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FriE A KOA KRB R SR b4k b m6A 1645 69 A, 32 5] £ F moA, M E IR £t JR AR 3 52 1 o
Ay ST RRLA IL—1B 4 IL—1B + si—-NC £ \IL—1B + si-METTL3 28, # | METTL3 %+ 78 B 20 gL 75 7% & & A5 40
B F 4 ik 49 %o, @i HE Ao & 40 B 4% 4 & 9% & METTL3 &F KOA R BB % 69 40 27 %é%’vﬁ o1&
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X Ampmkt, X F R MEE ., @it Nanosight #77] , S s RSB F E A 76 ~ 80 nm, Western blotting 44 ]
2R 27 ,CDI A TSG101 & &k, & F BMAL TSPk A A K, A< 200 nm, m6A £ M LER S
T, KOA B A 20 m6A %8 METTL3 £ ¥ &5 T B (P <0.05), % FALE A XY LA B TP >
0.05), METTL3 iR E 2B n o & R H b MERE R, 5IL-1BAAIL—1B + si—-NC 4L L%, IL—
1B + si—-METTL3 21 E'!’J A& F & (P <0.05), &0 METTL3 3T 2K %t 7 BE 40 Je A2 4L B F SDF-1 #=
MCP-1 ik tg %, Z R AV, 5 IL-1B AA IL-1B + si-NC A LE ,IL—1B + si-METTL3 4L SDF—1 7=
MCP—1 3k E 35 Hﬁg(p <0.05), HEfe H 4 A G L EER I 7, 5 BA M E RS, LA R X EZHE ;&
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Abstract: Objective To explore the effects of Achyranthes bidentata ethanol extract on knee osteoarthritis
(KOA) based on m6A modifications mediated by synovial fluid exosomes. Methods Establish a KOA rat model
using a modified Hulth method, and extract and identify synovial fluid exosomes. Use RT-PCR and other methods to
detect changes in m6A modifications in KOA synovial fluid exosomes and identify differential m6A. Construct a
synovial cell inflammation model, dividing the experiment into: control group, IL-1p group, IL-1p + si-NC group,
and IL-1B + si-METTL3 group, to assess the impact of METTL3 on synovial cell viability and chemokine secretion.
Evaluate the histological impact of METTL3 on KOA synovial degeneration using HE staining and Safranin O-Fast
Green staining. Use Nanosight and RT-PCR to examine the effects of Achyranthes bidentata ethanol extract on the
quantity, activity, and METTL3 expression in synovial fluid exosomes. Results After successful model
establishment, micro-CT showed that the knee joint surface in the control group was smooth with normal joint
spacing, whereas the model group exhibited a rough joint surface and narrowed joint space. Nanosight detection
showed that exosome particles ranged from 76 to 80 nanometers. Western Blot analysis indicated high expression of
CD9 and TSG101, and electron microscopy observed that the exosomes were elliptical with diameters less than 200
nanometers. m6A quantification kit detection revealed that the total m6A level was elevated in the KOA model, with
METTL3 expression significantly higher than that in the control group (P < 0.05), while the expression of
demethylases showed no significant change (P > 0.05). The impact of METTL3 silencing on synovial cell viability
was examined. Compared to the IL-1B group and the IL-1B+si-NC group, the IL-1B + si-METTL3 group exhibited
increased cell viability, with statistically significant differences (P < 0.05). The effect of METTL3 silencing on the
secretion of synovial cell chemokines SDF-1 and MCP-1 was also assessed. Results indicated that the concentrations
of SDF-1 and MCP-1 were reduced in the IL-1$ + si-METTL3 group compared to the IL-1p group and the IL-1p +
si-NC group, with statistically significant differences (P < 0.05). HE and Safranin O-Fast Green staining showed that
the normal group had distinct cell layers with no significant inflammatory infiltration; the model group and the Scr-
RNA group displayed disorganized cell arrangements along with vascular proliferation and inflammatory infiltration;
the Sh-METTL3 group and the Achyranthes bidentata extract group showed reduced inflammatory infiltration and
alleviated vascular proliferation. In cell experiments using serum containing Achyranthes bidentata extract, synovial
cell viability was assessed. Compared to the model group, the Achyranthes bidentata extract group showed increased
synovial cell viability, with statistically significant differences (P < 0.05). Compared to the METTL3 overexpression
group, the METTL3 overexpression plus Achyranthes bidentata extract group also exhibited increased synovial cell
viability, with statistically significant differences (P < 0.05). At the animal level, compared to the control group, the
Achyranthes bidentata extract gavage group showed no significant change in exosome quantity and ACHE activity
(P > 0.05), but METTL3 expression levels were reduced, showing statistically significant differences (P < 0.05).
Conclusion High expression of METTL3 in KOA synovial fluid exosomes can reduce synovial cell viability and
promote chemokine secretion. Achyranthes bidentata ethanol extract may alleviate KOA synovial degeneration by
reducing METTL3 expression in exosomes.

