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miR-486-5P XM E/EFKiFEH H2 DALAMS TR EENF

Erdk ks RET,AFEF, IR, BB RS
ARIEEFRWEEREBA (TR EZ AT ELELET), TLAE 067000

# E.HA 4K miR-486-5P sbst A/ A A (H/R)JE HIc2 & ILam L4k 56 T 49 % vf , 5 47 - AF B AL,
FiE oL HO9c2 s iLsm e A AR R 3t %, A fAL4E (CoCly) A AT 83 R ks 5 H/R BB AEA , HF e 5 A *F B
28 . H/R 28 .H/R+ miR-486-5P mimic NC 28, H/R+ miR-486-5P mimic 28, H/R+ miR-486-5P inhibitor NC
284+ H/R-+miR-486-5P inhibitor 8, KA Fo KA E FTHEHRTR S84 RS (qRT-PCR) 4 %48 f, miR-486-
5P AR Y &k K P, CCK-8 sk 4 il 4w it & A1, vk & ik 4 4w ie 5L BR B & B (LDH) 3& 1 . 5 B H Ik (GSH) \Fe* ' A=
A =B (MDA K F,2 7 -— A =A% k4% = Tk 8 (DCFH-DA) & R3E 4 & w2 @ it 7% P 2 (ROS) K P, ]C-
1 &AM 28 i & K AR B2 % 42 (MMP) , Western blot ## Akt/mTOR 43 5 i % & & #n gk T T 48 % & G & & AK
R 7R 11(SLCTALD) B bt Ak B AL 4 B 4(GPX4) Ao e Ak s B A & B K 45 R ok R 4(ACSL4) K F,
Z£R LSaxt@atart, H/R 4 miR-486-5P K-FH R T B (P <<0.05), 4 M0%& Hh 2 F FHE(P<0.05),LDH &
P MDA . Fe?' &K F 4 ROS K F % ACSL4 HE K-FH 29 & (P<0.05),GSH & -F,.MMP,SLC7A1l #=
GPX4 K -F % P-Akt/Akt ## P-mTOR/mTOR ¥ 2 F & (P<C0.05), %1 H/R 4 #2 /5.5 H/R+miR-486-5P
mimic NC 2848 3, H/R + miR-486-5P mimic 2848 JeL7& 5 B % L JF (P <<0. 05), LDH & # MDA Fe’" &K F .,
ROS &K F & ACSL4 & & K F 8 2 4% (P <<0.05),GSH & F MMP,SLC7A11 = GPX4 & F & P-Akt/Akt
#2 P-mTOR/mTOR # 24 & (P<C0. 05) ; 5 H/R+miR-486-5P inhibitor NC 2148}t , H/R+ miR-486-5P in-
hibitor 21 X 35474 H N 5 2 4B, % miR-486-5P i@ i& A #% Akt/mTOR 13 5@ % 2 # H/R #F F 8
H9c2 @it sk 5o o, A i i 22 H/R $ 5089 S Il am J 45 44

