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Immune checkpoint blockade therapy targeting programmed cell death protein 1 (PD-1) has revolutionized the landscape of
multiple human cancer types, including head and neck squamous carcinoma (HNSCC). Programmed death ligand-2 (PD-L2), a PD-1
ligand, mediates cancer cell immune escape (or tolerance independent of PD-L1) and predicts poor prognosis of patients with
HNSCC. Therefore, an in-depth understanding of the regulatory process of PD-L2 expression may stratify patients with HNSCC to
benefit from anti-PD-1 immunotherapy. In this review, we summarised the PD-L2 expression and its immune-dependent and
independent functions in HNSCC and other solid tumours. We focused on recent findings on the mechanisms that regulate PD-L2
at the genomic, transcriptional, post-transcriptional, translational, and post-translational levels, also in intercellular communication
of tumour microenvironment (TME). We also discussed the prospects of using small molecular agents indirectly targeting PD-L2 in
cancer therapy. These findings may provide a notable avenue in developing novel and effective PD-L2-targeted therapeutic
strategies for immune combination therapy and uncovering biomarkers that improve the clinical efficacy of anti-PD-1 therapies.
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INTRODUCTION
Immune checkpoint blockade therapies targeting programmed
cell death protein 1 (PD-1) achieve marked clinical benefits in
cancer patients harboring programmed death ligand-1 (PD-L1)
expression tumours [1–6]. As an indication of KEYNOTE-048, the
recurrent/metastatic head and neck squamous carcinoma (R/M
HNSCC) patients with a higher combined positive score (CPS > 20)
showed a favourable response to anti-PD-1 therapy [3]. It is
interesting that anti-PD-1 therapy was also observed in patients
with PD-L1 negative expression tumours, including lung squa-
mous cell carcinoma (LUSC) and renal cell carcinoma (RCC) [7–10].
Therefore, effective predictive biomarkers for PD-1 blockade are
urgently needed.
Programmed death ligand-2 (PD-L2), another ligand of PD-1, was

initially discovered to be expressed in macrophages and dendritic
cells (DCs). Recent studies demonstrated that PD-L2 is highly
expressed in human cancers, including HNSCC [11], LUSC [12], RCC
[13], pancreatic ductal adenocarcinoma (PDAC) [14], and cervical
cancer [15]. PD-L2 expression is an independent predictor for
progression-free survival (PFS) and the clinical response to pem-
brolizumab in HNSCC [11]. Together with PD-L1, PD-L2 status should
be considered to predict the efficiency of anti-PD-1 immunotherapy.
In this review, we summarised the PD-L2 expression and its

immune-dependent and independent function in HNSCC and

other solid tumours. We focused on recent findings on the
mechanisms that regulate PD-L2 expression and their potential
prospective in cancer therapeutics.

PD-L2 EXPRESSION PATTERN IN HUMAN CANCER
PD-L2 (B7-DC, CD273), a member of the B7 family, is a type I
transmembrane protein that contains an immunoglobulin (Ig)-like
V-type domain and an Ig-like C2-type domain in its extracellular
region (Fig. 1). PD-L2 was expressed not only in tumour cells but
also in immune cells, and its high expression has been proven to
play an important role in tumorigenesis and immune escape. PD-
L2 overexpression indicated a poor prognosis in HNSCC, adenoid
cystic carcinoma (ACC) [16], and oesophageal cancer [17].
Specifically, among HNSCC patients, an increased expression of
PD-L2 was found positively related to poor relapse-free survival
(RFS), progression-free survival (PFS), and OS [11, 18]. Moreover,
there is a study on colon cancer showed that PD-L2 expression
was positively associated with neuroinvasion and negatively
related with CD8 TIL density [+19].

PD-L2 in tumour cells
Aberrantly expressed PD-L2 significantly contributes to tumor-
igenesis and cancer progression due to its function of avoiding
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the recognition and subsequent killing by the immune system in
tumour cells. According to published data, PD-L2 was confirmed
highly expressed in HNSCC, salivary gland cancer (SGC), prostate
cancer, gastric cancer, colorectal cancer, oesophageal adenocarci-
noma, and bladder cancer. And our study also showed that PD-L2
was detected in 62.7% of HNSCC tumours, more than twice that of
PD-L1 [18]. In addition, the higher expression of PD-L2 than PD-L1
has also been found in other tumour types [20]. This result may
explain why some PD-L1-negative patients still benefit from anti-
PD-1 therapy.

