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allogeneic NKG2D-L targeting NK cell therapy, enhances potency
and in vitro cytotoxicity against solid tumors
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NKX101 and cetuximab combine to kill cancer cells
in a synergistic manner

CD16 expression on NKX101 cells from 6 donors

Results

To assess the effect of NKX101 in combination with *
cetuximab, we generated NucRed™ labeled human cancer ! ’ 5000
cell lines that expressed both EGFR and NKG2D ligands. | /\

Evaluation of the interaction between NKX101 and cetuximab !

in vitro revealed that the two agents can combine to potently

Introduction

Antibody-dependent cellular cytotoxicity (ADCC) is a mechanism
of cell-mediated immune defense against opsonized target cells
wherein the Fc-fragment of an antibody binds to CD16a
(FcyRIlla) on immune effectors such as NK cells, triggering their
activation and targeted killing. Cetuximab is a human IgG1
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that the ADCC effect observed was CD16-mediated. To
determine if common CD16 polymorphisms influence NKX101
ADCC, we compared NKX101 cells generated from CD16 158
VIV, VIF, and F/F genotype donors. No significant differences
in potency were observed with NKX101 cells expressing the
high affinity CD16 158 V/V genotype compared with those
derived from the low affinity 158 CD16 V/F or 158 F/F donors.
Improvements in potency with the addition of cetuximab were
observed for all 6 donors tested, ranging from an increase of
~10% to an increase of ~40%. We next employed a dose-
response matrix to assess synergy scores of NKX101
combined with cetuximab for all 6 donors. HSA and Loewe

allogeneic NK cell therapy in development for the treatment of
cancer. NKX101 is engineered to express an NKG2D-based
chimeric antigen receptor (CAR) and membrane-bound IL-15. To
investigate the combination of NKX101 and cetuximab, we
developed in vitro assays to (i) determine the activity of NKX101
against cancer cells via CD16-mediated ADCC, (ii) compare
ADCC activity of NKX101 cells generated from high-affinity CD16
and low-affinity CD16 donors, and (iii) evaluate the synergistic
interaction of NKX101 combined with cetuximab.

Figure 3. CD16 expression on NKX101 donors. Mean fluorescent
intensity (MFI) was measured by flow cytometry analysis.

r
shown to trigger ADCC-mediated killing by NK cells. NKX101 is a f

; ' No significant differences in potency observed

} i between high affinity CD16 V158 donors compared

| to low affinity CD16 V158 donors

A B C

CD16 158 VIV CD16 158 FIV CD16 158 FIF

Donor 5667 Donor 6821 Donor 5362

ULBP-2/5/8
A E:T Ratio

Figure 1. A) NKG2D ligand expression on A-431 NucRed™ labelled

Figure 2. A) Specific killing of A-431 tumor cells in vitro by NKX101 or
untransduced NK cell controls (UT). Cells were combined with either 10
ug/mL cetuximab or 10 ug/mL hlgG1 isotype control antibody. B) Specific
killing of A-431 cells with antibody blockade of CD16. NKX101 cells were

Figure 4. A-C) IC, curves from specific killing of A-431 cells cultured
with NKX101 cells in combination with 10 ug/mL cetuximab or higG1
isotype. NKX101 cells were generated from donors with high-affinity
CD16 V/V genotype (A), lower-affinity CD16 V/F genotype (B), and low-
affinity CD16 F/F genotype (C). D) Percent increase in killing potency
over isotype of NKX101 cells with cetuximab when co-cultured with A-

high or low affinity CD16 polymorphisms, suggesting that ADCC
mediated by NKX101 and cetuximab is not strongly influenced
by donor CD16 genotype. In summary, we show the
combination of an engineered allogeneic NK cell therapy,
NKX101, with cetuximab leads to an increase in the specific
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epidermoid carcinoma target cell line. B) NKG2D ligand expression on
NCI-H2228 NucRed™ labelled non-small cell lung cancer target cell line.

pre-incubated with 20 ug/mL anti-CD16 or 20 ug/mL migG1 isotype
antibody and combined with cetuximab.

431 tumor cells. E) Percent killing potency increase of NKX101 cells
with cetuximab when co-cultured with NCI-H2228 tumor cells.

killing of cancer cells in vitro, supporting further investigation
into this combination for the treatment of solid tumors.
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