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METTL14 i#id m6A BEAIEIE SIRT6 /it S KK
B 1% 2 MmO ALZA BE 1R {5 BIHL S 7 55

* B AT B ATERS
AR TEOERARFESH.Ha KT 410006

H E.H HKRATFTEASH8 14(METTLI4O) @ E N6-F KR Z9% (m6A) VAR KA EHEY BT
6(SIRT6) I~ F &4tk B w4 vk S Ul m i e b B3 2 (/RO BRAG 89 TTaeALH . FHiE A L@ 2 ACL6 @
Rk A AR AT %, M E p-METTL14 (p-METTL14 28) . p-METTL14/SIRT6 siRNA (p-METTL14/si-SITR6
28) . si-METTL14(si-METTL14 %8) & 2 B M3t B (p-NC METTL14 28 ,si-NC SITR6 28) 4% 4 2m g, 5F R A &
TRABAR B (qPCR) 2l & 28 248 fo 7 METTL14,SIRT6 & 2 K F, ¥R T Kkik#) p METTL14 28, p-
METTL14/SIRT6 siRNA 8 & p-NC 28 28 L 4 T 5 & (37 C.5%CO,. 92% N, . 3% 0, % F 21 /& &
BT CHFEFRBEFERIDERFS NS LA I/R+pMETTL14 8. 1/R+p-METTL14/si-SIRT6 28 .1/R+
p-NC 28, ¥ s 8./ H R332 5eh ACL6 @afeit A /R 4, RT3 69 ACI6 mieit h = a4, KA RNA ¥
FAC %97 IR F AR (MeRIP)-qPCR # @ METTL14 2+ SITR6 m6A & & 2 & 64 % vf , 55 A 20 I3+ 30X 7 -8
(CCK-8) Fm il X, @ oA AE ] &40 ACL6 2@ feL ey sm B3 78 /K T B A = &, R A L F R /IR B K 95 % 6 M ARIT
EEMRA ML IR A EKT ;&G % &% (Western blot) 4 &40 ACL16 4a e+ B £ 47 &4 (LC3)
I/0.8%48%%H 1(Beclin-1).p62.Caspase-3.B # @ feJ5-2 * B X & G (bax) .B #k & 48} % -2 (Bcl-2)
FORENKRF, R si-METTL14/anti-m6A 28 45 SITR6 m6A+4a3tE £42E 4 0.414+0. 11 4K T si-NC
anti-m6A 2189 0.92+0. 13, ZFH A% FEL(P<0.05); 5 FGAkE,I/R A4 [/R+pNC 4 ACL6
R e sm e %& 5 Bel-2 . LC3 1l / | .Beclin-1.,p62 & & & ik /K -F B 4&, 40 B B — % | Bax,Caspase-3 & & & ik K -F 5
B EFHAGTFEL(P<<0.05), 5 I/R+p-NC A4 ,1/R+p-METTLI14 28 AC16 2 e b) tm e & 7 .
Bel-2 & K-F.LC31 /1 .Beclin-1.p62 & A &, @M = % Bax.Caspase-3 H O R A KFBRIK, £2FH A
%4t FEFL(P<<0.05), 5 I/R+p-METTL14 284, 1/R+ p-METTL/si-SIRT6 #8485 2m i, 7& # . Bel-2,LC3
Il / I .Beclin-1.p62 & & & & K-F Ak, a8 = %  Bax,Caspase-3 EOREXAKFA G, ZFH AL FEL
(P<<0.05); o E AR ELELERE R, I/RAF I/R+p-NC e P R ERERELTRER, EH
RFEEA R LR I/REp-METTLIA AmAe P oI X ERERREBKRERY -2 RE LA, 2EEKERE
F AT/ R+ p-METTL14/si-SIRT6 28 tm L oF & ARk G M AR RBE R ER — A2 EI &, &1 METTLI4
b 4% 18 i m6A T AEAAE A A8 SIRT6 69 mRNA L3 Mlgm il 69 &R B 7, R4 R E S L i 1/R 445,
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Mechanism of METTL14 affecting IR injury of cardiomyocytes by m6A methylation
regulating SIRT6-mediated mitochondrial autophagy
HUANG Min ,HE Juan,HE Xiubo®
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Abstract: Objective To explore the possible mechanism of methyltransferase 14 (METTL14) affecting
ischemia/reperfusion (I/R) injury of cardiomyocytes by N6-methyladenine (m6A) methylation regulating si-
lent information regulator 6 (SIRT6)-mediated mitochondrial autophagy. Methods Human cardiomyocytes
AC16 cells were selected as the research objects to construct cells transfected with p-METTL14 (p-METTL14
group) ,p-METTL14/SIRT6 siRNA (p-METTL14/si-SITR6 group) ,si-METTL14 (si-METTL14 group) and