Keywords: knee osteoarthritis; synovial cells; achyranthes bidentata ethanol extract; exosomes; N6-
methyladenosine modification
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b, G ISR L RN A S A mO A B I 1 5T R A T HLIRITE

JEAT ST W AR Z [R5 S AL 1 | S I S B
Tel A IR T S ) 2 7 RE 608 10 2o 900 ) T TR A M
(1 m6A {55 7 1 1% 18 D RE , 415 3 I S A I P 4 56
TR 7 B L R R, AR BF 5 A A A
KOA 30y 49 F 240 S 52 80, $ 3038 BBV A1 b A%, A6 0 5
B UE mOoA B i K - 25 5 o 7E— 200 AR IR R W)
BEAT T, PRI mOA A 46 15 1 JBE W S M AR A S B A
AL P VR HIBLE] o

1 HESH®

BB R A

Ab W A 47 B ] ExoQuick ( 38 E SBI 28 #]
EXOTC10A-1) , DAPI J¢ % ( | 3 = K 4= Y o 52
JIT) , CDOHLAR .\ TSG101 B ik | BLIE 1eG 9 — P (35
Abcam A F] ) . DMEM #5557 5 (3¢ |8 HyClone A ] , 4%
5 0 SH30243.01) , TEM i 4 8 7 & il #% (FEI
TECNAI G2, 3 [ FEI A |] ) , 44 2K Uk 36 B 53 B {0
(Malvern Nanosight NS300, W), Lipofectamine 2000
B i) (3 e B A A] L 1895 : 11668) , SDF-1 .
MCP-1 M BX o %8 W B X % (enzyme-linked
immunosorbent assay, ELISA ) K I 2 1] &5 ( 2 3¢
S 5 A= BB R AT BRA | ) G A I L 0.25%
% M B (Coming, ¥ 5 35-015-CV ., 25-053-Cl) ,
EpiQuik ™ m6A RNA Methylation Quantification Kit
(Colorimetric ) (Base Catalog # P-9005) , 4= H 5l il by
X (WD-2102B, b5 T 78 —AX# T ) , 2 1 3 B L Uk
IX(DYY-6C, dbnt i /s —AL a8 ), 4 H 3 HE i s
WEEEAX (Tiss—12, FHEEAF S K A RA R ) , 4
A sh ik 2f &G 9 BT & 88 (Tanon-5200, 176 K HE
BHEABRAF]) , Marker (#26617 , 35 [F FE 8 KA
PVDF JI& (IPVHO00010 , & [ 3R 5 23 ] ) , RIPA 4 Jif 34
fife W (C1053, b 5t & A e B HE R AR A A ),
Trizon Reagent (CW0580S , V1.5 B by th: 20 A= W Bk 45 e
By A BRAF]) , 8 4l RNA £ B 7 £ (CW0581M, V1.
I B 20 A W B A A1 BR A W] ) L HiSeript 11
qRT SuperMix for qPCR ( +gDNA wiper) (R223-01, B
v MEVE A R B AT BRZA ), Cham@Q Universal
SYBR ¢PCR Master Mix (Q711-02 , 5 5% i#; ME %8 = My Rl
BB AR A PR 7] ), %38 PCR 738 /X (TC-EA ,
T H B A BRA ) |, %496 PCRAY[CFX Connect™ , (]
SR A B () AT BR A A, BR R OG0 B

1.1

(AAV) R R IfiL 75 59 AAVO, £ 7 Sh-SCR (X} HRJK 7 ) |
Sh-METTL3 (i 28 ) (7 Mg 2B WA FRA ) .
1.2 LRz

fidt 5 SPF 2% SD K Fl 86 H, M, 6 ~ 8 &%, Iy
F BRI 7 0l A R AT BR S | AR R b K
TRYINEE BESC 56 sh P bt o 5258 sh W A = VF vl e
SCXK ( #-)2020-0051; 5 % ) ¥ JH 4 7T 3E 5 -
SYXK (#.)2022-0172, 5256 7 24k db nt K= B
B 52 B s 4 A R A8 B R At e (b HE S .
2023-776) .
1.3 KOAXRIREIEHI

K FH B R HULTH ¥ &2 il KOA R USRI, R
Bl 225 5 O SR MG LY LG 22 8 (30 mg/kg) BRI, 70 A7 I
KA BN IT 29 0.5 em BB 1,4 4057 B
AN 77 K i A8 SCEDAT I 4 B 90 A Bl R
AT E T . FARGHIGE 28G5 M
4T AL, 8] B A K L oS 7 5 B 3R TR R
ARG 1 JE T b6 R K 6 K BUE 25 30 mine 4 )5 il
1o 21 2 2E G I 56 F KOA 5% 70 2 75 52 il i 2y , 2 By
BB, B LY R Y BCE A0 R HES KL
A M FEAE L Bl KOA KRR R A ) i 2
1.4 SMBERIIREVEE R EE E A

