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HE. B B O s R T LR 8 2(SMYD2) A5k 91 2 4 2R 3L F K R B R 4 4 tm B (NRK —
49F) FEAe TReALH . TTiE A RR (DM) D R AL, 24 B 3) A L5 AT U] &40 /) R 48 (BG) L e
WUBF (Scr) 7K -F , 2 R KA — 445 Masson F= & ULE /N R B2 LR R P 7K, 2 Western blotting A4 & 28/ 5, B 48
LR ¢ Y 3% 4% 8 (Fibronectin) | Bz &% & (Collagen | ) .a—-FH IS & & (a—SMA) 405 & H3 i 28R 4
Z WA AL (H3K4me3) \SMYD2 ¥ # 5 B -F —kB p65(NF—kB p65) Z B2 H NF—kB p65(NF—kB p—p65) & @
KA 2 5 R A A2 BB 2B R a—SMA B SMYD2 & ik . BRI RSN DM g fekE R 45 R AR (4 5.5
mmol/L %) £ ¥ ) 3 % #E (4~ 30.0 mmol/L # £) 4% ) 4 22 NRK—49F 28 i, , 2 Western blotting %] SMYD2 ,a—SMA
B tm S IR R (ECM) & @ kA 5 2 CCK—8 ik A SMY D2 45 K4 5] 7] AZ505 49 2m fap 4 5 £ AZ505 &
32/ RA B0 AT, 2 Western blotting #- SMYD2 .a—SMA \H3K4me3 ., Fibronectin , Collagen I \NF—kB p65.
NE—kB p—p65 & & & ik , £ %98 % KA M a—SMA . SMYD2 & NE—kB p—p65 £ 40 6, P 4 £ 38 B % 18] 5 A5
W, R DM AFBG.ScrKF&H T NCL(P<0.05), DM L% 28 4% a—SMA , Fibronectin, Collagen I .
SMYD2.H3K4me3 NF—kB p—p65 & @ A%+ & ik & & T NCA(P <0.05) , 2L NF—kB p65 & @ A8 & ik b
B, E2F ARG FZEL(P>005), HG # # R F B E % NRK-49F 49 L o —SMA ., Collagen I Fibronectin
SMYD2 % & Aat & ik b, £ F 39 A %3t 5 & L(P <0.05). 40 wmol/L 28,60 wmol/L 28 NRK—49F % i, 7
R E 0 pmol/L 444 (P <0.05) . HG £1 NRK—49F £ i, Fibronectin, Collagen I \SMYD2 %& & #4854} & & & &
NG #1% (P <0.05) ,HG + AZ505(20 wmol/L) #2848 HG £84% (P <0.05) , HG 48 NRK—49F 48 it Fibronectin
Collagen | .a—SMA H3K4me3 . SMYD2 % & 84} £ ik 8 NG 43 (P <0.05) ,HG+AZ505 414 HG 44& (P <
0.05) , HG 4L NRK—49F 0 JiL NF—KkB p—p65 %& & 4855 & 2 T8 NG 44 % (P <0.05) , HG+AZ505 413 HG 4L1%
(P <0.05), &4 K A NRK—49F 21 L NF—«B p65 & @ 48 3F R & F i, 2 F R4t F & L(P>0.05), 4it
SMYD2 7T A~ & #5569 NRK—49F it &A%, HAUH] T 4% 5 8 7& NF—kB @ iiAZ 5 B %A %
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Abstract: Objective To investigate the possible mechanism underlying the role of the histone lysine
methyltransferase SET and MYND domain-containing protein 2 (SMYD?2) in mediating the activation of rat renal
fibroblasts (NRK-49F) in a high glucose environment in vitro. Methods The mouse model of diabetes mellitus
(DM) was established, and levels of blood glucose (BG) and serum creatinine (Scr) were measured via the automatic
biochemical analyzer. The renal histopathological changes in mice were observed by hematoxylin-eosin and Masson
staining. The protein expression levels of fibronectin, type I collagen (collagen I), alpha-smooth muscle actin (o
-SMA), histone H3 lysine 4 trimethylation (H3K4me3), SMYD?2, nuclear factor kappa B p65 (NF-«B p65) and
phosphorylated NF-kB p65 (NF-kB p-p65) in the kidney tissues of DM mice were detected via Western blotting, and
the expressions of @SMA and SMYD?2 in the kidney tissues of DM mice were also detected via immunofluorescence.
The cell models of DM were replicated in vitro, where NRK-49F cells were treated with glucose of normal
concentration (containing 5.5 mmol/L of glucose) or high concentration (containing 30 mmol/L of glucose). Then
protein expressions of SMYD?2, a-SMA and components of extracellular matrix (ECM) were measured by Western
blotting, and cell counting kit-8 was used to detect the cytotoxicity of SMYD2-specific inhibitor AZ505. When
treated with or without AZ505, protein expressions of SMYD2, a-SMA, H3K4me3, fibronectin, collagen I, NF-xB
p65 and NF-«B p-p65 were detected via Western blotting, and the expressions and distribution of a-SMA, SMYD2
and NF-kB p-p65 in NRK-49F cells were detected via immunofluorescence. Results The levels of BG and Scr in
the DM group were higher than those in the NC group (P < 0.05). The relative protein expressions of o-SMA,
fibronectin, collagen I, SMYD2, H3K4me3 and NF-«B p-p65 in the kidney tissues of the DM group were higher
than those of the NC group (P < 0.05). There was no difference in the relative protein expression of NF-«B p65
between the two groups (P > 0.05). The relative protein expressions of a-SMA, collagen I, fibronectin and SMYD2
in NRK-49F cells were different among the distinct time points when mice were treated with HG (P < 0.05). The
survival rate of NRK-49F cells in the 40 pmol/L group and the 60 pmol/L group was lower than that in the 0 pmol/L
group (P < 0.05). The relative protein expressions of fibronectin, collagen I and SMYD2 in NRK-49F cells of the
HG group were higher than those of the NG group (P < 0.05), while those of the HG + AZ505 (20 umol/L) group
were lower than those of the HG group (P < 0.05). The relative protein expressions of fibronectin, collagen I, o
-SMA, H3K4me3 and SMYD?2 in NRK-49F cells of the HG group were higher than those of the NG group (P <
0.05), while those of the HG + AZ505 (20 umol/L) group were lower than those of the HG group (P <0.05). The
relative protein expression of NF-kB p-p65 in NRK-49F cells of the HG group was higher than that of the NG group
(P < 0.05), while that of the HG + AZ505 group was lower than that of the HG group (P < 0.05). There was no
difference in the relative protein expression of NF-«B p65 in NRK-49F cells among the groups (P > 0.05).
Conclusions SMYD2 mediates high glucose-induced activation of NRK-49F cells by a mechanism that may be
related to the activation of the NF-«xB signaling pathway.

