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SIRT2 %} Ang I i75 5007 B O LK 2T 4 4 i
WA 5 388 S Y iF 52

AREREE XEE L XS WL & kagR L ks, B R
(ZHWEFARESH _WEBER KEF SHIME, A 230601)

WE BHM FITE CBHERE 2(SIRT2) 7L 1M 4 55K 3R 1T (angiotensin 11, Ang I1) AR Xt/ BlC IUSET 40 ( CFs) HE 5 5
TEBIER. ik X1 ~2 d AR CSTBL/6 FL RO HEFEAT G RHRIR, AL 4 ZUV 203 TR AL G D85 SR U B 11 CFs, CFs Jify
BEAERZE 70% ~80% LG5, A Ang [T 7 HEARIL CFs TG LIS FERERY, Ang IT I 24 h 5235 0] 45 41 CFs $5 5L 78 3%
JRORE e SIRT2 3 23R O, J5 ARLEH 3R 1 ~2 do BT RT-qPCR J5 &l SIRT2 S5 40 %At (PCNA) (iR (POSTN) 1
I FIREJR A1( Coll A1) A mRNA AHXT 23k & ; Western blot 5 7E#1 SIRT2 ,PCNA \POSTN F1 Coll A1 A% [ AHXT ik & ; CCK-8
55 EdU IEHR CFs G5 J) ; Transwell SCERGIN CFs SERERE S . S8R 5 CFs =S FAXTIAAIMILL, Ang 1l 2 CFs 1 SIRT2
FIK RS AN TR AR 2 IR CFs BTG (LIS ) R o FE OB ik SIRT2 B Ang IS 3R5E T CFs
SIRT2 k)G, 55 AT L, 1 30K SIRT2 323k F i, B 41 2 3 1 #0558 R A, Al f CFs (3850 5 7% AL W] s /b . 518

13k SIRT2 AEAH Ang 11355 A IREFHEDURR S CFs &AM 5H , SIRT2 @i i 9815 Ang [T IREE T CFs (& 5051, to

G LT HEAL B TS iR SR 1 1 T A S

SER SIRT2, ONURZFAEANNG; Ang T3 BB FERS 5 D ILEF A

FESES R782.05+4;R 541.9;R 714.252
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SO JILET G- A 225 it O LA 9 PR 3R B0
T B AE AT | B T A i, 0
2R L ) 3 oA A0S 50 M 8 0 2 B e A 2
U JUUBET 4 41 it ( cardiac fibroblasts, CFs) 2.0 LT
AR LG ARG TP S E T A0 . CFs 1Y 5 10
A 55 3k B R4 L A B 1) S TR O UL
AR ST . HATET CFs AT fh g
B A FHLET R 58 2 0F 5 & 0, % CFs 1% 1L 78
(453 F-BLHIER AR ST AT Ayl R T F05 7R 57 O LT 4
RSB s . 25 S EALTE (sirtuin 2, SIRT2) i
— T T T B MEE 4 — A% 7 R ( nicotinamide adenine
dinucleotide ,NAD + ) 4K i PE 55 (4 i 2 Bk g, AT LA
HEALHE A £ WAL 2 5 S 31 X
HEH CWEA B, @ A 3 B 2 OB 4
e SN A i R N 1 =) il 2 S e )
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sk 56K WS e WT, SIRT2 A LA 4 41 %
F1 25 CEAR 16 DA T 490 1 Ao 22 B 4 978 440 B ) 355 Ak
BRI ZETIRE . SCHk T HRIE SIRT2 R4l 45
g AN M A 8 . IR Y SCHRAE 7R STRT2 R] 5200 4
OIS ARG Al A, fH 2 SIRT2 J2 5 78 CFs {1k 51
B RAEAE T MANTE AL o RIS i A P il 4 B 5k
Z 1T (angiotensin I, Ang 1) H#4AY 2 CFs 75 k3%
FEARSME RS, BURLEE Y CFs 1 3k SIRT2 5, 46
CFs 1AL 8 5 F bR W) 26840 LA S 3G 58 5 12 %
UifeZB 4t , #R85° SIRT2 7€ Ang 1l 155 CFs H47H 5iF
¥ HIfE ]

