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BE  RARER LR EIUIRBARE A KR B KF 6 ik Mt & JFAR B AT 5] 4 % 20
JOLNCaP-AL#) #8 & X R4 oA 5, 4T 58 0 5 A& W15 8 F 5 4 3£ 45 32 876/ peak(p-
value<1x107), peak-F ¥ K & #4673 bp; ¥peak/s 7| T Az B|Hgl 93 R 40, A1 865N ¥k, H F
fold enrichment=1049 2 B A 425/, tpeakAd x A B #ATCOAT LI, S, minsa s, mie
FAR. A MR B KR BALF) AT AL, MpeakAl KK B BHATEBRSAT LI, HAE A, Rt
W FRET A RAIROAE. BARBMFETARMMXOAR XS 8. Fikk7MELARYE
A B, KA Real-time qPCRIL AR 57 E 111 FELNCaP-Al 28 it Fo 4 33 F AR #0HE AT 20 AR 9% 28 LN CaP
FDTH#R] 449 B P, £ FUDHT R LT 2% 7%k AR¥e 3K ) ZELNCaP-Al4a e 649 R ik, Ak —
W B RO F AR BT 7 ISR &) AR UM AT 51 M AR AR P AR R AR AR 6 T ek
R teAe £ EXTZER.
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The Screening and Identification of Androgen Receptor Target Genes in

Androgen-independent Prostate Cancer Cell

Xu Sigi'?, Liao Zhaoping'?, Liu Chunhua®?, Cheng Yue?, Ji Lili'?, Duan Xiuzhi*, Chen Yuhua®, Tao Zhihua'**

("Department of Clinical Laboratory Medicine, First Affiliated Hospital of Wenzhou Medical University, Wenzhou 325000, China,

*Department of Laboratory Medicine, the Second Affiliated Hospital, Zhejiang University School of Medicine, Hangzhou 310009,
China; *School of Laboratory Medicine and Life Science, Wenzhou Medical University, Wenzhou 325000, China)

Abstract Chromatin immunoprecipitation assay was performed to screen the androgen receptor binding sites
in androgen-independent prostate cancer cell LNCaP-Al in the whole genomic. Using high-throughput sequencing and
bioinformatic analysis, there were 2 876 peaks (p-value<1x107), and the average length of peaks was 673 bp; locating
each peak in the Hg/9 genome, 1 865 genes were founded. There were 425 genes which the fold enrichment was
more than 10. It could be founded that the top five genes were associated with cell, cell part, cellular process,
binding and organelle by GO analysis of peak related genes. Genes associated with focal adhesion, metabolic
pathways, transcriptional misregulation in cancer and purine metabolism were the majority by pathway analysis of
peak related genes. Seven candidated AR target genes were selected to analyze the reactivity to DHT stimulation
in LNCaP-AlI cell and LNCaP cell by Real-time qPCR. The result showed that DHT stimulation could change the

expression of seven candidated target genes in LNCaP-Al cell. Our data play a vital role in the further study on
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androgen receptor and it’s regulated target genes in the process of androgen-dependent prostate cancer progress to

androgen-independent prostate cancer.
Key words

target gene

I 1) JIf 5 (prostate cancer, PCa) /& 74 J7 %3 1 &
s e g I IRt Aok, B AENE U7 U B,
W EPCalf) ki # B LI RpEaAE, kHah
7 ZPCalf) 3 EIGT7 F B, - IPCa i Ml ¥ 25 H
:(androgen-dependent prostate cancer, ADPC), H:74
I7 SO T R L Hy M IPCal )Gy T- B TR
TG MR 2. TE2~3E SRR S, KA
S R R A R S T P T S R A R 2 T )
(androgen-independent prostate cancer, AIPC), il J5
W 229, ¥ % 52 VR (androgen receptor, AR) M #% 5%
AR ZR GRS DA 22—, "R T AR I D RE AR R A%
PCal) & “E K Ji& LA S ADPC [ ATPCH% 44 [ o i 6t
A OB B AE M, AR K HL TR 4 A I TR F)
AR T BARME TR 1) XA, T HRATPCAH i )
S B ARBEIL R X T iR AIPCI) & AR A7 36 5 32 5 3o
AT FTAL H G €0 5 4 93 FL 3T ¢ (chromatin immuno-
precipitation assay, ChIP)H £ =yt 12 /557 A (ChIP-
seq) 7 4= JE A 21 7K SF- % AIPCAH s LNCaP-AI'"'ff] AR
HEIE DT IR 1k 5 W10 5w, VIPIREEAIPCRK A
Hha] Be A SR HI I ARSESE [T o