PD-L2 in immune cells
Apart from cancer cells, PD-L2 has significant characteristics in
immune cells, such as T cells and NK cells. And these immune cells
do not suppress tumours but help them to survive. The PD-L2 is
expressed in tumour-infiltrating immune cells (TIICs), CD4 T cells,
CD8 T cells, and NK cells, in adenoid cystic carcinoma (ACC)
[++21]. More importantly, PD-L2 expression is also upregulated on
tumour-associated macrophage (TAM), and its immune evasion
effects become evident when PD-L1 function is dampened in
colon carcinoma [22].

FUNCTIONS OF PD-L2
Although the structure of PD-L2 is similar to PD-L1, the binding
affinity between PD-L2 and PD-1 is two- to sixfold higher than that
with PD-L1, suggesting PD-L2 is an important molecule in immune
escape as the strong interaction inhibits cytokines secretion and
proliferation of T cells. Instead of its immune function, PD-L2 was
also validated to have a robust biological role during tumorigen-
esis by interacting with other proteins despite PD-1, such as
promoting invasion and triggering chemoresistance of human
cancers. These findings open a new era to understand the
function of PD-L2 and provide new insights for improving the
efficiency of anti-PD-1 therapy.

Immunosuppressive function of PD-L2
To be a ligand of PD-1, PD-L2 mediates immunosuppressive
function. PD-L2 was overexpressed in advanced CRC and
correlated with CD8 T-cell exhaustion, suggesting that PD-L2
dysfunction was responsible for the progression of advanced
cancers with high proliferation capacity [+19]. Our published data
showed glycosylated PD-L2 decreased cytotoxic T lymphocyte
(CTL) in HNSCC [23], which was also proved in GC [24]. In addition,
a potential super-enhancer (PD-L1-L2-SE) promoting PD-L1 and
PD-L2 expression was found to promote immune escape in breast
cancer [25]. In addition, the expression of PD-L2 might affect the
therapeutic effect of anti-PD-1 in clear cell renal cell carcinoma
and upper-tract urothelial carcinoma [26, 27].

Other function of PD-L2
In the process of tumour metastasis, epithelial–mesenchymal
transition (EMT) is an essential process of tumour cells for
migration and colonization, which is determined by the char-
acteristics and plasticity of tumour cells [28, 29]. Much research
demonstrated that EMT is strongly related to the level of PD-L2 in
HNSCC and other solid tumours. The research showed that PD-L2
participated in the tumour migration process through transportins
regulated the Wnt/β-catenin pathway to activate the EMT process

(the specific mechanism on the GOLT1B section) [30]. Consistently,
PD-L2 expression induced EMT by inactivating the RhoA-ROCK-
LIMK2 axis in osteosarcoma [31].
Apart from PD-L2’s role in the metastasis process, our previous

study demonstrated that PD-L2 contributes to drug sensibility
during treatments. Specifically, glycosylated PD-L2 combine with
epidermal growth factor receptor (EGFR) in the cytomembrane
to suspend the effect of its inhibitor, cetuximab, in HNSCC
(the specific mechanism on the post-translational regulation
section) [23].

REGULATORY MECHANISM OF PD-L2
Based on the crucial roles of PD-L2 in immune activity and tumour
progression, a depth understanding of PD-L2 regulation, including
genomic alteration, epigenetic modification, transcriptional reg-
ulation, post-transcriptional modification, translational regulation,
and post-translational modification (Table 1 and Fig. 2), may
provide promising combination strategies for predicting and
improving PD-1 blockage efficiency.