their negative controls (p-NC METTL14 group,si-NC SIRT6 group). The expression levels of METTL14 and
SIRT6 in different groups were detected by quantitative polymerase chain reaction (qPCR). The cells with sta-
ble expression in p-METTL14 group, p-METTL14/SIRT6 siRNA group and p-NC group were treated with
hypoxia (incubation under 37 C,5%CO,,92%N, and 3% O, for 21 h) and reoxygenation (culture in 37 ‘C
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normal oxygen environment for 3 h),and then the above cells were included into I/R+p-METTL14 group,1/
R+p-METTL14/si-SIRT6 group and I/R-+p-NC group respectively. AC16 cells treated with hypoxia/reoxy-
genation were enrolled as I/R group.while AC16 cells without any treatment were enrolled as blank group.
The enrichment degree of METTL14 for SITR6 m6A was detected by methylated RNA immunoprecipitation
(MeRIP)-qPCR. The proliferation level and apoptosis rate of AC16 cells were detected by cell counting kit-8
(CCK-8) and flow cytometry. The mitochondrial autophagy level was observed by immunofluorescence doub-
le-labeling staining. The expression levels of autophagy marker (LC3) I /I ,Beclin-1,p62,Caspase-3,B lym-
phooma-2-associated X protein (bax) and B-cell lymphoma-2 (Bcl-2) proteins in AC16 cells were detected by
Western blot. Results The relative enrichment degree of SITR6 m6A ™ in si-METTL14 anti-m6A group was
lower than that in si-NC anti-m6A group [0.4140.11 vs (0. 92+0.13), P <C0. 05]. Compared with those in
the bland group, AC16 cells activity, expression levels of Bel-2, LC3 [l / I , Beclin-1 and p62 proteins de-
creased, while apoptosis rate and expression levels of Bax and Caspase-3 proteins increased in I/R group and 1/
R+ p-NC group (P <C0.05). Compared with I/R-+ P-NC group, AC16 cells activity, expression levels of Bcl-
2,LC3 11/ 1 ., Beclin-1 and p62 proteins increased, while apoptosis rate and expression levels of Bax and
Caspase-3 proteins decreased in I/R -+ p-METTL14 group (P <C0. 05). Compared with I/R + p-METTL14
group, AC16 cells activity, expression levels of Bel-2, LC3 Il / I , Beclin-1 and p62 proteins decreased, while
cells apoptosis rate and expression levels of Bax and Caspase-3 proteins increased in I/R -+ p-METTL/si-
SIRT6 group (P<C0. 05). The results of immunofluorescence double-labeling staining showed that expression
of mitochondrial activity decreased significantly, while lysosome activity increased significantly in I/R group
and I/R-+p-NC group. The mitochondrial activity and lysosome activity up-regulated to a certain extent in I/R
+p-METTL14 group, but the expression of mitochondrial activity lower. Mitochondrial activity decreased,
while lysosomal activity increased to a certain extent in I/R+ p-METTL14/si-SIRT6 group. Conclusion
METTL14 can stabilize SIRT6 mRNA and promote mitochondrial autophagy of cardiomyocytes by m6A
methylation,and finally improve I/R injury of cardiomyocytes.

