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Effects of YB-1 on rat mesangial cells proliferation and TGF-B, expression
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[Abstract] Objective:To explore the effects of Y-box binding protein 1 (YB-1) on the proliferation and transforming growth factor-
Bi(TGF-B,) secretion in rat mesangial cells (MC). Methods: Rat mesangial cells were cultured with or without YB-1 over-expression,
and the supernatant and the cells were collected respectively. The proliferation of MC with YB-1 over-expression was determined by
MTT and cell counting. The level of the TGF-B; protein in the supernatant was mesured by ELISA,while the TGF-B, mRNA
expression was detected by real-time PCR. Results: YB-1 over-expression stimulated the proliferation of MC,upregulated the expression
of TGF-B; mRNA ,and induced the TGF-@, protein secreting in rat MC. Conclusion:YB-1 triggered MC proliferation and increased
TGF-B, secreting,and inhibiting YB-1 expression may be beneficial in retarding progressive development of glomerulonephritis.
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B AR ARSI v R ARG I ) (R L AR R AL AN
A, ARSCEGEARSME SRR BEMC, 5% YB-1 i
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1.1 ##

MTT W H & [E Sigma 2y 7], K FUE /NER 2R BR 20
Mtk (HBZY-1) W [ [ B 78 5 552 Py O o0
(CCTCC),RPMI-1640 3 5L A% 570 96 FL3%
FEM A H JE [ Gibeo 2], R4 MLIEN A BT Y
350 \] , RNA Fili2 1RG0 \M-MLV  Tag 5504 H 36
Promega /3 7], KBl TGF-B, ELISA i & 5 |-
WL 7 2R A PR Al . Real-time PCR {5
SYBR Green Master Mix .96 FLI Wtk . Tt IE I B
K ABL 3],

12 7%
121 ARBEamppizik

HBZY-1 ¥ MRS T 4 10% FCS ) RPMI-1640
Bt B3R 5l 37°C MR 5% CO, 1555
56,1 2~3 d H 0.25%BRBEHHAUAE AR . UM BERC I
JiE 70%~80% 1) FR 2 A0 F R 2258 5K
1.2.2  Lipofectamine™2000 %% % % Ji& 4m g,

PEICR BV ZHZ mRNA | UG KRB 4R
cDNA YEM5AR , PCR ¥ YB-1 &K F51], YB-1 %
519 5-TAACCCTATCATCGACGG-3", Fiif
5% 3--GACCAAAAAGAGTTATGT-5"; T )5 ,
% YB-1-T/A SifEg A Rl s H 5 L YB-1-T/A 3¢
R A A, e A R R i P9 DD A 5 PCR
PRSI S8 YB-1 K78, EiFESE Hind
I, FUFESE BanH 1,597 5040°F . U519 .
5-TACAAGCTTGCCATGAGCAGCGAG-3", T ii# 5l
¥ .5-TAGGATCCCTCAGCCCCGCCCTGCTC-37; 5
YN 6 2 BV 05,19 YB-1 &K P8GR,
KB | FIEE pcDNA3.1-YB-1 B R A%
A, EYYHT 24 h 38 RERE AR A M I 4,
B 10% I35 135 77 5 d 2 A 2 MR R (0.5~2.0) x
10° 4~/ml, W Rt e At A 2 6 FLIG TR, Bl
A2 ml, BF 37°C,5%C0, Fi3: 4, 20 24 h 4
K, K 2 50%~80%mi A Ja FH TG, 43l
100 pl TCI iR FREE , Ml 1.0 wg TR DNA & 4 pl
Lipofectamine™2000 (Fif I SZH0ESE Tk 5% Jeirt)
1:4 B FEYROR i, B T MR IS GFP (140 B
SV AR R TR PR TE 50%~60% ), TRAIE R

IRIFE 15 min; 7E 6 FLAR FPOIA FER B TG 1L 37 35
FreHE 800 wl &HFL, MAJBTKAN Lipofectamine™2000
PIRGW FeJe 6 fLEEFRIRE T 37°C,5% CO, 35
FEAR 6 h, Bl 10%I0F AR IR0 2 ml/AL, 4k
SERESR 24 h, KHIEBHM: 7o R
1.2.3  YB-1 i Ak ATt 2 B 4m e &