KW D RNA; B8/ EA; #4t; Akt/mTOREZ5i@%
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Effect and mechanism of miR-486-5P on hypoxia/reoxygenation
induced ferroptosis in H9¢2 cardiomyocytes”
LI Guangmei XU Wenting . ZHAO Jiaye, ZHOU Zeyu \WANG Siming SUN Qiyu”
Department of Clinical Laboratory ,A f filiated Hospital of Chengde Medical Univercity
(Hebei Key Laboratory of Panvascular Diseases) ,Chengde s Hebei 067000,China
Abstract: Objective To investigate the effect of miR-486-5P on ferroptosis in H9c2 cardiomyocytes after
hypoxia/reoxygenation (H/R), and to analyze its mechanism. Methods Using H9c2 cardiomyocytes as the
research object,a H/R injury model was established using cobalt chloride (CoCl,) and fresh culture medium.
The cells were divided into control group, H/R group. H/R+ miR-486-5P mimic NC group. H/R+ miR-486-
5P mimic group, H/R+ miR-486-5P inhibitor NC group and H/R -+ miR-486-5P inhibitor group. The relative
expression level of miR-486-5P was detected by quantitative reverse transcription-polymerase chain reaction
(gRT-PCR). The cell viability was detected by CCK-8 method. The activities or levels of lactate dehydrogen-
ase (LDH), glutathione (GSH),Fe*" and malondialdehyde (MDA) were detected by colorimetric method.
The levels of reactive oxygen species (ROS) and mitochondrial membrane potential (MMP) were detected by
DCFH-DA fluorescent probe and JC-1 assay,respectively. Western blot was used to detect the levels of AkT/
mTOR signaling pathway proteins and ferroptosis related protein solute carrier family 7 member 11
(SLC7A11) ,glutathione peroxidase 4(GPX4) and acyl-coa synthetase long chain family member 4 (ACSL4).
Results Compared with the control group,the level of miR-486-5P and cell viability in the H/R group de-
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creased significantly (P<C0.05),while LDH activity, MDA ,Fe*" level,ROS level and ACSL4 protein level in-
creased significantly (P<C0.05). The GSH, MMP,SLLC7A11 and GPX4 levels and p-Akt/Akt and p-mTOR/
mTOR ratios were significantly decreased (P<C0. 05). After H/R treatment,compared with the H/R-+ miR-
486-5P mimic NC group,the cell viability of the H/R+ miR-486-5P mimic group was significantly increased
(P<C0.05). The LDH activity, MDA, Fe*" level, ROS level and ACSL4 protein level were significantly de-
creased (P<C0. 05),while GSH,MMP,SL.C7A11 and GPX4 levels and p-Akt/Akt and p-mTOR/mTOR ratios
were significantly increased (P <C0. 05). Compared with the H/R-+ miR-486-5P inhibitor NC group,the trend
of the above indicators in the H/R-+miR-486-5P inhibitor group was opposite. Conclusion miR-486-5P allevi-
ates hypoxia/reoxygenation-induced ferroptosis in H9c2 cells by regulating Akt/mTOR signaling pathway,

and thus alleviates hypoxia/reoxygenation induced cardiomyocyte injury.

Key words: microRNAs;

B ofr O R R A T R TR E R AL I
PR b B bk P 98 3 0k T 48 sk ke ot o0 WL 2H 2 45 /)N B BB
T AL 2 R 0 S 4 ) R R L B 0 T R ) R A &
I, SR G AL 2L PR 2T RE 23 51 RO WL 5
FE52 00 T RE L 33 Fh B4 B BR 0 JUL BRIt 1 v A5
(MIRD™, MIRI # & — & 81| & 2% 1) 35 B AL 1 . 4 45
AR B L R E N L D) BE R A L A5 2 ) RE A L O
LAN MR SE AN A T L B BF 5T B AR L AR T Bk
B 3 o — Fh 40 A T RO 2K, B S5 4 R R 3 B A
X, I, A LB R MIRI B HLE LU & 5009897
RO ML,

VBN B30 2 B0 —Fh AN R 40 B R T IR BE AT
I (14) 2410 6 T AR L R BE T AR T K O AT S BN i Y
Bt E Ak B i B, B O & MIRI A9 3 22 4L
H7 . MIRT 3 7a] . 2k 19 B2 S 50 2 S 7 2R
SER RS AL B SE TS, R 2R B M D R T
SR O AL 43 1 — B A T SR R I . Akt/mTOR
5 3 G Ak TE O LAE BT BB 0 BIE LR B i
FRHEEMNER BN & — 4% 2 L X0 A R
S AR R, /N RNA (miR)-486-5P 7£ fil
I - P 3 CT/R) O LA i A 4 35 F i, H
miR-486-5P [ ik ] 3 i ¥ 3% Akt/mTOR 15 5
A B O U /00 LA B A T O Bk 3 o Th AEYY . H,
miR-486-5P J&: 75 i i #8 77 Akt/mTOR 15 5 il ¥ 4k
FE O LA AR P8k B8 T 1) 7K S DT 96 46 o0 WL 240 i 453 4
WA E . PR, ASAE 5T R HOe2 O L4 M 57 R
AR IR I B4R/ A R (CH /RO B, #895F miR-486-5P i
it Akt/mTOR {5 5 38 ¥ 0 il 2 56 1- 9 % H/R %t
HO9c2 O LA B 1Y) 5% 0, B 7E S8 MIRT B 36 97 £ fik 2
WK .
1 #MRE5FZE
L1 APRRRIE HOc2 KR ILAH I Bk A R
2 Bt 1 A i B B A0 B U
1.2 U5
1.2.1  SCRXEE 40 M35 5546 (35 E Thermo 2
A OEF BB (H A OlymPus 24 &) . 5 E KR &