1 #MR5EFZE

1.1 ##

1L.1.1 sgshs  Frilcs Hie /D RURAC CFs ok
JETF 1 ~2 d Y SPF g% C57BL/6 FLI, th R EE R}
REFF s o st i aTiE S . SCXK ()
2017-006 , FH 5 56 #5115 8 2o 22 F0 BE BL 248 L
/e TRy LLSC20232157,

1.1.2 stgsX A i1 ig (10100) |, Ang 1I
(GP10023) ( 2 [H Gibeo 23 H)) |k DMEM 1% 35 5t
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(SH30243. 01B) ( 32[# HyClone /A 7)) .GAPDH —#i
(10494-1-AP)  SIRT2 — $i (19655-1-AP) | % i %
(periostin, POSTN ) — #ii (19899-1-AP) | | # jix J&
(Collagen [ ) —P1 (67288-1-Ig) | 34 5E 40 o #% B IR
( proliferating cell nuclear antigen, PCNA ) — $
(24036-1-AP) (iU Proteintech 23] | 40 it 24
(P0O013) \BCA {7 & (POO12S) 4 1 il 110 1] 1) 1R
44 (P1005) (SDS-PAGE & 1 - FEZE WP (5 %)
(POO15) . i 2 11 i ( P4205 ) | Lipo8000™ % Y& 1 71
(C0526) 4% Z 5 W1 I [ 7€ W (4% PFA ) (P0099 ) |
Triton X-100/$7 38 X-100 ( ST1723) . DAPI Z% {4 %
(C1005) Ho e KE il (P0126) ( Bl =K
EWHARA PR 7)) TRIzol 127 (15596-026) ( &
Invitrogen 3 H) ) (33 5% 5 Fll RT-qPCR 357 & (K
YWY RS T AGI1721) .GAPDH _SIRT2 . POSTN .
Collagen I PCNA 5955 ( A T/ F]) .CCK-
8 & (BS350A) (FIEE B A ) EAU 4 ff1 358
Faril 55 £ (C10310-1) (7 M ] ) | Transwell
/N (3422) (£ [E Corning A7) (0. 1% 25 fit 5K 7
(0. 1% CVS) (548-62-9) (_ LA w]) o

1.1.3 &M E  AMEGETAES RN
), M5 348 ( 35 E Thermo Fisher Scientific /Y
A, R B O L (B ESCATE A ] ) |, Varioskan LUX
it FRiY ( € [E Thermo Fisher Scientific /A H] ) , ZL Y 9¢
e i PCRAX (3£ Bio-Rad A ]) , HOEIL R B
e (FB[E Zeiss /3 H]) o

1.2 7%

1.2.1 pAR@mieaRREz4s  HINEHETE 1 ~2
d 1) CS7TBL/6 FLEUAZR 5, T & il K B 1) 4 bAE
20 B R AR B ) A FLELO I . T TG
PBS VEERFR AR ML, FRRE O EBT R H 519K, J5
AL 2 = 1 P8 A0 JRR A A I i B TR 5 T
Pk 55 37 CfE R 5 5% TH AL 2H 2L B K 30 ~ 40
min , FF 200 /0 308 0 a2 W AR v A T 1 A R TR
] A IRV P I A SRR 58 A B SR ik rh AR AR TH
1t AL LA 2 ~4 K, LA 1 000 1/min
B ORI DRI A AN S 6 min, RBR IR, 15
ELLE RN 10% FBS () DMEM , 32882 W T I 54 %
TSR A 2 15 TR, O AR A i FHRE 7746 37 C
FFEIEFE 6 h, 25 BRI DMEM,, {8 35 R Uk BE
(AL 5 H 2 R, BT AR BE (R 2R ML RIS CFs, St
TSR CFs R3S, B35 5L CFs RILAE Y 80% ~
90% LA, 55 2 ~3 M CFs I T /a2, 506
s~ Al b POSTN 5 (8 fHE , #iE ol CFs,

1.2.2 Ang 1% % CFs @it HMG IR Eh 52
MR BCHR E R 10 mmol/L i Ang 1T TAEW, DA
W 100 nmol/T. ) Ang 1 4bH 454 K 1Y CFs
24 h,

1.2.3 R CFs mfedtg  (G05 CFs JiRILE
JE2170% ~80% I}, FH] Ang 1l 55 24 h, JGE &,
TEOFEREZME 6 ik, 4 CFs ERKRBILA R
60% ~70% Je A7, AT BURLAE s CFs JBURif% e
24 h J5 4% 5 10% FBS [y DMEM, Fii0 Ang 11 &b
HigkzrkEz:, 2 d J5, ] RT-qPCR F1 Western blot £
254 CFs (1) SIRT2 33 FRHOR

