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Abstract
The crucial role played by HLA antigens and natural killer (NK) cell activating ligands in the
interactions of malignant cells with components of the host's immune system has stimulated interest
in the characterization of their expression by malignant cells. Convincing evidence generated by the
immunohistochemical staining of surgically removed malignant lesions with monoclonal antibodies
(mAb) recognizing HLA antigens and NK cell activating ligands indicates that the surface expression
of these molecules is frequently altered on malignant cells. These changes appear to have clinical
significance, since in some types of malignant disease they are associated with the histopathological
characteristics of the lesions as well as with disease free interval and survival. These associations
have been suggested to reflect the effect of HLA antigen and NK cell activating ligand abnormalities
on the interactions of tumor cells with antigen-specific cytotoxic T lymphocytes (CTL) and with NK
cells. Nevertheless, there are examples in which disease progresses in the face of appropriate HLA
antigen and/or NK cell activating ligand as well as tumor antigen expression by malignant cells and
of functional antigen-specific CTL in the investigated patient. In such scenarios, it is likely that the
tumor microenvironment is unfavorable for CTL and NK cell activity and contributes to tumor
immune escape. Many distinct escape mechanisms have been shown to protect malignant cells from
immune recognition and destruction in the tumor microenvironment. In this paper, following the
description of the structural and functional characteristics of soluble HLA antigens and NK cell
activating ligands, we will review changes in their serum level in malignant disease and discuss their
potential role in the escape mechanisms utilized by tumor cells to avoid recognition and destruction.
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I. Introduction
The revival of the cancer immunosurveillance theory [1] along with the disappointing clinical
results obtained in T cell-based immunotherapy trials conducted in patients with cancer [2-5]
has re-emphasized the role of immune escape mechanisms in their pathogenesis and clinical
course of malignant diseases. As a result, tumor immunologists have been focusing their
investigations on the identification and molecular characterization of the multiple mechanisms
by which tumor cells evade immune recognition and destruction [6-11]. Among them, changes
in classical [6] and non-classical [6,8,11-15] HLA class I as well as HLA class II [16] antigen
expression by tumor cells are of particular interest to tumor immunologists and clinical
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oncologists because of the critical role they play in the generation of tumor antigen (TA)-
specific immune responses (Figure 1A-C), as well as their ability to modulate the interactions
of natural killer (NK) cells and T cell subpopulations with target cells (Figure 1A-C). More
recently, these studies have been expanded to include the analysis of the expression and
functional characteristics of the phylogenetically distant MHC class I related chain (MIC) as
well as the UL16-binding proteins (ULBP) in malignant lesions given their ability to act as
NK cell activating ligands (Figure 1A-C) [8,12,17-19]. The potential clinical relevance of these
escape mechanisms is suggested by the statistically significant association of changes in
classical [6] and non-classical [6,12] HLA class I as well as HLA class II [20,21] antigen
expression with the clinical course of the disease at least in certain malignancies.

The above findings have been suggested to reflect the effect of HLA antigen and NK cell
activating ligand abnormalities on the interactions of tumor cells with TA-specific CTL and
NK cells. Nevertheless, there are examples in which disease progresses in the face of
appropriate HLA antigen and/or NK cell activating ligand as well as TA expression by
malignant cells and of functional TA-specific CTL [6]. In such scenarios, the tumor
microenvironment is thought to be unsuitable for the host's TA-specific immune response and
contributes to tumor cell immune escape (reviewed in 20-25). In this regard, to date the potential
effects of soluble HLA antigens (sHLA) and NK-cell activating ligands (sNKAL), either
released by tumor cells and/or derived from tumor cell lysis, on immune cells present in the
tumor microenvironment has been investigated to a limited extent [26-79]. The low interest in
sHLA and in sNKAL is surprising given the increase in their serum level in several pathological
conditions, including but not limited to malignant diseases [33,34,37,48,58,61,62,70-72,75,
77]. Moreover, both sHLA and sNKAL have been shown to induce apoptosis of CTL and NK
cells through its interaction with CD8 or inhibitory receptor superfamily (IRS) [33,34,43,47,
52,54,58,61,62,69,76,80-82]. The potential clinical relevance of these findings is suggested by
the statistically significant association of classical [41,53,55,58,67,68,74] and non-classical
[42,47-49,53,55,60,71] sHLA, as well as sNKAL [61-64,72,73,76,78,79] level with stage of
disease as well as the clinical course of the disease in certain malignancies.

In this paper, we will summarize the available information about the structural characteristics
of sHLA and sNKAL as well as the level of their expression in malignant diseases. Furthermore,
we will review the potential role sHLA and sNKAL may play in tumor immune escape and in
the clinical course of malignant disease. In organizing this paper we have not attempted to
review each subject in its entirety, but rather have focused on what we believe are the critical
issues in this field.