mitochondrial autophagy; m6A methylation; si-
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O IUASE BE J2: F5 PR 368 bR 2 bk Hh 0 2 1k B 28 5 800
JULIR I A TR 26 A 2 P i, T s IE S RE 2 R . 0
AR B O UL 9 2 R R R R T AR T
ERERE L B TR R S B I RE 2 AN, &k
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B o 1/R 00 A 52 Z2 FhAk BOHL A AT L E H A
DL /R 3465 0 43 F 22 0 2 B 40 22 LT oK 58 &
BT, m6A B TE AT S R I A8 B A A Y
YEHT . N6- T 358 I I 14 (m6 A) B JE Ak B8 6% i 1 22 T il
5 RNA 5 A LB 25 B3 A ad 72 ok i el A8
RNA (5 5E P P8 42 M 56 6 1 RNA £k, i3t
RN 14 (METTL14) &2 m6A H L LB EH Z
— WA SE B Bk METTL14 G845 45 Wntl/p-
Catenin {5 538 I 9 CHE TE 1 32 35, i 62 .0 LR
A AT AR O L T/R 45405 & HE AR T 8
farFpag 2 el 3% oML /R MG T ZiE— 208, A
MW 2 A A ) 4 R A0 B N R AR A B P 3R B AR
SE 1) T AR AL, SR A 1 e W) R & A AR kAR
B4 240 B 1 ek R L s WL i B B R P B B v 2k

LA W AL S [ (L — BN Ok 38000 R R kA
KT 2% /R 405 B T . LB R
AT 6 (SIRT6) 42— H A o 40 Mok i Jit e v — 4%
TR -+ MO 1 21 B 1 25 Tk Ak T L 4 O I 55 5 9 v el AR
S S R TR NI T R N U3 T R TR BT u
m6A £ W o B B R 3 B R R & B, SIRT6 2
METTLI14 455 m6A Bl ¥E LK 22—, K ik, A BF
FERLEBALO UL & ACL6 40tk WAk 5E X 4, 8
i ik METTL14 K #] SIRT6 3 ik, DL
METTLI14 i#i & m6A HHAL % SIRT6 760 AL I/R
P43 3 B b i AT RBAE FH AL, LR E N R .

1 MRE5RZE

L1 ZifEskiE AL R ACL6 40 i kR G &
5 A3137) R i A A W BB A R A AR L 7E
T 0% M4 A 1% E % E-5E % K 19 DMEM
B g 3 RAER 37 C 5% CO, BB FRM 5. e
2~3 d B0 1 W T a8k .

1.2 U 5iK5F]  Agilent NovoCyte i 2 2 it {2 Ity
H 2 [H agilent 22 #] , SpectraMax Gemini XPS i F1{%
g [ 35 E Molecular Devices 2 8] ; %¢ 6 & 58 (mi-
cropublisher 3. 3RTV) Il { AR E B 28 . DMEM
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R34 s BCA E A 2 =ik & | Trizol i3
& E R G EE RN (-PCRO K I i 7] & ¥ W A
Thermo Fisher Scientific 23 7 ; m6A B4 MK &
5 A 2% E Epigentek 22 F]; FHPEXT I METTL14 o 3%
K FRL (p-NC METTL14) . METTL14 33 3 ik Fi ki
(p-METTL14) , B 4 %+ B8 siRNA METTL14 S %i
(sitNC METTLI14), METTLI14 siRNA J& K. (si-
METTL14) . B ¥ % B siRNA SIRT6 Jit 7 (si-NC
SIRT6) .SIRT6 siRNA Jii #i (si-SIRT6) ¥4 Z 4% I g
HEl i K FH R A R A A A IR F; Lipo-
fectamine3000 40 g %% 4L i 7 W) H € E Invitrogen 2
HRPIANBA ARG (LCH T/, HWEA LN 1
(Beclin-1), p62, ¢ Mt & R K & & R & A 3
(Caspase-3) B kL4 ffdgeg-2 =k X & H (bax) B ik
EL 4 ffl 9% -2 (Bel-2) . GAPDH — %114 [ 26 E Santa
Cruz 22w s 41T B0 7] &-8 (CCK-8) I { b 5 3L 55
FERME A PR F) s Annexin V-FITC/PT X4 41 ffd 94 1
o 3 ) 65 0 E b E LA A BRA

