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[BE] B - W5 KHRIBTET E M (KH-type splicing regulatory protein, KHSRP) X Hij 51) [l 48 40 [t 184 5 RE 7 114 52 i S
FOT U R i ek 45, 25 % KHSRP 7E 41 B8 b AR 3R A8 7 o) S A0 B e A8 ol AR v RV R AR RPL T o T3 - il
T2 T U AR R A TR i ) LR LINCaP 240 M R A 3R A A R i 27 i DU 145 AtififL, 43 AL 2t KHSRP M Re PR SR/
PAFRIRLE AN, FH4K KHSRP 78 2 R AN Z IR A D AE2E 5 o R IR 1R EN7%L  (Western blotting) 6 & i 20 i ik v
KHSRP ., HE#ZE Z{& (androgen receptor, AR) MAiE®E M 3 (ankyrin 3, ANK3) A E, Wid 4l s . ST
BEszt . /N BUBLRT 5296 4546 1 KHSRP X LNCaP 41 i1 5 A 1 A5 o il ad 5 4% (RNA sequencing, RNA-seq) Hilll
KHSRP SR R HeEH , FFii 2t 5298 62 i PCR (quantitative real-time PCR, RT-qPCR) #5ll KHSRP T i 55 K 1y mRNA
FTikE., 5B AMBAER2T (Cancer Cell Line Encyclopedia, CCLE) ., J&E &[N 4H K% (The Cancer Genome Atlas,
TCGA). JEFFIELEE (Gene Expression Omnibus, GEO) ¥ /%, 358 ANK3 il KHSRP FEHTFI AR ZIREA R 1 3Rk
L R ANK3 TEAN R RS s A bk P i 25 22 5% . 458 - GEO BT 45 5 R KHSRPTERIH i 48U b s s T
RAERTSIARAIZY, $2R H S Hrg0 s 10 & B A OC . ANARIGFE LIS . SRR e RS . /N BUSLIR S 56 45 3t i/ KHSRP (123K
5 LNCaP 20 a4 78 RE 1 2 A SE, /R KHSRP o] LAII I 20 Bdes 20 i it 357, H KHSRP X%} LNCaP 4 355 5 77 952 1w i
TXF DU145 40 i A 5% . % LNCaP B4 & 40 il i Western blotting FlI RT-qPCR #6:ll i 7% KSHRP 1t 3¢5k J5 LNCaP 48 fifi ff' AR
FE A R, {HmRNA KR4 284, $&75 KHSRP 7] DAl H234 755 AR (985 115K F- . RNA-seq Al RT-qPCR 45 5 iR
KHSRP 5521 AR 2 MR8 PR IR AT 1 ANK3 )RR S IEMI 56, Bl 5 i Western blotting UF ] KHSRP i 31k 5 ANK3 & [
FiFeik i R TS, TCGA R4 bréh it — £ Ui W] KHSRP 5 ANK3 ) mRNA 23X (104 e . A4 CCLE #1 GEO %t
ANK3 B 3235 5090 s 0 v T B e 25 DA 06 . 4598 - KHSRP W] BB 0 ANKS3 B 845 AR B9 IR EM: , Sl %
WAL TS s AU R A G AR BE T, A5 i 91 i At Bk 09 2 R ok Py el 2%
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KHSRP regulates the responsiveness of prostate cancer cells to androgens through
ANK3

CAI Renijie, XU Ming
Department of Oncology, Shanghai Ninth People's Hospital, Shanghai Jiao Tong University School of Medicine, Shanghai 201999, China

