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[(# ZE] BH: B THEARERE T 5 (NFATS) ##5 KRNS 76 & #2175 5/ Bl 48 F i
WA (VSMCs) 2R IFER, B HAERPLE . Fik: 30 H 8JEIKHErE ApoE™ /N MIEH 4L |
HEAME A EEA, BA10H, FEAM SR ZAWHE/NRAREZBR,; SR
FLVSMCs, # VSMCs/HIEHH . ZHA ., @i M LA fm ik B w % + KRN . SR A B-2F
FUBEITEG (Sa-B-gal) e I 45 4/ R 32 s Ik AL ZURT VSMCs 3 5 B0, He 88 5 6 10 K6 45 41 /) B
EBIBKH LU VSMCs H NFATS FB iR L 4B H H2A ZE AR X (y-H2AX) FEH FIRE, FHFR
J6E B PCR (RT-qPCR) ¥: 6 I 4% 20 40 Jfl b NFATS. y-H2AX . 4 i J& 399 4% d0 1 354 6 400 ) 57 2A
(P16) 120 Jif J& 309 40 #6113 /6 4 0 57 1A (P21) mRNA # ik K ¥, Western blotting 2 4 I 4% 41
VSMCs ' NFATS, y-H2AX ., P16 fI P21 8 (IR EKF. G5R: Sap-gal ek, SIEHALK, ©
22 g R Ak P 2 2 N B B kA 2 2 B TR LB B R G i (P<<0.05), /NELVSMCs
20 0 PFTPE L S W] S (P<<0.05) . Sl i, dh Ak 3 2 4 /N Bl VSMCs % 32 4 Jifd B 7% [
B R (P<<0.05); HmihAb M ZA b, mh b2 -+ KRNS /)M VSMCs % 3 4 g A
PE I W] W 2> (P<<0.01). DL, HSIEWAILK, E2H/MR VSMCs 1 y-H2AX H 1 R ik
HIH B (P<0.05); S@E4 i, Sy /R I3k 2 b SA-B-gal Y (A FINFATS
EEHRXEYWHE M (P<0.05); HIE® 4 H, =% 40w 4k 4 3w % 4 /0 Bl VSMCs
NFATS & A RE P BN (P<0.05); SE2dlbir, M w24 /M VSMCs ' NFATS
H AR B (P<<0.05). RT-qPCRL, SIERWAIE, = EAM RO EZ /N VSMCs
FINFATS, y-H2AX. P16 & P21 mRNA £k AKFHH B IR (P<0.05); SE24 i, mihdH
EEH/NR VSMCs H NFATS, y-H2AX, P16 A1 P21 mRNA 5K FH B BT (P<<0.05); 5%
LA A, AR A H o 3 A i AR Ak F g 4+ KRNS 4/l VSMCs H NFATS, y-H2AX, P16 ) P21
mRNA F kK FH I I & (P<<0.05); S b b M w2 al ik, mdh b % +KRNS5 4/ )
VSMCsH'NFATS, y-H2AX, P16 M P21 mRNA £AK VIR R (P<<0.05), Western blotting i,
SEW A, A B 2 /N VSMCs h NFATS, y-H2AX, P16 K P21 5 13 5 K F
W T (P<<0.05); SR, miihMeEEd4/hR VSMCs F NFATS5, y-H2AX, P16 fl
P21 AR IR A B AR (P<<0.05); SEEBANE, HibhF w24 Mmih b FIEE %+ KRNS 41 /0 iR
VSMCs P NFATS, y-H2AX. P16 J P21 & AR B AKFH B IHE (P<0.05); SEihab# w24l b
B, EEh b FKRNS UM VSMCs I NFATS, y-H2AX . P16 1 P21 & [ % ik K F- 24 B 3 A%
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Effect of nuclear factor of activated T lymphocytes 5 on
senescence of smooth muscle cells of mice induced by high-salt
and its mechanism

ZHONG Wei', DAI Zhiyinl, CUI Xinggangl, LIBo!, JIANG Yu'?
(1. Department of Cardiology, Affiliated Hospital, Jiangsu University, Zhenjiang 212001, China;
2. Department of Cardiology, Maternal and Child Health Care Hospital, Changzhou City, Jiangsu
Province, Changzhou 213003, China)