II. Classical and non-classical sHLA and sNKAL expression in malignant
disease
II.A. Classical HLA class I antigen

Like their counterparts in other animal species, classical HLA class I antigens are detectable
not only on the membrane of most nucleated cells, but also in plasma and urine [33,34,37,58,
74]. The existence of classical sHLA in the serum of healthy individuals was first reported in
1970, when sHLA-A2 and sHLA-A7 were identified in human serum and in the low-density
β-lipoprotein fraction in serum from normal individuals, respectively [33,34,37,74]. The
structure of classical sHLA molecules is similar to that of their cell-bound counterparts. They
consist of a membrane spanning polymorphic heavy chain, β2-microglobulin (β2m) and an 8–
10 amino acid peptide. However, at variance with their membrane anchored counterparts,
classical sHLA heavy chains are heterogeneous in their structure and molecular size. In this
regard, three isoforms of classical sHLA heavy chains, which are generated through distinct
mechanisms, have been identified in plasma (Figure 2A). One with the approximate molecular
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weight (mw) of 45 kDa represents the full-length gene product. One with the approximate mw
of 39 kDa is synthesized from alternatively spliced transcripts lacking exon 5 encoding the
hydrophobic transmembrane anchor [27]. Lastly, one with the approximate mw of 35 kDa lacks
the transmembrane and cytoplasmic domain. This heterogeneity is most likely the result of the
multiple mechanisms underlying the generation of classical sHLA heavy chains. The larger 45
kDa isoforms are likely to be the result of shed membrane-bound molecules as they contain
both a transmembrane domain and a cytoplasmic domain. The smaller 35 kDa isoforms are
thought to represent products of proteolytic cleavage, since they contain neither the
transmembrane nor the cytoplasmic domain [31,39,74]. Finally the intermediate 39 kDa
isoforms appear to be the products of alternate mRNA splicing that generates truncated sHLA
lacking the transmembrane domain [72]. It is noteworthy that classical sHLA have been found
in plasma, not only as sHLA class I heavy chain-β2m-peptide complexes, but also as β2m-free
heavy chains [28,31,58,68,74].

Stable amounts of classical sHLA molecules circulate in all healthy individuals at a
concentration of about 1 μg/ml [33,34,37,58,74], although some individuals with particular
HLA haplotypes have substantially higher concentrations than others [33,34,37,58,74]. In this
regard it has been reported that individuals with the HLA-A9 allotype have higher serum levels
of sHLA molecules [74]. Race also appears to play a role in determining serum levels of sHLA
molecules in normal individuals [74]. For example, HLA-A23 and HLA-A24 allotypes are
associated with high serum sHLA level in both Caucasians and African Americans [74], while
HLA-A29 allotype is associated with high sHLA levels in Caucasians but not in African
Americans [74]. The reverse is true for the HLA-A33 allotype, which is associated with high
sHLA levels in African Americans but not in Caucasians [74].

To date only a limited number of studies have investigated the level of classical sHLA in
patients with malignant disease. The limited number of studies most likely reflects the limited
interest in these molecules in spite of the experimental evidence, which is compatible with their
role in immunological events. Nevertheless, the level of classical sHLA appears to change in
some malignant diseases. Shimura et. al. have demonstrated that patients with Stage IV
advanced gastric cancer had significantly lower levels of classical sHLA compared to normal
healthy volunteers and also compared to patients with less advanced Stage I and Stage II gastric
cancers [32]. Furthermore, this study also showed that classical sHLA levels were significantly
lower in all gastric cancer patients with the HLA-A24 allotype, regardless of stage [32]. In a
study by Westhoff et. al., patients with metastatic malignant melanoma showed no significant
difference in classical sHLA levels compared to healthy controls; although patients with less
advanced primary malignant melanoma demonstrated significantly lower levels of serum
classical sHLA levels compared to healthy controls [36]. In contrast, Shimura et. al. have
demonstrated significantly elevated levels of classical sHLA molecules in Japanese patients
with pancreatic cancer [41]. The level of classical sHLA has also been investigated in
hematologic malignancies. In this regard, classical sHLA and β2m levels have been reported
to correlate with disease aggressiveness in multiple myeloma (MM) [53,55,], chronic
myelogenous leukemia (CML) [74], acute myeloid leukemia (AML) [31,67], and
myelodysplastic syndrome (MDS) [55,67]. In NHL [68,74] and HD [68,74], classical sHLA
and β2m levels have been shown to be elevated compared to healthy controls and to normalize
in NHL and HD patients in complete remission. Interestingly, in some cases, NHL patients
who experienced a relapse demonstrated an increase in sHLA levels [74]. The upregulation of
sHLA molecules in malignant disease as well as in other pathological processes appears to be
caused by the increased production of cytokines, such as interferon- α (IFN-α) and interferon-
γ (IFN-γ), since the level of classical sHLA is increased in the spent medium of cells as well
as in the plasma of patients treated with either IFN-α or IFN-γ [29,30,33,57-59]. It is noteworthy
that changes in the level of sHLA are not unique of malignant diseases since they have also
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been documented in patients with autoimmune disease, transplant rejection, and infections
[58,74].

II.B. Non-classical sHLA class I antigens and sNKAL
Evidence accumulated during the last few years has convincingly shown that the non-classical
HLA class I antigens HLA-E, -F and -G may serve as immunosuppressive molecules [6,8,
11-14], while the phylogenetically distant MHC class I chain-related surface glycoproteins
MICA and MICB and the UL16-binding proteins ULBP1, ULBP2, ULBP3 and ULBP4 may
act as NK cell activating ligands [8,12,17-19]. These findings have stimulated interest in the
characterization of soluble non-classical HLA class I antigen and sNKAL in patients with
malignant disease, since the interaction of these molecules with host's immune system may be
affected by these antigens. Here we review the characteristics of non-classical sHLA and
sNKAL as well as the level of their expression in malignant diseases. It is noteworthy that the
available information is still limited, since the field is in an early stage and progress in this area
is hindered by the lack and/or limited availability of non-classical sHLA- and sNKAL-specific
monoclonal antibodies (mAb).