Keywords: diabetes mellitus; rat renal fibroblast; SET and MYND domain-containing protein 2; AZ505

5 IR 9 (diabetes mellitus, DM) B2 3 b 42 Bk B 9%
iR mE ez ", EFRE RIS 2t 4
i, 2021 4F 4Bk DM 3K 5.37 42, Hoh JR ] 38 2 ik
L4142, H 2R ETHEAP, BRI K (diabetic
kidney disease, DKD) J& DM fx % UL A9 73 i 45 9 &
GEBT, DKD 2 8 1k B I 9% % (chronic kidney disease,
CKD) iy F 25 A, B 2F 44k & CKD i e i b 22
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Z B RS AT YA IR 2 B CKD &R 4
KRB % (end stage renal disease, ESRD VO 48 G E N
Fho R TTE G, P, 4T 4L A
RCHE 25 % DKD By v HA B 5

B 2R 4 Ak Y 32 e BHRE AR 2 40 M A B
(extracellular matrix, ECM) 40 1 B g JR 25 (type 1
collagen, Collagen I ) . Collagen III . £F 4k 3% 4% & H
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e, A SMYD2 4 3mSR 4RI AL RO P LA 5

(Fibronectin ) 25 #9355 22 F R ML ol 25 4k 240 i
15 B AT PR £ A M S P R IE iR B K
ZLWAE I, 7E DM & JEh DKD By v, RS s
I8 7T 7% 5 K i & P % (reactive oxygen species,
ROS) JE B, hntR 42 & B 7 40 B 40 i A R -6
(Interleukin 6, 1L—6) . i 98 3K 3E 5 - a (tumor
necrosis factor, TNF—o ) A B 78 55 10 BE | Bk 45
HIGERE AR B T 4k (NRK-49F ) 40 e 731k Ry
L2 4 48 ™, LA 24 40 5 5f 6 38 a—F- T L
L3l 2 H (a—smooth muscle actin, oo— SMA ) I 43 K
Y ECM W7 8 H 5 8072 B B4 U A
1% % 5% N 1 - kB (nuclear factor—kB, NF-=kB) 45 ] £
T A 928 K A8 i AH DG BE TR, 2 4 i AR G A A AT 1
() B E T . NF- kB fF 5l 5 0 S
DKD Y & AE & e rpol B 2R A ™ HFoE R
TEG AL B9 NRK-49F 4fi g v, NF- B {5 5 1 J# m] 3 i
PO AN [ B A A 342 2% 40 M BT 7 0 Ak TR R
M SR T NF- kB {5 538 #% /£ DKD H i) £ FH AL
A ik — L .

