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Effect of activated PAR-1 on the expression of CXCR4 mRNA, proliferation and migration of mouse endothelial progenitor cells”
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Abstract; Objective To explore the effect of protease-activated receptor 1(PAR-1) activation on the expression of CXCR4 mR-
NA of mouse endothelial progenitor cells(EPCs) and proliferation, migration of EPCs. Methods Mouse EPCs were activated by
different concentration of SFLLRN(one agonist of PAR-1) ,or transfected by small interfering RNA of PAR-1. The expressions of
PAR-1 and CXCR4 mRNA of EPCs were detected by fluorescent quantitative real-time PCR. Proliferation, migration of EPCs were
detected by MTT, Transwell chambers respectively. Results The expressions of PAR-1 and CXCR4 mRNA in SFLLRN group
were higher than that in other groups(P<C0. 05). The expression of CXCR4 mRNA was highly positive correlation with PAR-1

mRNA(r=0. 991). The proliferation, migration of mouse EPCs were induced by activation of PAR-1. Conclusion  Activation of

PAR-1 promotes cell proliferation and migration of mouse EPCs, this effect may be depended on CXCR4.
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BARPERAL K E LA P9 B A0 L DA TG S 52 40 A P IR
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1.1 SERFY  BALB/c /N B =ZFEBERFZE Y .0,
1.2 EZK A AR A E (Hyclone 24 /), % B M &
1,077 1 T 40 10 43 25 K R FRUVE A WD) 2T 4R % 2 1 (Sig-
ma A F)) , EMB-2 3 3% 3 (Cambrex A &) , FITC-UEA-1(Vec-
tor A 7)) , Dil-ac-LDL(Molecular Probes 22 %)),

1.2 Jiik

1.2.1 EPCs 48 B MEE & 2% /MM 1 PBS of
e/ BB R L WO B0 5 Y 200 /N AR I T Y PBS R 4
Jif R BE BB E 1. 077 1 Ik EL 40 A 40 B O 8 s B A Al L . AR
S5 WS T A BB T T EMB-2 P Bz 4 B 8 SR AR L 107 ~
10° DML T O R T 4 E R M FOmR N, T 37 C,
5% CO. 7. K4 f i 11" — = CF /A be -3, 3.
3" 37U F | R AE T SR AR AR IO I £ WAL B IR AR
(Dil-ac-LDL) FI 45 & 5 i &l B2 9¢ 06 R A5 10 19 1) & 8¢ 25 -1
(FITC-UEA-D I fE.

1.2.2 SEEr4 BUL FIEGEI R EPCs, 3o & 1% 1 i i
EMB-2 B Jf 3L B 9%, L9050 s FX 4L \PAR-1 siRNA §

YEB B A AT (1972~ , F 5 BN, 801, 3 52 A 2 ol ot 1 0 595 14
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14 Y 15 siRNA B 31D . PAR-1 siRNA 2 45 (5 2
5 siRNA FF 1) J6 56 % JE 41 ik 42 TG 3 0 IR siRNA 41D
SFLLRN # 7% 41 (25.50.,100 pmol/L),

1.2.3 PAR-1 siRNA J¥ 3 &3 5 & 8 4% NCBI
GENEbank H/) il PAR-1 2 A ¥ 31 (1D 14062) % ¥ H #5 /7
H, B siIRNA FEFNTF . 15 1F X4 5'-CCC UGC UCG
AAG GCU ACU AdTdT-3', & X4k 3'-dTdTGGG ACG AGC
UUC CGA UGA U-5";2 5. IE X4 5'- GCA GUC CUC UUC
AAA AAC AdTAT-3", )% X4k 3'-dTdTCGU CAG GAG AAG
UUU UUG U-5"; 6 % % B 81« IE X 4% 5'-CGG UUC AGG
ACG GAU CAC AdTdT-3', & ¥4 3'-dTdTGCC AAG UCC
UGC CUA GUG U-5', %] BLAST # & . # i\ % it siRNA
750 i R S T A AR S R

1.2.4 40N $euiml 45 4# A Lipofectamine 2000 ¥% Yt i
B EPCs: & e ib T X0 804 K W19 EPCs 40 g 1 &1 T »
TEUG BRI T8 120/ g EMB-2 5535309 6 AL R
(2X10° /L) .37 C.5% CO, B F 48 bt 1% ;s 4R )5 i %5 siRNA-
Lipofectamine 2000 ¥ Y &Z 54, M A & EPCs 155 e b, 2
BRIRA AR IR 24 h G B OB S 3R 0

1.2.5 PAR-1 &AL #3458 5 EPCs F 40 M. 11 505
BERP T & 100N 1 i EBM-2 853 3609 6 FLIE R AR h (2 X
10°/41),37 C.5% CO, ¥3RF P % 485 i in PAR-1 # 8l
#) SFLLRN, i H: &3 B 43 51 49 25.50.100 pmol/L. 85 3% 24 h
I T A SR B R