II.B.1. Non-classical sHLA—To the best of our knowledge, no study has investigated
sHLA-F expression in healthy individuals and/or in patients with malignant diseases, while
sHLA-E expression has only been investigated in melanocytes and primary melanoma cell
lines in vitro. In this regard, Derre et. al. demonstrated that melanocytes and melanoma cell
lines can produce a 37 kDa sHLA-E chain [59]. This size corresponds to that of the extracellular
portion of the membrane-bound HLA-E chain, suggesting that it is produced by the cleavage
of membrane HLA-E by a membrane-bound and/or extracellular protease. The latter
mechanism seems likely, since membrane bound and extracellular matrix metalloproteinases
(MMP) have been shown to be involved in proteolytic cleavage and shedding of membrane
bound classical HLA class I antigen, MICA/B and HLA-E in a number of cell lines [31,39,
45,59,74].

Among the non-classical HLA class I antigens, HLA-G has been the most extensively studied.
HLA-G exists in seven isoforms that are generated by alternative splicing of the primary HLA-
G transcript [71]. Four of them, HLA-G1, -G2, -G3 and -G4, are bound to the cell surface,
while the remaining three, HLA-G5, -G6 and -G7 are soluble (Figure 2B) [71]. The latter three
are the counterparts of HLA-G1, -G2 and -G3, respectively [71]. The major isoforms are HLA-
G1 and HLA-G5, which both share immunosuppressive activities mediated by their binding
to the receptors CD85j (ILT-2), CD85d (ILT-4), CD158d (KIR2DL4) and CD160 (BY55)
[45,72,73]. These receptors have a differential cellular distribution, since CD85j (ILT-2) is
expressed by B, NK and T cells, CD160 (BY55) by endothelial, NK and T cells, CD85d (ILT-4)
only by macrophages and CD158d (KIR2DL4) only by NK cells [8,9,12,13,15,71].

As indicated above, sHLA-G derives from the secretion of soluble isoforms, especially HLA-
G5, as well as from the shedding of proteolytically cleaved surface isoforms, like HLA-G1. In
physiological conditions, monocytes/macrophages together with myeloid and plasmacytoid
dendritic cells are the major producers of sHLA-G [71]. sHLA-G has been detected in serum
from healthy individuals utilizing immunoassays, which either detect sHLA-G1 in combination
with sHLA-G5 or only sHLA-G5. In this regard, stable amounts of sHLA-G1+G5 have been
found to range from 27.7 to 95.9 ng/ml, while those of sHLA-G5 from 14.6 to 85.8 ng/ml in
plasma of healthy individuals [71]. It is noteworthy that the isoforms of sHLA-G appear to be
differentially expressed in some body fluids, since amniotic fluid contains only sHLA-G1,
while ascites contains only sHLA-G5 [71]. The biologic and functional significance of these
findings remains to be determined.
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sHLA-G plasma levels, which are markedly lower than those of classical sHLA, appear to be
influenced by several variables. Among them is the gender of the donors, since the level of
sHLA-G is higher in women than in men [71]. Furthermore, there is suggestive evidence that
sHLA-G levels are increased in serum and amniotic fluid during pregnancy [71]. However,
these results were obtained using different assays with different antibodies; therefore the
conclusions must be interpreted with caution, since one cannot exclude that the reported
differences reflect different sensitivity of the assays used by different investigators. Lastly, as
previously observed for classical sHLA [71], another important variable is represented by the
HLA-G polymorphism. Healthy individuals carrying the HLA-G*01013 allele or the “null”
allele HLA-G*0105N have significantly lower sHLA-G levels than subjects carrying the more
frequent HLA-G*01011 and HLA-G*01012 alleles [71]. In addition, subjects with the latter
alleles have significantly lower sHLA-G levels than individuals with the HLA-G*01041 allele.
Polymorphisms in the 3′UTR and the 5′UTR of the HLA-G gene may further influence the
sHLA-G level [71].

