels result in L-arginine depletion and, 
consequently, decreased expression of CD3ζ. The latter thwarts T-cell activation through 
decreased T-cell receptor (TCR) expression, thereby supporting immune escape76,77. 

In addition to the previously discussed impact of TGF-β on lymphocyte development and 
activity, it has recently been described that Tgf-β inhibits anti-cancer activity of CD4+ T 
cells in the TME of breast cancer in mice78,79. Conditional deletion of TgfbrII, specifically 
in CD4+ T cells, stops cancer progression via increased levels of IL-4 that are secreted by 
CD4+ Th2 cells. The IL-4 levels induce remodelling of the vasculature which subsequently 
results in hypoxia at avascular areas leading to cancer cell death78. Similar effects were 
observed after treatment with a bispecific antibody, 4T-Trap, targeting CD4 and TgfβrII79. 
The anti-tumour efficacy of NK cells is also hampered by TGF-β. Engagement of cancer 
cells by NK cells is diminished due to decreased expression of natural cytotoxicity recep-
tor NKp30, NK glycoprotein DNAM-1 and Killer Cell Lectin Like Receptor (NKG2D) in the 
presence of TGF-β80,81. This, together with the fact that in a TGF-β-rich environment CD8+ 
T cells may be improperly primed and have reduced cytotoxic activity, differentiation of 
CD4+ T cells is swung towards a regulatory phenotype, and IgG production is inhibited, 
all favours immune escape in cancers.

REMODELLING THE EXTRACELLULAR MATRIX
Beyond cancer and immune cells, there are other important players to account in the TME 
such as fibroblasts and vessels but also the ECM where cells are embedded and which is 
essentially composed of collagen fibres, proteoglycans and other proteins. A pan-cancer 
analysis of ECM-coding genes revealed the dysregulation of 58 (30 up-regulated and 28 
down-regulated) genes in cancers in comparison with healthy tissues82. Genes that were 
up-regulated, i.e. matrix metalloproteinases and collagens, positively correlated with high 
mutation burden and neoantigen availability and elevated expression of immune suppres-
sive molecules (IDO1, B7-H3, PD-L2)82. This observation suggests that the remodelling of 
the ECM in cancers may also constitute a mechanism of immune evasion83–85. Interestingly, 
it was shown that this dysregulated ECM signature was largely derived from transcriptional 
profiles of cancer-associated fibroblasts (CAFs), and that the most prominent molecular 
driver of their activity was TGF-β and its associated molecules82. It is now known that 
CAFs actively remodel the ECM, thereby creating a physical barrier that impairs immune 
cell infiltration86. TGF-β induces the formation of CAFs not only from fibroblasts, but also 
from endothelial cells and mesenchymal stem cells87–89, thereby creating a self-enabling 
response connecting TGF-β availability, malignant features, and immune suppression. 
Not surprisingly, an abundance of fibroblasts in cancer, and particularly CAFs, is often 
related to advanced disease and predicts poor patient prognosis90,91.
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INTEGRINS AS GATEKEEPERS OF TGF-β AVAILABILITY
Communication between ECM components and cells is largely mediated by integrins; 
transmembrane receptors that mediate signalling and control processes of cell survival, 
proliferation, and others, based on the availability of extracellular ligands. αVβ6 and αVβ8 
are two integrins that are potent activators of latent TGF-β, which is abundantly present in 
the ECM92,93. By locally releasing active TGF-β they play a role in the bioavailability and, 
consequently, the immunosuppressive character of the TME. Both integrins are exclu-
sively expressed on epithelial cells93,94 and release active TGF-β from LAP in cooperation 
with metalloproteases. Furthermore, αVβ6 can liberate active TGF-β in a force-dependent 
manner through contraction of the actin cytoskeleton94. A similar process can be mediat-
ed by αVβ8 in order to release TGF-β from the adaptor protein GARP95. GARP is mainly 
expressed by Tregs and platelets but also aberrantly expressed in several cancers96. Ac-
cordingly, increased GARP surface expression on tumour cells was found to be correlated 
with worse overall survival for patients of several tumour types96. The potential of Garp as 
a therapeutic target was illustrated in xenogeneic NSG mice models, which lack mature T, 
B, and NK cells. Treatment with anti-Garp antibodies decreased the immunosuppressive 
function of Tregs in a graft-versus-host setting by diminishing the availability of active 
Tgf-βin the TME97.GARP forms, in our opinion, a promising treatment target to diminish 
the release of active TGF-β in the TME although studies on GARP are still in pre-clinical 
phase. Minimizing the amount of active TGF-β would break the feed-forward loop that 
promotes the differentiation to CAFs and the subsequent production of more integrins, 
collagen and fibronectin as well as other cytokines98. Following the same line of thought, 
a phase I clinical trial was initiated to diminish the release of active TGF-β making use of 
an αVβ8 antagonist (Table 1; NCT04152018). Finally, integrin αE(CD103)β7 is up-regulated 
in T cells by TGF-β and is an important molecule to mount anti-tumour immune responses 
as it supports T-cell effector functions and enables them with tumour residency features 
as it is a receptor for E-cadherin which is expressed on epithelial cancer cells99,100.

TGF-β PATHWAY IN THE AGE OF CHECKPOINT BLOCKADE
The field of immuno-oncology received a major boost in the last decades with the iden-
tification of immune checkpoints in T cells and their targeting with therapeutic antibod-
ies101,102. In particular, CTLA-4, PD-1 and PD-L1 targeting have formed the basis for check-
point blockade therapies that provided impressive results, particularly in cancers with 
a strong immunogenic profile103–106. Although the overall response rate to checkpoint 
blockade is still low, the induced responses can be long-lasting and have remarkably 
improved cancer patient survival, especially the ones affected by cancers that present 
with high mutation burden (e.g., lung cancer and melanoma). In advanced melanoma, 
response rates to checkpoint blockade immunotherapies can be as high as 50% de-
pending on therapeutic regimens (single agent vs. combination therapies) and previous 
treatment history107,108. It is of utmost importance to further understand the biological 
basis of checkpoint blockade response to identify patients that are most likely to benefit 
from these interventions in order to avoid fruitless treatment cycles and unnecessary 
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exposure to side-effects. In addition, the understanding of factors determining resistance 
to treatment in non-responsive patients would stimulate the development of alternative 
treatment strategies that could sensitize patients to immunotherapeutic interventions. 

Checkpoint blocking antibodies prevent receptor–ligand binding of inhibitory molecules, 
thereby blocking the transmission of inhibitory signals that induce an anergic state and 
dysfunctionality in T cells109,110. Recently, the Fc receptor of checkpoint blocking antibod-
ies was also proposed to play an important role through the induction of antibody-de-
pendent cellular cytotoxicity (ADCC) via macrophages and NK cells, and complement 
activation111–113. This composes an additional route of efficacy for IgG1 anti-CTLA-4 and 
anti-PD-L1 antibodies. Whereas binding of the Fc receptor fromanti-CTLA-4 and anti-PD-L1 
antibodies results in enhanced anti-tumour efficacy by, respectively, depleting Tregs and 
destroying cancer cells111,112,114, the opposite effect is observed with anti-Pd-1 antibodies 
where the elimination of Pd-1+ T cells and NK cells diminishes its anti-tumour efficacy114,115.

INHIBITING THE TGF-β SIGNALLING PATHWAY
A number of strategies to interfere with the activation of TGF-β signalling in cancer 
have been proposed (Figure 1A). Their successes and limitations have been reviewed 
elsewhere116,117. In short, available therapeutic agents can either target the bioavailability 
of TGF-β, ligand–receptor interactions, the kinase domain of TGF-β receptors or other 
signalling molecules. They are available in the form of neutralizing antibodies, ligand 
traps, small molecule inhibitors or antisense oligonucleotides. However, thus far, all these 
different treatment approaches did not surpass phase II clinical trials due to severe ad-
verse events or lack of clinical benefit. Toxicities associated with TGF-β targeting agents 
comprise cardiac toxicity, including inflammatory, degenerative and haemorrhagic lesions 
in the heart valves, and skin lesions such as cutaneous squamous-cell carcinomas, basal 
cell carcinomas, eruptive keratoacanthomas, and hyperkeratosis116. The type of toxicities 
observed is highly dependent on the therapeutic agent employed to target TGF-β: ligand 
traps and antibodies are more likely to induce skin toxicity, whereas small molecule kinase 
inhibitors are associated with cardiovascular toxicity. Of note, and considering the role of 
TGF-β as tumour suppressor, it will be important to understand whether TGF-β-targeting 
treatments can increase the risk for secondary malignancies in addition to skin neoplasias. 
In the next sections, we will discuss pre-clinical combination therapies followed by the 
ongoing interventional clinical trials that combine immunotherapy with TGF-β targeting 
and are registered at clinicaltrials.gov (Table 1).