1 MRERE

1.1 ##

1.1.1 wAEHimie  ADPCHIILNCaPIy H H [
BREEBE A0 i 2E, Br 97+ & 10%M6 4 35 (FBS)
FI25 F5 W F . AIPCYI HULNCaP-ALK A 52 5 25 fiif
WO 5 ) 1R i % A AORS M T 41 I 4 AR
R 9215 10%05 W [ AL FRFBS(CCS) K IDMEM/F 12 %
TS LT 5 FEM0T o 4E5% CO,. 37 °CREFRAE TR FE, 40
WIAEARS 553~4 d¥I— IR, 7 d e AR — IR

1.1.2 WukEfiamie TR K R
FELNCaP-AL4H i ] 3 1 7 46 )5 A% AR 115 emKf 3%
L, A5 40 A 2260% A2 A7 I — K, 72 hJa i
10 nmol/L DHT, 24 hJ5 440 e 24T ChIPSE S . Ab
T B KA T FRLNCaP4 g FILNCaP-Al
0 Jita FH JBR I A0 5 AR AT /S FLARORE 77 L, 45 40 i A=
K 4260% 2 A7 I H 2 10% CCSHIDMEM/F12 1 41

prostate cancer; androgen-independent; chromatin immunoprecipitation; androgen receptor;

BRI X, 72 hJE I 10 nmol/L DHT, 7371+
0,3, 6,9, 24, 48 hj5 AR A0 kAT SR

1.1.3 22K F FLE  EZ-Zyme™ Chromatin Prep
Kit(Millipore A 7] ); F123557 45, DMEM/F12 Gy 4L
K973, (GibcoA 1l ); FCS. CCS(Biowest/ i ); anti-
AR(Abcam’/A 1] ); Protein G Magnetic Beads(Millipore
/v 7] ); NE-PER Nuclear and Cytoplasmic Extraction
Reagents(Thermo2 7 ); DHT(Sigma/A m ); & RNA$E
A5 Trizol(Invitrogen 2 ] ); Transcriptor First Strand
c¢DNA Synthesis Kit(Roche’s r] ); PCR Purification
Kit(QIAGEN/A F] ); SYBR Green Master(Roche/A ) );
CO, 5574 (Thermo /A 7] ); f5'E B BT (JE R A A );
Stepone plus3E 58 6 i€ B PCRAX (ABI/A ] ); HBEHR %
B4 (BIO-RAD/A 7 ); Hi#K1X (BIO-RAD/A 7] ); Nano
drop 8413 H6 6 EETH(Thermo A 7))

1.2 F&

1.2.1 LNCaP-Al%8 J& Jo it A= fEAZARSF &9 £ 0|
WA 2210 nmol/L DHTH 24 hiij 5 fY)LNCaP-AI4]
JH0, 4% W] P REAT AT, 20 0] S UM AN A% H 1,
PABSA K A3k i BEAT 7 5, 100 °C 5 minff Az (14844
Jo DA B HE AT UK B B E —Pi(anti-AR).
B E P, T A O, LLGAPDH A N £
HU AR 185 o

