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Abstract
The natural cytotoxicity receptors (NCRs; NKp30, NKp44, and NKp46) were first defined as activating receptors on human 
NK cells that are important in recognition of and response to tumors. A flurry of recent research, however, has revealed 
that differential splicing can occur during transcription of each of the NCR genes, resulting in some transcripts that encode 
receptor isoforms with inhibitory functions. These alternative transcripts can arise in certain tissue microenvironments and 
appear to be induced by cytokines. Evidence indicates that some of the inhibitory NCRs are triggered by specific ligands, 
such as the interaction of the inhibitory isoform of NKp44 with PCNA on the surface of tumor cells. Here, we review the 
different NCR splice variants, cytokines that modulate their expression, their functional impacts on innate immune cells, 
and their differential expression in the contexts of cancer, pregnancy, and infections. The recent discovery of these inhibitory 
NCR isoforms has revealed novel innate immune checkpoints, many of which still lack defined ligands and clear mechanisms 
driving their expression. These NCR checkpoint pathways offer exciting potential therapeutic targets to manipulate innate 
immune functions under defined pathological conditions, such as cancer, pregnancy disorders, and pathogen exposure.
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Introduction

The family of natural cytotoxicity receptors (NCRs) is com-
prised of NKp46 (NCR1, CD335), NKp44 (NCR2, CD336), 
and NKp30 (NCR3, CD337) [1]. These three receptors were 
first characterized on human natural killer (NK) cells. NCR-
mediated NK cell activation results in lysis of target cells 
and secretion of cytokines, mainly IFNγ and TNFα [2–5]. 
NKp46 and NKp30 are expressed constitutively on the cell 
membrane of human peripheral blood NK (pNK) cells, 
while NKp44 protein expression requires stimulation with 
IL-2, IL-15, or IL-1β, primarily on the  CD56bright subset [6, 
7]. An exception for NKp44 protein expression is decidual 
NK (dNK) cells, which constitutively express NKp44 and 
can secrete placenta-associated cytokines, such as VEGF, 
IL-10, and PLGF that promote tissue remodeling [8, 9]. 
NKp44 protein expression was also observed on intratu-
moral NK cells, innate lymphoid cell type 3 (ILC3), plas-
macytoid dendritic cells (pDCs), and Natural Killer T (NKT) 
cells [10–14]. Since the discovery of NCRs in the late 1990s, 
the role of those receptors in immune surveillance has been 
intensely studied in cancer, viral and bacterial infections, 
pregnancy, and autoimmunity [1, 15, 16].

NKp30 and NKp44 are encoded by the NCR3 and NCR2 
genes, respectively, which are both located on chromosome 
6 in the human MHC class III locus [17]. NKp46 is encoded 
by the NCR1 gene located on chromosome 19 near the leu-
kocyte regulatory complex [18]. The NKp30 and NKp44 
proteins are characterized by a single V-type Ig-like extra-
cellular domain, while NKp46 protein has two extracellular 
C2-type Ig-like domains (domain 1 “D1” domain 2 “D2”, 
respectively) [1, 19–21]. The transmembrane domain of the 
NCRs contains a positive amino acid, either arginine (for 
NKp30 and NKp46) or lysine for NKp44. The transmem-
brane positive amino acid facilitates the activating signal 
from each receptor by facilitating association with a cor-
responding negative charged residue in a transmembrane 
adaptor protein that contains an immunoreceptor tyrosine-
based activation motif (ITAM). In this way, both NKp30 and 
NKp46 associate with CD3ζ and FcεRI-γ, while NKp44 is 
associated with DAP12, which is essential for the membrane 
expression of NKp44 (Fig. 1) [22].

NKp46 was the first natural cytotoxic receptor to be dis-
covered in the NCR family and is the only receptor that has 
a homologous gene in Mus musculus (ncr1/Ly94) [5]. An 
NKp30 pseudogene is found in 12 mouse strains, however, 
and a functional ncr3 gene was found in Mus caroli [23]. 
The presence of the NKp44 gene (NCR2) was first shown 
only in H. sapiens, but later was found also in non-human 
primates that also express the NKp44 protein in their NK 
cells [24]. Thus, NKp44 is the newest member in the evolu-
tion of the NCR family, and its function may be relevant only 

in primates. This should be taken into account when study-
ing NCR-mediated NK function using mouse models [25].

