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The sample numbers included in this study were based on available funding to sequence approximately 25 canine osteosarcomas and the
availability of gene expression microarray data, matched normal genomic DNA, and outcome data.

The whole exome sequencing data for the T1166 matched metastatic tumor sample, M1166, was excluded from primary tumor analysis.
Samples for which FFPE blocks were unavailable were excluded from immunohistochemical analysis.

Sanger sequencing of PCR amplified genomic DNA to confirm the presence of the TP53 variants in these tumors was conducted with
successful validation of the identified variants.

This study is primarily descriptive so no randomization was conducted, samples were selected based primarily upon availability as described
previously without selection based on any of the criteria examined in this study.

Pathological review of the immunohistochemical analysis was conducted by an investigator blinded to the other elements evaluated in this
study including mutational burden, disease free interval, variant identification, or gene expression data.

Immunohistochemistry was performed via routine, automated methods on the Leica Bond Max autostainer (Leica Biosystems Inc.),
with the following panel of previously published canine cross-reactive antibodies: rabbit polyclonal anti-human CD3 (pan T
lymphocyte marker; Dako, clone A0452), and monoclonal mouse anti-human Myeloid/Histiocyte antigen (MAC387; monocytes/
macrophages; Dako, clone MAC387).

Dako clone A0452 (Agilent Clone F7.2.38) has been utilized extensively in a wide variety of species with extensive information
available regarding its utilization in other species including canine https://www.labome.com/product/Dako/A0452.html. In the
current manuscript, we confirmed that CD3 staining with this antibody correlated with CD3 transcript expression in screened canine
samples. Monoclonal mouse anti-human Myeloid/Histiocyte antigen (MAC387; monocytes/macrophages; Dako, clone MAC387) has
also been used extensively and validated for use in canine samples https://www.labome.com/product/Dako/M0747.html.

This study did not involve laboratory animals.

This study did not involve wild animals.




