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Abstract

Natural Killer (NK) cells represent innate effector cells potentially able to play a role during the
immune response against Multiple Myeloma (MM).

To better define the distribution and the specific properties of NK cell subsets during MM disease,
we analyzed their features in the bone marrow and peripheral blood of newly diagnosed MM
patients. Our findings revealed that, in both compartments, NK cells were more abundant than in
healthy donors. Among total MM-NK cells, a significant increase of CD94/°VcD569™ NK cell
subset was observed, which already appears in clinical precursor conditions leading to MM, namely
monoclonal gammopathy of undetermined significance and smoldering MM, and eventually
accumulates with disease progression. Moreover, a consistent fraction of cD94Wcpsedim NK

cells was in a proliferation phase. When analyzed for their killing abilities, they represented the
main cytotoxic NK cell subset against autologous MM cells.

In vitro, MM cells could rapidly induce the expansion of the CD94°VCD569M NK cell subset,
thus reminiscent of that observed in MM patients. Mechanistically, this accumulation relied on cell
to cell contacts between MM and NK cells and required both activation via DNAM-1 and
homophilic interaction with CD56 expressed on MM cells.

Considering the growing variety of combination treatments aimed at enhancing NK cell-mediated
cytotoxicity against MM, these results may also be informative for optimizing current
immunotherapeutic approaches.

Key words: NK cells, Human Multiple Myeloma, NCAM-1/CD56, CD94/NKG2A,
Immunobiology, Immunotherapy.



Introduction

Multiple Myeloma

Multiple Myeloma (MM) is a hematologic malignancy characterized by a monoclonal expansion of

malignant plasma cells (PCs) within the bone marrow (BM), often accompanied by osteolytic bone

lesions and modifications of normal immune responses.1 MM represents about 1% of total neoplastic

diseases, and 13% of hematologic cancers, currently the treatments rely on autologous stem cell
transplantation and subministration of several classes of drugs, such as alkylating agents
(melphalan), IMiDs (thalidomide, lenalidomide) or proteasome inhibitors (bortezomib). New
treatment protocols have improved the management of MM course, and extended patients survival,
though this pathology is still classified as incurable.

The clonal proliferation of malignant PCs in the bone marrow microenvironment is associated with
increase in the level of monoclonal (M) protein in blood and serum. Myeloma cells are characterized
by high rates of somatic hypermutation of immunoglobulin (Ig) genes and isotype class switching,
but differ from healthy PCs with respect to the abundance of certain cell surface molecules, including

CD138 and CD38.

MM arises consistently from asymptomatic precursor conditions, specifically monoclonal

gammopathy of undetermined significance (MGUS) and smoldering MM (sMM) (Figure 1), with a
cumulative risk of overall progression of 1% and 10% per year, respectively.z’3

MM evolves from these premalignant disorders via progressive molecular events that lead to altered
plasma cell surface protein expression, such as loss or decrease of CD45 molecules, aberrant
expression of neural cell adhesion molecule (NCAM-l/CD56)4 and abnormally enhanced

proliferation upon interactions with BM microenvironment.”
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Figure 1. Progression of Multiple Myeloma

Natural Killer cells

Natural Killer (NK) cells are innate lymphocytes involved in the initiation, enhancement, and
regulation of anti-tumor immune response and in the control of viral infection spreading.
NK cells express a wide range of activating and inhibitory receptors, as well as adhesion and co-

stimulatory molecules, allowing them to recognize and kill infected or transformed ceII56’7, whereas

they are prevented from attacking normal tissues by the interaction between major histocompatibility
complex (MHC) class | molecules and MHC-class I-specific inhibitory receptors.

Therefore, in the absence or down-regulation of MHC class | expression, for example, on tumor cells
or virus-infected cells, engagement of the activating receptors on NK cells by the corresponding
ligands triggers target cell Killing.

NK cells represent 5-10% of circulating lymphocytes, but they are widely present in other tissue
compartments. In particular, they are abundant in secondary lymphoid tissues (lymph node, spleen,

tonsils) and in inflamed tissues.



Among the lymphocyte population, they are defined by the positive expression of CD56 and the lack
of expression of the T cell receptor and the CD3 complex. CD56 expression is not restricted to NK

cell population: it represents the 140 kDa isoform of the neural cell adhesion molecule (N-CAM),
and it is also expressed by a T cell subtype and some cancer cells.® Although this molecule is used

for human NK cell phenotypic definition and selection, its role on NK cell function is still unknown.

One key function in the development of NK cells is the CD56-driven migratory behavior of NK cells

on stromal cells, forming a developmental synapse. NK cells acquire motility with progressive

maturation, correlated with the expression of CD56 on developing NK cells.’ Blocking of CD56
therefore perturbs both NK cell motility and maturation. In general CD56" immune cells are also
able to form strong immune synapses with each other through CD56 binding. For example, CcD56"
DCs have been shown to induce the preferential activation and expansion of CD56" vo T cells via
cD56.19 In particular, homophilic interaction between CD56 molecules on CD56" cells can be
formed, including immune cells but also, for example, tumor cells. In this way, CD56" CIK cells are

able to kill CD56" leukemic cells.*! The expression of another NK cell surface molecule, the low-

affinity receptor for the Fc portion of IgG CD16 (FcyRIIIA), is also used to define NK cells; like

CD56, its expression is not restricted to these cells. The definition of NK cells by a unique marker is

still debated. NK cells are usually distinguished into two main subsets CD56™"9" and cD569™ NK
cells, which represent sequential stages of maturation? and show a dichotomy in phenotypic and
functional properties.13 cD569™ NK cells account for ~90% of the population in peripheral blood

(PB) and are capable of potent cytotoxicity. cD562"19t Nk cells, on the other hand, are poor

mediators of direct cytotoxicity but are competent for cytokine production and, primarily, reside in

secondary lymphoid tissue and other solid tissues. 1



Despite some common features, several NK cell subsets with specialized functions have been

described in human and mice by using different markers.® The progression of cD56M19M toward
the more differentiated CD56%™ NK cells can be identified on the basis of the progressive down-
regulation of CD9416, CD62L and the expression of KIRs and CD16, while CD57 expression is

acquired at later stages and marks terminally differentiated cells (Figure 2).17'18’19
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Figure 2. Model of human cD569M NK-cell differentiation

Among these markers, CD94 particular interest since useful to distinguish functionally distinct
subsets in both human and mouse. CD94 is a type Il integral membrane protein that is related to the
C-type lectin superfamily and can covalently associate with NKG2A/C. In human, the natural ligand

for these CD94/ NKG2A-C heterodimers is the non-classic MHC class | molecule HLA-E.



The level of CD94 expression can segregate human NK cells into three distinct subsets and defines

phenotypic and functional intermediaries existing between CD56°"9M and cD569™CD57+ NK cell

subsets (Figure 3).16’17
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Figure 3. Dissection of PB-NK cells from healthy donor by using the CD94 marker. Flow cytometry
analysis of NK cells derived from PB of Healthy Donor, dissected on the basis of CD56 and CD94 surface

expression levels. NK cell subsets are identified as CcD94'°"cp564M (red), CD94MINCDEEUM (blue) and
CD94MINCD5EPMIN (hlack) and numbers indicate the percentage of cells in each gate.

NK cells function

Natural killer cells are able to lyse virus-infected and transformed cells without any priming and are
particularly activated towards targets that display low levels of major histocompatibility complex
(MHC) class | molecules via two main cell-to-cell contact dependent mechanisms: the Antibody
Dependent Cell Cytotoxicity (ADCC) and the Natural Cytotoxicity.

The binding to a target cell is accompanied by the formation of a complex structure at the cell—cell
interface, named immunological synapse. Following the recognition of a target cell, NK cytotoxic
granules containing perforin (a membrane-disrupting protein) and granzymes (serine proteases) are
secreted by a Ca2+-dependent exocytosis in the immunological synapse. This mechanism is also
known as degranulation. Perforin polymerizes and forms a transmembrane pore that allows the

delivery of granzymes to the cytosol where they cleave and activate different caspases leading to the

apoptosis of the target cell. 20 Lining the membrane of the lytic granules is the lysosomal-associated-

membrane protein-1 (LAMP-1, or CD107a).



