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TCam-2 Cells Deficient for SOX2 and FOXA2 Are
Blocked in Differentiation and Maintain a
Seminoma-Like Cell Fate In Vivo
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Figure S1. Validation of a successful FOXA2 gene editing. (A) Schematic of the CRISPR/Cas9 strategy
to knock out FOXA2 in TCam-2 cells. Location of guideRNA1-3 and primer pairs for genotyping PCR
are depicted. (B) Genotyping PCR using all three primer pairs depicted in (A). Three clones, already
deficient for SOX2 [9], show also deficiency for FOXA?2.
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Figure S2. Measurement of proliferation rates of parental TCam-2, TCam-2-ASOX2 and TCam-2-
ASOX2/FOXA2 cells over eleven days.
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Figure S3. A SOX2- and SOX2/FOXA2-deficiency does not influence the seminoma-like cell fate of
TCam-2 cells in vitro. (A,B) gqRT-PCR (A) and western blot (B) analysis of indicated marker genes in
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parental TCam-2, TCam-2-ASOX2 and TCam-2-ASOX2/FOXA?2 cells. 2102EP and PC3 cells served as
additional controls. Densitometrical analysis of western blot data is given above bands (B).
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Figure S4. HE and IHC staining of SOX2, FOXA2, the pluripotency and seminoma markers OCT4,
SOX17, TFAP2C and PRDM]1 (green), the differentiation markers AFP and EOMES (red) and the
proliferation marker Ki67 (blue) in TCam-2-ASOX2/FOXA2 tumor tissues twelve weeks after
xenografting. Tumor tissue from TCam-2-ASOX2 cells served as control. Scale bars: 200 pm.
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Figure S5. Expression of FOXA2 in GCT cell lines and tissues as well as supplemental western blot
data. (A,B) Microarray expression analysis of FOXA2 expression in GCT cell lines (A) and tissues (B).
Black lines indicate the minimum level of expression intensity that can be considered as ‘expressed’.

Differences in these thresholds is because of use of different microarray platforms: (A) Illumina, (B)
Affymetrix. (C) Uncropped western blots of Figure S3 B including molecular weight markers.
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