- 791 -

cP % ﬁ = 7'1» :L—

National Journal of Andrology . . .
N A Zhonghua Nankexue Zazhi Orlglnal Article

2025, 31(9): 791 -799 - == .
https: //nkxb. cbpt. enki. net

RNA 4542 1 ELAVL] {6 m6A P45 SOX4 R 1k
P R T 3 B0 7R g Al R v B L

R o2, Eeak'?, wgn'’, £ g7
(1. RIGHET RSP AFIB B BT AR Bt , i 200093 ;
2. BT ACHT X AR B M PRAVEH B3, 13 200135)

[#ZE] HM: % RNA 255 M ELAVL] ERi15MRdE (PCa) 22, Rl 2 3 2 HUSH i 1) iR ( HSPC) 20
LU ik R SRS s I C R 5 78 ELAVLL fit m6A B4/ 5 SOX4 mRNA e M, iRk HSPC B4FH 1 53F
MUl Jiide: TERSAESE R &5 (TCGA ) Bdi FE 43t ELAVLL 7E PCa A 1) 3Rk K S5HUS M E R, IF AL
HAE HSPC AN R HLHL B4 i (HRPC) ZHZR M Yy 25 5. 5 Western B3 46 U] ELAVLL 7£ PCa 4fiJfil & v 4 2
H#3k, siRNA #fik ELAVL] J53f 43 CCK-8 A% LX) 4 A4 58 iy 52 mi , 37 F RT-qPCR A F W4 3 R i 28 1k . 47
RS SE g0 i — 20 B ELAVLL X Mo AE K s . #2550 RIP-seq 457 ELAVL] 5 SOX4 mRNA M HAEXR,
RT-qPCR #1 Western EJ343 I  siRNA @It ELAVLI J5 SOX4 mRNA 17 17K F. CCK-8 F T4 Ak SOX4
S N FE 5 . MeRIP-gPCR JHF#:ill SOX4 1) m6A 184 7K V- K ik /Il METTL3 (9540, RNA pull-down 525y %
JIE SOX4 RNA KBt 5 ELAVLI W EAE, RNA e S84l ELAVLL @ fIkXT SOX4 mRNA Fae Pk i 52
g4 ELAVLIZE PCa 4l sF (9 238 R FRIFUARIE # L e 40 . ELAVLL 383k 10 8 15 B 8 28 TR R A 1 R
%, GSE32269 4 i HSPC ZHZ i) ELAVLIL KAk PR3 = T HRPC, 7EA PCa 4 fifi LNCaP F1 VCaP ik
ELAVLL J5 , 41034 58 A8 1 32 B 52, i ad ik ELAVL] 22 3 HSPC 4 1G58 . M 5% S m mifik ELAVLL )5,
LNCaP B89 194 1 52 21 B B AN il , RS A8 1) 5 &2 B B B AIK. 4% LNCaP F1 VCaP ZH i SOX4 mRNA FiZE (/K F
B TRIAIRIE S b2 408 RWPE-1, RIP-qPCR {IE52 ELAVLIL 2 415 SOX4 mRNA 778 AR & R, 18 mi A%
ELAVLL J5,S0X4 mRNA FIZE 13RI KT-44 2N [ 5 fIR SOX4 J5, LNCaP F1 VCaP 41 i 1) 3 56 B8 ) 52 3] W 2540
il HSPC 41+ ELAVL] ##$i m6A J##5 T SOX4 (%) RNA ek,  8518: ELAVL] makik T HSPC U4, &k
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[ Abstract] Objective . To investigate the expression of RNA binding protein ELAVLI in prostate cancer (PCa) , especially hor-
mone-sensitive prostate cancer (HSPC) , and its relationship with tumor proliferation. This study further aims to reveal the molecular
mechanism by which ELAVL] promotes HSPC proliferation by stabilizing SOX4 mRNA in an m6A-dependent manner.  Methods
The expression of ELAVLI in PCa tissues and its relationship with prognosis were analyzed in the Cancer Genome Atlas (TCGA) data-
base, and the differences in HSPC and hormone-resistant prostate cancer (HRPC) were compared. And its relationship with prognosis
were analyzed in the Cancer Genome Atlas (TCGA) database, and the differences in HSPC and hormone-resistant prostate cancer
(HRPC) were compared. Western blot was used to detect ELAVLI protein expression in PCa cell lines. After ELAVL] knockdown by
siRNA, cell proliferation was evaluated using CCK-8 assays, and changes in downstream target genes were detected by RT-qPCR.
Tumor xenograft experiments in nude mice were performed to further assess the impact of ELAVLI on tumor growth. The interaction be-
tween ELAVLI and SOX4 mRNA was verified by RIP-seq. And the mRNA and protein levels of SOX4 after knockdown of ELAVLI
were detected by RT-qPCR and Western blot, respectively. CCK-8 was used to evaluate the effect of SOX4 knockdown on cell prolifer-
ation. MeRIP-qPCR was used to detect the m6 A modification level of SOX4 and the effect of knocking down METTL3. RNA pull-down
experiments verified the interaction between SOX4 RNA fragments and ELAVLI1 protein. RNA stability experiments evaluated the effect
of ELAVL] knockdown on SOX4 mRNA stability.
prostate epithelial cells. The prognosis of patients with high expression of ELAVLI was significantly worse than that of patients with low