Genomic modulation
Genomic amplification and mutation. Mutations in cell prolifera-
tion caused copy number amplification (CNA) of PD-L2, leading to
the upregulation of gene expression levels, which occurred in
the tumorigenesis of several solid tumours [15]. Barrett et al.
revealed that a high amplification of 9p24.1 (where PDCD1LG2
residues) was detected in triple-negative breast cancer (12/41),
colon carcinomas (2/68), and glioblastomas (2/44). PD-L1–L2-SE,
which is noted as a super-enhancer located among CD274 and
CD273 genes, significantly activates PD-L2 transcription and
immune activity.
The amplification of 9p24.1 can improve the level of PD-L2

chromosome fragment through Janus kinase 2 (JAK2)/signal
transducer and activator of transcription 1 (STAT1) signaling
pathway [32]. In addition, 9p24.1 copy number amplification is
related to the increase of JAK2 and phosphorylated STAT3, which
is also observed in tumour specimens from 10 recurrent or
refractory Hodgkin’s lymphoma patients [33].
Clusters of enhancers (referred to as super-enhancers) drive

high-level transcription of oncogenes in squamous cell carcinoma
(SCC) [34]. PD-L1–L2-SE, which is noted as a super-enhancer
located among CD274 and CD273 genes significantly activates PD-
L1 and PD-L2 transcription. Thus, PD-L1–L2-SE-deficient cancer
cells are incapable of immune escape and are sensitive to
cytotoxicity caused by T cells [25].

Epigenetic regulation. In addition to genomic regulation, PD-L2
can also be regulated by epigenetic modification of chromatin
without changing its DNA sequence. Till now, DNA methylation
and histone acetylation has been proven to be the main
epigenetic regulation to modify PD-L2 expression. Immunorecog-
nition can be restored by targeting epigenetic proteins in
combination with immune checkpoint inhibitors, thus improving
clinical response rates.

DNA methylation/demethylation. Bioinformatics analysis indicates
that DNA methylation level was related to the prognosis of HNSCC
[35]. Methylation level in the PD-L2 promoter region can
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Fig. 1 Linear diagrammatic views of functional motifs of PD-L2. The functional motifs of programmed death ligand-2 (PD-L2) contain an Ig-
like V-type for receptor binding and an Ig-like C2-type that interacts with programmed death ligand-1 (PD-1). The total amino acids are
indicated.
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Fig. 2 Regulatory crosstalk of PD-L2 in cancer. The role of programmed death ligand-2 (PD-L2) in the maintenance of the tumour
microenvironment (TME) and the potential mechanisms of PD-L2 that may contribute to tumour development is shown. PD-L2 is a key factor
in tumour progression and immune responses. PD-L2 expression can not only be regulated by the pathway network in a single cell but can
also be modulated by cell factors in the TME that form a complex network between different cells.
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eventually weaken the PD-L2 protein level through transcriptional
inhibition. PD-L2 mRNA expression has been negatively correlated
with promoter methylation in thyroid carcinoma and other cancer
types, which partly contributes to promoting overall lymphocytic
reaction [36, 37]. The EBV infection raises the methylation level of
the PD-L2 promoter, thus, regulating the PD-L2 expression of
tumours, which causes CD8 T-cell exhaustion and DC infiltration.
Therefore, causing poor prognosis in gastric adenocarcinomas and
forecasting melanoma patients’ response to immune checkpoint
therapies [+38].

Histone acetylation/deacetylation. Histone acetylation alters con-
tacts between histones and nucleosomal DNA, and therefore,
increases transcription. High levels of histone acetylation in gene
promoter regions are associated with PD-L2 mRNA expression
elevation. Histone acetyltransferases (HATs) and histone deacety-
lases (HDACs) contribute to the regulation of histone acetylation
of PD-L2, which can be potential targets in immunotherapy [39].
HAT p300, which interacts with the transcription factor PU.1,
promotes H3K27 acetylation in the promoter region of PD-L2 [40].
Moreover, the application of HDAC inhibitors, such as LBH589
(Panobinostat), MGCD0103 (Mocetinostat), MS275 (Entinostat),
and PXD101, leads to a more relaxed chromatin state in the PD-
L2 promoter regions, thus upregulating the expression of PD-L2.
Combining PD-1 immunotherapy, HDAC inhibitor (LBH589) usage,
and PD-1 blockade can globally improve survival (>37 days) in
C57BL/6 mice, compared to the use of PD-1 blockade alone
(30.5 days) [41].