COMBINED TARGETING OF TGF-β AND IMMUNE CHECKPOINT MOLE-
CULES
A conspicuous TGF-β-associated transcriptional signature can discriminate specific mo-
lecular subtypes in several cancers118–120; in colorectal cancers, transcriptomic profiling 
revealed four consensus molecular subtypes (CMS), where CMS4 is characterized by 
prominent mesenchymal features that are driven by TGF-β activation. This subtype is 
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also associated with worst clinical prognosis119,121,122. Patients diagnosed with CMS4 col-
orectal cancers were shown to carry neoantigen-reactive T cells despite the fact that 
these patients do not benefit from checkpoint blockade in an advanced setting123,124. In 
addition, these tumours display some hallmarks of ongoing anti-tumour immunity and 
inflammatory processes, indicating a certain degree of immunogenicity that might be 
counterbalanced by TGF-β123. In mice models that recapitulate the CMS4 molecular sub-
type, exclusion of CD4+ and CD8+ T cells could be explained by the presence of high Tgf-β 
levels that were produced by CAFs and other cells of the TME. Monotherapy treatment 
with the TgfβrI small molecule inhibitor galunisertib increased both CD4+ Th1 responses 
and cytolytic activity of the CD8+ T cells, resulting in decreased tumour volume and re-
duced metastasis formation125. Moreover, the combination of galunisertib with anti-Pd-l1 
enhanced the number of therapy responders remarkably compared with either monother-
apy125. Melanoma and breast cancer mice models also showed increased immunity and 
survival benefits with galunisertib monotherapy or combined with checkpoint blockade 
antibodies126,127. Tgf-β-induced immune cell exclusion was also observed in an urothelial 
mice model, where non-responders to anti-Pd-l1 agent atezolizumab showed high Tgf-β 
signalling activity in CAFs128. Again, addition of anti-Tgf-β enhanced T-cell infiltration into 
the tumour core and induced tumour regression128. 

In a squamous cell carcinoma model a synergistic effect of a pan-Tgf-β neutralizing an-
tibody and anti-Pd-1 therapy was observed and resulted in a higher influx of cytotoxic 
and helper T cells, accompanied by a decrease in the proportion of Tregs, compared 
with anti-Pd-1 monotherapy129. Recently, an antibody was developed, termed SRK-181, 
that interferes with Tgf-β signalling by keeping Tgf-β1 in a latent form130. It interacts with 
LAP and inhibits activation of TGF-β1 in all latent LTBP- and GARP-containing complexes. 
Combinatorial treatment with SRK-181 and an anti-Pd-1 antibody, in mice with syngeneic 
tumours that are resistant to anti-Pd-1 treatment, led to decreased tumour growth and 
improved survival with an increase in intratumoral cytotoxic T cells and a decrease in 
immunosuppressive myeloid cells. Importantly, no (cardio)toxicity was observed, which 
could be due to the specific targeting of the TGF-β1 isoform; TGF-β2 and TGF-β3 have 
been shown to have important functions in the cardiovascular system in humans131–134. 
Also, an antibody that targets Garp and Tgf-β1 in a colon carcinoma mouse model was 
found to increase the anti-tumour efficacy of anti-Pd-1 therapy135. This observation was 
explained by immune-related effects that included increased activation of CD8+ T cells 
and inhibition of TGF-β-mediated, Treg immune suppressive activity135. Also, thrombin was 
found to mediate the release of active Tgf-β by cleaving Garp from platelets, resulting in 
systemic activation of latent Tgf-β in tumour bearing mice. Consequently, the inhibition of 
thrombin resulted in enhanced efficacy of checkpoint blockade therapy in murine breast 
and colon cancer models136.

4
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CLINICAL EXPLOITATION OF THE SYNERGISTIC POTENTIAL OF TGF-β 
INHIBITORS WITH IMMUNOTHERAPIES
Galunisertib is a thoroughly studied small molecule, TGFβRI kinase inhibitor. Pre-clinical 
mouse models showed promising treatment effects but, at the same time, cardiac tox-
icity137,138. An intermittent treatment schedule, or so-called ‘drug holiday’, was found to 
minimize toxicity in mice and humans139,140. The importance of the treatment schedule on 
the clinical outcome127 was further illustrated by the enhanced efficacy of anti-Ctla-4 anti-
body during concurrent galunisertib treatment in mice with melanoma, while the efficacy 
of anti-Pd-(l)1 antibodies was only apparent when galunisertib was initiated 3 weeks after 
the start of anti-Pd-1 treatment127. Nevertheless, the first clinical studies on galunisertib, 
performed with glioma patients, did not result in improved overall survival141,142, possibly 
due to the combined use of chemotherapeutic agent lomustine, which frequently results in 
leukopenia. Subsequent studies, however, performed in advanced hepatocellular carcino-
ma showed overall survival benefits143. Currently, a phase I dose-escalation study is being 
conducted exploring the combined use of galunisertib and durvalumab, an anti-PD-L1 
antibody (NCT02734160). This therapeutic strategy seems to stand on a good rationale 
as T cells in galunisertib-treated tumours were found to acquire high Pd-1 expression 
while tumour-associated macrophages frequently expressed Pd-l1125. Another TGFβRI 
kinase inhibitor, vactosertib, was already found to be safe and is now being tested for its 
effectiveness in combination with durvalumab for urothelial cancers that previously failed 
to obtain a complete response upon checkpoint blockade therapy alone (NCT04064190). 

Dual-targeting of molecules, in close physical proximity, can be achieved by employ-
ing fusion proteins that combine different antibody domains or ligand traps. Combining 
either anti-Ctla-4 or anti-Pd-l1 antibodies with a TgfβrII receptor domain that traps soluble 
Tgf-β resulted in decreased Tregs in the TME of melanoma and breast cancer, in mice, 
and reduced tumour growth in comparison with checkpoint blockade therapy alone144. 
In other studies, the fusion protein bintrafusp alfa that combines anti-Pd-l1 with a TgfβrII 
receptor domain slowed tumour growth and decreased metastasis formation in murine 
breast and colon cancer models, and led to increased anti-tumour activity of innate and 
adaptive immune cell compartments145,146. The TgfβrII module was able to efficiently trap 
the Tgf-β1, -2 and -3 isoforms145. In murine breast and lung cancer models, treatment with 
bintrafusp alfa was combined with small molecule inhibitors targeting Cxcr1/2; the latter 
blocked interleukin 8 (IL-8) activity and thereby prevented the acquisition of mesenchymal 
properties by cancer cells147. This combination improved anti-tumour efficacy of either 
monotherapy, leading to decreased tumour volumes and increased infiltration of T and 
NK cells in the TME147. These promising findings resulted in the advancement of bintrafusp 
alfa to clinical trials. Dose escalation studies (phase I) showed manageable safety profiles 
while some clinical efficacy seemed to be present at the administered dosage148–154. Cur-
rently, a number of phase I and phase I/II trials are ongoing that investigate combinatorial 
effects of bintrafusp alfa with radiotherapy and chemotherapeutics, among other treat-
ments. Exploring the effect of bintrafusp alfa as monotherapy on the immune infiltrate is 
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one of the main goals of NCT03620201. Phase II/III study NCT04066491 combining the 
chemotherapeutics cisplatin and gemcitabine with bintrafusp alfa in locally advanced 
or metastatic biliary tract cancer is currently the most advanced clinical trial in regard of 
this therapeutic drug.

VACCINATION STRATEGIES
Therapeutic cancer vaccines aim at boosting immune responses against cancer antigens 
and, consequently, enhance immune infiltration in tumours and clearance of cancer cells. 
Vaccines exist in the form of DNA, RNA, protein or cells, and are generally accompanied 
by adjuvants that promote an inflammatory response. Intranasal vaccination with the B 
subunit of Shiga toxin showed that tissue-resident memory T cells, which express among 
others integrin CD103, were found to be positively correlated with tumour regression and 
enhanced treatment efficacy in an orthotopic mouse model of head and neck cancer155. 
However, the use of a Tgf-β-neutralizing antibody, following vaccination, blocked CD103 
expression and T cell differentiation into a tissue-resident, memory phenotype and there-
by diminished vaccination efficacy, which indicates that Tgf-β can also exert positive ef-
fects in cancer immunity155. Another study that combined mRNA-based vaccines targeting 
tumour-associated antigens demonstrated the merits of a combination scheme involving 
immune checkpoint blockade, IL-6 and Tgf-β inhibition in murine lung cancer and mela-
noma models156. Therefore, more studies will be needed to understand the combinatorial 
effect of TGF-β in different contexts. Also, the use of different treatment schedules might 
contribute to the differences observed between studies. The use of irradiated autologous 
tumour cells as vaccination strategy is an interesting approach because it combines 
the availability of numerous antigens with the possibility to modulate the expression of 
specific proteins by employing for instance shRNAs or protein-coding plasmids. Phase I 
and II clinical trials in Ewing sarcoma and advanced ovarian cancer patients showed the 
safety of Vigil, an autologous tumour vaccine with increased GM-CSF expression and 
dampening of TGF-β1 and -β2 signalling due to decreased furin expression by shRNA. 
Low levels of furin subsequently prevent cleavage of latent TGF-β to the active for157,158. 
The detection of increased IFN-γ response of peripheral blood lymphocytes to autolo-
gous tumour material, after Vigil vaccination, indicates that this approach is valid for the 
generation of anti-tumour immune responses159. Currently, a crossover study is being 
performed on patients with ovarian cancer where anti-PD-L1 or Vigil vaccine is given 
followed by the combination of both, in comparison with anti-PD-L1-alone in the control 
group. Resulting data will indicate whether the Vigil vaccine, in a combination of pre-treat-
ment setting yields enhanced efficacy of checkpoint blockade therapy (NCT03073525). 
The applicability of Vigil as a treatment option will soon be investigated on various solid 
tumours (NCT03842865).