NKp30 splice variant profiles

The mRNA of the NCR3 gene is transcribed as four exons, 
and these can be differentially spliced (Fig. 2a). NKp30 
splice variants that have been studied to date are NKp30a, 
NKp30b, and NKp30c (NCBI; Accession: NM_147130.2, 
NM_001145466.1, and NM_001145467.1, respectively). 
NKp30a-c splice variants differ from each other at exon 
no. 4 due to splicing events, resulting in a variable NKp30 
intracellular domain. Other NKp30 splice variants that have 
been described are NKp30d, NKp30e, and NKp30f that 
encode a C-type Ig domain with the corresponding intracel-
lular domains of NKp30b, NKp30a, and NKp30c, respec-
tively (Fig. 1a) [23]. The NKp30 splice variants can only 
be detected at the mRNA level, as there is no available spe-
cific antibody for each of the NKp30 isoform proteins. Both 
NKp30a and NKp30b lead to NK cell activation that is medi-
ated by association with CD3ζ. On the other hand, NKp30c 
has a weak association to CD3ζ and leads to the activation of 
p38 MAP kinase, resulting in secretion of IL-10 by NK cells 
and immunosuppression [26]. However, NK cells express 
all three NKp30 splice variants, yet the functional outcome 
depends on the expression pattern of NKp30a, NKp30b, and 
NKp30c [26]. Therefore, NKp30 splice variant profiles have 
been classified based on the relative abundance of the splice 
variants; namely: the activating NKp30a/b profile and the 
inhibitory NKp30c profile [26]. The impact of NKp30 splice 
variant profiles in cancer is yet to be fully understood and 
was tested also in viral infection [27, 28]. NKp30 splice vari-
ant profiles were described in tumor infiltrating lymphocytes 
(TILs) from gastrointestinal stromal tumor (GIST) patients 
that were treated with Imatinib [26]. GIST patients with a 
predominant NKp30c profile had lower survival rate. Fur-
thermore, in 50% of the patients, the NKp30c profile was 
associated with single-nucleotide polymorphism (SNP) in 
the NCR3 gene, resulting in two haplotype groups (Table 1; 
[26]). Subsequently, NKp30 splice variant profiles were also 
described to have an effect in neuroblastoma, melanoma, 
and NSCLC patients (Table 1; [29–32]). Moreover, NKp30 
splice variant profiles from PBMC were recently suggested 
to be prognostic predictive biomarkers in patients with meta-
static GIST (Table 1; [33]).

The influence of the microenvironment on NKp30 splice 
variant profiles was also examined [34, 35]. NKp30 is 
expressed in dNK cells and human primary trophoblasts 
cells express NKp30 ligands [8]. The expression profile of 
NKp30 splice variants in PBMC and matched placenta tis-
sue in women that undergo elective, sporadic or recurrent 
first trimester abortion, showed matched cases with different 
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NKp30 splice variant profiles, indicating that the placenta 
microenvironment can influence the NKp30 splice vari-
ants expression pattern (Table 1; [35]). Decidua-enriched 
cytokines have been shown to influence NKp30 splice vari-
ant profiles [34]. IL-15 and IL-18 induce the expression 

of both NKp30a and NKp30b relative to NKp30c. The 
presence of TGF-β, with IL-15 and/or IL-18 combina-
tions, resulted in higher expression of NKp30c relative to 
NKp30a (Table 1; [34]). TGF-β is abundant in the placenta 
and tumor microenvironment [34]. Intratumoral NK cells 

Fig. 1  NCR protein isoforms; a NKp30, b NKp44, and c NKp46. Protein regions encoded by the various exons are colored differently. *Repre-
senting one of the adaptor dimer options (homodimer of CD3ζ, homodimer FcεRI-γ, and heterodimer of CD3ζ and FcεRI-γ)



1874 Cancer Immunology, Immunotherapy (2018) 67:1871–1883

1 3

Fig. 2  Exon map of NCR 
splice variants; a NKp30, b 
NKp44, and c NKp46. Regions 
representing the various exons 
are colored differently, and 
in accordance with the colors 
of the exon-encoded protein 
domains in Fig. 1. Teardrops 
mark locations of charged 
residues in the transmem-
brane domains (R = arginine, 
K = lysine). Yellow arrows mark 
premature stop codons caused 
by frame shifts during differ-
ential splicing. Location of the 
ITIM-like sequence is marked 
with hashed shading in NKp44-
1. The ΔA teardrop in NKp46b 
marks the location of an alanine 
(A) deletion
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share phonotypical characterization with dNK cells  (CD3−, 
 CD56bright and  CD16−) [36]. Analysis of NKp30 splice vari-
ant profiles in tumor and matched normal tissues in differ-
ent organs revealed higher incidence of NKp30a/b profile 
relative to NKp30c profile [37]. The NKp30a/b profile was 
more abundant both in the tumor and in the normal tissues. 
However, in 50% of the matched cases, NKp30 splice variant 
profiles were shifted from NKp30a/b to NKp30c and from 
NKp30c to NKp30a, indicating the flexible nature of NKp30 
splice variant expression (Table 1; [37]).