hypoxia/reoxygenation;

ferroptosis; Akt/mTOR signaling pathway

L HL(fE [ EPPendorf 23 &) . 40 i 31 804X (& H In-
vitrogen 2y F] ) , [if§ BE G & K6 I 4X (3 E Thermo 2y
Al I (BB ROk B EE (36 E ECHO AR, 3
AL R EAC RS — AR A BRA FD L B AL
(£ H Azure Biosystems A aA)), T {H R & BB (bt
P Fi kA # A PR 2 7)), Cobasz 480 (Hit + Roche 2y
Al AL S KAL O B 7 8 2 AR R A ED

1.2. 2 %Ki H DMEM 1 5% 3 (% 5.
C11995500BT-1) 4 { 3 & Gibico /A &l ; CoCl, (1845 .
A46890) W H f [J 4 LA Bl iR AR T (5 S
C04001-050) 1 [ 72 [E Vivacell 2~ &) ; 40 fu 378 5 5
PR (CCK8) f I 3457 & (53 %5 : RP-RC3028) 14 [
B MASE A 7l s Fe’ A K] & (575 . BC5415) (FL
i Mo I CLDHD 76 P 4G I 1 & (585 . BC0685) (4%
JoEH K (GSH) 7K -4 38 ) & (55 . BC1175) (N
fiE (MDA 7K iz il 2 35 85 (5% %5 . BC0025) Fl i 1 4R
(ROSKIMIR ] £ (525 . CA1410) ¥y [ o [H &K 3%
Ky Trizol W A 3¢ E Invitrogen 2 F) ; miR-
NA #5543 F) & . miR-486-5P #E42l #) (miR-486-5P
mimic) , miR-486-5P # il #) [ Pk %F B8 (miR-486-5P
mimic NC) , miR-486-5P #1Jl il #) (miR-486-5P inhibi-
tor) .\ miR-486-5P 1 il ¥ [ 7 Xf 8 (miR-486-5P in-
hibitor NO#JW A P E IR & 5 RAYREARA
7 s GAPDH $Hifk (185 :ab9845) 9 [ 3£ [ Abcam 24
A s HRP Z5 & 1 29 1gG Lk (525 . AS014) I
mTOR Hilk (525 . A11355) 1 (4 o [ 290 % 1 %8 5
YR A BR A F; GPX4 (58 5. ET1706-45)
SLC7A1l (%% 5. HA721868) Ff1 ACSL4A (4% 5.
ET7111-43)$uiR B0 [ v B 42 % £ Y8 | Ake Pifk
Feme [q b E A YA ] P-Akt (525 2965) B Ak I
H3EE CST A#; P-mTOR (5] 5. 67778-1-1g) ¥ 1k
WA A E N = A E] B ECL B W (RS
BL520B) g A Hh E H & F] .

1.3 LKk

1.3.1 4k 5B B H9c2 O L2 7E &
F5e a5 75 5 (B B DMEM A+ 10 % A 48 %) 9 T25
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REFMih e T 37 C.5%CO, ¥FEFHEI. 4 3 Kik
W1 VR G2 MK 2] 80 %~ 90 Y6 Rl A AR Bl B L ik
TR — R PR . 2 T SE 50 1 1 38 I CoCl, ¥
(600 pmol/ L) B LAk 27 Bl 40 3R 55, i fif 35 55 B 2 4.
PBS {51k 2 %K. CoCl, Zb# 16 h J& ., #3® (ff A&
CoCl, MRFFHL) ARG FRFH TR FE 4 h,

1.3.2 A% 55H BT ECH i 2 < 10°
BT 6 LR T I E 24 h, % miR-186-5P mimic
NC.miR-486-5P mimic.miR-486-5P inhibitor NC #
miR-486-5P inhibitor # M LiPofecta mine™ 3000 &
) T Y O VR TR YL .24 h 5 #EAT H/R AT )
Sic 4 H/R + miR-486-5P mimic NC 4. H/R +
miR-486-5P mimic 4. H/R + miR-486-5P inhibitor
NC 4 . H/R + miR-486-5P inhibitor 41, 7£ DMEM
I SR G 40 RV g X BR AL, A0 H/R AL ERAE K
H/R 4.,