1.2.4 =4 @ CFs 25 9% 1841 ( Control
) AL, @ CFs il Ang 11 3T 4L 52 50
H(Ang T 4):Ang T H3#4 CFs 24 h; @ CFs Jfiki
ZEEM Ang T 30 3% % B84 (Ang 1T + OE-Vector
4) : CFs % Ye25 3 TR 5 N Ang 11 )3 24 h; @
CFs JJi A id #35 SIRT2 J5 il Ang 11 3 38 52 5 41
(Ang Il +OE-SIRT2 4 ) :CFs ¥ 4Lid 235 SIRT2 it
FiJ5 Ang T3 24 h; B CFs B siRNA 4b B
Ang 1§30 FEZH (Ang TT + NC-siRNA 41) : CFs #%
YL siRNA J5 0 Ang I1 413 24 h; © CFs siRNA
el SIRT2 J5 i Ang I1 3 5250 2H (Ang 1T +
SIRT2-siRNA 4) : CFs %54 SIRT2-siRNA J5 Ang 11
4 24 h,

1.2.5 X RNA ¢4 & i## 4 F%  F TRIzol 744h#R
440 CFs (195 RNA, 1437 °C .15 min,85 °C .1 min,
4 C By i 5K RNA 5% 555 ¢DNA

1.2.6 RT-qPCR #:ill4-4 CFs H SIRT2 . POSTN |
Collagen | J¢ PCNA mRNA (% 3R3k K PR 353 7 7y
ULHH, B S 5 cDNA L E qPCR AR, 3 E
95 °C 30 5,55 C 30 5,72 °C 1 min [ 57 S E 04T
P, DL GAPDH 2,2 ik 54 41 CFs
) mRNA FHX ik, BT HEEEGIYF5I 0EE 1,

=1 5lMF5

Tab.1 Primer sequences

Gene name Primer sequences(5'-3")

SIRT2 F: CTTCCTTACCCAGAGGCCATC
R: TCAGCAGGCGGATGAAGTAGT
POSTN F: CTTTCGAGAAACTGCCACGAG
R: CCTTCCATGGTCTCAAACACG
Collagen [ F: GCAAGAGGCGAGAGAGGTTT
R: GACCACGGGCACCATCTTTA
PCNA F: TGGAATCCCAGAACAGGAG
R: TCAGAGCAAACGTTAGGTG
GAPDH F: TCAAGGCTGAGAACGGGAAG
R: GGACTCCACGACGTACTCAG
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1.2.7 Western blot # | & #21 CFs P SIRT2,
POSTN  Collagen | % PCNA & & 9 £ ik K-F Ang
11375 T 53 ORI, FH 200 it 238 e v 8 Aot I 2 B
B A TE S, F BCA 5 &0 2 £ 41 CFs 5 1
WG —E =N 2.0 ng/plo B fin SDS-
PAGE 1 FAEZ MR (S x ), IR4TH %], 5 100 C
J# 10 min, HALLL 10 wg B8 & AT BAE, B
VK FENR S 5T 5% Wi B 4 03 3t 15 01 7 2 T 12 45 2
h, TBST P& 3 i@, & # 10 min, 7 ] SIRT2,
POSTN ,Collagen [ ,PCNA & GAPDH {)—¥iiif & ,4
CEREI ., WEE S, TBST YRR, FREAH Y Y
U =80, W iR 1245 1 h J5 F A TBST I 2
o Ml Image J BAF5HTEE K EEAE, LA GAPDH 1
KNS THEA A CFs B H X RIE K

1.2.8 CCK-8 el JHHEHE HEH AL 3 55 % 4L
ARKIAR S 4H Y CFs, il A DMEM H 2 JF 114,
T 96 FLML . AFFLEEFN 2 x 10 A4~ CFs, 4452504
BB 3 AL, B IR 7546 v 37 CErE B R,
Fi7E CFs BI0ECE R, 114 FLIF 15 pl CCK-8 i
AL IEFRA N 2.5 b, TG AR SR I 25 L A Ot
B A a 3 A SR