CELLULAR THERAPIES
How to ‘force’ T cells to infiltrate tumour tissues, in particular in the context of cellular 
therapies, remains a challenge; poor vascularization and physical barriers provided by 
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tumour stroma, low nutrient levels, the presence of immunosuppressive immune cells 
and expression of inhibitory molecules are some of the factors that are likely playing a 
major role160. Such barriers are often regulated by TGF-β and strongly compromise the 
efficacy of cellular therapies that make use of engineered TCR therapies or chimeric an-
tigen receptor (CAR) T cells161. TCR therapies exploit ‘natural’ T cell receptors while CAR 
T cells express a chimeric receptor that is able to recognize cell-surface antigens in a 
MHC-independent manner. Further genetic manipulation of T cells is being explored to 
minimize or eliminate their sensitivity to TGF-β signalling. 

Clinical trials making use of TCRs are all, at the moment, in phase I. Most studies target a 
tumour-associated (e.g., Her2 or lymphoma antigen) or virus-derived (e.g., EBV or HPV) 
antigen that is predetermined to occur in the diagnosed cancers. The autologous or 
allogeneic antigen-specific T cells have been manipulated to circumvent TGF-β signalling 
by, for instance, transduction of a dominant-negative TGFβRII domain. In a small group of 
eight lymphoma patients such cellular therapy was found to be safe and without severe 
adverse effects at 5 years post-infusion162. Several clinical studies with a similar setup 
using different tumour types and targets are in recruitment or follow-up phase (Table 
1). One trial with melanoma patients uses a diverse population of tumour infiltrating 
lymphocytes (TIL) which were genetically manipulated to lose TGF-β sensitivity through 
transduction of a dominant-negative TGF-β receptor (NCT01955460). This strategy using 
TIL is particularly interesting for the treatment of cancers where targetable antigens are 
unknown or when antigen expression is demonstrated to be heterogeneous. 

CAR T cell treatments have produced clinical benefit mainly in haematological diseases 
where CD19 is a commonly targeted antigen163,164. However, the successful application of 
CAR T cells for the treatment of solid tumours is thus far limited, partially due to the lack 
of cancer-specific targetable antigens and poor infiltration of CAR T cells into tissues. 
Recently, TgfβrII-knockout CAR T cells were found to improve tumour elimination in a 
murine squamous cell lung carcinoma model and a patient-derived xenograft pancreatic 
model165. The TgfβrII-knockout CAR T cells also showed an increased number of memory 
subsets compared with the conventional CAR T cells165.

ONCOLYTIC VIRUS THERAPY
Oncolytic viruses, which specifically replicate in transformed cells, are an interesting 
approach to simultaneously provide targetable antigens and inflammatory signals that 
boost anti-tumour immune responses. Importantly, oncolytic viruses can be specifical-
ly designed to deliver additional therapeutic or immunostimulatory compounds at the 
cancer site. Preliminary studies making use of murine models support the notion that 
combination of oncolytic viruses with other treatment forms is a valid approach to pro-
duce clinical benefit. The combination of mesothelin-targeting CAR T cells with a Tgf-β 
targeting adenoviral vector significantly increased anti-tumour immune responses in a 
breast cancer model where mesothelin is overexpressed166. Groeneveldt and colleagues 
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have discussed the applicability of oncolytic viruses in combination with TGF-β targeting 
more extensively in a review167.

PRECAUTIONS FOR COMBINATION THERAPIES
Achieving synergy with different therapeutic strategies is the ultimate aim of many studies, 
but also concerns difficulties with potentially counteracting downstream effects of the 
therapeutic interventions and concurrent lack of clinical efficacy or undesirable side-
effects. Moreover, promising treatment results in pre-clinical studies cannot easily be 
translated to the human setting, especially when it concerns such pleiotropic molecules 
as TGF-β. Side-effects of checkpoint blockade therapies mainly result from the interrupted 
peripheral tolerance of T cells, frequently affecting the gastrointestinal tract, skin, 
endocrine system, lungs, nervous system, and musculoskeletal tissue168. In many cases, 
these side-effects can be diminished by use of immunosuppressive drugs, but in severe 
cases treatment has to be discontinued. 

In this review, we discussed several studies that make use of mice models that reported 
satisfactory clinical efficacy of combination therapies without severe side-effects. Clinical 
trials however have not surpassed phase II yet due to treatment-induced toxicities and 
the pleiotropic character of TGF-β that hampers predictability of (combination) treatments 
that target all TGF-β-induced responses. TGF-β controls a variety of cellular processes 
and specific aspects of its activity can be selectively targeted when we zoom in and 
unravel the pathway in more detail. Using bispecific antibodies to target TGF-β signalling 
in certain cell types (CAFs, immune cells), or targeting transcription co-factors or pathway 
modulators could be a way to avoid the toxic effects while achieving clinical benefit117. 
The toxicity profiles of targeted molecules are, accordingly, expected to result in less 
unwanted side-effects than the pan-TGF-β antibodies that were used in the past112. 
Of note, the systemic impact of TGF-β therapeutic inhibition on the immune system 
is still barely investigated, while such data could be helpful in designing strategies to 
prevent side-effects while achieving optimal anti-cancer efficacy. A study in patients 
with metastatic breast cancer patients, for example, revealed that upon treatment with 
radiotherapy and fresolimumab (an anti-TGF-β antibody) the number of peripheral blood 
mononuclear cells per millilitre increased and more central memory CD8+ T cells were 
found in circulation at the expense of effector CD8+ T cells169. 

Cancer-specific features, different checkpoint blockade molecules, the diversity of TGF-β 
isoforms and TGF-β-interfering strategies, as well as timing and therapy schedules are 
all factors to be taken into account when considering the combination of immunotherapy 
with anti-TGF-β therapies. Thus far, a consensus has not yet been achieved on the best 
approach to explore this potentially powerful combination. Overall, we observe that 
TGF-β inhibition seems to lead to an increase in anti-tumour immunity that includes 
activation of cytotoxic responses and, importantly, increased immune cell infiltration in 
tumours. This last observation makes TGF-β targeting a particularly attractive strategy 
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for tumours that are generally perceived as immunologically ‘cold’ or ‘immune-excluded’. 
Since checkpoint blockade therapy, particularly the one targeting the PD-1/PD-L1 axis, 
appears to heavily rely on the previous occurrence of natural anti-tumour immune 
responses, some cancer patients could benefit from an initial targeting of the TGF-β 
pathway (potentially in combination with chemo- or radiotherapy) and only subsequently 
the targeting of co-inhibitory pathways in T cells. On the other hand, for patients that 
experienced spontaneous anti-tumour immune responses but where TGF-β is acting 
as an axis of immune suppression the concomitant targeting of TGF-β and checkpoints 
might be more logical. In any case, more pre-clinical and clinical data are necessary to 
substantiate these hypotheses and to guide the optimal application of immunotherapy 
and TGF-β targeting in a combinatorial setting.

CONCLUSION AND PERSPECTIVES

We described the important role that TGF-β plays in the development and function of the 
immune system, with a particular focus on the TME. While immunotherapeutic strategies 
are being extensively studied for their anti-cancer potential, adopting TGF-β-targeting as 
a combination treatment seems a low hanging fruit, but remains rather challenging due 
to the pleiotropic character of this molecule. Taking into account the complex biology at 
play in the TME, one could propose several combinations for optimal synergistic effects. 
Lessons learned on intermittent drug schedules, combination therapies and patient se-
lection should be considered in the design of combination treatments of TGF-β-targeting 
with immunotherapy, but also for the interpretation of ‘unsuccessful’ trials which can 
concern very potent drugs that were applied in an unfavourable context. Application of 
certain drug-delivery systems forms another possibility to diminish side-effects because 
of the improved selective cell targetability and thereby diminished systemic drug levels. 

The potential of TGF-β is recognized by many, but broadly applicable treatment regimens 
have not been established as of to date. Encouraging results have been obtained in first 
clinical trials that combine TGF-β targeting with immunotherapeutic strategies, supporting 
the continuation of these investigations, and a number of clinical trials is currently ongoing 
that can potentially address questions raised here.

COMPETING INTERESTS
The authors declare that there are no competing interests associated with the manuscript.

FUNDING
JvdB was supported by an LUMC PhD fellowship. NdM is funded by the European Re-
search Council (ERC) under the European Union’s Horizon 2020 Research and Innovation 
Programme (grant agreement no. 852832). PtD is supported by Cancer Genomics Centre 
Netherlands (CGC.NL).

169854_vandenBulk_BNW-def.indd   120169854_vandenBulk_BNW-def.indd   120 04-01-2024   11:1904-01-2024   11:19



121

Therapeutic targeting of TGF-β in cancer

REFERENCES

1.	 Morikawa M, Derynck R, Miyazono K. TGF-β and the TGF-β Family: Context-Dependent Roles 
in Cell and Tissue Physiology. Cold Spring Harbor perspectives in biology. 2016;8(5).

2.	 Chen W, Ten Dijke P. Immunoregulation by members of the TGFβ superfamily. Nature reviews 
Immunology. 2016;16(12):723-40.

3.	 Shull MM, Ormsby I, Kier AB, Pawlowski S, Diebold RJ, Yin M, et al. Targeted disruption of 
the mouse transforming growth factor-beta 1 gene results in multifocal inflammatory disease. 
Nature. 1992;359(6397):693-9.

