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m’A X B ELEE FT0 A3 BCL2 mRNA & E 45 #0i% 5028 3 /MR BT 25X

AXEE 2R 1 EFELE R I b 2 5 vk R e B B MO, DU )1 R
F5 3 B B E 2 U (3 SR R BRI e ) B PSR, B4 5k rh i 4 [ S s R

(EZE] HMY B T 0 m°A 25 B 3% 1k B A5 7 & A0 AR Rk A G 2 X (fat mass and obesity-
associated protein , FTO) X MEG-01 FL 4% 40 g 3 1L /MR 15 4498 5% 19 5% e ML . ik O4r il
1 nmol/L i #i7 2 7§ (phorbol myristate acetate, PMA) 41 (375 5 41) #1 DMSO 21 (X B 41 ) 4b Bt MEG-01 41 Jitg
72 h, il Western blot Al RT-qPCR £ illl FTO £ 1l mRNA 5015 3L . @ FH 8 [n) FTO )9 5 )
(sh-FTO) 1 B # %F B 75 W (sh-NC) J& L MEG-01 40 it , JH§ 1 nmol/L. PMA % 5 sh-NC £ #l sh-FTO 2H
MEG-01 4fi }ff 72 h J& , Western blot F1 RT-qPCR & ] FTO £ 1 fl mRNA 3 ik A8 {4 &l o Ak PN e
(propidium lodrde, PI)DNA % {7 6 0 21 it i #51 . CCK-8 K6 41 ff9 15 /7, Annexin V-FITC/PI (%% . TUNEL
e e K I 20 IR T2 15 0 , Western blot 2l cleaved Caspase-3 &5 FH 23k &, CD41/CD61 H (K Il F 4% 4 iy
BRI B, B 37 W £ R CD61 G 8 2¢ S A TN /N AR RS AR T B 1% B, RT-qPCR A6 000 40 At 8 1~ 4 O& 43 7
(Caspase-3 .BAD .BAK1 .BCL2 .MCLI )3k, Western blot 461l i — 45 B iF BCL2 8 (728 4L I, B K 2
IREE A E AR (gene expression omnibus , GEO ) Hii 16 H1 0 45 5 (5 M K 2% 38 w8 2% 5345 32 PR 2 ) B
#% (University of California, Santa Cruz genome browser, UCSC) 73T He X BCL2 mRNA I %) B FE A0 0
m°A F 4L RNA 5 LT 3E (m°A RNA immunoprecipitation, m°A-RIP) %6 3iE MEG-01 5 % 44 Jfd BCL2
mRNA m°A /! 54k & 4 7K F, K61 sh-NC 2H 11 sh-FTO 41 BCL2 mRNA m°A B 3t 4k & 4 /K F 25 4k, LU
mRNA 2 52 ] 5256 1 22 AR 3 B S0 K I BCL2 mRNA BHPRRCR . 85 D5 DMSO A b,
PMA 41 FTO £ 11 (P<0. 05) F1 mRNA (P<0. 01) ik K V-5 ;@5 sh-NC 414 [, sh-FTO 41 FTO mRNA
FIEE 11338 7KF- B B B (P<0. O1) , 41 i &1 3] % A= G 1/S WBH [ (60. 80+1.29)% vs(72. 13+1. 18) %, P<
0. 017, 40 035 3 B S A [ (1. 1720. 03)% vs(0. 69+0. 05)% , P<0. 05] , Annexin V-FITC/PT P 48 its /5
FeTFm [ (12.87+0. 83)% vs(17. 45+1. 58)% , P<0. 011, TUNEL FHPEZ0 I (5 1 2 7F [ (1,030, 27)%
vs(17.49+9.91)%, P<0. 01 ], cleaved Caspase-3 £ 1335 7K1 W] i F+ 5 (P<0. 01) ,CD41°CD6 1" FHM: 2 1]
PG [ (51, 63+1.13)% vs(34. 08+0. 53)% , P<0. 01 ], B4 £ /& () B A% 40 i L 3R B @ B AIK [ (26. 49+
6.73)% vs(13.31+5.97)%, P<0.01]. 35 sh-NC AL, sh-FTO 4140 a4 4 1~ 4 F BCL2 & 1 Al mRNA
F kK- i AR (P<0. 01) , UCSC GEO Il i 75 BCL2 mRNA A m°A B R AL B 6 7 5, 3128 m°A-
RIP 5256 78 MEG-01 A% 41 i 56:31F - 5 GAPDH mRNA A1 b, BCL2 mRNA A B & (19 m°A & %15 5 (P<
0.01) ;5 sh-NC AL, BCL2 mRNA I A m°A I S0 H I & T 55 (P<0. 01) ; BCL2 mRNA 9 e ok 1
FRAR, BIRSCR B R (P<0.01) . 8518 m6A 25 HEEAL B FTO 1845 BCL2 mRNA £ 5E 1E 5 B1%#5L
R AR L N RTATE B
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m°A demethylase FTO rgulates BCL2 mRNA stability and translation efficiency