NKp44 splice variant profiles

Among the NCR family, NKp44 is a unique receptor, as 
its expression on the cell membrane of NK cells requires 
stimulation [6, 7]. NCR2 gene is transcribed as six exons and 
three splice variants NKp44-1, NKp44-2, NKp44-3 (Fig. 2b, 
NCBI; Accession: NM_004828.3, NM_001199509.1, and 
NM_001199510.1, respectively). However, NKp44-1, but 
not NKp44-2 or NKp44-3, has an immunoreceptor tyrosine-
based inhibition motif (ITIM)-like sequence, encoded by 
exon six, as part of its cytoplasmic tail. Alternative splicing 
events in NKp44-2 and NKp44-3 result in the expression 
of exon five, leading to an early stop codon on exon six and 
a shorter cytoplasmic tail without the ITIM (Figs. 1b, 2b). 
Proliferating cell nuclear antigen (PCNA) is an inhibitory 
ligand of NKp44 [38–40]. PCNA expression was associ-
ated with inhibition of NK cells in endometrial carcinoma 
[41]. The ITIM on the NKp44-1 intracellular domain was 
shown to be essential for NKp44-mediated inhibition of NK 
cell function when exposed to HeLa cells overexpressing 
PCNA (Table 2; [38]). The inhibitory nature of NKp44 was 
also observed in pDC and was linked to reduced secretion 
of IFNα and lysis function [11, 12]. Expressing the ITIM 
sequence of NKp44-1 fused to KIR3DL1 in NK92 cells, 
however, did not result in SHP-1, SHP-2, or SHIP recruit-
ment, even when the ITIM tyrosine was phosphorylated by 
pervanadate stimulation [22]. Furthermore, the ITIM-con-
taining NKp44 cytoplasmic domain in this chimeric receptor 
could not elicit inhibitory function following mAb engage-
ment in redirected assays using the P815 model system [22]. 
These early results suggested that the ITIM-like sequence in 
NKp44-1 was incapable of inhibitory function using mAb-
redirected assay (Table 2; [22]).

The effect of decidua-enriched cytokines on the pattern 
of NKp44 splice variants was also examined [34]. As with 
NKp30 splice variants, there is no specific mAb against 
each of the NKp44 isoforms and, therefore, the profiling 
of NKp44 splice variants is only possible by mRNA anal-
ysis. The expression of NKp44 splice variants was com-
pared between pNK cells following overnight stimulation 
with IL-15 and dNK cells from the same donor, and these Ta

bl
e 
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results were correlated with NK cell function based on 
NKp44 mAb ligation [34]. Both pNK and dNK expressed 
all NKp44 splice variants. However, pNK expressed higher 
levels of NKp44-2 and lower levels of NKp44-1 and NKp44-
3, while dNK expressed similar levels of all NKp44 splice 
variants. dNK cells are known to express NKp44 protein 
and have a poor cytotoxic function. NKp44 mAb ligation of 
dNK did not result in CD107a degranulation, while NKp46 
ligation did. However, co-ligation of NKp44 and NKp46 
in dNK cells led to reduction in CD107a degranulation as 
compared to ligation of NKp46 alone, indicating that NKp44 
has inhibitory function in these cells [34]. NKp44 mAb liga-
tion did lead to the secretion of IFNγ, VEGF-A, or CCL3 by 
dNK cells. Stimulation of pNK cells with decidua-enriched 
cytokines (combination of IL-15, IL-18, and TGF-β) up-
regulated the expression of both NKp44-1 and NKp44-3 
after 6 days of culture and affected the ability of pNK cells 
to secrete TNFα, IFNγ, VEGF-A, and CCL3 (Table 2; [34]).