ABSTRACT Obijective: To discuss the role of nuclear factor of activated T-cells 5 (NFATS5) inhibitor
KRNS5 in high salt-induced senescence of mouse vascular smooth muscle cells (VSMCs) , and to clarify its
mechanism. Methods: Thirty 8-week-old male ApoE /" mice were divided into normal group, senescence
group and high-salt treatment senecence group, with 10 mice in each group; the mice in senescence group
and high-salt treatment senecence group were used to establish natural senecence mouse models; the mouse
VSMCs were isolated and cultured, and divided into normal group, senescence group, high-salt treatment
senecence group and high-salt treatment senecence+KRNS5 group. B-galactosidase (Sa-B-gal) staining was
used to detect the senescence of aortic tissues and VSMCs in various groups; immunofluorescence method
was used to detect the expressions of NFAT5 and phosphorylated histone H2A variant X (y-H2AX)
proteins in mouse aortic tissues and VSMCs in various groups; real-time fluorescence quantitative PCR
(RT-qPCR) method was used to detect the mRNA expression levels of NFATS5, y-H2AX, cyclin-
dependent kinase inhibitor 2A (P16) and cyclin-dependent kinase inhibitor 1A (P21) in the cells in various
groups; Western blotting method was used to detect the protein expression levels of NFATS5, y-H2AX,
P16 and P21 in VSMCs in various groups. Results: The Sa-B-gal staining results showed that compared
with normal group, the proportions of senescence-positive area in aortic tissues of the mice in senescence
group and high-salt treatment senecence group were significantly increased (P<C0.05), and the proportion
of senescence-positive cells in the VSMCs of the mice was significantly increased (P<C0.05) ; compared
with senecence group, the proportion of senescence-positive cells in the VSMCs mice in high-salt treatment
senecence group was significantly increased (P<C0. 05) ; compared with high-salt treatment senecence group,
the proportion of senescence-positive cells in the VSMCs of the mice in high-salt treatment senecence+
KRN5 group was significantly decreased (P<C0.01). The immunofluorescence results showed that
compared with normal group, the expression level of y-H2AX protein in mouse VSMCs of the mice in
senescence group was significantly increased (P<C0.05); compared with senescence group, the expression
levels of SA-B-gal staining and NFATS5 protein in aortic tissue of the mice in high-salt treatment senecence
group were significantly increased (P<C0.05) ; compared with normal group, the expression level of
NFATS protein in the VSMCs of the mice in senecence group and high-salt treatment senecence group
was significantly increased (P<C0.05); compared with senecence group, the expression level of NFAT5
protein in the VSMCs of the mice in high-salt treatment senecence group was significantly increased (P<C
0.05). The RT-qPCR results showed that compared with normal group, the expression levels of NFAT5,
v-H2AX, P16, and P21 mRNA in the VSMCs of the mice in senescence group and high-salt treatment

senecence group were significantly increased (P<C0.05) ; compared with senecence group, the mRNA
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expression levels of NFATS, y-H2AX, P16, and P21 mRNA in the VSMCs of the mice in high-salt
treatment senecence group were significantly increased (P<C0.05) ; compared with senecence group,
the expression levels of NFATS5, y-H2AX, P16, and P21 mRNA in the VSMCs of the mice in high-salt
treatment senecence group and high-salt treatment senecence+KRNS group were significantly increased
(P<C0.05) ; compared with high-salt treatment senecence group, the mRNA expression levels of NFAT5,
v-H2AX, P16, and P21 in the VSMCs of the mice in high-salt treatment senecence+KRNb5 group were
significantly decreased (P<C0.05). The Western blotting results showed that compared with normal
group, the expression levels of NFATS, y-H2AX, P16, and P21 proteins in the VSMCs of the mice in
senescence group and high-salt treatment senecence group were significantly increased (P<C0.05) ;
compared with senescence group, the expression levels of NFATS5, y-H2AX, P16, and P21 proteins in the
VSMCs of the mice in high-salt treatment senecence group were significantly increased (P<<0.05) ;
compared with senecence group, the expression levels of NFATS, y-H2AX, P16, and P21 proteins in the
VSMCs of the mice in high-salt treatment senecence group and high-salt treatment senecence+KRNS
group were significantly increased (P<Z0.05) ; compared with high-salt treatment senecence group, the
expression levels of NFATS5, y-H2AX, P16, and P21 proteins in the VSMCs of the mice in high-salt
treatment senecence+KRN5 group were significantly decreased (P<C0.05). Conclusion: NFAT5 may

play a promoting role in high salt-induced senescence of the mouse VSMCs.
KEYWORDS Vascular aging; Nuclear factor of activated T-cells 55  KRNS5; Vascular smooth muscle cells;