44 F OB 2 R TP B A2 il 2 (SET and MYND
domain—containing protein 2, SMYD2) f& —F & 45 SET
I MYND &5 44 350 (9 21 35 1 Y5 5% 7% g™, SMYD2
A 2 A A [R5 (H3K4 H3K36) i 17 H 2
A AT, A mT i A 20 8 0 S e S RO B S
K7 3 .NF-kB p65 il p53 45 % = B KL A 1117 5% i 2 it
HEFH A AR TR TR 22 e B I 1 5 N B
(0 Bk B b B 20 i e, AT aak PR NF-k B p65 1
15 SMYD2 , 5% Wi $& ¥ 5 b Bz 40 A i) 1 5 A s A6
AR R4 T S0 5 & B SMY D2 4785 2635 T DM /) B
B 4141, SR SMYD2 7 DKD % Ji& v i b (4 £ FH Al
Gy FHLENA Re ik — 05T . BRI, A BIF5E 5L T DM
/N BUBERURT A J AR, 5 AEAR ST SMYD2 2 75 n /i 7
7o WE BR 95 T NRK-49F 40 Jifg 19 7% 1k B2 o] g AL, b
DKD B i #5149 AR JC BF ¢ 32 438 330 4K 418 5 38
FEfil

1 RS

SLaw R EEIRFI RS

10 H SPF 2% fid e 1 C57BL6 /N L, 1A T (180 +
20) g, W [ At 5t A B AE YR e A BRA D 52
I W A PR R AT IE S SCXK (5T) 2014-004 , 521 3

1.1

Wil FHF AT HIE S - SYXK (5)2018-0001

DMEM IFE % #3572 5 (% 1 o/L % % 8% ) . DMEM
MR IR AL (% 45 oL # A B ) G 4 18 (fetal
bovine serum, FBS) ¥ [ 32 [H Invitrogen Gibco NI
JER RIS AL T B IR A OBUBT ) ¥ A LA .51
Biological Industries AR N T, SMYD2 45 S
il 77 AZ505 Wy [ 2% [ APExBIO 23 7] , ECL %& Y68 7
&M AN K AR A BRA R, I8 AKE -
LT (hematoxylin and eosin, HE ) i 7] & . Masson —
Pt R & BCA B vk B s 170 & . CCK-8
B G B AL RIPA 2 BT o s mdidst i 71 L 40 Il
T 135 M B (5% BSA) ¥ A At st RS B
A BR 2 7, Fibronectin (ab2413) % £ 7% & T 1K |
H3K4me3 (ab8580) e FL v [ Bt /4 . H3 (ab1791) f
FOREPLR I A YL L) RS ARA A, «
-SMA (14395-1-AP) #t . 3¢ [& $it /K | Collagen |
(14695-1-AP) % 2 s fE LA . SMYD2(21290-1-AP)
B BT R BRI I F 2RI = AR H R BRA
NF-«B p65 (D14E12) # F. 50 B Ht {& | Phospho—NF—
kB p65 (Ser536) (93H1) % B v B Bt {4 5 11 [ 28 [
Cell Signaling Technology 7 ] , SMYD2 (5c393827)
PRy REHUARIE [ 2 [F Santa Cruz Biotechnology A ¥4
AN F], B-actin (PMKO58S ) f Fi sE e 414 HRP 111
Fric bt fe/ B B [ s 35 e AR W E R A R
AN

Cobas 8000 7 4> [ 5l A= 4k 43 A WA F i+ % [
3], Axio Tmager. A2 5% 24 B 3 5% 1 A 1[5 ZEISS
NS
1.2 FHik
121 FEAGH A SPF /N EBEHL A N IE
H (NC)ZLFBEARIR (DM)4L, 455 Ho DM4A1#%55.0 mg/kg
F et M T S STZ AR, LR/, %225 04,48 h
Ji 70N B e kB 443000 it AL 06 B L 1 5> 16.7 mmol/L
I 58 R A BBy 5 NC 2 45 T 4[R]30 A B0 R
Ko WAL/ R SR AR MEGRRE, A oK, FROELE
il 28 JEJ5 AbBE . /N BUAR BB 6 h 25 & AR AR K, bR
J&i , HR B 4 B 22 BUIAL , L 4 000 v/min B0 5 min, 435§
MLVE & T -80 CUKFR VRIRAE o B 5 I ZU%) 2
S, =R T 4% W2 R, 5 — KR4 T
-80 CUK%H o

122 A asidomsusen Aedsss REAEA
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i34 %

Bl A= Ak A AT AR T 4% 41 /0y BRI BE (blood glucose,
BG) I JLEF (serum creatinine, Ser) 7K o

1.23  HE.Masson & &R B IEmE it BHHA
2 4% thPEM R E S, AT A (3 wumJ8) , R
H HE Masson 4 o 17022

124 e KENRK-49F 40 i 7E 5% FBS .
1% ¥ 55 % £ IR & W 0 DMEM IR 15 52 3 p |, F
37 C 5% AR TR A o B TR A A K
JEE 3K 90% it FH ke it 7 1k v E A 7 I A I AR AR