Has been demonstrated that the up-regulation of this molecule on NK cell membrane is a marker of

NK cell activation and strongly correlates with both cytokine secretion and NK cell-mediated lysis of
target cells.?

Target cell recognition can occur through direct recognition of the target cell mediated by activating and
inhibitory receptors or through antibody-dependent cellular cytotoxicity (ADCC) mediated via ligation of

the CD16 receptor expressed on cD569™ NK cells. ADCC is an important immune effector mechanism

by which antigens of tumor or infected cells coated by IgG antibodies are recognized by Fcy receptors
present on effector cells. Thus, antibodies mediate contacts between effector and target cells allowing the

subsequent killing of target cells. Natural Killer cells are one of the major effector cells involved in this

mechanism due to their expression of CD16, the FcyRIIIA. In particular, cD56%™ NK cells, highly

expressing this receptor, are more implicated in ADCC than CD56M9IM NK cells. The interaction

between CD16 and its ligand induces NK cell degranulation with the exocytosis of perforin and
granzymes at the immune synapse. This mechanism has been well studied and is now exploited in mAb-
based cancer immunotherapy. The production of antibodies directed against specific antigens

overexpressed by tumor cells is an active field in immunotherapy.

NK cell cytotoxicity can be mediated by another mechanism that involves the direct binding between
NK cell molecules belonging to the Tumour Necrosis Factor (TNF) family, like FasL and the soluble
TNF-related apoptosis-inducing ligand (TRAIL), and their receptors expressed by target cells (Fas,
and TRAIL-R). This second pathway is less implicated in the host defense against pathogens in vivo
but is important for the elimination of auto-reactive lymphoid cells and homeostasis. Fas (CD95) is
expressed by numerous cells and belongs to the TNF receptor family. This receptor contains a
conserved intracytoplasmic “death domain” that, following the interaction with Fas-L, indirectly

activates the cleavage of caspases and induces apoptosis.



Natural cytotoxicity refers to the capacity of Natural Killer cells to lyse a target cell without prior
sensitization and without antibody-mediated recognition. In 1990, Klas Karre proposed “the missing

self” hypothesis to explain how NK cells are capable to lyse target cells lacking or displaying low
expression of MHC class | molecules.?? This theory derived from the numerous experimental
observations that tumor cells deficient for MHC class | molecules were efficiently lysed by NKs,
conferring them a role in the control of NK cell activation. The missing self hypothesis was proposed

before the discovery of the receptors implicated in the recognition of MHC-I molecules (KIRs,

CD94/NKG2 and ILT).
NK cell Receptors and Ligands

Through the identification of activating and inhibitory NK cell receptors, the missing self
theory has evolved. It is currently accepted that NK cell activation depends on an intricate balance

between positive and negative signals derived from membrane receptors (Figure 4).

NKp30 NKp44  NKp4a6
CD94/NKG2A

NKG2D

CD94/NKG2C

CD16

Figure 4. NK cell receptors



Killer-cell immunoglobulin-like receptors

Killer cell immunoglobulin-like receptors (KIR) constitute the main group of inhibitory receptors

expressed on human NK cells. Located on chromosome 19, stochastic expression of the KIR genes is

epigenetically controlled via the KIR promoter.23 The KIR nomenclature is based on the length of

the cytoplasmic tail, short (S) or long (L), and the number of extracellular Ig-like domains (2 or 3).
While the long cytoplasmic tail receptors contain immunoreceptor tyrosine-based inhibitory motifs
(ITIM), the short tails contain immunoreceptor tyrosine-based activation motifs (ITAM) that aid in
binding to the adaptor molecule DAP12.

Phosphorylation of ITIMs on inhibitory receptors results in the recruitment of tyrosine phosphatases

which in turn dephosphorylate adaptor molecules associated with activating receptors.24 This

ensures inhibitory receptor signaling dominating over activating receptor signaling. KIR bind to

specific allelic variants of human leukocyte antigen (HLA) A, B and C, the human equivalent of
MHC class | proteins.25 Non-classical HLA-F and HLA-G have also been identified as interacting
with KIR receptors. As the highly diverse KIR locus is both polygenic and polymorphic, many
ligands for this large repertoire of KIR receptors still remain to be discovered.

For simplicity, two KIR haplotypes are used to group KIR genotypes within individuals. Haplotype
A contains a restricted number of inhibitory receptors and one activating receptor, KIR2DS4. The
less common haplotype B includes a larger repertoire of both inhibitory and activating receptors61.
On top of the stochastic expression via epigenetic regulation of the KIR gene promoter, variation in
terms of KIR gene copy number furthers adds to the diversity. The three main inhibitory receptors

commonly studied include KIR2DL1, KIR2DL3 and KIR3DLL1.



Other notable KIR-ligand interactions include KIR3DL2 binding to HLAA3/A11 and HLA-F and the
activator receptors KIR2DS1 binding to HLA-C2 and KIR3DS1 binding to HLA-F Activating

ligands, in particular, are still largely undiscovered.

CD94/NKG2 heterodimers

CD94 is a type Il integral membrane protein that is related to the C-type lectin superfamily and can
covalently associate with 5 different members of the NKG2 family (NKG2A, B, C, E, and H), but
not with NKG2D. This association is important for the translocation of NKG2 receptors to cell
surface and for ligand recognition. NKG2 receptors share a common structure composed of a C-type
lectin-like domain, a transmembrane domain and a cytoplasmic segment. According to the presence
of immunoreceptor tyrosine-based inhibitory motifs (ITIM) in their cytoplasmic domains and to their
binding with adaptor molecules, they were classified as inhibitory or activating receptors. NKG2 and
CD94 genes are located in a region of chromosome 12 known as “Natural Killer complex”. NKG2A
and the alternative spliced form B contain two ITIM motifs, form a heterodimer with CD94 molecule
and are thus inhibitory receptors. After interaction with the ligand, the tyrosine residue in each ITIM

domain is phosphorylated leading to the recruitment and activation of SHP-1 and SHP-2 tyrosine
phosphatases and finally blocking the NK cell activation cascade®® In contrast, NKG2C, E and H

variants lack ITIM domains and are associated with the ITAM-bearing DAP12 adaptor molecule.
Thus, CD94/NKG2C molecules form heterodimeric activating receptors. The affinity of NKG2
receptors with ligands was investigated and seemed to be different for each receptor: in particular,
CD94/NKG2A displayed a higher affinity for HLA-E molecules compared to CD94/NKG2C.
Interestingly, binding affinity was dependent on the peptide sequence and not on HLA-E allelic

differences.27
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Cell surface expression of HLA-E is regulated by the expression of other classical class | molecules, as
they are the major source of HLA-E binding peptides in normal cells. In particular, signal sequence
peptides from HLA-I molecules (HLA-A, B and C as well as the non-classical HLA-G molecule) bind to
HLA-E allowing its surface expression. Consequently, CD94/NKG2 receptors, through the recognition of
HLA-E, let NK cells indirectly survey the global expression of class I molecules, frequently altered in
transformed or infected cells. The decrease of classical HLA molecules at the surface of tumor cells is a
major mechanism involved in tumor immune escape from cytotoxic T effectors while it leads to NK cell
activation. Conversely, non-classical HLA-E and HLA-G molecules are frequently overexpressed by
cancer cells participating in tumor immune escape through the interaction with inhibitory receptors and
the subsequent inhibition of NK and cytotoxic T cell (CTL) activation. The production of soluble HLA
molecules (sHLA; classical and non-classical) have been described as another potential mechanism
involved in cancer immune escape and in vitro studies demonstrated that SHLA could induce inhibition
and apoptosis of NK cells.

Along with NKG2C and NKG2D, a number of other activating receptors exist which play important
roles in regulating the cytotoxic capability of NK cells. Notably these include the germline encoded
natural cytotoxicity receptor (NCR) family consisting of NKp30, NKp44 and NKp46, CD16 and
DNAX accessory molecule-1 (DNAM-1).