1.2.2 LNCaP-Al%mfe &/ %zt (1)ChIP
Ji ¥ & JELNCaP-AI4H B AR%S 45 47 £i: LNCaP-Al
i i £ LK 35 75 +10 nmol/L DHT 24 hJi5 e 4 41l fi
JF 4% # Chromatin Prep KitfT ik PA80 UTil Bk B 4% IR
il o) 4> 1074 40 L R AT B (0 T 1y Bedk, BG4
J5 B % 294%10°41 Jig/tube I AT 43 2% I 56 UE 1§ 1)
ROR . R0 i v Bl R AES00 bpld R, BIFE
ANEp# T i ADilution Buffer, J#%] J5 BU1%1E 4
inputfifi 77 14 °CUKFT % 1, 1EANF FEPE 23 7
5 ng anti-ARF120 pL Protein G(ChIPSZE4H). 1 pg
anti-RNA pol-IIF120 pL Protein G(ChIP B % FE 4.
1 pg normal IgG#120 pL Protein G(ChIPPH X H4H),
HE TR % T4 CERAM T . $%Massie
S B AR REAT S A WU, BE S U inputf,
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Xfinputs AP [ Iy BEAT pE ¥ S e i ), 4% JRPCR
Purification Kitii B #E47 44t 3 30 uL DEPCIK 3t
JBE, BT 75 B OB R 75 ChIP & 4 T A AR S 47 55 o

(2) B (5 5T G D) 8RB0 UE s O i G € 5T By
W, $%H Chromatin Prep KitfTih AT ik A il A e )i,
#4100 bp DNA ladding markerF145 A & 7] I AE
HEAT2% B NE B B I FELUK, 85 V 30 min/ i BEIR & T
BB BARAX, FIBTDNA v BUKC S

Q)YE £ & =W 1 FHNano drop 2000147
DNARIE . Do/ Dasolll 5 o« FT HF8ATF, #IUGAL S5 H
2 uL DEPC/K#E4Tblank, A 36 )8 _F b2 pLAs
SEAE i, R 5 S R T LI S

(4)ChIP & HERCR I & AR R4 A ke LAChIPR]
X JRONTEH 2 %) FEZHDNA Jv B/ W PCREEMR, GAPDH
SR BE 5 14(3R ), iliid Real-time PCR&E K H)
WIChIPSE 50 A 5 J2 15 i Uy FHChIPSZ 4 ZHDNA Jv B
& HPCRAMR, 2 AREFJPSA PromotorFE R F BL(F1)
YEA514), i Real-time PCRES HokA)) 20 H Wranti-AR
HEBIL DR B AR . PCRIUNAA R A2 2.0 pL DNA,
12.5 uL SYBR Green mix, 1 uL primer, JIDEPC/K %)
JE 4225 L. PCRI N FEF 4 94 °C 10 min; 94 °C 20 s,
60 °C 1 min, SOME . PCRE A 5 i 15 3 4k 436
FLAL, FEZ 5 I I 2 i AS RN CHfi . Blinputy
FEVE, VISR AR B AR RE (% of input). E
5, ¥ Ct(1% input)if] £ #Ct(100% input), Ct(100%
input)=Ct Input(1% input)—6.644; =i 2, Percentage
of input=2~[Ct(100% input)—-Ct IP]*100%.
123 ZHAZFNFAENE &4 Hllumina

HiSeq20009 /7> 43 A 5 eIl )3 J&, % J5 4 B E AT
25 g LAk R A R AR IR HR AL B, Rl A clean
data. i HSOAPH 4 ¥fclean datats Hgl93E K 4
FIHEAT HEXS, SR VEASER R 2R (O A e, rp B )
FIFE 4] L —47 & [freads(ME — b X reads) ks H T
JE SR BT . BEME— L S reads AL R 41 5 % %
PEPERLL X, et readsfEFE DA R] X . FE AT 55 F X
FEDIAM B IX L FE 3720 KbAIFE A 5720 Kb
At L. Al FIMACSH A, 5T Poisson 7y A7 455 /Y
7E 4= 5L R 4] 7K SF 13547 peakd ffi(p-value<1x10°7°), A
73 Bllpeak /EFE K2 LA B A EL . peak X 187 51 (5
RVGE o B a EAT peak AH DG KL R 9 1%, 0] AH DG R
AT GOLIREZR HE 43 M Flpathway 70 4T o