125  #ZH#E3ER & (high glucose, HG) 7R ] A ] & A
# NRK—49F 20 i & 4L B NRK-49F 4 Jifd #% 1.5 x
10° /> /L 20 HE %% 3 52 F 1 4 it 55 5% 6 LA b, 17 4l
i %5 £ 3K 60% I % 40 i 14T 24 h TG i vE LR AR 2R
T£0.6.12.24 .36 F148 h iZ KA HG 55 37 4 (&
0.5% FBS . 1% T 4 8 R B W) 1E 37 C . & 5% —
AL ik B SR A 8 R, BT PR X B AL 0 IF R b
(normal glucose, NG ) 55 75 3 (% 0.5% FBS . 1% 77 8%
BHRIRAW) 37 C . E AR B F2 4 b 4k 22 55
Fro WFRSENT , SRS FAOE W ISR A0 M | A
i A AR

1.2.6  CCK-8 x4 M AZ505 & NRK—49F 48 it #
e ¥ NRK-49F 41 it 422 B 1.0 x 10° A/FL 40 if %% B
ERDT 96 FLAR T, 16 37 °C .5% — A AR 1 I 46 P 8
3224 h, BT 24 h IS LR AL B . AR 4E AZ505
BV e B8 4 Y 43 2R 0.000 mol/L £ . 0.156 pmol/L
2 . 0.313 pmol/L 4 . 0.625 pmol/L 4 . 1.250 pmol/L
24 . 2.500 wmol/L ZH | 5.000 pmol/L 2H . 10.000 pmol/L
ZH .20.000 wmol/L £H .40.000 wmol/L £ .60.000 pmol/L
W, BAWERESANE L, A48 b5, 7RI
H B CCK-8 ) 5 5 7 4% 1: 9 IR B JH MA &AL,
T 37°C 5% ARG FRAE P IEE 2 he HEEARX
K 450 nm Ab (8 WO BE AR, T3 A () 25 ik BV
T B 20 LA S B A AE TS (%) =[ (SR IR A -5 H
2 ) /(R B2 25 F14) ] x 100% o

1.2.7 Western blotting #& | & & & 5 F] F 40 ff
1)) IS 2H A | FE AR T RIPA (55 8 11 g 0 il 551
PMSF # #8100 1R A ) 85 11 24 A 22 vl i, 8 75 2 Y
PR ORBRE N FIEWR . I BCAHEH
e B e R S E MR AW E . 5 B
W (5 x loading buffer, ¥ —H AP E)IR G EF T
100 °C7AE Y 10 min, BEAS 37 B 5 9k 8074 T 20 €.,
TC ] 8 A T 0 — 5 T s T e 8 S [ 10% 1 R P

9455 T e 73 85 18 (10 mL) : 4.1 mL 8 4 /K +3.3 mL 30%
045 T % + 2.5 mL 1.5M Tris (pH 8.8) + 0.1 mL 10%
SDS +0.1 mL 10% i Bt fiR £ + 6 L A2 & ; 5% RN
95 Tk Jie e 445 11 (4 mlL) 2 2.6 mL # 40 K + 1.0 mL 30%
P4 T e + 1.3 mL 1.5 mmol/L Tris (pH 6.8) + 50 L
10% SDS + 50 Wl 10% i 5 2 2 + 4 pL {2 B, K
A5 UL A B I REAS N 2 45 VKB R UK S R R R
FH SR S 7 4 B PVDF B b o i FH 5% B B 2F 05 3 I
1 PVDF % 1 h., # PVDF i 5 & I Fibronectin (1 :
5 000) . Collagen I (1:1 000) .o —=SMA (1:1 000) .
SMYD2 (1:2 000) , H3K4me3 (1:1 000) . H3 (1:
5000) . NF-kB p-p65(1:1000) ,NF-xB p65(1:
1 000) Al B-actin (1:5 000) —$i T 4 CHERMBFH T
&, H3K4me3 £ 1 L) H3 N 2, A 1 LA B-actin
AN Z . TBST YRR 3 UC, ¥ PVDF i 5 AR i A 4k
PIBEARIER) —hiHE R E | ho TBST PEAE 3 Ik, HI3Y
5 A 27 R GV VORI B S AR AR R G 5 Al 2
B &k, fff ] Image J 3R 23 B 26 1450 K E
128  BA# AZ5054F Bk AT R Ib e MR
CCK-8 52 B 45 L 16 £ XF NRK-49F 4 Jifd 75 7 48 /N ok
J& (2.500,5.000 . 10.000 1 20.000 wmol/L) f AZ505 %
4 Ha 2 47 T i, 248 Western blotting A} s AZ505 171 1
HG 753 NRK-49F 4t g 1% £k i) /5 1R B2, -3 AZ505
E FH & B R 20.000 pumol/L ] T+ 52 36 36 31F . 445 44
43 NG 40 NG + AZ505 41 \HG 44 .HG + AZ505 41 .
NG Hi #2 M HG B2 51 5 0.5% FBS (1% T 58 &R
RAW . A48 b5, WEAN I S 1, &
Western bloting W i AZ505 %} HG i 5 NRK—-49F 4 Jifd
TE AL VR H