1.3.3  SEWF 98O0 a0 i ok A B Y (gRT-
PCR; il miR-486-5P ik JiMA 1 mL Trizol ¥
BB P A RNA,12 000 r/min B> 5 min,
R RWEWL A 200 pL S5 RIZIIR S 15 s E K
5 min J5,12 000 r/min &L 15 min, %% FiE#R ,
A SN EER 2], 12 000 r/min &0 5 min, 7 L,
A 75 % W JCoK S BEHEAT VR U HAS T 5 HE AT 16 5
S R B 518 FRE &L 22 SR A X R
KK, S1WFE S IR . miR-486-5P 1E [6] 51 ¥ 5'-
GCGGCGGTCCTGTACTGAGCTGC-3', & Il 5] ¥y
5-ATCCAGTGCAGGGTCCGAGG-3";U6 iF [ 5] ¥y
5'-CGCTTCGGCAGCACATATAC-3', I 5% 5'-
TTCACGAATTTGCGTGTCATC-3',

1.3.4 CCK-8 LA M4 is S # 96 fL Ak L 42 Fp
AbF XA K B B A L FE R O 1< 10" R AL B
F2 24 h JG M 1. 3. 2 sv vk b AT Ab B . b PR 2K
Ja . FE BB F 5L, FH PBS Wk Wik, S5 & fL A
100 pl CCK-8 TAEMW  1E 37 “CHFRA ML 3% 2 h
Joi o A B AR A A2 % K 450 nm Ak B4 W O B Sk
AN IE 77, FF 1T 58 240 ML A7 %

1.3.5 LDHEMEMZE K Hc2 4iiELL 210" 4~/
LA T 6 FLAR. 4% Bk 3] 70% J5 . AR 48
1.3, 2 Zr 2l AL FR AN A, Ak B 25 o S W B 40 i 3 L 1
FH LDH 3 MR D 3 70 &, #e B8 U B 5 O ik 7] O 2
FT AR RN AR IS o T s S0 52 45 L WO B2 1 L A6 0
£ 450 nm., MO E(E A LDH i #:.

1.3.6 2, 7-"H A% E W (DCFH-DA)
DECHRET AR A AL AN ML Y ROS /KF B 7 X 5K
AR IR T 6 LR . gl Bk E] 70%
JELTE R 1302 ATl b B, S AIHR R
DMEM & ¥t 3 i . & FL A DMEM #£ 8 1 : 1 000
LB B DCFH-DA 41 1 mL.37 CH: =AM T
20 min, % & 45 % )5 7 DMEM K 20 it vk 3 i , 78

56 WA TSI R . R Image J AR BT H
SR OOGER L a6 96 5R BE IR 4 i ROS K
L R 0 % O TR B R R, D) 3R R 4l i ROS UK R
.

1.3.7 F &40 MDA .GSH  Fe*" /K
TBUA 78 X6 5 A K 3 0 20 L 2 B 1 6 L AR v AN i
KEN 70% )5 HE R 1.3, 2 AT oAb EE, Wb PSSR
A AT L e BRI K AR B U B AT S K R AE L
S 20 i b MDA GSH  Fe? ' /K,

1.3.8  JC-1 ¥4 I 4% 41 40 M 7 £ R 1A T e fir
(MMP)  BUAb 7 X6 5504 4 300 09 40 it 322 Fh F 6 fL AR
AN AR 7005 L H AR 1. 3. 2 AT e L Ah B
FEERIERE R PBS WM 1 I BALIMA 1 mL 58
A FEEM 1 mL JC-1 Je 8 TAEW . 1R 21,37 C
B RAEE 20 min, WEESSHRIE, WER B, JC-1
P G2 R (1 O VEW 2 LM 2 mL 58 & 85 5%
BETOC R B T WA IF . A Image J 84T
I AT LT RIS (A9 G5R E , IF LUZT 8 5 S 0 98 6 i i
B LB 3T A MMP, L {8 B K, 3% 7R 240 il MMP
.