expression. In the GSE32269 dataset, the expression level of ELAVL] in HSPC was significantly higher than that in HRPC. After
knocking down of ELAVL1 in LNCaP and VCaP cells, CCK-8 experiments showed that the cell proliferation ability was significantly af-

Results : The expression of ELAVLI in PCa cells was higher than that in normal

fected after knocking down ELAVL1, and overexpressed ELAVLI promoted the proliferation of HSPC cells. The results of in vivo studies
showed that knockdown of ELAVLI significantly inhibited the tumorigenic capacity of LNCaP cells and resulted in a marked reduction
in xenograft tumor mass. The levels of SOX4 mRNA and protein in LNCaP and VCaP cells were significantly higher than those in nor-
mal prostate epithelial cells RWPE-1. RIP-qPCR confirmed the interaction between ELAVLI protein and SOX4 mRNA. After knocking
down of ELAVL1, the expression levels of SOX4 mRNA and protein were significantly decreased. After knocking down of SOX4, the
Conclusion ;: ELAVLI is highly expressed in HSPC. High
expression of ELAVLI is associated with the proliferation of HSPC. SOX4 is a downstream molecule of ELAVL] which promotes the
proliferation of HSPC. ELAVLI enhances the stability of SOX4 mRNA through an m6A-dependent mechanism.
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proliferation ability of LNCaP and VCaP cells was significantly inhibited.
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DC1,IGF2BP1 % /73 - 4% 45t [F) {2 B RNA (4 §4
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Jfi R LNCaP \VCaP FIH{41 B 1EH b K 4 s RWPE-1
W E v [ BE A B A B 48 i o0y, LNCaP |, DU14S |

22RV1 ,PC-3 41 il & 2K RMPI-1640 ¥ % 5 (&
10% G413 ) K5 3%, VCaP i ify 5% ] DMEM ( &

JE e et BALB/ c-nu #R B 1 5D 3 7 55 ik 5
RS BRA R BT sh SRS b i Am
BR 2 BB 5 LN R B= B S B sl i 5 4 Bl R
St (35 . SHOH-2022-A013-SB)