1.3 i

1.3.1 4nMEsEye & /R Ab B B4 K & 050 e
ACI16 40, 735 40 i 76 40 i 5 35 pl BB K 24 h s
ACL6 #EAT 2 Fh 40 M 5% v, 55 1 FhoiE Qe 15 00 . B p-
METTL14, p-NC METTL14, p-METTL14 + si-
SIRT6 Jiki 2 4k J si-NC SIRT6 43 9l 5% 4t & AC16
400, 4 9138 8 p-METTL14 4. p-NC METTL14
4 .p-METTLI14/si-SITR6 4 ., si-NC SIRT6 4 ; 45 2
Pl e i it . si METTL14.si-NC METTL14 4%
Heyus ACL16 AL, 43 51c o si-METTL14 41, si-NC
METTL14 £ ; 2 F 40 A 5% G2 17 0 247 [ i 15 i %o B 2
AN 40 6 27 e A ) o 43 50 i 48 R X B, e o KT
M e merrin ~ IR vierria s ~ XF B A oxe sivrs
X‘_Jlﬁﬁéﬂsi METTL14 \X‘Tﬁﬁéﬂsi NC METTL14 v%glé 48 h )51%%/%
R A B )V (qPCR) 8 4F METTL14,SIRT6 #
k. ¥ p-NC #H.p-METTL14 4. p-METTLI14/si-
SITR6 419 AC16 4 g 7 B 4 (37 C 5% CO,.92%
N, 3% 0, HiFF 21 h) /HHE (37 CH AL P37
3 h) SR R FR DA ST A T/ R B RS K L i 44
# 1I/R+ p-NC #H.1/R+ pMETTL14 #H.1/R + p-
METTL14/si-SIRT6 4H . ¥ $ 5/ & A 15 7= 19 AC16
fEIC A I/R 4, AT AL FR ) ACL6 4 it id S 25
4,

1.3.2 RNA HEAb e LT 5E £ R (MeRIP)-qPCR
BRI METTL14 % SITR6 m6A & 4 & 1Y 5%
) 2K H Trizol 3% # B si-METTL14 4. si-NC
METTL14 21 AC16 4Hjifi 1) & RNA J5 i PolyA
mRNA 44k i) & % A7 42 40, 8 1 bR ol A
243 (AB) K m6A Bk 1gG Bt M43 H i fin 2= Fe g
W, 5EAE A/G BT 1 h ¥ ikE

[ 2 il BR-Bo AR 52 6 W e i SR T UE 28 v o3 A
A.B mRNA # 5 H I3+ F 4 CEE 7. Pk i 22 o
W ARkAF pulldown M5 2] &4 m6A H I Ak A& i 11
ABE B H 4 9190 A si-NC/anti-m6A 4H . si-MET-
TL14/anti-m6A #H. si-NC/anti-IgG 2H. si-MET-
TL14/anti-1gG 20, ff FH AR -5 05 0 i 45 v B i A7 4
b FEAH ] qPCR #53) SIRT6 ik, L Bractin BN =
FH

