
 
Supplementary Figure S1. Correlations of CALD1 alterations and expression with poor 

prognosis and AR in PCa patient data sets. 

(A) Kaplan-Meier overall survival curves between patients with CALD1 amplifications (n = 2) 

and unaltered CALD1 (n = 46) (70). 

(B) Kaplan-Meier overall survival curves between patients with CALD1 alterations (n = 10) 

and unaltered CALD1 (n = 118) (68). 

(C) Scatterplot depicting the Spearman’s rank correlation between CALD1 and AR in TCGA 

PCa data set. 
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Supplementary Figure S2. Co-expression between CALD1 and regulators of 

proliferation, angiogenesis, EMT, and anoikis in the prostate TCGA data set. 

(A) List of transcripts from the Gene Ontology: Biological Processes gene set for positive and 

negative regulators of epithelial cell proliferation sorted according to Spearman’s correlation 

values. 

(B) List of transcripts from the Gene Ontology: Biological Processes gene set for positive and 

negative regulators of angiogenesis sorted according to Spearman’s correlation values. 
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(C) List of transcripts from the Gene Ontology: Biological Processes gene set for positive and 

negative regulators of EMT sorted according to Spearman’s correlation values. 

(D) A custom list featuring markers associated with epithelial and markers associated with 

mesenchymal cell phenotype. 

(E) List of transcripts from the Gene Ontology: Biological Processes gene set for positive and 

negative regulators of mesenchymal cell proliferation sorted according to Spearman’s 

correlation values. 

(F) List of transcripts from the Gene Ontology: Biological Processes gene set for positive and 

negative regulators of anoikis sorted according to Spearman’s correlation values. 

Spearman’s rank correlation coefficient presented as numbers and significance indicated by 

asterisks (ns = not significant, *p < 0.05, **p < 0.01, *** p < 0.001, and ****p < 0.0001 as 

obtained using cBioPortal v4.1.9). 

  



Supplementary figure S3. Viability and 3D growth after l-CaD knockdown. 

(A) Barplot representing viability in VCaP cells transfected with siNeg1, siNeg2, siCaD-1, or 

siCaD-2 and cultured with or without CSS. Viability of CSS-treated cells is highlighted with 

grey fill. The mean and SD of three experiments are shown (ns = not significant, *p < 0.05, 

and **p < 0.01 as determined by the Mann–Whitney–Wilcoxon two-sided test). 

(B) Representative brightfield images of DU145 cells cultured in 3D after l-CaD knockdown. 

(C) Barplot representing viability in mCherry PC3 cells transfected with siNeg1, siNeg2, 

siCaD-1, or siCaD-2. The mean and SD of triplicate wells are shown (ns = not significant as 

determined by the Mann–Whitney–Wilcoxon two-sided test). 

(D) Representative brightfield and fluorescent merge images of mCherry PC3 cells transfected 

with siNeg1 or siCaD-1 when grown in 3D basement membrane matrix culture. 

(E) Violin plots of relative spheroid size in mCherry PC3 cells transfected with siNeg1 or 

siCald-1 and grown in 3D Matrigel culture. Boxplot indicates median, and whiskers indicate 

1.5 times interquartile range (**p < 0.01 as determined by t-test). 
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Supplementary figure S4. l-CaD knockdown impairs metastatic potential of LNCaP cells 

injected into zebrafish. 

(A) Representative brightfield and fluorescent merge images of zebrafish embryos 1 day after 

microinjection of CellTracker Green labeled LNCaP cells transfected with siNeg1 or siCaD-1 

to the common cardinal vein. Metastases are indicated with arrows. 

(B) Expression levels of l-CaD in LNCaP cells transfected with siNeg1 or siCaD-1 48 h after 

transfection were analyzed by Western blotting using an anti-CaD antibody and loading was 

controlled using anti-vinculin. 

(C) Box and jitter plots depicting the number of metastases in zebrafish embryos (n = 96). 

Boxplot indicates median, and whiskers indicate 1.5 times interquartile range (* p < 0.05 as 

determined by t-test). 



 

 
 

Supplementary Figure S5. E-cadherin expression in PC3 cell spheroids after l-CaD 

knockdown in vitro and N-cadherin expression in mCherry PC3 cell primary tumors after 

l-CaD knockdown in zebrafish xenografts in vivo. 

(A) Representative fluorescent images of PC3 spheroids transfected with siNeg1, siNeg2, or 

siCaD-1, siCaD-2, stained with E-cadherin, and counterstained with DAPI. 

(B) Barplots depicting E-cadherin protein intensity in spheroids formed by transfected PC3 

cells shown in figure A. Average was calculated from multiple individual spheroids (N = 25) 

measured for mean intensity. The mean and SD are shown (ns = not significant as determined 

by t-test). 

(C) Representative fluorescent images of primary tumors formed in zebrafish yolk sacs from 

injected PC3 cells transfected with siNeg1 or siCaD-1 stained for l-CaD and N-cadherin. Merge 

image shows the primary tumor in the yolk sac of the zebrafish.  
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Supplementary Figure S6. EMT-related marker expression in VCaP xenograft mouse 

models.  

(A) Scatterplots depicting the correlation between CALD1 and EMT marker mRNAs from 

enzalutamide-treated VCaP xenograft mice. 

(B) Scatterplots depicting the correlation between CALD1 and EMT marker mRNAs from 

vehicle-, enzalutamide- and apalutamide-treated VCaP xenograft mice. 

(C) Representative IHC staining of vimentin from a castration-resistant subcutaneous VCaP 

xenograft mouse resistant to enzalutamide. 