A0 U A B0 G I SR FH 498 oK IR BR B 43 BT R
HEAT o 1 SRR AN RE B S SRR (1:1.000) , Bl
EAALER R a8 O AR ORI sh LA, B
ANBE SR AE 60 s AR, TR 3 UK 4 M T A5 B8 LA
ARIUPURL e B FURLAR 43 A1 {5 8., e o AR 7 T 15 4L
THE TG b A A0 IR R v B . AR B AR I 1 SR
£ Tk JH B3 Fi5 15 ( Acetylcholinesterase, AChE ) b 292 i
170 BEHMIAARE S 2407 I 2 LRV ER (1, 0 R U
JE o W TEC TV 0 VS R S A R T S IS VA TR
RA, T 37 CWH 30 min, [ FHEEAR{UAE 412 nm 3%
K Kb 2 TR ' (L, AR B U5 22 4 %) R oA il 235
AChE 3 ¥ o BANFE 5 00 5E 3 0K, BOF- ¥ 2517
it
1.5 m6A S FRELEN

T2 TF A S 06 T T 8 I AU, I A BS I W
(Z56 W) NCCBAHEXT ) (PCCBHM:XT ) FT RNA 2|
fe L, e e b N — 30 B 55 — S AR B R e
SEAR AW o DR 7 T 30 b A 5 AT A AL .
B AE 37 C TR 90 min, # 5 44 FL 19 BS
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TR, N A UE BRI UE U5 o m6A RNA Hfi 2K - i A4t
m6A PUAREL 55 IFEF 60 min , B BRAH AR HUA WL,
AV VR UE U 3 U, I AR I AR, B SO
30 min , B R KG I B0 (AT, A SR B TR 4
A S (5 % 0 5 5 5 9 7 30 min, I TR UL R
5 A A U S RO, SRR
B, G BE AL R G S Ak R
it S N, B 7 O o R 3L SR 450 nm %4 AR
W IEREAE

1.6 S RESEHE R MG FELEEEX
RIEE

AbPRSEN S IS R B SR, ] PBS 1
Ve L, I TransZol & i 2 il , 5 A 2 i 4 240 i
e . WA AT 40 M, 5 R =
LA I RNA R BGOSR, i 2052 3% R, %8 i
TIEE 5 min, SRS TEARIE T B0, R B2 K
A E— D T i e B - S BRI VL SR U RNA, I
U RNA ¥ i £ RNA 8 A b 4 1 o TC 0 00 e
St R A W BE )N (reverse transcription polymerase
chain reaction, RT-PCR) f& & : 4 uL PrimeScript
Buffer .1 pL PrimeScript RT Enzyme Mix.1 pL Oligo dT
Primer(50 pmol/L) .1 wL. Random 6 mers (100 pwmol/L)
1 g & RNA, I FH DEPC 40 B A8 K b 2 5 20 WL, 33
e S S Z6AF - 42 CC RN 15 s, FTH AR 2 85 C
JCRE 5 s LUK G 00 5 Sl . 4536, i 'S PCR 2 1A
%, 135 10 WL TB Green Fast qPCR Mix ,0.8 L {51
¥ (10 pmol/L) 0.8 pL J& 54 (10 pmol/L) .2 uL
DNA 54, K K 22 20 wLo 2R 4 Ml B 52 4™
WEREFFBCE N 95 CHUEME 305,95 CANES s,
60 CHEMI30 s, S 40 MEFR . L GAPDHAE AN Z,
ML 27 H R SR R A X Rk L YRS
PR,
1.7 BRERAMMIES TR R RELE

IR BB 1 51 v BRI 4 4L, TR A5 1
EPAIR R DAL S S AN R Y i el
2 B il 1 5 SR P AT I AR . T AR SE U T Dk
e BRI AL B SR, B0 S R W A N . R
T 2 20 i R TG A L B R A v R B 5
B, JFAE 3T °C 5% " SAALBRIVIREL TSR . I HE R
WG TR M, S AG S O S s B R
WL A O BE AR O, LA AR RS L2 ~ 3 d B