[Abstract] Objective-To investigate the impact of KH-type splicing regulatory protein (KHSRP) on the proliferation of prostate
cancer cells and the regulation of downstream gene expression, and explore the potential role and mechanism of KHSRP in the
transition of prostate cancer from androgen-dependent to androgen-independent. Methods-Recombinant lentivirus was used to
infect androgen-dependent prostate cancer LNCaP cells and androgen-independent prostate cancer DU145 cells to establish stable
cell lines with functional deficiency/acquisition of KHSRP, and the functional differences of KHSRP between the two cell types
were compared. Western blotting was used to detect the expression levels of KHSRP, androgen receptor (AR), and ankyrin 3
(ANK3) in the stable cell lines. Cell proliferation assay, colony formation assay, and mouse xenograft assay were performed to
assess the impact of KHSRP on the proliferation ability of LNCaP cells. RNA sequencing (RNA-seq) was performed to identify
downstream genes affected by KHSRP, and the mRNA expression levels of these genes were measured by quantitative real-time
PCR (RT-qPCR). The expression of ANK3 and KHSRP in prostate tissue samples and the difference of ANK3 expression in different
prostate cancer cell lines were analyzed by combining Cancer Cell Line Encyclopedia (CCLE), The Cancer Genome Atlas (TCGA)
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and Gene Expression Omnibus (GEO) databases. Results:GEO data analysis showed that KHSRP was upregulated in prostate
cancer tissues compared to benign prostate tissues, suggesting its association with prostate tumorigenesis. Cell proliferation assay,
colony formation assay, and mouse xenograft assay demonstrated a negative correlation between KHSRP expression and the
proliferation ability of LNCaP cells, indicating that KHSRP can inhibit the proliferation of prostate cancer cells, with a stronger
effect on LNCaP cells than on DU145 cells. Western blotting and RT-qPCR analysis of the stable LNCaP cell lines showed that
KHSRP overexpression led to a decrease in AR protein level without affecting its mRNA level, suggesting that KHSRP can
indirectly regulate AR protein level. RNA-seq and RT-qPCR results showed KHSRP was positively correlated with the expression of
ANK3, a regulatory factor affecting AR protein stability, and subsequent Western blotting confirmed an increase in ANK3 protein
expression after KHSRP overexpression. TCGA data analysis further supported the correlation between KHSRP and ANK3 mRNA
expression. Interestingly, according to CCLE and GEO data, the expression of ANK3 was closely related to prostate cancer
malignancy. Conclusion:KHSRP may indirectly regulate AR protein stability through ANK3, thereby influencing the proliferation
of androgen-dependent prostate cancer cells and mediating the altered responsiveness to androgen in prostate cancer cells.
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(androgen receptor, AR) X skmyi8 5 /EH, B
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FMEREIRTT AR, I IR K T4 i 43 S e
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KH 8825 8 1 (KH-type splicing regulatory
protein, KHSRP) J&—FhAEAETERS s 2 Tt i 22 Fhigde
SUMASEN FERRYE AT, BN, En] LA 5 mRNA Y
3'AE#PE X (untranslated region, UTR) %54, 12k
mRNA [, M8 5 R 7 38 5 i Rk o ksl
KHSRP 4 1] LA 45 miRNA R i R ke s g
AR TSR R Y Rad, B AT R
KHSRP 7EMEM R ARG RLFT 5 des h o Dhee . itk—0
T ff# KHSRP X mRNA P57 RN R U i
SRR ARG FERE T, JFHRFTHIEE ]S ARG %
FISEER, A5 i 5& T KHSRP 75 Fi g Bid f e R
ARV R SR i R b AR E R

1 HES5RE

1.1 AL IR
LNCaP fl DU 145 7ij 5] JIif 8 4 Mo #k 0 5 H = B2
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B 40 AL . HEK293T 4 A A A SL 86 2= 4R A7 . (&
A 10% JIG 25 1034 A9 RPMI-1640 55 5% 5L 1% 3% LNCaP 41
i, & 10% i 24F 155 B9 DMEM 8 77 36 15 5%
DU145 4l g . T4 40 Jf 35 8 ML 3278 37 °C . % 5%
AR A IR TR

1.2 LA

4= L7 . DMEM 5 8 5 % 5£ FIl RPMI-1640 15
Fi #0335 [ Hyclone, #t KHSRP#i{& (ab150393)
W B 9 [ Abcam, HUFHESE M3 (ankyrin 3, ANK3)
Pl (sc-12719) . L ARBUIK (sc-7305) . $it B-L3h
HH (B-actin) PLiK (sc-47778) Wy A 3¢ [ Santa
E AR W R (#5872) | 4t AL BE R
(hemagglutinin, HA) Hi{& (C29F4, #3724) . HifR
IgG =4t (#7074) . /MR 1gG —Ht (#7076) W HE
Cell Signaling Technology, #T o i & #H H
(a-tubulin)  #i f& (Cat66031-1-Ig) W H 3£ [
Proteintech, TRIzol ¥ [ 3€ [# Invitrogen, }§ A 4L
PR B S A R R A FRA W], S sk
7 & A0 52 B 2% % % ' PCR (quantitative real-time
PCR, RT-qPCR) {4 H H A Takara, Frfyi% 4l
IXES AR MRS A P S B B 1L . SRRSO it PCR
{0 F %1 Roche, FEpR X H 55 [# PerkinElmer. #
REUZIRe SR AUE B 528 General Electric.