1.2.6 RT-PCR 4+ #7 PAR-1 #l CXCR4 mRNA & KR
[&) B 45 &% 20 EPCs, 3% i Trizol ik #| (Invitrogen 2 &) $ill $2 41 it
MCRNALEAMEE I ERIEE—70 CRESH. B M
MLV i % 33 7 & (Invitrogen 24 8] Ui W] 43 # 47 #24E .37 C
15 min,85 C 5 s, X % F i cDNA, #RJ57E ABI PRISM 7 000
i PCRAY EY 3, BA R 20 uL, 4% SYBR Green Mix( |
MRS AT 10 pL, DNA #4 2 pL, E T #5194 0.5
uLs R 4594 CHIA M 2 min, 94 CA8E 30 5,57 CiRk
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40 5,72 ‘CHEAR 30 s, b 40 ASEFF . 4347 45 2 B A 5 5L
(CO) R AN 2 B8 PAR-1 5 CXCR4 9 mRNA ik
#(GAPDH AN Z M), PAR-1 R 514.:5-GGC TCC TGC
AGT CTG TTC GTA TCG-3', Fi#5|4.5-CAA TCG CTC
GGC AAA GTA GCC A-3', 918 B Br K 423 bp; CXCR4 |
814 :5'-GAA ATG GAG GCC ATC AGT ATA TAC A-3',
FWEsI#:5'-CCA GGG TTC GCC CAT AAA GTC A-3'. ¥
4R B 317 bp;s GAPDH 514 :5"-GGG GAG CCA AAA
GGG TCA TCA TCT-3', F##5] #:5-GAG GGG CCA TCC
ACA GTC TTC T-3' .41 B B BF 235 bp, SCIEE 3 K.
1.2.7 MTT ¥k & 240 EPCs B 1 ¥ & 40 EPCs i
FRBCJE S B 0.5X10° /4L m A 96 fLAR . H 4l ik 3 AN E AL
Iy M EEFR 24 .,48.72 A1 96 h Jg B ALIA 5 g/L MTT 20 pL,
RIGIEE 4 h B F B3 IA DMSO 200 pL 7%3% 10 min, 490
nm Ab BEBOR O BE CAVE . TR R MR AL A B M E AR R
WREM R A, ST 3 K. AHl LKl £ .

1.2.8 EPCsZBIE M Transwell /N2 31 5% 59 957 3%
K 8.0 pm fLAR A RBRBR TG AL 43 I /b, EE A K4
EPCs(2 X 10" /L), F 2 il A Z J5t 40 B 45 4= B F-1 (stromal
cell-derived factor-1,SDF-1) , /F Ji# & 100 ng/mL,{Ef 16 h
SRS R AL RS ST, IR EE 3R,

1.3 SEil2¢ab ¥ R A SPSS13. 0 {4 k47 B 4b 38 L 3 it
R UL T s FoR 4L LR A ¢ K5 56 55 Pearson A 56 43
Bro LA P<<0.05 BZESFAHGI¥E X,

2 & ES
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A0 AR (B 1A L5810 RAA 1K 8026 ~90 0 il &, 4 g
i1 8 R G 4R (I 1B, 55 14 5% 290 M 366 A4 4 30 R RS » S22 ol I
HEHEHY (B 1C), F M Dilac-LDL #l FITC-UEA-T 45,
FU& 6 MBS T %2, 45 4 FITC-UEA-T f I B 201 Jfg &2 4% (5
([ 1D) , B HL Dil-ac-LDL (1) 0% BE 41 Jfd £ 215 (J&] 1E) , FH M
b ic 40 i 2 6 (B LE) B & IE#E 43k 1Y EPCs,

AB.C: AR 53245 7.10.14 K5 EPCs., 8 B 1 22 B 455 ( X 200) ; D.E.F: 4 3} EPCs 454 FITC-UEA-1. 45 8 Dil-ac-LDL . W AR ic &,

BB (X200),
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S5 40 i 3 A R T (SDF-1) /CXCR4 i ] fig 78 EPCs 3) 1
M EN B S T /EM., SDF-1 3 35 75 15 6 5 5 40 i )z
B PN B A0 22 35 A BT 9% 2 B 7R Bl 4 2R 8 49 0l A 1 T
Wi a8 e ik . SDF-1 1] 4 1k /N BN B2 A0 40 i ™ 185 36 B 1k
HH =" Huang %9 F A 4§38 ) EPC fif SDF-1 % § 19 1T
BSLm . & Bl SDF-1 X EPC 43 5 K A #1016 vk, 3 Fiota 1k 76 ok
EWREKEIE . SDF-1 5 CXCR4 BA & B 1 35 A 77, W& 4%
SEEE G L SDF-1/CXCRA il s N5 5 5 S R 40,
PSR AA AWM RIS 5 S mAER, RiEL
A2 ohie . 5IRIG & & JRE I B HIV J& 4L | i 40 i 37
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U0 N TR = A7 N RS U QR N (T = o= | 11 i O
SRS S B U L VR FH AT A IR 9 41 i DU145 Al i S
IL-8 Fil VEGF 43 i . i Bk PAR-1 JE PR 5 46 0 21 i 83 45 /)
ML 45 % B B AR b 983 R 8 1L-8 , VEGF P& A%, 42 /R PAR-1 7E B
F1 R LA A R B B T, PAR-L AR IR 0K 7R LA
Azl R S E T 1 1B RS PARL B 215 S VEGF mRNA f
Fik M5 VEGF IhgE. ©F52 % 81 PAR-1 #UIG J5 7T 55 43 b
FET 4 40 M A= K 7 35 5 R 3k ) o-fos, cmyc I oosis %
K BTE AR 22 4y B AR AR O 3 v R U 3l A i i A 3
st

AR R 5 Y PAR-1 /T4 RNA 8] F 8 EPCs
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CR4 mRNA 35 Fi#, H CXCR4 mRNA F ik 5 PAR-1 mR-
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{2t EPCs W34 58 T8 . b i — 2 5T PAR-1 78 EPCs 1444 .
B AR A SO AL B Ak 52 05 B
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