124 DHTH) % o 1% R AR¥e 3k ) & 34 K 89 45
o (DM RNASEE: LNCaP4ll fg iTILNCaP-Al
LYk 75+10 nmol/L DHT, 0, 3, 6, 9, 24, 48 h
Jei o3 W SR AN L, i A\ Trizol, 285 74 B T HE A1 75%
LBEVEH AT G, TN 55 °CTHI# ) DEPCIK 50 uL
FARRIAT . (2)RNAMREERT I : i H] Nano drop 2000
Fie EREEAE AT . B)RNAWHE S fHi 1 ng
RNAZ% Transcriptor First Strand cDNA Synthesis Kit
YRR, B RNARR A 20 plo NV 45 R F
P RAE %4 H . (4)Real-time qPCR: 2.0 pL ¢cDNA,
12.5 uL SYBR Green mix, 1.0 puL primer, il DEPC
JKAMEZ 25 pLo 94 °C 10 min; 94 °C 20 s, 60 °C
30 s, 50MEHR. LLGAPDH )N, 4 LNCaP4i
J{LFI LNCaP-ATZH i Hh £ 51 DR () AH G 2808 o DL K
LNCaP-AT41 A5+ T LNCaP 40 g 45 #5358 DR 1)+

F1 ALBFAASIMFTITIZR

Table 1 List of primers used in the experiment

B FEGIG—3D TG 3D

Genes Forward primers (5'—3") Reverse primers (5'—3")

GAPDH TAC TAG CGG TTT TAC GGG CG TCG AAC AGG AGG AGC AGA GAG CGA
AR GCC ACT CAG ACC CAC TTA GC CCT CACTCT TCG TCC ACATCG

PSA CCTAGA TGAAGT CTC CAT GAG CTAC GGG AGG GAG AGC TAG CAC TTG
PTGER3 ACG GAG AAG CAG AAA GAATG GCA GGG TAA GGA GGT GGA

FOXP2 ACA CGC ATT GGATGA CCG A GTC TGA ATG TCG CCT TCG TAT G

FNI ACA CGC ATT GGATGA CCG A ACA CGC ATT GGATGA CCG A

ZNF438 AGT TGT CGG ATT TGT CGC TTC GTC TGC CTG GTT TAG

PDEY4 CTA ACG AGG TCC GTC CAA GGC GTC ATC TAT CCG CTT CA

BDNF TTC TGC CCA TCC TGT CT GCT TAT CCCTCACCCTACT

PCDHI15 CCC AAA CCA ACA GAG CCATCG TCC TCC TTC CCC ATA ATA CGG
GAPDH-ChIP TAC TAG CGG TTT TAC GGG CG TCG AAC AGG AGG AGC AGA GAG CGA
PSA-ChIP® CCT AGA TGA AGT CTC CAT GAG CTAC GGG AGG GAG AGC TAG CACTTG
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X (2, Hi ACt=Ct(target gene)-Ct(GAPDH),
AACt=ACH{LNCaP-AI}-AC{LNCaP).

2 H#FR
2.1 DHT#H ¥ A LNCaP-AIZH Bfl B &R 1 Bl 4%
ARFEHFRIXHIF N

FEH10 nmol/L DHT i} 5 LNCaP-AI4H i 1)
i R0 A% 2R 1, ) anti-ARSIEAT 2 1 4 2% BN 5 52
%, LA\GAPDH A N 2 H T ARER [ (1 R IA TG . HH
177 LUF th, LNCaP-AI4H i /= DHT R f ltAR
WD, ARG £, $RIRARSS 5l B4 48 MR 4R 7
LNCaP-AI4H AR K455 BB
2.2 LNCaP-AIZHff &R et HiniE 4 R
22.1 LNCaP-Al@mfef &7 b BAHs AN (1)
et Jit i BEK S ChIP-seq 3R £5 M DNA J B /)N
F1 000 bp, L EFEHI4£500 bp i Bl o A SZH6K
TR VR AZ TR T e % €00 T A BEAK, X AZ TR e

DHT + + - -
El1 DHTHEXLNCaP-AIZBAREE A4 4E T 0800

Fig.1 The effect of DHT stimulation on nuclear transfer of
AR protein in LNCaP-Al cell

Marker

1. 24 3UKIEH N LNCaP-ATAN Y 0 1 BeAb JE 1K 45 2
Lane 1,2,3 were all the chromatin fragments of LNCaP-AlI cells.