Transcriptional regulation
Many transcription factors can bind to enhancer-promoter regions
of PD-L2 during transcriptional activation. Since PD-L2’s critical
role in the immune escape process, amounts of small molecular
drugs targeting transcription factors of PD-L2 serve as beneficial
strategies with therapeutic potential and have already been used
in the clinical treatment of both HNSCC and other solid tumours.

Myc. Myc is a well-studied activator of transcription and can
promote transcription to modulate tumorigenesis, cancer prolif-
eration, and metastasis in HNSCC [42]. Myc can bind to PD-L2
promoter regions, which promotes the transcriptional activation
of PD-L2 in non-transformed macrophages and colon adenocarci-
noma and thus, stimulates T-cell-mediated tumour clearance. And
Ganetespib inhibitor heat shock protein 90 (HSP90), upstream of
Myc, significantly deduces PD-L2 expression [43].

BCL6. The binding between B-cell lymphoma 6 protein (BCL6)
and genome can recruit diverse chromatin-modifying co-repressor
complexes to inhibit gene expression, in order to promote
tumorigenesis and cancer progression, such as DNA damage
sensing and proliferation checkpoints [44]. A BCL6 mutation has
been detected in HNSCC and has been correlated with HNSCC
tumour progression [45]. BCL6 negatively regulates PD-L1 and PD-
L2 by transcription suppression in germinal center B cells.
Furthermore, the binding of BCL6 with introns can suppress PD-
L2 transcription mediated by the BCL6 zinc finger structure in its
DNA-binding domain. Additionally, BCL6 indirectly regulates PD-
L2 expression of B cells dependent on STAT1/3 or IFN regulatory
factor-1 (IRF1) expression by binding to their promoter regions,
thus indirectly inhibiting PD-L2 of B cells. Therefore, it can
maintain the population of T follicular helper (Tfh) cells and T
follicular regulatory (Tfr) cells to mediate humoral immunity [46].

STAT family. STAT members as a transcription factor family can
bind with the PD-L2 promoter region to activate PD-L2 transcrip-
tion. In non-small cell lung cancer, STAT1 as a response factor to
IFN-γ promotes PD-L2 expression, this process can be inhibited by
STAT1 inhibitor- Fludarabine [47, 48].

STAT3, as an oncogenic gene, acts on an extensive range of cell
types, including tumour cells and immune cells. On the one hand,
STAT3 directly combines with PD-L2 promoter regions to activate
its transcription [47] and indirectly promotes PD-L2 protein
expression by transcription activating of PD-L2 N-glycosyltransfer-
ase fucosyltransferase-FUT8 [23]. On the other hand, STAT3
transcriptional actives PD-L2 in multiple immune cells, including
B cells [46], T cells [49], and macrophages [50]. Subsequently, Xu
et al. found that in γδT cells, the activated JAK/STAT3 signaling
pathway can promote the expression of PD-L2 after exposure to
indomethacin, and can decrease IFN-γ expression, which facilitates
intrahepatic recurrence, intrahepatic dissemination, and lung
metastasis [49]. In infiltrating macrophages, the cytokine IL-27
(heterodimer of IL-27B and IL-27Bp28) can activate STAT3 and
induce PD-L2 expression, which increases TAM-mediated immune
suppression in the TME [50]. Direct inhibiting STAT3 can block PD-
L2 through STAT3 inhibitors- cryptotanshinone [48] and Stattic
[23]. Moreover, Apatinib inhibits the upstream of STAT3, vascular
endothelial growth factor receptor-2 (VEGFR2), to decrease PD-L2
expression through the RhoA-ROCK-LIMK2 axis, eventually,
suppressing tumour migration, invasion, and cytoskeletal rearran-
gement in osteosarcoma [51]. Other STAT3 upstream inhibitors
can regulate PD-L2 expressions, such as Erlotinib, epidermal
growth factor receptor (EGFR) TKI, and Alectinib anaplastic
lymphoma kinase (ALK) TKI [47].
STAT5 has two different subunits, STAT5a and STAT5b, both

