Supplementary Material — Splenic hamartoma in two related patients with BAP1 tumour predisposition syndrome caused by a novel germline BAP1 p.(Gly128Arg) missense variant

Variant classification
Variant classification was performed according to the ACMG/AMP guidelines (1).

Gene symbol			BAP1
Transcript 			NM_004656.4:c.382G>A
Protein				NP_004647.1:p.(Gly128Arg)
Chromosomal GRCh38 	NC_000003.12:g.52407454C>T

Classification: Pathogenic

· PS3 (functional studies) — Saturation genome editing of BAP1 variants classified the p.Gly128Arg variant as functionally depleted (2), see Discussion.
· PM1 (functional data) — The variant is in the ubiquitin carboxy-terminal hydrolase domain (amino acids 1–240) of BAP1. The UCH domain is a critical domain and is responsible for BAP1’s deubiquitinating activity (3).
· PM2 supporting (population data) — Absent from the Genome Aggregation Database (gnomAD) [accessed June 21, 2025] (4).
· PP1 (segregation data) — Familial segregation studies revealed that the two deceased relatives mentioned in 2.1 were obligate carriers. See Discussion on meningioma and BAP1.
· PP3 (in silico predictions) — Unanimous prediction of deleterious effect; AlphaMissense gave the variant the maximum pathogenicity score, 1.0 (5,6).
· PP4 (phenotype) — The patient’s tumor phenotype is highly specific for BAP1-TPDS: multiple BIMTs and a clear cell RCC, all with loss of nuclear BAP1 staining on IHC.

The authors acknowledge that saturation genome editing’s status as a well-established in vitro functional study (criterion PS3) may be contested, and that the cosegregation data (criterion PP1) lack BAP1 IHC results of the tumors, limiting the strength of the evidence. When the PS3 and PP1 criteria are omitted, the variant classifies as likely pathogenic, which is sufficient for clinical actionability.
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