129 S dn FHLH 4% 2 R EEE
E AEME YR (&3 pm) , B85 5 H EDTA (pH
9.0) FEATHLIFAE 5 5 H W IN 11 4% 2 5 H R
NRK-49F 4fl g 30 min, B J5 F ¥ % T PBS 19 0.5%
Triton X—100 3 1% 10 min, 5% BSA % #5EH 1 h, %0
—HUIFT 4 CHEF L AL REA NP0 Bt
SMYD2(1:200) . %3t NF-kB p—p65 (1:300) . It o
-SMA (1:300) . WE&E 455, PBS PR 3 1K, 5 min/
Ko BEEAE Alexa Flour Plus 488/555 5¢ )t i (1:
200) MG 1 h, PBS VR 3 WG, L
VRIE 73 e, 7 B DG 2% 1 35 WL 28 01 R 4
KA.
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5430 ZERBEE, GE SMYD2 A SR U AT AR AN IS AL P PLIR AT

1.3 Hit=rHE

B 5 73 & H1 GraphPad Prism 9.2 4¢3 41 .
TR PR DA B = bRl 22 (x £ 5) TR, FLER T ¢ K
K ul BN K 7 22001, P <0.05 49 22 58 i
B,

2 HFR

2.1 HGiESNRK-49F A&
NC 20 5 DM 24 /) BRI BG L Ser K- HL 88, &2t
Ko, 22 R A g it 2# 73 L (P <0.05) , DM 4 & T

Masson Y {4,
NGl WAR1, Sk B SR AN s N6 Sk FR T AP AL
l 1 NC4AS5DMA/NREHL HE Masson &

*&1 NCZH5DMAE/NRIMEBG.ScrkFELbEk

(1/1:5,;15)
(P>0.05)., WK2FfFE2,

2151 BG/(mol/L) Ser/(wmol/L)

NCHL 833+ 1.70 5.98+1.47 NC4l DML

DM 30.49 + 4.41 11.00 £0.71 G SMA T G S A S
i 10.480 6.899 Collagen - - - - 135 kD
P1H 0.000 0.000

H3K4me3 = sl | | )
H3 e ol e e e |5 kD

22 NCHEDMA/NRBHELHE Masson &
B N WL n] UL DM A/ BUE NS HES 2=

N SMYD2 -— S .
L 8 53 R I, o 40 0 ek 1 e e 0D
e 9 I S T 46 OB, NC 2/ U 206 9 S T et DDA D
25 WAL, NF-KB p=p05 e s e e e e 65 kD
2.3 DMZESNCAH/MR'BHLE «—SMA, Collgen NF-kB pOS | s i - - 05 kD
I .Fibronectin, SMYD2, H3K4me3.NF-«kB p65. Boactin T — 3 )
NF-«kB p-p65 & X RiLE LR H2 REANREAAREEEEE
DM 41 5 NC 4 /N BUE 21 21 a—SMA | Collagen | |
Fibronectin , SMYD2 , H3K4me3 . NF-k B p-p65 & [ B PEDOCHE RN BB T W] I o -SMA |

XF Ik LR, BN R I L0, R WA S SMYD2 7E NC 4/ U H UK R K, (B 7E DM 4 /)
22 Y (P<0.05) . DMALE F NCA ., FidlNF-xB  RUEFHALhEEL. WE 3,
p6S EEHMN RAEILE , ZR EHRITFE XL

%2 DM@ASNCHNRBHL «—SMA.Collgen 1 .Fibronectin,SMYD2,H3K4me3,NF-«kB p65.NF-kB p-p65&H
B RIZEE (n=5,xxs)

2H 5 a-SMA Collagen [ Fibronectin SMYD2 H3K4me3 NF-kB p65 NF-kB p—p65
NC 4l 0.46 +0.09 0.26 = 0.08 0.31+0.11 0.52 +£0.09 0.59 +£0.24 1.67 £0.31 0.38 £0.07
DM 21 0.99 +£0.16 1.26 £0.17 0.74 £ 0.88 0.89 £0.21 1.14£0.20 1.64 = 0.09 1.19+0.17
i 4.981 9.490 5.356 2.813 2.998 0.352 12.420
PfE 0.008 0.000 0.006 0.048 0.040 0.742 0.000
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i34 &

a-SMA DAPIL Merge

NGl

HG 41

SMYD2 DAPI Merge

3 BHMRBHAZERKEN «-SMA SMYD2 ZE i &

24 HG # 3 A& B B 8 = NRK-49F 4 Az
a—-SMA . Collagen |.Fibronectin,SMYD2 & B 183
RIFELLR
HG KR 0.6.12,24 36,48 h NRK-49F 4
Jfl & ~SMA . Collagen I Fibronectin , SMYD2 & {4 AH %}
Kb W, ZRHRT Z00, 2R YA
B (P<0.05), WEIFE 4,
%3 HGRIHAE R iE = NRK-49F 4 a—SMA,
Collagen |, Fibronectin,SMYD2 & 5183t R iA & tL &R