JofFH MTT 500 ARG A= B 4~8 AR R A7
) 2R B IR T 96 FLAR (8x10° 4~/FL), K =
70%~80%F G I, e Ut YB-1 HAZRIREIAR SL ik
3 4H . Vehi. B YR 4, YB-1. YB-1 3 #3k4H , Vec-
tor: 25 4R 40 , & FLAATH 100 wl, F4H P 6 N EAL,
Bi3% 24 h I, BALINA MTT 20 wl, 4k225555 4 h,
F FW, BALIA 150 pl DMSO, /N RE 15 45 b 58
VR, 7E 570 nm KNI DG-5032 FY
92 A SRS 24-FL R RO BE
1.2.4  @mfestHokm 2 YB-1 &F K2 MC 38 A 697k

I FH AR M0 A p g A . B 4~8 fRAE K
R Ui R IR0 T 6 LM (1x10° ~/4L) A K
2 70%~80% A1}, e e YB-1 HAZ R IR EAR S
FEF% 24 h, SE90 iR Vehi 7 Y4 iRAGR41, YB-1. YB-1 &
Tk, Vector: 5 A, 5 LEARFL 2 ml, B4 % 6
MEAL, 5557 24 h 5, IREGTHAL , PBS F AR Ty
A RS T TR
1.2.5 YB-1 58X R & B %9 e TGF-B1 mRNA %A
oA

B a~8 FRAEKRAFH RIEAML, K ZE 70%~
80%RE B, 0% YB-1 HAZRIAEUA)G FdsSE 24 h,
SRR 4 YB-1 a2 4l AR ani e b
THW . TRIzol — 7L BEHAIML L RNA, £ HL UK 7R
28S 188 &5 T W, D (260 nm)/D (280 nm) F{H1E
1.8~2.0 ZZfa], BU 1 pg A RNA, LABEHLS 41 M-MLV
TSR T SR R SRR R 20l G s
Yy 2 wl MEHREETT PCR &3 PCR KA 20 wl, #4545
5 YT 56 0, 1 Primer Express 3.0 4104
Bt AN B s AL, 5 1P 50 L& 1548
ABI 7500 %6 & PCR SGHATEES, R AR 5eE
M :50°C,2 min;95°C, 10 min;95°C,15 5,60°C,1 min,
PEFR 40 IR, FPEFAEIME (circle threshold , CT) R /R4%
FPAERT IR K, UL GADPH VE NS TTHE A HE
AFAXFFEIRIKE ACr, LA Vehi 2 RGN A Cr S
BRI, P 20060 BISA 4% 21 K B R TR0 it A X
Vehi 41453 R IABEREEOCR
1.2.6  YB-1 3F X & MC £ TGF-B, #3975

K I RUHT AR Je .0 ELISA B 46 1% 55 H 3
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Table 1 Primer and product size of GAPDH, TGF-3, and YB-1

R 448K 515 B (5—3) TFHFEIH(5—3) PR (bp)
YB-1 NM 031563 GACAAGAAGGTCATCGCAAC TTCAACAACATCAAACTCCACA 195
TGF-B, NM_021578 TCAGACATTCGGGAAGCAGT ACCAAGGTAACGCCAGGAAT 138
GAPDH NM 017008 CAAGTTCAACGGCACAGTCAA TGGTGAAGACGCCAGTAGACTC 149

TGF-B, M & &, B E D B & Ui I 45 A vehi YB-1 vector

AT o A LA 3 K S 5 A TRV B LA [V B2 YB-1  — e

bR HE i AR 25 100 wl, A SR BERAE2S 1 B-actin pr— p—

XTHE JF LA RPMI-1640 B3R MEACICRT IR, TRA)S

W AR 37°C 2 h 2L IA, R A VU BT

PRI —HT TAER S B b bR TAEW 100 pl, 5 :

37°CA I 1 h, BRI TR IR TS T, BJan T 4-

MM TR 100 wl, & 37°CRALIZ R 15 min J5 .