1.2.9 EdU & CFs 37550 24 fLikf e
F ¥ CFs #9504 A, 1.5 x 10 A~/41L,12 h 5T i
500 wl EAU Aic SO, i3 A 5 74 37 C e
Kidfo 2 h J5 Wik, =i~ H 4% PFA [&5E 30
min, {5 A} H 2 B2 b #1 I Uk CFs, J5 H 0.5%
Triton X-100 %1515 CFs 10 min, Ff11 500 wl EAU
Yt [T N, BEOGTIAEAR IR, IR IS E 1 h, W57
EdU (8 [ W, DAPT 3L 4%, BUR J5 92 61 K
LA, WOCIE R AR B N WSS, S ALPkIE 5 P
AL, AR Image J #BAF50H7 o

1.2.10 Transwell 5234 CFs 892 #4451 ¥
Transwell /NE{CE 7E 24 FLAR P, TGS 76 42 45 597
PR AL = B, BCAE 37 °C 4 i 55 #7248 Th B 30 min,
JERREHE 1k, - JC % DMEM 885 42 CFs i1t
BB AN BN 2 x 10° 4 CFs/ml, 1 24 4L
BrALA N 650 wl £ 20% FBS ) DMEM, Ji & i1k
(1) Transwell /N2, 7 /N TR I 100l 5E £ 11
CFs 23, FHCE 37 CH MR 7748, 24 h J5 I
ANE L W TR E N, %R 4% PRA [ E 30
min,PBS J& ¥k, FH 0. 1% CVS F iR 44 {4 20 min, &
o BA B A R BESR TN CF's, ik PBS NI 3 i,
WA WS R. BEmARE 3 N
fL, A MR PR 5 PN E 2 0y X, i iR s H

Image J 144,
1.3 SZitFLE AR HEL 3 ), IBM
SPSS Statistics 26. 0 4t 1143 #fr, GraphPad Prism 9.0
VEWE o SR TERIR 2R J7 22 43 B A7 20 TR B s 23 A, 2
JGHEAT Tukey 55 J5 255347, P <0. 05 AN 22 A1
it rE Lo

2 HR

2.1 C57BL/6 ZAREM CFs REUGHEF WK 1
B BB A 2 0B &, Al WL CFs 1B 254 k1,
CFs B AR, RIRIE, Z K il CFs R RRER
U DA, R RPR I AT . OB M T, FL
JEAR CFs Sy @ Ja CFs s POSTN Qe

A B

1 CFsERMETHUARSEE
Fig.1 Observation and identification of CFs under microscope
A: Phase contrast microscope x 100; B: Fluorescence microscope

x2 500.

2.2 SIRT2 3 %5& fEHiF0 SIRT2 siRNA 4b 32 ¢
SIRT2 mRNA FRixHIFM  41E 2 fi7R, 5 Control
b, Ang 1155517 CFs Ht SIRT2 mRNA 33k & B
S (1 =4.820,P <0.01;¢=5.333,P <0.01),
OE-SIRT2 ki 4% YL Ab ¥ J5 , 5 OE-Vector 414
OE-SIRT2 4 ) CFs #' SIRT2 mRNA ik & ] i 334
%(1=5.609,P <0.01), SIRT2 siRNA %% 4y b 3
J&i , 5 NC-siRNA 20 #f{ Ht, SIRT2-siRNA 41 /i) CFs
SIRT2 mRNA 22 ik & B &3k 2 (¢ = 5.465, P <
0.01), B SIRT2 i3 3K Fki Fl SIRT2 siRNA #%
YL CFs HMI Yy B Bt BRI R 7 22 0 0
Bl J5 4T Tukey SHJGH BT T (2 25,0 =3)