and thereby promotes proplatelet formation

XIA Wenjun"?, LU Yao’, WU Huang’, WEN Aiqing’, CHEN Wei 'Department of Pathophysiology, School of Basic
Medicine and Forensic Medicine, North Sichuan Medical College, Nanchong, Sichuan; “Department of Transfusion
Medicine, State Key Laboratory of Trauma and Chemical Poisoning, Army Medical Center of PLLA/Daping Hospital of
Third Military Medical University, Chongqging, China

[Abstract] Objective To investigate the effects and underlying mechanisms of down-regulating m°A
demethylase fat mass and obesity-associated protein (FTO) on proplatelet formation in the MEG-01
megakaryocytic cells. Methods (D MEG-01 cells were treated with 1 nmol/L phorbol myristate acetate
(PMA) (treatment group) or DMSO (control group) for 72 h. FTO expression was measured by Western blotting
and RT-qPCR. @ MEG-01 cells were infected with targeted FTO shRNA (knockdown group, sh-FTO) or
negative control shRNA (negative control group, sh-NC) viruses. FTO knockdown group and negative control
group MEG-1 cells were treated with 1 nmol/L. PMA for 72 h, and the protein and mRNA expression levels of
FTO were detected by Western blotting and RT-qPCR. Cell cycle, viability and apoptosis were assessed by
propidium iodide (PI) DNA staining, CCK-8 assay and Annexin V-FITC/PI double staining and TUNEL
staining. The expression of cleaved Caspase-3 protein was determine by Western blotting. Megakaryocyte
maturation was assessed by CD41/CD61 staining. Proplatelet formation was observed under bright field and
detected by CD61 immunofluorescence assay. The expression of apoptosis-related molecules (Caspase3, BAD,
BAKI, BCL2 and MCLI) was detected by RT-qPCR, and the protein change of BCL2 was further verified by
Western blotting. The dataset was screened out from the gene expression omnibus (GEO) database, and then
analyzed with University of California, Santa Cruz (UCSC) genome browser to compare the methylation
sequencing peaks on BCL2 mRNA, and m°A methylated RNA immunoprecipitation (m°A-RIP) was used to
assess the m°A methylation levels of BCL2 target gene mRNAs in MEG-01 megakaryocytes. Then, the
changes in the m°A methylation enrichment level of BCL2 mRNA were observed between the sh-NC group and
the sh-FTO group. mRNA stability and ribosome profiling assays were performed to assess translational
efficiency of target genes. Results (DPMA treatment upregulated the expression of FTO at protein (P<0. 05)
and mRNA (P<0.01) levels. @ FTO shRNA resulted in reduced FTO expression at both mRNA and protein
levels (P<0.01). Compared to the negative control group, the FTO knockdown group showed more cells
arrested at the G1/S phase [(60. 80+1. 29)% vs (72. 13+1. 18)%, P<0. 01], significantly reduced cell viability
[(1. 17£0. 03)% wvs (0. 69+0. 05)%, P<0. 01], increased Annexin V-FITC/PI positive cells [(12. 87+0. 83)% vs
(17.45+1.58)% , P<0.01], more TUNEL positive cells [(1.03+0.27)% wvs (17.49+9.91)% , P<0.01],
enhanced protein level of cleaved Caspase-3 (P<0.01), decreased proportion of CD41/CD61 positive cells
[(51.63+1. 13)% wvs (34.08+0. 53)% , P<0.01], and less proplatelet formation in MEG-01 megakaryocytes
[(26. 49+6. 73)% vs (13. 31+5. 97)%, P<0.01]. 3 Compared to sh-NC group, the FTO knockdown group had
significantly decreased protein and mRNA expression of anti-apoptotic molecule BCL2 (P<0. 01). UCSC GEO
sequencing data revealed there were m°A methylation modification sites on BCL2 mRNA, which was verified
through m°A-RIP experiment in MEG-01 megakaryocytes. Compared with GAPDH mRNA, BCL2 mRNA
exhibited a significantly enriched m°A signal (P<0. 01). Compared to sh-NC group, a significant increase in
m°A methylation modification was observed on BCL2 mRNA. BCL2 mRNA stability was significantly
decreased, and its translation efficiency significantly was decreased (P<0.01). Conclusion m°A
demethylase FTO rgulates BCL2 mRNA stability and translation efficiency, thereby promoting proplatelet
formation in MEG-01 megakaryocytes.
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ML/ AE SR A0 ARG B e = e A i 40, 78 A P
A 1R Z2 s R R , A0 LR TR B e R R
B R AR AR — Ak
[ P AT A0 T I it/ Al 3 50 2 2% 3 1 (100~
300)x 1071, i/ AR il S 3 0 4 S Bl /iR
Bt /D B 2, B0 i s A KUK, S B
B , 0 S T /AR G BE  af/MAR  /D
P e MR A P /N B i R B o /AR
WA B B TR, SPEURE ARG . K, B
— I IRER EAZ AN 3 A AR I/ N AL L A I
AINBR AR J S AR DG TR T R AR 1 2 ORISR