Additional molecules appear to be important in the activation of NK cell cytotoxicity, among them
NKp80, 2B4 and NTB-A. These are considered as co-receptors since their function is dependent on

the concomitant stimulation by true activating receptors.

11



Natural Cytotoxicity Receptors (NCRs)

Three NK cell triggering surface receptors that display a critical role in the induction of NK cell-
mediated non-MHC-restricted cytotoxicity of tumor and transformed cells have been identified.
These important activating receptors for NK cell lytic function are named “Natural Cytotoxicity
Receptors” (NCR). The cross-linking of NCR with specific mAb strongly increase the cytolytic
activity in redirected killing assays, whereas blocking of NCR by mAbs inhibits NK cell cytotoxicity

against most target cells. Furthermore, NCR surface density on NK cells correlates with the

magnitude of cytotoxicity against NK-susceptible target cells. 2830 NKp30 (NCR3) and NKp46

(NCR1) are ubiquitously expressed on resting NK cells in peripheral blood, while NKp44 (NCR2) is
upregulated on activated NK cells in response to IL 2 stimulation. NKp46, evolutionarily conserved
in mammals, contains two extracellular Ig domains, similar to Ig-like receptors, while NKp30 and
NKp44 only contain one domain each. All three receptors signal via coupling to adaptor molecules,
either FceRIg and CD3z (NKp30, NKp46) or DAP12 (NKp44). B7-H6, the ligand for NKp30, is
expressed on tumor cell lines as well as on neutrophils and monocytes after toll-like receptor and
pro-inflammatory cytokine stimulation. Similar to CD16, NKp30 also has immune-regulatory
functions on top of its important role in immune surveillance. The ligands for NKp44 and NKp46

have been suggested to be viral hemagglutinins.

DNAM-1 (CD226)
DNAM-1, also known as CD226, is a leukocyte adhesion molecule involved in the induction phase
of NK cell activation. DNAM-1 gene is encoded on chromosome 18 and is expressed by NK cells, T

cells and monocytes.

12



Its structure is characterized by an extracellular portion with two Ig-like domains and a cytoplasmic
tail containing three tyrosine residues. Following DNAM-1 cross-linking, tyrosines are

phosphorylated and NK cell cytotoxicity is triggered. Interestingly, DNAM-1 expression is

dependent on the surface expression of lymphocyte function associated-antigen 1 (LFA-l).31 In

humans, DNAM-1 expression is coordinated with LFA-1 undergoing conformational changes, as
they co-localize at the immune synapse.

Two ligands of DNAM-1 have been identified: the poliovirus receptor (PVR; CD155) and Nectine-2

(CD112). These molecules are strongly expressed by tumor cell lines of epithelial and neuronal
origin like carcinomas, melanomas and neuroblastomas.®? In association with NCR or NKG2D

receptors, DNAM-1 is involved in the recognition and lysis of different types of cancer cells:

33 34

myeloma™~, melanoma™”, ovarian carcinomas.® lIts role in anti-tumor immunity is prominent when

ligands for other activating receptors are poorly expressed.36

13



Aim of the study

The anti-MM potential of NK cells has been of rising interest in recent years. Although it has been
reported that NK cell recognition and killing of MM cells mainly involves the activating receptors
DNAM-1, NKG2D and/or NKp46, MM cells utilize specific immunoevasive strategies to reduce NK
cell recognition and cytotoxicity. The presence of high levels of both classical HLA class | and
HLA-E on MM cells can efficiently provide inhibitory signaling, mediated by KIRs and

CD94/NKG2A, respectively (Figure 5), therefore representing an important stumbling block for NK

cell activity against autologous MM cells. 3738

Inhibitory receptor

CDY94/NKG2A

HLA-E

Activating ligand
Activating receptor

Figure 5. Mechanisms of resistance for NK cell lysis of MM cells

The aim of this study was to better define the distribution and the specific properties of NK cell
subsets during MM disease. Here we analyzed NK cells features in the bone marrow and peripheral
blood of newly diagnosed, untreated, MM patients and during MM progression. Moreover, we
analyzed different NK cell subsets on the basis of their receptor expression, including CD94/NKG2A
molecules, representing one of the dominant NK cell inhibitory signal involved in MM resistance to

NK cell killing.
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Materials and Methods

Patients’ recruitment

Peripheral blood (PB) and bone marrow (BM) samples were obtained from a cohort of 23 newly
diagnosed, untreated, MM pts (Table 1). Additional PB and BM samples were also collected from pts
with MGUS (8 PB and 4 BM samples) and sMM (5 PB and 3 BM samples). All the pts were
admitted at the Hematology Unit of University Hospital Policlinico G. Martino, Messina. The study
was approved by the institutional ethics committees and all participants gave written informed

consent according to the Declaration of Helsinki.

PTs Age (years) Clinical Monoclonal % PCs in BM CD56
no. /Gender Stage Ig expression
(1SS) on MM cells
1 60/M ] 18G K 50 ++
2 65/M | 18G K 28 ++
3 59/M ] 18G K 60 ++
4 60/F [ IgG K 60
5 65/F 1] IgA K 50 +
6 67/F ] 18G K 40 ++
7 62/F Il 18G k 70 +
8 60/M ] 18G K 70 ++
9 54/F | 18G k 35 ++
10 65/M | 18G K 50 ++
11 60/F Il 18G k 30 ++
12 62/M Il 1A K 35 ++
13 58/F I IgG A 60 +
14 65/M Il 18G k 50 ++
15 70/M | 18G K 40 ++
16 62/F I IgA 50 ++
17 65/F ] 1gG A 40 ++
18 63/F Il IgA K 45 ++
19 64/M ] IgG A 38 ++
20 60/F ] 1gG A 80 +
21 61/F ] 18G A 38 ++
22 65/M ] 18G k 30 +
23 63/F Il 1gG A 35

Table 1. Patient’s baseline characteristics and CD56 expression on BM-MM cells.
++: CD56 positive MM cells (70-100%); +: CD56 positive MM cells (30-69%)

15



Cell Purification and Isolation

Peripheral blood mononuclear cells (PBMCs), as well as bone marrow mononuclear cells (BMMCs),
were isolated by Ficoll Hypaque density gradient centrifugation from heparinized PB and BM
samples (30 min, 25 °C, 400 x g). To isolate MM cells (which reside in BM and hardly circulate in

PB) BMMCs from MM pts were stained with anti-CD38 PerCp-Cy5.5 (clone HIT?2) and anti-CD138
PE (clone M115) mAbs and then FACS sorted by gating on cD38"9NcD138 cells.

To isolate NK cells, PBMCs from MM pts and/or HDs were stained with anti-CD56 APC-Vio770

(clone REA196) and anti-CD3 Vioblue (clone BW264/56) and then FACS sorted by gating on
CD56" CD3 cells. In selected experiments, NKp46 has been employed as additional marker to
identify, count and/or sort NK cells. The gating strategy to identify and/or sort both NK cells and
plasma cells in the BM is shown in Figure 6. Alternatively, human NK cells were previously isolated

by negative magnetic separation (NK Cell Isolation Kit/ Miltenyi). Cell populations sorted either by

negative magnetic separation or by flow cytometry displayed purity above 95%.

MM cells

SSC
CD38

CD138

NK cells

CD56

CD3

Figure 6. Gating strategy used to identify and/or sort both NK cells and MM cells in BM. Representative
flow cytometry dot plots of gating strategy used to identify and /or sort NK cells and MM cells in BM. MM

cells were isolated by gating on CcD38"INCcD138 cells. NK cells were isolated as CD56*CD3™ cells after
gating on the CD138" cell fraction.

