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Antibodies
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Validation

Ranked ARBS were taken from earlier published work, which obtained AR ChIP-seq data from 100 fresh frozen, high tumor cell percentage
samples with known biochemical recurrence outcome, which have been validated in TCGA cohort. Stelloo, Nevedomskaya, Kim et al. Nature
Communications 2018.

Excluded samples and data have been reported in Stelloo, Nevedomskaya, Kim et al. Nature Communications 2018 for low sequencing quality,
not pre-determined exclusion criterium.

Cas9 enhancer cut experiments for CITED2 were replicated by biological triplicates and by another replicate at another time-point. Not all
replicates gave conclusive data. Therefore, we used an orthogonal method (Suntag-KRAB), which validated these findings independently
through repression (CRISPRi) instead of DSB introduction by simultaneously using two sgRNAs.

Patients from ranked ARBS were allocated in case and control groups based on biochemical recurrence outcome. Stelloo, Nevedomskaya, Kim
et al. Nature Communications 2018. Outcome site patient groups were determined by the ratio of good:poor outcome sites as reported
previously in Stelloo et al. EMBO Mol Med 2015.

Blinding was not possible for case and control groups, as these were identified by biochemical recurrence outcome in the study design. Tumor
samples, pathology and histology samples have been processed blindly during collection, during which supervisors were blinded (ref Stelloo,
Nevedomskaya, Kim et al. Nature Communications 2018.). Chromogranin and synaptophysin immunoexpression were assessed using a
routine optical microscope by an experienced pathologist blinded to molecular data. During analyses, investigators were not blinded to group
allocation.

Western blot:

Cas9 mouse (Cell Signaling #14697, clone 7A9-3A3, diluted 1:1000),

actin mouse (Sigma Aldrich A2228, clone C4, diluted 1:1000)

Flow Cytometry: Invitrogen MA5-38715, EPCAM-APC Clone 323/A3, diluted 1:200

ChIP: HOXB13 rabbit (Santa Cruz Biotechnology, sc-66923. clone H-80, 5ug per 50ul Protein A Dynabeads Invitrogen)

Cas9: 293T cells, mock transfected (-) or transfected with a construct expressing Cas9 (+). Horvath, P. and Barrangou, R. (2010)
Science 327, 167-70.

Actin: HeLa whole cell lysate, muscle homogenates (MQ100 quality level) Otey 1987 and Wit et al. 2015 Nucleic Acids Research 2015;
PMID 25505145

Both antibodies are used in many publications.

EPCAM-APC datasheet: https://www.thermofisher.com/order/genome-database/dataSheetPdf?
producttype=antibody&productsubtype=antibody_primary&productId=MA5-38715&version=233