(n=3,x%s)

s i) a—SMA Collagen [ Fibronectin SMYD2
Oh 038005 031017  023x006  0.65=0.08
6h  033x004  038x009  024x008  0.79=0.07
12h  038+0.09  041+0.09  021+0.07  0.75+0.11
24h 0.68+0.08"% 0.86+0.19729 0.58 +0.1172%  0.69 +0.04
36h 0.670.08"2 0.99+0.157*% 0.67 +0.08"2% 1.01£0.15"7

48h 0.72+0.037%% 1.04 £ 0.117%? 0.73 + 0.0972% 1.08 + 0.07V2%
F{E
P1E

22.240 17.510 25.210 11.190

0.000

H : D50h iR, P<0.05; @56 h ik, P<0.05; @5 12htk
5, P<0.05,

0.000 0.000 0.000

2.5 7N[E AZ505 HI1E iRk FE 4B NRK-49F 4R fa 75
E AR

0.000 pmol/L 4 | 0.156 pmol/L £ . 0.313 pmol/L
20 . 0.625 pmol/L 2H . 1.250 pwmol/L £H . 2.500 pmol/L
24 .5.000 wmol/L £H . 10.000 pmol/L 41 . 20.000 wmol/L
ZH . 40.000 pmol/L £ 1 60.000 wmol/L 4 K f{, NRK-
49F 4I1 i 77 1% % 43 51 4 (100.00 = 0.00) % . (96.34 +

— e —
PR 1

Q-SMA = - G A —

220 kD

Fibronectin

130 kD

Collagen |

47kD

SMYD2 50 kD

B-actin DD G

1:0h; 2:6h; 3:12h; 4:24 h; 5:36 h; 6:48 h,
HG Fl A [5) B i8] 22 NRK-49F 4l Al «—SMA . Colla -
gen |, Fibronectin,.SMYD2 & H & &

. — e >

43 kD

E4

1.82)% . (88.47 +1.44)% . (86.73 +1.33)% . (83.71 =
1.29)% . (81.15+2.34)% . (81.15+2.48)% . (77.77 +
2.16) | (7191 +£539)% . (23.24+1.52)% . (0.09 +
0.16)% , BN Z J5 25041, ZERA G2 L (F=
385.000, P =0.000) , 40.000 wmol/L £H . 60.000 pmol/L
ZH %5 0.000 pmol/L ZH 1% ( P <0.05) .
2.6 AZ505AIHIH HGiESH NRK-49F 4AEiE L

NG 41 . HG %1 . HG + AZ505 (2.500 wmol/L) 4 .
HG + AZ505 (5.000 pmol/L) 41 . HG + AZ505 (10.000
pwmol/L) £ . HG+AZ505 (20.000 pmol/L ) £ K fil NRK-
49F 4 Jfd Fibronectin . Collagen [ \SMYD2 75 4 #H % £&
R SRR R T 200, ZRA RIS E
(P <0.05) ., HG 4% NG 4 (P <0.05) , HG +
AZ505(20.000 pmol/L) 1% HG 414K (P <0.05) , 5 £k
K FH 20.000 wmol/L AZS505 1 FH ¢ J& FH F 52 56 50 31F .
UL 4 FEI5A

20 pmol/L AZ505 T HilJ5 ,NG 241 \NG + AZ505 41 .
HG 4 . HG + AZ505 4 K Bl NRK-49F 41 Jig
Fibronectin | Collagen I | o =SMA | H3K4me3 , SMYD2
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%4 e, A SMYD2 4 3mSR 4RI AL RO P LA 5

R4 HEKXFNRKAF B Fibronectin,Collagen T .
SMYD2 & B3t RIZE M ELE

H G2 L (P <0.05) . HG 4% NG 4 & (P <
0.05) , HG + AZ505 4% HG 2H{% (P <0.05) . W35

(n=3,x%s)

FIE 5B

2151 Fibronectin Collagen [ SMYD2
NG 040+0.05  052+005 0.67+0.12 2.7 & HKER NRK4OF 40 il SMYD2 #1 o —SMA.
HG 4 097+0.13  1.08£0.09 1.04=0.17 SMYD2 #1 NF-«kB p-p65 $ & ¢ £ 7E fiL
HG+AZ505(2.500

+ ) ( 094+ 0.11 090+016 081007 NG 2H \NG + AZ505 44 .HG 4H .HG + AZ505 24 K
pmol/L) 2 §L NRK—49F 41 Jfs SMYD2 1 . ~SMA . SMYD2 I NF—
HG+AZ505(5.000 i e o T o o
pmol L) 0.70+0.17  0.87+0.09  0.75+0.09 kB p—p65 TR ILE M LSRN, S AT T T W

mo. 5
HG+AZ505(10.000 BURZEN , SMYD2 £ Z 3R IA7E AN A% .o -SMA F %
071+0.15  090=0.13  0.540.07 . , s b e -
wmol/L) 4 FE IR LT s HG B, P B9 8 o0 R AR el AR ]
HG+$LZ;OH5(20'OOO 0.66+0.16  0.64+0.12 037x0.13 DGR BRI . i BORAS T NF-kB p-p65 22
’*”{”E" b FIK AN , HG HIIUS  NF—B p—p65 7E 41 JifL J5 Fil
F 7.228 9572 12.420
A A% A 2235, B SMYD2 1 NF-k B p—p65 7 4 Jitd

P 0.003 0.000 0.000

RAFAE L L, HL P 9 658 S8 23 5, DL 31

W EUHIX RIS, B0 K7 22400, 6 5k RIYITHLAZSOS Ml . LI 6.