As observed for classical sHLA, changes in the level of sHLA-G have been detected in serum
from patients with solid tumors and lymphoproliferative disorders. Increased levels of sHLA-
G have been detected in the plasma of patients with glioblastoma multiforme (GBM) [49],
breast [49] and ovarian cancer [49], lymphoblastic and monocytic acute leukemia [48,60],
malignant melanoma [42], MM [55] and neuroblastoma (NB) [71]. Whether the increased
sHLA-G levels detected in patients with malignant diseases reflects increased shedding of
sHLA-G by tumor cells and/or up-regulation of surface HLA-G or secretion of sHLA-G by
peripheral blood monocytes through tumor derived cytokines such as IL-10, TGF-β1, remains
to be determined [42,60,76]. The latter mechanism is suggested by the induction of in vitro
sHLA-G production by monocytes following incubation with tumor-cell derived supernatants
[71]. In GBM patients, sHLA-G serum levels did not differ from those found in healthy
controls, but patients with high sHLA-G levels had a significantly shorter survival than those
with low sHLA-G levels [49]. In acute myeloid leukemia (AML), seventy-four percent of
patients, especially of the FABM4 and FABM5 subtypes, showed markedly increased sHLA-
G serum levels [48,60]. This figure reached 89% in acute lymphoblastic leukemia (ALL)
patients, with a higher frequency of upregulated sHLA-G serum levels in T than in B-ALL
[48,60]; specifically, high serum levels of sHLA-G were found in 16 out of 17 patients with
T-ALL versus 7 out of 11 patients with B-ALL. In melanoma [42], MM [55], as well as NB
[71] serum sHLA-G levels have been found to be significantly higher in patients than in age-
matched healthy controls. Malignant ascitis from patients with breast or ovarian cancer has
significantly higher levels of sHLA-G than ascitis of non-neoplastic origin, suggesting that
sHLA-G level may represent a useful adjunct to cytology in the differential diagnosis of
malignant versus benign ascitis [49]. It is noteworthy that as for classical sHLA antigens,
alterations in the level of sHLA-G does not appear to be restricted to patients with malignant
disease since they have been found also in patients with autoimmune diseases, transplant
rejection, and infections [71].

II.B.2. sNKAL—The stress-inducible MHC class I chain-related surface glycoproteins MICA
and MICB and the UL16-binding proteins ULBP1, ULBP2, ULBP3 and ULBP4 are ligands
of the C-type lectin-like receptor NKG2D [8,12,17-19]. The latter potently activates NK cells,
even overcoming inhibitory signals by MHC class I molecules. MICA, and most likely MICB,
has a restricted distribution in normal tissues; their expression is induced by inflammatory
stress only in gastric and small and large intestinal epithelium [8,12,17-19]. However
immunohistochemical staining of only a limited number of surgically removed malignant
lesions and analysis of cell lines in long term culture of different embryological origin have
shown that MICA and MICB have a much broader distribution in malignant tumors [17-19].
This expression pattern has been suggested to reflect the induction of MICA and MICB by the
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DNA repair pathway in response to genotoxic insults that have resulted in genetic mutations
contributing to the malignant transformation of the cell.

Stable amounts of sMICA and sMICB have been found to circulate in all healthy individuals
at a concentration of about <30 pg/ml and <50 pg/ml, respectively [61,62,64]. Analysis of sera
from about 600 patients with various malignant diseases including carcinomas of the breast,
esophagus, stomach, liver, pancreas, colon, ovaries, cervix, endometrium, kidney, prostate as
well as oral squamous cell carcinoma, osteosarcoma, glioma, neuroblastoma, leukemia, MM
and melanoma has shown that the levels of sMICA and sMICB (median 161 pg/ml and 216
pg/ml, respectively) are significantly higher in patients with malignant disease than in age-
matched healthy controls [43-45,50,52-54,61-64,70,72,73,75-79]. This finding is not restricted
to patients with malignant disease since increase in the level of sMICA and sMICB has been
found also in patients with autoimmune diseases, transplant rejection, and infections [70,72,
77].

To the best of our knowledge, except for a limited number cell lines in long-term culture [44,
50,52,65-67] and surgically removed glioblastoma, neuroblastoma and leukemic samples
[50,52], no study has investigated the level of sULBP ligand in serum from patients with
malignant disease.

II.C. Clinical relevance of sHLA, sHLA-G, and sMICA/B in patients with malignant disease
In general, changes in the level of sHLA, sHLA-G and sMICA/B appear to be related with
disease progression, since at least in some malignant diseases, they are associated with
advanced tumor stage [32,34,36,41,42,47,49,52,55,58,60,61-64,67,68,71,73-75,78,79]. These
findings suggest that, in at least some tumors, the level of sHLA, sHLA-G, and sMICA/B may
be clinically relevant. Nevertheless, analysis of several different types of malignant diseases
has generated conflicting results about the association of sHLA, sHLA-G and sMICA/B with
the clinical course of the disease. Moreover, the clinical significance of the sHLA, sHLA-G
and sMICA/B serum level in patients with malignant disease appears to vary among tumors
of different histotypes. For example, sHLA-G level is inversely correlated with survival in
GBM [49], but does not appear to be predictive of survival in NB in spite of the significant
increase in patients [71]. In MM, serum sHLA-G levels are significantly higher in patients than
in healthy controls and the level of sHLA-G is positively correlated with the advanced stage
of the disease and with tumor load, but not with the clinical course of the disease [55]. As noted
above, in breast and ovarian carcinoma, the level of sHLA-G has been found to be increased
in ascitis of patients with these diseases, suggesting that, in addition to cytology, it may be a
useful marker to differentiate malignant from benign ascites [49]. In the case of MIC ligands,
the level of sMICA has only been found to be associated with overall as well as progression-
free survival in oral squamous cell carcinoma [79], prostate carcinoma [63] and MM [73,78].