%35 %
£1 1831957

S 5191 il
bp
CAPDE 1E[A] s 5'-CCACTTTGTGAAGCTCATTTCCT-3" 23
Jz ] 5'-TCGTCCTCCTCTGGTGCTCT-3" 20
METTL 1E[M: 5'-TGACCTATGCTGACCATTCCA-3" 21
3 JzI] : 5'-GCCAGTCCAGAGGCTAAAGAG-3' 21
METTL 1E[: 5'-AAACTGTCTTGTTGTTACTTGGGTG=3" 25
4 Jz 1] s S'-TTTGTGATCTGGAATGGGGAG=3" 22
METTL 1EM: 5'-AAATGCTGGACTTGGGATGAT-3" 21
14 JZ i) : 5'-GTCTTTGTCTTGCCAGGATTGT-3' 22
WTAP 1EM: 5'-TGGCGACCAAGGAGCAA=3" 17
JZ 1] : 5'-AGGCGTAAACTTCCAGGCAC=3' 20
YTHDF 1E[i]: 5'-CCAAAAGGTCAAGGAAACAAAG-3' 22
2 JZ 1] . 5'-AGGAAAAGCCAATGGAGGG-3' 19
1EJA] : 5'-CTCACTCCAGTATCTCGCATCC-3" 22
o 1] : 5'-GGTTTGACAAGCAGCACCTATT-3' 22
ALKBH 1E[[]: 5'-CTGCGTGAGAAGCTCAAGTCC-3' 21
5 2] . 5'-AGCCCTCGCCGAAGAAGTA-3" 19

Pe— R B IR 3L . A0 IG5 2 90% Fib A I BEAT AL AT
240 3 5503 7 A T e R A AR A B AR AR
4 M A 96 FLAR H RE 5% 12 h 5 4y 4 AL B SR 5
0.75 mmol/L fif§ 3 4k 4k 48 h. N A CCK-8 KM 75
2 h, 38 i LGB AE 450 nm I 1 A0 T2 RO
T HEAT sIRNA B 4 4 0 B A0 I LA 3 x 10*4~/mL 1Y)
AN T 24 FUAC R, TR AR MO BE S SRS T R e g
. % 20 pmol Y siRNA 5 OPTIMEM 15 3% 3£ iR 4,
BN siRNA-mate % Y2 305 , I 58 J5 # 85X 2 A
Yo BE R H NG IR LR L R R Y A W A 41 i
o, 5597 48 h LUSCER A, 30 RNA Rk 1928 4k

W AL IL-18 25 A B B 41 g 35 77 fL
LR W B TR 5 10 ng /mL, SRS AR S 55 24 h,
B O o R O S N i B & R (DB T
W) IL-1B 2H (2R H 10 ng /mL 1 L1 #ll 35 ¥
BEAH L 24 h) IL-1B + si—-NC 4 (%% 44 NC siRNA 48 h
J& , PEAT TL-18 M3 & 1L-1B + si—-METTL3 4 (%% Y
siRNA 48h J5 , #E47 IL-18 H 3 ) o 40 o 36 Pk 52 56 46
DU R 240 A5 2%
1.8  ELISA#IER4EASHTAE EF-1 FA L Z 40
BhER-1

TE 58 BT A0 L A AR BRI L 158, LA 68 r/min (1) 38
FEBS L5 min, WA T TE W, B WA B0 T WO A
ELISA #iz B 4L A 100 L, JH 3t 4 I %5 5t 2 )i
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b, G ISR L RN A S A mO A B I 1 5T R A T HLIRITE

fL,IFEE IR T E 120 min, $35, PeM 5K, BEIK
Ve S5 R B ARKE AR AT, BELINA 100 WL 19 A2 4
FAPUARE R, e R 60 min. FRRPEMRL S UK,
FEHE MK AT, BFLINA 100 wL A BUR 3 S 1k
VB bRIC Y BE R R AR EE I T E 20 mine
WVEMR 5 Uk, I E W K 4836 1, A 100 wL # 5
O TMB I, FEZE IR T R 20 ming 3525, LA S0 plL
(2 R AT, 7E 450 nm Y A FH il A S0 2 W
B2 I T B R R 40 AT A2 R F—1 (stromal cell—derived
factor—1, SDF-1) F1 5. % 41l B #4 1L 8 H ~1 (monocyte
chemoattractant protein—1, MCP-1 Ve R
1.9 ALFEFEN

T R BN s 3 B P B e (IR METTL3 A &
il KOA #5581, I8 METTL3 k2 XF KOA K 5L 40
UK BLAR AL BRI . 340 HOK R, BEHL M X HR A |
RERIZH  Ser—RNA 2H . Sh-METTL3 40, 441 10 2. 4 )&
JE BUR B e R BRI A R R AR T
4% (1) 22 B WS 0T 822 24 he #5235 Calei-
Clear Slow ¥ ¥R X AEAS FE 47 S0 191 3 5 04 1t 5 A 2, I
BE 5 AT A A0, 3 5 micro—CT 14 X6 JE 6 1 ik
1AL T, 454 3D ST 2 i Bl , 1A B IR AR
I (BVITV, %) /NZEJEEE (Th.Th, mm) Fl/NGE I} 5
JE (Th.Sp, mm) % S5, Hli B PP Ah 4 AR 2549 22 4k

