Androgen Receptor Splice Variants Activating the Full-Length Receptor in Mediating Resistance to
Androgen-Directed Therapy — Cao et al
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Supplementary Figure 1. Confocal fluorescence microscopy of AR-FL and AR-V localization when expressed alone (A)
or when co-expressed (B) in PC-3 cells. Right panels, quantitation of % of cells with predominantly nuclear, equally nuclear
and cytoplasmic, or predominantly cytoplasmic expression. DAPI, nuclear stain. Cells cultured in androgen-deprived condition
were pre-treated with 10 uM enzalutamide (Enz) for 2 hr, followed by treatment with or without 1 nM R1881 for 3 hr. *, P < 0.05.



PSA mRNA
2.7x
= 16 1 xR
1

%12— !
o 1
£ 8 4.2x : #
° |- - b !
(0] 1 * ]
SR ﬂ
€E oo = 11 O 1 1 1] |1
2 = N |- N = N [ N
S |S|&|&|a|8|&8|&]|G
= a |k oY
w = =

I I

o ()

mock-transfected

AR-V7-transfected

Fold of untreated mock cells

OFRL, NWHMUIO

TMPRSS2 mRNA

= N | -
= c
@] w 5

DHT+Enz

mock-transfected

Ctrl

Enz

DHT
DHT+Enz

AR-V7-transfected

AR-FL s @i 110 KDa
AR\ w75 KDa

GAPDH === ===

Supplementary Figure 2. AR-V diminishes the degree of response of AR-FL to androgen and enzalutamide.
Inducible AR-V7-expressing LNCaP cells or mock-transfected LNCaP cells cultured under androgen-deprived condition were
incubated with 30 pg/ml Cumate for 48 hr to induce AR-V7 expression and then treated with 1 nM DHT with or without 10
UM enzalutamide for 4 hr. PSA (A) and TMPRSS2 mRNA levels (B) were determined by gRT-PCR analysis, and induction
of AR-V7 protein was detected by Western blotting (C). *, P <0.05. #, P < 0.05 from DHT-treated cells.



22Rv1 xenograft

700 A
- 600 —— shCTRL Citrl
S o —4&— shCTRL Enz
E £ 500 1 - - shv7 C l
2 £ 400 { --~-shV7Enz %
T3 & .2
T 2 300 A 2.
S > //,
S F 200 A &
100 A B
O T ¢ T ¢ T T 1
0 5 10 15 20 25

Days post-inoculation

Supplementary Figure 3. Effect of enzalutamide on
the growth of 22Rv1 tumors with or without AR-V7
knockdown. Arrows indicate the start of enzalutamide
treatment. Data are expressed as % of pretreatment
tumor volume. *, P < 0.05 from respective control
group. Enzalutamide (Enz), 10 mg/kg/day. n = 8.
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Supplementary Figure 4. Increased
expression of glucocorticoid receptor (GR)
protein in enzalutamide-resistant LNCaP
tumors that express higher AR-V proteins.
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