EAZ 20 B o AL A — A B 2 il A L %
T 5% B e 3 A 3% U BOORE AR R L I AR SR A BIT 5T
$E7% ,RNA m°A B SEALAE M e IR G 2 75 34 1 40 ffd 43
A, i 44t 2 5 S A PR B R v R P T R AR
FAMR RNA m°A P S Ak A8 A 7 B0 A 9y 3 ki 77
£, 2 mRNA R £ 5 A4 i i o RNA (9
T RUE MR B PR R A RNA mPA Sk
B AMEMKF-HT RNA F R AL  RNA 2 H AL
SRS BRI, RNA L R B A % O
W R E 3 (methytransferase like 3,
METTL3) %} 1l T4 53 Ak s AR 21 METTL3
R /1N BRLUAJT /IAR ER : f F R  SX F BH m®A T
SEACABIAE L/ MR A WL AR R s AR
m°A [ Zh A5 I A 7E I P R AR AR X — DG ) A
AR . m°A 2 B SEAR A 5 J5 S R I e A DG R
(fat mass and obesity-associated protein, FTO ) J&: 9% % i
(55—~ RNA m°A 25 AL 38 5 F 98 mRNA m°A
LA K, 2 5T & E " o i+ 40 A
B ARR AR FATGT FTO 78 /MR B
VENA TRt — D90 . ABFFELE 1 shRNA HORTE
MEG-01 F R 41 g & B A% FTO, WLEE FTO Xt A% 4
RS E AT AR TR AR 1 CD41 A CD61 R 2R3k LA
Kt/ AT BRI, FER LR SR AL o

1 #ME5TE

1.1 ##

MEG-01 £ it 5 293FT 4 g 4 [+ R} 2% B 21 ffd
JE s RPMI 1640 55373 DMEM 55373 JR2F 17 .5 %
RAERZE R A 92E Gibeo A F];PMA JHERFEZE D,
Triton X-100 4 H 1% [ Sigma 2> 7] ; pLKO. 1 ZZ A |
pspAx2 Fl pMD2. G ki th v [ b2 B A= P k2% 5 48
JL A= W) 27 0 5 BT I 34 B4 S 9 5 W 5 5 PR AR P9 DD g
Agel F1 EcoR1 4 H 32 [ NEB /& F] ; Dynabeads £ 1 G .