1.3.9 Western blot £ i 4k %8 1= K i #% #H ¢ 25
B FERT B K WA 4 i 32 AP T 10 em K5 3% ML
LB 2X10° AERE SR, 40 M % BE AR 70% )
FRIR1. 3. 2 b FRANML . ¥ IHEE 57 56, ] PBS g Uk 2
U W K AR 7K 43 T A 400 i 2 g 3 . R 40 it ) )
FEor G E JHS JEAE 4 CCF 12 000X g B 10
min, B LW, # BCA U6 B 45 #F 17 8 1 Wk o &,
95 “C il /K 2 Wk 2 728 P 10 min, SDS-PAGE %t i
ML UK AY B8 )5, 5% 3] PVDF JE |, ] TBST ¥k 3 k4
FH R 3 B P BB 5 min, B4R B S 0 — P .
GPX4(1 : 10 000), ACSL4 (1 = 5 000),SLC7A11
(1:1000),Akt(1 1 000),mTOR(1 : 1 000),P-
Akt(1: 2 000) ., P-mTORC(I : 3 000),GAPDH (1 :
10 000) .4 CHHF LR ., F TBST ¥ 3 K. Ak 10
min, IIA HRP #7iC B — 5t 1gG (1 : 10 000) F = |
WFE 1 h, {50k 2 KOG R 7R 1k 2 B O KR
ARG FBOL A E A & H Image ] BT H & 4
WK EE, YL P-Akt 5 Akt.P-mTOR 5 mTOR
TR BEAH A 43 5 2 78 Akt.mTOR (#4985 12 1k K F 5
SLC7A11.GPX4 fl ACSL4 5% GAPDH JK Ji i
Fb A 4331 2 7R HK

1.4 %Sit=a3 R GraPhPad Prism8. 0 48314k
PTG B . A5G IE A A R R DL« £
Fon A LR ¢ K50, Z 41 0H iR R &R
I, P<<0.05 HESHS 5L,

2 &% R

2.1 W4 miR-486-5P M X £k K F i I
Al H/R 44 miR-486-5P X} # 35 /K V43 5] 4 0. 98+
0.05.,0.4240. 01; 5 X} FEH A kb, H/R 4 miR-486-
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5P X 2R E KT i 3 R R (P <<0. 05),

2.2 miR-486-5P X} H/R i H9c2 4 Mu i J1 152
M S XFRRLE FE e, H/R ZH 40 36 1 B B IR (P <
0.05); 5 H/R + miR-486-5P mimic NC 21 #f b,
H/R-+miR-486-5P mimic 2140 f % 71 B & Th i (P <<
0.05);5 H/R+ miR-486-5P inhibitor NC #H #{ kb,
H/R+ miR-486-5P inhibitor ZH 4l Jfl & 77 Wb & B¢ ik
(P<<0.05), L1,

*1 miR-486-5P X H/R #45 HOc2 4 B iE 5184
B0 (x+s,%)

21 5 n LS S

Xf HR2H 6 100. 0040. 00
H/R 4 6 43.0541.01°
H/R+ miR-486-5P mimic NC £ 6 42,1341, 22°
H/R~+miR-486-5P mimic 21 6 78.22+1.58"
H/R~+miR-486-5P inhibitor NC 41 6 35.55+1. 17"
H/R+ miR-486-5P inhibitor 41 6 12.62+0.08°

LGB R, P<<0.05; 5 H/R+ miR-486-5P mimic NC 21
W& ,"P <<0. 05; 5 H/R+ miR-486-5P inhibitor NC 4 H 4 ,°P <
0.05,

2.3 miR-486-5P X H/R #ifi H9c2 48 LDH 3% ¥
RIS SRR e, H/R 4 LDH i 87 &
(P<<0.05); 5 H/R+ miR-486-5P mimic NC #H #H
o, H/R+ miR-486-5P mimic 41 LDH % 7 B & [ A%
(P<C0.05);5 H/R+ miR-486-5P inhibitor NC 41 #f
It., H/R+ miR-486-5P inhibitor 41 LDH & ¥t & & F+
E(P<0.05), W2,

2.4 miR-486-5P X} H/R #if5 HO9c2 4l g ROS /KF
RIS SXFIRA . H/R 4 ROS K & T =
(P<<0.05); 5 H/R+ miR-486-5P mimic NC £ #f
., H/R+ miR-486-5P mimic 2 ROS 7K ¥ B & &A%
(P<<0.05);5 H/R+ miR-486-5P inhibitor NC 4 #H
It . H/R+ miR-486-5P inhibitor 41 ROS 7K F i & F
F(P<C0.05), W% 3,

