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Supplementary Figure Legends 

Supplementary Figure 1  

 (A-D) LNCaP and LAPC4 cells in steroid depleted media were treated with a dose response of 

AZD3514 for 24 hours. Expression of PSA and TMPRSS2 were determined by quantitative RT-PCR.  

PSA and TMPRSS2 expression were normalized to levels of 18s. Data shown is expression relative to 

the vehicle control in the absence of ligand and is a mean of 2 independent experiments. Error bars 

are SEM. 

(E-H) LNCaP cells in steroid depleted media were treated with 10 μM AZD3514 or vehicle and 1 nM 

of DHT. Expression of PSA (E-F) and TMPRSS2 (G-H) were determined after 0, 2, 4, 6 and 24 hours 

incubation. PSA and TMPRSS2 expression were normalized to levels of 18s. Data shown is expression 

relative to vehicle control at time 0 and each point is a biological replicate. Representative data.  

Supplementary Figure 2  

(A) DU145 cells in 5% FCS media were treated with a dose response of AZD3514. Cell growth was 

determined after 3 days. Data shown is growth relative to vehicle control and is a mean of 3 

independent experiments. Error bars are SEM. 

(B) HCT116 cells in 10% FCS media were treated with a dose response of AZD3514. Cell growth was 

determined after 4 days. Data shown is HCT116 growth relative to vehicle control and is the mean of 

2 independent experiments. Error bars are SEM. 

Supplementary Figure 3  

LAPC4 cells in steroid free conditions were treated with 10 μM AZD3514 or vehicle control ± 1nM of 

DHT for 24 hours. Levels of AR, PSA and GAPDH proteins were assessed by Western blot analysis. 

Data shown is representative data 



Supplementary Figure 4  

(A-B) LNCaP cells grown in steroid free conditions in SILAC media containing 13C6
15N4 arginine (to 

label proteins as “heavy”) were treated with 10 μM AZD3514 or vehicle for 24 hour, then switched 

to grow in SILAC media containing unlabelled arginine (to label newly synthesized protein as “light”). 

Cells previously dosed with AZD3514 were treated for a further 24 hours with 10 μM AZD3514. Cells 

previously dosed with vehicle were treated for a further 24 hours with either 3 μM geldanmycin or 

vehicle. Samples were collected at 0, 2, 4, 6 and 24 hours following the media switch and protein 

lysates prepared. AR protein levels were measured in the samples by immunoprecipitation with an 

AR specific antibody followed by Liquid chromatography–mass spectrometry quantifying levels of C-

terminal peptide of AR. For AR degradation data shown is % of heavy labeled AR peptide at each 

time point relative to the level of AR present at the time of the media switch (A). For AR synthesis 

data shown is the increase in light labeled AR peptide at each time point following the media switch 

(B). Data shown is representative data from an N3 of experiments, each time point is the mean of 3 

replicate samples. Error bars are SD. 

Supplementary Figure 5    

 (A) Testosterone proprionate (0.4 mg/kg) was administered by subcutaneous injection along with 

either vehicle or ARD1 (administered by oral gavage) once daily for 6 days to castrated 42d old male 

rats. On day 7 animals were terminated and seminal vesicles weighed. Data shown are the mean 

values of 5 animals. Error bars are SEM.   

(B)  Summary of the in vitro and in vivo properties of ARD1 and AZD3514. Cell IC50 (μM) was derived 

from the cellular assay measuring the effect on nuclear AR protein in LNCaPs. In vivo activity derived 

from ability to inhibit testosterone driven seminal vesicle weight. 18h PK are measured free drug 

levels 18h after last dose.  Free cover is free drug level at 18h/cellular IC50.  



(C-D) Pharmacokinetic profiles after oral administration of ARD1 (100mg/kg, bid) and AZD3514 

(100mg/kg, qd) to mouse (F) and rat (G).  Using the available pharmacokinetic data for each 

compound at the time a 2 compartment pharmacokinetic model was fitted to the data using 

Pharsight WinNonlin version 5.2.1. The parameters generated from these fits were then used to 

simulate the pharmacokinetic profiles.  

Supplementary Figure 6  

(A) Representative images of HID28 tumor AR IHC from intact male mice animals administered with 

vehicle (i-viii) or 100 mg/kg ARD1. (viii-xi).  

 (B) ARD1 (100 mg/kg bid), bicalutamide (50 mg/kg, qd) and degarelix (10 mg/kg d1 only) were 

administered by oral gavage to intact male nude mice bearing established HID28 tumors. Tumor 

volumes are plotted against time. 

Supplementary Figure 7  

(A-B) ARU20S cells grown in steroid depleted media were treated with 0.6, 3 or 15 μM of AZD3514 

for 30mins followed by a dose response of DHT for 2hrs. Images were collected and analysed as 

indicated in the Materials and Methods.  Representative curves from one experiment for mean 

cytoplasmic to nuclear intensity difference (AR Translocation) (A) and mean foci intensity (AR foci 

formation) (B) are shown.  Data shown is mean from duplicate points, error bars are SEM.  Data was 

fitted using a non-linear regression, sigmoidal dose response (variable slope) function and was used 

to calculate EC50 and dose ratios (Log DR-1) at each concentration of AZD3514 for the Schild plot.   A 

pA2 value for translocation of 5.795 ± 0.018 (n=3) and foci formation of 5.742 ± 0.039 (n=3) for 

AZD3514 was obtained.  

 