Cruz,

1.3 P8 o JTURE (1 b 4t

pGreenPuro-Dual ST 4 Fl 4 Bl 4 2 iRz 34 -y 7% 52
I E A7 . 7F pGreenPuro-Dual & At I [ il 12 55 5 3%,
T, A 1T YR A [R] RGN TR AR T R IR AN R
F, MSERR B AE LR & R Scee i & B0 bk
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F pGreenPuro-Dual H il ()12 3 B 2% AR AE b 25 28 %) B
KL, 4 W BT %) KHSRP f 3 UTR Fl 4 1% )5 %1
(coding sequence, CDS) & it If& M KHSRP ()56 &
32 RNA (short hairpin RNA, shRNA); ¥ shRNA i
it T4 DNA %424 4% 2 BamH 1 1 EcoR 1 -HF Xt}
V15 1 28 4806 BOBRE 5 3% #5205 1 Bk e 1k &2
transSo JBAZ AR M, A &R o AR R Ok Iy
x1 BRSFRNUEEFRRASIYES

Tab 1 Primer sequences used for lentiviral vector plasmid construction

Primer
sh-KHSRP-UTR-F
sh-KHSRP-UTR-R
sh-KHSRP-CDS-F
sh-KHSRP-CDS-R
HA-KHSRP-F
HA-KHSRP-R

KHSRP i it ANK3 817 59 i i o e ok | 419

Mg, WE IR R sh-KHSRP JFoki . %454 HA
P21 KHSRP [ PCR 514, PCRY M B A B, if
TR AREE R L vk, DI IR H 3L A5 8% PCR ™
Yyif ik DNA 8 41 1% 4% 2| Nhe | F1 Xba 1 -HF XU
Y15 (4 sh-KHSRP JFoRE -, 38 i 2R i Ak 20 ik f5 3%
WP %58, %658 W) 5 fh 4 sh-KHSRP-HA-KHSRP J5t
B MR EE BURAS EE T S 1P 9 L3R 1.

Sequence (5'—3")

GATCCGCTGAGGATAAAGCAATTCATTCTCGAGAATGAATTGCTTTATCCTCAGCTTTTTG
AATTCAAAAAGCTGAGGATAAAGCAATTCATTCTCGAGAATGAATTGCTTTATCCTCAGCG
GATCCGCCCGAGAAGATTGCTCATATACTCGAGTATATGAGCAATCTTCTCGGGCTTTTTG
AATTCAAAAAGCCCGAGAAGATTGCTCATATACTCGAGTATATGAGCAATCTTCTCGGGCG
TTTTGACCTCCATAGAAGATTATGGGTACCTATCCTTACGA
GCGTCTAGGAAGAGCTCGATCAGTTAGAGGAGAACTTGTCT

Note: F—forward; R—reverse; sh-KHSRP-UTR—shRNA targeting the 3’ UTR region of KHSRP; sh-KHSRP-CDS—shRNA designed for silencing the CDS
region of KHSRP; HA-KHSRP—the HA-tagged KHSRP fragment which is utilized to restore the expression of exogenous KHSRP on the background of

KHSRP knockdown.