B-galactosidase

BEE R B, mE kR e oS
), R R KM R R S0 A R
I S R A GBI ARG . R IR EBOA &S
HMLHS o 7 3 S L U g 25 0 LA 5 17 Y 0 57 S B
PRI SR, E R IR S A R e Z R M
ARG, R FRIG K, PUEBR A
Wi R, BALURMESE R A RIT AR R
MmEFEZLZFHEZMOMERBFHEZRNRZ
— o BFgE Y R AR K BRI AR E A i R Ak
D7 PR A RE RN, i A - LA L (vascular
smooth muscle cells, VSMCs) ZE:&, Mmoo
I A8 P 1 A& AR RS o 3 AR T ik T 4 B A% I 5
(luclear factor of activated T-lymphocytes 5,
NFATS) Z—FEZNHEFN T, EHihHEh
RAFE B R . NFATS ol il o 98 1 — &
G SEDR ek, (200 40 B 3 7 ek 20 T AR
75 £h PR 0 VSMCs 38 2 9 Wi & NFATS 78 H b
Y EARVE FHBLH v R 58 2 BB . ABFRT NFATS
A1) 5 KRNS X 8 375 5/ Bl VSMCs 3 2 1 1 il
YERT, JF B B HAE FALR , S AR OGS 14 T Bl AR
I A HE T 0 SR

1 MR57FE

1.1 ZBsH . EZ2XANFNE S MM
ApoE™ /N30 K, R 25~28 g, W A VLI

A RAEV PR AR AT, LI sh Y 71 A]
WES: SCXK (#7) 2018-0008, FiA 2 o6 5 2271
IR LI S Y I s e s Fr A /NG T OE
“HARDRERT v AR ME SR, DRI B T AR SR Sl &
JRABRAF, mEEREE & 4% @48 (NaCl) 11
BEAN S 124NaCl | 2k K 7. NFATS i3 {56
Santa Cruz 2y v}, ZHE A BERR ALY A E H H2A 28 5
& X (phosphorylated H2A histone family member
X, y-H2AX) . 4 Jf F5 30040 i 14 8 it 410 0 0] 2A
(cyclin-dependent kinase inhibitor 2A, P16) . 4i/ifl
Jil 499 A g Pk g ) ) 1A (eyclin-dependent
kinase inhibitor 1A, P21) #I Senescence Detection
R & A 5% E Abcam A Hl, WL & 1 (B-actin)
PR A EE S REVHEARGRAR, HiiEe
R R & A AR AR (Rl AR,
RNA e 3 4 B 7] & A 92 9¢ ' € B PCR - (real-
time fluorescence quantitative PCR, RT-qPCR)
A& E B EYREARA R, R R
(Bleomycin, BLM) 1 H 3% [ Medchemexpress 4=
YR AW, EEEER — 4 R K (DEPC-treated
water) 1 A L5 ARM R AR A, BCAEHH
GE IR R & A dL sty i AR A
Western blotting i yk {X W4 H 3 [# Bio-Rad /A &, %
e E BB @ H A Olympus 22 7], 37 ‘CHIER;
FEFE M H 2€ 1B ThermoFish 28 /], 3l ¥ &k B ¥ 1
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1.2 SBshHoBRIDAREHBGHE BN0H
8 JH i HEME ApoE ™ /NEL, BEALSY R IEHE A (8 )4
W/ E W) . A (IR AR SR 24F) A
EERAb A (mERAEIRSE24E), B 10K,
T A R A P AR N B AR R
R B AL/NR FE S kAl g, il 3 sh kgl gLk
WY A

1.3 PMAVSMCs 4 B3EK miax A&
B 44 ApoE T /INEUCR H R M E CO, R B b 3
5% LEERIN TR, BE S BT AR 2 BT T
g F 20k, B2 ER % sl (phosphate buffer saline,
PBS) U3, FEMKEBCGEIFA 0. 1% 11 AL 5
fit} 75 37 “CHEF 7 min J& I Ak 045 A B, 340 85 il 45 Ah
FEKE 1 A B SN B, K29 1 mm, DL A B ik 4140
He, 4L 5 0 5 T R, O m
AT 20% Ka4E Mg (fetal bovine serum, FBS) 1Y
DMEM ¥ 2 W, 3G 32 mE & T 37 °C. 5% CO,
BT I A B SR AR P R SR, 2 h R PR SO, T
VSMCs AR 5, &k 3 d# .