FIA 50 pul £ 130, 76 492 nm ASIWOEAL . TGF-B, 2,

R A7 SRR i LGS S BRMS , BERA i 3 | = N

AL OB BE M, 22 0T v 2 KRB !

A T TCR-B, M, ZRASIE IS, 15 0T VBT e

i TGF-B, MY SEPR b i
1.3 it Foar

THEEE IR + ArifE2E (X = s)Fm, RH
SPSS11.5 GEit AT 4t Hr . Al LR
B R T7 253 M (ANOVA), Jf Hl LSD i it 47 41 [H]
PR LS, P < 0.05 R ZERAGIE X,

2 & R

2.1 YB-1 3t A Bt om oG Mk & 5 6 16T

YB-1 AR IR BIARAGELY), HHEGRT R
AN, B0 EL Y YB-1 )5, FIH RT-PCR,
Western blot 43K T BHAE 5e B YB-1 ¥R M £&
FFIATEOL, R 1 o] L &R BN % e YB-1 B A%
FR IR JT , YB-1mRNA J2 25 #3850 %) B4 44
W @
2.2 YB-11% & Bm e g £ 4E A

Z AN F35 YB-1 J5 , MTT 7 W06 B {1 45
XF REZH A R (& 2A) , 3276 g% YB-1 (1 R 54
Jfl DNA & s, 40 oAb T34 AR a1+ 40k
PR e YB-1 J5 , A0 (1 2B) 36 22 Boxf B2l
A G L, PR YB-1 A8 R 40 i 4=
YEH,
2.3 YB-1 K& MC TGF-B, mRNA ik 44 %

FERPRAET, R —E 1 TGF-B,
mRNA , 4033235 YB-1 5, TGF-B, mRNA f3&
Nt R, AR Y 9.3 f%5(P < 0.05, 181 3)

A:Western blot; B: RT-PCR; 5% FRZAAHLL , *P < 0.05,
B PHME R

Figure 1  Certification of positive clone
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Figure2 YB-1 over-expression promoted mesangial cell proliferation
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Figure 3 YB-1 over-expression increased TGF-B; mRNA
expression in mesangial cell
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Figure 4 YB-1 over-expression increased TGF-[3; secretion in

mesangial cell
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MC 364 K A A NRE S5 A S U T B /N ER A
i B A R R O T B ZAEH 2 BNk 18 1
PER L EE B RE, O ZERH 0 R T X —id
P R A EEMEA , XA T R ERIE T H
N A 40 i s H2 MC Tt TGF-B, 1 Ry H i B
RN T2 —, SN E T TR VIAHOC | 7
NP R Bk &M B 4R 2] TGF-B,
B ZRIBHG NG IESE TGF-B, 78 B MRS 1Y &A= K& Je
HORHE T CEEVER . TR, R P 2R A 3 A 2 oy
WA 6L R - T BEAILAR , SR PR A 25 B Lk 5 s
AT Ak WAL N L

YB-1 2 F VR b 234045 R 7R 2 dn i A=
K BRFPEIET HZ5/EH] DNA B8R St Bieas,
A& YB-1 85 0] Ay 40 J1 300 T %) 1 1] g TR
T, R A A R, ARV 2 A TR AIRAE T
Yif e, ER AT WA YB-1 Fak i LA, il dnfE— e R

2L E A 20 Roeyen 5 FFTIAN YB-1 I
FRERECE I . ATISE g A B, YB-1 TEIR NS
F A R A AR th R R Y i B S BRI
L AE AR UIBLR A T B, ASBIFE v FR R4
PP #IK YB-1 J5,MC 34 2, RN TGF-B,
PRIk o, [R]As 5 [ 2R JBE 4 43 TGF-B, 82 1A
W% GESE YB-1 £ 3R AT R /MK MC =%
HAHERN UG

AWFFERR, YB-1 W{EH Ras BUFE R 71
JG# A ERK {5538 B 0% L%, 1 ERK A995 46 5 40
a3 A= B UIAH G YB-1 2 & &l A EH T
T [ R LA R A G AR ON 3 A R i — 2D
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