1.4 P9 o 00 AL 5 IR % 2N Pk 11 A 2t

12 0 5 1Y B %€ TR (pCMV-dR8.2,
pMD2.G) 5 HM AL (258X I | sh-KHSRP., sh-
KHSRP-HA-KHSRP) JH JI§ 5t 4 % Je ik 57 5% e &
HEK293T 4iiJfl. 159548 him, WERE LIER, I
0.22 pm M UE AR L I8 . PN IR G IEEEN
LNCaP 4 ffi 5, DU145 4 ffd 48 h J5, fii HIEEMS & R
(puromycin) ik, FR1GF2E 40 A% . 7F LNCaP 4
JeLep, R Y 23 0 RO R A 26 1Y 8 B DA R
LNCaP" RUE 4tk , /&Y sh-KHSRP-CDS Jif f 3%
B HE G 7 DL K 1t LN CaP™S/SFrCoS s i i ok, A Ay B
P XT B O KHSRP AT RLUTER . 7E LNCaP #1DU145
41 rp, S YL sh-KHSRP-UTR J5i bL 4 255 1 18 95 75
D) #8350 Bk KHSRP () LNCaP™ % Fj| DU 145Kk
FasZ Mk ; JFAE sh-KHSRP-UTR (1) 3Ll | [7] & 3
% Gk A W KHSRP F gt LNCaPp™rr-HrIsee o
DU [ 45-HKASRPHAKISEE RS 72 A0 Ak o

1.5 245 9 5%

LNCaP 4iffirf, DL LNCaP 4 ity Jy 25 5 % B4
LNCaP™ ™% 4 Jf] g & fik P 95 KHSRP (1) Xf B2
LN CaP - RPHAAKISRE 244 1o Sy @ {1 N U KHSRP = [ml 52 5=
ik A YR KHSRP 52 8 4 . DU145 40 g v, LU
DU 145 S 4 fifg Jy X HEZH , DU 145K HSRPHAKISRE fiq ity
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LG4 L B LNCaP 1 DU145 £ 56 40 i bk 15505 L
Bl 3x10° 20 i 11 %85 B 42 P 22 96 FL AR, B R AH Y
WE SRS, PR I 4 P o6 £ ; 7840
M 5E M RE S, K525 —He 96 FLAUH 25% =S LR TE
4 °CR N 1 hift A7, FWE/KUEE, Z)GHM24h
[ 1 e 96 LAk s o 20 i A [ e S8 iR . A
1% VK £ TR 3 % W) 1 12 22 1B B (sulforhodamine B,
SRB) Huk}, FEMEOGAME T R 30 min, H 1% K4
FR PR A 45 5 1 SRB YL, i 1] 10 mmol/L Tris %5 ¥k
(pH 10.5) %% SRB Yuk}; fe)m (MR {XAE 510 nm
PR M OGREE , ARG B E 2 T B H At th 2k
DA A4 i g 354 51 il

1.6 FHR SRR

DL LNCaP 4l ffi 75 (X B2, LNCaP™ " " 4 if
AR U KHSRP B X BRZL,  LINCaP*™ /%R0 2 iy
R AR N 5 KHSRP Ji5 (0152 33k NI KHSRP 1) 55 50 20
T LNCaP A9 F AR sE 9205 . K LNCaP £ 41 i bk
HEUR VAL I 10° A S B Y 25 BE R 22 6 fLAR Y, 35
FR2 8, B iR BRI W, ff 1Rk IR
MR, AN AJC/K B A2 15 ming FRE KB, fA
2mL 0.001% W45 ihsE, TEIRGA2~3 hy FELh i
B, WK BEE G AR AL HE O Imaged #4446 45
LEME (4235 mm) NSRBI T8
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1.7 /USR5 4

A AE fie A R s/ B IR 5 S B2 Bk B (non-obese
diabetic/severe combined immunodeficient, NOD/
SCID) /NI BALB/c B B [ b 5t 4E 38 A A 52 55 5
WHARGRA A, WA=V aliE: SCXK (#f)
2019-0001 . /)N BUERI 77 T 1 1 52 30 R 2 = 2 B s
55 LN R BE BE T AR 43 B 1 TG R E e B A (specific
pathogen free, SPF) Zzh¥) L= sy i Hirn]
IE: SYXK (') 2020-0025. %6 H KR & 20~24 ¢
) NOD/SCID /N BENL T 220, B2 3 H 5 fad H
NOD/SCID /)™ B HF #3527 T 100 pL PBS Y 1x10°
A~ LNCaP Fa e A bk . [FIFEKE 6 HAA T 19~22 g 11
BALB/c#-BRBEHLS A 241, R4 3 H s LUHE G XE
S 1x10°4> DU 145 a5 Ak . 7E%65 35 H S A7/ il
FUOHEI F AR R AR AE , f i) b R B R A, TR T
RIMBARSGFRE, JHE AR SRR RN