16



Multicolor Flow Cytometry

To investigate the phenotype of NK cells in MM pts, PBMCs or BMMCs were stained with the
following mAbs: anti-CD94 FITC (clone HP3D9), anti-CD57 PE (clone NKI), anti-CD16 PeCy5.5
(clone 3G8), anti-CD19 APC-R700 (clone HIB19), anti-CD62L PE (clone SK11), anti-CD69
PeCF594 (clone FN50), anti-HLA-DR APC-H7 (clone L243), anti-NKp46 APC (clone 9E2), anti-
NKp44 Alexa Fluor 647 (clone p44-8), anti-CD38 PerCp Cy5.5 (clone HIT2) and anti-CD138 PE
(clone M115), purchased from BD Biosciences; anti-CD56 APC-Vio770 (clone REA196), anti-CD3
Vioblue (clone BW264/56), anti-CD45 Viogreen (clone 5B1), anti-NKp30 PE (clone AF29-4D12),
anti-NKG2D PE-Vio770 (clone BAT221), anti-NKG2A APC (clone REA110), anti-CD158a/h PE
(KIR2DL1/DS1) (clone 11PB6), anti-CD158b PE (KIR2DL2/DL3/DS1) (clone DX27) from
Miltenyi; anti-CD56 PC7 (clone N901, NKH-1) and anti-CD3 ECD (clone UCHT1) from Beckman
Coulter. For surface markers, cells were stained for 30 min at 4°C. For indirect labeling, the
following mAbs were used: anti-HLA class | (clone A6-136, and clone W632), anti-CD56 (clone
A6-220), anti-DNAM-1 (clone F5), anti-NKp46 (clone KL247), anti-NKp30 (clone F252), anti-
NKG2D (clone BAT221), anti-LIR/LT2 (clone F278). All the antibodies used for indirect labeling
were produced in our laboratory or kindly provided by Prof. Alessandro Moretta (University of
Genoa, Italy). For indirect labeling, cells were first incubated with the primary antibody for 30’ at 4
°C. After incubation, cells were extensively washed and incubated with isotype-specific
fluorochrome-conjugated secondary antibody for 30’ in the dark. NK cell proliferation was assessed
by the expression of the intranuclear marker Ki67, performing fixation/permeabilization procedures
according to manufacturer’s protocol (eBioscience) followed by staining with an anti-Ki67-BV421
mADb (clone B56) purchased from BD Biosciences. Dead cells were excluded by staining with

LIVE/DEAD FIXABLE Aqua Dead dye (Invitrogen).
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Sample acquisition was performed on FACSCantoll (BD Biosciences) or Gallios (Beckman Coulter)
flow cytometers. Data were analyzed by FACSDiva (BD Biosciences) or FlowJoVX (Tree Star Inc)

software.

Cell lines

The human MM cell lines U266B1 and MML1S were kindly provided by Prof. F. Cimino (University
of Messina), whereas K562 (chronic myelogenous leukemia, CML) and 721.221 (B-lymphoblastoid
cell line, LCL) were provided by Prof. M.C. Mingari. All the above cell lines were maintained in
RPMI 1640 with 10% fetal bovine serum (FBS) and supplemented with penicillin (100 U/ml),
streptomycin (100 pg/ml).

In order to assess the relevance of NCAM-1 in the interaction between NK cells and tumor cells,
K562 cell line was transfected with the expression construct pCDNA3.1/V5/His-TOPO-NCAM-1
containing the cDNA coding for NCAM-1 (NM_181351), utilizing Lipofectamine 2000
(ThermoFisher) following manufacturer’s instructions. After 72 h, NCAM-1 expression was
analyzed by flow cytometry using anti-CD56 PC7 mAb. Transfected cells were cultured in the
presence of 1.2 mg/ml G418 (Calbiochem) in order to obtain stable transfectants. At the end of the

selection period, cells were sorted based on NCAM-1 expression, and subcloned by limiting dilution.

NK/MM co-cultures

To assess accumulation and proliferation of cD94'"" cD5EYM NK cell subset, NK cells isolated from

healthy donors (HDs) were plated at 1x10°/well in 96-well V-bottom plates, with or without primary

MM cells (i.e. freshly isolated from pts BM) or MM cell lines (U266B1, MM1S), 721.221
lymphoblastoid cell line, K562 erythroleukemia cell line, at NK cell to target cell (E:T) ratio of 1 to

1, for 24 hours.
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In selected experiments, co-cultures were preceded by incubation of cells (either effector or target
cells) with blocking mAbs against NKp46 (IgM, clone KL247), NKp30 (IgM, clone F252), NKG2D
(1gG1, clone BAT221), DNAM-1 (IgM, clone F5), CD56 (IgM, clone A6-220) (kindly provided by
Prof. A. Moretta), or isotype matched controls.

To assess NK-cell cytolytic potential and IFN-y production, CD107a degranulation assay and
intracellular IFN-y staining were performed by co-incubating NK cells isolated from both HDs and
MM pts, with primary MM cells or U266B1 cell line or K562. In selected experiments, co-cultures were
preceded by incubation of target cells with HLA class | (IgM, clone A6-136) blocking mAb. Co-cultures
were performed, at an E:T ratio of 1:1, in the presence of anti-CD107a APC (BD Biosciences). After 1 h,
Golgi Stop (1:1500 dilution, BD Biosciences) was added, and cultures were incubated for an additional 5
hrs. Upon surface staining, cells were fixed and permeabilized (Cytofix/Cytoperm Kit, BD Biosciences)
according to the manufacturer’s protocol and incubated with anti-IFN-y PE-conjugated mAb (BD
Biosciences) for 30 min at 4°C. Surface CD107a and intracellular IFN-y expression were finally
assessed by flow cytometry on effector cells. To detect spontaneous degranulation and constitutive

expression of cytokine, NK cells incubated without target cells were analyzed as control.

To assess the killing capacity of HDs- and MM-NK cells we performed a flow cytometric and non-
radioactive target-based assay. In this assay, NK cells isolated from both HDs and MM pts were co-
incubated at an E:T ratio of 1:1 with a target tumor cell lines (K562 or U266B1). The target cells
were pre-labeled with a red fluorescent dye PKH-26 (Sigma-Aldrich), according to the
manufacturer’s instructions, to allow their discrimination from the effector cells (NK cells). After
short term in vitro incubation (3h), killed target cells are identified by a 7AAD stain, which
specifically permeates dead cells. Data analysis is performed first by gating on PKH-26 positive

target cells, followed by the analysis of the 7AAD positive subpopulation.
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The following control conditions were included in this assay: Target cells only and Tween mediated
killing of target cells. The target cells death was calculated on the bases of the ratio: [(% sample

cytotoxicity - % spontaneous cytotoxicity)/(% total cytotoxicity - % spontaneous cytotoxicity)].

Statistical Analyses

A paired Student’s t-test was used to evaluate statistical significance. P-values <0.05 were

considered statistically significant. Statistics were calculated using GraphPad Prism 6 software.
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Results

NK cells are increased in both PB and BM of MM patients

In order to analyse NK cells in MM disease, newly diagnosed, not treated pts, were enrolled in the
study. We first determined the frequency of NK cells in both PB and BM compartments and
compared it with the one in healthy donors (HDs). We found a higher amount of NK cells in both PB
(18.2%+1.153% vs 10.37%+0.57%, P=0.002) and BM of MM pts (17.57%%0.44% vs
9.54%+0.44%, P=0.002) (Figure 7A), whereas total leukocyte and lymphocyte counts did not show
significant differences between MM pts and HDs. Remarkably, a consistent fraction of NK cells in
both PB and BM of MM pts expressed Ki67 (Figure7B), therefore indicating that NK cells in these

pts are largely in a proliferative phase, which may account for their higher amount in MM pts.
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Figure 7. Assessment of NK cell frequency and proliferation in MM patients. (A) PBMCs and BMMCs of

MM pts or HDs were analysed for the frequency of NK cells (gated on total live CD56" CD3" lymphocytes). Box
and whiskers plots represent percentage of NK cells in PB (MM=n.23; HD=n.23) and BM (MM=n.23; HD=n.3)
samples; (***: p< 0.001), Student’s t-test. (B) Proliferating NK cells were assessed by Ki67 staining in PBMCs and
BMMC:s derived from MM pts and PBMCs from HDs as control. Representative dot plots show the percentage of
Ki67" cells among total NK cells. Data derived from 23 MM pts are summarized in the right panel and compared
with HDs (n=20). Bars represent mean values + SEM of Ki67* NK cells (**: p< 0.01),

Student’s t-test.