2.3 SIRT2 3} Ang I 5 S #J CollAl, POSTN,
PCNA mRNA FRiEKFHFEMmM & 3 iR, Ang
14 CFs Hr,SIRT2 mRNA 7K P X T %] B8 4H [ A%
(1=6.833,P <0.01;1=5.300,P <0.01), CollAl
(1=6.708, P <0.01;¢ =7.676,P <0.01) ,POSTN
(1=8.387,P<0.01;¢=6.977,P <0.01) ,PCNA (¢
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=7.612,P <0.01;1=7.647,P <0.01 ) mRNA /K-
FEXS T X BEZE T o SIRT2 3 3R3IK 4 CFs H, SIRT2
mRNA JK-AH X 23 280 AL TH iy (¢ =7. 077, P <
0.01),CollAl (¢ =5.666, P <0.01) ,POSTN (¢ =
5.168,P <0.01) PCNA(t=5.627,P <0.01)mRNA
KV 5 23 B0 A AR EL AR, SIRT2 siRNA 4] CFs
Hr SIRT2 mRNA 7K - X T BA 1 6 R 21 R A1 (¢ =
6.204,P <0.01), CollAl (¢ =6.613,P <0.01) .
POSTN (¢ =4.803,P <0.01) .PCNA (¢ =4.734,P <
0.01) mRNA 7K 5 B4 %5 B4 AH L . 2520 18
7, SIRT2 3 F ik o] LA il Ang 11 357 CFs 1y
CollA1 ,POSTN ,PCNA mRNA 7K, i SIRT2 #i %
Mk EE Ang 11355 CFs [ CollAl,POSTN . PCNA
mRNA 7K A 8 4 R 28y 2540 BT Bl i 3
1T Tukey FIGKIRIHIT M (x £5,n=3)

2.4 SIRT2 3t Ang I % 5 # CollAl, POSTN,

>

20

EE)

=

##

SIRT?2 relative mRNA expression
>
T

Control Angll Angll+ Angll+

OE-Vector OE-SIRT2

PCNA EARIEKFERZN W& 4 7, Western
blot J5 ¥E 45 #% 4 CFs v SIRT2 KB &2

fb,Ang T 41 CFs 1, SIRT2 & [ 3%k & 50 A4
FHELIAAE (¢ =7. 835, P <0.01 ;1 =6.055,P <0.01) ,
CollA1(t=6.179,P <0.01;¢t=7.354,P <0.01) .
POSTN(¢ =7.725,P <0.01;¢ =8.382,P <0.01) .
PCNA(t=6.731,P <0.01;:=7.579,P <0.01) & {4
FB 5X A A L TR o SIRT2 i ik 4l CFs o,
SIRT2 # [ % ik it 5 25 o0 B4 b T (1 =
7.846,P <0.01), CollAl (¢ =7.934,P <0.01) .
POSTN(¢=5.332,P <0.01) ,PCNA (¢t =5.775,P <
0.01) & [ £k 5 55 30T B 41 A H B I, SIRT2
siRNA 4| CFs H, SIRT2 2 [ 43k it 5 M0 B4l
FH LA (¢ =8. 594, P <0.01) ,Coll Al (¢ =5. 154, P
<0.01) POSTN (¢ =5.074,P <0.01) ,PCNA (¢ =
4.842,P <0.01) FH ik 5 B E X B AH LL T =

B _ L5r
.2
s
] 1
%
o L
<Z: 1.0
=4
£
.°>’ #
5051 - I
[
g AN
=
20
Control Angll Ang Il + Angll +

NC-siRNA  SIRT2-siRNA

E2 7 CFs % 48 h [5H) RT-qPCR 4 #f148%t SIRT2 mRNA F&ix
Fig. 2 RT-qPCR analysis and relative SIRT2 mRNA expression after transfection in CFs for 48 h

A After OE-SIRT2 transfection in CFs for 48 h; B After SIRT2 siRNA transfection in CFs for 48 h;* P <0.01 vs Control group; *

Ang Il + OE-Vector group; #* P <0.01 vs Ang I + NC- siRNA group.

>
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%
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o
o
w |
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Z
g

ollAl

Q

*P<0.01 vs

[ Control [ AngI[+NC-siRNA

B i Angll Ang Il +SIRT2-siRNA
% 2.0 1 i

g 2

st %

% 1.0 F %

/

=05 %

7 7 /

SIRT2 CollA1l PO

A: After OE-SIRT? transfection in CFs for 48 h; B After SIRT2 siRNA transfection in CFs for 48 h;* P <0.01 vs Control group; *

3 RT-qPCR 43#f CFs f1 SIRT2,Col1 A1 ,POSTN #1 PCNA mRNA §j#E3t RizE
Fig. 3 RT-gPCR analysis and relative mRNA expression of SIRT2,Coll1A1,POSTN and PCNA in CFs
*P<0.01 vs

Ang II + OE-Vector group; 22 P <0.01 vs Ang I + NC- siRNA group.
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GAPDH 36
[a [m e

)
, 5. @b

N f

A a b c d ku
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Collagen | 130
POSTN 90
PCNA 34
GAPDH 36
a [m ¢
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2.0r i ## g
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Relative protein expression

o
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SIRT2 CollAl
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Relative protein expression