2.5 miR-486-5P X} H/R #i{5 H9¢2 4 fi MDA,
GSH.Fe’" KF Ry m 5 x4l b, H/R 41
MDA \Fe*" 7K -8 &t R (P <<0. 05) , GSH 7K - [ A%

(P<C0.05); 5 H/R+ miR-486-5P mimic NC #i tf
. H/R + miR-486-5P mimic 41 MDA . Fe*" 7k 3 B
FEAL(P<C0. 05) . GSH /KT (P<<0.05) 35 H/
R+ miR-486-5P inhibitor NC #H #H ., H/R + miR-
486-5P inhibitor 24l MDA, Fe*" /K F I 2 F} & (P <<
0.05) , GSH 7K F-F# Ak (P <<0.05) . L3k 4,

2.6 miR-486-5P X H/R #i45 H9c2 40t MMP [
w54 R, H/R 40 MMP B i F R (P <
0.05); 5 H/R + miR-486-5P mimic NC 2 #f It ,
H/R+miR-486-5P mimic 21 MMP B & J} &5 (P <<
0.05); 5 H/R+ miR-486-5P inhibitor NC Zi ff [t .
H/R+miR-486-5P inhibitor i MMP B i F& A (P <<
0.05), WFE>5,

x2 miR-486-5P X H/R #i5 H9c2 4fa LDH
EMHEM (2 +s,U/mL)

21 51 n LDH 3 %

X 4 3 97.60+1. 27
H/R 4 3 232,502, 44"
H/R+miR-486-5P mimic NC 41 3 224,603, 46
H/R+miR-486-5P mimic 41 3 161.70412. 08"
H/R~+miR-486-5P inhibitor NC £l 3 232.20+2.02°
H/R+ miR-486-5P inhibitor £ 3 308. 50413, 83¢

05X IR # . P<<0. 053 5 H/R~+miR-486-5P mimic NC 1
H#,"P <<0. 05; 5 H/R + miR-486-5P inhibitor NC 41 H #,°P <<
0.05,

%3 miR-486-5P X H/R #15 H9c2 4 ROS
KFEHI R (2 +)

20 51 n ROS

X R 20 3 14.13+1.18

H/R 4 3 51.8143.32"
H/R+miR-486-5P mimic NC 4 3 53.0541.70"
H/R+miR-486-5P mimic 2 3 28.33+2.93"
H/R-+miR-486-5P inhibitor NC £ 3 58.57+2.97"
H/R-+miR-486-5P inhibitor 41 3 78.5947.00°

G BRI, P<<0. 053 5 H/R+ miR-486-5P mimic NC 41
W #,"P <<0. 05; 5 H/R + miR-486-5P inhibitor NC 4 It %% ,°P <<
0.05,

x4 miR-486-5P X H/R #2145 HOc2 4 MDA GSH . Fe* " K EH &M (= +5)

2150 n MDA (nmol/10° cell) GSH(pg/10° celD Fe’" (umol/10° celD)
popistis 3 0.75+0. 13.1540. 14 0.25+0.12
H/R 4 3 1.45+0. 8. 1140, 60 0.9340.17"
H/R+miR-486-5P mimic NC 21 3 1.41=40. 8.19+0. 63" 0.8740. 14
H/R+miR-486-5P mimic 41 3 0.610. 10.7340. 39" 0.2140.15"
H/R~+miR-486-5P inhibitor NC 2 3 1.444+0. 7.9340. 45 0.89+0. 16"
H/R-+ miR-486-5P inhibitor 41 3 2. 060, 6.0520.60° 1.44+1.21°

U S X R4 AR, P<<0. 0555 H/R+ miR-486-5P mimic NC #H L%, P<C0. 05; 5 H/R+ miR-486-5P inhibitor NC £ F# ,“P<<0. 05,
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E R i
%5 miR-486-5P X H/R #if5 H9c2 48 MMP
BRI (2 £ )