1.8 Fek 4y

{ili F TRIzol Ak B LNCaP™"* Fa 5 41 Jfy ¥k Al
LNCaPp* RISt gh e A Ml bk, A HE 3. #
LNCaP™ " 4 g %) BRZH, LNCap-Hsereriser gy
MOVE R SEER2H , WL 2 B AR A R A FR 2
A JEAT L4 ¥ (RNA sequencing, RNA-seq) .
fff HH VAHTS Universal V6 RNA seq Library Prep Kit
(NR604-02, H§ nUiiMEREE I RHE A A BRA R 4
% ¢cDNA /F , {# /] lllumina Nova seq6000 3 5 #E 17

% 2 RT-qPCR FTA5I#1F 3
Tab 2 Primer sequences used for RT-qPCR

Primer Forward (5'—3")
GAPDH ATGAGGTCCACCACCCTGTT
ANK3 GAAGATGCAATGACCGGGGA
AR GACGACCAGATGGCTGTCATT

1.10 EE R

i F SDS 24 figt i 2L it DU 145 F1 LNCaP 4 5 41 fif
PR, WEE A MW, (H)H SDS-PAGE HL ¥k 4 5 ,
Y Z PVDF L5 5% AR M =& M 1 h5,
% 1: 1 000 it & ANK3, KHSRP #il AR i — T,
1 : 5000 & o-tubulin [ —Fi, 4 °CHHELK. KH
TBSTPEME, %1 : 5000 e & X A — 41 (KHSRP f#
HP R IgG —P1; a-tubulin, ANK3, AR{#H /N
IgG —41) JFZE M E 1 h, FY TBST ¥k 5 i 1]
ECL KOG A R 2 D e SR 5
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RNA-seq. ffi /il STAR # ¥, # RNA-seq &5 R 5 M
Ensemble (R 98) #6 % JF T 2 A BE 2 11 R
SCAHE RN UCSC  (University of California Santa Cruz)
FEPR 2 S AR A RO B AR 4L (hUAS hg38)
PEATEERS o (] deseq2 BE P b AT 22 S 3 K 70, JFAR
5 X B4l LNCaP™™™™ 40 g A1 2 5 4
LNCaP" RPAACRISEE g1 feg 2 1] [log2 i %X 2% 5 (fold
change, FC) [0.2 Fll P<0.05 ()22 57 FikE [, i ik
2 Z B 25 S )W) o {8 ] R #F 4 ClusterProfiler
JEAT HU R R 5 SR A iR 2 B (Kyoto
Encyclopedia of Genes and Genomes, KEGG) & 4%
Bro #% RNA JF R %077 A NCBLEUE 2 (GEO % %5
GSE206486) LIftijia),

1.9 RT-qPCR
fifi Fl TRIzol A LNCaP £ 22 40 B #k rf 42 B &
RNA. % BB A3 ] S e s iRl & X0 1 g 5L RNA
BEAT L S, 3545 10 wL cDNA. ¥ cDNA Fii B¢ 5 1%
Ji, Bl E AL 10 wL SYBR Green, 2 pL i Ff )5 11
cDNA, 04 pL b FHF514Y, 7.6 pL EREAKRIKSR;
FOMRA R M E 96 fLikh, HfL20 pL, HHEE
3L, S 5 g i PCRALiE/T RT-qPCR,
PCR [ W 4. 95°C, 30s, L 14MEH; 95 °C
5s, 60°C30s, 40 MG, i/ GAPDHAE RN
S B R Rk, RAIAR 2RI
AT 2k K. RT-qPCR TS W55 W32 2.,

