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Innovative Challenge to Castration-resistant Prostate Cancer: Introduction of
AR-dependent Hormone Sensitivity Reacquisition Factor
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Using cell proliferation and Western blot analysis, we demonstrated that
a-methylacyl-CoA racemase (AMACR) inhibition and docetaxel treatment, under androgen deprivation
conditions, significantly reduced the proliferation of androgen receptor V7 (ARV7) positive cancer
cells and decreased the levels of AR and ARV7 expression, possibly via downregulation of heat shock

rotein 27.
?n vitro experiments indicated that the growth of LNCaP cells after combination therapy of
alanine-serine-cysteine transporter 2 (ASCT2) siRNA and enzalutamide treatment was significantly
reduced, compared to that following treatment with enzalutamide alone or ASCT2 siRNA transfection
alone. After ASCT2 inhibition by siRNA transfection, the growth of 22Rvl cells was significantly
suppressed as compared with negative control siRNA via downregulation of ARV7 both in fetal bovine
serum and androgen-deprivation conditions.
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Effect of the combination therapy of AMACR transfection and docetaxel treatment
in 22Rvl cells. The proliferation of 22Rvl cells with AMACR transfection alone or
the combination therapy of AMACR transfection and docetaxel treatment were assessed
on Days 3 and 5 using the cell counting kit-8. The percentage of cells with 22Rv1
in each group has been expressed as relative proliferation activity with the
negative control siRNA alone. Histograms represent the mean + SD (ns: not
significant; *P < 0.05). AMACR, amethylacyl-CoA racemase; CSS, charcoal-stripped
serum; FBS, fetal bovine serum.



FBS 150- *k
- b Il Lipofectamine alone
10 nM coRNA  siRNA % % r control RNA (1 nM)
AR -— 55 100 - B control RNA (10 nM)
<9 control RNA (50 nM)
- C)
o = B siRNA (1nM)
ASCT2 . B 2 g s0- si RNA (10 nM)
5% B si RNA (50 nM)
=
B-actin ” [
. 0. :
4day
B C control RNA 20 nM
FBS si RNA 20 nM
Enzalutamide 20 yM
AR — o — —_
ASCT2 - AsCT2 W G
fractin — — B‘“"" e ” N —
% . ..
150 I
° Em Control
= Enzalutamide 20 yM 2 100
E f=
g% 100 5 —
. B Tz T
a2 83 %0
o% —— £E
é o 50 i S
2 ° s
0 control RNA 20 nM + -
3 day si RNA 20 nM

Enzalutamide 20 uM . + +

Effect of ASCT2 transfection and enzalutamide treatment in LNCaP cells. (A)
Representative images of Western blot analyses of LNCaP cells after transfection
of ASCT2 siRNA (10 nM) or negative control siRNA (10 nM). The proliferation of
LNCaP cells transfected with ASCT2 siRNA (1, 10, 50 nM) or negative control SiRNA
(1, 10, 50 nM) or Lipofectamine alone was assessed on day 4 using the cell counting
kit-8. The percentage of cells is expressed as proliferation activity relative
to Lipofectamine alone. Histograms represent the mean £ SD (** p < 0.01). (B)
Representative images of Western blot analyses of LNCaP cells after enzalutamide
treatment (20 p M). AR, androgen receptor; FBS, fetal bovine serum. The
proliferation of LNCaP cells after enzalutamide treatment (20 py M) or control (no
treatment) was assessed on day 3 using the cell counting kit-8. The percentage of
cells is expressed as proliferation activity relative to control. Histograms
represent the mean £ SD (** p < 0.01). (C) Representative images of Western blot
analyses of LNCaP cells after combination therapy with ASCT2 siRNA (20 nM) or
negative control siRNA (20 nM) and enzalutamide treatment (20 p M).
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Effect of ASCT2 siRNA transfection in 22Rvl cells. (A) representative images of

Western blot analyses of 22Rvl cells after transfection with ASCT2 siRNA (10 nM)
or negative control siRNA (10 nM); (B) The proliferation of 22Rvl cells transfected
with ASCT2 siRNA (1, 10, 50 nM) or negative control siRNA (1, 10, 50 nM) or
Lipofectamine alone was assessed on day 4 using the cell counting kit-8. The
percentage of cells 1is expressed as proliferation activity relative to
Lipofectamine alone. Histograms represent the mean + SD (** p < 0.01).
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