can function as transcription factors. STAT5b recruit enhancer
zeste 2 polycomb repressive complex 2 (EZH2) to methylate IFN
regulatory factor-8 (IRF8) promoter region and silence its
expression, which causes IRF4 expression increase by EZH2
and IRF4 dissociating and thus, remove IRF4 silence. IRF4
can upregulate PD-L2 expression in bone marrow-derived
DCs to promote DC-mediated immune responses and
attenuate autoimmune development [40, 52]. Stimulated by
the granulocyte–macrophage colony-stimulating factor (GM-
CSF), STAT5 can increase PD-L2 expression in neutrophils.
Blocking STAT5 by MDK-6314, an inhibitor of STAT5, can impede
the differentiation effectiveness of B-1a cells to antibody-
secreting cells (ASC) and decrease IL-5 secretion in T cells, which
is induced by PD-L2 [53]. Also, another STAT5 inhibitor, STAT5-
IN-1, promoted T-cell proliferation [54].
STAT6 is indispensable for IL-4/IL-13/IL-4Rα regulated PD-L2

expression in inflammatory macrophages [55]. Consequently,
macrophages are converted to alternatively activated macro-
phages during Th2-related immunoreaction [56].

NF-κB. Nuclear factor kappa B (NF-κB) is a transcription promoter
and plays an important role in the PD-L2 regulation and the
development of multiple types of HNSCC. Research showed that
ribosomal receptor for activated C-kinase 1 (RACK1) mediates NF-
κB to promote M2 macrophages in OSCC [57]. Moreover, NF-κB
can mediate human papillomavirus (HPV)-induced HNSCC cancer
progression [58]. In addition, activated NF-κB increased C-X-C
motif chemokine ligand-1 (CXCL1) expression and secretion by
cancer-associated fibroblasts (CAFs) to remodify TME in HNSCC
[59]. Besides, HNSCC clinical samples and animal experiments
showed that the PI3K/AKT axis can promote HNSCC survival via
NF-κB [60]. NF-κB can bind to target gene sites through dimer
formation to produce a marked effect [61]. Research has revealed
that NF-κB transcription activates PD-L2 expression through a toll-
like receptor (TRIF) and decreases TNF-α secretion in γδT cells [49].

GATA2. GATA2 is a hematopoietic transcription factor that
contains zinc fingers (ZFs) that can bind to the PD-L2 gene.
GATA2 can regulate normal hematopoiesis via stem cell main-
tenance and myeloid differentiation. GATA2 mutation not only
contributes to hematological neoplasms but also drives tumour
formation of HNSCC. GATA2 activates PD-L2 transcription through
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its transcription factor-binding site in the PD-L2 gene, thus
inhibiting neoantigen-specific T-cell function in glioblastoma [62].

HOXC10. Homeobox C10 (HOXC10) is highly expressed in OSCC
and induces the transformation from oral keratinocytes to OSCC
[63]. In addition, HOXC10 contributes to invasion and metastasis
by regulating Wnt signaling mediated EMT and confers to poor
prognosis in HNSCC [63]. Recently, HOXC10 was identified to
recognize the promoter region of the PD-L2 encoding gene and
triggered PD-L2 expression in a transcription depending on the
manner in the glioma [64].

ETV4. E26 transformation-specific variant transcription factor
(ETV4) belongs to the ETS transcription factor family, which has
been reported to play a role in promoting the proliferation,
invasion, and drug resistance of various tumours [65]. ETV4 bound
to the PD-L1–L2-SE region, which is dependent on the activation
of the BRAF/TAK1/ERK axis through integrin αvβ3 stimulation,
enhances the expression of PD-L2 to mediate immune escape in
cancer cells [66].

OCT2. Octamer binding protein 2 (OCT2) regulates B-cell co-
activation with OCA-B (also known as OBF-1 and BOB-1) if
combined with DNA, and it can activate important factors such as
STAT3, adenosine deaminase (ADA), and Myc [67]. A previous
study has shown that OCT2 can increase PD-L2 localization in the
cytomembrane of B cells when OCT2 is combined with the PD-L2
intro [68].