10% G4 1 ) 5557 , RWPE-1 400 &R AI RWPE-1  1.1.2 XAl 5 #4909 8 ulh 5 L&
L 2 5L B Prostate Epithelial Cell Medium;4 ~5 1.2,
k1 = EZXA
Table 1. Main reagents of the experiment
e il E S VNG Ui
1 YL 4> i bR ifE marker Thermo Fisher 26616
2 5 xSDS _|-FEZE nhig GenStar E153-10
3 BCA PR B 8 10 & GenStar E162-05
4 R Sigma P6148
5 HARRGEIR SR 7119610
6 R [iig s FZ-5202
7 BSA ZR Rk 2180543991
8 ESZil IS IRA QYD) RS ZL1-9021
9 DAB it & Vector SK4100
10 RN SR ZLI1-9305
11 100% Triton X-100 Amresco 0694
12 DAPI Sigma F6057
13 TRIzol Invitrogen 19424
14 ReverTra Ace qPCR RT i & TOYOBO FSQ-301
15 SYBR Green Realtime PCR Master Mix TOYOBO QPS-201
16 siRNA 4535 HRAEY 11012
17 Dynabeads Protein A Invitrogen 10002D
18 Anti-m6A Synaptic Systems 202003
19 N6-Methyladenosine , 5<monophosphate sodium salt Sigma M2780
20 RNeasy MinFElute Cleanup {7 £ Qiagen 74204
21 Qubit dsDNA HS ZZ P Life Technologies Corporation Q32851
22 Protease inhibitor cocktail tablets Roche 04693159001
23 Recombinant RNasin” Ribonuclease Inhibitor Promega N2515
24 % RIPA LA 5 R0010
25 JiG 2 I35 ES 11011-8611
26 Prostate Epithelial Cell Medium Sciencell 4411
27 RPMI 1640 Gibco C11875500BT
28 JE & EDTA S T1320
29 WU ST TR Sigma D-073
30 WERS 2R KHE P8230
31 Lipofectamine™ 3000 %% 4 7 Invitrogen 13000008
32 MREED sigma A9415
33 3-deazaadenosine hydrochloride Medchemexpress HY-WDI13332A
34 HuR fusion protein Proteintech Ag2249
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Table 2. Main consumables of the experiment

e FEMAK N

1 PVDF Ji& Millipore 2\ ]

2 96 fLEGHRR Corning 23 7]

3 BH 5 - B e 1 st A2 AR AW

4 96 L. PCR Az e F 11 e K ABI A

5 BRSO E Axygen /A ]

6 Eppendorf 45§ Axygen 7\ 7]

7 ISk Axygen /3 ]

8 SR (W Corning 7 7l

9 BRSO E Labselect 2]

10 2 BRI Labselect 23]
1.2 7%

1.2.1 Western B3 5250 AR BT =5 Rl 2 1 A9 43
THECEWE 8% ~ 12% 143 55 e F A R e 46 iz
FEALINA 30 ~50 g RN AL FFE 5,80 V Bk 45
12,80 ~100 V B4y B, KA1 0.2 pum PVDF fik
TR B (300 mA 2 ~4 h) ,5% 2= 953§ P 2
b I S OO 71 1 11 N T S i VA
(1:1000) J5 ZEWBFE 2 h 5 4 Cib i, & nk i Ay
Tris 2% phy (TBST) 3 P8 min x 3 YK, —HLF & X if
TP LA He R R (1:10 000) 5 2 BEE 1 h TBST,
VR IAGE BB R TP B

1.2.2 RNA 2 .cDNA & & & i 73% % PCR B

idi 7 PCa Ziififd it A 1 mL TRIzol 7543241 , K5 n A
200 wL EAHIRA) G E 5 min,4 C13 000 v/min &
0 20 min, SIS AR N EEIR &) )5 Tl
RPUUHE, 74 4 °C,13 000 1/min B.0» 40 min 53
B B3, A 1 mL 75% CBEF 4 C, 13 000 r/min
B0 S min VEVEE S 2 K, AR R T TR &
TR o, IAGE Bt DEPC /KM% RNA JL3EbIf
e &, B iE & RNA il A RNAase-free /K 5 F
65 CIEIA 5 min Z81E I AGE & 4 x DNA Master Mix
F 37 CIIA 5 min =[5 DNA , IR IIAGEE 5 x RT
Master Mix T 37 C {2 15 min 47380 % 5% ) b,
98 C5 min {2 % 4545 cDNA, Ui &5 cDNA L
Mim A SYBR Green Realtime PCR Master Mix,
514 . ROX K ZEM /K, ¥ )5 T ABI StepOne Real-
Time PCR Detection System #1784 4n
T:95 °C 30 5,40 PMEFR (95 C 5 /60 C 30 s/95 C
155),60 °C 1 min,95 °C 15 s, 5|¥ 5 WLFE 3,
1.2.3  siRNA & Uk 48 4 R & 40 i 226 2
T L Tl A BE R 30% ~ 50% , 5 5 4 B8 & Wk
20 nmol/ L4yl e e W 25 AN IR ) siRNA 141 i (5571
Wk 4) 97 27 Riect F Qe iG] (A v AR
HMr 485 :11012) , #94)5 24 h 54280 RNA 48 h
JE PR A TR 250 . FIEANI AR 2 KA
fill 5 E 80% LA I, #2345 4 IR Lipo3000 32057 & 1 B -5
YL ORL, $e Y T R H AN & FY 5 24 h
DL E AT R 2R i .