Dynabeads MyOne Silane, T, DNA Ligase lJ H 32 [#
Invitrogen 2 A 3 Trans-T1 Ji& 32 25 40 ig W B &
TransGen 23 ) 5 TG PN 75 2 0k 2 6050 &0 [
= TIANGEN 2 #] ; TRIzol i 57 W H 3 [ Thermo 23 7 ;
RTIRX 7 H H A TaKaRa 2y 7 ; gPCR R 7] 1 [ 26
Bio-Rad 23 7] ; FTO T4K | cleaved Caspase 3 #ii{& .CD61
PiiR \BCL2 HifA .GAPDH Hif& \HRP 24T il IgG-HRP
“HUI A H [ Proteintech 23 7] ; HRP FL L % 1eG-HRP
il [ R 4T Santa Cruz 23 7] 5 m°A HUARN 3 12w
synaptic systems 23 F] ; JUAR LgG PR 2 Zht L4t
B 1gG (4 6) g [ 92 [ Abcam A & ; APC-CD41 44 |
PE-CD61 HitiANl A 26 [F BD 24w ; IS & \RIPA 4 /il
LA L Lipo8000 75 Y377 | 20 it J&1 300 5 440 O T A4
M 7 & L Annexin V-FITC 41 Jtg 98 7= & 90 38 57 &5
CCK-8 &7 & . — 9 TUNEL 40 it 78 - 46 0 328 5] £
DAPI B (535 1 [ 7 [F Beyotime 2 ) 5 Jilt £k 12 il [ 5
[E| MCE 2> 7] 50. 22 wm PVDF i Western blot k2% % )
S A 52 5 Merck 28 A 5 = (2 H 38 ) 23 FH ¢ [ s
(hydroxymethyl) aminomethane , Tris | (G L5  FALAD |
TR REEE R B A b E A T4 RNasin W A
ZE[E Promega /A Fl . A B lysis buffer[ 20 mmol/L Tris
(pH=7.4) .15 mmol/L &AL 5E 200 mmol/L S ALHH . 1%
Triton X-100, 100 pg/mL 4 B . 1 mmol/L i 5 b
1 mg/mL fFZ 41 .40 U/mL RNasin] . BF55 85 X )
PCR/qPCR 514 .sanger W /7 AIFEAC 53 BHAE W RHE I
1A BRA 7 58 1 o
1.2 Fi#
1.2.1 4ifEXE3R5ES 293FT 4 ffi i & 10%
54 ILTH A1 1% T 55 3R -5 25 = 10 DMEM 55 7 5L 15 5%,
TEA MG 3246 (37 °C .5%C0,) P 1% 57 2 40 i il 45 13 59
80%~90% , {1 FH} 0. 25% I B A A% A, FH 718 s 7 ik
Yu . MEG-01 20 fdi FH & 109% J6 4 134 F 19% 5 75 2% -
75 R (1) RPMI 1640 8557 3T 37 °C.5%CO, 553746 N
Kigt o {8 DMSO F1 PMA (244 4 1 nmol/L) 43 5l 4k
L MEG-01 41 g 72 h > DMSO 41 F1 PMA 41 , i i
Western blot fil RT-qPCR kil FTO & 1 fl mRNA , i &
FTO & 5 7E MEG-01 4 g 335 LA K AR A L o
1.2.2 PLKO. I-shRNA Z AR5 R FH BT R 5
(https : //portals. broadinstitute. org/gpp/public/) , $: 15 §
] FTO £ 5440 71 shRNA J37# 41, fin_E BR i N )
it Agel F1 EcoR1 [ UJ 57 5 1 B M K i 5 , & % sh-FTO
DA K B A X5 B 57 (negative control, sh-NC) , UL 1;
shRNA £ 3 iR K J5 T i AUEE DNA, PLKO. 1 214k 2
Agel Fl EcoRLTE Y] | IR , 4518 K A5 2 WUEE 1Y shFTO Jr
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%1 shRNAFF

