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Combination Therapy Increases CD62p Expression on Endothelium
Cells and Platelets
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Untieared 7~ 7 We hypothesized that the necrobiotic
i ' ' changes observed in the combination
treated tumors might be related to
vascular damage. We therefore examined
CD62p, a marker of activated endothelial
cells and platelets. Tumors treated with

Background

Antibody therapies targeting the T cell co-inhibitory receptor programmed cell death-1 (PD-1) and
its ligand programmed death-1 ligand 1 (PD-L1) have become a pillar of modern oncology, though
their effectiveness is often limited to tumors with pre-existing immune infiltration. To address the
challenges posed by the immunosuppressive tumor microenvironment (TME), we developed 8803
(IMGS-203), an activator of stimulator of interferon genes (STING), evaluated its efficacy in
combination with a novel anti-PD-L1/PD-L2 antibody (27907)," and reported that the combination
therapy resulted in curative responses in check-point refractory tumor models.23 Here, we

Tumor Necrobiotic Effect of 8803 In Vivo Is Potentiated By 27907

8803 and 27907 Combination Treatment Inhibits Tumor Growth and
Improves Survival in Cold Tumor Models

To assess treatment-induced tumor necrobiosis, B16F10-PDL2 and TS/A tumor-bearing mice were
treated with 8803 alone or in combination with 27907, as outlined in Figure 3A. H&E staining of
excised tumors revealed enhanced necrobiotic changes in the combination-treated groups.
Representative sections (x40 magnification) showed. The expansion of necrotic regions observed in
both groups, 8803 and the combination 8803/27907, induced tumor-destructive effects compared to
the control

The anti-tumor efficacy of the STING agonist 8803 and the anti-PD-L1/PD-L2 antibody 27907 was
evaluated in the syngeneic B16F10-PDL2 model as previously described.? Treatment with 8803 and
27907 significantly inhibited tumor growth and enhanced survival, with 60% of animals alive by the
end of the study (Fig.2A). The combination was also tested in the TS/A syngeneic tumor model (Fig.

B tumor and necrobiotic area

analyzed the TME from tumors treated |Oca||y with 8803 and SyStemica”y with the dual SpeCifiC ZB) Treatment commenced when tumors reached a mean diameter of 6-8 mm, with 8803 160 2% : 8803 indeed have increased CD62p
antibOdy 27907 to elucidate the mechanism of action via immunOhiStOChemiStry (|HC) and flow administered intratumora“y (10 “g/ per injection’ 3 times at 3_4_day interva|s) and 27907 (10 mg/kg) “Em_ > expresspn, SuggeStlng aCtlvai.:ed platelet
cytometry analysis. intraperitoneally twice a week for 2 weeks. The combination treatment resulted in the best tumor £ w- Figure 6. CD62p Expression in BI6F10-PDL2 (A) and TS/A (B) Tumors.  2ddregation leads to thrombi formation
NH, growth inhibition. 5 CD62p was detected on endothelial cells and platelets following 8803 and  @nd necrosis.
A <N7fN C . A B combination treatment, indicating vascular damage.
0 - e 100 100 —— . - . . .
Hs;p_owha N : ~ 3 ‘o untreated s o untreated @ 20T 003 saoeareen 8803 Induces PD-L1 Upregulation And, In Combination With 27907,
d oH 2 < oL 2 0 27907 g . - .
g R 3 o 5803 s o ﬂ Enhances Immune-Mediated Cytotoxicity In Mouse Endothelial Cells
R | — O
0—P 'S “ 100- _ -
N N/> 0 2 H z . ; Y T T I PP o 8803 + 27907 ; 50~ o 8803 + 27907 . —I A T - o cms QO . Treatment of bEnd.3 cells with
N AN < 8 = £ g 88 o . ] 8803 induced IFNs and
3 g 2 2 i N |
NH, _" _ 2 § g1 2 8t - g S e — CXCL10 secretion and

T e Rad x ° & S E g v o K upregulated PD-L1 expression
0 T | 1 0 I o I ° untreated 27907 8803 8803+27907 L_LE 0- ety 3. 0- NP RN RN 28)(104_ (F| A_B) Co_Cultu re Wlth re-

B M IATNTRINTNIN D Stromaly Tumor Gell ° 4 60 B0 100 0 10 20 30 40 D FESSF S o coonmsin 2 Soeron] [ 3 15) P