It is likely that both technical and biological mechanisms confound the data and underlie the
different findings in tumors of different histiotype in regards to the prognostic significance of
sHLA, sHLA-G, and sMICA/B in patients with malignant disease. Among the technical
reasons are differences in the sensitivity of the assays employed, characteristics of the mAb
utilized and/or number of lesions analyzed. The latter is likely to play a significant role, since
those studies, which have found no association between sHLA or MICA/B and clinical course
of the disease have analyzed a considerably lower number of lesions than those studies that
have demonstrated an unfavorable association [32,34,36,41,42,47,49,52,55,58,60,61-64,67,
68,71,73-75,78,79]. Among the biological variables, which generally have not been taken into
account in the design of the studies as well as in the analysis of the results, are heterogeneity
of the patient populations investigated in terms of clinical stage, histopathological
characteristics of the lesions, previous therapy, and length of the follow-up periods.
Furthermore, it should be stressed that the detection of sHLA, sHLA-G, and sMICA/B in serum
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does not exclude that they are non-functional or dysfunctional because of mutations and/or
changes in their conformation. The complexity of malignant disease, which is not a single
disease entity, can also play a role, since the level of cell membrane expressed classical and
non-classical HLA class I antigen may vary among histologic subtypes of malignant cells [6].
Furthermore, the analysis of the clinical significance of sHLA, sHLA-G, and sMICA/B
expression in patients with malignant disease has, in general, not taken into account the
expression of other types of histocompatibility antigens, as well as other molecules that are
likely to greatly affect the interactions of malignant cells with host's immune system. The
limitation of this approach is underscored by the positive [83] or negative [84] association of
HLA class II antigen expression in cutaneous metastatic melanoma lesions with the clinical
course of the disease only when the level of co-stimulatory molecule B7.1 [83] and HLA class
I antigen [84] expression, respectively, is included in the analyses.

IV. Potential role of sHLA and sNKAL in immune escape
The major unanswered question in human tumor immunology today is why the presence of
TA-specific immune responses, which can be detected in a variable percentage of patients, is
not paralleled by a clinical response in the majority of immunized patients despite the presence
of all the necessary components, i.e. TA, APC, immune effector cells and cytokines, for the
successful development of these responses [1,6-8,16]. In such scenarios, the tumor
microenvironment is thought to be unfavorable for TA-specific immune responses and to
contribute to ineffective host's immune responses. Many distinct escape mechanisms have been
shown to protect malignant cells from immune recognition and destruction in the tumor
microenvironment (Figure 3). Interested readers are referred to recent reviews [6,7,15,20-25,
85] on this topic. In the following section we will discuss the potential role of sHLA and sNKAL
in the protection of tumor cells from host's immune response.

Although the exact functional role of sHLA and sNKAL is not known, it is likely that they
play a role in immunological phenomena, since they are immunologically active, as indicated
by their reactivity with antibodies and with T cell receptors and by their immunogenicity in
allogeneic and xenogeneic combinations [37,38,40,46,51,54,58,61,62,71,74]. Furthermore,
the potential clinical relevance of sHLA and sNKAL is suggested by the statistically significant
association of increased levels of sHLA or sNKAL with the clinical course of the disease in
certain malignancies. The potential role sHLA and sNKAL may play in the escape of tumor
cells from the host's immune response is summarized in figure 4.

Convincing evidence has shown that classical β2m-free as well as β2m-associated sHLA can
induce apoptosis of activated CD8+ T cells in vitro [86]. Whether dimeric or tetrameric forms
of classical sHLA are required to induce apoptosis, as shown in other in vitro systems
[87-90], remains to be determined. Conflicting mechanisms have been shown to underlie the
induction of apoptosis in activated T cells. Zavazava et. al. have shown that apoptosis results
from interaction of soluble classical sHLA with the T cell receptor [91]. In contrast, Puppo and
colleagues have shown that apoptosis mediated by classical sHLA is dependent on CD8 in
both T and NK cells suggesting that interaction with the TCR is not required for this effect
[86,92,93]. However there is agreement on the requirement of Fas and FasL in the induction
of apoptosis by classical sHLA [86,91,92,94]. This mechanism is supported by the observation
that CD8 cross-linking by specific antibodies, like classical sHLA, generates signals to induce
Fas mRNA and soluble Fas ligand [95]. An additional mechanism is suggested by the earlier
report [58] that classical sHLA may prolong allograft survival by inducing unresponsiveness.
In light of our current understanding of the requirements for naïve T cell activation, induction
of anergy or tolerance by classical sHLA may reflect lack of associated costimulatory
molecules. However, direct in vitro evidence for non-responsiveness of T cells induced by
classical sHLA has not been documented possibly due to the use in most studies of activated
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T cells, activated NK cells, clones or hybridomas which do not typically require costimulation.
Studies in mice demonstrate the potential of soluble MHC class I antigens to modulate the
immune response. The injection of MHC class I dimers or tetramers, but not monomers,
induced tolerance of alloreactive T cells [87,96]. Most relevant to the malignant setting,
injection of appropriate MHC class I-peptide complexes into tumor-bearing mice suppressed
T cell-mediated control of tumor growth suggesting a potential in vivo function for naturally
occurring soluble MHC class I molecules [88,97]. Whether such approaches may have an
impact on the control of tumor growth in patients with malignant diseases has yet to be tested.