S AR FPHl(5'—3")
FTO L3 : CCGGCGGTTCACAACCTCGGTTTAGCTCGAGCTAAACCGAGGTTGTGAACCGTTTTTG
TU#: AATTCAAAAACGGTTCACAACCTCGGTTTAGCTCGAGCTAAACCGAGGTTGTGAACCG
NC % : CGGGCCTAAGGTTAAGTCGCCCTCGCTCGAGCGAGGGCGACTTAACCTTAGGTTTTTG

T : AATTCAAAAACCTAAGGTTAAGTCGCCCTCGCTCGAGCGAGGGCGACTTAACCTTAGG

BEAshNC B3 46 A B PLKO. 13544 I, il o 5%
Ak I A5 1 6 19 PLKO. 1-shFTO F1 PLKO. 1-shNC
1.2.3 M FTOREMMMAM AR 293FT 4%
2. OX10° A/ MLAEFPTE 6 em B ML, B335 20 WIS T
P BB , HHE Lipo8000 1d A 4543 S i A 25 £, 2%
JECRE psp Ax2 Ji RERRER (R pMD2. G X FEFTkE sh-NC.,
H () kL sh-FTO , YR 21 J5 ¥ 21 A 293FT 4 v, 1
£R 48 F1 72 h K FE MR A 0T L 0k, B0 5 W A B
MEG-01 40 Jfd v, J& %% 72 h Jm B, 75 A LS 25 R
(BRI N1 wg/mL) FEATHUHEE 72 h, 5e 25K FTO
Fe o R sh-FTO 2 FTEF 4 X6 B8 (sh-NC) 2L 240l 5= .
#4 sh-NC F1 sh-FTO 20 MEG-01 48 038 i 1 nmol/L. PMA
755 72 h )i MEG-01 B 24 il , H F 5 22 Western
blot K il #1 RT-qPCR A5 | CCK-8 5256 | 4 Jifd J&] 3 52
56 40 TS S2 56 L CD4L A1 CD61 A m°A HT LAk
RNA ﬁf—_’,ﬁ;j\:{ﬁﬁ(m6A RNA immunoprecipitation, m°A-
RIP) 5255 . mRNA g W 5006 2 RAZHEIR 7 5 50 50
I

1.2.4 Western blot % il L £E sh-NC 20 Fl sh-FTO
Y128 PMA 5 55 B A, R4 B 1. 0x 1040, in A
100 wL RIPA 4 Jf 24, 6 75 240, il A2 1 (95 °C,
5 min) J5 34T SDS-PAGE % i 1 7Kk 43 B4 & 11, L% 4
B 2 PVDF B, 5% Wi AR ks = iR B 2 h, —$t
4 CIEHE 1% (FTO 1:1 000, BCL2 1: 1 000, cleaved
Caspase-3 1:1 000, GAPDH 1:5 000) , PBST i £ 3 7%,
ZHL 15000 F BEEEBEE 1 h, PBST I UE 3 K, ffi ]
Bio-Rad 1k 2% & 6 A% 22 45 F1 Merck th27 & G IRY) .
52, K Image J 3K ARSI BEAE 34T o

1.2.5 RT-qPCRAGM W4 sh-NC 2 Fil sh-FTO 41
2 PMA 5 S5 (9 40, B 20 B S. 0x10° A4, £
TRIzol 2 JU & RNA , TaKaRa Y i % 5% 128 7 ik 47 )2 5%
5K, Bio-Rad 1Y qPCR Mix i | #£4T RT-qPCR #51 H 1Y
BERR BRI T L) GAPDH SN2, SR 2744 s
HEERE. PCROIFIITEILZE 2,