&3 314 F7)

Table 3. Primer sequences
5 E1 519 BI85 14
ELAVL1 5'-AGAGAGCGATCAACACGCTG-3’ 5’-GGAGCCCGCTGATGTACAAG-3’
S0X4 5'-GCAAACCAACAATGCCGAGAA-3' 5'-GCTTGATGTGCCCACTCGG-3’

SOX4-m6A-peakl 5'-CGCTAGGAAATGACCCGAGA-3'

5'-GTTTGACCGTGAACCCCCTT-3’

ACTB 5'-GTACGCCAACACAGTGCTG-3' 5'-CGTCATACTCCTGCTTGCTG-3'

%4 siRNA 314 57

Table 4. Primer sequences of siRNA
o : gl :

18§ S SCHE

si-h-METTL3-1 5'-CGUCAGUAUCUUGGGCAAGUU-3' 5'-AACUUGCCCAAGAUACUGACG-3’
si-h-METTL3-2 5'-CUGCAAGUAUGUUCACUAUGA-3’ 5'-UCAUAGUGAACAUACUUGCAG-3’
si-h-ELAVL1-1 5'-GACCCAGGAUGAGUUACGA-3"" 5'-UCGUAACUCAUCCUGGGUC-3’
si-h-ELAVL1-2 5’-GGUUGCGUUUAUCCGGUUU-3’ 5'-AAACCGGAUAAACGGCAACC-3’
si-h-SOX4-1 5'-UGAAGCGCGUCUACCUGUU-3’ 5'-AACAGGUAGACGCGCUUCA-3’

si-h-SOX4-2 5'-AAGAAGGUGAAGCGCGUCUA-3’

5’-UAGACGCGCUUCACCUUCUU-3’
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1.2.4 MeRIP-gPCR i i TRIzol £ 32 42 RNA,
ffi /] 10 x Fagmentation 2% i i 75 — & J I 7% 1F
(MeRIP-seq 70 C 10 min, MeRIP-qPCR 70 C
5 min) T 4T BEAE, A Anti-m6A 4 C T H
2 ~3 h,ZJ5 A BSA £H4](1) beads 4 C FIFH 2 ~
3 h, A m6A % PE I & RNA B IR, £ RNeasy
MinElute Spin Column i {k, [0l Wt 3F Jz ¥% 5% i ¢cDNA
J5 24T qPCR A

1.2.5 RNA % Rmic £5% A4 IP SV s
ML 2 x 107 4>, 224t non-denaturing 24 i 2% i ik 24
fi# , ] Protein G Agarose beads X &5 [ 24 ik 47 7l
EHL, FFINAGE # e 1eG Al anti-ALKBHS Hyi& 47
BEE-PURLS G 6 h B T B 1Y beads il AT F1-4T
a4 CT IR, # 5 W beads #E17
RNA $2H, 4 [ #% 53¢ J5 17 RT-qPCR, B-actin 1 [
PEXT IR

1.2.6 CCK8 478 L% RHFE LK CCK8 iR
701 6 2 IR 6 150 D 5 G T 240 L % 70 15 50, T3
T oK AR T siRNA #6545, L2 5 x 10° 44t/ L
Tt 96 FLARAKZEMF 7 24 h, HFLIMA 10 pL CCK-8
R F,450 nm NI SGEE(E T HET TIE SR

1.2.7 RNA pull down 53 {8 FHFEER K ) RNA
pull down 7 &5 4% B0 G U B 5 #E 4T RNA-ZE
HAESES, RIS A R A REARC R S
FERCE MBI R EL b, ZJ5ImAEA
ZRICE IR 30 min, J5 U BEBR 15 VLIS DRI
HH.