Post-transcriptional regulation
Many non-coding RNAs, such as microRNAs (miRNAs) and long
non-coding RNAs (lncRNAs), can activate as sponges for miRNAs.
The abnormal expression patterns of non-coding RNAs correlate
to tumorigenesis, tumour progression, and drug resistance in
HNSCC. Hsa-mir-194-5p can suppress PD-L2 translation by
combining with the 3’ untranslated region (3’UTR) of PD-L2
mRNA. Moreover, the lncRNA- PCED1B-AS1 promotes the PD-L2
translation by sponging and inhibiting hsa-mir-194-5p in hepato-
cellular carcinoma (HCC) [69]. PCED1B-AS1 can be transported by
exosomes from HCC to immune cells to increase the occurrence of
early apoptosis and decrease IL-2 secretion by T cells.

Translation process
Variants of mRNA splicing give proteins different characteristics to
promote the malignant phenotype of tumours, such as prolifera-
tion, migration, and invasion in HNSCC. There are several different
splicing products of PD-L2 mRNA. The main type contains all six
exons in its genome. Moreover, the other two types are different
from the main type in terms of solubility. Soluble PD-L2 (sPD-L2)
has a different location for diverse individuals and cell states that
influence the immune response in epithelial ovarian cancer [70].

Post-translational regulation
Epigenetic regulation can not only alter gene expression patterns
but also participate in post-translational modification. Studies
have confirmed that the PD-L2 protein undergoes glycosylation
and ubiquitination modifications.

Glycosylation. Glycosylation plays an important role in the
functional regulation of proteins. Most secreted proteins and
membrane proteins undergo specific types of glycosylation
modification. A specific N-linked glycosylation inhibitor- tunicamy-
cin can result in a reduction in the molecular weight of PD-L2 by
approximately 15 kDa in two colorectal cancer (CRC) cell lines [71].
Our group also found that PD-L2 was glycosylated by FUT8 in
HNSCC, with N64, N157, N163, and N189 being identified as the four
glycosylation sites of PD-L2. In addition, after glycosylation, PD-L2
combines with EGFR which provokes the EGFR/STAT3 signaling

pathway and the subsequent transcription of FUT8 [23]. Intercept-
ing FUT8 transcription by STAT3 inhibitor, Stattic, significantly
deduce glycosylation PD-L2 protein level and thus decreases
proliferation and resistance to cetuximab and EGFR inhibitors in
HNSCC [23].

Ubiquitination. Ubiquitination modulates cell survival, differen-
tiations and immune response by regulating protein stability and
activity. We found that glycosylated PD-L2 affects its stability.
Demonstrating that most protein stability in cells is mediated by
the ubiquitin system, therefore, we investigated and verified that
ubiquitination mediated PD-L2 degradation. The ubiquitination of
PD-L2 can be recognized by endosomal sorting complexes
required for transport (ESCRT) complexes, a vesicle transport
complex necessary for the lysosomal degradation pathway, which
can be degraded through lysosomal pathways. As a result, the
glycosylated PD-L2 can inhibit the recognition of ESCRT, thereby
inhibiting degradation and improving stability [23].

Cell communication
LPS/CXCR3. Inhibiting C-X-C motif chemokine receptor 3 (CXCR3)
through its inhibitor AMG487 can significantly inhibit the
expression of PD-L2 under lipopolysaccharide (LPS) stimulation,
which inhibits DC development. Subsequently, the expression of
CD25, CD69, and IFN-γ production decreases, suggesting sup-
pressed T-cell activation [72].

CCL2/CCR2. C-C motif chemokine ligand-2 (CCL2), through its
receptor CCR2 (which is expressed on the surface of M2 TAMs),
upregulates PD-L2 expression in M2 TAMs and reduces CD8
cytotoxic T lymphocyte (CTL)-mediated apoptosis of esophageal
cancer cells (ESCCs), thereby causing immune escape in ESCC
[+73].

IFN-α/ANO9. Anoctamin 9 (ANO9) belongs to the anoctamin
family and is composed of transmembrane proteins that function
as transporting chloride ions and crossing the membrane as a
phospholipid scramblase. Interferon-alpha (IFN-α)- induced ANO9
promotes the expression of PD-L2 mRNA and PD-L2 membrane
location, thereby mediating the cell cycle and increasing
proliferation, migration, and invasion in GC [74].

