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Suppl. Figure S1: Alterations of the SMARCD genes in various human malignancies
Compared to other human cancer types, mutations of A) SMARCD1, B) SMARCD2 and C) SMARCD3 are
infrequent in PCa. As in other human malignancies, mRNA upregulation is the most common alteration.
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Suppl. Figure S2: SMARCD1, SMARCD2 and SMARCD3 mRNA levels in various prostate cell lines

mRNA expression of the SMARCD family members was assessed in non-malignant RWPE-1 cells and the PCa
cell lines LnCAP, C4-2, PC3 and DU145. RNA was isolated from several biological replicates (n=3). Error bars
indicate the standard error of the mean (SEM). Standard deviations were calculated using the relative expression
determined in various technical replicates (n=6). Asterisks indicate the statistical significance of differences in
SMARCD2 and SMARCD3 expression levels compared to SMARCD1. * p £0.05; ** p £0.01; *** p £0.001; **** p
< 0.0001; ns: not significant.
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Suppl. Figure S3: Effects of AR/siRNA on SMARCD1,SMARCD2 and SMARCD3 expression

AR/siRNA was performed for 24h, 48h and 72h, resulting in a decrease of AR levels to 16%, 20% and 21%,
respectively. Error bars indicate the standard error of the mean (SEM). RNA was isolated from several biological
replicates (n=3). Standard deviations were calculated using the relative expression determined in various technical
replicates (n=5). Asterisks indicate the statistical significance of differences in expression levels compared to the

respective control. * p < 0.05; ** p <0.01; *** p <0.001; **** p < 0.0001; ns: not significant.