El2 LNCaP-AIHMFERR BKE
Fig.2 The length of chromatin fragments of LNCaP-AlI cells

O AT R R AS A B S, FH 2% B b e Fie v ik
W B, g5 R unE 2R .

(2) ChIP & 4% & i HQubit FluorometerX}
LNCaP-AI4l flIAR-ChIPJi5 & 4 AT fHDNAFE i 11 K
JE R ARFABEAT R, 455 4 3.46 ng/uL, 135 pL, &
HoH0.467 1 ugo ChIP-seqZEsR A MIIFE b i AT
5 ng, 45 ' DNA T BUKC S, A UK ChIP-ed DNAFF &l
Fr K
222 ChIPg E# REAg £ E PLChIP]
SXof FCZEL R BH P 0 AL SR AR Y [ inputxof B4
DNAFE N PCRIEM, GAPDHIE R BEAF b o] 9y it
fTReal-time qPCR; PAChIPSZ 56 21 & H2 4 K A1 I 1)
inputf i ZH DNAfE JPCRIE AR, PSAKE A v BLAE h
5|93t 1TReal-time qPCR. PCRZ: W 5 11 5. GAPDH
FNPSAPIARX & 42 (% of input). ChIP X FH 241
(1) GAPDHAE IR AH % & 4R & 24 0.64%, ChIPRH X} 1
Y11 GAPDHIE R AR & 48 FE 24121.23%, ChIPSES 41
(R PSAKERIAH XS & B R4, 71%(E13).

23 SEENFNEMNEEFDINER

APy 45 B ireads K FE 49 bp, 45 F
11 416 877%kreads, &)™ & 4559 426 973 bp. FH:
L Hgl 93 N 20 - A HEAT EL X6, EE Xofreads i 410 854 724
%, HL X %95.08%, ME— L Xfreads310 056 0374%,
ME— Lb 6 2K 488.08%. ME— Lk X reads?r 7% 3& [K T
RETCfF B o3 A h: BE IR ) 1X58.26%, A Y &% 1
[X38.96%, %A _EJi720 Kb 11.98%, 3L [K T 720 Kb
11.66%, %X Ak &1 [X2.11%(KEl4A). 1 HIMACS
AT HE 4T peak X 14, Poisson) A Ak 24 3k AT 4 46,
I 15 212 876 peak(p-value<1x107), peak - ¥ K

259

204

% of input

El3 R & LINERE RPSAREMNEEME
Fig.3 The efficiency of chromatin immunoprecipitation
experiment and PS4 gene enrichment
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#2 LNCaP-AIZHBChIP-seqfSEI HIAR S 1 5 2 R BREL (R 2 45)
Table 2 Some of androgen receptor target genes analysed by the ChIP-seq

e PeakfEHE A b ¥4 Peak Pfif A B S
Genes Peak position in the gene Number of peak P value Fold enrichment
COLIAl Up20k, exon, intron 3 2.54x107 16.54
TP53BP2 Up20k 2 1.16x10™" 16.35
PTPRH Up20k 2 1.48x10°° 13.48

ETV7 Up20k 1 4.55x10°° 13.24
MDM?2 Up20k 1 3.48%10°° 10.29
BDNF Down20k 17 3.43x10°7 7.29
FOXP2 Intron 9 2.88%10°7 10
PCDH15 Intron 24 3.94x107, 4.09x107° 8.75,8.33
PDE94 Up20k 20 1.09x10°° 8.99
ZNF438 Intron 16 9.31x10°, 8.83x107 7.5,1.5

Up20k. Down20k. exon. intron%} 5l 3 ~peakf T-HF 3720 Kby FilE20 Kby M1 W& TIXIEN .
Up20k, Down20k, exon, intron indicated that the peak was located in the region of upstream 20 Kb of gene, downstream 20 Kb of
gene, exon of gene and intron of gene.

