Sarcomas express extra domain B of fibronectin and preclinical patient-derived xenograft
models of several sarcoma subtypes are sensitive to the stroma targeting antibody drug Y\/ I
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Broad PYX-201 anti-tumor activity across a panel of human sarcoma PDX
models determined by calculation of tumor growth inhibition at study end

PDX study design

BACKGROUND & OBJECTIVE

Detection of EDB+FN protein in sarcoma subtypes using digital pathology

Extra domain B of fibronectin (EDB+FN), a splice-variant of fibronectin, is abundantly
expressed in the extracellular matrix (ECM) of many solid tumors including sarcoma,
with absent or low expression in normal adult tissue, making EDB+FN an intriguing
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microenvironment which induces anti-tumor activity by diffusing into and killing tumor
cells. These tumor cells then release payload to kill additional tumor cells via the
bystander effect as well as elicit an immunogenic response resulting from release of
neoantigens from apoptosed tumor cells.

« The potential for PYX-201 to demonstrate clinical benefit for patients with solid
tumors, including sarcoma, Is currently being evaluated in a global phase 1 clinical
trial (NCT05720117).

« Sarcoma are mesenchymally-derived cancers that are usually rich in extracellular
matrix proteins. The high tumor heterogeneity exhibited by sarcomas complicate
treatment options which are often ineffective.

« The objective of this study was to expand the understanding of EDB+FN expression
and prevalence across human sarcoma subtypes, as well as evaluate the anti-tumor
activity of PYX-201 in patient-derived xenograft (PDX) pre-clinical mouse models
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Development of a digital pathology algorithm for scoring EDB*FN IHC for
TMASs. Thresholding was applied with intensity cutoffs for each EDB*FN
expression level set using pathologist scores as guides. Combined areas of cells
In each intensity threshold were used to compute EDB*FN dH-scores. Image
shown Is an example from the Chordoma Foundation chordoma TMA.
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EDB+FN is broadly expressed across many sarcoma subtypes
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CONCLUSIONS

PYX-201 CHEMICAL STRUCTURE
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« EDB+FN is upregulated in sarcoma with a wide range of expression intensity across
the limited subtypes available for evaluation. EDB+FN is thus an intriguing target for
drug delivery in many sarcoma tumor subtypes and further investigation into additional
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,-:."' X -k “ =iia subtypes is warranted.

‘o T A R S, «  PYX-201 is well tolerated in PDX models of sarcoma with strong anti-tumor activity

e ;--\;.'“,'%" o - seen across a variety of sarcoma subtypes.

Tl T2y « The potential for PYX-201 to demonstrate clinical benefit for patients with sarcoma
dH: 42 and other solid tumors is currently being evaluated in a global phase 1 clinical trial

K94R+xK183C+K?2 Linker Spacer Payload Broad range of EDB+FN expression is observed across sarcoma subtypes. A. EDB+FN
90C protein expression Is represented by dH score and was observed in most sarcoma subtypes. REFERENCES

Evaluation was limited to those subtypes that were available commercially, many of which had
limited numbers of samples, except for chordoma which was generously provided by the
Chordoma Foundation and included samples from 94 patient donors. Chordoma subtype showed
the most consistently high expression of EDB+FN. B. Table of the sarcoma subtypes in A
Including the number of samples, median dH score and range for each subtype, where available.
C. Representative images of EDB+FN staining in 20X regions of interest representing high (dH
>200) and low (dH < 125) expressing chordoma, synovial sarcoma, and leiomyosarcoma tissues.

PYX-201 is a site-specific ADC with a drug antibody ratio of 4 (DAR = 4).

PYX-201 is composed of an anti-EDB+FN monoclonal antibody mAb (fully human IgG1)
derived from the L19 clone. The antibody was engineered with cysteines kK183C and
K290C for site-specific conjugation. The final mAb is defined as an anti-EDB+FN-
K(94)R-hulgG1-K290C-kK183C. The Auristatin-0101 payload was conjugated to the
MmAD via a mcValCitPABC linker [2].
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