The CD94"°"cD56%™ NK cell subset is enriched and proliferating in MM patients

We then analyzed the distribution of major NK cell receptors and other relevant molecules expressed by
NK cells of MM pts. As a whole, MM-NK cells displayed features consistent with a more activated and

differentiated phenotype, highlighted by the up-regulation of both activating receptors and
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activation markers and including a lower amount of CD62L" cells and a higher frequency of

CD57" cells (Figure 8).17’19’39 In agreement with these observations, NK cells expressing
significant levels of CD94 molecules were drastically decreased in MM pts and this distribution was
accompanied by a concomitant lower frequency of NKG2A™ NK cells, while NK cells expressing

NKG2C (also associated to CD94) were only slightly increased.
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Figure 8. Phenotypic characterization of PB NK cells from MM patients. Flow cytometric analysis of the
indicated markers assessed on NK cells freshly isolated from PB of MM pts or HDs. Data from analyses of
at least 20 pts are summarized in graphs beside each flow cytometry histogram overlay; bars represent the
mean values of the percentage of positive cells or mean fluorescence intensity (MFI) £ SEM for the indicated
cell marker (*: p<0.05; **: p< 0.01; ***: p< 0.001). Student’s t-test.
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Considering that CD94 density identifies three functional distinct NK cell subsets and the relevance

of CD94/NKG2A inhibitory molecules in the recognition of MM cells, we further dissected NK cell
subsets on the basis of CD94 expression. CD94'°"cD564M subset was consistently increased in

both PB (63.3%x7.8% vs 35.2%+9.8%, P=0.001) and BM (65.9%7.4% vs 36.2%+9.4%, P=0.001)
of MM pts, when compared to NK cells of HDs (Figure 9). Accordingly, also the amount of

NKG2A!wWned NK cells was increased.
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Figure 9. (A) Representative dot plots of NK cells from PB and BM of MM pts and HDs showing the
percentage of CD94'°“CD56 9™ NK cells. Box and whiskers plots represent the frequency of

CD94'WCps6d™ NK cells in PB or BM of 23 MM pts compared to HDs (PB=n.20, BM=n.3), (***: p<
0.001), Student’s t-test. In the right panel, representative dot plots of NK cells from PB and BM of MM pts

and HDs showing the frequency of CD94'°"NKG2A™ NK cells.

Further phenotypic analysis conducted on NK cell subsets dissected according to CD94 expression
confirms the higher activation status of CD94'°“CD56%™ subset compared to the other two CD94M9"
counterparts. Among the different markers, it is noteworthy that, in MM pts, DNAM-1 AND
granzyme B were higher in the CD94'°“CD56%™ subset (Figure 10).
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Figure 10. Phenotypic characterization of PB-NK cell subsets from MM patients dissected on the basis
of CD94 expression. NK cells were identified as CD94lowCD56dim (upper panel), CD94highCD56dim
(middle panel) and CD94highCD56bright (low panel) and flow cytometric analysis of the indicated markers
was performed on freshly isolated PB NK cells of MM pts or HDs. Histograms shown are representative of
data obtained from the analyses of at least 20 pts/HDs.
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Interestingly, the accumulation of CcD94'WepsedM NK cells was accompanied by their

concomitant expression of Ki67 (Figure 11) and a further dissection of CcD94!WeDsedM NK cells
based on the expression of the main KIRs (namely KIR2DL1/DS1 and KIR2DL2/DL3/DS2)
revealed that Ki67 expression was confined to CD94'OYNKG2AKIR™ NK cells (Figure 11, lower
panel). These results suggest that, in MM pts, CD94WNKG2AKIR™ NK cells, devoid of the main

inhibitory signals, might be prone to proliferate upon their activation.
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Figure 11. Analysis of proliferative rate of NK cells isolated from PB and BM of MM pts and from PB of
HDs based on the expression of main inhibitory receptors (upper row). Numbers adjacent to gates indicate

the frequency of CD94'°“CD56%™ Ki67* NK cells. Lower row shows Ki67 * cells within the
CD94'°"cD56%™ NK cell population according to KIR (KIR2DL1/DS1 and KIR2DL2/DL3) expression.
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The increase of CD94|°WCD560Iim proliferating NK cells is an early hallmark of MM disease
Because MM disease is often preceded by precursor conditions, namely MGUS and sSMM, we
analyzed MM-NK cell features during MM progression. Interestingly, the modifications detected in
MM pts were already present in MGUS pts and apparently accumulated along disease progression
(Figure 12A). Total NK cell frequency, CD94W NK cells, and Ki67" NK cells were increased in
MGUS and sMM pts, both in PB and BM, reaching however their highest levels in MM pts (Figure

5A). Figure 12B shows the modifications of NK cell compartments progressively occurring along

disease evolution in a representative patient followed up during progression from MGUS to MM.
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Figure 12. NK cell features during the early phases of disease: from MGUS to MM. (A) Comparative
analysis of frequency of total NK cells (upper row), frequency of CD94'°"cD56%™ NK cells (middle row)
and frequency of Ki67" NK cells (lower row) in PB and BM of MGUS, sMM and MM pts compared to
HDs. (B) Representative patient evolving from MGUS to sMM and eventually to MM. Dot plots depict

frequency of CD94'°YCD569™ NK cells and Ki67 analyzed on NK cells from both PB and BM of the
patient along disease progression.
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cD94*"cps6™ NK cells represent the main cytotoxic subset against autologous MM cells

We then investigated the functional capability of MM-NK cells against MM cells. To this aim, we
used either primary MM cells or U266B1 cell line as cellular target for both HD- and MM-NK
cells. MM-NK cells were more competent than HD-NK cells in both cytolytic ability and IFN-y
secreting properties against both allogeneic primary MM cells, U266B1 (Figure 13A-B),

suggesting that NK cells of MM pts are not functionally impaired.
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Figure 13. Degranulation ability and IFN-y production of NK cells from MM patients. (A) NK cells
isolated from PB of MM pts or HDs were co-cultured with allogeneic primary MM cells or U266B1 cell line
at an E/T ratio 1:1 for 6hrs. In the upper panel, degranulation activity was assessed by evaluating the

percentage of CD107a* NK cells. One representative experiment out of eight is shown. Summary of data is
represented in the bars as mean + SEM of CD107a" cells. (*: p<0.05), Student’s t-test. In the lower panel,
IFN-y production by NK cells was analysed by flow cytometry. One representative experiment out of eight is

shown. Results of all experiments performed are summarized in the bars as mean = SEM of IFN-y* cells. (*:
P<0.05), Student’s t-test. (B) NK cells isolated from PB of MM pts or HDs were co-cultured with K562 at an
E/T ratio 1:1 for 3hrs. Killing capability of NK cells was assessed by evaluating target cell death upon co-
culture. Gating strategy for detection of target cells. The initial gate was set in PKH26/SSC-A plot. U266B1

are gated as PKH26" events. Dead target cells (7AAD) are gated in the subsequent 7AAD/SSC-A plot within
the PKH26+ target cell population.
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Nevertheless, the cytolytic activity of MM-NK cells against autologous MM cells was significantly
defective (Figure 14). This flawed cytotoxic capability against autologous MM cells seems to be
dependent on the high level of HLA-class | molecules expressed by MM cells, which resulted, as a

whole, as high as in normal tonsillar plasma cells (Figure 14, right panel).
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Figure 14. Degranulation ability of pts-derived NK cells against matched autologous or allogeneic MM

cells. In the left panel data from 10 independent experiments are represented as mean + SEM of CD107a*
positive cells (*: P<0.05), Student’s t-test. MM cells used for the degranulation assay were further analyzed
for the expression of total HLA class | (clone W632, 1gG) by flow cytometry. One representative patient is
shown where MM cells were compared with healthy B plasma cells isolated from human tonsil (right panel).