(A) Unique mapped reads in intergenic and (B) Genome-wide di§tribution of peaks relative
60- gene region (AI+DHT) 60- to annotation gene (AI+DHT)
50 50

g 40 e 40+
& 9]

)

£ 301 2301
2 5

8 o

o -
201 £ 20

_
g

. l 10.
o I 0/ .
Down20k Exon Intergenic Intron Up20k Down20k Exon Intergenic Intron Up20k
A: Mt X reads 7EHE AL % L RETCAF L0, B: peaks e ALK Ly BT LRI/ i e
A: the distribution of unique mapped reads in the functional elements of the genome; B: the distribution of peaks in the functional elements of the genome.
El4 ME—Lt3treadsFApeaks7EEFAZ T LS IER

Fig.4 The distribution of unique mapped reads and peaks in the functional elements of the genome

100 12 847
§ v
g 10 — 1284¢
Gt en
c k)
= —
Q

et ——4+—hHH—+t+hH—-1+—1++H | | 128 -‘é
= z

2

AI+DHT

Biological_process Cellular_component Molecular_function

E5 peaktBXEFEAIGOTNRER LD
Fig.5 GO analysis of peak-related genes
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J5 4673 bp, peak t & HE K Dy fig so A b 140 A FE Ak
5 M — b Xfreads ) 43 4 FEAL(EI4B).  Fipeak)T 71l
SENTBIFER A, 4531 8654 peakAH 5= FE A, Hirp
fold enrichment>101#] 3 K 4754254, K 7 3 Kl fold
enrichmentfE /1 1-5~10. XJ HEHEAT 2007, FeAl T B0
—Npeak A] PAUCHC 2 42 /b —ANFEA, (] i) — AN LA
/0 A peak V& 4, IR AL AT 154
peak. #2545 T i rfold enrichmentfs i [ 3E K] LA
Jepeak’R % (115 Ko K peakdH O 5 K 2E 7GO3 #r
RO, SN, Mg sy, it Ae. 454 A dn it
AR G 1) JE PR 5 A7 81 T FL(EIS). XS 1 4954 peakAt]
REERIHAT A5 Sl B R G, BATR IS RGBT
AR« JoE 110 2 SRl i VR 42 B MBI AR U A5
S pUlY EPRINE e SIS I NE 2 (%) B
2.4 DHTRHIEIZAREE R RIXIE RIS
TATHED, 47 5 — R R e AR B W peakik 22, H
ELNCaP-AL4H fu (1) DG LR 8K, 5 AIPCKR A= 1) A1
KRR . BAT SRR, e — LR e s 42 2
[Mpeak L I K K24, & HipeakE M1 IE KA1 110
A, & HpeakHUK TS HE K799, Horh & #ipeak
KT 3 R A5207 . F AT L & Hpeak$h K 19
(1120 BE KA WD RS, 454 SCRRR T i ik 1 L
(74 6 3% H& (PTGER3. FNI1. PDE9A. BDNF,
PCDHI5. FOXP2. ZNF438){F % % 4] 35 1| Wr &
ITAELNCaP4i il FTLNCaP-AT4H i (1) 2 7515 1 J2
XTDHTHRFE T SN B 6 R LA H, DHTHE AT
MUAR 7N 3% AR B L K /ELNCaP-AT4H il ) 0%,

R3 SpeakiB X ERF R EEFESEIEEEN

Table 3 Some of the main pathways of peak-related genes

5 18 ¥ A0 O ) 5k

K| (K il
g ARG

Constituent ratio
Pathway

of pathway related
genes

75 (5.02%)
65 (4.35%)

Regulation of actin cytoskeleton

Focal adhesion

Tight junction 68 (4.55%)
Pathways in cancer 53 (3.55%)
Metabolic pathways 244 (16.32%)

Purine metabolism 113 (7.56%)
13 (0.87%)
108 (7.22%)

11 (0.74%)

Cell cycle
Transcriptional misregulation in cancer

Prostate cancer

0.025) & FOXP2
-+ PTGER3
0-

N ,\_;Q ‘o&\

WFFEIe 3

(A) LNCaP-Al

g 150 ~ PSA

(>\<] ._.___.___//. - PCDHIS5
g 1. e  « BDNF
= -~ PDE9A
= ~ ZNF438
S 0025 +— o FNI

S

3

on

&

> >
o N

DHT stimulation time

(B) LNCaP

2 10 1 - PS4

o -= PCDHIS5
= } : *=—7 &« BDNF
< H,J__/ -~ PDE94
N - ZNF438
g 01l —a———s o N/

S 00047 8 FOXP2
S -+ PTGER3
gﬂ 0 ._‘*ﬁ_

(]

