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Prevalences of Siglec-15 expression varies across solid tumor indications
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Background

Mechanism of Action of Siglec-15

The proprietary Siglec-15 antibody selectively binds to Siglec-15 and not other Siglec
family members

Breast cancer HNSCC Bladder cancer Endometrial cancer
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expression in tumor tissues, a proprietary monoclonal Siglec-15 antibody was generated from a Siglec-15 positive
hybridoma to maximize specificity and sensitivity. Antibody binding affinity and specificity were assessed by biolayer
iInterferometry (BLI) for Siglec family proteins. Western blot analyses were performed to detect Siglec-15 protein in cell

Siglec-15 and PD-L1 proteins are co-expressed in NSCLC tumor samples
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paraffin embedded (FFPE) whole tissue samples from each tumor indication and cores from normal tissues. The average
number of Siglec-15 positive (S15+) macrophages in a 20x microscopic field within the tumor microenvironment (TME) and
the percentage of Siglec-15 positive (S15+) tumor cells at any intensity level was determined for each human tumor tissue
sample. PD-L1 expression was assessed in NSCLC samples using the PD-L1 IHC 22C3 pharmDx (Agilent) antibody
according to kit instructions. PD-L1 expression was determined by a pathologist using tumor proportion scoring (TPS)
methodology. A sample was considered PD-L1+ if the TPS was = 1%. PD-L1+ samples were subdivided into PD-L1 high

(TPS 2 50%) and PD-L1 low (TPS < 50%) groups.

Increased Siglec-15 gene transcripts observed across multiple primary tumor types

compared with normal tissue expression
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Development of an IHC assay to detect Siglec-15 in FFPE tumor tissue samples. (A) Studies were performed to confirm
binding of the S15 antibody to S15 in FFPE cell pellets. The IHC assay detected S15 in a cell line that endogenously expressed
S15 (U87MG) and in cell lines overexpressing S15 (HEK S15-WT) and S15 with a mutation at the N-glycosylation site (HEK S15-
N172A) but not in the negative control cell line (HEK293 Parent). (B) Primary human FFPE tumor tissues were stained with the
optimized S15 IHC assay. The predominant cell populations expressing S15 were macrophages and tumor cells. A representative
breast cancer sample (left image) indicating S15+ staining in TAMs and a NSCLC sample (right image) indicating S15+ staining
In tumor cells.

Siglec-15 is broadly expressed on TAMs and tumor cells across solid tumor types
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Expression of Siglec-15 mRNA in primary bulk tumors and matched normal tissue. RNA seq data from primary bulk human
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tumor and matched normal tissue samples from the TCGA database are plotted as transcripts per million (TPM). Siglec-15 is
overexpressed in multiple tumor types (shown in pink) compared to normal tissue expression (shown in blue).
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Siglec-15 is broadly expressed in TAMs and tumor cells across multiple solid tumor indications. Primary tumor FFPE
samples that were stained with an optimized S15 IHC assay showed differences in prevalence of S15+ cells within and across
Indications. The average number of S15+ macrophages in a 20x microscopic field within the TME and the percentage of S15+
tumor cells at any intensity level was determined for each human tumor tissue sample. S15 protein was detected in (A) TAMs and
(B) tumors cells across the following indications: bladder cancer, breast cancer, cholangiocarcinoma, colon cancer, endometrial
cancer, HNSCC, kidney cancer, NSCLC, and thyroid cancer. Most normal tissues had very few S15+ macrophages and/or some
weak expression in epithelium (not shown).

* An investigational S15 antibody, PYX-106, Iis currently being tested in a Phase | trial (NCT05718557) across a broad
range of tumor indications including NSCLC, breast cancer, HNSCC, thyroid cancer, endometrial cancer, bladder cancer,
Kidney cancer, colon cancer and cholangiocarcinoma.
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