W VSMCsar BIEH A . ZHA . Sk g
ZH M A HEE FKRNS 4. IE % 440
A 8 A /N BRIM A L BV B 92 3 d, Ul
15k A P OE 2 AR i kb B R S -+ KRNG 4] #E ST
YN R AR AL 5 mg- L' BLM
3 dJE Y, HE R R O R IR S 4k 22 15 9 10 d;
AR A R 4] 40 MR 5 mg- L' BLM Al
350 mosmol-kg ' NaCl I [A] 4b ¥ 3 d ', 4 ¥ J Jin
A% NaClR: F BE4k 2L 85 97 10 d, 1 & VSMCs
EhoE IR b P+ KRNS 4140 il R )
1 pmol- L7 KRN5,5 mg- 1. BLM #1 350 mosmol-kg
NaCl 3 [A 4b B 3 d, Z 5, 4k % H KRNS Fl
NaCl#53% 10d. FrA3 7 5056 & 5 31K
1.4 Sa-B-gal & & R EHKRERF
VSMCs % &t o ¥ il & WK % Y1 R % IR i &
20 min, PBSZZwp# Bt 10 min, BTV A, BH
U, H% M SA-B-gal W &I G UL B HRAE, e
44, gefm F 37 Cak &, 4% % 10 min.
PBS 2% wh i Y ¥4 10 min, H il B [E 5 s gk
K H Image J#F 1T 53 32 30 Bk 240 205 3 BH M 1 AR L
5] R 5 2 A B BE M b g, DA Bl Bk gl 4 2 BH A T
LB 91 0 5 = 40 B BH P B 4R 32/ R 32 Bl ik 4t
I VSMCs T % F 0L, Sa-B-gal Y {0 p 5 & /N &

HKALUR VSMCs 2l A 0, E kAL %
BE P T RS L 3] == 2 T B/ R T AR, R A B
Vo ) = 6 2 4 B B/ s 20 i
1.5 EIXAFAEMNZIANINREIDIRARF
VSMCs ¥ NFATS5 & & & y-H2AX & & £ & H 0L
K /N B A VKR U0 R 8 IR OBCE 20 min, PBS 2% b
WYER 10 min, BT A, BIHHAL ., 490 ZRH
T VA 8 52, 0. 1% Triton X-100 FT 4L, ¥ in—¥t ,
4 Cib A e hRic ) P, EIRMEF 1h,
PBS & wh i ¥E v 3G, DAPLYL4niE &, HimE
B, 26 BMBEL . Fahkdlgiha @i th
NFATS, & {0 9% )6 Jy SA-B-gal, W % 6 K
DAPI 3 5 J5 B 40 B 4% 5 ¥ VSMCs T 15 72 46 rf i
i, PBSZZ ML 3R, BIKAS5mn, 4% £
B WO E . 0. 1% Triton X-100 #T4L, i
—¥0, ACHREERHMISErRicm =9, EREE
1h, PBSZ ik vk ¥% 35, DAPTJ: 241 il #
TR AT AL, T EE, SO0 BB
Bik . VSMCs 2L 85256 NFATS Al y-H2AX
EE, OO REAIRREREE, EE
PN DAPI Y @ J5 (4 i A% . Tmage J ¥4 11 5%
NFATS5 fl y-H2AX 5 4 §fi #% & & A v m A 1
i, %7 VSMCs o NFATS Ml y-H2AX & H % ik
5 00 o PR TR0 AR L 48] = B P T AR/ B T AR
1.6 RT-qPCR # # @ & 41 % f& ¥ NFATS5.
vy-H2AX P16 f2 P21 mRNA & & A -F A FLA1 =K
100 mg 41 A 1 mL TRIzol, F&2rMWHT)5 % i
#HE 10 min, K RAMWEHR ZEPE T, BEMA
200 pL & M5, A% IR S5 = i # & 10 min,
4°C, 12 000 g & 0> 15 min J5 ¥ % 7 W &
EP%, JFIMA 500 pL SN B RRRSY . EEEE
10 hJ54°C. 12000 g # 0> 10 min, 3% 55 H
75% LPERRR TR ULTE ., 4°CL 7500 g B0 5 min,
7 BT MAGE BAERIR . L BRKIEMRULTE . 5
RNA 28 i £ W 22 J5 1 FH R A Superscript [l i3 % 5%
fiti 7 W cDNA Jf ME47 J5 22 qPCR K . LA B-actin iy
WZ., BIWFES]: NFATS E#f5I#, 5-AGCAGC-
TGGTGCTTTGAGT-3', NFATS FiiFgl#, 5'-
AGCCAGTCGTTTTCATTGCTTT-3'; y-H2AX
E#sI Y, 5-CTCCCAGGCCTCTCAGGAGA-
GA-3', y-H2AX FTiE514%, 5-GTGGCTCAGCT-
CTTTCTGTGA-3'; P16 LiiF51 4%, 5-AAAGA-
GGAGGGGTTGGTTGGTTATTA-3', P16 T iiF
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514, 5-TACCTGATTCCAATTCCCCTGCAA-
ACT-3"; P21 LiiE51¥, 5-CCACATGGTCTTC-
CTCTGCTG-3', P21 FiiE5%, 5-GATGTCCG-
TCAGAACCCATG-3'; B-actin EiiF514), 5-GTG-
GGGCGCCCCAGGCACCA-3', B-actin FF31 9y,
5-CTCCTTAATGCACGCACGATTTC-3', *H
270 B B R SRR KO