1.2.8 RNA e M=l MIEHITH YL siRNA,
24 WG FHE T 6 fLAR P Ak SR 57 24 h, ZJ5 AL
LA D EAUKEE S mg/mL, F 0.0.5.1.1.5 h 4
SIMSCEE AN )5 FEE RNA 3#£47 qPCR A6

1.2.9 #{% ELAVL] # LNCaP %1 i 2 5 %k 2 L &
BRI T RE ¥ shELAVLI 18355 2L MOI 10 J&
Y& LNCaP Z1fif1,48 h J5 2.5 wg/mL EEM R Kt
MR, IS 1,25 weg/mL BRI 3R 1Y 58 4 1 7 AL 4k
SLIEFR4A% LNCaP /) shELAVLL 2550k, il 45 1 x
107 cells/100 pL fy LNCaP-shELAVLI Fa %% bk 20 i B
W 50 WL m ik B Oy £ i L e (3B = R, 115
C0383) . F HAREUMIIE #3355 100 L 20 i Ak i
17U

1.2.10 #E4840FEn B PCa U5 (L
T, 5745 : HProA150PGO2 ) FIHi ERLBS A 1 B i
PR JG 60 CHER 2 ~3 h ARUCR T A 2 k&

10 min, 100% Z B 2 X 4% 10 min,95% Z, % &
10 min .90% Z, /i 10 min 80% Z. 5 min % 70% Z,
B S min s, 1 x PBS 3G 3% B /K 2 R DG
B8 10 min, 1 x PBS 3§ VL5 , SR IR R I I 18 52
(HE k15 min) , 1 x PBS J5 ¥ 2. 5% BSA &[4
WA 1 h, —$Hi ALKBHS Hifk 1:500 ks tfi 4 C
AR, PBS I e JE R ZHE (UL 2. 1.6 HiLik)
37 CHFE 60 min, DAB I (45 #1170 R R YL 4 24
KR K, KK 70% 80% 90% 95% 100% J 100%
B 1 min JBK, ZHIZE 2 &S min i B, IR
[l E P

1.3 %itFoHn RAH GraphPad Prism6. 0 A K
Image) HATAEEI A GE 1122 0 B, 31 & ORI SR H
x xRN, A ST AR A o G 56 4T 2 1R B2 N 1Y
R, Geit kg AR KR, P<0.05 25 H S
TR

2 HE

2.1 ELAVLI &%k F HSPC fE TCGA Hij 5 I s
BT, B33k ELAVLL [ 8 35 B B2 2% K
Tk (B 1A) X $R m &k H ELAVLL 5
PCa i Jief7 ¢, JF H H S 1 22, BlJ5 , 76 PCa 214!
B ELAVLL ek /KF- g gk, 45 2RI 5E PCa 4
2 ELAVL 335 3 i TS5 (B 1B) i
2 e FR AR 23 R 4 (4N GSE32269) 1Y £ ff JiE
BOUF, ¥ —2F S F5 T ELAVLL 7£ HSPC 1409 () i
FeIk S5 I B B AR DG o

S L, HEW R Z 4K (AR) FHE PCa
{2k ELAVLL KPS 2 75, 1 AR B PCa 41
2 ELAVL]L R A& (K 1C) o [RIdukss 1
HSPC ZH 2P i) ELAVLL 3Kk 7KF 3 TR ik
PRSI (B 1ID) . DA EAFsR R s R
ELAVLI 5 HSPC K JEHEBVINKR

K 5 & PCa 40 R ELAVLL RIE1E L, 45
R IGHIFH M IE R bR 41 RWPE-1 /L, PCa
4i i 2 LNCaP 1 ELAVL] mRNA 3 55 323k, 1
1 PCa 4 Z2 f0 45 22RV1 ,DU145 1 ELAVL] TG I
FAA,PC-3 HIREETE (B LE) o A, 3X 5 R4l
i ELAVLL 25 3R KK St 22 B F R —20)
BB F) , FiRE5RAE/R, ELAVLL (1) 5 ik /]
fie 5 HSPC By kKA kK R YIFH G, VCaP 1E R ) —
Pk HSPC 4l & , 2/~ Y ELAVLL By 3Rk K,
45 mRNA FIEH (& 16 H)
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B 1 ELAVL1 & HSPC ¥ & & &