7
%/ ZAllIN

PCNA

SIRT2 CollAl POSTN

&4 Western blot 434 CFs d2 SIRT2,Coll A1 . POSTN #1 PCNA X EARIEE
Fig. 4 Western blot analysis and relative protein expression of SIRT2,CollA1,POSTN and PCNA in CFs
A: After OE-SIRT2 transfection in CFs for 48 h;B: After SIRT2 siRNA transfection in CFs for 48 hja:Control group; b:Ang Il group; c:Ang II +
OE-Vector group; d:Ang Il + OE-SIRT2 group;e:Ang Il + NC-siRNA group;f: Ang I + SIRT2-siRNA group;* P <0. 01 s Control group; * * P <0. 01

vs Ang Il + OE-Vector group; 2*P <0.01 vs Ang I +NC- siRNA group.

(P<0.01), Z5R /R, SIRT2 2 FIRFREHNH] Ang
Il i S CFs /) CollAl ,POSTN PCNA 7&K (1 /K -,
SIRT2 K AE G 5 Ang 155 CFs () Coll Al
POSTN \PCNA & [ 7K. i3 B8 o B0 [ R 5
ZE TG AT Tukey SIS K HEAT 0 HT (2 25,0
=3),
2.5 SIRT2 3} Ang 155 # CFs #E3ERE AR
M il 5 fros, Ang 1141 CFs 20 36 7 5 X B 4]
FHEEFHE (6 =8.993, P <0.001;¢ = 10.54, P <
0.001;¢=7.132,P <0.01;¢ =7.330,P <0.01),
SIRT2 it #ikJ5, Ang Il + OE-SIRT2 4 CFs 4 fifs
TGP 25 O AL AR LE B B I (1 =8.934, P <
0.001;:=7.862,P <0.01), SIRT2 @&if)5,Ang II
+SIRT2 siRNA £ CFs 4 Ui 14 5 B B4 AR L
B FHE (1 =5.025,P <0.01;:=4.823,P <0.01),
ZR BN, SIRT2 3 RIKREG D] Ang 11511
CFs H4FH G, SIRT2 mi N3 =5 Ang 11521 CFs
WS o PR B R R 7 22 50 BT RE JE AT
Tukey F )G K30 AT /31T (2 £5,n=3)
2.6 SIRT2 3t Ang IiESH) CFs T8 TR =M
K 6 Fr7~, Transwell 3256 A0, Ang Il 240 CFs
HIER e 1525 6 BRATAH L B S 3 e (¢ = 6. 515,

P<0.01;¢6=7.228, P <0.01), SIRT2 iF£iX)7,
Ang Il +OE-SIRT2 4 CFs iEF4HEJ) 525 #Hoxt B2
FHEC A S REAIG (¢ =8.227,P <0.01) , SIRT2 @A
J&,Ang T + SIRT2-siRNA 4 CFs T8 88 71 5%
Xf RAAH LB R T (1 = 4. 670, P <0.01) . 278
SIRT2 i I FEME I Ang 11 557 H) CFs iR fiE
71, SIRT2 RN M58 Ang 11551 CFs LR HE
A K te s B R R 5 22 0 A B S 1EA T Tukey )5
RIS HEAT 34T (2 25,0 =3) ¢

3 i

O WLET ZEA IR 25 Pl L B A S8 1 3 [ e JRR 4
R RIVEA (& g BEMERAE O A O HRE IR
A5 55 7 5K D RERE AT 55 g BELAE BHS A , el S 20
FIZER™ o CFs {9305 1 53 T hR 59 POSTN 541
AN AN Coll AT 1) 55 R R A A i 0 L
LR EOR R P S S Sk T R
B, OILE 4L CFs R H OB R, 4148
H 1 S Bt i 2 H 2 S N A 2 B i e Uz —,
HZ GRNMFIRL I, % AR 31 X
BRI R T U HE IR 1 8 s R st e AR g g
W5 L A AL 5 P Th R A AR Y O SIRT2 2 — i i
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5 CFsMEERMGERTS
Fig. 5 Survival rate and proliferation rate percentage of CFs
A,B:CCK-8 method for detecting the survival rate of CFs; C,D:EdU method for detecting the proliferation ability of CFs x2 500;" P <0.01,
##p <0.001 vs Control group; * * P <0.01 ,*** P <0.001 vs Ang [l + OE-Vector group; ** P <0.01 vs Ang Il + NC- siRNA group.