FCP/TLR4. Fibrinogen cleavage products (FCPs) that induce
allergic airway inflammation can stimulate TLR4 of mast cells to
participate in PD-L2 DCs mediated T naive cell differentiation. The
induction capability of PD-L2 DCs depends on the PD-L2
expression level in DCs [++75].

Others
GOLT1B. Golgi transport 1 B (GOLT1B) as a vesicle transporter
that participates in protein trafficking in cytoplasm increases PD-
L2 expression and facilitates PD-L2 membrane localization in
colorectal cancer to promote apoptosis of T cells and decreases
IFN-γ expression, which in turn promotes migration and invasion
in CRC [30].

MMP9/13. Foreskin fibroblasts (FFs) can suppress the proliferation
of CD3, CD4, and CD8 T cells via phytohemagglutinin (PHA)-
stimulated T-cell apoptosis. Mechanistically, IL-1α, IFN-γ, trans-
forming growth factor-beta (TGF-β), and TNF-α promote the
expression of PD-L2 and combining capacity between PD-L2 and
PD-1-Fc fusion protein in FFs. However, the PD-1-binding domain
of PD-L2 can be cleaved by Matrix metalloproteinase 9/13 (MMP9/
13) in FFs after exposure to γ radiation, thereby ameliorating T-cell
inhibition [+++76].

CAF. CAFs have shown the ability to interrupt the antigen
presentation of CD8+ T cells, which may be mediated by some
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cytokines. For example, IFN-γ, produced by activated natural killer
(NK) cells and T cells in TME, can directly induce upregulation of
PD-L2 expression in HNSCC cells [77]. Also, TGF-β1, the expression
of which is promoted by PD-L2 in CAFs, can inhibit the IFN-γ
secretion of T cells. In contrast, CAFs can enhance IFN-γ secretion
of T cells [78].

HPV and EBV. Viruses are known to drive HNSCC tumorigenesis,
especially HPV [79] and Epstein–Barr virus (EBV). In HPV-positive
(HPV) HNSCC, the HPV genome is integrated into the immune
checkpoint gene PDCD1LG2, generating increased PD-L2 protein
expression [+80]. Macrophages provoke the expression of PD-L2 in
HPV HNSCC and lead to an immunosuppressive tumour environ-
ment. In addition, co-culturing of HPV HNSCC cells with fibroblasts
can enhance PD-L2 expression in fibroblasts through Toll-like
receptor 9 (TLR9), which can be blocked by the oligodeoxynucleo-
tide TTAGGG in the absence of IFN-γ, TNF-α, and CD81 stimulation
[+81, 82].
Nasopharyngeal carcinoma (NPC) is mainly caused by EBV

infection, and clinical trials have shown that anti-PD-1 therapy can
increase the one-year survival rate in NPC patients [83]. EBV-
positive diffuse large B-cell lymphoma (DLBCL) cells have a high
expression of PD-L2 and EBV miRNA. MiR-BHRF1-2-5p of EBV was
able to bind with PD-L2 3’UTR to reduce PD-L2 expression, in
order to drive B-cell differentiation [84].

FUTURE DIRECTION
PD-L2, an important PD-1 ligand, could be regulated in multiple
ways and serve an irreplaceable role during the tumour immune
escape process, eventually triggering tumorigenesis and tumour
progression in various human cancers, including HNSCC. Thus,
deeply studying of the PD-L2 regulatory mechanism is aimed to
translate theoretical basic research into clinical application. Based
on the recent finding in the mechanisms of the regulations of PD-
L2 biological behavior, scientists have already designed several

combination strategies targeting these regulations for cancer
therapy and verified the theories in preclinical studies (Tables 2
and 3 and Fig. 3).
Some proposed combination therapies are being tested in