8803 Concentratlon ug/mL oncentration (ug/m = x1074
W & day after challenge Day after challenge tumor and necrobiotic area B 8803 pug/mL) 0 o .'g 2 . R aCt|Vated PBMC Ce”S ;
* e Figure 2. Kaplan Meier plots showi Il survival of B16F10-PDL2 (A) and TS/A (B) tumor-bearing mice treated with th ] ) =5 ] enhanced iImmune-mediated
o> | igure 2. Kaplan Meier plots showing overall survival o - an umor-bearing mice treated wi e 3 ox104 killina. further potentiated b
Nl o P PDT(/ '~ combination of 8803 and 27907. The combination treatment resulted in better overall survival compared to the individual 80- b © 2 . 9 P y

27907 (Fig. C) Importantly,
8803 treatment did not impair
bEnd.3 cell viability, supporting

(relati

f

<+—  TBK1) -— STIN

treatments.

area (mm2)

40

XC PD L1/PD-L2

A

PD-L1

Combination Therapy With 8803 and 27907 Increases Tumor-

Y
® \e/ i
JRE3) TCR /2N : - - : _ - ‘ A " ntrestea 27507 803 8603427907 Figure 7. 8803 activates mouse endothelial cells. (A) STING pathway activation in its role as a selective immune
?@ V ADCCIADCP Inflltratlng Immune Ce" ACtlvatlon and Upregl"ates PD L1 EprESSlon 8803 8803+27907 I bEnd.3 cell_s, demonstrated by cytokine inducti_op. (B) PD-L1 upregulation in bEnd.3 activator in the TME (data not
-4 - B16F10-PDL2 tumor-bearing mice were treated with the STING agonist 8803 and anti—PD-L1/PD-L2 cells following 8803 treatment. (G) Inoreased kiling of bEnd.3 cells when co-cultured -
— — T cells ) ) _ : _ with activated PBMC cells and treated with 8803, 27907, or both compared to control. ~ Shown).
— — antibody 27907, as previously described. Tumors were analyzed ex vivo by flow cytometry (Fig. 3). 0

Nucleus

B
=]
o

8803 Induces PD-L1 Upregulation And, In Combination With 27907,
icity In Human Endothelial Cells

The combination therapy led to a significant rise in CD45+ cells within the TME, and elevated levels
of CD3+ T cells and CD44+PD-1+ CD8+ T cells, indicative of robust T-cell activation. A decrease in
CD206+ tumor-associated macrophages (TAMS) was also observed, suggesting a shift towards a
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presence of 8803, 27907, or their combination.

and 3 times for TS/A)) and systemic 27907 (10 mg/kg, twice weekly for 1.5-2 weeks). Tumors were
harvested 18-20 days post-implantation and analyzed via hematoxylin and eosin (H&E) staining,
IHC, and fluorescence microscopy to assess necrosis, the TME, and vascularization. For
histopathological assessment, formalin-fixed, paraffin-embedded tumor sections from B16F10-

_on CD206" cells.

immune modulator (data not shown).

Conclusions

We have shown that the combination of 8803, given IT, with 27907, given systemically, induces
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PDL2 and TS/A models wgre stained with H&E. Whole-slide images were analyzed using NPDview & &Q«%ﬁi@@ PD1 & é@é\ %q,isx%gfb & @6\&% ‘ ESRISSIRGRIOn BN ENGIIIETO Y ST s Y Jrofound tumor responses in  immune-excluded melanoma. (B16F10-PDL2) and  mammary
software to quantify necrotic areas as a percentage of total tumor area. & | & o A s A L. i St MRS S I B adenocarcinoma (TS/A) tumor models resulting in significant necrobiotic areas within the tumors,
For flow cytometry, tumors were freshly excised, minced, and enzymatically digested with H ks — o e e s B R R s ‘ Ny increased infiltration of immune cells (CD45+), reduction of M2 macrophages (CD206+), and influx of
collagenases and DNase to generate single-cell suspensions. Cells were washed, stained, and 40000 _|**** \ 1! N e i _ A T T cell populations (CD3+). Furthermore, intratumoral (IT) administration of 8803 or 8803/27907
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Figure 3. Characterization of the TME in B16F10-PDL2 tumors following treatment with 8803 in combination with 27907. (A)
Schematic representation of the treatment and dosing schedule. (B) Tumor volume at the time of tissue collection. (C—F) Analysis
of immune cell subsets within the tumor: CD45" leukocytes (C), CD3* T cells (D), CD44*PD-1* CD8"* T cells (E), and CD206*
tumor-associated macrophages (TAMs) (F). (G) Mean fluorescence intensity (MFI) of CD206 expression on TAMs. (H-l) PD-L1
expression on CD45- (H) and CD45+ (1) cells within the TME.
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Figure 5. IHC analysis of tumor immune cell infiltration after 8803 and 27907 treatment. In B16F10-PDL2 (left panels), combination
treatment increased CD3+ T cell infiltration, reduced Foxp3 expression, and decreased CD206 expression, with similar trends in
TS/A (right panels) tumors.
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