A Control Angll B Control Angll

Ang [l +OE-Vector Ang Il +OE-SIRT2 AngI[+NC-siRNA Ang [ +SIRT2-siRNA

1501 150 AN
## ##

100+ 100F

#k

50F 50

Migration cells
Migration cells

Control Angll Angll+ Angll+ Control Angll Angll+ Angll+
OE-Vector OE-SIRT2 NC-siRNA SIRT2-siRNA
B 6 Transwell JUlE ;542 E CFs fERHEES x 100
Fig. 6 Migration ability of CFs detected by Transwell assay x 100
A After OE-SIRT2 transfection in CFs for 48 h; B After SIRT2 siRNA transfection in CFs for 48 h;* P <0.01 vs Control group; * * P <0. 01 us
Ang II + OE-Vector group; 22 P <0.01 vs Ang I + NC- siRNA group.
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Effects of SIRT2 regulation on migration and proliferation of

cardiac fibroblasts in Ang Il -induced mice
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Abstract Objective To investigate the effect of Sirtuin 2 (SIRT2) on the proliferation and migration of cardiac
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forty SPF healthy male C57BL/6] mice were randomly divided into four groups: normal diet group (ND group),
high fat diet induced obesity group (DIO group) , DIO supplemented with the control virus group (DIO + Scramble
group) and DIO supplemented with the interfering virus group ( DIO + shPTGES3 group). The Morris water maze
test was conducted to evaluate the cognitive behavior changes of the four groups of mice. The immunofluorescence
staining was performed to detect the expression of PTGES3 and HSP90 in the medial prefrontal cortex and the acti-
vation of ionized calcium binding adapter molecule 1 (1BA1) -labeled microglia. Results In the case-control stud-
y, the cognitive function of obese patients significantly decreased, and the expression of PTGES3 in peripheral
blood significantly increased, while the level of PTGES3 was negatively correlated with cognitive function. In ani-
mal experiments, compared with ND group, DIO group had significantly prolonged time reaching the target plat-
form, otherwise, the residence time in the target quadrant was shortened in the Morris water maze test. Simultane-
ously, there were significant increase in the expression of PTGES3 and HSP90, and the activation of IBA1 in the
medial prefrontal cortex. Compared with DIO + Scramble group, mice in the DIO + shPTGES3 group spent less time
reaching the target platform, and stayed longer in the target quadrant. The expression and co-localization levels of
PTGES3 and HSP90 in medial prefrontal cortex significantly decreased. The activation level of microglia cells was
also attenuated by PTGES3 interference. Conclusion Obesity-related cognitive dysfunction may be attributed to
PTGES3/HSP90 in the medial prefrontal cortex by mediating neural inflammation.
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fibroblasts ( CFs)in C57BL/6 mice under angiotensin II( Ang I ) stimulation. Methods The hearts were taken
from 1 to 2 days C57BL/6 milk mice. After cutting and digesting, CFs were extracted by different adhesion centrif-
ugation. After CFs attachment, the cells were cultured under control medium and Ang [I (100 nmol/L) medium
and treated using OE-SIRT2 plasmid to overexpression the SIRT2 gene. RT-qPCR was used to detect mRNA ex-
pression of SIRT2 proliferating cell nuclear antigen (PCNA) , Periostin (POSTN) and type | collagen procollagen
Al (CollAl), Western blot assay was used to measure the protein expression levels of SIRT2, PCNA, POSTN and
Coll A1, CCK-8 assay and EdU assay were used to evaluate CFs proliferation rate, Transwell experiment was used
to assess CFs migration activity. Results Compared with control group, Ang [l stimulation led to down-regulation
of SIRT2 expression in CFs, increased collagen expression, and promoted CFs proliferation and migration. The ex-
pression of SIRT2 was up regulated in CFs treated with OE-SIRT2 plasmid under Ang I stimulation, CollAl,
POSTN and PCNA expression was down regulated, and CFs proliferation and migration ability decreased. Conclu-
sion  Overexpression of SIRT2 can inhibit the proliferation and migration of CFs under Ang Il stimulation, indica-
ting that SIRT2 may be a key regulatory point in the onset and progression of cardiac fibrosis.

Key words SIRT2;cardiac fibroblasts; Ang I ;proliferation; migration; cardiac fibrosis
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