4.	 Kotlarz D, Marquardt B, Barøy T, Lee WS, Konnikova L, Hollizeck S, et al. Human TGF-β1 de-
ficiency causes severe inflammatory bowel disease and encephalopathy. Nature genetics. 
2018;50(3):344-8.

5.	 Janssens K, Vanhoenacker F, Bonduelle M, Verbruggen L, Van Maldergem L, Ralston S, et al. 
Camurati-Engelmann disease: review of the clinical, radiological, and molecular data of 24 
families and implications for diagnosis and treatment. J Med Genet. 2006;43(1):1-11.

6.	 Derynck R, Budi EH. Specificity, versatility, and control of TGF-β family signaling. Science 
signaling. 2019;12(570):eaav5183.

7.	 Heldin CH, Moustakas A. Signaling Receptors for TGF-β Family Members. Cold Spring Harbor 
perspectives in biology. 2016;8(8).

8.	 Hata A, Chen YG. TGF-β Signaling from Receptors to Smads. Cold Spring Harbor perspectives 
in biology. 2016;8(9).

9.	 Hill CS. Transcriptional Control by the SMADs. Cold Spring Harbor perspectives in biology. 
2016;8(10).

10.	 Massagué J. TGFβ signalling in context. Nature reviews Molecular cell biology. 2012;13(10):616-
30.

11.	 Robertson IB, Rifkin DB. Regulation of the Bioavailability of TGF-β and TGF-β-Related Proteins. 
Cold Spring Harbor perspectives in biology. 2016;8(6).

12.	 Nakao A, Afrakhte M, Morén A, Nakayama T, Christian JL, Heuchel R, et al. Identification of 
Smad7, a TGFbeta-inducible antagonist of TGF-beta signalling. Nature. 1997;389(6651):631-5.

13.	 de Ceuninck van Capelle C, Spit M, ten Dijke P. Current perspectives on inhibitory SMAD7 in 
health and disease. Critical Reviews in Biochemistry and Molecular Biology. 2020:1-25.

14.	 Nickel J, Ten Dijke P, Mueller TD. TGF-β family co-receptor function and signaling. Acta bio-
chimica et biophysica Sinica. 2018;50(1):12-36.

15.	 Akhurst RJ, Derynck R. TGF-beta signaling in cancer--a double-edged sword. Trends in cell 
biology. 2001;11(11):S44-51.

16.	 Zhang Y, Alexander PB, Wang XF. TGF-β Family Signaling in the Control of Cell Proliferation 
and Survival. Cold Spring Harbor perspectives in biology. 2017;9(4).

17.	 Hao Y, Baker D, Ten Dijke P. TGF-β-Mediated Epithelial-Mesenchymal Transition and Cancer 
Metastasis. Int J Mol Sci. 2019;20(11).

18.	 Batlle E, Massagué J. Transforming Growth Factor-β Signaling in Immunity and Cancer. Immu-
nity. 2019;50(4):924-40.

4

169854_vandenBulk_BNW-def.indd   121169854_vandenBulk_BNW-def.indd   121 04-01-2024   11:1904-01-2024   11:19



122

Chapter 4

19.	 Derynck R, Turley SJ, Akhurst RJ. TGFβ biology in cancer progression and immunotherapy. 
Nature Reviews Clinical Oncology. 2020.

20.	 Chaplin DD. Overview of the immune response. The Journal of allergy and clinical immunology. 
2010;125(2 Suppl 2):S3-23.

21.	 Medzhitov R, Janeway CA. Decoding the Patterns of Self and Nonself by the Innate Immune 
System. Science (New York, NY). 2002;296(5566):298.

22.	 Jiang H, Chess L. How the immune system achieves self-nonself discrimination during adaptive 
immunity. Advances in immunology. 2009;102:95-133.

23.	 Chen DS, Mellman I. Oncology meets immunology: the cancer-immunity cycle. Immunity. 
2013;39(1):1-10.

24.	 Li MO, Wan YY, Sanjabi S, Robertson A-KL, Flavell RA. Transforming growth factor-beta reg-
ulation of immune responses. Annual Review of Immunology. 2006;24(1):99-146.

25.	 Eaves CJ. Hematopoietic stem cells: concepts, definitions, and the new reality. Blood. 
2015;125(17):2605-13.

26.	 Monteiro R, Pinheiro P, Joseph N, Peterkin T, Koth J, Repapi E, et al. Transforming Growth 
Factor β Drives Hemogenic Endothelium Programming and the Transition to Hematopoietic 
Stem Cells. Dev Cell. 2016;38(4):358-70.

27.	 Scandura JM, Boccuni P, Massagué J, Nimer SD. Transforming growth factor beta-induced 
cell cycle arrest of human hematopoietic cells requires p57KIP2 up-regulation. Proceedings 
of the National Academy of Sciences of the United States of America. 2004;101(42):15231-6.

28.	 Blank U, Karlsson S. TGF-β signaling in the control of hematopoietic stem cells. Blood. 
2015;125(23):3542-50.

29.	 Klamer SE, Dorland YL, Kleijer M, Geerts D, Lento WE, van der Schoot CE, et al. TGFBI Ex-
pressed by Bone Marrow Niche Cells and Hematopoietic Stem and Progenitor Cells Regulates 
Hematopoiesis. Stem cells and development. 2018;27(21):1494-506.

30.	 Janeway CA, Medzhitov R. Innate immune recognition. Annual Review of Immunology. 
2002;20:197-216.

31.	 Allan DS, Rybalov B, Awong G, Zúñiga-Pflücker JC, Kopcow HD, Carlyle JR, et al. TGF-β af-
fects development and differentiation of human natural killer cell subsets. European journal 
of immunology. 2010;40(8):2289-95.

32.	 Marcoe JP, Lim JR, Schaubert KL, Fodil-Cornu N, Matka M, McCubbrey AL, et al. TGF-β is 
responsible for NK cell immaturity during ontogeny and increased susceptibility to infection 
during mouse infancy. Nature Immunology. 2012;13(9):843-50.

33.	 Viel S, Marçais A, Guimaraes FS-F, Loftus R, Rabilloud J, Grau M, et al. TGF-β inhibits the 
activation and functions of NK cells by repressing the mTOR pathway. Science Signaling. 
2016;9(415):ra19.

34.	 Gonzalez-Junca A, Driscoll KE, Pellicciotta I, Du S, Lo CH, Roy R, et al. Autocrine TGFβ Is a 
Survival Factor for Monocytes and Drives Immunosuppressive Lineage Commitment. Cancer 
immunology research. 2019;7(2):306-20.

35.	 Yu X, Buttgereit A, Lelios I, Utz SG, Cansever D, Becher B, et al. The Cytokine TGF-&#x3b2; Pro-
motes the Development and Homeostasis of Alveolar Macrophages. Immunity. 2017;47(5):903-
12.e4.

169854_vandenBulk_BNW-def.indd   122169854_vandenBulk_BNW-def.indd   122 04-01-2024   11:1904-01-2024   11:19



123

Therapeutic targeting of TGF-β in cancer

36.	 Kaplan DH, Li MO, Jenison MC, Shlomchik WD, Flavell RA, Shlomchik MJ. Autocrine/paracrine 
TGFbeta1 is required for the development of epidermal Langerhans cells. The Journal of ex-
perimental medicine. 2007;204(11):2545-52.

37.	 Han J, Hajjar DP, Tauras JM, Feng J, Gotto AM, Jr., Nicholson AC. Transforming growth fac-
tor-beta1 (TGF-beta1) and TGF-beta2 decrease expression of CD36, the type B scavenger 
receptor, through mitogen-activated protein kinase phosphorylation of peroxisome prolifer-
ator-activated receptor-gamma. The Journal of biological chemistry. 2000;275(2):1241-6.

38.	 Bottalico LA, Wager RE, Agellon LB, Assoian RK, Tabas I. Transforming growth factor-beta 1 
inhibits scavenger receptor activity in THP-1 human macrophages. The Journal of biological 
chemistry. 1991;266(34):22866-71.

39.	 Ahrends T, Spanjaard A, Pilzecker B, Bąbała N, Bovens A, Xiao Y, et al. CD4+ T Cell Help 
Confers a Cytotoxic T Cell Effector Program Including Coinhibitory Receptor Downregulation 
and Increased Tissue Invasiveness. Immunity. 2017;47(5):848-61.e5.

40.	 Borst J, Ahrends T, Bąbała N, Melief CJM, Kastenmüller W. CD4+ T cell help in cancer immu-
nology and immunotherapy. Nature Reviews Immunology. 2018;18(10):635-47.

41.	 Papaspyridonos M, Matei I, Huang Y, do Rosario Andre M, Brazier-Mitouart H, Waite JC, et al. 
Id1 suppresses anti-tumour immune responses and promotes tumour progression by impairing 
myeloid cell maturation. Nature communications. 2015;6:6840.

42.	 Geissmann F, Revy P, Regnault A, Lepelletier Y, Dy M, Brousse N, et al. TGF-beta 1 prevents 
the noncognate maturation of human dendritic Langerhans cells. Journal of immunology (Bal-
timore, Md : 1950). 1999;162(8):4567-75.

43.	 Nandan D, Reiner NE. TGF-beta attenuates the class II transactivator and reveals an accessory 
pathway of IFN-gamma action. Journal of immunology (Baltimore, Md : 1950). 1997;158(3):1095-101.