NKp44-mediated inhibition of NK cells following PCNA 
recognition requires the dominant expression of NKp44-1 
relative to NKp44-2 and NKp44-3 [13]. Freshly isolated 
pNK cells or PBMC express basal levels of NKp44 splice 
variants that are characterized by similar levels of NKp44-1/
NKp44-2/NKp44-3 mRNA, but with a very low-to-nega-
tive expression at the NKp44 protein level. Following 6 
days of in vitro IL-2/IL-15 stimulation, purified pNK cells 
up-regulated the expression of NKp44-1, NKp44-2, and 
NKp44-3 with a dominant expression of NKp44-1 splice 
variant (NKp44-1 > 66% of NKp44 mRNA, i.e., NKp44-1 
profile) [13]. On the other hand, in vitro stimulation of 
whole PBMC with IL-2/IL-15 leads to co-dominant expres-
sion of both NKp44-1 and NKp44-3 (NKp44-1 < 66% of 
NKp44 mRNA, i.e. NKp44-2/3 profile). KHYG1 cells also 
exhibit co-dominant expression of NKp44-1 and NKp44-3. 
In accordance, isolated human pNK cells were inhibited by 
PCNA overexpressing HeLa cells, while KHYG1 cells were 
not inhibited. The inhibitory effect of the NKp44-1 profile 
on pNK cells was blocked using an anti-NKp44 mAb, while 
overexpression of NKp44-1 but not NKp44-2 or NKp44-3 in 
NK-92 cells resulted in inhibition by PCNA overexpression 
(Table 2; [13]).

The differential role of NKp44 splice variant profiles in 
human pathology was first published from RNAseq data 
obtained from PBMC samples taken from newly diagnosed 
AML patients (The human Cancer Genome Atlas) [13]. 
The examination of RNAseq data obtained from PBMC 
can better reflect the immune status, as blood samples are 
more homogenous than solid tumors in their cell composi-
tion. Plotting all  NKp46+/NKp44+ cases against  NKp46+/
NKP44− cases with day of death data revealed no differ-
ence in patient survival between the two groups. However, 
when dividing the  NKp46+/NKp44+ cases according to 
their NKp44 splice variant profiles, a significant decrease Ta
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in patient survival was observed in the group that had an 
NKp44 splice variant profile with solitary expression 
of NKp44-1 [13]. Examination of all available risk fac-
tors, NKp46 and NKp30 mRNA expression, and NKp30 
splice variant expression did not influence the observation 
(Table 2; [13]).

Tumor cells are known to up-regulate PCNA expres-
sion in vivo [37, 41]. The NKp44-1-dominant expression 
profile was seen in 80% of NKp44 mRNA positive cases 
of tumor biopsies taken from cancers of the breast, lung, 
cervix/uterus, kidney, gastrointestinal (GI) tract organs, and 
GI tract accessory organs, and NKp44 mRNA incidence was 
increased in the tumor tissue as compared to matched normal 
tissue [37]. The NKp44-1 profile may facilitate inhibition of 
intratumoral NK cell function; however, this hypothesis still 
needs to be further examined in larger cohorts. The interac-
tion of NKp44 splice variants with other reported NKp44 
activating ligands is poorly defined. The combined effect 
of PCNA and NKp44 activating ligands also needs to be 
further addressed as NKp44-1 splice variant has also been 
reported to elicit NK cell activation [42]. Consistent with 
the tumor tissue, 80% of placental tissue samples from first 
trimester elective abortions also exhibit the NKp44-1-dom-
inant profile (Table 2; [37]). Placental microenvironment is 
known to suppress the maternal immune system to protect 
the fetus from rejection and human primary trophoblasts 
cells express NKp44 ligands [8, 43]. On the other hand, 80% 
of placental samples from the first trimester spontaneous 
abortions have an NKp44-3-dominant profile. This shift in 
NKp44 splice variant profile may reflect changes in placental 
microenvironment factors, such as IL-15, IL-18, and TGF- β 
that are known to regulate the NCR2 gene. The direct effect 
of NKp44 splice variants on dNK in respect to the placen-
tal microenvironment and unique cell composition is still 
unclear and should be further explored.

