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Abstract Objective To explore whether Renalase can delay renal fibrosis. Methods Human proximal renal tubular epithelial
cells were cultured in vitro and incubated with TGF — 31 with or without various concentrations of Renalase. The expression of E — cadher-
in, a —SMA, FN, Col - I was detected by different methods to evaluate the level of EMT and fibtosis. Then, the expression of p — Smad
2/3, p—-ERK 1/2 and p — p38 was detected by Western blot( WB) to explore the possible molecular biological mechanism. Results The
expression of E — cadherin, a = SMA, FN and Col - [ increased after TGF — 1 stimulation. When incubated with different concentra-
tions of Renalase, the appeal phenomenon was improved in a dose — dependent manner. The expression of p — smad 2/3 and p — p38 in
the cells incubated with Renalase was almost the same with that of TGF — B1 alone, while the expression of p — ERK 1/2 was significantly
down - regulated. When ERK signaling pathways was overexpressed, the inhibition of Renalase in TGF — 81 — induced EMT and fibrosis
role was offset. Conclusion Renalase can reduce TGF — 31 — induced renal tubular epithelial — mesenchymal transition and fibrosis in a
dose — dependent manner. This mechanism may be related to the inhibition of ERK 1/2 signaling pathway activation , which provides a
new therapeutic target and theoretical basis for the clinical development of delayed CKD.
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3T A Sk, 18 M B IE % ( chronic kidney disease, 7% M (fibronectin, FN) (177 A= i FR 0 5 B8 /N BR A
CKD) &/ 5 B AR SR 3, © b BRI A AR Ak BN ] B 4F i1k, B 28 S S0R DE D g ek
M)A S T A (a8, B BEZF 4E b2 B A7 CKD i Jg = 2% B /INVE A~ 18] 5E 5T 5% 534K (epithelial — mesen-
R AE S5 (end stage renal disease, ESRD) ) % J5 4 chymal transdifferentiation, EMT) 52 H §ij L i £F 4E 41
[Fi) 38 3% 5 JHG = 0 0 o 2 Oy TR RS Y R R R R T He 3 B A I, S A% £ 40 M IR T R A
RZUAR G LT 4 A0 B USCEF e an o 3% A= g oh b, TGF - B1 2 AR 2 B 4F 44k A 7 3 3 EMT &
KL 5 (extracellular matrix, ECM) U012 B 21 4E | 21 R 1% AR FEEY R, T 2 R AE 2 ik R T
EMT", 2Ll f 45 TGF - B/smad {5 5 s, Ik
HEETH ERARP LSRRI HE (81570660) ; 4t 5t i B 4 2 MW % 61 15 ERK1/2 . p38MAPK | PL,/akt 4515 5 i@

415 B (D131100004713001)
IR 2 L TGF - Bl i Effy EMT
YR B 100050 1 #B B R 2% IR b 5t A i B2 B B IR AR % - gt £ B iy i
ERL A2 B2 R FEAEH, Aok & I E 28 MU PR 35 R AT 200
A IRAE S XS0, #FAE A« liuwenhu2013@ 163. com YR, #EZE TGF - B1 &y EMT X F % 2% 5 [a] i

.20 -



BEAERSE el 2017 4E7 A H546 8 7 )

e B

L Yifk %% CKD i i LK,

Renalase J2& 2005 4 iy HE & K 2% 0 B2 Rk L) —
Ffi 2 F1 5T, Renalase B 576 ' IE & 3L, B /N Bk HE /D
RN L A0 SN B R A T R O
U LB AL LA R Rl 22 b R IR D R TR
Ak, FeHIA N Renalase S& — Fh 43 305 7 £ 4 51
R RS T 4% 4 8 (flavin adenine dinucleotide,
FAD ) 1 JHie S8 A0 8 , T LA 20 g 47 26 TP 19 L 2% 19 i 2R )
i, i 4F ok & B Renalase 1] fig J2 — Fh 4 i A 1, 38 i
VR T JBE A2 A, 005 40 B N A5 5 08 B Ok 4% AR 9 A
JH o BCLIESE Renalase 470 1L 55 I U £ B 1
F {H J& Renalase S 75 0] DL 4E 2% ' JIE 47 4E 1k H i
W Z A OCHRIE . AWFFE TR R 7R ER Y Renalase /2
Al LIRS 40 TGF - B1 BB /NE EMT 5945 F S HAH
Ky o3 HE W AL

M5 7%

L. A0 5% 5 R N0 o /N A B R AR Y
TRANRE 35 ML 25 [ ATCC 23 & B9 AT 3 B /N |
Yiff R HK -2 48 1, DL & 2% s 4F 1l 3 /) DMEM/
FI12 ¥ 32 T 37°C 5% CO, B4 AL Ae 8555 I K
Bl 1, SR & 70% ~ 80% il A B, R
TG I35 15 R WA B 120 off 20 ik 30 [ 2540 ), F 52
o HA, MR R Mk B TGF - B1(0,2.,5,10,15,
20ng/ml) | # 48h, i ] Western blot 345l E - cad-
herin Fl o = SMA Kk i (722 1k , TRE ARk FETGE -~
B X /N b e A0 M 5 43 Ak 9 5 Wi 5 W 2ng/ml
TGF - B1 FFA [F ] (0,12 .24 48 \72h) , HR A
[ 0 (] 0 3T TGF — g1 T4l fa %% /b g g . LA
b & = B NI L 7 - S T o | i
TGF - B1 FI(5) A [F] % EE ) Renalase 5 4ff ffd L [7]
BEE, WA AN R 25 1Y 28 Ak, K I AR OC 2R F bR AR W
WM& Renalase X EMT {19 5% i - 8 5 H 0T 58 (1) 43+
A=Wy AL o

2. 2L B G T £ I A RS L T PBS Bk
G, 4% % B P B = IR [ Z 30min, 0. 1% Triton
X - 1003% 1k 20min, fz J5 [a] 40 A Y 53 500 I A S it A
E - cadhering}, o« — SMA #)—4¥7i,4°C 3%, PBS ¥k 5
A FITC AR W 40 — b, Eld P F 1h, H]
HRE R MIENEI R

3. LW PEOEE i PCR(RT - PCR) B A KA 85
FRIM A 40 P M6 6 £k, Trizol $ER B RNA | %8 4h
POCOGEETERT I mRNA 2 B Jf Ak g . B iR
PR B RNA JEAT SR 5%, SV 2% - 42°C [ i

60min,95°C Jz Jij Smin, JK [ J{¥& 45 0 ) i, cDNA 7=
PWET -20C A7, MHE Genebank J¥ 51, %%t E -
cadherin .o — SMA 1 B — actin 5| ¥ JF 5 I & W, %
TS E ST IEP 1 .50°C 2min,95°C 10min,95°C
155,60°C 1min, 3t 40 N5, U= ¥5 B - actin
7 AR R s BE A R R AG I AR B mRNA AR XS
RKikE(ERD).

&1 RT-PCR3I#FFI

51 %5 B 519 (5'=3") YK E (bp)
o - SMA_F ACTGCCTTGGTGTGTGACAA 224
o - SMA_R TCCCAGTTGGTGATGATGCC
E - cadherin_.F  TCATGAGTGTCCCCCGGTAT 240
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