1.2.6 CCK-85EK:  sh-NC4HIsh-FTOAIMEG-01
YIe 2 PMA 55 72 h .0 (i, 111xg, 5 min) 37 I

%2 RT-qPCR3|#F7

EIE7ELRN S5 —3")
FTO _Li#: CAGGAACCTTGGATTATATTTT
Fi#: CTCGACCTCATTATGAATTTCT

Caspase-3 LU : TTCATAAAAGCACTGGAATGAC

T : CACAATTTCTTCACGTGTAAGA
BAD 37 : GTTTGTGGACTCCTTTAAGAAG

% : TGGAGTTTCGGGATGTGGAG
BAKI 3% : ACCTTACCTCTGCAACCTAG

T : AAGTACTCATAGGCATTCTCTG
MCLI [-3i%: CAAGGACACAAAGCCAATGG

i : TTTTGATGTCCAGTTTCCGAA
BCL2 3 : GATGACTGAGTACCTGAACC

i : CCAGGAGAAATCAAACAGAGG
GAPDH 3% : TCTCCTCTGACTTCAACAGCGACA

7 : CCCTGTTGCTGTAGCCAAATTCGT
m®A-BCL2 37 : CAGTGATGTACCATGAAACAAA

il : GTAAATAGCTGATTCGACGTTT

A RPMI 1640 35 57 5 51891 71 5, 1838 41 i %%
J¥ 4 4. 0x10*/mL, {# F 96 LA, B FLANA 100 wL 21 fifg
B, A 3G AL BIAE AN R 97 24 148.72.96 h
Ja » BEFLINAC 10 pL CCK-8 I TRAE AN -4 B 4 h
il AR A AR D K 450 nm W 625 B2 [ D(450) 1.
1.2.7 4fRIASEES: W PMA(ZO&EEA 1 nmol/L)
5372 h 1 sh-NC 20 Fl sh-FTO 2H 40 if , HL 2. 0x10° >,
B0 (4 °C, 1 000%g, 5 min) L3, INA 1 mL T4 )
PBS VA M, 5.0 5% L3, IIA 1 mL 572 1) 70% &
Pt , 4 °Casd 0 [ 52 A0 A 5 1500 37 13, A T mL B0 (1)
PBS YEH AL, 2.0 7 1, 0 A BEC B 4 i Ak Y e
(propdium lodrde, PT)DNA Z¥ (%3 , 37 “CifE)G, 30 min,
B f i T UK e 3 e SR 240 e 3

1.2.8 4fATscss EEPMAZYAE N 1 nmol/L)
#5572 h 14 sh-NC 2 1 sh-FTO 25 41 it , Bt 1. 0x10° 4>
Y, PBSTHE 1 UK, il A 195 wL Annexin V-FITC %%
BRI, A S WL Annexin V-FITC . 10 pL
TLAR R W e (0 TR 0 TR AT, S TR R 'E I 20 min,
i i ok e 9 A SRS T A0 e R T B 3. 0%
10N, (7 200 WL PBS SR F (557, 18%g,3 min),
Fiz B — 25 7% TUNEL 20 Jf 97 7 4635510 & i 0 - 4 7
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TUNEL % (%, PBS ¥5 UE 3K, DAPI 44 {7 15 min, PBS i
Ve 3K, Ml HPLE K B B R RSO B R
MRS o I8 T 40 B A% Bl G i 2 2, JE 5 4 LA Ry
L W SO/ v 1 SO < B OV
W 2B X100% .