1.3.3 CCK8 kil 4 fu 3% 1 ¥ = 4l 1I/R 4.
I/R+pNC 4H.1/R+ p-METTL14 #4H.1/R+ p-MET-
TL14/si-SIRT6 41 AC16 4 LA & 5107 40/ fLi%
BT 96 fLAR . R B 1% 8 25 (AL B 3R 48, e ai it , 4E
K 48 h JG LI A 10 pl CCK-8 ¥ . Ak L H 4 h,
FHEFRAY 450 nm B K M W 6 BE CAD {E, 41 B 16 )
D0 =Agpm — Asan)/ A — Auspn ) X100%
1.3.4 4040 f i T Kras 4L T/R
H.1/R+ p-NC 4H.1/R+ p-METTL14 #4H.1/R+ p-
METTL14/si-SIRT6 41 AC16 4 g L 2 X 10° 4~/#
WM E 6 fL AR, FF 40 BE S ZEE R 37 °C 5%
CO, MR T P Ak 1E 35 24 hoUREELNHL L LA 2 000 1/
min .0 5 min J& . B Buffer B2 40, R )5 7F
WS4 F A Annexin V-FITC/PI i & hik F) .
KI5 min Ji R B 2 40 AR T 40 it 9 T
1.3.5  ZR0 A/ Tl A B 38 20 O XU 10 7 G €8 il
YRR B WK A 4 1/R 4. 1/R+p-NC
H.1/R + p-METTL14 #4.1/R + p-METTLI14/si-
SIRT6 2 AC16 4 e Fh = 6 fLAk L. B 5% 48 h 5 &
B 55 IR A 50 nmol/L ) Lyso-Tracker Red 4%}
J& .37 CTF#EEYe a1 h, B AR £h 28 v il (PBS) LUk 2
WG s A Hoechst 33342 4% ¥ 8 6 & 4% 20 min,
PBS 15 Ve T4 )5 R H 3O S0 31 45 W f0Be F A7 %%
Mito-Tracker green 4% 0 2f B¢ [f] Lyso-Tracker Red
et BOCIE R BB WS K A e o /] Rt
Ta It

1.3.6 M BN i (Western blot) K0 ## 1= A
AWEAH G AR WEE HAH /R A T/R+
p-NC 41 .I/R+p-METTL14 41 .I/R+ p-METTL14/
si-SIRT6 41 AC16 4 A, 28 40 ff Bl e L VK I 24 f# 10
min, Ll 4 °C .12 000 g &.0> FTE.L> 5 min, REHL)E
B CE TR O L IEE S Western blot
FESh L SR Bradford 35 I 4% 2H 40 ig 25 (1 2% 15 K °F,
50 pg BEFIMERN LS TE,70 V fEEHEJK 1.5 h,
FELL 100 V EIK B B RN % 5 mm, 0 B &E 1
ZfH L 200 mA R HE E R MW L% (PVDEF) i,
SRIG BT & 5 WMUIR R Y PBS v &t b i 2 iR B 1A 2
h, e )5 im A% $it A LC3 1 /11, Beclin-1, p62,
Caspase-3.bax.Bcl-2.GAPDH(1 : 1 00004 “Ci¢F i
R Ve I SO i Ak W W b i 9 Ll 2R P e —
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Pr(l: 2 000)HFHE 1 hofb2F B R I EE R R X
FREBEAFTEBG. o EIRENRS GAPDH H A4
WK A .

1.4 Ziit2gab3 R SPSS22. 0 48 4k i 47 %k
s 30 N Ge 1t oy M. A G IR A 3 A By T i % ORE D
xts Fox, ZUE R SR R 7 22 90 07, Z 414
I LR A LSD-: K5, DL P<<0.05 A ZERAH
GiitsE L,

2 % R

2.1 EEE R BIE pMETTL14 41 f1 p-
METTL14/si-SITR6 2 AC16 #fjgtf METTL14 4
XF kK439 4. 7540, 38,4, 2640. 37, & T
YRR, verre A1 p-NC METTL14 1% 1. 00+0. 03,
1.01+0. 05, Z 5 H G #E L (P<0.05);p
METTL14/si-SITR6 #H AC16 Zf i v SITR6 #H X%+ 5%
KK 0,24 0. 03 1K F X B, v siwrs ~ P
NC METTLI14 4. si-NC SIRT6 40 1% 1.004 0. 02,
1.0140.02.,0.99+0. 01, 2R HFHITHE X (P<
0.05);si-METTL14 20 AC16 48 ffivh METTL14 #H
XFFRIB KR 0,180, 04 K T X B4 vy, AT si-
NC SIRT6 4HAY 1. 01+£0.04.1. 004+0. 06, Z R HFH
it 2f i (P <<0.05),

2.2 METTLI14 %} SITR6 m6A & & F2 B 1Y 5 m
si-METTL14/anti-m6A 20 #J SITR6 m6A + A X} &
ERREN 0.41+£0. 11,8 F si-NC/anti-m6A 41 Ay
0.9240. 13, Z R A I E L (P<T0.05) ;1 si-

