provided by Kanazawa University Repository for Academic Resources

An In vitro system to characterize prostate
cancer progression identified signaling
required for self-renewal

00O Salah Mohammed, Nishimoto Yuuki, Kohno Susumu,
Kondoh Atsushi, Kitajima Shunsuke, Muranaka
Hayato, Nishiuchi Takumi, lbrahim Ahmed,
Yoshida Akiyo, Takahashi Chiaki

journal or Molecular Carcinogenesis

publication title

volume 55

number 12

page range 1974-1989

year 2016-12-01

URL http://hdl._handle.net/2297/46761

doi: 10.1002/mc.22444


https://core.ac.uk/display/196726206?utm_source=pdf&utm_medium=banner&utm_campaign=pdf-decoration-v1

M. Salah et al.,

SUPPLEMENTAL MATERIALS

LEGENDS AND REFERENCES FOR SUPPLEMENTAL FIGURES

Molecular Carcinogenesis

An in vitro system to characterize prostate cancer progression
identified signaling required for self-renewal

Mohammed Salah'? Yuuki Nishimoto?, Susumu Kohno®* Atsushi Kondoh?,
Shunsuke Kitajima®*®, Hayato Muranaka®, Takumi Nishiuchi’, Ahmed Ibrahim®®,
Akiyo Yoshida®® and Chiaki Takahashi®



M. Salah et al.,

e 15 H g 6 wRE
o —
-a m
@ 3
g 1.0 —— 5 4
>
1l-6 > ()
Q
2 051 B
s & I__I__I
°© []
X oo . o y
,‘Qg Q@g 66\
"5\ . o \_?\
& & ra
A &
‘:(5\ )
4R @5
&
B c 1.5- c 4 Fkk
S S
= h
0 N 34
g_ 1.04 I g_
>
LOX 5 Q 24
[0 @
> %% 2
S = 1
) il
@ [iH]
& o0 . ) .
& o & &
\,_‘Q,'O & Q¢ &
Q‘Q‘S g:;{ ) qﬁ*‘ &S‘Q
A8 ,@Q Pt Q_‘O
&
® @
&
P ddek
*kk Forors
g 15 rer i) g 25 ke 5 319
‘n ® 20 ]
g 10 g o,
g S 15 o
/-6 x 3 3
@ o 10 @
L os 2 2"
s LS ©
: ml B - —
& 00 v . & oo . B X, . —
& 5 S & & K 5 & s
3 o 3 & & ¥ & & & o & &
. @- P ﬁ?— ® ¥ & P & P & A &
fg( s ng\ X * ? o Q\ 8“ . & VQ
et Y @ ‘9'5 ‘;g‘ X's ‘3.{ 'S\ A & o 0 o
& & &R ® & ® o A ® s 0
< < T TR g & g F
Non-target 1I-6 ShRNA Nontarget WSEERNA <° &5'5 <& Q(,"S
A A4
Non-target II-6 shRNA

Supplemental Figure 1.

(A): 11-6 expression detected by microarray analysis in the indicated genotype of
prostate epithelial cells. Columns: relative frequency plus S.D. (N = 3 in the left panel
and N = 4 in the right panel). **P < 0.01 and ***P < 0.001 (Student’s t-test). (B): Lox
expression detected by microarray analysis in the indicated genotype of prostate
epithelial cells. Columns: relative frequency plus S.D. (N = 3 in the left panel and N =4
in the right panel). ***P < 0.001 (Student’s t-test). (C): 11-6 expression detected by
RT-gPCR in the indicated genotype of prostate epithelial cells transduced with the
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indicate shRNA. Columns: relative frequency plus S.D. (N = 3). ***P < 0.001
(Student’s t-test).
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Supplemental Figure 2.

A GSEA result for genes upregulated in p53”; Rb™ cells after infection with Ad-Cre as
compared to Ad-LacZ against one of gene sets that features genes expressed in
embryonic stem (ES) cells (Wong et al., 2008).
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RT-gPCR of 1I-6 in the indicated genotype of primary prostate cells treated with 20uM
IKK-2 Inhibitor 1V for 4 hr (A), 20 uM HLMO006474 for 24 hr (B) or 10 uM LY294002
for 4 hr (C). Columns: relative frequency plus S.D. (N = 3). (D) RT-qPCR of lox in the
indicated genotype of primary prostate cells treated with 20 uM HLMO006474 for 24 hr.
Dimethyl sulfoxide (DMSO): a vehicle. Columns: relative frequency plus S.D. (N = 3).
*P < 0.05 and ***P < 0.001 (one-way ANOVA followed by post-hoc Tukey's test).
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(A): Relative cell growth of the indicated genotype of prostate epithelial cells treated
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with 20 ng/ml rll-6 under monolayer culture condition for 48 hrs. Columns: relative
frequency plus S.D. (N = 3). One-way ANOVA followed by post-hoc Tukey's test was
used. The same analyses for cells transduced with 11-6 shRNA (B), treated with 0.4 pM
anti-11-6R antibody for 48 hrs (C), and transduced with Lox shRNA and observed for 96
hrs (N = 1) (D).
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