1.2.9 40 PMA 5SS CD41 fICD6L KGN Wi de
PMA (&% 4 1 nmol/L) i 5 72 h # sh-NC 41 FI
sh-FTO ZH 400, BUAHAE 1. 0x10° 4, 8.0 (F L, 111xg,
5 min) # F3WE L A 1 mL A9 PBS % % — 408, fin A
100 L G 0 2% vh il FE A2 40, A APC-CD41 HTiRFI
PE-CD61 Hiik 4% 1 WL IR A, = G & 30 min,
AT mL PBS YEEANML, 250 5% 135, INA 300 wL 9
PBS Tk 41 A b Y AR A7, I 2 40 AR I sh-NC 21 A
sh-FTO 21 MEG-01 EL#Z 41 il CD41 1 CD61 3Rk
1.2.10 4t e UEESEE:  sh-NCZH Ml sh-FTO 4
(9 MEG-01 41354, 45 40 i % 5 o 4. 0x10*/mL, B
ZH 4B 10 mL 20 i B A TG & I8 RS B I8
10 em B5FE LA, A PMA (24 4 10 nmol/L) 5%,
T37 °C.5%CO, 4 f 35 Fe 46 h 35 5% 7256 5 ROULEL I
IINBRETIARTE B, AS 75 € 7375 5 14 455 5 INLAE P B A 2L 40
IR IX73 B/ MR RT R B S R . E e R 1Y
K2 M BUR TR R, 4% 22 5 F 22 3 81 %2 30 min,
PBS ¥k % 3 ¥, /0. 3%Triton X-100 j# & 15 min,
5%BSA [ 1 h, —$i CD61(1:200) 4 Cit KIHEH ,
PBS P4 3 WK, T2 98 6 —Ht (1:400) i F R E
1 h,PBS % 37K, DAPI & %% 15 min, PBS £ % 31K, Bt
DEICTE I A I FH B P 3 S A BE TX 73 WA R .
1.2.11 m°A-RIP 3286 IR Rk 25 & 5 %
(gene expression omnibus, GEO) 1 i ¥t H £t 45 £
GES84944 i FH N K 2 2 Fo 68 9% 4348 B DRI 20 ) W 2
(University of California, Santa Cruz genome browser,
UCSC)(https://genome. ucsc. edu/)s3HT X BCL2 mRNA
Y AR I R 0 . U #E 1 nmol/L PMA 55 72 h Y
MEG-01 4 ifg 1. 0x10" 4>, 8.0 (i, 111%g, 5 min) 57
AT mL PBS YRS U 1 IR, {8 TRIzol £2
IURNA, RNA $2 B8 i 25 B% DNA K 25 Bk DNA 11
RNA 5 ZnCL I AE 5 R N8 RNA F Befk, m°A HLik
Wik 4 CWFE 2 h, VRS A R Befb i) RNA 58
HR-PiiRE A4 CWER 2 h, SRy vk {0t vE I v
Ve BCL2 Bk 45 &R &9, FRRFEELRNA ¥ F 6
fii /K, 54T RT-gPCR ¥33F BCL2 mRNA F /4 m°A &
LK. W PMA (AW M 1 nmol/L) 1S 72 h 1y
sh-NC 41l sh-FTO 4L 40 g, 43 S B 1. 0x107 4, 42
HURNA 347 m°A-RIP 525, K6 1 MEG-01 4% 41 Jif
FTO &K Ji5 BCL2 mRNA H ALK SEAR AL 1 1

1.2.12 mRNA (=8 5256 EE PMAE S 72 h
) sh-NC 2l 1 sh-FTO 41 4 Jid , &5 .0 (=, 111xg,
5 min) 7 F3, IA RPMI 164035555082, 4541 5. 0x10°
AYHEAE AN T 24 FLAREE TR LA AR LI AR F R D
(W JE N5 wg/ml) , 2 FE0.2.4.6 h i £ BUZH i
RNA,RT-qPCR ;{1 BC1.2 mRNA 521
1.2.13 ZREWHKSELE PMAZIKE R
1 nmol/L) 755 72 h ¥ sh-NC 2 Fl sh-FTO 2 41 Y, 55 .0
(Z R, 111xg,5 min) 3% F3E , A RPMI 1640 35 5% 5k
R B2, 010" I T 10 em B FE 0L, fin A il 26
P (2896 FE 100 pe/mL)IRAIIE , F 37 °C.5%CO, 40 1%
TR REFE 15 ming B0, 7 LI, DA TS PBSTEUE
2%, A 500 L. lysis buffer H5 8 , 52 &2 W FT 2 41 fifg 5
24, UK FHICE 10 min, FRAESL(15 87 1Xg, 10 min,d °C) ,
BV RO . E0(252 878%g,
2.5h,4°C). J5%E4% 8 biocomp Ui I FE 47 4% M 44K 43
B, T80 B 4 4 $2 B RNA 34T RT-qPCR K63 4% 4
43 BCL2 mRNA 7K,
1.3 %itsEod

A IES A ny it & U8R DL xes Ron L R H
GraphPad Prism 9. 0 B #4748 140 B /R, R IR RC
Xk, AL SE IR FE A 49K, P<O. 0SB h 22 5 B
GiiteEE o

2 HR

2.1 FTO /£ PMA % %% MEG-01 E &t je % 5 7 5
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