44.	 Ohtani T, Mizuashi M, Nakagawa S, Sasaki Y, Fujimura T, Okuyama R, et al. TGF-β1 dampens 
the susceptibility of dendritic cells to environmental stimulation, leading to the requirement 
for danger signals for activation. Immunology. 2009;126(4):485-99.

45.	 Pallotta MT, Orabona C, Volpi C, Vacca C, Belladonna ML, Bianchi R, et al. Indoleamine 
2,3-dioxygenase is a signaling protein in long-term tolerance by dendritic cells. Nat Immunol. 
2011;12(9):870-8.

46.	 Ghiringhelli Fo, Puig PE, Roux S, Parcellier A, Schmitt E, Solary E, et al. Tumor cells convert 
immature myeloid dendritic cells into TGF-β–secreting cells inducing CD4+CD25+ regulatory 
T cell proliferation. Journal of Experimental Medicine. 2005;202(7):919-29.

47.	 Takaba H, Takayanagi H. The Mechanisms of T Cell Selection in the Thymus. Trends in Immu-
nology. 2017;38(11):805-16.

48.	 McCarron MJ, Irla M, Sergé A, Soudja SM, Marie JC. Transforming Growth Factor-beta signaling 
in αβ thymocytes promotes negative selection. Nature communications. 2019;10(1):5690.

49.	 Gunderson AJ, Yamazaki T, McCarty K, Fox N, Phillips M, Alice A, et al. TGFβ suppresses CD8+ 
T cell expression of CXCR3 and tumor trafficking. Nature communications. 2020;11(1):1749.

50.	 Zhu JF, Yamane H, Paul WE. Differentiation of Effector CD4 T Cell Populations. In: Paul WE, 
Littman DR, Yokoyama WM, editors. Annual Review of Immunology, Vol 28. Annual Review of 
Immunology. 28. Palo Alto: Annual Reviews; 2010. p. 445-89.

51.	 Li MO, Flavell RA. TGF-β: A Master of All T Cell Trades. Cell. 2008;134(3):392-404.

4

169854_vandenBulk_BNW-def.indd   123169854_vandenBulk_BNW-def.indd   123 04-01-2024   11:1904-01-2024   11:19



124

Chapter 4

52.	 Chen W, Jin W, Hardegen N, Lei KJ, Li L, Marinos N, et al. Conversion of peripheral CD4+CD25- 
naive T cells to CD4+CD25+ regulatory T cells by TGF-beta induction of transcription factor 
Foxp3. The Journal of experimental medicine. 2003;198(12):1875-86.

53.	 Fantini MC, Becker C, Monteleone G, Pallone F, Galle PR, Neurath MF. Cutting edge: TGF-beta 
induces a regulatory phenotype in CD4+CD25- T cells through Foxp3 induction and down-reg-
ulation of Smad7. Journal of immunology (Baltimore, Md : 1950). 2004;172(9):5149-53.

54.	 Tran DQ, Ramsey H, Shevach EM. Induction of FOXP3 expression in naive human CD4+FOXP3− 
T cells by T-cell receptor stimulation is transforming growth factor-β–dependent but does not 
confer a regulatory phenotype. Blood. 2007;110(8):2983-90.

55.	 Veldhoen M, Hocking RJ, Atkins CJ, Locksley RM, Stockinger B. TGFbeta in the context of 
an inflammatory cytokine milieu supports de novo differentiation of IL-17-producing T cells. 
Immunity. 2006;24(2):179-89.

56.	 Patel DD, Kuchroo VK. Th17 Cell Pathway in Human Immunity: Lessons from Genetics and 
Therapeutic Interventions. Immunity. 2015;43(6):1040-51.

57.	 Gorelik L, Flavell RA. Transforming growth factor-β in T-cell biology. Nature Reviews Immu-
nology. 2002;2(1):46-53.

58.	 Heath VL, Murphy EE, Crain C, Tomlinson MG, O’Garra A. TGF-beta1 down-regulates Th2 de-
velopment and results in decreased IL-4-induced STAT6 activation and GATA-3 expression. 
European journal of immunology. 2000;30(9):2639-49.

59.	 Neurath MF, Weigmann B, Finotto S, Glickman J, Nieuwenhuis E, Iijima H, et al. The transcription 
factor T-bet regulates mucosal T cell activation in experimental colitis and Crohn’s disease. 
The Journal of experimental medicine. 2002;195(9):1129-43.

60.	 Ranges GE, Figari IS, Espevik T, Palladino MA, Jr. Inhibition of cytotoxic T cell development 
by transforming growth factor beta and reversal by recombinant tumor necrosis factor alpha. 
The Journal of experimental medicine. 1987;166(4):991-8.

61.	 Thomas DA, Massagué J. TGF-β directly targets cytotoxic T cell functions during tumor evasion 
of immune surveillance. Cancer Cell. 2005;8(5):369-80.

62.	 Glimcher LH, Townsend MJ, Sullivan BM, Lord GM. Recent developments in the transcriptional 
regulation of cytolytic effector cells. Nature reviews Immunology. 2004;4(11):900-11.

63.	 Smyth MJ, Strobl SL, Young HA, Ortaldo JR, Ochoa AC. Regulation of lymphokine-activated 
killer activity and pore-forming protein gene expression in human peripheral blood CD8+ T 
lymphocytes. Inhibition by transforming growth factor-beta. Journal of immunology (Baltimore, 
Md : 1950). 1991;146(10):3289-97.

64.	 Genestier L, Kasibhatla S, Brunner T, Green DR. Transforming growth factor beta1 inhibits Fas 
ligand expression and subsequent activation-induced cell death in T cells via downregulation 
of c-Myc. The Journal of experimental medicine. 1999;189(2):231-9.

65.	 Dimeloe S, Gubser P, Loeliger J, Frick C, Develioglu L, Fischer M, et al. Tumor-derived TGF-β 
inhibits mitochondrial respiration to suppress IFN-γ production by human CD4<sup>+</sup> 
T cells. Science Signaling. 2019;12(599):eaav3334.

66.	 De Silva NS, Klein U. Dynamics of B cells in germinal centres. Nature Reviews Immunology. 
2015;15(3):137-48.

67.	 Cazac BB, Roes J. TGF-β Receptor Controls B Cell Responsiveness and Induction of IgA In 
Vivo. Immunity. 2000;13(4):443-51.

169854_vandenBulk_BNW-def.indd   124169854_vandenBulk_BNW-def.indd   124 04-01-2024   11:1904-01-2024   11:19



125

Therapeutic targeting of TGF-β in cancer

68.	 Kehrl JH, Thevenin C, Rieckmann P, Fauci AS. Transforming growth factor-beta suppresses 
human B lymphocyte Ig production by inhibiting synthesis and the switch from the mem-
brane form to the secreted form of Ig mRNA. Journal of immunology (Baltimore, Md : 1950). 
1991;146(11):4016-23.

69.	 Pardali E, Xie XQ, Tsapogas P, Itoh S, Arvanitidis K, Heldin CH, et al. Smad and AML proteins 
synergistically confer transforming growth factor beta1 responsiveness to human germ-line 
IgA genes. The Journal of biological chemistry. 2000;275(5):3552-60.

70.	 Nimmerjahn F, Ravetch JV. Fcγ receptors as regulators of immune responses. Nature Reviews 
Immunology. 2008;8(1):34-47.

71.	 Ihara S, Hirata Y, Koike K. TGF-β in inflammatory bowel disease: a key regulator of immune 
cells, epithelium, and the intestinal microbiota. Journal of gastroenterology. 2017;52(7):777-87.

72.	 Wahl SM, Hunt DA, Wakefield LM, McCartney-Francis N, Wahl LM, Roberts AB, et al. Trans-
forming growth factor type beta induces monocyte chemotaxis and growth factor produc-
tion. Proceedings of the National Academy of Sciences of the United States of America. 
1987;84(16):5788-92.

73.	 Bauvois B, Rouillard D, Sanceau J, Wietzerbin J. IFN-gamma and transforming growth factor-be-
ta 1 differently regulate fibronectin and laminin receptors of human differentiating monocytic 
cells. Journal of immunology (Baltimore, Md : 1950). 1992;148(12):3912-9.

74.	 Wahl SM, Allen JB, Weeks BS, Wong HL, Klotman PE. Transforming growth factor beta enhanc-
es integrin expression and type IV collagenase secretion in human monocytes. Proceedings 
of the National Academy of Sciences. 1993;90(10):4577.

75.	 Fridlender ZG, Sun J, Kim S, Kapoor V, Cheng G, Ling L, et al. Polarization of Tumor-Associated 
Neutrophil Phenotype by TGF-β: “N1” versus “N2” TAN. Cancer Cell. 2009;16(3):183-94.

76.	 Rodriguez PC, Quiceno DG, Zabaleta J, Ortiz B, Zea AH, Piazuelo MB, et al. Arginase I produc-
tion in the tumor microenvironment by mature myeloid cells inhibits T-cell receptor expression 
and antigen-specific T-cell responses. Cancer Res. 2004;64(16):5839-49.

77.	 Rodríguez PC, Ochoa AC. Arginine regulation by myeloid derived suppressor cells and toler-
ance in cancer: mechanisms and therapeutic perspectives. Immunol Rev. 2008;222:180-91.

78.	 Liu M, Kuo F, Capistrano KJ, Kang D, Nixon BG, Shi W, et al. TGF-β suppresses type 2 immunity 
to cancer. Nature. 2020.