2531 n MMP

Xf IR ZH 3 3.397£0.02
H/R #H 3 0.45+0.01"
H/R+miR-486-5P mimic NC #i 3 0.46+0. 03"
H/R+ miR-486-5P mimic 41 3 3.064-0.36"
H/R+ miR-486-5P inhibitor NC #{ 3 0.4740.01°
H/R~+miR-486-5P inhibitor 41 3 0.05+0.01°

05X IR %, P<<0. 0555 H/R+ miR-486-5P mimic NC 41
% ,"P <<0. 05; 5 H/R + miR-486-5P inhibitor NC 41 I % ,°P <
0.05,

A
e

B C D E F

SLC7A11

GPX4

ASCL4

GAPDH

2.7 miR-486-5P il i Akt/mTOR 5@ %2 5
H/RESHOHULA Mg IE T SXFI4 e, H/R
41 ACSLA & 1K F 8 & Ft /(P <<0. 05), GPX4,
SLC7A11.P-AKT #l P-mTOR /K ¥ B i F [ (P <
0.05), £if H/R &t # 5.5 H/R+ miR-486-5P
mimic NC 24 H, H/R + miR-486-5P mimic 241 AC-
SL4 #E H K &8 F B (P <<0. 05), GPX4,
SLC7A11,P-AKT . 1 P-mTOR /KW &+ 5 (P <
0. 05); 5 H/R-+ miR-486-5P inhibitor NC #H #
H/R+ miR-486-5P inhibitor 41 ACSL4 & 4 /K F B
WIHE (P<<0.05), GPX4, SLC7A11, P-AKT Al P-
mTOR KB B T (P<<0.05), 55K 1.2 6,

A B C D E

p—Akt

Akt

o
e ———

p—mTOR

mTOR

WA NI B A H/R 41.C & H/R+miR-486-5P mimic NC 41.D & H/R+ miR-486-5P mimic 41.E & H/R-+miR-486-5P inhibitor NC

241 ,F y H/R+miR-486-5P inhibitor 41 .

B 1 Western blot # kX T-RiBEBMBEXERRIE
x6 miR-486-5P X H/R #if5 H9c2 A AT RIBEHEEXELOKFENEZM (2 +5)
a5 i SLC7A11/ GPX4/ ACSL4/ p-Akt/ p-mTOR/
GAPDH GAPDH GAPDH Akt mTOR
X B4 3 0.86+0.04 0.78+0.04 0.44+0.03 1.2340.07 0.8340.01
H/R 4 3 0.4540.08" 0.5840.02° 0.66+0.08" 0.5640.06" 0.6740.04"
H/R+miR-486-5P mimic NC 4 3 0.5140.03" 0.6440.02" 0.6240.02" 0.6840.19" 0.6540. 04"
H/R+miR-486-5P mimic 41 3 0.7040.02" 0.8070. 04" 0.31240.09" 1.040. 10" 0.8120. 06"
H/R+miR-486-5P inhibitor NC 41 3 0.4240.06" 0.5740.06" 0.7040. 04" 0.7940. 05" 0.6840.03"
H/R+miR-486-5P inhibitor 41 3 0.2540.01°¢ 0.4240.04°¢ 0.8940.08° 0.3240.09° 0.5140.07°¢

E: 5 H/R+miR-486-5P mimic NC 4 F#," P<<0. 05; 5 H/R+ miR-486-5P inhibitor NC 41 F# . “ P<0. 05,
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miR J&F ¥ K B R 22 A8 A IR B oA 4k I g i
RNA il 55035 3" 9E 8 1E X (UTR) 245 4 5k
] T HE L 1 kY . miR-486-5P & —Ff Z Wi fig
miRNA, B R ZE 5 I id JLIF A2 b gk 8. A R &
P2 5 98 1 2 B 1 B I A AR A 20 M O T A o
AR BT R I R IR Y S 5 R
TORYPETT Y ARSI A R R L S X LA L H/R
2 miR-486-5P #H Xt & ik /K F0H B B K: 5 H/R+
miR-486-5P mimic NC 4 #H Ik, H/R + miR-486-5P
mimic 440 M0 1% 71 7FE . LDH 3% 7 .MDA . Fe*" \.ROS
il MMP J ACSLA 7K “F F& ik, GSH J& GPX4
SLC7ALL K FE4 s i 5 H/R+ miR-486-5P inhibi-
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