METTL14/anti-1gG 4 . si-NC/anti-IgG 4 ¥ SITR6
m6A + FHXF 5 HE R Bk 0. 22 +0.05,0.21+
0.04,ZR LG IHFERE XL (P>0.05),

2.3 METTLI14 4% SIRT6 %} I/R 0> JUL4H M 3% 189
2 I/R 4. 1/R-+p-NC 4 AC16 4069 4 i vh 51
) (49,5245, 63) % (50. 494, 96) %, ¥IEF
A 95, 41 3. 42)% . E R WA ST % E X
(P<<0.05), I/R+p-METTL14 4 .1I/R-+ p-MET-
TL/si-SIRT6 20 AC16 41 Mg /9 40 i 3% 11 2 5l ok
(84.166.12) % .(72.68+6.38) % . ¥ & T I/R+p-
NCH, Z7HH 5L (P<<0.05 ., I/R+p-
METTL/si-SIRT6 44 AC16 41 Ji i/ 40 Mo 3% S (% T 1/
R+ pMETTLI4 H, ZR YA HIT2EE L (P <
0.05),

2.4 METTL14 45 SIRT6 %F I/R O JULZH A 3 T (1)
o Has AR /R A/ I/R+p-NC 4 AC16
2 i B9 40 it 98 T 2% . Bax . Caspase-3 5 H % 5 /K E T+
s Bel-2 A RIKXAKFEMN, ZR W ASEITEE X
(P<C0.05), 5 I/R+p-NC A It#,1I/R+ p-MET-
TL14 4 . I/R+p-METTL/si-SIRT6 41 AC16 2 fifi 11
M T . Bax, Caspase-3 2 H 3K K FEAIL , Bel-2
B RIRIKCEF S, 22 R A Gt 22 B L (P<<0.05) ,
51/R+pMETTL14 4 H# ., I/R+ p-METTL/si-
SIRT6 40K AC16 £ i /) 240 i 8 T % . Bax.Caspase-3
HARIKIKET R Bel-2 HARBKFEM, 25
B FE L (P<<0.05), WFE 1,

*x1 £4H AC16 MR M AEE T R K Bel-2.Bax.Caspase-3 EBEHRIEZEKFELLE (x+5)

215 n ML TR V) Bel-2 Bax Caspase-3
ZEHH 6 4.51+1.05 1.12+0. 15 0.36+0. 09 0.35+0.05
I/R 4 6 12.39+2.25" 0.3940.07" 1.3940.25" 1.56-0.29"
I/R+p-NC 41 6 11.844+2.19" 0.414+0.09" 1.4340.21" 1.48-+0. 25"
I/R+p-METTL14 4 6 7.524+1.377 0.724+0.077 0.674+0.097 0.57+0.077
I/R+p-METTL14/si-SIRT6 41 6 9.68+1.38%% 0.63+0.06%% 0.78+0.127°¢ 0.73+0.08%%
F 21. 385 59. 884 47.915 56. 347

P <0.001 <0. 001 <0.001 <0. 001

e 4L, P<C0.05;45 I/R+p-NC 4t 4. " P<<0.05;5 I/R+p-METTL14 41 4. & P<<0. 05,

2.5 METTLI14 45 SIRT6 %F I/R 0> L4 it £ {4
R TS IR 52 M) B RE 56 o6 BURR 12 ¥ P 8 45 2R
MR S 25 AL P SO RS PR T AR T PRI 1/
R Z0A1 T/R+p-NC 41 4t il v G i 4435 1 3% 35 W] b
% ARG P & B8 T/R+p-METTL14 440 i
r Y 2R A T 1 R S A TS M A — R L
2L A PE R KB I/R + p-METTL14/si-SIRT6
2 A1 i v SR AR TR I R AIG A A S M — e R T
. WHE T,

