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Abstract NSCC cell lines do not induce NK cell cytolvytic

GTB-5550 induces NK cell activity against HNSCC
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Current treatment strategies for non-FA HNSCC patients
include surgery, chemotherapy and radiotherapy.
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promising target for immunotherapy, and recent basket : S c
. . . healthy immune cells Az T 6 200
trials, particularly in prostate cancer, have demonstrated A N 150 S m 0 hr 24 hr 48 hr 72 he 3 + No treatment
o . . © * INO treatmen A © .
strong clinical signals. Here we developed and tested the /\ : LA " W ﬁ 5 .;:ﬁaso
ability of GTB-5550, a tri-specific killer engager (TriKE) /\\ o y N o 100 ey B7HO SD care - ) @ @ FE + B7H3 TrikE
. . . ‘/' Cal27 'g 'o“ [TTTTTTTT4 + B7H3 TriKE B B | o -4 8 g 100
that includes a B7H3 targeting component, to direct NK — 3 it e | i | | | £ s
cell kiling to B7H3-expressing Head and Neck cancer | S g% iffg . ®3 e & .
. . . ' ‘,’N“ ‘‘‘‘‘ e A .iks 4 e g > \
targets. This TriKE molecule includes an NK cell A ' UN-SCC.01 2 g o | g | : N
engaging domain containing a humanized camelid A /\ Ral /\ = o 20 0 . B & . T o
nanobody against CD16, a camelid nanobody against 3 . N N SR—— N ] Time (hours) i - . . - ime (hours)
B7H3 and a wild type IL-15 sequence between the two IR I D § 150 N o | aw | aew | o | g « No treatment
: B. g + No treatment ug | | 2 . IL-15
engagers. We assessed B/H3 expression by flow B coll NK cells T cell : L15 .59 5 e i BT SD
. . . 250K 250k asex = F“““' B - i B7H3 SD No ’ % ] & e .g% 100 F AR == = iv’ { ! 3 ! ! L. i;{ i; .
cytometry of wild-type HNSCC cells and a paired version PR "mmmm‘ﬁ‘*ﬁﬁﬁi ST reatment ,, . o o L EERLI T T« BTH3TAKE
with a CRISPER KO of the FANCA gene and determined g o g g 3 O iy T . W B
. : | ] ] . - U g ;i | ; - o=
that the KO had no effect on B7H3 expression. Thus, BE B g = 9 ...... g 50 . 2 92 ® 9 55 "
o ] o] g e ‘ soc ] -, o 0.075 1\ oo T o y, o b ol 4 ) !
GTB-5550 activity against HNSCC should be present on g i S— I e 5 My S " M. e 3 s = BN : N
both normal HNSCC and FA-HNSCC settings. cons e 2 N 7 ARARRAS AR a 9 @® - 0 20 40 60 8 100

Dendritic cells Monocytes

Time (hours)

Time (hours) Vi - o 4 4 4
Figure 5: Real-time imaging assays. (A) Enriched NK cells (N=4) were incubated with Nuclight red-labeled Cal27 at an E:T of
. : 5:1 in different conditions: no treatment or 3 nM IL-15, B7H3 SD and B7H3 TriKE for 48 hours in an IncuCyte Zoom imager.
flow cytometry _based fU”C“Or.\al assdays, to evaluate NK : - R Quantifications of percent live cells were done by normalizing hourly counts of red cells to targets alone at t=0. (B-C) Spheroids
cell degranulation and cytokine secretion, or IncuCyte | % of Nuclight red-labeled Cal27 were formed for 72 hours before incubated with enriched NK cells (N=4) at an E:T of 5:1 in
imaging assays, to directly assess target killing. NK cell T T different conditions: no treatment or 3 nM IL-15, B7H3 SD and B7H3 TriKE for 96 hours in an IncuCyte S3 imager.

degranulation and IFN-gamma production of GTB-3550- W Figure 2: Assessment of B7H3 expressicc)o:\ on tumor and immune Representative images showing spheroids over time. Quantifications of percent average red object area (live cells) were done
treated samples were higher compared to that of control | cells. (A) 5 HNSCC cell lines were assessed for B7H3 expression and || by normalizing hourly counts of average red object area to targets alone at t=0. (D-F) Same set of assays were done with Cal33.

samples treated with B7H3 single domain or IL-15 alone. binding affinity with B7H3 single domain via flow cytometry. (B) PBMCs

GTB-5550 also induced more HNSCC target cell killing ir;trcr)\mztr?/ealthy donor were assessed for B7H3 expression by flow Conclusions

NK cell responses against HNSCC lines in the
presence of GTB-5550 were assessed through either
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by NK cells compared to treatment with the B7H3 single There is a critical need for a targeted therapy that can effectively eliminate HNSCC cells while sparing healthy
domain or IL-15 alone irrespective of the FANCA gene, GTB-5550 structure cells. Here, we described the preclinical study of a TriKE molecule against B/7H3 ligands that are expressed on
both in 2D and 3D IncuCyte imaging assays. Ongoing - HNSCC. We have found that treatment with the B7H3 TriKE effectively induces NK cell degranulation and
experiments will evaluate the functionality and efficacy of cytokine production against HNSCC, as well as drives targeted killing of HNSCC in vitro.

GTB-5550 in vivo. Taken together, this data shows that Ongoing experiments will evaluate the functionality and efficacy of the B7H3 TriKE in vivo. Future studies will

Figure 3: Schematic of GTB-3550 TriKE &, = =
molecule. GTB-5550 TriKE consists of a
humanized camelid nanobody against

GTB-5550 is able to drive NK cell activity against B/H3- § cp16, a camelid nanobody against B7H3 involve investigations of the HNSCC tumor microenvironment, and assessments of the B7H3 TriKE efficacy in
expressing HNSCC cells, which presents potential for a l§ and a wild type IL-15 sequence between the HNSCC tumor microenvironment in addition to evaluating whether HPV status of HNSCC has any
B7H3-targeted TriKE to be used to be implemented Wl the two engagers, and it functions by implications on efficacy of the TriKE in the HNSCC tumor microenvironment as previous studies have reported
clinically to treat HNSCC or FA-HNSCC patients. bridging the NK and tumor cells. differential NK cell activity in HPV+/- HNSCC tumor microenvironment.
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