1.7 Western blotting # # M| & 48 48 & F NFAT5.
y-H2AX P16 #= P21 & & &k K+ i j] RIPA %
fif W, e BEOD TR AR B BE (S fi H BCA 30 5 2
HWEE, &AL50 pg EREMAR ALY . B2k 5
BT &I, RS LEBEN 2 PVDF KL,
2B YRS W H NFATS, y-H2AX ., P16,
P21 fl B-actin — ¥t T 4 CWE HF L %, W H ffi
TBSTHWPEME , A Zdt (1:5000) = P
B 1h, MR LR RIEITEEE, Image JT4K
PEoy BT 8 B 45 KB, T3 H & B R KT,
HWEARBAKF=HHEA KW KEME/ NSE
45 K BE A .

1.8 it ¥4 # RHISPSS 22. 04 i+ F vt 17
Giit2E b . A4/ F B IkH LM VSMCs 2 %
PH M 1w B E ], = 3 ik 4 21T VSMCs i NFATS
EHHEKE, VSMCs h y-H2AX FEH £k &,
VSMCs #f NFAT5, y-H2AX., P16 fil P21 mRNA
FEHRBKELBFEESNA, UaotsER,
Z U [ FE A R R BRI R O 2203 B, LTI R
A TR0 PG L3R FH SNK-¢ K286 . A P<<0. 05 K
SA GRS

2 & B

2.1 B2ADKEFHKREEF VSMCs £ £ H R
HIEWA LK, ZedmeEmihemE g4/ il E
2 Wk 20 20 3 & BH PR BB ) 38 B s > (P<
0.05), FE&41A = LAk 3 2 4/ B VSMCs 1
2 40 L BH P B 2 BE B i (P<<0.05) . LA T,
F1, K2mMm#E2, £KRNSAHG, SEEHIL
B, AR A P A /N BV SMCs 5 3 41 BE 4 L
B W3 (P<<0.05), kb3 % +KRNSH
/NEL VSMCs 32 22 4 B BH P Lo 451 34 B f sk 2> (P<<
0.05); Smihibr A, mibdreEE+
KRNS 41/ i VSMCs % 2 4 Ji FH 1 b 1) 13 2 s 2>
(P<<0.01). WLIE 3153,
2.2 BMPREFHKRELF VSMCs ¥ y-H2AX &
NFATS & & A& A HIEW4 (0.03£0.01)

A: Normal group; B: Senescence group; C: High-salt treatment
senescence group.

Bl KANREFHKAH SA-B-gal REFELR
Fig. 1 SA-B-gal staining in aorta tissue of mice in

various groups

F1 BU/NFESNBKALRFE AT A

Tab.1 Proportions of positive area of aortic tissue senescence

of mice in various groups (n=10, x+s)
Group Proportion of positive area
Normal 1.00£0.00
Senescence 0.22+0.04"
High-salt treatment senescence 0.33£0.05"
"P<20.05 ws normal group.
[
§
100 pm k’; 100pm | ° L 00
A B C

A: Normal group; B: Senescence group; C: High-salt treatment
senescence group.