T LR R YL o FEA [ 2 T 10% WA 24 h
Jei MR UGE 1 — R 5 VR B 3 3 1 £ RN F DR HEAT
WK AE AL BEARA RSO F YIS ~ 7 pm 1
BT R4 I R RN R R v gk AT
KA AL ER . ST 28, ] X 40 M A% AT 5 ARG
et YR EFL OV TIRHLS ~ 10 min, Fifif5 H
TLAK W, SR FE SR Y P Y 22 ~ 5 min, IFH
1% B TR S WGR TS VE . fe ), VI 2k e B 1t
KW IRE A, e Do R RS .
21O Yo fif 501 I S 0 B T T 5 % £ ) il 2T
Ak RN TR 2 4k R 4k 0

HE 4% €8 . FEASTE 10% F RS [ J5 , &t B A
T 1V B ) LR B AT K, TR W R AT
WAL . A S S | REAS D) O A ARG o
SR 2 TR E UEAT I S A KAk . Bl KU A IR
A T ARG W R AT AZ e, K ok, TR AR
CLVRWRCHEAT A0 T et . et )5 D) FEORGE i
CTERR B K, 28 3k 33 W AR A B IS, FH o A e

o IR ARE F 20 A% G ol £ B 58 8 B A
o AT B A1 356 T 2 R 4T sl 4T 5
1.10 HERERRY . S A MBI & R L5 8

H 7 Bt 24 50 B AR B b [ 24 ) 12 358 1k 1 &5 )
(PRI, B IR S £ 2019103) 0 1 000 g KRR HY
WA E T A AN, A 400 mL 50% £, B (TG
K OBERLH]) , % 55, =35 , =05t 7 d, B s s Fm
A 300 mL 50% CBEWE , MR 7 d, RO R
JG A 300 mL 50% & B, KRR 15 7 d, B Jm B
FVEW . AR, R 24 b LR W S, B2
RZGW, 1 mLEEAR A Y T & AR 1 g IR ZY
BRI 56 S ) 5 N PR () ) S5 0] e A 4 A S
5 s WA H R 2 1 ok (5585 T AR H A0 FH
12 ¢)  EH 2 /d, L6 J] , 19 U 8 i H 7818 K
BeA 10 mL. e 1IRE H 5 2 h REEF K0, 37 <C
e 1 h,3 000 r/min 0> 10 min, 77 & L7 , 0.22 pm
UE M A UE KB, A2, B 40 °C UKH B R PR AT
#&H

V200 A T SR S50 A X R (AN AT A
far fb B, E B KR IR ) BERLAL (CR T 10 ng /mL () 1L~
1B ] 3 v JB 20 B9 24 h) METTL3 i 3% 35 41 (5% 4L
METTL3 #5448 h f5 , #E47 IL-18 il 24 h) 4§
Pt 5 9 2 (5 24 0375 0 3% 48 h s, R AT TL-18 il 3%
24 h) METTL3 i ik + 4= IR W 20 (%% YL METTL3
R 37 + 7 25 I 35 ) L 48 h S, SR AT TL-18 i %
24h).
111 SitERE
Bt 43 97 R FH SPSS 23.0 48 it # ik . iR
BELA B + AR 22 (x + s) Fom , 25006 2 1E P Ay
ZEFEPE, P HL AR T ¢ K58, 241 FLBCR N &R
W25, A AN ESER HAES G . P<
0.05 2= A G 7 L

2 R
2.1 KOA KRIEA gy 2 K g B il sM R B9 3R BX
A LT micro-CT A5 7% 4% 3R W7, % B 4 K

Bl A IR G719 TG T, O 1 1A) J2 1E 5 T ASE 2R 4 R
Bl 1 i 5G9 2R Tt B R AR PR B A, G T ]
B AT BT e 7 (ULIET1A) o Wi KOA 1 IR, 4 B
Hh WA A, 38 2k Nanosight 6 Ml & B, JoUk: 1) 3= B oy
76 ~ 80 nm ( WLA 1B) o Western blotting I &k L 2
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B, A A 2 18 Y A 75 2 1 CD9 T TSGL01 B 2 3k
HEABEMAHE S TEOE LERTWEAE

i) Xof M4
A
PIRUITES bE

35kD

. -

C

25 kD

50 kD

40 kD

FEML(WLIE1C) o M7~ AT T B B, S s A
KL EIAIE , /N — , HAR <200 nm (WLIET1D) .

30
25
20
15 -
10 -
5
0= 1
30 40 60

BEFEU( x 10%mL)

80 100 120 150

HA2/Mmm

500 nm

100 nm

D

A IESEAT micro-CT R AL R ; B ANBANURIEE(E; C:AMNBAPREEHIH CD9 . TSG101 ) Western blotting %5 5 D+ SNIA R T~ KL R BEAI .