Masking of total HLA-class | molecules on MM targets resulted in a relevant recovery of NK cell
degranulation (Figure 15).

Although, as expected, NK cells were impaired in the autologous setting, it is noteworthy that
cD94WepsediM NK cells mostly account for the residual degranulating activity against MM
cells, while cDo4Nigh counterpart showed cytolytic ability only upon blocking of total HLA-I

molecules (Figure 15, right panel).
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Figure 15. (Upper panel): degranulation ability of pts-derived NK cells was analyzed against autologous MM
cells, either in the absence (isotype control, IgM) or in the presence of an anti-HLA-I blocking antibody (clone
AB6-136, IgM). One representative experiment is shown and numbers in each gate represent the percentage of

CD107a" cells. Data from six independent experiments are summarized in the bars and presented as mean + SEM

of CD107a" NK cells (*: P<0.05), Student’s t-test. In the lower panel, CD107a expression on pts-derived NK
cells upon co-culture with autologous MM cells, in the absence or presence of an anti-HLA class | blocking
antibody (clone A6-136, IgM) is shown in relation to CD94 marker distribution.

MM cells induce the accumulation of CD94'°YcD56%™ cells

With the aim of identifying the mechanisms leading to the accumulation and proliferation of
cD94WepsediM NK cell subset, we evaluated whether MM cells could directly be responsible

for the observed effect.
After 24h co-culture of HD-NK cells with primary MM cells (i.e. freshly isolated from pts BM) or

with MM cell lines (namely U266B1 and MML1S), we observed that the percentage of
CD941°WcD564M NK cells was increased and this effect was specifically induced by MM cells,

since we did not detect any significant increase when NK cells were co-cultured with other highly

susceptible target cells such as K562 and LCL721.221 cell lines (Figure 16A).
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Accordingly, both pts BM-derived primary MM cells and MM cell lines were able to induce the
proliferation of CD94"°"cD56YM NK cell subset in the absence of any exogenous growth factors, while
this proliferation response was not detected employing K562 cell line in the co-culture (Figure 16B).
Additionally, we sorted CD94"9" and CD94'®" HDs-NK cell subsets before co-culturing with

MM cells and we compared their proliferative ability. Consistently with previous results we observed

that the CD94'°% NK cell subset proliferated than CD94MIN NK cell subsets (Figure 16C). These

results indicated that the observed accumulation of CD94'°YcD564™ NK cells was dependent on

their proliferation during co-culture with MM cells.
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Figure 16. Mechanisms determining the expansion of CD94'°VCD56%™ NK cell subset induced by MM

plasma cells (A) Frequency of CD94'°“CD56%9™ NK cells among total NK cells from HDs upon 24h co-culture
with or without allogeneic MM cells isolated from the BM of four distinct pts (upper panel) or with the indicated
tumor cell lines (lower panel). E/T ratio of 1:1. (B) In vitro proliferation of NK cells from HDs cultured in the
absence or presence of primary MM cells, U266B1 and K562 cell lines. The Ki67 expression on NK cells is
shown in relation to CD94 molecule distribution. Summary of data from three independent experiments is shown

as mean +SEM (***: p< 0.001). Student’s t-test. (C) . CD94M9" and CD94'°Y HDs-NK cells were sorted and co-
cultured for 24h with MM cells. One representative experiment out of three is shown.
To gain more insight into the specific mechanism underlying the accumulation of CD94W subset

induced by MM cells, we determined CD94 expression upon 24h culture of NK cells in the

presence of MM cell culture supernatant. Conditioned medium was ineffective for the accumulation
of CD94'oWcpsedim subset, suggesting that cell-to-cell contacts between NK cells and MM cells

were required.
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Thus, we assessed the contribution of the main NK cell activating receptors that might potentially

be involved in the interaction with MM cells®. Remarkably, blocking DNAM-1 receptor
significantly reduced the accumulation of CD94'°YCD569™ NK cells, while inhibition of NKp46,

NKp30, and NKG2D receptors did not significantly affect CD94°YCD56%™M NK cell subset
accumulation (Figure 17A). Since the ligands of DNAM-1 are widely expressed in several other
tumor cell lines that do not induce CD94'°"CD564™ NK cell expansion, we wondered whether

MM cells may additionally provide some specific signal that might account for this peculiar
accumulation in MM pts. NCAM-1, also known as CD56, is a glycoprotein typically expressed on

NK cells but also present on neoplastic plasma cells.

CD56 has been implicated as having a role in cell-cell adhesion by homophilic interaction. Recently
it has been reported that the expression of CD56 in breast cancer enhance the formation of cytotoxic
immunological synapse becoming a factor responsible for the sensitivity to NK cell killing. In light
of this, we hypothesized that CD56, known to be commonly expressed also by MM cells, might

account for the observed effect on NK cell activation.

To address this issue, we sorted with high purity by flow cytometry either CD56"? or CD56" MM
cells from patient’s BM (Figure 17B) and we observed that only CD56" MM cells were able to
induce CD94'" accumulation (Figure 17B). Accordingly, the addition of CDS56/NCAM-1

blocking mAb to MM/NK cell co-cultures prevented the accumulation of CD94°YcD56d™ NK
cells and, remarkably, their proliferation in response to MM cells (Figure 17C-D).

To further support the relevance of CD56 in the observed proliferation of NK cells, we stably
transfected the cDNA coding for CD56 protein in the highly susceptible NK cell target K562 cell
line. Reliable expression of CD56 was confirmed by staining with anti-CD56 mAb (Figure 17E).
Consistent with our hypothesis, K562 cells expressing CD56 acquired the ability to induce
proliferation of NK cells, while parental K562 were unable to mediate the same effect (Figure
17E), confirming that CD56-CD56 interaction between tumor and NK cells can play a relevant role
in the activation of NK cells.
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Figure 17. Mechanisms determining the expansion of CcD94'°YcD56%9M NK cell subset induced by MM
plasma cells. (A) NK cells from HDs were cultured with U266B1 cells for 24h in the presence of blocking mAbs
for the indicated receptors (anti-NKp46, anti NKp30, anti-NKG2D, anti-DNAM-1) or isotype controls (IgM ctrl).
Histograms represent delta (A) values + SEM of CD94'°YCD56%™ NK cells calculated as the percentage of
CD94'°"cD564™M NK cells cultured with U266B1 subtracted the percentage of CD94'°“CD569™ NK cells
cultured without a target, in each condition. (B) CD56? and CD56" MM were sorted from patient’s BM (as
shown in the left dot plot) and co-cultured for 24h with HD NK cells (right dot plots). One representative
experiment out of three is shown. (C) NK cells from HDs were cultured with MM cells isolated from pts’s BM for
24h in the presence or absence of blocking mAb for CD56/NCAM-1 and then analyzed for the expression of
CD94 by flow cytometry. Histograms show representative expression of CD94 in cultured NK cells in the
presence of blocking mAb for CD56/NCAM-1 (A6-220) or IgM control. Bars represent delta .

(A) values + SEM of CD94'°%CD56%M NK cells calculated as the percentage of CD94'°“CD56%M NK cells
cultured with MM cells subtracted the percentage of CD94'°“CD56%9M NK cells cultured without a target.
(D) In vitro proliferation of HDs NK cells cultured with MM cells in the absence or in the presence of an
anti-CD56/NCAM-1 blocking antibody. Numbers adjacent to gates indicate the frequency of Ki67" NK
cells. Bars represent data from four experiments shown as mean = SEM of Ki67* cells. Student’s t-test. (**:
p< 0.01). E) In vitro proliferation of HDs NK cells co-cultured (24h) with either K562 or K562-CD56" cells.

A representative experiment and mean of data £ SEM from three independent experiments are shown (**: p<
0.05). Student’s t-test.
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Discussion

Immune effector cells, including NK cells, are known to play a crucial role in the control of tumor
growth. The therapeutic potential of NK cells against cancers has stimulated their study and led to
the discovery of several NK cell subsets, each of which is endowed with different functions.