B2 KH/PRVSMCsH SA-B-gal Je a5
Fig. 2 SA-B-gal staining in VSMCs of mice in various

groups

2 FH/NEVSMCs 38 40 i FH 1 T A L)
Tab. 2 Proportions of positive area of VSMCs senescence

cells of mice in various groups (n=6, x+5)

Proportion of positive area of

Group senescence cells
Normal 0.00£0.00
Senescence 0.4440.04"
High-salt treatment senescence 0.80+0.02

*P<20.05 ws normal group.

l#s, w24 /NE VSMCs H y-H2AX % (1 £ ik &=
(0.47+0.05) B @M (P<0.05). WK 4, 5
WA (48.33+£4.16) LL#, iR A B AL/
UE s Pkl 21 SA-B-gal Y 5 FI NFATS 2K H %3k
PO W R, SA-B-gal KA NFATS £k
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Tab. 3 Proportions of positive area of VSMCs senescence

cells of mice in various groups after treated with KRNS
(n=10, x+t5)

50 um i 'iﬁ()_pim . 50 um
A B C
Group Proportion of positive area

A': Senescence group; B: High-salt treatment senescence group; Senescence 0.4240.02
C: High-salt treatment senescence+KRNS5 group. . .

& i BB, h T High-salt treatment senescence 0.78+0.07
3 KRNSAFEEZH/PRVSMCs H SA-B-gal & »

= B-g High-salt treatment senescence+KRN5S 0.27+0.03

Fig. 3 SA-fB-gal staining in VSMCs of mice in various

P<C0.05 wvs senescence group; “P<C0.05 wvs high-salt treatment

groups after treated with KRN5
senescence group.

H(83.331£7.02) MR (P<<0.05). WEIS.  0.05); 52 & H i, w5Ehames2a/E
SIEFA R, AN E RO EZANR VSMCs ' NFATS & (1 £ 5 &5 8 H i (P<
VSMCs H NFATS & H £k B W3 im (P<<  0.05). WK 6MFEA4.

DAPI y-H2AX Merge

Normal

100 pm|
Senescence

100 pm

K4 GRERIEERN &4/ VSMCs #1 y-H2ZAX B AR X F R

Fig.4 Expression of y-H2AX protein in VSMCs of mice in various groups detected by immunofluorescence assay

100 pm 100 pm

100 pm 100 pm

DAPI SA-B-gal NFATS5 Merge

Senescence
100 pm 100 pm 100 pm
High-salt treatment
senescence \ =
IOO_pm .- 100 ¢ 100_;,1111

Bl5 SERIGHERWAH/NRESNKALN SA-B-gal B FINFATS HHRBHFR

Fig.5 SA-B-gal staining and expression of NFATS5 protein in aortic tissue of mice in various groups detected by

immunofluorescence assay

2.3 &# K VSMCs F NFATS. y-H2AX P16 = b B 5 4 /N L VSMCs 1 NFATS, y-H2AX .
P21 mRNA 2 #E AP+ HIEW4ILE, E2HMNE P16 K P21 mRNA £k K FEWHETFE (P<<0.05);



g, %IRRT R A A T 5 L R 0N LT U UL B % 1 4 P B L 573

DAPI Phalloidin NFATS Merge

Normal

200 pm 200 pm 200 pm 200 pm

Senescence

200 pm 200 pm 200 pm

200 pm

High-salt treatment
senescence

200 pm 200 pm 200 pm

6 EERIEHERNZA/NE VSMCs 5 NFATS 2 H 32X B

Fig. 6 Expression of NFATS5 protein in VSMCs of mice in various groups detected by immunofluorescence assay

#F4 FHPMFVSMCs B NFATSEHFEXHER

HEEA I, mEh A E AN R VSMCs
Tab.4 Expressions of NFATS protein in VSMCs of mice in

NFATS5, y-H2AX, P16 #il P21 mRNA 2 ik /K-

various groups (n=6. x5) Wl Jt e (P<<0.05). W% 5. & KRNSAAHE,
Group Expression of NFAT5 SR B, w3 2 A s S A M+
Normal 0.00=0.00 KRN5 41 /N ) VSMCs #F NFAT5, y-H2AX, P16
Senescence 0520004 % P21 mRNA % ik K F 301 5 - & (P<<0.05) ;
High-salt treatment senescence 0.7040.02"

SEh w2y i, mihab#e ¥ FKRNSH
/N B VSMCs 1 NFATS, y-H2AX., P16 fl P21
mRNA £ 5 KFEH B B AL (P<<0.05), WLE6.