&1

2.2 mBAEIHTE KOA B RETRIMNIME M IR IX
m6A S A 45 R AR 4 5 6 R A m6A
SRR, &, ZER A SIS E L (P<0.05),
FEAY 20 m6A B i 5 T X R ZH . RT-PCR 45 2R W
T 21 55 %f B4 m6A RNA I JE Ak 5% #% il METTL3

F2 WHmMEA BEMLHRIAKTFLLE

KOAREY X R0 & HI KB iR S b i R BN =E

FKIKW, & el , 2R A G E X (P<0.05),
PRI 20 METTL3 2 15 78 T % B8 21 5 5 20 m6A RNA H
Fe AL FE RS B (METTL14 , WTAP ) 125 F KLk 6 2 i
(METTLA4 . YTHDF2 , FTO , ALKBHS ) % ik L4, £ ¢t
R, Z S TGEITFE L (P>0.05), WLFE2,

(n=8,x+s)

215 E m6A METTL3 METTLA METTL14 WTAP YTHDF2 FTO ALKBHS
PRIV 6.96 + 1.10 6.14 + 0.69 1.05£0.19 1.20+0.26 1.25+£0.29 0.99 £0.17 1.10+0.23 1.18 £0.18
Xf HR2H 2.83 £0.54 1.12+£0.15 1.06 £0.17 1.17 £0.32 1.15+£0.33 1.04 £0.24 1.07 £0.18 1.04 £0.21
t{H -9.465 -19.813 -0.041 0.239 0.639 -0.464 0.298 1.406
P{H 0.000 0.000 0.968 0.815 0.533 0.650 0.770 0.181

2.3 METTL3 %478 BE 40 5 REAR B i 52 Ml

X R L TL-1B 41 . TL-1B + si-METTL3 41 J IL-
1B+ si-NC £H () METTL3 3k H#% , & B R &K 7 25
Mr, Z 5% A% %2 X (P<005); 11L-1B + si-
METTL3 24 T IL-1B + si—-NC 41 (P <0.05) . £ 4H ¥
240 LA R L, R R T 22000, 2 R A B
P2E R L (P <0.05) 5 5 X B4 L3, 1L-18 41 Ml 1L~
1B + si—NC ZH 5 [ 20 il i) A7 15 8 B I (P <0.05)

5 IL-1B 40 A1 IL-1B + si-NC 4 L #, IL-1B + si-
METTL3 2H (1) 40 g A7 35 58 24 4 &5 (P <0.05) . 4% 20
SDF-1 Fl MCP-1 Y& i L, R BN R J7 225007, 26 5%
WA G243 L (P <0.05) ; 55X AL 4%, 1L-1p 41
FUIL-18 + siNC 21 v ¥ J55 4 | 3% W2 /9 SDF-1 A1l
MCP-1 ¥ J& ¥ 3 fin (P <0.05) . 1 IL-1B + si-
METTL3 21 & {1k X 5 1 ¥ B2 48 TL-18 21 A IL-1B +
si-NC ¥ FER (P <0.05) . W% 3.
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5130 b, G ISR L RN A S A mO A B I 1 5T R A T HLIRITE

®3 FEAMETTLWMBMERKBAMEFE EUEFHLLE (xxs)

o HRZH 1.02+0.13 88.90 + 4.70 24.80 + 10.69 32.80 + 10.61
IL-1B4H 2.96 +0.52%% 54.40 + 6.60°% 427.00 + 84.97"% 230.90 + 64.70"%
IL-1B + si-NC 41 272+ 043" 53.60 = 6.767? 417.50 + 102.08"% 217.00 + 39.78%%
IL-1B + si-METTL3 1.22+0.33 84.70 + 4.87 115.10 + 45.39" 80.50 + 25.06"
FAE 71.060 106.912 86.286 59.846

PE 0.000 0.000 0.000 0.000

s QSN IRL AL, P<0.05; @5 IL-1B + si-METTL3 21 [ #5, P <0.05.,

2.4 METTL33f KOAEEI K RIBIEALMRFIESE  METTL3 4140 MOJE S8 4 AR ¥ 50 8 52 5 4 i 12

=20 Ik L AR AR G B SR . LR 2.
HE 71 % 21 [f 2% e (0 45 2R 7, 6F I 21 79 40 i 5 UL Mankin's PRI FLAL, 207 2600 W, 26 5741

SRR AN R AR R e 2 A — B, B BE I o B (F =31.677, P =0.000) o 5 AR R4
b B RAE AN OV o AR ZH RN Ser—RNA 41 A 40 it 52 (12.62 +2.83) 43 Al Ser-RNA 41 (12.25+3.11) 43 Lt
BRI 45, HEB 25 6L, JE A A 3 28 Fk i 4, Sh-METTL3 41 Mankin's ¥ 73 (6.87 + 1.35) 73 34 i
JERE A0 MIIRE o 5 R 4 A Ser—RNA 4 L%, Sh- (R(P<0.05),