SMARCD1 isoform A AA--RACI--QSVALS G/ SGGAGAAAAL GT PV - PCQGL-------
SMARCD1 isoform B AA--RACI--QSVAFS G/ SGGAGAAAAL GT PV - PCQGL-------
SMARCD2 isoform 1 = = --------mmmmm oo~ --RRVGVEVTPRWA
SMARCD2 isoform 2 SGRGAG( "PLPPLS "G V/AALGAPPPPA ML AL-GP GUVGCPG/AAFR
SMARCD2 isoform 3 = = —----mmmmmm oo
SMARCD3 isoform 1 = ---------emecmemmmee e e m e ememe e mem e - M
SMARCD3 isoform 2 = = -------- oo~ AADEVAGC - - “RKAT
SMARCD1 isoform A -YRSPM AYPRPGMLFPGSRMTPOGPSVGPP---G NPSVRPGLAQSCMDQSRKRP
SMARCD1 isoform B -YRSPM AYPRPGMLFPGSRMTPOGPSVGPP---G NPSVRPGLAQSCMDQSRKRP
SMARCD2 isoform 1 PQ--KCQ " "RPURPGMS"GNRM"MAGLQVGPPA FCAAAPLRPGMPTMMD PFRKRLL
SMARCD2 isoform 2 PMGPAGA"QY RPGMS "GNRM "MAGLQVGPPA FCAAAPLRPGMPTMMD PFRKRLL
SMARCD2 isoform 3 = = --------------- MS"GNRMFMAGLQVGPPA FCAAAPLRPGMPTMMD PFRKRLL
SMARCD3 isoform 1 TPGLQH"PTVV_RPGMP“-GARM "H_GAP/'GPP- MCOSPAVRPG ACMEPARKRA
SMARCD3 isoform 2 KSKLFEFLVHGVRPGMP - GARM " "H_GAP!/'GPP- MCSPAVRPG ACMEFPARKRA
SMARCD1 isoform A QUINQVQ------ QAVONFNHNAKKKKMADK LPQRIRELVPESQAYMDLLAFERKLD
SMARCD1 isoform B QUIOQVQ------ QAVQNRNHN/KKKKMADK ' LPQRIRELVPESQAYMDLLAFERKLD
SMARCD2 isoform 1 VEOA-=-=-=-=-=-=-=--- PMP2AQRRGLKEEKMADKVLPQRIRELVPESQAYMDLLAFERKLD
SMARCD2 isoform 2 VEOA-=-=-=-=-=-=-=--- PMPAQRRGLKEEKMADKVLPQRIRELVPESQAYMDLLAFERKLD
SMARCD2 isoform 3 VEOA-=-=-=-=-=-=-=--- PMPAQRRGLKEEKMADKVLPQRIRELVPESQAYMDLLAFERKLD
SMARCD3 isoform 1 PGUSQAQSQGQPV 'TA SRSAKRRKMADK I LPQRIRELVPESQAYMDLLAFERKLD
SMARCD3 isoform 2 PGUSQAQSQGQPV 'TA SRSAKRRKMADK I LPQRIRELVPESQAYMDLLAFERKLD
SMARCD1 isoform A QTIMRKRLDIQEATKRPIKQKRKLRIFISNTFNPAKSDAED === =======~ GECTVASW
SMARCD1 isoform B QTIMRKRLDIQEATKRPIKQKRKLRIFISNTFNPAKSDAED === =======~ GECTVASW
SMARCD2 isoform 1 QTTIARKRMEIQEAIKKPLTQKRKLR [ Y ISNTFSPSKAEGDSAGTAGTPGGTPAGDK /ASW
SMARCD2 isoform 2 QTTARKRMEIQEAIKKPLTQKRKLR [ ' ISNTFSPSKAEGDSAGTAGTPGGTPAGDK /ASW
SMARCD2 isoform 3 QTTIARKRMEIQEAIKKPLTQKRKLR | Y ISNTFSPSKAEGDSAGTAGTPGGTPAGDK /ASW
SMARCD3 isoform 1 QTIVMRKRVDIQEALKRPMIXQKRKLRLY ISNTFNPAKPDAED - ===-=-=-=-=---- SDCESIASW
SMARCD3 isoform 2 QTIVMRKRVDIQEALKRPMIXQKRKLRLY ISNTFNPAKPDAED - ==-=-=-=-=----- SDCESIASW
SMARCD1 isoform A ELRVEGRLLEDSALSKYDATKQKRKESSFFKSLVIELDKDLYGPDNHLVEWHRTATTQET
SMARCD1 isoform B ELRVEGRLLEDSALSKYDATKQKRKESSFFKSLVIELDKDLYGPDNHLVEWHRTATTQET
SMARCD2 isoform 1 ELRVEGKLLDDP------- KQKRKFSSFFKSLVIELDKELYGPDNHLVEWHRMPTTQET
SMARCD2 isoform 2 ELRVEGKLLDDP------- KQKRKFSSFFKSLVIELDKELYGPDNHLVEWHRMPTTQET
SMARCD2 isoform 3 ELRVEGKLLDDP-=------ KQKRKEFSSFFKSLVIELDKELYGPDNHLVEWHRMPTTQET
SMARCD3 isoform 1 ELRVEGKLLDDP-=------ KQKRKEFSSFFKSLVIELDKDLYGPDNHLVEWHRTPTTQET
SMARCD3 isoform 2 ELRVEGKLLDDP-=------ KQKRKESSFFKSLVIELDKDLYGPDNHLVEWHRTPTTQET
SMARCD1 isoform A DGFQVKRPGDVNVECTVLLMLDYQPPQKLDPR) GIHTQIRPVIIQALWOYIKTHK
SMARCD1 isoform B DGFQVKRPGDVNVECTVLLMLDYQPPQKLDPR) GIHTQIRPVIIQALWOYIKTHK
SMARCD2 isoform 1 DGFQVKRPGDI.NVKCT . LLMLDHQPPQYKLDPR GVHTQTRAAIMQALWLY I KHIQ
SMARCD2 isoform 2 DGFQVKRPGDI.NVKCT LLMLDHQPPQYKLDPR GVHTQTRAAIMQALWLY I KHIQ
SMARCD2 isoform 3 DGFQVKRPGDI.NVKCT LLMLDHQPPQYKLDPR GVHTQTRAAIMQALWLY I KHIQ
SMARCD3 isoform 1 DGFQVKRPGDI.SVRCTL.LLMLDYQPPQFKLDPR GLHTQSRS/AIVQALWOYVKTINR
SMARCD3 isoform 2 DGFQVKRPGDI.SVRCTL.LLMLDYQPPQFKLDPR] GLHTQSRS/AIVQALWOYVKTINR
—_—
SMARCD1 isoform A LODPHEREFVI YLOQIFESQRMIFSEIP [ALEM P PEPTIIINHVISVDPNDQKKT
SMARCD1 isoform B LODPHEREFVI YLOQIFESQRMIFSEIP [ALEM P PEPTIINHVISVDPNDQKKT
SMARCD2 isoform 1 LODGHERE NRYFRQIFSCGRI RFSEIPM QHPDPIVINHVISVDPNDQKKT
SMARCD2 isoform 2 LODGHERE NRYFRQIFSCGRI RFSEIPM QHPDPIVINHVISVDPNDQKKT
SMARCD2 isoform 3 LODGHERE NRYFRQIFSCGRI RFSEIPM QHPDPIVINHVISVDPNDQKKT
SMARCD3 isoform 1 LODSHDKE GDKYFOQIFDCPRLKFSEIP R, PPOPTIVINHVISVDPSDQKKT
SMARCD3 isoform 2 LODSHDKE GDKYFOQIFDCPRLKFSEIP WEELPPOPIVINHVISVDPSDQKKT
SMARCD1 isoform A ACYDIDVEVDDTLKTQMNSFLLSTASQQEIATLDNKIHETIETINQLKTQREFMLSFARD
SMARCD1 isoform B ACYDIDVEVDDTLKTQMNSFLLSTASQQEIATLDN-----------------—--—--—-—-——
SMARCD2 isoform 1 ACYDIDVEV LKAQMSNFLASTTNQQEIASLDVKIHETIESINQLKTQRDFMLSEFSTD
SMARCD2 isoform 2 ACYDIDVEV LKAQMSNFLASTTNQQEIASLDVKIHETIESINQLKTQRDFMLSEFSTD
SMARCD2 isoform 3 ACYDIDVEV LKAQMSNFLASTTNQQEIASLDVKIHETIESINQLKTQRDFMLSEFSTD
SMARCD3 isoform 1 ACYDIDVEVEEPLKGOMSSFLLSTANQQEISALDSKIHETIESINQLKIQRDFMLSFSRD
SMARCD3 isoform 2 ACYDIDVEVEEPLKGOMSSFLLSTANQQEISALDSKIHETIESINQLKIQRDFMLSFSRD
SMARCD1 isoform A P NDWLQSQCRDLKTVMTDVVGNPEEERRAEFYFQPWAQEAVCR SKVQQORRQELE
SMARCD1 isoform B =~  ---------------- KTVTDVVGNPEEERRALFYFQPWAQEAVCR SKVQQORRQELE
SMARCD2 isoform 1 PCD EWLESQRRDLKIITDVIGNPEEERRAAFYHQPWAQEAVGRHIFAKVQQRRQELE
SMARCD2 isoform 2 POD EVWLRSQRRDLKIITDVIGNPEEERRAAFYQPWAQEAVGRHIFAK /QQRRQELE
SMARCD2 isoform 3 POD E/WLRSQRRDLKIITDVIGNPEEERRAAFY QPWAQEAVGRHIFAK /QQRRQELE
SMARCD3 isoform 1 PKCYVODLLRSQSRDLKVVTDVAGNPEEERRAFFYHQPWSQEAVSR CKIQQRRQELE
SMARCD3 isoform 2 PKCYVODLLRSQSRDLKVVMTDVAGNPEEERRAFFYHQPWSQEAVSR CKIQQRRQELE
SMARCD1 isoform A QALGIRNT
SMARCD1 isoform B QALGIRNT
SMARCD2 isoform 1 QVLCIRLT FxxLF-1like peptide motif
SMARCD2 isoform 2 QVLCIRLT
SMARCD2 isoform 3 QVLCIRLT LxxLL motif
SMARCD3 isoform 1 QSLVVRINT
SMARCD3 isoform 2 QSLVVRNT —— SWIB/MDM2 domain