Reverse (5'—3")
CTCAAGGGCATCCTGGGCTA
AAAGCCCATGTAACCCTCTG
GGGCGAAGTAGAGCATCCT

LA 2 S R 5 B2 gy

MoJE 40 M R B B4 5 (Cancer Cell Line
Encyclopedia, CCLE) %t #& & (https://portals.
broadinstitute.org/ccle/about) FRA5Hij 41) i I 14 21 Jifd 32 3
[RIZRIAHE I, I R v4.0.3 31 ggplot2 £l ANK3 Fil
AR W R IR BT . DR HE K2 1&3%  (The Cancer
Genome Atlas, TCGA) fig/% (https://portal.gdc.com)
FRAS 498 11 51 B9 1Y) RNA-seq B8, i R 8 4-4
gestatsplot fil/F: KHSRP 1 ANK3 R F ik EEAIOGHER
MILH FIAZES (Gene Expression Omnibus, GEO) %X

e
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Y% (https://www.ncbi.nlm.nih.gov/geo/) H3fSu &
59 il iy 4] i e R 39 1) R M 2 ZURE AR AR S B 4R
(GSE32571), it R #4441 boxplot £ il KHSRP ik i
MIFEZEE] . N GEO BRI T 854 Gleason P43 52 1)
HI5 B H 2 0B 2 (GSE15484) i R #fdh4y
boxplot 2] ANK3 F ik AR LR A

112 Sil“#ahr

{#i F GraphPad Prism 8 #4748 1T o0 #T . 2
PERE LA xks Fom L ALIR] LR I S RE AR ¢ K5
P<0.05 K5 HAGE .

2 R

2.1 KSHRP i 51 Bt 40 L3 5 1% 4 9 o406
5 A B Ep % (Western blotting) 4% 2 I /R -

LNCaP™*#SFP-UTR Z T NCaP™S*-CPS 41 fity Hh KSHRP 4K
FI RGN B REAR; LNCap S0 R5 4 fifg vt KHSRP
MIFRIRARINE (F1A) . 3 LNCaP™ VT 4 jifg
Y& B W A% N VR KHSRP % ik 9 LNCaP 41 jy
(LNCaP™ %) 47 J5 L 200 . 200 M 35 5 52 06 45 2 bk
7N+ KHSRP LR 5 LNCaP 41 i (1 AH X 20 it 15 77 42
LNCaP 4 i F} 25 ;75 LNCaP™ % JLqh |- [n] 53 33k
KHSRPJ5 , HMLAAERHS AL (1B o A sekE
SEGZE R R . 5 LNCaPYC 40 il 4 v B IE i 8 L
KHSRP 1 fig §t 2 ity LNCaP 41l g (1 72 [ 2 L5040
T 343 KHSRP SIAEJG , LNCaP 4 Jii i) 72 B i X
FHRL I > (I 1C) o /N BB S g 85 R BoR , #¢
NOD/SCD /Iy Bz R 7 S LNCaP™ " 41 fifd J5 1% I8 St
7 T LNCaPN 41 Jifg Fll LNCaps"KHSRP-HAKHSRE g ey ([]
1D) . X 45 B2 0] KHSRP ] LAAE A P9 FIAR S840 61
FiT51) B985 LN CaP 4 fitd it 14 7 ik

A C
LNCaP
100 000— s— < HA 250 ¢
NC
_ 200
(5]
oomh— w— < KHSRP £ 150
sh-KHSRP =
£ 100
50
sh-KHSRP-
RS ; & QQQ% 0«‘2 HA-KHSRP 0
p s O3S
& \&%% Y\%eg\&%
& b oy
S
B D
LNCaP
©)
. 1500 —
6r o . :
o NC —
o sh-KHSRP .t 2
o sh-KHSRP-HA-KHSRP > Sh-KEHSRP = 1000
Z4r o
i : sh-KHSRP- S
< - @ ~ =
= @ HA-KHSRp S g 500
Z 2 : m £
S 2t @ : . =
il H H °
SO T
0 1 2 3

t/d

Note: A. Verification of KHSRP expression in stable LNCaP cell lines through Western blotting. B. Results of the cell proliferation assay in stable LNCaP cell
lines. C. Results of the colony formation assay in stable LNCaP cell lines. D. Results of the mouse xenograft assay in stable LNCaP cell lines. “P=0.044, ®P=

0.000, ©P=0.022, “P=0.036, ®P=0.004, ©P=0.047, ©P=0.045.
El1 KHSRP LNCaP Z0A38 58 88 71 60 2200
Fig 1 Impact of KHSRP on the proliferation of LNCaP cells