HE 4 (1,

FLLFESY

5 RN
popiitai FERIZ Ser—RNA 20 sh-METTL3 21
LT SR AN 2T B HEB | 8 41 IS I K A
2 METTL3 X KOA R X FR B IR AL HRIBEZ RN

2.5 HBEEEiRWE IR IE RSN AME METTL3 X WAHAF I R (68.00 +7.27) % T+ (P <0.05) o

FREBRaTF S R AR50 2.6 HRREFIRYINT KOA S #E BB BE il S b R 2
AN MARTR T 4 T2 MBI W S 2 S A K B VETER METTLI HEX R i1X B RIS
I T I A R SRR AN AR R, X AR A R KOA &7 25 5 A Ji I 42 ) 9 B Ak 3, i i

ZH METTL3 1t 263k 4 4 B R M) 40 K METTL3 3 Nanosight ¥ I 5 BR8P 45 006 4 A0 I A 50 K 3%
FEIR+ AR R EE SR ) A 0 U AN B AE S R LA, e SCIR S R o, X B A R A R A R A ) 4 A
WEIT 20, ZRAGIT¥FE X (P<0.05), 5XF  BALRBI S AR 73 5 i B2 ACKE 3% 1, 4 5
HRZH 7 76 % (88.00 £8.19) % L 8, BBV A1 AF 1H . R 2007, 2R LRI E L (P>0.05), 45
(56.80 + 4.96 ) % Fl METTL3 i 2 ik 20 7715 % (49.10 + 20 Ah WA R i METTL3 5 R AH ) 3@ 3k o LA, 4807 22
8.22) % BIFEAR (P <0.05) ; SRR AL, A REESR T, ZRAGITEE L (P <0.05) ; fLH 4] METTL3
WA AF T R (80.20£5.39)% Ft R (P <0.05) 5 5 FEPRURX 656 i 5 T X BEZL (P <0.05) 5 4 R B4 )
METTL3 &f I8 41 A8, METTL3 £ 3235 + 4R R EEde 41 A9 METTL3 & [ AH X R 38 s I8 T RS AL 4 (P <
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FpIE AR ek

4135 %

0.05)., WH4,

R4 BEBERINHME.ACHE B METTL3 ERF XS
FEEMLE (n=10,xx5)

415 A5 AChE{&PE  METTL3 ZE[H
(E4)

paiits:l 1.01£0.12 1.02 £0.22 1.08 +0.21

LEivE 1.11 £0.20 1082036  4.21+0.68"

AR 2 1.06 +0.20 1.13+038  1.87 +047"%

FAE 0.698 0.469 118.306

P1H 0.506 0.631 0.000

o Q5XHRLL AL, P<0.05; @SRRI F#, P<0.05,
3 iTfig

TR A R B DG R e S i R A
B, IEREOLT , LE 2R W R 40 67 3% 6
T PR E IR IR O S5 # K JE B LA B
BRALLL ., BRI, 78 KOA Hf | 33 46 200 it 385 3k 3 0 4% i
A3 AR R, R R B O R R
B 2Z [ A 8 52 S i AR 1) 38 15 L 51 % v
PEIA, SR LR IA , NTE KOA, I, ZIRA
T KOA HPaRCE 151493 1 s BEMIL ), 00 20 4 T i AT T
FEE A 2 b ) 40 R 4y TS B . AN IR JE T 4 i A
P, HoR 808 F 8 W50 TG E e, 2
JIf0 [0 3 {5 ) T LR G 0 S 9 PR HL R AR 1
P A B8 0 | I R AT 3 O M A% i e e i i EL AR
£ Y Rt N SRR N L SN
WA, 3 BB A IR A H AN T) 40 43 5, B 0% A e IR TR
HZ A, 3 98 1 AR AE A% 38 microRNA K5 1l 44 i
ANBE T, A 0 5 AR A0 A AR A A
KRR S L9 G A moA (&
T b7 4 RNA B AR 1K 80% LA I, & EL A A= W b e
DL fd RNA 5% 53¢ J5 & M , 18] B /2 R 4 % RNA 11
— R WA T S . 8 o i A RNA Y 59 42 |
B4R A5 (o RNA (9 B R0E, DU KA = RNA Fe 1k,
EZ MY E B R IEEEAEH . BRI R
W1, RNA [ moA B 75 17 229 LA B 2 rp B G
HEVE A, REUS E 1 SN IR R S AR L R,
AR ZE A I KOA #5570 ¥ JIEE Y A1 W8 1R P mOA 11 22 5
FB IR HAE ML

AR S5 58 5 52 ) KOA K RRUBRE TR )i 4 g s v A
A AT AT VIR UE . R B AE mOA 18U A 0 Y
YEH, BT E NS T U R kER
A, W w R ST T AR & I, KOA