The precise identification of tumor-associated NK cell subsets that are specifically activated along

the disease may provide information regarding an ongoing immune response against the tumor and
might be of help to identify an immuno-editing process occurring in a given patient.40
Although several studies have shown that tumor-associated NK cells in advanced disease can have

profound functional defects and therefore be inefficacious against tumor, the further level of

complexity due to the wide heterogeneity and plasticity of NK cells can allow us to identify specific
NK cell subsets endowed with enduring antitumor activity.41

Thus, the challenge is to understand which subpopulations mediate the antitumor response and which

environmental factors can modulate their activity. In this regard, a large body of evidence reveals

enrichment of selective NK cell subsets in both solid and hematological tumors42, indicating that the

outcome of NK cell antitumor effector functions is not always predictable, since largely dependent on
the specific tumor microenvironment. Although the mechanisms underlying the enrichment in specific
NK cell subsets have not always been fully elucidated, it is conceivable that neoplastic cells or tumor-
derived factors could take part in this process. In MM disease, tumor plasma cells appear to be mainly
confined to the microenvironment of the BM and are rarely detected in the periphery.

Since several studies indicated that tumor-induced impairment of NK cell functions
correlates with alterations of NK cell subset distribution, we analyzed different NK cell subsets on
the basis of their receptor expression, including CD94/NKG2A molecules, one of the dominant NK

cell inhibitory signal involved in MM resistance to NK cell killing.
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Surprisingly, we observed an enrichment of the cD94WeD56M subset in both PB and BM of

MM pts that was more evident in the latter. The CD94'°VCD56%™ NK cell subset showed the

highest cytotoxic potential against autologous MM cells and, interestingly, these cells were

proliferating in MM pts, thus suggesting they can undergo in vivo activation in pts.

Our data show that MM-associated NK cells are fully competent per se, at least in the disease
stages included in this study, ranging from I to I11, but most of them lose their cytotoxic potential in the
autologous setting, most likely because of the high expression of HLA class | molecules displayed by

MM cells. Analysis of NK cell subset distribution based on CD94 expression reveals that

CD94'°"cD56%M NK cells maintain the capability to degranulate against autologous MM. Although in
vitro studies have demonstrated a higher killing potential of KIR/ligand mismatched NKG2A"? NK

cells against MM cells38, an accurate prediction of NK cell activity in pts was lacking. Our data not only

corroborated previous reports but also provided in vivo evidence for a strong anti-myeloma activity of a

specific NK cell subpopulation devoid of the main inhibitory receptors.
The accumulation of CD94/WcD56Y™ NK cell subset accumulation also in MGUS and

smoldering MM suggests an active role of NK cells not only in MM but also in the early phase of
disease development. These findings represent an interesting observation that calls for further
investigation considering that these initial phases of the disease are not currently treated and a
future NK cell-based strategy might be envisaged for these precursor forms with the aim of
blocking or, at least, slowing down the progression of the disease.

Altogether, these findings clearly highlight the relevance of inhibitory receptors, including
NKG2A/CD94, in the anti-MM immune response. NKG2A has recently been identified as an
immune checkpoint therapeutic target for both T cells and NK cells leading to the ongoing clinical

testing of anti-NKG2A blocking antibodies.
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In this context, it has been recently shown that the use of novel anti-NKG2A mADbs in combination

with anti-PD-L1 mAbs had a synergistic anti-tumor effect, improving the control of tumor
growth.43’44 Another approach to bypass NKG2A-mediated inhibition is the generation of highly
functional NK cells lacking NKG2A, achieved by using modern gene-editing methodologies based

on meganucleases, TALEN, or CRISPR/Cas9. The NKG2AMI cells generated in this way had a

superior antitumor capacity compared to that of their NKG2A™ counterparts and could induce, in

mice, a durable tumor remission.45

More in general, novel NK cell-based immunotherapeutic strategies are now oriented to the
identification, isolation, expansion, and administration of multifunctional NK cell subsets with high

anti-tumor potential. In the case of MM, expansion, and infusion of a high number of
CD94/NKG2A™Y NK cells could represent a way to optimize NK cell therapy and thus improve its

efficacy.

CD56 expression is not restricted to NK cell population since it is also expressed by a T cell
subtype and some cancer cells. Our current data highlighted the relevance of CD56 molecule as an
activating signal provided by tumor plasma cells to NK cells.

Being an adhesion molecule, CD56 is involved in cell-to-cell interactions through multiple
cis and trans homophilic binding.“'e'47 CD56" immune cells are able to form strong immune

synapses with each other through CD56 binding. For example, CD56" DCs have been shown to
induce the preferential activation and expansion of CD56" 5 T cells via CD56. Otherwise,
homophilic interaction between CD56 molecules can also occurs between immune cells and cancer

cells. For instance, CD56 expressed by cytokine-induced killer cells (CIK) confers them a stronger
cytotoxic effect against CD56" leukemia cells. 1 Moreover, exploiting fluorescence microscopy, a

recent study clearly showed that CD56 expression in breast cancer is associated with
immunological synapse and granzyme B transfer to target cells, thus concluding that CD56

enhances the formation of cytotoxic immunological synapse.
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Our observation that CD94'°"cD569™ NK cells displayed a high proliferative rate in these pts is of

particular interest since this NK cell subset has been previously associated with a more differentiated

phenotype endowed with low proliferative potential, at least upon cytokine stimulation.’

We here showed that CD94'°“CD569™ NK cells are able to actively proliferate in vitro upon

interaction with MM cells and CD56 signal is critical for inducing this effect.

Our data also demonstrate that DNAM-1 activating receptor is required to induce the accumulation and
a proper activation of CD94"°"CD56%™ NK cells by MM cells. The immunological synapses forming
between NK cells and target cells are extremely relevant to obtain a proper NK cell activation. In this
context, the homophilic interaction between CD56 molecules in trans seems conferring to MM cells a
particular activating potential for NK cells. Therefore, CD56 homophilic binding between NK and MM
cells occurs and represents an additional activating signal able to improve myeloma cell recognition by
NK cells and, at the same time, a critical factor to prompt their proliferation upon interaction with target
cells.

In conclusion, our current results represent an advance in understanding the crucial signals involved in
anti-MM response by NK cells, providing further support for the clinical employment of anti-NKG2A
mADs in the treatment of these pts and, potentially, also of those in the earlier stages of the disease. This
information might as well be wuseful for designing novel and more effective NK cell-

based immunotherapeutic strategies for MM disease.

36



References

1.Kyle RA, Rajkumar SV. Multiple myeloma. Blood. 2008;111:2962-2972.