NKp46 splice variant profiles

The NCR1 gene is transcribed as seven exons and five 
splice variants; NKp46a, NKp46b, NKp46c, NKp46d, and 
NKp46e (Figs. 1c, 2c, NCBI; Accession: NM_004829.6, 
NM_001145457.2, NM_001145458.2, NM_ 001242356.2, 
and NM_001242357.2 respectively). The variation in 
NKp46 splice variants is mainly in two forms; (1) dele-
tion of exon 3, which encodes the extracellular Ig-like D1 
domain (splice variants NKp46d and NKp46e), (2) dele-
tion of exon 6 that encodes for 17 amino acids in the hinge 
domain (splice variants NKp46c and NKp46d). NKp46a and 
NKp46b encode the full-length receptor with variation of 
one amino acid (Fig. 1c). In contrast to NKp44 and NKp30 
isoforms, NKp46 isoforms can be partially classified at the 
protein level with specific antibodies against D1 and D2 

Ig-like domains. Long-term stimulation of pNK with IL2 
revealed a small NK cell population that expresses NKp46 
protein without D1  (NKp46D1−) [44]. The interaction of 
NKp46 with its ligands was shown to require the D2 but 
not the D1 domain [45, 46]. Following anti-NKp46/NKp30 
mAb stimulation and assessment of CD107a degranulation, 
the  NKp46D1− pNK population manifested higher activ-
ity as compared to other pNK cells [44]. Furthermore, the 
analysis of nasal wash samples with respiratory viral infec-
tion for  NKp46D1−,  NKp46D1+, and total NKp46 mRNA 
showed that most cases were positive for NKp46D1- mRNA. 
In contrast, the analysis of PBMC samples revealed that all 
samples were  NKp46D1+ [44].

Innate immune checkpoints and new 
candidate(s) based on splice variants 
of NCRs

Activating and inhibitory receptors dynamically modulate 
the NK cell activation state, delicately balancing the state of 
activation vs. inhibition [47–49]. Immune surveillance via 
recognition of class I HLA molecules on the surface of nor-
mal or target cells by inhibitory killer-cell Ig-like receptors 
(KIR) and CD94/NKG2A provide a dominant early innate 
immune checkpoint [50]. The loss of class I HLA recogni-
tion favors activation, overcoming immune escape by the tar-
get cell and allowing signals from activating receptors (e.g., 
NCRs) to predominate [26, 38, 51]. Immune surveillance via 
pattern recognition provides a secondary late innate immune 
checkpoint and is characterized by engagement of NCRs that 
can recognize ligands on tumor and virus infected cells inde-
pendently of HLA expression [52]. The pattern recognition 
by NCRs ultimately depends on how the pathogen or malig-
nant transformation modulates the expression of endogenous 
proteins (e.g., B7-H6 or PCNA) or on direct recognition of 
pathogen-associated molecules (e.g., HA-NA or pp65) [38, 
53–55]. Tumors can escape both immune checkpoints by 
either masking target cell surface class I HLA molecules or 
by taking advantage of the differential pattern recognition 
outcomes (i.e., suppression vs. activation) by specific NCRs 
isoforms [26, 38]. While the early innate immune check-
point is often missed and, therefore, appears to be difficult 
to tackle, the later checkpoint provides more opportunities 
for targeting by either mAbs or small molecule drug-based 
therapy. These therapeutic approaches might potentially 
aim to interfere with a receptor–ligand interaction via tar-
geting NCR itself or its suppressive ligand. When consider-
ing NCRs for checkpoint-based therapeutics, NKp44 and 
NKp30 do have inhibitory isoforms, but mAb-based treat-
ment is challenging, since the structural differences between 
isoforms (inhibitory vs. activation) are within the transmem-
brane/cytoplasmic domains (Figs. 1, 2). Therefore, when 
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considering NCR ligands, the membrane-associated PCNA 
(mediating inhibition through the NKp44-1 isoform) could 
be considered as a more appropriate target for mAb-based 
checkpoint therapeutics for cancer, as compared to B7–H6, 
which was reported to activate all isoforms of NKp30 (inhib-
itory and activating).

Concluding remarks

The data provided here show the importance of NCR splice 
variant profiles in a variety of human pathologies. The 
functional outcomes mediated through NKp30, NKp44, 
and NKp46 still need to be defined with respect to known 
and unknown NCR splice variants and other cell types. It is 
important to note that NCRs are expressed on a wide array 
of immune cells, including type 1, 2, and 3 innate lymphoid 
cells (ILCs), γδT and αβT cells, and NKT cells, which play 
important roles in the immune response toward a variety of 
bacteria and helminth infections, cancer immunity, and fat 
tissue metabolism. The characterization of NCR splice vari-
ants in NK cell function and tumor and placental microen-
vironment has opened a window that reveals novel molecu-
lar mechanisms by which the three NCRs regulate innate 
immune functions and identifies new targets to modulate 
these pathways in the clinic.
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