1 2 3 4

1 2 3 4 5 6 Q-SMA [l - —— 471D
Fibronectin =e=—_ . - — 220 kD Collagen T n s - ﬁ 130 kD

Collagen | N S w—— 301 Fibronectin —_— - - _— 220
H3K4me3 i S i s 15 kD

SMYD) S - — 50 (D

IR e REN D
Bractin MG—: S — 3 kD SMYD2 | s e - 50 )
B-actin - 3 D

A
B

A:1:NG4; 2: HG 4 ; 3: HG + AZ505(2.500 meol/L)éﬂ; 4:HG + AZ505 (5.000 meol/L)éﬂ; 5:HG + AZ505(10.000 meol/L)éﬂ; 6:HG +
AZ505(20.000 pmol/L)ZH . B:1:NG41; 2:NG + AZ5052H ; 3:HG4H; 4:HG + AZ505 4.
5 #AKBRNRKIFAMPHEOEHHE

(n=3,x+s)

R5 HHEKARNRKAF B «—SMA. Collagen I .Fibronectin,H3K4me3.SMYD2 & H 3t RiX 2RI LR

215 a—SMA Collagen [ Fibronectin H3K4me3 SMYD2
NG 41 0.63 +0.28 0.56 +0.17 0.55 0.09 0.28 +0.07 0.61 +0.08
HG 139 +0.2272 1.12£0.10™? 1.15 +0.05"? 0.95 +0.09"? 1.06 +0.0472
NG + AZ505 41 0.51+0.11 0.44 £ 0.07 0.57 £0.06 0.44 +0.162 0.57 +0.03
HG + AZ505 40 0.49 +0.25% 0.86 + 0.08” 0.64 +0.12% 0.27 +0.12% 0.66 + 0.08”
FAH 10.870 23.060 33.270 23.490 35.190
P 0.003 0.000 0.000 0.000 0.010

. Q5 NGAHE, P<0.05; @5 NG+AZ505 4H 1L 4%, P <0.05; @5 HG 4 H#, P <0.05.

2.8 & H K NRK-49F 40 il NF-«B p65, NF-

kB p-p65 EHMEN RIZE LK

NG 41 \NG + AZ505 41 . HG 41 . HG + AZ505 41
K Bl NRK-49F 4f i NF- kB p-p65 & H # ¥ % ik
R, B R T 200, ZRAGITEE S

(P<0.05) ; HG 414 NG 4 /& (P <0.05) , HG + AZ505
43 HG 4K (P <0.05) o 45 2H K B NRK-49F 4 fitg
NF-«B p65 & [1 0 X ik it b8, & LR 36 7 22
SR, EZER LG EE L (P>005) . WLE6
7,
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NG

NG + AZ505 4

HG 4

HG + AZ505 4

SMYD2

NF-kB p—p65

DAPI

6 &AKFRNRKAIF ZAHE SMYD2 #1 a—SMA.SMYD2 #1 NF—«kB p—p65 9% 7 St E AT

=6 &HHKXRNRK-49F 48 NF-«B p65.NF-kB p-p65

EABEMRIEEBEE (n=3,xxs)

20 51 NF-kB p65 NF-kB p-p65
NG 1.09 +0.14 0.42+0.29
HG4H 1.06 £0.15 1.11+0.18"2
NG+AZ505 M 0.99 +0.19 0.65 = 0.07
HG+AZ505 25 1.31+0.20 0.52+0.25%
F{H 1.904 6.027
P{H 0.208 0.019

o O5 NG ILE, P<0.05; @5 NG+AZ505 4 HL#¢, P <
0.05; @5 HG 4 4, P <0.05,

1 2 3 4
NF—B p-p65 - - o o
NF-kBp6s S D SR " ;)

B-aclin -—— S S cm— /3 |])

1:NGH41; 2:NG+AZ50541; 3:HG41; 4: HG+AZ505 41,

7 %4 NRKA9F ZAf NF-«B p—p65.NF—«B p65
EQEWE
3 iTig

B £ 2 fK & CKD ] ESRD %% 4k iy [m] & 422,
ECM 873 8 A9 3 B2 0 AR K i IR OB i A7 1k
S AEAC Y T PR JUURTET 2 40 i AT 4
A 5 A% NN 200 5 A g PE R AR T L DL
AT 2 20 it 38 3 433 Collagen | | Collagen Il | Collagen
IV . Fibronectin £l /2 %% % 5 H & 5 H AL 21 4k 1k )
AE™Y . JUACET 4k 20 it o 5610 5 NRK-49F 21 Jfd | J&] 41