clinical trials, including VEGFR2 inhibitor plus anti-PD-1 therapies
(NCT03294694, NCT03147287, NCT03386929, and NCT03292250)
[85–88], poly ADP-ribose polymerase (PARP) inhibitors plus PD-1/
PD-L1 blockade therapies (NCT02657889, NCT03307785, and
NCT03308942), and EGFR inhibitors plus anti-PD-1 therapies
(NCT03082534, NCT02764593, and NCT02039674) [89, 90].
Researchers also tested other potential combinations; for
instance, the curcumin plus anti-CTLA4 strategy has identified
its safety and efficacy in mouse models, indicating that the
successful combination strategy provides a scientific basis for
further application in the clinical condition [91]. Until now, the
theoretical research data were achieved under specific experi-
mental in certain types of disease models, which may conflict
with clinical treatment experience. For example, high EGFR-
expressed triple-negative breast cancer (TNBC) mice can be
benefited from immunotherapy. Therefore, identifying the right
patient background is critical for testing in trials. Those results
come from the specified type of disease model, so determining
the benefit population background and predictive biomarkers are
critical for successful clinical testing.

CONCLUDING REMARKS
Immunotherapy targeting PD-1 is a rapidly evolving field with the
potential to benefit patients with HNSCC, as well as other
advanced solid tumours. Nevertheless, due to the unfavorable
clinical response, discoveries identifying novel predictive or
therapeutic biomarkers are urgently encouraged. PD-L2, a PD-1
ligand, is generally expressed in multiple human cancers,
including HNSCC, and serves as an independent predictor in
anti-PD-1 immunotherapy. We propose that PD-L2 plays an
important role in evading antitumor immunity as well as PD-L1,

Table 2. PD-L2 blockade through indirect small molecule inhibitors or antibodies in tumours.

Regulation type Compound Target PD-L2 expression Cancer/cell type Refs.

Epigenetic regulation Panobinostat, Mocetinostat,
Etinostat, PXD101

HDAC Upregulation Melanoma [41]

Ganetespib HSP90 Downregulation Colon adenocarcinoma [43]

Fludarabine STAT1 Downregulation Oral squamous cell carcinoma [48]

Cryptotanshinone STAT3 Downregulation Oral squamous cell carcinoma [48]

Stattic STAT3 Downregulation Head and neck squamous cell
carcinoma

[21]

Apatinib VEGFR2 Downregulation Osteosarcoma [51]

MDK-6314 STAT5 Downregulation B cell [53]

Erlotinib EGFR Downregulation Non-small cell lung cancer [47]

Alectinib ALK Downregulation Non-small cell lung cancer [47]

Okadaic acid OCT2 NA B cell [68]

STAT5-IN-1 STAT5 Downregulation Neutrophil [54]

Extravesicular
circulation

AMG487 CXCR3 Downregulation Dendritic cell [72]

ODN TTAGGG TLR9 Downregulation Head and neck squamous cell
carcinoma

[81]

Curcumin NA Downregulation Head and neck squamous cell
carcinoma

[95]

LBH589 panobinostat, MGCD0103 mocetinostat, HDAC histone deacetylase, OCT2 octamer binding protein 2, HSP90 heat shock protein 90, STAT1 signal
transducer and activator of transcription 1, STAT3 signal transducer and activator of transcription 3, VEGFR2 vascular endothelial growth factor receptor-2,
STAT5 signal transducer and activator of transcription 5, EGFR epidermal growth factor receptor, ALK anaplastic lymphoma kinase, CXCR3 C-X-C motif
chemokine receptor 3, TLR9 Toll-like receptor 9.
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suggesting that PD-1/PD-L2 blockade must be considered for
optimal immunotherapy in PD-L2-expressing cancers, such as
HNSCC, RCC, and LUSC. However, the knowledge about the PD-L2
regulatory network is relatively ambiguous, and there is no clinical
practice or trials about immunotherapy regimens against PD-L2 so
far, both of which need in-depth research. This review provided a
comprehensive study of the expression profile of PD-L2 and
summarised mechanisms that regulate PD-L2 expression through
multiple processes. Meanwhile, we emphasized the immune-
dependent and independent functions of PD-L2 during anti-
tumour immunotherapy.
Considering its predictive and therapeutic role, the clinical

agents targeting PD-L2 may be beneficial for controlling tumour
development. This strategy appears more achievable with the

emergence of innovatively developed direct and/or nonspecific
small molecule inhibitors of the PD-1/PD-L2 axis.
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