2.Landgren O, Kyle RA, Pfeiffer RM, et al. Monoclonal gammopathy of undetermined significance (MGUS)
consistently precedes multiple myeloma: a prospective study. Blood. 2009;113:5412-5417.
3.Weiss BM, Abadie J, Verma P, Howard RS, Kuehl WM. A monoclonal gammopathy precedes multiple
myeloma in most patients. Blood. 2009;113:5418-5422.
4.Van Camp B, Durie BG, Spier C, et al. Plasma cells in multiple myeloma express a natural killer cell-
associated antigen: CD56 (NKH-1; Leu-19). Blood. 1990;76:377-382.
5.0la Landgren RAK, and S. Vincent Rajkumar. From Myeloma Precursor Disease to Multiple Myeloma: New
Diagnostic Concepts and Opportunities for Early Intervention. 2011.
6.Vivier E, Tomasello E, Baratin M, Walzer T, Ugolini S. Functions of natural killer cells. Nat Immunol.
2008;9:503-510.
7.Moretta L, Bottino C, Pende D, Castriconi R, Mingari MC, Moretta A. Surface NK receptors and their
ligands on tumor cells. Semin Immunol. 2006;18:151-158.
8.Lanier LL TR, Bindl J and Phillips JH Identity of Leu-19 (CD56) leukocyte differentiation antigen and neural
cell adhesion molecule. J Exp Med 169(6): 22332238. 1989.
9.Mace EM GJ, Dixon A, Orange JS. Nat Commun. Human NK cell development requires CD56-mediated
motility and formation of the developmental synapse. . Nat Commun 2016.
10.Nieda M TH, Eiraku Y, Deng X, Nicol AJ. . Effective induction of melanoma-antigen-specific CD8+ T cells
via Vgamma9gammadeltaT cell expansion by CD56(high+) interferon-alpha-induced dendritic cells. . 2015.
11.Valgardsdottir R, Capitanio C, Texido G, et al. Direct involvement of CD56 in cytokine-induced killer-
mediated lysis of CD56+ hematopoietic target cells. Exp Hematol. 2014;42:1013-1021 e1011.
12.Romagnani C, Juelke K, Falco M, et al. CD56brightCD16- killer Ig-like receptor- NK cells display longer
telomeres and acquire features of CD56dim NK cells upon activation. J Immunol. 2007;178:4947-4955.
13.Cooper MA, Fehniger TA, Turner SC, et al. Human natural killer cells: a unique innate immunoregulatory
role for the CD56(bright) subset. Blood. 2001;97:3146-3151.
14.Carrega P, Bonaccorsi |, Di Carlo E, et al. CD56(bright)perforin(low) noncytotoxic human NK cells are
abundant in both healthy and neoplastic solid tissues and recirculate to secondary lymphoid organs via
afferent lymph. J Immunol. 2014;192:3805-3815.
15.Huntington ND, Vosshenrich CA, Di Santo JP. Developmental pathways that generate natural-killer-cell
diversity in mice and humans. Nat Rev Immunol. 2007;7:703-714.
16.Yu J, Mao HC, Wei M, et al. CD94 surface density identifies a functional intermediary between the
CD56bright and CD56dim human NK-cell subsets. Blood. 2010;115:274-281.
17.Moretta L. Dissecting CD56dim human NK cells. Blood. 2010;116:3689-3691.
18.Bjorkstrom NK, Fauriat C, Bryceson YT, Sandberg JK, Ljunggren HG, Malmberg KJ. Analysis of the KIR
repertoire in human NK cells by flow cytometry. Methods Mol Biol. 2010;612:353-364.
19.Lopez-Verges S, Milush JM, Pandey S, et al. CD57 defines a functionally distinct population of mature NK
cells in the human CD56dimCD16+ NK-cell subset. Blood. 2010;116:3865-3874.
20.Trapani JA, Smyth MJ. Functional significance of the perforin/granzyme cell death pathway. Nat Rev
Immunol. 2002;2:735-747.
21.Alter G MJaAM. CD107a as a functional marker for the identification of natural killer cell activity
Immunol Methods 2004.
22.Ljunggren HG, Karre K. In search of the 'missing self': MHC molecules and NK cell recognition. Immunol
Today. 1990;11:237-244,
23.Chan HW, Miller JS, Moore MB, Lutz CT. Epigenetic control of highly homologous killer Ig-like receptor
gene alleles. J Immunol. 2005;175:5966-5974.
24.Stebbins CC, Watzl C, Billadeau DD, Leibson PJ, Burshtyn DN, Long EO. Vavl dephosphorylation by the
tyrosine phosphatase SHP-1 as a mechanism for inhibition of cellular cytotoxicity. Mol Cell Biol.
2003;23:6291-6299.

37



25.Campbell KS, Purdy AK. Structure/function of human killer cell immunoglobulin-like receptors: lessons
from polymorphisms, evolution, crystal structures and mutations. Immunology;132:315-325.

26.Borrego F, Masilamani M, Kabat J, Sanni TB, Coligan JE. The cell biology of the human natural killer cell
CD94/NKG2A inhibitory receptor. Mol Immunol. 2005;42:485-488.

27 Kaiser BK, Barahmand-Pour F, Paulsene W, Medley S, Geraghty DE, Strong RK. Interactions between
NKG2x immunoreceptors and HLA-E ligands display overlapping affinities and thermodynamics. J Immunol.
2005;174:2878-2884.

28.Biassoni R, Cantoni C, Pende D, et al. Human natural killer cell receptors and co-receptors. Immunol Rev.
2001;181:203-214.

29.Sivori S, Parolini S, Falco M, et al. 2B4 functions as a co-receptor in human NK cell activation. Eur J
Immunol. 2000;30:787-793.

30.Moretta A, Bottino C, Vitale M, et al. Activating receptors and coreceptors involved in human natural
killer cell-mediated cytolysis. Annu Rev Immunol. 2001;19:197-223.

31.Shibuya K, Lanier LL, Phillips JH, et al. Physical and functional association of LFA-1 with DNAM-1
adhesion molecule. Immunity. 1999;11:615-623.

32.Bottino C, Castriconi R, Pende D, et al. Identification of PVR (CD155) and Nectin-2 (CD112) as cell surface
ligands for the human DNAM-1 (CD226) activating molecule. J Exp Med. 2003;198:557-567.

33.El-Sherbiny YM, Meade JL, Holmes TD, et al. The requirement for DNAM-1, NKG2D, and NKp46 in the
natural killer cell-mediated killing of myeloma cells. Cancer Res. 2007;67:8444-8449.

34.Lakshmikanth T, Burke S, Ali TH, et al. NCRs and DNAM-1 mediate NK cell recognition and lysis of human
and mouse melanoma cell lines in vitro and in vivo. J Clin Invest. 2009;119:1251-1263.

35.Carlsten M, Bjorkstrom NK, Norell H, et al. DNAX accessory molecule-1 mediated recognition of freshly
isolated ovarian carcinoma by resting natural killer cells. Cancer Res. 2007;67:1317-1325.

36.Gilfillan S, Chan CJ, Cella M, et al. DNAM-1 promotes activation of cytotoxic lymphocytes by
nonprofessional antigen-presenting cells and tumors. J Exp Med. 2008;205:2965-2973.

37.Carbone E, Neri P, Mesuraca M, et al. HLA class I, NKG2D, and natural cytotoxicity receptors regulate
multiple myeloma cell recognition by natural killer cells. Blood. 2005;105:251-258.

38.Sarkar S, van Gelder M, Noort W, et al. Optimal selection of natural killer cells to kill myeloma: the role
of HLA-E and NKG2A. Cancer Immunol Immunother. 2015;64:951-963.

39.Juelke K, Killig M, Luetke-Eversloh M, et al. CD62L expression identifies a unique subset of polyfunctional
CD56dim NK cells. Blood. 2010;116:1299-1307.

40.Mamessier E, Pradel LC, Thibult ML, et al. Peripheral blood NK cells from breast cancer patients are
tumor-induced composite subsets. J Immunol. 2013;190:2424-2436.

41.Stabile H, Fionda C, Gismondi A, Santoni A. Role of Distinct Natural Killer Cell Subsets in Anticancer
Response. Front Immunol;8:293.

42 Vulpis E, Stabile H, Soriani A, et al. Key Role of the CD56(low)CD16(low) Natural Killer Cell Subset in the
Recognition and Killing of Multiple Myeloma Cells. Cancers (Basel);10.

43.Andre P, Denis C, Soulas C, et al. Anti-NKG2A mAb Is a Checkpoint Inhibitor that Promotes Anti-tumor
Immunity by Unleashing Both T and NK Cells. Cell. 2019;175:1731-1743 e1713.

44.Mingari MC, Pietra G, Moretta L. Immune Checkpoint Inhibitors: Anti-NKG2A Antibodies on Board.
Trends Immunol. 2019;40:83-85.

45.Kamiya T, Seow SV, Wong D, Robinson M, Campana D. Blocking expression of inhibitory receptor NKG2A
overcomes tumor resistance to NK cells. J Clin Invest. 2019;130:2094-2106.

46.Walmod PS, Kolkova K, Berezin V, Bock E. Zippers make signals: NCAM-mediated molecular interactions
and signal transduction. Neurochem Res. 2004;29:2015-2035.

47.Van Acker HH, Capsomidis A, Smits EL, Van Tendeloo VF. CD56 in the Immune System: More Than a
Marker for Cytotoxicity? Front Immunol. 2017;8:892.

38