2.2 KHSRP i 5 i of MESE 2% BC BV i Y A5 i

T W58 KHSRP AERTH s kb RgE 25 41 80 )
FAEN, AWFSEE S GEO $udl % (GSE32571) 4
BT T 59 151 w1 1 B8 A1 39 i) R Ml AR AR v KHSRP 11
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FIRIKF, SR EoN, KHSRPTERH IS h 5k
e TIEFA4! (B2A), X8 KHSRP ] fig 551
J e 0 e A= ik AR DG o S T HERR N R KHSRP 5%
Wi, S5 ZERF ST £ LNCaP™ 8" 41 i A g % BR 4, &

LSRR (B0, 2004, 44(4) (@)



422 | bimssEARER (EER)

PELNCap» SRR g it (2 Sl SCEG A1, 8K KHSRP
B FEIRXF TS BRI G T IR E . A T 3 KHSRP
X T U 2R AR A TR AR AR A TR T 1) s 114 5 T 2 75 A7 A
£ 5, fF DUL4S 40 ffg b # # T DU145 5% Fii
DU [455-RHSRE-HAKISR £ o2 AR kK, Western blotting 45

7 DU 1453 KHSRPTAKISRE 241 e £ DU 14574755 21 Jifd (1) 3
fill b3 el 4 %35 7 KHSRP (K12B). KJ5, @it
LNCaP k¢ DU 145 g e 2 R 10 4 396 5 S 30 i 245 SR 425
HAIR I L s, R BRAEDUL4S diffirp, b 3Rk
KHSRP [RIFE AT LU A0 M i 365 e 01 (&12C) 5 {HAH

A
_95¢ ~
[5) @
:%f 90F T
g
2 85t
g
&
280F
=
o}
~
7.5
Tumor Normal
(n=59) (n=39)
B
DU145 sh-KHSRP-
100 000 — — < 1A HA-KHSRP
sh-KHSRP
100000 — o« KHSRP
55,000 — WMEG_G_—_ < Tubulin
S <
F I
@2‘ Q\% ‘{\%‘%
¥ Y ?ﬁv
‘e\

Cell viability
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BT LNCaP 4lifif, s AfIfERESS (E1B). /MR
PRSI AL R, Ik KHSRP i DU145 4l it fir
TR AR R TR (K2D), Hsd fe e Rl RN T
LNCaP i (#1D), X445 5487~ KHSRP Al LI i
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Note: A. Detection of KHSRP expression in 59 prostate cancers and 39 benign tissue samples. B. Verification of KHSRP expression in DU145 stable cell lines

through Western blotting. C. Bar chart showing the results of the cell viability experiment in stable DU145 cell lines. D. Bar chart showing the tumor weight
results of the mouse xenograft experiment in stable DU145 cell lines. ©P=0.012, 2P=0.001, *P=0.011.
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Fig 2 Effects of KHSRP on the proliferation of DU145 cells
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Note: A. Detection of AR protein expression in stable LNCaP cell lines through Western blotting. B. Detection of AR mRNA expression in stable LNCaP cell
lines through RT-qPCR. ns—not significant.
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Fig3 Detection of AR expression in LNCaP cells with KHSRP overexpression
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Note: A. Heatmap of differentially expressed genes between LNCaP* """ and LNCaPp*"*/SF-H-K1SEP aple cell lines based on RNA-seq. B. Bubble plot of
KEGG enrichment analysis of differential genes between LNCaP™ %" and LNCap™*"S**#-KISEF gaple cell lines from RNA-seq. C. Bar chart showing the
expression level of ANK3 in LNCaP™*#* and LNCaPp" HSR-HAKUSRY ctaple cell lines based on RNA-seq. FPKM—fragments per kilobase of transcript per
million mapped reads. D. Detection of ANK3 mRNA expression in stable LNCaP cell lines through RT-qPCR. E. Detection of ANK3 protein expression in
stable LNCaP cell lines through Western blotting. F. Analysis of the correlation between ANK3 and KHSRP expression levels in prostate cancer using the
TCGA database.” P=0.010, ®P=0.001.
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Fig 4 Detection of genes regulated by KHSRP in LNCaP cells
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Note: A. Relative expression levels of ANK3 mRNA in different prostate cancer cell lines. B. Relative expression levels of AR mRNA in different prostate
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Fig 5 Correlation of ANK3 expression and malignancy of prostate cancer tissues and cells
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