= N SN qy}‘ 5?0&\

DHT stimulation time

© LNCaP-AI/LNCaP

§ - PSA

& 35, = PCDHIS
by -+ BDNF
Q sl ~ PDE94
5 50 - g -+ ZNF438
=5 - FNI

A 2.5 & FOXP2
G 1 & PTGER3
4 00-

SN N f\?‘&\ S

DHT stimulation time

A\ B4 F R ARBEFE K ZELNCaP- A4 fd FILNCaP 4l il (1) A1 % &
156 C: ARFUFE[AIAELNCaP- AT AT T LNCaP 41 il ) 2654 1
A,B: the relative expression levels of AR target genes in LNCaP-Al and
LNCaP cells; C: the expression levels of AR target genes in LNCaP-Al
cells compared to those of LNCaP cells.

El6 EIDHTHRIHASE TRIEARLEEFRIXIFR
Fig.6 The expression levels of candidated AR target genes
after DHT stimulation in indicated times

L DHTHIHL0 W b, DHT A8 R) R Ak 2 #E L [
FIRZE A {2 Horh, FNIFIPDE9A mRNAMIXS %
TR A A R o S % 3 I AT ) RS 32K B AE PR AR
A0 M e 3 HoA 22 e, v 22 53 ds W 2 () A PTGER3
FMIBDNF; 5 LNCaP4ll g #H Lt 218 T & (1 55 K K
PTGER3. FNI. ZNF438., FOXP2HIPDE94, # ik
FEAR 3L 5 A BDNFFIPCDHI 5
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3 it

CL B I ARAE Ay %% 5% X 76 1 0 4 4. 60 41
I IE B T RE I R % PCalty & 4= & & LA M2 ADPCJH]
ATPCHAL [ FR AL A AR DS R 1 H, ARHLA
AW, H AT ISR s T AL AR 5 L R 1)
Wy AR ERIE . ARZEAR . ARl 2B 2 1
PLAERT, LNCaP-AI4H Jitd 4 14U PCalf) HE W 3 #1276
75 S 40 I RR, I ATPCANAE . AU U4 1T 1Y)
WF Y R0 ARZE 11 FImRNA{ELNCaP-AT4H i
() ¢ 5 EELNCaP4H Jitd 55, DHT ] AR E IA; i 1]
siRNA T AR A J5 STLNCaP- AT i A= K () 4
HRT X LNCaP4 f it 3l fil %, HIGieHHirid &
Tt J5 DHT X LNCaP-AT41 i A& K f ) 3546 H #K
TLNCaP4ll Jifl; DHTA] $1] AR & [ 76 i #% 1) &
LK), BIIEARS 5 3@ 2 7ELNCaP-AL4N i 1) & A=
R A OCHAE . ARPE AT TS R, BTN B
ARVAFE 1) T UL R (1) 48 2 5 T LNCaP4i g )
LNCaP-AI4H M4k, F30T AN M A=9)2% i fig
PIATA] .

A S 56 A% F AR-ChIPEX 75 w5 i = 0 7 5 R AE
42 5 R ZH 7K P 5 LNCaP-AT4H o 71 (R AR 45 & 17 i 3
1T 84, AR 45 A s AE FE DR 2L (A & e A AH
RS DR ol B3 FRATT A A, K S peak i T D) fig
AN B A 1 356 R ) DX, TG TR £940% 4 155 R 5
TIX, ARIR AT RE S 5y T iX e IL R Rk . AR
AR-ChIPAEAF 21 865/ ML, FATIWIAL ik T 742
K (FNI. PDE9A. ZNF438. PTGER3. PCDHIS,
FOXP2. BDNF)HAT AHX} ik sk I, Forp i ok W
FNI. PDE9A. ZNF438Y5PCalfjiiis .