79.	 Li S, Liu M, Do MH, Chou C, Stamatiades EG, Nixon BG, et al. Cancer immunotherapy via tar-
geted TGF-β signalling blockade in TH cells. Nature. 2020.

80.	 Castriconi R, Cantoni C, Della Chiesa M, Vitale M, Marcenaro E, Conte R, et al. Transforming 
growth factor beta 1 inhibits expression of NKp30 and NKG2D receptors: consequences for 
the NK-mediated killing of dendritic cells. Proceedings of the National Academy of Sciences 
of the United States of America. 2003;100(7):4120-5.

81.	 Wilson EB, El-Jawhari JJ, Neilson AL, Hall GD, Melcher AA, Meade JL, et al. Human tumour 
immune evasion via TGF-β blocks NK cell activation but not survival allowing therapeutic 
restoration of anti-tumour activity. PLoS One. 2011;6(9):e22842-e.

82.	 Chakravarthy A, Khan L, Bensler NP, Bose P, De Carvalho DD. TGF-β-associated extracellular 
matrix genes link cancer-associated fibroblasts to immune evasion and immunotherapy failure. 
Nature communications. 2018;9(1):4692.

83.	 Zhai L, Ladomersky E, Lenzen A, Nguyen B, Patel R, Lauing KL, et al. IDO1 in cancer: a Gemini 
of immune checkpoints. Cellular & Molecular Immunology. 2018;15(5):447-57.

4

169854_vandenBulk_BNW-def.indd   125169854_vandenBulk_BNW-def.indd   125 04-01-2024   11:1904-01-2024   11:19



126

Chapter 4

84.	 Lee Y-h, Martin-Orozco N, Zheng P, Li J, Zhang P, Tan H, et al. Inhibition of the B7-H3 immune 
checkpoint limits tumor growth by enhancing cytotoxic lymphocyte function. Cell Research. 
2017;27(8):1034-45.

85.	 Yang H, Zhou X, Sun L, Mao Y. Correlation Between PD-L2 Expression and Clinical Outcome 
in Solid Cancer Patients: A Meta-Analysis. 2019;9(47).

86.	 Harryvan TJ, Verdegaal EME, Hardwick JCH, Hawinkels LJAC, van der Burg SH. Targeting of 
the Cancer-Associated Fibroblast-T-Cell Axis in Solid Malignancies. J Clin Med. 2019;8(11):1989.

87.	 Desmoulière A, Geinoz A, Gabbiani F, Gabbiani G. Transforming growth factor-beta 1 induces 
alpha-smooth muscle actin expression in granulation tissue myofibroblasts and in quiescent 
and growing cultured fibroblasts. Journal of Cell Biology. 1993;122(1):103-11.

88.	 Ciszewski WM, Sobierajska K, Wawro ME, Klopocka W, Chefczyńska N, Muzyczuk A, et 
al. The ILK-MMP9-MRTF axis is crucial for EndMT differentiation of endothelial cells in a 
tumor microenvironment. Biochimica et Biophysica Acta (BBA) - Molecular Cell Research. 
2017;1864(12):2283-96.

89.	 Tan H-X, Cao Z-B, He T-T, Huang T, Xiang C-L, Liu Y. TGFβ1 is essential for MSCs-CAFs differ-
entiation and promotes HCT116 cells migration and invasion via JAK/STAT3 signaling. Onco 
Targets Ther. 2019;12:5323-34.

90.	 Herrera M, Islam ABMMK, Herrera A, Martín P, García V, Silva J, et al. Functional Heterogeneity 
of Cancer-Associated Fibroblasts from Human Colon Tumors Shows Specific Prognostic Gene 
Expression Signature. Clinical Cancer Research. 2013;19(21):5914.

91.	 Liu T, Han C, Wang S, Fang P, Ma Z, Xu L, et al. Cancer-associated fibroblasts: an emerging 
target of anti-cancer immunotherapy. Journal of Hematology & Oncology. 2019;12(1):86.

92.	 Dong X, Zhao B, Iacob RE, Zhu J, Koksal AC, Lu C, et al. Force interacts with macromolecular 
structure in activation of TGF-β. Nature. 2017;542(7639):55-9.

93.	 Takasaka N, Seed RI, Cormier A, Bondesson AJ, Lou J, Elattma A, et al. Integrin αvβ8-ex-
pressing tumor cells evade host immunity by regulating TGF-β activation in immune cells. JCI 
insight. 2018;3(20).

94.	 Annes JP, Chen Y, Munger JS, Rifkin DB. Integrin alphaVbeta6-mediated activation of 
latent TGF-beta requires the latent TGF-beta binding protein-1. The Journal of cell biology. 
2004;165(5):723-34.

95.	 Mu D, Cambier S, Fjellbirkeland L, Baron JL, Munger JS, Kawakatsu H, et al. The integrin 
alpha(v)beta8 mediates epithelial homeostasis through MT1-MMP-dependent activation of 
TGF-beta1. The Journal of cell biology. 2002;157(3):493-507.

96.	 Metelli A, Wu BX, Fugle CW, Rachidi S, Sun S, Zhang Y, et al. Surface Expression of TGFbeta 
Docking Receptor GARP Promotes Oncogenesis and Immune Tolerance in Breast Cancer. 
Cancer Res. 2016;76(24):7106-17.

97.	 Cuende J, Liénart S, Dedobbeleer O, van der Woning B, De Boeck G, Stockis J, et al. Mono-
clonal antibodies against GARP/TGF-β1 complexes inhibit the immunosuppressive activity of 
human regulatory T cells in vivo. Science translational medicine. 2015;7(284):284ra56.

98.	 Pickup M, Novitskiy S, Moses HL. The roles of TGFβ in the tumour microenvironment. Nature 
Reviews Cancer. 2013;13(11):788-99.

99.	 Boutet M, Gauthier L, Leclerc M, Gros G, de Montpreville V, Théret N, et al. TGFβ Signaling 
Intersects with CD103 Integrin Signaling to Promote T-Lymphocyte Accumulation and Antitu-
mor Activity in the Lung Tumor Microenvironment. Cancer Research. 2016;76(7):1757.

169854_vandenBulk_BNW-def.indd   126169854_vandenBulk_BNW-def.indd   126 04-01-2024   11:1904-01-2024   11:19



127

Therapeutic targeting of TGF-β in cancer

100.	 Mami-Chouaib F, Blanc C, Corgnac S, Hans S, Malenica I, Granier C, et al. Resident memory 
T cells, critical components in tumor immunology. Journal for immunotherapy of cancer. 
2018;6(1):87.

101.	 Ishida Y, Agata Y, Shibahara K, Honjo T. Induced expression of PD-1, a novel member of 
the immunoglobulin gene superfamily, upon programmed cell death. The EMBO journal. 
1992;11(11):3887-95.

102.	 Brunet JF, Denizot F, Luciani MF, Roux-Dosseto M, Suzan M, Mattei MG, et al. A new member 
of the immunoglobulin superfamily--CTLA-4. Nature. 1987;328(6127):267-70.

103.	 Van Allen EM, Miao D, Schilling B, Shukla SA, Blank C, Zimmer L, et al. Genomic correlates of 
response to CTLA-4 blockade in metastatic melanoma. Science (New York, NY). 2015;350:207-
11.

104.	 Le DT, Durham JN, Smith KN, Wang H, Bartlett BR, Aulakh LK, et al. Mismatch-repair de-
ficiency predicts response of solid tumors to PD-1 blockade. Science (New York, NY). 
2017;357(6349):409-13.

105.	 Rizvi NA, Hellmann MD, Snyder A, Kvistborg P, Makarov V, Havel JJ, et al. Cancer immunology. 
Mutational landscape determines sensitivity to PD-1 blockade in non-small cell lung cancer. 
Science (New York, NY). 2015;348(6230):124-8.

106.	 Samstein RM, Lee C-H, Shoushtari AN, Hellmann MD, Shen R, Janjigian YY, et al. Tumor 
mutational load predicts survival after immunotherapy across multiple cancer types. Nature 
genetics. 2019;51(2):202-6.

107.	 Hamid O, Robert C, Daud A, Hodi FS, Hwu WJ, Kefford R, et al. Five-year survival outcomes 
for patients with advanced melanoma treated with pembrolizumab in KEYNOTE-001. Annals 
of oncology : official journal of the European Society for Medical Oncology. 2019;30(4):582-8.

108.	 Larkin J, Chiarion-Sileni V, Gonzalez R, Grob JJ, Rutkowski P, Lao CD, et al. Five-Year Survival 
with Combined Nivolumab and Ipilimumab in Advanced Melanoma. The New England journal 
of medicine. 2019;381(16):1535-46.

109.	 Greenwald RJ, Boussiotis VA, Lorsbach RB, Abbas AK, Sharpe AH. CTLA-4 regulates induction 
of anergy in vivo. Immunity. 2001;14(2):145-55.

110.	 Harding FA, McArthur JG, Gross JA, Raulet DH, Allison JP. CD28-mediated signalling 
co-stimulates murine T cells and prevents induction of anergy in T-cell clones. Nature. 
1992;356(6370):607-9.

111.	 Du X, Tang F, Liu M, Su J, Zhang Y, Wu W, et al. A reappraisal of CTLA-4 checkpoint blockade 
in cancer immunotherapy. Cell Research. 2018;28(4):416-32.