"P<C0.05 ws normal group; ~P<C0.05 vs senescence group.

#F5 FHH/MBE VSMCs HNFAT5,y-H2AX P16 #1 P21 mRNA Fik/KE
Tab.5 Expression levels of NFATS, y-H2AX, P16, and P21 mRNA in VSMCs of mice in various groups ~ (n=6, z+5)

Group NFATS y-H2AX P16 P21
Normal 1.0040.00 1.0040.00 1.0040.00 1.0040.00
Senescence 2.3440.08 2.6940.22" 1.9140.18 1.844-0.13
High-salt treatment senescence 3.0740.15"% 3.4240.09 2.18+0.08" 2.3540.19""

"P<<0.05 vs normal group; ©P<C0.05 vs senescence group.

#6 KRN5ALH)FRH/NR VSMCs 1 NFATS,y-H2ZAX P16 il P21 mRNA ik K F

Tab. 6 Expression levels of NFAT5, y-H2AX, P16, and P21 mRNA in VSMCs of mice in various groups after treated with

KRN5 (n=6, x+s)

Group NFATS v-H2AX P16 P21
Senescence 1.00£0.00 1.00£0.00 1.00£0.00 1.00£0.00
High-salt treatment senescence 2.91+0.14" 2.40+£0.09° 3.25+£0.05 3.15+0.16°

High-salt treatment senescence+KRNS 2.2740.32% 1.9640.20™ 2.4140.16™ 2.8440.04

P<20.05 vs senescence group; ~ P<C0.05 vs high-salt treatment senescence group.
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Lane 1, 2: Normal group; Lane 3,4: Senescence group;

Lane 5,6: High-salt treatement senescence group.
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Fig. 7 Electrophoregram of expressions of NFATS5,

v-H2AX, P16, and P21 proteins in VSMCs of mice in

various groups detected by Western blotting method
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Tab. 7 Expression levels of NFAT5, y-H2AX, P16, and
P21 proteins in VSMCs of mice in various groups (n=6, x+s)

Group NFATS y-H2AX P16 P21
Normal 1.004#0.00  1.0040.00  1.0040.00  1.00=0.00
Senescence 1.25+0.05°  1.98+0.08" 1.42+0.12" 2.3940.09"
High-

salt treatment  1.630.14" 2.3440.07" 1.7940.26" 3.68+0.78"

senescence

"P<0.05 vs normal group; “P<C0.05 vs senescence group.

1 2 3 4 5 6 Mr
NFATS TR e - 170 000
y-H2AX o 15 000
P16 16 000
- — N ——
P21 S 21 000
B-actin 42 000

Lane 1,2: Senescence group; Lane 3,4: High-salt treatment
senescence group; Lane 5, 6: High-salt treatment senescence+
KRNS5 group.

Bl 8 Western blotting B &Il KRN5 4k 3 j5 £ 4H /) B,
VSMCs #* NFAT5, y-H2ZAX. P16 fl P21 ZE H # A H
kA

Fig. 8 Electrophoregram of expressions of NFATS,
v-HZ2AX, P16, and P21 proteins in VSMCs of mice in
various groups after treated with KRNS5 detected
by Western blotting method
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Tab. 8 Expression levels of NFATS, y-H2AX, P16, and P21 proteins in VSMCs of mice in various groups after treated with

KRN5 (n=F6, z+5)
Group NFATS v-H2AX P16 P21
Senescence 1.0040.00 1.0040.00 1.0040.00 1.0040.00
High-salt treatment senescence 2.9540.12" 1.27+0.02" 2.34+0.06 3.45+0.05
High-salt treatment senescence+KRN5 2.23+40.35" 1.0840.03"> 1.8340.26™ 2.54+0.09"*

"P<C0.05 ws senescence group; “P<C0.05 vs high-salt treatment senescence group.
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