DHT I 3 m 2542 ARSI S [K] ZELNCaP-AT40 fig
A A B, HLBE A DHT RIS 18] (1) & KR ik
ZE R, XYL T BT RE VARSI K. i
YR B E252 1A 3(PTGER3)SE K 1 51) IR 2% %2 /K EP3,
BT Z o T EANHR ARG, R 2M ke,
7F A S 8 tLNCaP-AI4l i PTGER3 mRNA % ik Tf
i1, S Kashiwagi &M 5T 45 R AH Je, H1 5 Miyata
A R B A HEN 0] BE 2 T
PTGER3W. RUAN [A] BRPTGER3 55 AN [7) 5% F1 J7 [ i
gh G e HEAN A B AR D e T 300, DHTHRI 2 B
IKPTGER3 )31k /K-, YiW] PTGER3{ELNCaP-AI4l
JHny B I S R A R O AR VR 4514 4% 52 I PCa
(1kJE . PCDHIS M &Gt B SR 2 —,

T R 10 S 7 N5 o B 1385 I R E -4 8 2 11 9
(b J ] T Ak, EMT)TE I8 1f 56 7% rhold 45 8522
1, LNCaP-AI4 i ' PCDHI15 mRNA ) % i
BRAIC, nT e g A E-5 5 55 11 2 HEMTX AIPC
(R A — e . FOXP2ATA0 2 41 i (1) 434X,
AHE—EER, FOXZKIGES S T 2 5 k&,
FOXP2Y5PCalf) R4 R e B A 5 B AT 43 I K R,
JUHAETMPRSS2-ERGH & I iIPCarf, FOXP23R
BTG B ZE . AIFSE R FOXP2/ELNCaP-AI4
Wb R IA T, ESE T 5 PCalf kB S ATPCI) 5%
WA AT 4y ()52 2. BDNF #2058 55 K 1 5
TR 2 —, T T a8 7 T 7 v AR il
RERETEE/ER . MirabellaZ8 USRI 57 361,
BDNFAE 23R F /N B b Rk B IE /N e A
236, LNCaP-AI40 il BDNF mRNA ) 3% 441K, 55
WA TE, T — P LR AT R, FNIY
B PLAT R S PIH5%; PDE9AS 41 o 5% G i 12 A1
K ZNF438 ) —5Ffa 11, 5 A 2 JE R 3Rk (1)
FHK o LNCaP-AT4H M e A1 (1) 3 14 33 5 LNCaP 4
J Hp IR Rk A A 22 5, R e AT T BEAEPCalt) R AR
DL ATPCIR LAk e 5 EEAE . (H)& % T 5PCa
Z AR 2 R UL E A TAEPCall) AL K JE BT ik
(I FH A 75 208 22 1R S SR U B

T34k, Wang S50k 55 4 i R A O 1R R A,
JEIREMIIIERI{EAIPCI R e P iR G EEAEH . M
WA E B T A i o 24, MISE D R A T v S R
I M PO A KSR T S AT IR, BT
GoBIMIX AN B B IE AL TE 5 %35 BR 11 73 T 7K P2 40 1)
W, 255 %214k, PR FRAT IS LN CaP-AT4H iy 1
A7 1 35 55 28 P Go/ MU 5 07 11 SC BEARSE JE 4]
AR-ChIPH IRAT] & 52 T WiCdc 145 5 M S AR
FEEEIR, AR R — 2SR P TIR AR
Ah, FEHFEAE BT, AP B JRRE P ) A R
55 B WA AR A5 A5 5 T8 % WA A DG TR S DR rh A 1
BT REZ AN, XA IR AT MR 1) & AT
FR ek % sl b R A T AR

Hwr, BATIE 74 T $LNCaP4i i ¥ 17 AR-
ChIP Jsequencing, & 7 il it X 1 4> 4 g ({IChIP-ed
DNAZTZE 5 b, SRR B S5 PCakk A ARG
[ IS, 55 LNCaP- AL i % 40 25 D) AH G I ARBESE BT
TN, X IR 15 B LNCaP-AT4H B ARSEHE A, kA
N2 Al I SIRNAT-HRARIE K] [ 2 1K o A6 0 25 42
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