JiL B /NG b e A A5, Hrf NRK-49F 4 it 77 £k 2
JUL S 2T 24 40 %) 32 2R IR BF 5T 2, #E DKD
HEFE H NRK-49F 41 Jif 1 AL AL 32 2 F A KR
R RN ORI U K-8 X & | BT (i S
K- B B Wl R LIS 3— I3 il / 2 11 VAl B 55005 3R 57
FWL 35 4% 2 I I 4, T e €8 5T 40 2R L iE A L DNA
FoAb AR gt RNA 45, 78 DKD (14 % g AL il ot i 56
SHEAE FHRTY, SR 0 2% W 35t % I8 42 A8 B AT 2 T Ak b Y
1 A itk — 2 B

SMYD2 J&: iff 5% fe |12 1Y 20 3 14 1 4 R Y 7%
ol — 76 B W e 45 e S L R i 5 R
o SRR RV — BeF 5 B 4 4R SMYD2 FE I £
Jisgg i B VR AT fig , {0 L AE DKD & v i 7 H i
KM, ADFFREE R T, 5 NCAAH L, DM 4715
SNEUE 4B A 4k AL 38 FR (Fibronectin |
Collagen | ) LR £F 4 40 it Vs A B S ) (a-SMA)
SMYD2 J HoA41 4 1 W A I ) (H3K4me3 ) \NF-kB
p65 MV JE B 2 1k 2R 1A 1 157, R W] DM 41 /)N B 4 440
3 EL B WE 2T i Ak, JUUSET 4 40 B 35 4L 7T RE 55 SMYD2
FeIR B S NF-w B OE A7 56 . ZEARSMEH HG il %
NRK-49F 41 i % #i , HG 7] i 5 NRK-49F 41 ity 1 1k
£ SMYD2 3£ 3k | 3 5 B SMYD2 45 S5 4% 410 il 571
AZ505 1] §ll ] HG i 5 ) NRK-49F 4l fid Py SMYD2
ECM A% 43 2 11 M a-SMA £ ik , #2758 SMYD2 1 fE 4
3 HG i 51 NRK-49F 41 1 75 1k .

9 HE LN TE B AT A ik e h B AR
NF-kBAF kR i [z W 1 56 5l 5% 5 20, 76 5 ik &1
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HEAk T NF-w B 30 0738 2 755 bR 1) 78 B e Ak
T B 1) J5 B 2T 4 40 i B 52 ) 4 e R ik 45 O 2
PP H R AR R R SMYD2 1F 41 2 1 34
FE Rt v] B L AL AR 2 B 1 (AN NF-wB) , DT 3 2 44
S A SR A 7 B P c ol £ K 682 W SR 1 0
T SMYD2 AT 3 o P [7] HY 38 Ak RS NF-« B, {f NF-
kB p65 & Az H AL RN R k. , A2 i LA i 240 M 1 4
B AIG AL, WF 5T F B, SMYD2 1] i #F NF-kB p65
w2 Ak, SMYD2 3k 3% 3k ] 30 40 i b i NF-« B {55
T, DT AIE 4 2 RE 200 L IR —F A R Y. AR IR A
I AF 5% & B0 SMY D2 45 S 1 il 77 AZ505 w]
T A BRI i PR AE P ZE /DN BRUASE D vh )N U v 2R
A 18 bR 0 A 2235, AZ505 B H S S PE siRNA #1
il SMY D2 1] 41 il 5 £k A K PR B 1 4% 3% 14 B 1] 5 g
ST L AN B 28, IR T SMYD2 J2 B 4R 41
S NRK-49F 4l jfd 3% fb (% = 22 A ™. SR
SMYD2 i i NF-« B {55 53 % i 380G 4 o] 378 4% DKD
B LF YA A Rt — BB . S IEAL SMYD2 A
HG 5 5 1Y) NRK-49F 4l Jitd 7% £k v 9 1T BE AL , A A
9% G AR PE DA M NF-k B p—p65 F1l SMYD2 7E NRK-
49F 41l Jf 3t 5 137 S Western blotting £ Il NF- kB p65
MR KB R Ak B K P, & B AZS505 FT A
NF-kB p-p65 H 20 A8 5t % A 41 i A2 | 5 490 il H: 3% 55
1A BE7R SMYD2 FJ BB 2 I8 4% NF-« B p65 2 1k
A3 HG 1755 1 B Uk s 27 4 40 P 3% 1 o

25 I fr ik , SMYD2 45 5 M3 i 57 AZ505 7T 417 4l
HG 75 5 (1) NRK-49F 4 il 1% 1k , FCHL W] 6 5 40 il
NF-k B 4t ji {5 538 B30 A OC , #2278 SMYD2 1]
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