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Figure S1: Loss of PTEN co-occurrence with loss of FOXP1 in primary prostate adenocarcinoma.

The mutation frequency of PTEN, FOXA1 and FOXP1 in primary PCa were assessed in a TCGA data set
containing 501 samples (Firehose Legacy). The mutations burden in metastatic prostate cancer were
assessed in SU2C/PCF Dream team data set containing 444 samples. PTEN co-occurrence with loss of
FOXP1 in primary prostate adenocarcinoma was predicted (p=0,028). Data were generated from
cBioPortal.org.
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Figure S2: Guide efficiency for Foxal and Foxp1l

MEF cells transfected with plasmid containing sgRNA’s for Foxp1 (A) and Foxal (B) were assessed for
Indel formation by Synthego ICE software.
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Figure S3: Loss of Pten in the prostatic tissues.

Paraffin sections from the prostates 4 months after virus delivery were stained with an antibody to Pten
(brown stain). Cell marks with arrowheads shows Pten expression (n=3).
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Figure S4: Normal localization of the androgen receptor in the prostatic cells.

Paraffin sections from the prostates 4 months after virus delivery were stained with an antibody to
androgen receptor (AR) (brown stain) (n=3). A subset of mice was castrated one month before the
experiments were terminated.
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Figure S5: Castrated prostatic tissues contained loss of Foxp1 and increases p-Akt in Pten; Foxp1l
deficient mice. Mice deficient for Pten or Pten; Foxpl in the prostatic tissues underwent castration one
month before samples were collected. Tissue sections were stained for p-Akt and Foxp1 (brown stain)
(n=5).
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Figure S6: Decreased mutations of Foxal compared to Pten and Foxp1l

Indel analysis for Pten, Foxal and Foxp1 in triple deficient samples (n=6, ** = p<0.01; *** = p<0.001).



Table S1 — oligoes

Gene Forward primer Reverse primer Aim

Pten CTCCCTGGAGTGAAGAGCAC GTGTGCCTAGCACCTACTCC Indel analysis
Foxal TCTGGGGCACACTACTAACC GATGTAGGAGTAAGGCGGCT Indel analysis
Foxpl GCCAGTCTTTCCTCTGGGAC GCATGCTTGCATACTAAGTGGT Indel analysis
App TCCGAGAGGTGTGCTCTGAA CCACATCCGCCGTAAAAGAATG qReal-Time PCR
Kik4 TTTCTGCTCGGGAGTCTTGG CTTTCAGGTTATGCAGGCCC gReal-Time PCR
Nkx3.1 ATGCTTAGGGTAGCGGAGC TGCGGATTGCCTGAGTGTIC qReal-Time PCR
Tmprss2 CAGTCTGAGCACATCTGTCCT CTCGGAGCATACTGAGGCA qReal-Time PCR
Rpl32 GCCTCTGGTGAAGCCCAAG TTGTTGCTCCCATAACCGATGT qReal-Time PCR
Pten GCTTTACAGTGAATTGCTGC GCAGCAATTCACTGTAAAGC Cas9 protospacer
Foxal CGGGGTCATGTTGCCGCTCG CGAGCGGCAACATGACCCCG Cas9 protospacer
Foxpl ACACGGTGGGACCTATCCGC GCGGATAGGTCCCACCGTGT Cas9 protospacer




	1. Introduction
	2. Materials and Methods
	2.1. Animals
	2.2. sgRNA Design and AAV Vector constructs
	2.3. Cell Work and AAV production
	2.4. Virus Delivery to the prostate and Castrations.
	2.5. Histochemical Analysis
	2.6. DNA/RNA Isolation and PCR
	2.7. Statistics
	2.8. Study Approval

	3. Results
	3.1. FOXA1 and FOXP1 are commonly mutated in PCa
	Figure 2. CRISPR generated loss of Foxp1 and Pten in the murine prostate. (A) AAV constructs for expression of sgRNAs to Pten or Pten and Foxp1 together with expression of Cre protein were generated. (B) Validation of the AAV particles were conducted ...
	3.2. Loss of Foxp1 and Pten by CRISPR in the murine prostate
	3.3. Loss of Foxp1 increases androgen dependant proliferation in the mouse prostate.
	The function of FOXP1 in PCa has been associated to tumor suppressor function through in vitro studies [10]. To assess the function in vivo, mice with loss of Foxp1 and Pten in the prostate epithelium were compared to Pten deficient animals. IHC was p...
	Figure 3. Loss of Foxp1 increases proliferation and expression of Trspss2 in the prostate in an androgen manner. (A) Tissue sections from the anterior prostate lobes from Pten and Pten; Foxp1 deficient samples were stained for Ki67 (n=5). (B) Quantifi...
	3.4. Foxa1 regulates prostatic cell-plasticity
	FOXA1 is often altered in PCa as loss-of-function mutations or gain-of-function through amplifications. To assess the role of Foxa1 loss in PCa, we cloned a Foxa1 sgRNA to our AAV construct. Hereby, the construct contained sgRNA’s to Pten, Foxa1 and F...
	Figure 4. CRISPR mediated mutations of Foxa1, Foxp1 and Pten in the prostatic epithlium. (A) AAV construct for delivery of sgRNA’s targeting Pten, Foxa1 and Foxp1 under pol3 promoters. The construct also contained Cre expression by the CAG promotor. (...
	Staining for p-Akt showed increased levels in both genotypes, indicating the loss of Pten. Staining for Foxa1 and Foxp1 showed a loss of expression in triple deficient samples but with high level of expression in PtenP control (Figure 4e). GFP positi...
	The InDel analysis for Foxp1 and Pten were significantly increase compared to the InDel for Foxa1, even though the same samples were analysed (Figure S5). Therefore, immune florescent staining for Foxa1 and p-Akt was performed, and the staining reveal...
	Next, samples were stained for the basal cell marker p63, which showed normal basal layer at the stroma. Interestingly, triple deficient samples displayed p63 positive cells in the lumen. These were not seen in PtenP control samples or samples defici...

	Discussion
	5. Conclusions
	References
	Sup Figures Cai et al.pdf
	Figure S1
	Figure S2
	Figure S3
	Figure S4
	Figure 5S