The effects of classical sHLA do not appear to be limited to T cells, since interaction of classical
sHLA with either IRS or CD8 on NK cells leads to NK cell apoptosis [80,81]. As for T cells,
the mechanism underlying classical sHLA induced NK cell apoptosis appears to be related to
Fas/FasL interaction, since classical sHLA induces de novo transcription of Fas and FasL
mRNA in NK cells [98-100]. Furthermore, classical sHLA induced apoptosis of NK cells can
be inhibited by Fas- and FasL-specific mAb [98]. The interaction of classical sHLA with CD8
or IRS on NK cells not only leads to their death, but also can induce the production and secretion
of detectable amounts of IFN-γ and TGF-β [100]. The physiological significance of this effect
is still to be defined. The release of TGF-β from NK cells upon interaction with classical sHLA
may further down-regulate NK cell survival by inducing their apoptosis and impairment of NK
cell-mediated cytotoxicity [101,102]. One can speculate that by activating antigen-presenting
cells and thus by favoring optimal antigen presentation to T lymphocytes, IFN-γ can induce a
Th1-type immune response, typical of the antiviral host response. In this context, IFN-γ
production which accompanies NK cell death induced by classical sHLA may be useful in
switching from the innate to the adaptive immune response. In addition, IFN-γ can also up-
regulate the expression of classical HLA class I antigens on target cells, possibly leading to a
stronger inhibitory effect on NK cell-mediated functional activities via interaction of these
molecules with the inhibitory counter IRS. At the same time, IFN-γ can increase the shedding
of classical sHLA from tumor cells and thus increase the degree of NK cell apoptosis upon
interaction with CD8 and/or activating IRS both in the tumor microenvironment and in distant
sites. Thus, classical sHLA can interact with CD8, thereby inducing NK cell death without the
need of NK cell-target cell interaction. On the other hand, NK cells, during interaction with
target cells, might receive an apoptotic signal through the direct binding of CD8 and/or
activating IRS with classical HLA class I antigens expressed by the target cell. These
phenomena may play a key role in regulating the response of innate immunity against tumors.
In this regard, classical sHLA can induce apoptosis of T and NK cells at concentrations as low
as 1pg/ml [81]. It is therefore possible that tumor cells can downregulate T and NK cell activity
by releasing classical sHLA actively and/or passively through necrosis of tumor cells. This
phenomenon could explain, at least in part, how tumors with a low expression of classical cell
surface HLA class I antigens can escape both T cell- and NK cell-mediated killing.

For non-classical sHLA antigen much of the available information is limited to sHLA-G. In
this regard, there is convincing evidence that, like classical sHLA [71], sHLA-G induces
apoptosis of activated CD8+ T cells and CD8+ NK cells, utilizing the same pathway: their
binding to CD8 leads to FasL upregulation, soluble FasL secretion and activated CD8+ cell
apoptosis by Fas/sFasL interaction [71]. However, there is conflicting information in the
literature about the potency of sHLA-G and classical sHLA in triggering activated CD8+ cell
apoptosis [71]. Whether these discrepancies reflect the different source of antigens used, the
different methods of purification and/or other technical issues remains to be determined.
Furthermore, it is not known whether sHLA-G cooperates with classical sHLA in inducing
apoptosis and whether this effect is additive or synergistic. In any case, it is likely that in
physiological conditions sHLA-G molecules do not play a major role, since their level in serum
is about one order of magnitude below that required to induce CD8+ T cell and CD8+ NK cell
apoptosis in vitro [71]. Thus, the potential role of HLA-G in the regulation of the immune
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response would be restricted to pathological conditions associated with a marked increase in
the level of sHLA-G in serum or in a given anatomic site. In this regard, the production of
inflammatory molecules by tumor cells may play a role in modulating the host immune
response by increasing sHLA-G expression by peripheral monocytes [103]. Over the years, a
number of tumor-derived factors with immunosuppressive activity have been identified (Table
1) [85]. Notably many of these molecules have been demonstrated to be inducers of HLA-G
production in monocytes [71,85].

Like classical sHLA, sHLA-G1 inhibits the cytotoxic activity of HLA class I antigen restricted,
antigen-specific CTL [71]. Moreover, sHLA-G5 can inhibit CD4 and CD8 T cell proliferation
by blocking cell cycle progression through yet undefined mechanisms. Rajagopalan et al.
[104] have recently showed that sHLA-G, following binding to the CD158d receptor on the
surface of human resting NK cells, is endocytosed and triggers the expression of a set of
chemokines and cytokines driving a pro-inflammatory/proangiogenic response. These findings
suggest that NK cells can exert beneficial effects at sites of HLA-G expression, such as
stimulation of vascularization in the maternal decidua during pregnancy. Furthermore, a novel
effect of sHLA-G on angiogenesis has been recently described. Specifically, sHLA-G1 has
been shown to inhibit in vitro and in vivo angiogenesis by inducing endothelial cell apoptosis
upon binding to the CD160/BY55 receptor [105]. Since the latter receptor was detected also
in the vasculature of a murine tumor, it is tempting to speculate that CD160 may represent an
attractive therapeutic target to inhibit tumor-associated neoangiogenesis.

