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Endothelial Progenitor Cells  BoneM arrow; M ouse

Aim To establish an efficient and stable m ethod for isolation culture and directional differentiation
of endothelial progenitor cells fran mouse bone m arrow. M ethods M ononuclear cells were isolated fran mouse bone
marrow by density gradient centrifugation and differential adhesion m ethod The remaining cellswere cultured and differen-
tiated to endothelial progenitor cells n EBM -2 The expressions of specific antigens (CD34 CD133 Fk-1 and CD31) on
cell surface were analyzed by flow cytam eter Results Cellswere obtained fran m ouse bonem arrow by density gradr
ent centrifigation and differential adhesion method fomed chisters at day 4 At day 12 positive ratios of CD34",

CD133", Fk-1" and CD31" were 6% *4%, 48% X0, 3% E¥b and 51% T, respectively Conclusion

An efficient stable and replicable method for isolation and culure of endothelial progenitor cells fran mouse bone m ar-

row has been estab lished
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REHWEXE GBCOAE; AFEEEEZ A (fr
bronectin FN). 1L & N & & K A F ( vascular endo-
thelial grow th factor VEGF)J§ & % E R&D /» &]; /b
SR B 40 i 4 % W H istopaque-1092 1 B K 7 il ¥
A | & B R 5T /A 8]; FITC-antim ouse CD34
% [l A %t B, FI'C-antimouse CD133 & [& & xf B& .
PE-antimouse CD31 % [ & *f f& | PE-antimouse F k-
IR E B AR B % E BioscienceA 7 .
1.2 X85

B % H B 44 (N kon Eclipse TE2000-s); BD
Biosciences FACS CalburTM system 3 3 48 A8 Do
1.3 B Rl S 40 M A B

EANSRMEEES 0.2mLAFREBL 0. 1mL
KeABBEERE, EERBRIHKA 79 W LEF
B 10min TEAGTRERXTRREFMER,
FREMBEEFA RN EDR, FFFHEE. A lmLE
5T 25 T BB BR 4% o 7R ( phosphate buffered solution,
PBS) kB, EEWHRKFER, BHET A,
WELHMEHMAMTE OE, RERKITURGFEH
MER. AR EFHEAMEREE N THES K
AEBEL, EAMRBR G ERNERKA 2! L
HIRT 2000 /minBE L 25min BEREEOE
MeezxFREMZENE, PBSHRAHEM 1K, U
PRI E AR E R
1.4 B0 N R AH A0 ) 3 5 7
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25 an’ B HM. KR E B £ AR MK m A EBM -2
TaERE [ RR %K 200 81 s 4 f7F, VEGF 10
Vo /I, MR B 4 S5me/l, Xk X £ KHF (epidemal
grow th factor EGF) 10 Mg /L, 55 14 & 4 4 48 i £ K [
F (basic fibroblast grow th factoy bFGF) 2 Hg /L, & &
FHEAKET 2Ug/LIERHMR, RAEFZRITH
AR E R E AT TS A RMEE A
BB (1.0~ 2.0) x 10 /LEFEEM TE 4 A
INEHERME, E 3TC.BBR o EN oW
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W O1R. FEHRE 12K, Yok B 4 MG 8 B

1.5 AN TS 2 W%

FEIERLE MBS HWE EPCH £ K E
&R SRR
1.6 AN B AH40 R T %

BUEREE 12KER EPC 2 0.5 mmol/L
LR 8 ( ethylene dinitribtetraacetic acid ED-
TA) /PBSWH /Gl PBSE &4, 1% £ & FEE 4C
B % 20min PBSUE 29K, X4t Tit#. 2 A1& L ¢
e 1,23 ZBhE L2348 1x10 /M4
Mo XEBE .23 45\ F A EFAK FIIC
Rat [gG2a FI'C Rat IgG 1. PE Rat IgG2a LB & 1.
2.3. 4% % m A FI'C-antimouse CD34. FI'C-anti
mouse CD133., PE-antimouse CD31. PE-antimouse
Fk-1. 4C# %% 30min PBS¥ 13k, PBSEE,
TRA R OURM, 24 CD34" . CD133" . Fk-1" f
CD31" HHMLFT 5 B 2 %
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Figure 1. Morphological changes of primary culture endothelial progenitor cells ( x40)
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Figure 2. Phenotype detection of endothelial progenitor cells
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AR TR EPCHEFR I 2 A Al b 1 43
E— 7 AT DUE T AR EPC 404k, 55—
[ X A4 EPC ARG ISERE /1. VEGF & H#iFr
I8 1AE F s AR i A AR R T VEGF 5 EPC
M LE N AR 524K 2( vascular endothelr
al grow th factor receptor-2 VEGFR-2)45 4, 755 EPC
Bk E 2~ 10 Mg /L2 8], Wk, Hon & 4%
ALY RS T e RE 1 g, FIRER EPC
R KI5 bFGF %21k, bFGF 5% k&4, i+ T4
NAEKESES, X EPCYGE A FER: 7415 S
FH, Fi bFGF ] LW [A] VEGF %t EPC ({2 14 4 /F
o EGFtag & 42 4 19 Bz 20 Mo 35 25 (19 1E A
ik, FAISEH % & 10 Bg/L VEGE. 2 Hg/L bFGF.
10 Bg/L EGF K15 S 2 EBM -2 LS SR H £
EPC AR, Itk EPC FIIMFEESE . MMIEYILE 4
RWAEKE R LENS, 8K A A7 4 i 36 JE 3 FF B &
IRER, F7E R R HED R A B 40 Ry 5 1 2k R G 4,
QRAEAMEN T IAE] 800 ~ 9% fl A, IR LT
PN B 20 B B0 20 T A SRR AR, UE S8 T X & — AT AT
(1) EPCRE 3771
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— R R A B G RN AR (AR, TR IR, 12
HAMREE . EPCA G NLEE, M7E£5 % EPC [ $5 9%
R TRSE A PN g, DURIT EPCUSEE, {232 240 i i
WA . FETERT 3K MRS FE ok G R 8 Bl
FRE, UL T 40 M i s BE AR K. RS R AT T
EPC BRI K, Pt vl CRa vy Bz 4 Ha, ke G 5 if 4
A5 PRI R P B 4 B B 43 49, AT 380 P B 4 i A
AP B IR BTN

PR AH 41 A BE R A T 4 M Ax &, W0 CD34
CD133 X RI& N 40 i & ¥l b5 &, 1 VEGFR-2,
WE VE45%6 . Tie2. CD314. WFFRIFSE, /R oh s
Fr[ EPC CD31RIEZE & T W E i, 1 VEGFR-2
UM T P9 52 20 B {E e o 15 7 B [B) R 2E 4, VEGFR -2
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VU2 A 2R T b A, BE N 4 %6 2 4 EPC. CD34
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& LT A0 M R0 A R BT AR AR ) 73 T hR & . VEGFR -2
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