Supplementary Table 1. Description of AR mutations

Mutation  Origin Effect on AR signaling Reference

L57Q Advanced primary tumor Unknown (1)

E235G AI' tumor from TRAMP? Increased basal activity and response to (2)
mouse model coregulators

P502L Tumor from patient receiving Increased response to pl160 coregulators (3)
complete androgen blockade  (unpublished data from Tilley laboratory)

S513G Tumor from patient receiving Increased response to pl160 coregulators (3)
complete androgen blockade  (unpublished data from Tilley laboratory)

F671l Intact tumor from TRAMP” Increased responsiveness to DHT (2, 4)
mouse model

S782N Advanced primary tumor Increased responsiveness to DHEA® Unpublished

T877A LNCaP cell line Altered binding specificity (5)

! Androgen-independent
2 Transgenic adenocarcinoma of mouse prostate
* Dehydroepiandrosterone
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Supplementary Figure 1. Comparison of the transcriptional activity and protein expression
of wtAR and AR mutants. PC-3 cells were transfected with an empty plasmid or plasmids
expressing the indicated AR mutants and a probasin-luciferase reporter for 4 h prior to a 20 h
treatment with 1 nM DHT (or vehicle control; v). Luciferase activity values are expressed
relative to wtAR + DHT (set to 100%) and represent the mean (£ SEM) of two independent
experiments. Lysates not assayed for luciferase activity were pooled from replicate wells and
immunoblotted for AR and GAPDH to visualize steady-state protein levels.
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Supplementary Figure 2. Comparison of the transcriptional activity and protein expression
of WtAR and truncated AR variants. Experimental set-up as described in legend of
Supplementary Figure 1. VC, vehicle control (ethanol); DHT, dihydrotestosterone. Luciferase
activity values are expressed relative to WtAR + DHT (set to 100%).
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Supplementary Figure 3. Reduction of AR transactivation activity is not due to decreased
cell viability. Cells treated for 20 h with 0-1000 nM HSP90 inhibitor were assessed for
relative viability by crystal violet staining. Optical density (OD) at 595 nm is expressed
relative to wtAR + 0 nM HSP90 inhibitor (set to 100%) and represents the mean (+x SEM) of 6
replicate treatment wells in a 96-well plate.
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Supplementary Figure 4. GFP-tagged (A) and FLAG-tagged (B) AR proteins are
transcriptionally active. Experimental set-up as described in legend of Supplementary Figure
1. Luciferase activity values are expressed relative to AR + DHT (set to 100%). VC, vehicle

control (ethanol); DHT, dihydrotestosterone.
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Supplementary Figure 5. Representative Ki67 immunostaining in ex vivo cultured prostate
tumors treated with AUY 922 at 20x magnification. Bar = 50 pum.