2.6 METTLI14 4+ SIRT6 X} I/R .0 L0 M b [ W

MR AEBBM  Western blot £ I 45 5 WK .
Has A I/R A I/R+p-NC 41 AC16 41 LC3
Il /T .Beclin-1.p62 & 1 R LK, 2R WA 5%
T2 X (P<<0.05) ;5 I/R+p-NC 4 4, I/R+ p-
METTLI14 #.1/R+ p-METTL/si-SIRT6 2. AC16
MMy LC3 1/ 1 Beclin-1.p62 & H £ L /KFE T+ 5,

SWA G X (P <<0.05);5 I/R+ p-MET-
TL14 #H It %, 1/R+p-METTL/si-SIRT6 40 LC3 11 /
I \Beclin-1.,p62 & R E KRG, 22 R WA G2
X (P<0.05), W2,
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Merge Lyso—Tracker Red Mito-Traker Green
A -
B -
C -
D -
E -
HA N4 B AN I/RA;CHI/R+Ep-NCH ;DN I/R+p-METTL14 41;E N I/R+p-METTL/si-SIRT6 4,
B 1 Lo ML /8 B R 2 9% 7 St AR T i 5 2 40 T 48 Bl 2% L 4 B I 0K
x®2 &40 AC16 @B LC311/ [ Beclin-1.p62 E AN RIELLE (2 L5)
2H 5 n LC3M/ T Beclin-1 p62
EHU 6 0.78%£0.09 0.764-0.11 0.65%0.07
I/R4H 6 0.5440.05" 0.3940.05" 0.4740.09"
I/R+p-NC 4 6 0.5240.04" 0.4140.06" 0.484+0.08"
I/R+pMETTL14 41 6 0.96+0.107 1.1740. 147 1.09+0.137
I/R+p-METTL14/si-SIRT6 41 6 0.8240.087° 0.89-+0.12%¢ 0.73+0.09%¢
F 37.636 62. 920 45. 737
P <0.001 <0.001 <0. 001

FEL S . T P<0.05; 5 T/R+p-NC 4l 85, ¥ P<<0.05; 5 I/R+p-METTL14 41 45, © P<<0. 05,
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3 i+ i

H AT o7 45 S 0E 52, T/R #6045 02 S i 0 LA B8
I T S B0 LR A 4 2 s BRI L i A BE S Il I
PEE AR T/R 405 03250 5 Rtk B 58 5% — o B
HEFE B A SCHIL ) 2 B 2 TR AT iR 15 i pe 1 [ 8 2
— . BEE LR A W 00O B R R, O L A0 4k B
T HIZE TS AR RNA S s 4 50 00
/R 45345 AR DG HIL I i 22 9 i . (B T/R #0252 #2 1Y
S SAL A% hy 52 2% ¥5 B 22 i A0 L 1) B ) R T R
WL ist 15 22 PR 4 TR A & B m6A B B AL & i ik 2
A GEIE o O IL T/R 00 ) AR A DG HE R RNA
R PR T B 50 I R &L KR R
METTL14 J& writer iff B FF 3 4k 5% 8% ilg i i) — AP, 2
HEAL m6 A B4 % LR i S R T G s SIRT6 78 4 Jifd
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TEEBIET 1L-6/JAK2/STATS 15 S i 2 3t Bl 4
SR NRERITIEAMR