A:TCCA # 44 F &K ELAVL AK-F 49 5% ) 2 FUs 84 Vo4 s B S s 24 ] PCa #F A sl Ao 55 218 8 ELAVLL 89 R 3k K5 C S sk 404
M PCa AFA ¥ 5 AR AR AR P A% A 2 1) ELAVLL #) &34 K ;D GSE32269 38 45 itk & 480 B A i & 4840 20 97 51 AR AR R 210
ELAVL #4 &% /K -F 1645 ;E: RT-qPCR #30) ELAVL] mRNA /£ &2 it % F 49 £ 38 K -F ;F: Western ¥p @420 ELAVLL & & £ &40 08 & F 49 £ A K
F;G:RT-qPCR #-] ELAVL1 mRNA 42 VCaP 28 % P 84 & ik /K -F ;H: Western #7 i # ELAVL] & & /&£ VCaP i % W 09 2L K F; + . P <
0.05, = = P<0.01,

Figure 1 ELAVLI is highly expressed in hormone-sensitive prostate cancer

A Comparison of prognosis between cases with high and low ELAVLI levels in the TCGA dataset; B: Immunohistochemical detection of ELAVLI expres-
sion levels between cancer and adjacent non-cancer tissues in PCa samples ; C: Immunohistochemical detection of ELAVLI expression levels in cancer ad-
jacent, AR-positive, and AR-negative PCa samples;D: Comparison of ELAVL] expression levels between hormone-sensitive and hormone-resistant PCa
samples in the GSE32269 dataset; E; RT-qPCR analysis of ELAVLI mRNA expression levels in various cell lines; F: Western blot analysis of ELAVLI

protein expression levels in various cell lines; G: RT-qPCR analysis of ELAVLI mRNA expression levels in the VCaP cell line; H: Western blot analysis of

ELAVLI protein expression levels in the VCaP cell line; * : P<0.05, = % ; P<0.01.

2.2 &k ikey ELAVLI dp%) HSPC #9358 AT
B fIi7% 18 ELAVL] 5 HSPC YA ERB X R,
7£ LNCaP HI VCaP 1 fIlt ELAVL] J5 il i CCK-8
Ao I 240 14 R ), % B AAIR ELAVLE J5 40 it 1 5
REJI 2 BB E 52 (B 2A) 5 ML 351 ELAVLL
2 it HSPC 4 ifd iy 345 (161 2B) o (RN RS R
W% ELAVLY J5 , LNCaP %% 485 19 A 4K 52 31 B I8 417
il (& 2C) , B AERE 1 o ot B g B AR (16l 2D) o e
ZHAZE R R IR ELAVLY (A5 48R v Ki67 BHPE4H
JO%S e /D TR R AL (8] 2B F)

2.3 SOX4 % ELAVLI ¢ F # 4 F, 423 HSPC #4
¥ Ae B SOX4 ME N5 I +Z 5 RE Mg 1Y
VEREPY D TCGA #¥e v, ELAVL] 5 SOX4 mRNA
FIRA W B IEAH G OC R (B 3A) . PCa 4]
LNCaPH1 VCaP H' SOX4 mRNA F17E (4 /K F 44 B %
= THTA AR IE & B2 40 i RWPE-1 (& 3B .C) . @)
fIR ELAVLI J5,S0X4 mRNA FI# [ #k K44 8 3%

TRe(E 3D.E), RIP-gPCR JF5Z T ELAVLI 2 [
5 SOX4 mRNA P HAEER (K 3F) . DL 45 R4E
7~ SOX4 32 ELAVLY i, & R i o 7. iF
— 5 R I SOX4 J5 , LNCaP Fil VCaP 4 fifif1)
WEERE ) Z B E IR (B 3G) . DL R4 R EYITE
HSPC rf SOX4 fig i fifeg i 38 48

2.4 ELAVLI & #i m6A 42 SOX4 mRNA #& %
HED ELAVLL J8 4 SOX4 2 AR m6A | K 43t T
PCa 4121 SOX4 RNA |- m6A 7K, MeRIP-qPCR
JIFSZ LNCaP il VCaP H SOX4 ) peakl | m6A 27
mACE (B 4A) o 7E IR 5L 5% #2 i METTL3 /5
m6A KV ERER (& 4B) o BEE AR TS B
m6A v /5 peakl B—/NE SOX4 RNA(F 4C) ,RNA
pull down L RHAH m6A i S5 ) SOX4 RNA F B
25451 ELAVL] B3 2 T WA m6A {755 (& 4D),
DL 5 R R ] HSPC 41 il 1 ELAVLI & m6A
7 SOX4 1) RNA FE (B 4E)
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A2 f&kkik ELAVLIL #p#4) HSPC 48 fe o9 3% 54