Suppl. Figure S4: FxxLF-like and LxxLL peptide motifs are present in all SMARCD family members

The SMARCD family members share a similarity of 57-72% at amino acid level and contain a highly conserved
SWIB/MDM2 domain. All SMARCD proteins harbor the FxxLF-like motif required for direct interactions with the
ligand-binding domain of AR, as well as LxxLL motifs, which also mediate direct interactions with AR. Amino acids
that are present in two or three SMARCD family members are indicated in orange or red, respectively.
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Suppl. Figure S5: Efficiency and specificity of siRNAs targeting SMARCD1, SMARCD2 and SMARCD3
siRNA-mediated knockdown of SMARCD1, SMARCD2 and SMARCDS3 alone or in various combinations was
performed in LnCAP cells and the expression levels of the three genes were determined by gPCR. RNA was
isolated from several biological replicates (n=3). Asterisks indicate the statistical significance of differences in gene
expression compared to the negative control. Error bars indicate the standard error of the mean (SEM). Standard
deviations were calculated using the relative-fold expression determined in various technical replicates (n=6). * p <
0.05; ** p<0.01; *** p <0.001; **** p < 0.0001; ns: not significant.
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Suppl. Figure S6: Independent and common downstream targets of SMARCD1, SMARCD2 and/or SMARCD3
Genes regulated by SMARCD1, SMARCD?2 and/or SMARCD3 in A) the presence or B) absence of hormones were
identified by RNA-sequencing. Besides independent functions of SMARCD1, SMARCD2 and SMARCD3, various
genes regulated by two or three members of the SMARCD family were identified.
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Suppl. Figure S7: Common downstream targets of SMARCD1, SMARCD2 or SMARCD3 and AR
Genes regulated by A) SMARCD1, B) SMARCD2 and C) SMARCD3 in the presence or absence of hormones were
identified by RNA-sequencing and common downstream-targets with AR were assessed.
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Suppl. Figure S8: Gene Set Variant Analysis (GSVA) of RNA-seq data

GSVA of RNA-seq data generated after siRNA-mediated knockdown of SMARCD1, SMARCD2 and SMARCD3
performed in the absence and presence of DHT revealed an involvement of the SMARCD proteins in various AR-
driven pathways.
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Figure S9: Validation of RNA-seq data by qPCR

To validate our RNA-seq approach, the differential regulation of genes identified as downstream-targets of A) AR,
B) SMARCD1 C) SMARCD2 and D) SMARCD3 was verified by gPCR. RNA was isolated from several biological
replicates (n=3). Error bars indicate the standard error of the mean (SEM). Standard deviations were calculated
using the relative expression determined in various technical replicates (n=6). The differential regulation of all
studied genes was statistically significant with p-values <0.001.