RZR )RR M RE R A R
AT P BB K 1L M2, =R A, T A HR R 056000

B E.HHN s> EFBRATa@ENE(L)-6/B R REM 2(JAK2) /5 # $F# FZHERT 3
(STAT3) 15 5 i@ B e Ml K X RARM X (MPP) /D Rg 7 Po9EA . Fixk 60 R REBEBENKFEESA
R (CK) 48 B A (ModeD 48 R B BRAR A 40 R BB & 7 40 K X8R & A & + Colivelin (JAK2 # & 7)) 48,
Fedratinib(JAK2 #p4) #1) 28, R A fo & 0 A Uk R 3h bk fo P 8 5 & (Pa0,) , = 848 5 /& (PaCO,) , 5f # H &
A3 HOD ;M A48 208 /F (W/D) o AE ; 5K 0 B BX % 9% 2R B X 36 46 ) A 48 48 P I 98 32 58 B F-a (TNF-a) |
IL-10.1L-18 K F ;& A F R4 (HE) 3 & YL 5T 20 22 9% 2 345 5 5 A R AL K 3% A7 36 (TUNEL) # & 4 ) Al
WRmMATHELRAZEGPE AN D AMAR T BREMILB-2 XK X &G (Bax) B #k & 0 feL j5-2
(Bel-2) 11-6 , B BR AC B R B it B 2(p-JAK2) /JAK2 B BRACAE 5 45 5 F & 45 & F 3(p-STAT3)/STAT3 %
ERERF, ER CKAVLKMARBELEMET ;5 CK 2 E, Model 20/ K A 40 2% 45 M 90 B4k s 3R, b
ik o PaCO, 2822 W/D ¥ fi, TNF-a & 11L-18 & F .8 & F, A & Bax,IL-6,p-JAK2/JAK2,p-STAT3/
STAT3 &G £k KFWP RZIF .3k ¥ PaO, Ol A Z A28 42 11-10 K F Bel-2 & & £ ik K-F 9 B B4, £
FH %t FE L (P<K0.05) ;5 Model 20045, 5F X BAK A 34 3 X 8% & 7 3 4 4 Fedratinib 41/ R A4 42
A& E, 3Bk PaCO, M2 W/D Wi, TNF-o & IL-18 & F . = %, 2 & Bax.IL-6.p-JAK2/
JAK2.p-STAT3/STATS3 % & % & KT 80 B BAK, 3y Bk 2 P PaO, Ol M2 4% 11-10 K F . Bel-2 & & & ik K F
PRI ZH.EFHARALRTFELP<0.05), ib HKEB TR MPP > S A R X 5 BB F= | f A o, &
EME R, TS A 1L-6/JAK2/STAT3 12 5@ %A %,

KPR KR EE; 1L-6/JAK2/STAT3I 5@ %; MEXILBRAEME; BHRE@mBEB-2;, HaAR
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Study on the therapeutic effect of pachymic acid on regulating IL-6/JAK2/STAT3
signaling pathway in rats with mycoplasma pneumoniae pneumonia”
ZHAO Zhihan' ,L1U Zhuo™" ,ZHAO Zheng® . ZHANG Liangliang® ] IN Zhao®
1. Department of Thoracic Surgery ;2. Department of Respiratory Medicine ,Western Area of
Handan Central Hospital s Handan , Hebei 056000, China

Abstract: Objective To analyze the role of pachymic acid in regulating the interleukin (I11.)-6/tyrosine ki-
nase 2 (JAK2)/signal transducer and activator of transcription 3 (STAT3) signaling pathway in the treatment
of Mycoplasma pneumoniae pneumonia (MPP) mice. Methods Sixty mice were randomly divided into control
(CK) group,model group,low-dose pachymic acid group,high-dose pachymic acid group,high-dose pachymic
acid+ Colivelin (JAK2 activator) group,and Fedratinib (JAK2 inhibitor) group according to a random number
table. Blood gas analyzer was used to detect in arterial blood partial pressure of oxygen (PaQ,) and partial
pressure of carbon dioxide (PaCQ,) and calculates oxygenation index (OI). The wet/dry (W/D) ratio of lung
tissue was detected. Enzyme linked immunosorbent assay was used to detect the levels of tumor necrosis fac-
tor-a (TNF-a),I1L-10 and IL.-18 in lung tissue. Hematoxylin-eosin (HE) staining was used to observe patho-
logical damage in lung tissue. Apoptosis in lung tissue cells was detected using in situ end labeling (TUNEL)
staining. Western blot was used to detect the protein expression levels of Bax,Bcl-2,1L.-6, p-JAK2/JAK2, p-
STAT3/STAT3 in mouse lung tissue. Results The lung tissue morphology and structure of the CK group
mice were normal. Compared with the CK group,the lung tissue structure of the model group mice was signif-

icantly disrupted,and the levels of PaCO, in arterial blood, lung tissue W/D ratio, TNF-a, IL-18, apoptosis
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