IS = o

T B A I A HR Y mOA B AR T IE R SR
FH#a . KT — B TRAR I T EKOA W A A
Hm6A RNA AL ACE- 8 4 [ L, AS A el 1
m6A RNA F % 19 B 5 fb ¥ ¥ # (METTL3,
METTL14, WTAP) F1 3= % () 25 B 3 {1k % 5% [
(METTL4 . YTHDF2 . FTO . ALKBHS ) 7£ % 21 #£ A v 1)
ik . m6A RNA HBE Ak i) o8 5 32 AR T 3 R 2%
filg (9 VE FH < % % 1 11 38 0 mOA B M K, B
fif DU 71 $¢ 25 B X Rl &M . RT-PCR 43 #r &5 9 % #1
F LA 5 72 i METTL3 ) mRNA 7K 78 KOA #5AY vh
() 2% 35 BH Wl s T X R AL . 1 m6A RNA 2 H S AL fifg
() FIBTE PR A T A REEAAE . JF B, Y
W58 K B, mOA B 7 18 1k 48 i 2ok i v 43 v o 2
{0, METTL3 BEWE 3 N4 E 40 L 7 ik, H 5
NF-kB A 05,

3L AL 5% %l METTL3 78 KOA ) % JE i #2 it
2 RERVE AT, H AT AR ILAH DGR E . AL T
B METTL3 , iz ) 21 X 48 iE A5 0 T ¥ J5E 40 Jid 00 A7 %
RARTEA . &5 R UL, METTL3 () i 3 15 2
T KOA ¥ B4 M B AL 3E T, 7F — i B % T
P8 R PD-1 HUMARTR 25 PE B F 52 b, & B8 CXCR4
SOX10 72 FTO By #EHE P, fi i FTO 33 CXCR4 7K -
FhE®, [ERE, 16 55 A — 05T v, e 20 2L B A 41 i
P 3R 1Y LNC942 W] B 2 i fi2 i m6A H AL F%
FE M METTL14 PR A9 A20E 1, 19 METTL14 2 (X A1
R AR, FE A R Y 2L ] CXCR4 1 CYP1BI
()32 35 , {2 F BRCA A !, 3 6 fF 5% 136 B m6A
16 4 XF #a L 7 CXCR4 19 £ ih HAA HE B L.
CXCR4 & SDF-1 & 1 19 i — KSR 52 & . SDF-1 5
CXCR4 SZ RS54, BEAE TS 40 M A M 5 18779 it B A+
O Ve 1Y) 17 530 B, DA T 75 R R 4 R T MMIP—
3 .MMP-9  MMP-13, ixX 4t (& 7 5 G875 5 5 7 J0H
R R 1120 Jie S 4 U™ SDF—1 1 MCP—-1 RE fi% 3 1+ 12
A B A% | 1 BE RIS E SN, R T R A A 1 ) g
MAT R A B E W, E T R A R T K
BEEBAEM . AR5 L B DTER METTL3 GE 9% B I T
JIE 4 fifs SDF—1 F1 MCP-1 Y 335 , B 7E KOA A iot
R, £ 1 T 20 Y 98 E 1 a4k IR 7 SDF-1 Fil MCP-
11 2355 m6A 5 56 .

FRAE 228 R " 3SR 7 3 W R O A
b g RS R 2 o A R R (AR B ) h
(R b, B FR IR MR, DO R 2R TR S T
fifr, B, O RS S DAY, S v A Il
WAL WAL . A SR o ZE TR
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H1H i,

+ A IR 3V SIS AR 1 mOA MBI SCHT R M 4 AL SE

RN N IR 7 R A R A I R e v . R BT
Xif 2 BRI RIFSE 4R 2 AR TP 24 1 97 RIO T R SR — i
Sy TR, AR LB e PR AR E S A4 R . AR
RO o3 4 A 22 Fh 5 i, v DA 20 5 e o i
B AR B EE AN 2 AR Y BE 5 A 0 A0
(1 38 5, 14 10 789 e AL 1 6 38, IR 0 B B R R 1Y
JC AR T 20 M 0 oAb o I DR L FH 4 IR 1 42 ) i
AITFIEIR T KOA BUS T 58 3597 %%, mirdb) & Bl g
b A MAA I KOA ¥ B8 98 i 7K SF- , JE 28 56 15 101 I
fif AR A A ELRAVE AL R BB . AR 525008 o &
il A HE KOA BLRY 4G I T 4 4 i 42 47 3 2 METTL3
X KOA T8 155 40 B 4 5% 0, &35 3 R 2 IR B R ) e 1
S A A PR METTL3 19 36 35 |, T 1% 52 Wi 5 ¥ 15 R ok
AR 110 50k B TG T

25 L iR KOA T JE i SN AR METTL3 /= 3R 3k,
LA AV B A4 R A7 3 36 R AR i A Ak oy 4 W 1Y
TER . A4 IR BESE Y RE 6% 22 i KOA W IR AF , v fig 5
WAL A 4 METTL3 26356 56,
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