In addition to classical and non-classical sHLA, sNKAL may also play a role in immune escape
of tumor cells. As previously mentioned, sMICA and sMICB are released by tumor cells and
are present in the sera of patients with certain malignant disease. Thus it is conceivable that
the NKG2D activating receptor on cytolytic effector T (either TCRαβ+or TCRγδ+) and NK
cells can bind to sMICA or sMICB instead of MIC-A/B expressed by tumor cells. In addition,
it has been reported that sMIC ligands impair NKG2D expression and consequently impair
NKG2D functionality in TA-specific cytotoxic lymphocytes and NK cells [38,40,43-45,50,
106-108]. These two mechanisms may allow tumor cells to evade immune system-mediated
control. If this were true, it would be essential to analyze the mechanisms by which tumor cells
can shed MICA/B in order to prevent or block this loss. Thus by preserving MICA/B at the
tumor cell surface, effector cells could deliver the lethal hit and eliminate tumor cells. Like
MICA/B, other NKG2D ligands, such as ULBPs, which are found in the sera of patients with
neuroblastoma and leukemia [50,52], might be released by tumor cells and contribute to tumor
escape (Fig. 4).

V. Conclusion
The data we have discussed suggest that changes which are likely to take place in the tumor
microenvironment may have a negative impact on the recognition of tumor cells by host's
immune system and on the ability of cytotoxic cells to control tumor growth. Accumulation in
the microenvironment of sHLA antigens and sNKAL, which are produced by tumor cells an/
or stromal cells as well as infiltrating leukocytes, may interfere with interactions of CTL or
NK cells with tumor cells. Both sHLA and sNKAL may lead to reduced CTL and NK cell-
mediated killing by directly inducing apoptosis of CTL and NK cells. Moreover, if HLA
antigens are released from the surface of tumor cells, one might expect a reduced level of HLA
antigens on the cell membrane and a consequent reduction in HLA class I antigen–TA-derived
peptide complex recognition by CTLs. Furthermore, sHLA may inhibit the cytotoxic effects
of NK cells even when tumor cells downregulate cell surface HLA class I antigens, which
would otherwise enhance NK cell mediated killing. A similar mechanism of NK inactivation
has been described for soluble non-classical sHLA antigens HLA-G as well as sNKAL MICA
that can also be released from tumor cells. These phenotypic changes of tumor cells in the
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tumor microenvironment provide a potential mechanism for the lack of correlation between
in vitro susceptibility of tumor cells to lysis mediated by HLA class I antigen-restricted, TA-
specific CTL and control of tumor growth in vivo. Because of the lack of exposure to cytokines
and MMP which are present in the tumor microenvironment, tumor cells cultured in vitro
restore the expression HLA class I antigen-TA-derived peptide complexes on their membranes.

The potential changes which may be induced in tumor cells by the microenvironment have
implications for the design of approaches to characterize their phenotype and of
immunotherapeutic strategies for the treatment of malignant diseases. Together these findings
emphasize the importance to characterize the interplay between tumor microenvironment and
immune effector cells. This information may suggest strategies to overcome the barriers posed
by the microenvironment to an effective destruction of tumor cells mediated by immunological
mechanisms. Moreover, the data we have reviewed indicate that classical and non-classical
HLA class I antigens as well as NK-cell activating ligands released by tumor cells in the
microenvironment may interfere with the function of cytotoxic cells utilizing multiple
mechanisms. As a result, cytotoxic cells are not likely to be able to control tumor growth in
spite of the expression of HLA class I antigen-TA derived peptide complexes and/or of NK-
cell activating ligands by tumor cells. In this case, however, the data published by Dranoff and
his collaborators [109,110] and corroborated by Marten et al's [111] recent results, suggest that
administration or induction of antibodies recognizing the molecules involved, if not responsible
for tumor progression may represent an effective therapeutic approach. In conclusion, the
changes which may take place in tumor cells in the microenvironment as well as the potential
effects of histocompatibility antigens released by tumor cells on immune cells provide
mechanisms for the lack of clinical responses in spite of a TA-specific immune response. In
addition, the information we have discussed emphasizes the need to characterize tumor cells
within the microenvironment in order to optimize immunotherapeutic strategies for the
treatment of malignant disease.
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Figure 1. Molecular mechanisms underlying the functional properties of HLA and NK cell
activating ligand expression by malignant cells
(A) Once transported to the plasma membrane, the classical HLA class I-β2m-peptide complex
plays a major role in the interactions between target cells and (a) activation of peptide-specific
CTL through TCR; and (b) inhibition of T cell subpopulations through inhibitory receptors
KIR. (B) In contrast to classical HLA class I, the non-classical HLA class I, HLA-G, inhibits
CTL, CD4(+) T cells and NK cells through its interaction with the NK cells receptor CD94/
NKG2. (C) MICA/B as well as ULBP ligand expression by tumor cells may be potentially
beneficial to TA-specific immune responses through their interaction with the NK cells
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receptor CD94/NKG2 on NK cells and subsets of T cells, resulting in the activation of NK and
T cell-mediated killing.
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Figure 2. Structural properties of soluble HLA antigens
(A) HLA class I heavy chains ( ) are detectable in plasma as 43kDa, 39kDa and 35kDa
moieties which represent membrane associated, alternatively spliced and metalloprotease
cleaved forms, respectively. Splicing of exon 5 results in the removal of amino acids depicted
in white (●), but not residues encoded by exons 6 and 7 (●). Metalloprotease mediated cleavage
likely results in removal of amino acids encoded by exons 5–7. All three forms are shown to
be associated with β2m ( ) and peptide ( ); however, β2m-free heavy chains have also been
detected. (B) HLA-G is detectable in seven forms. Four of them, HLA-G1, -G2, -G3 and -G4,
are bound to the cell surface, while the remaining three, HLA-G5, -G6 and -G7 are soluble.
HLA-G1 is the only isoform derived from the translation of the total HLA-G transcript. The
other membrane bound isoforms lack one or two globular domains. The structure of the soluble
isoforms resembles that of the corresponding membrane bound isoforms in the extracellular
part, but differs at the C-terminus. The extracellular domain and the intracytoplasmic tail, which
are present in the membrane bound isoforms, are replaced in the secreted isoforms by a short
hydrophilic tail. These differences provide a marker to distinguish shed or proteolytically
cleaved HLA-G isoforms from secreted HLA-G isoforms.
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Figure 3. Immune escape mechanisms utilized by tumor cells
Escape mechanisms utilized by tumor cells include: i) HLA class I antigen-TA derived peptide
complex loss which can result from loss of a) TA, b) APM antigen processing machinery
components, or c) HLA class I antigens;ii) release of immune suppressive small molecules
such as PGE2, INOS and/or H2O2; iii) release of immune suppressive cytokines resulting in
altered immune cell function; iv) Fas ligand expression resulting in the killing of Fas+
lymphocytes; g) over-expression of anti-apoptotic proteins in melanoma cells resulting in
apopotitic resistance; and v) expression of tumor associated gangliosides which can inhibit
IL-2 dependent lymphocyte proliferation as well as induce apoptotic signals.
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Figure 4. Potential role of sHLA and sNKAL in the escape of tumor cells from the host's immune
response
The immune system can target tumor cell growth through several mechanisms. (A) It is thought
that the most effective way of mounting a TA-specific immune response is through the
combined action of CD8(+) and IFN-γ-secreting CD4(+) T helper cells (Th1). TA-specific
CD8(+) T cells can be activated by antigen presenting cells (APC) and kill tumors cells directly.
The survival and persistence of CD8(+) T cells is dependent upon CD4(+) T helper cells. Naïve
CD4(+) Th1 cells recognize HLA class II antigen-peptide complexes, through their T cell
receptor (TCR), on the surface of APC. This interaction leads to the generation of i) Th1 helper
cells which promote survival and proliferation of CD8(+) T cells and ii) cytotoxic CD4(+) T

