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Hypothesis

We hypothesized that BEMPEG/NKTR-262 therapy would be
superior to BEMPEG/RT because TLR7/8 agonists enhance
priming and antigen presentation, resulting In potent
proinflammatory, anti-tumor immunity.

Introduction

@ Previously, we demonstrated that radiation therapy (RT) combined with Bempegaldesleukin (BEMPEG;NKTR-214),
a first-in-class CD122-preferential IL-2 pathway agonist, enhanced the anti-tumor efficacy of radiation therapy (RT)

through a T cell-dependent mechanism, although systemic responses were modest. OR RT (16 Gy, right flank)
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@ Therefore, we explored alternative approaches to improve systemic tumor-specific immunity.

@ Because toll-like receptor (TLR) signaling can induce antigen-presenting cell differentiation and reduce intratumoral non-treated side~
immune suppression, we evaluated whether intratumoral NKTR-262, a polymer-modified TLR 7/8 agonist, combined Treatment groups AND BEMPEG (0.8 mg/kg iv) survival @
with systemic BEMPEG treatment resulted in improved tumor-specific immunity and survival compared to BEMPEG VehiCle COntrOl ] NKTR-262 T 7 ‘ g
combined with RT.
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anti-tumor responses.

cell phenotyping

0 BEMPEG/NKTR-262 treatment improves survival over BEMPEG/RT and depends on CD8 T and NK cells 9 Peripheral blood immune cell phenotyping
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e Tumor infiltrating immune cell phenotyping

1 Vehicle

‘ BEMPEGIN KTR'262 Induces Iess eXhaUSted and more aCtlve CD8 T ce" res ponses B BEMPEG/RT B BEMPEG/NKTR-262 NKp46+ CD8+ @® Blood drawn 4 days post-treatment; aAsialo delivered 1 day prior
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. ® Loss of NK cell expansion (light blue outline) prevented
expansion of CD8 T cells in the periphery. The CD8 T cells that
é were present had reduced granzyme B, AH1-A5+ (tumor
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® (TOP ROW) BEMPEG/NKTR-262 treatment resulted in CD8 T cells with enhanced expression of gramzyme A and reduced expression of exhaustion markers PD-1, Tim3, and Lag3. N>8 from 2 independent experiments. One-way ANOVA; *p<0.05, . . . : . . . . .
x40<0.001, **p<0.0001. T cells systemically, correlating with superior anti-tumor efficacy relative to BEMPEG combined with RT.
® (BOTTOM ROW) Nur77-GFP+ mice bearing dual flank CT26 tumors treated with BEMPEG/NKTR-262 had a similar fraction of CD8+ Nur77+ cells, but the Nur77+ cells expressed increased GzmA levels (left). The Nur77+ cells induced by
BEMPEG/NKTR-262 are functional anti-tumor cells, which is represented by a significant negative relationship between those cells and tumor size in the BEMPEG/NKTR-262 treated mice. N>8 from two independent expt (middle). Incucyte assay with CD8 O Efficacy of BEMPEG/NKTR-262 combination therapy depends on CDS8 T cells and NK cells.
T cells isolated from tumors treated with either BEMPEG/NKTR-262 or BEMPEG/RT demonstrated CD8 T cells from BEMPEG/NKTR-262 tumors are superior at killing CT26 cells grown in culture (right, from 1 experiment).
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