112.	 Arce Vargas F, Furness AJS, Litchfield K, Joshi K, Rosenthal R, Ghorani E, et al. Fc Effector Func-
tion Contributes to the Activity of Human Anti-CTLA-4 Antibodies. Cancer Cell. 2018;33(4):649-
63.e4.

113.	 Juliá EP, Amante A, Pampena MB, Mordoh J, Levy EM. Avelumab, an IgG1 anti-PD-L1 Immune 
Checkpoint Inhibitor, Triggers NK Cell-Mediated Cytotoxicity and Cytokine Production Against 
Triple Negative Breast Cancer Cells. Frontiers in immunology. 2018;9:2140.

114.	 Dahan R, Sega E, Engelhardt J, Selby M, Korman Alan J, Ravetch Jeffrey V. FcγRs Modulate the 
Anti-tumor Activity of Antibodies Targeting the PD-1/PD-L1 Axis. Cancer Cell. 2015;28(4):543.

115.	 Hsu J, Hodgins JJ, Marathe M, Nicolai CJ, Bourgeois-Daigneault M-C, Trevino TN, et al. Contri-
bution of NK cells to immunotherapy mediated by PD-1/PD-L1 blockade. The Journal of Clinical 
Investigation. 2018;128(10):4654-68.

4

169854_vandenBulk_BNW-def.indd   127169854_vandenBulk_BNW-def.indd   127 04-01-2024   11:1904-01-2024   11:19



128

Chapter 4

116.	 Colak S, ten Dijke P. Targeting TGF-β Signaling in Cancer. Trends in Cancer. 2017;3(1):56-71.

117.	 Huynh LK, Hipolito CJ, Ten Dijke P. A Perspective on the Development of TGF-β Inhibitors for 
Cancer Treatment. Biomolecules. 2019;9(11).

118.	 Bailey P, Chang DK, Nones K, Johns AL, Patch A-M, Gingras M-C, et al. Genomic analyses 
identify molecular subtypes of pancreatic cancer. Nature. 2016;531(7592):47-52.

119.	 Guinney J, Dienstmann R, Wang X, de Reynies A, Schlicker A, Soneson C, et al. The consensus 
molecular subtypes of colorectal cancer. Nature medicine. 2015;21(11):1350-6.

120.	 Goossens N, Sun X, Hoshida Y. Molecular classification of hepatocellular carcinoma: potential 
therapeutic implications. Hepat Oncol. 2015;2(4):371-9.

121.	 Calon A, Lonardo E, Berenguer-Llergo A, Espinet E, Hernando-Momblona X, Iglesias M, et 
al. Stromal gene expression defines poor-prognosis subtypes in colorectal cancer. Nature 
genetics. 2015;47(4):320-9.

122.	 Isella C, Terrasi A, Bellomo SE, Petti C, Galatola G, Muratore A, et al. Stromal contribution to 
the colorectal cancer transcriptome. Nature genetics. 2015;47(4):312-9.

123.	 van den Bulk J, Verdegaal EME, Ruano D, Ijsselsteijn ME, Visser M, van der Breggen R, et al. 
Neoantigen-specific immunity in low mutation burden colorectal cancers of the consensus 
molecular subtype 4. Genome medicine. 2019;11(1):87.

124.	 Le DT, Uram JN, Wang H, Bartlett BR, Kemberling H, Eyring AD, et al. PD-1 Blockade in Tumors 
with Mismatch-Repair Deficiency. New England Journal of Medicine. 2015;372(26):2509-20.

125.	 Tauriello DVF, Palomo-Ponce S, Stork D, Berenguer-Llergo A, Badia-Ramentol J, Iglesias M, et 
al. TGFβ drives immune evasion in genetically reconstituted colon cancer metastasis. Nature. 
2018;554(7693):538-43.

126.	 Holmgaard RB, Schaer DA, Li Y, Castaneda SP, Murphy MY, Xu X, et al. Targeting the TGFβ 
pathway with galunisertib, a TGFβRI small molecule inhibitor, promotes anti-tumor immunity 
leading to durable, complete responses, as monotherapy and in combination with checkpoint 
blockade. Journal for immunotherapy of cancer. 2018;6(1):47.

127.	 Zhao F, Evans K, Xiao C, DeVito N, Theivanthiran B, Holtzhausen A, et al. Stromal Fibroblasts 
Mediate Anti-PD-1 Resistance via MMP-9 and Dictate TGFβ Inhibitor Sequencing in Melanoma. 
Cancer immunology research. 2018;6(12):1459-71.

128.	 Mariathasan S, Turley SJ, Nickles D, Castiglioni A, Yuen K, Wang Y, et al. TGFβ atten-
uates tumour response to PD-L1 blockade by contributing to exclusion of T cells. Nature. 
2018;554(7693):544-8.

129.	 Dodagatta-Marri E, Meyer DS, Reeves MQ, Paniagua R, To MD, Binnewies M, et al. α-PD-1 
therapy elevates Treg/Th balance and increases tumor cell pSmad3 that are both targeted by 
α-TGFβ antibody to promote durable rejection and immunity in squamous cell carcinomas. 
Journal for immunotherapy of cancer. 2019;7(1):62.

130.	 Martin CJ, Datta A, Littlefield C, Kalra A, Chapron C, Wawersik S, et al. Selective inhibition of 
TGFβ1 activation overcomes primary resistance to checkpoint blockade therapy by altering 
tumor immune landscape. Science translational medicine. 2020;12(536):eaay8456.

131.	 Disha K, Schulz S, Kuntze T, Girdauskas E. Transforming Growth Factor Beta-2 Mutations in 
Barlow’s Disease and Aortic Dilatation. The Annals of thoracic surgery. 2017;104(1):e19-e21.

132.	 Renard M, Callewaert B, Malfait F, Campens L, Sharif S, del Campo M, et al. Thoracic aortic-an-
eurysm and dissection in association with significant mitral valve disease caused by mutations 
in TGFB2. International journal of cardiology. 2013;165(3):584-7.

169854_vandenBulk_BNW-def.indd   128169854_vandenBulk_BNW-def.indd   128 04-01-2024   11:1904-01-2024   11:19



129

Therapeutic targeting of TGF-β in cancer

133.	 Bertoli-Avella AM, Gillis E, Morisaki H, Verhagen JMA, de Graaf BM, van de Beek G, et al. Mu-
tations in a TGF-β ligand, TGFB3, cause syndromic aortic aneurysms and dissections. Journal 
of the American College of Cardiology. 2015;65(13):1324-36.

134.	 Beffagna G, Occhi G, Nava A, Vitiello L, Ditadi A, Basso C, et al. Regulatory mutations in trans-
forming growth factor-beta3 gene cause arrhythmogenic right ventricular cardiomyopathy 
type 1. Cardiovascular research. 2005;65(2):366-73.

135.	 de Streel G, Bertrand C, Chalon N, Liénart S, Bricard O, Lecomte S, et al. Selective inhibition 
of TGF-β1 produced by GARP-expressing Tregs overcomes resistance to PD-1/PD-L1 blockade 
in cancer. Nature communications. 2020;11(1):4545.

136.	 Metelli A, Wu BX, Riesenberg B, Guglietta S, Huck JD, Mills C, et al. Thrombin contributes to 
cancer immune evasion via proteolysis of platelet-bound GARP to activate LTGF-β. Science 
translational medicine. 2020;12(525):eaay4860.

137.	 Anderton MJ, Mellor HR, Bell A, Sadler C, Pass M, Powell S, et al. Induction of Heart Valve 
Lesions by Small-Molecule ALK5 Inhibitors. Toxicologic Pathology. 2011;39(6):916-24.

138.	 Mitra MS, Lancaster K, Adedeji AO, Palanisamy GS, Dave RA, Zhong F, et al. A Potent Pan-TGFβ 
Neutralizing Monoclonal Antibody Elicits Cardiovascular Toxicity in Mice and Cynomolgus 
Monkeys. Toxicological sciences : an official journal of the Society of Toxicology. 2020.

139.	 Herbertz S, Sawyer JS, Stauber AJ, Gueorguieva I, Driscoll KE, Estrem ST, et al. Clinical devel-
opment of galunisertib (LY2157299 monohydrate), a small molecule inhibitor of transforming 
growth factor-beta signaling pathway. Drug design, development and therapy. 2015;9:4479-99.

140.	 Kovacs RJ, Maldonado G, Azaro A, Fernandez MS, Romero FL, Sepulveda-Sanchez JM, et al. 
Cardiac Safety of TGF-beta Receptor I Kinase Inhibitor LY2157299 Monohydrate in Cancer 
Patients in a First-in-Human Dose Study. Cardiovascular toxicology. 2015;15(4):309-23.

141.	 Rodon J, Carducci MA, Sepulveda-Sánchez JM, Azaro A, Calvo E, Seoane J, et al. First-in-
Human Dose Study of the Novel Transforming Growth Factor-β Receptor I Kinase Inhibitor 
LY2157299 Monohydrate in Patients with Advanced Cancer and Glioma. Clinical Cancer Re-
search. 2015;21(3):553.

142.	 Brandes AA, Carpentier AF, Kesari S, Sepulveda-Sanchez JM, Wheeler HR, Chinot O, et al. A 
Phase II randomized study of galunisertib monotherapy or galunisertib plus lomustine com-
pared with lomustine monotherapy in patients with recurrent glioblastoma. Neuro Oncol. 
2016;18(8):1146-56.