Campoli and Ferrone Page 21

Tissue Antigens. Author manuscript; available in PMC 2009 August 19.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



cells, which can directly kill HLA class II antigen expressing tumor cells. In addition, both
CD8(+) and CD4(+) T cells secrete IFN- γ, which can further sensitize tumor cells to CD8(+)
T cell-mediated killing by upregulating HLA class I antigens and APM components, promoting
the recruitment of natural killer (NK) cells, granulocytes and macrophages, as well as inhibiting
angiogenesis within tumor stroma. Tumor growth can also be controlled by IL-5-secreting CD4
(+) T helper cells (Th2). APC activate IL-5 Th2 cells, which induce the accumulation of
eosinophils and/or provide help for the generation of an antibody-based TA-specific immune
response. NK cells might also play a role by recognizing ‘stress’ or ‘danger’ signals that are
produced by tumors. Once activated NK cells may contribute to the tumor immune response
through (i) direct lysis of tumor cells, (ii) indirectly providing TA to APC for presentation to
CTL, (iii) activating CD4+ T and B-cells as well as CTL through the secretion of cytokines
such as IFN- γ. (B) The release of soluble classical and non-classical HLA antigens as well as
NK cell activating ligands may lead to downregulation of the host's TA-specific immune
response through (i) induction of apoptosis of both CTL as well as NK cells, (ii) indirect
downregulation of CD4+ T helper as well as B cell reponses via suppression of IFN- γ
secondary to NK cell apoptosis, and (iii) altering the level of membrane bound HLA antigen
and NKAL ligand expression thereby hindering their recognition by T and NK cells,
respectively.
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Table 1
Tumor-Associated Suppressive Factorsa

1. The TNF family ligands: Induce leukocyte apoptosis via the TNF family receptors [85]

 FasL Fas

 TRAIL TRAIL-Rs

 TNF TNFR1

2. Small molecules

 ProstagladinE2 (PGE2) Inhibits leukocyte functions through increased camp [85]

 Histamine Inhibits leukocyte functions through increased cAMP [85]

 Epinephrine Inhibits leukocyte functions through increased cAMP [85]

 Inducible Nitric Oxide Synthase Promotes or inhibits Fas-mediated apoptosis by regulation of nitric oxide levels [85]

 H202 Has pro-oxidant activity, increases cAMP levels, causes apoptosis in NK cells, inhibits tumor-specific
CTL [85]

3. Cytokines

 TGF-β Inhibits perforin and granzyme mRNA expression; inhibits lymphocyte proliferation [85]

 IL-10 Inhibits production of IL-1β, IFN-γ, IL-12 and TNFα [85]

 Granulocyte-macrophage colony-stimulating factor Promotes expansion of immunosuppressive tumor-associated macrophages [85]

4. Tumor-associated gangliosides Inhibit IL-2 dependent lymphocyte proliferation or induce apoptotic signals [85]
a
A partial list of immunosuppressive factors selected to demonstrate their diversity and a wide spectrum of effects on immune cells.
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