A.CCK-8 #:m| &i4& ELAVLI j& PCa 29 it tg ¥ 5 4% /1 %4k ; B EdU 52 34| 3% ELAVL] & PCa m A 69 ¥ 5848 /7 T4k ;C D 4% ELAVL] & /s
AR AR K336 B F SR 2404 Sk ELAVLL 8945 4% F Ki67 Madkam s 2 st = : P<0.05, = % : P<0.01,

Figure 2. ELAVLI promotes the proliferation of HSPC cells

A CCK-8 assay to assess changes in PCa cell proliferation after ELAVLI knockdown;B: EdU assay to evaluate changes in PCa cell proliferation after
ELAVLI knockdown;C, D: Comparison of tumor size in mice after ELAVLI] knockdown and tumor transplantation; E, F: Immunohistochemical detection

of Ki67-positive cell count in transplanted tumors following ELAVLI knockdown; * : P <0.05, #* * . P<0.01l.

B3 SOX4 2 PCa #) F#tdesF,#84x PCa tm e 34 74

A: TCGA #4484 F ELAVL] #= SOX4 mRNA f£ /5208 Z 8] & ik AR A1 ;B: RT-qPCR #1) SOX4 mRNA £ & PCa 0 JitL % W 649 & A KT ;C.: West-
ern PP SOX4 & & /£ %4 PCa 20 it & ¥ 49 & ik K -F;D: RT-qPCR # | PCa 48 &L & ¥ A& ELAVL]L )& SOX4 mRNA ¢ & A R-F T AL E:
Western ¥P i A& PCa 48 i, & ¥ 34K ELAVLL J& SOX4 49 & 35 K -F % 4¢;F: RIP-qPCR # ) ELAVL] %5 SOX4 mRNA ¢ 24 % % ;G CCK-8 #n)
BUK SOXA & PCa AR89 3§ FARE A AL + : P<0.05, * = : P<0.0l,

Figure 3. SOX4 is a downstream target molecule of PCa and regulates the proliferation of PCa cells

A Correlation between the expression of ELAVL]L and SOX4 mRNA in cancer tissues from the TCGA dataset;B: RT-qPCR analysis of SOX4 mRNA ex-
pression levels in various PCa cell lines;C: Western blot analysis of SOX4 protein expression levels in various PCa cell lines; D: RT-qPCR analysis of
changes in SOX4 mRNA expression levels after ELAVL] knockdown in PCa cell lines; E: Western blot analysis of changes in SOX4 protein expression lev-
els after ELAVLI knockdown in PCa cell lines;F: RIP-qPCR analysis of the interaction between ELAVL1 and SOX4 mRNA;G. CCK-8 assay to assess
changes in PCa cell proliferation after SOX4 knockdown; # : P <0.05, % % . P <0.0l.
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B 4 ELAVLI & #i m6A A4z SOX4 mRNA #9482 1

A: MeRIP-gqPCR #:) SOX4 m6A /K-F;B: A& METTL3 j& SOX4 m6A /K-FEAL;C: 4 mOA 45 % 69 SOX4 /s 5 Bt RNA =& B ;D: RNA pull down #:it]
SOX4 /> i % RNA 5 E207% G ELAVL] 65 ZARHE 0U;E: RNA 22520 s34 34K ELAVL] J& SOX4 mRNA #9880 = . P<0.05, = = P<0.01,
Figure 4. ELAVLI regulates SOX4 mRNA stability in an m6A-dependent manner

A: MeRIP-qPCR analysis of SOX4 m6A levels;B: Changes in SOX4 m6A levels after METTL3 knockdown ; C: Schematic diagram of the small SOX4 mR-

NA fragment containing m6A sites;D; RNA pull-down assay to assess the interaction between the small SOX4 mRNA fragment and recombinant ELAVLI
protein; E: RNA stability assay to evaluate SOX4 mRNA stability after ELAVLI knockdown; # ; P <0.05, * % . P <0.0l.
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