143.	 Faivre S, Santoro A, Kelley RK, Gane E, Costentin CE, Gueorguieva I, et al. Novel transforming 
growth factor beta receptor I kinase inhibitor galunisertib (LY2157299) in advanced hepato-
cellular carcinoma. Liver international : official journal of the International Association for the 
Study of the Liver. 2019;39(8):1468-77.

144.	 Ravi R, Noonan KA, Pham V, Bedi R, Zhavoronkov A, Ozerov IV, et al. Bifunctional immune 
checkpoint-targeted antibody-ligand traps that simultaneously disable TGFβ enhance the 
efficacy of cancer immunotherapy. Nature communications. 2018;9(1):741.

145.	 Lan Y, Zhang D, Xu C, Hance KW, Marelli B, Qi J, et al. Enhanced preclinical antitumor activity 
of M7824, a bifunctional fusion protein simultaneously targeting PD-L1 and TGF-β. Science 
translational medicine. 2018;10(424).

146.	 Knudson KM, Hicks KC, Luo X, Chen JQ, Schlom J, Gameiro SR. M7824, a novel bifunctional 
anti-PD-L1/TGFβ Trap fusion protein, promotes anti-tumor efficacy as monotherapy and in 
combination with vaccine. Oncoimmunology. 2018;7(5):e1426519.

4

169854_vandenBulk_BNW-def.indd   129169854_vandenBulk_BNW-def.indd   129 04-01-2024   11:1904-01-2024   11:19



130

Chapter 4

147.	 Horn LA, Riskin J, Hempel HA, Fousek K, Lind H, Hamilton DH, et al. Simultaneous inhibition 
of CXCR1/2, TGF-β, and PD-L1 remodels the tumor and its microenvironment to drive antitumor 
immunity. Journal for immunotherapy of cancer. 2020;8(1).

148.	 Strauss J, Heery CR, Schlom J, Madan RA, Cao L, Kang Z, et al. Phase I Trial of M7824 (MS-
B0011359C), a Bifunctional Fusion Protein Targeting PD-L1 and TGFβ, in Advanced Solid 
Tumors. Clinical cancer research : an official journal of the American Association for Cancer 
Research. 2018;24(6):1287-95.

149.	 Yoo C, Oh DY, Choi HJ, Kudo M, Ueno M, Kondo S, et al. Phase I study of bintrafusp alfa, a 
bifunctional fusion protein targeting TGF-β and PD-L1, in patients with pretreated biliary tract 
cancer. Journal for immunotherapy of cancer. 2020;8(1).

150.	 Cho BC, Daste A, Ravaud A, Salas S, Isambert N, McClay E, et al. Bintrafusp alfa, a bifunc-
tional fusion protein targeting TGF-β and PD-L1, in advanced squamous cell carcinoma of 
the head and neck: results from a phase I cohort. Journal for immunotherapy of cancer. 
2020;8(2):e000664.

151.	 Kang YK, Bang YJ, Kondo S, Chung HC, Muro K, Dussault I, et al. Safety and Tolerability of 
Bintrafusp Alfa, a Bifunctional Fusion Protein Targeting TGF-β and PD-L1, in Asian Patients 
with Pretreated Recurrent or Refractory Gastric Cancer. Clinical cancer research : an official 
journal of the American Association for Cancer Research. 2020.

152.	 Paz-Ares L, Kim TM, Vicente D, Felip E, Lee DH, Lee KH, et al. Bintrafusp alfa, a bifunctional 
fusion protein targeting TGF-β and PD-L1, in second-line treatment of patients with non-small 
cell lung cancer: results from an expansion cohort of a phase 1 trial. Journal of thoracic oncol-
ogy : official publication of the International Association for the Study of Lung Cancer. 2020.

153.	 Doi T, Fujiwara Y, Koyama T, Ikeda M, Helwig C, Watanabe M, et al. Phase I Study of the Bifunc-
tional Fusion Protein Bintrafusp Alfa in Asian Patients with Advanced Solid Tumors, Including 
a Hepatocellular Carcinoma Safety-Assessment Cohort. The oncologist. 2020.

154.	 Vugmeyster Y, Wilkins J, Koenig A, El Bawab S, Dussault I, Ojalvo LS, et al. Selection of the 
Recommended Phase 2 Dose for Bintrafusp Alfa, a Bifunctional Fusion Protein Targeting TGF-β 
and PD-L1. Clinical pharmacology and therapeutics. 2020.

155.	 Nizard M, Roussel H, Diniz MO, Karaki S, Tran T, Voron T, et al. Induction of resident memory 
T cells enhances the efficacy of cancer vaccine. Nature communications. 2017;8(1):15221.

156.	 Bialkowski L, Van der Jeught K, Bevers S, Tjok Joe P, Renmans D, Heirman C, et al. Immune 
checkpoint blockade combined with IL-6 and TGF-β inhibition improves the therapeutic out-
come of mRNA-based immunotherapy. International journal of cancer. 2018;143(3):686-98.

157.	 Ghisoli M, Barve M, Mennel R, Lenarsky C, Horvath S, Wallraven G, et al. Three-year Follow 
up of GMCSF/bi-shRNA(furin) DNA-transfected Autologous Tumor Immunotherapy (Vigil) in 
Metastatic Advanced Ewing’s Sarcoma. Molecular therapy : the journal of the American Society 
of Gene Therapy. 2016;24(8):1478-83.

158.	 Oh J, Barve M, Matthews CM, Koon EC, Heffernan TP, Fine B, et al. Phase II study of Vigil® DNA 
engineered immunotherapy as maintenance in advanced stage ovarian cancer. Gynecologic 
oncology. 2016;143(3):504-10.

159.	 Ghisoli M, Rutledge M, Stephens PJ, Mennel R, Barve M, Manley M, et al. Case Report: Im-
mune-mediated Complete Response in a Patient With Recurrent Advanced Ewing Sarcoma 
(EWS) After Vigil Immunotherapy. Journal of pediatric hematology/oncology. 2017;39(4):e183-e6.

160.	 Hartley J, Abken H. Chimeric antigen receptors designed to overcome transforming growth 
factor-β-mediated repression in the adoptive T-cell therapy of solid tumors. Clinical & trans-
lational immunology. 2019;8(6):e1064.

169854_vandenBulk_BNW-def.indd   130169854_vandenBulk_BNW-def.indd   130 04-01-2024   11:1904-01-2024   11:19



131

Therapeutic targeting of TGF-β in cancer

161.	 Eshhar Z, Waks T, Gross G, Schindler DG. Specific activation and targeting of cytotoxic lympho-
cytes through chimeric single chains consisting of antibody-binding domains and the gamma 
or zeta subunits of the immunoglobulin and T-cell receptors. Proceedings of the National 
Academy of Sciences. 1993;90(2):720.

162.	 Bollard CM, Tripic T, Cruz CR, Dotti G, Gottschalk S, Torrano V, et al. Tumor-Specific T-Cells 
Engineered to Overcome Tumor Immune Evasion Induce Clinical Responses in Patients With 
Relapsed Hodgkin Lymphoma. Journal of clinical oncology : official journal of the American 
Society of Clinical Oncology. 2018;36(11):1128-39.

163.	 Brentjens RJ, Davila ML, Riviere I, Park J, Wang X, Cowell LG, et al. CD19-targeted T cells rap-
idly induce molecular remissions in adults with chemotherapy-refractory acute lymphoblastic 
leukemia. Science translational medicine. 2013;5(177):177ra38.

164.	 Kochenderfer JN, Wilson WH, Janik JE, Dudley ME, Stetler-Stevenson M, Feldman SA, et al. 
Eradication of B-lineage cells and regression of lymphoma in a patient treated with autologous 
T cells genetically engineered to recognize CD19. Blood. 2010;116(20):4099-102.

165.	 Tang N, Cheng C, Zhang X, Qiao M, Li N, Mu W, et al. TGF-β inhibition via CRISPR promotes 
the long-term efficacy of CAR T cells against solid tumors. JCI insight. 2020;5(4).

166.	 Li Y, Xiao F, Zhang A, Zhang D, Nie W, Xu T, et al. Oncolytic adenovirus targeting TGF-β en-
hances anti-tumor responses of mesothelin-targeted chimeric antigen receptor T cell therapy 
against breast cancer. Cellular Immunology. 2020;348:104041.

167.	 Groeneveldt C, van Hall T, van der Burg SH, ten Dijke P, van Montfoort N. Immunotherapeutic 
Potential of TGF-β Inhibition and Oncolytic Viruses. Trends in Immunology. 2020.

168.	 Khoja L, Day D, Wei-Wu Chen T, Siu LL, Hansen AR. Tumour- and class-specific patterns of 
immune-related adverse events of immune checkpoint inhibitors: a systematic review. Annals 
of Oncology. 2017;28(10):2377-85.

169.	 Formenti SC, Lee P, Adams S, Goldberg JD, Li X, Xie MW, et al. Focal Irradiation and Systemic 
TGFβ Blockade in Metastatic Breast Cancer. Clinical cancer research : an official journal of the 
American Association for Cancer Research. 2018;24(11):2493-504.

4

169854_vandenBulk_BNW-def.indd   131169854_vandenBulk_BNW-def.indd   131 04-01-2024   11:1904-01-2024   11:19




