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Fig. 1 Characteristics of EPCs isolated by Micropore-Method in vitro
(a) Hybridoma dish. (b) and (c) EPCs colony-forming units appeared between 4 and 7 days in culture((b): 20x; (c): 40x). (d)

Secondary EPCs colony-forming units (20x); (e) Cells reached confluence quickly (40x). Subcolnes formed after reanimated in

(f)(4x) and (g) (20x). (h) and (i) Cord-like structures and capillary tube like formation (10x). (j) Others stem colony-forming

units appeared in the hybridoma dish.
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(b) (c) (d)
Fig. 2 Identification of 9-days-cultured EPCs with immunofluorescence
(a) CD133 positive EPCs. (b) VEGFR-2 positive EPCs. (¢) CD133"/VEGFR-2" double positive cells (yellow) (10x). (d)
EC-like cells differentiated from EPCs with vWF positive marker (20x).
(a) [F1][Ungated]control2. LMD:PMTI Lin/ES Lin (b) [F1][Alcontrol2. LMD:PMT2 Log/PMT3 Log (C) [F1J[AJCDI33-VEGFR-2.LMD:PMT2 Log/PMT3 Log (d) [FI[AICD133-CD34.LMD:PMT2 Log/PMT3 Log
1023} 10, B2 238% 10°%, B2 73.43% 10, B2 72.12%
—— 2 21 o .
P & é 10 é 10 é 10°
s Ty
. % —§ 10153 B4 .§ 10'[53 i "-2 105 o
2 10 2 100 2 10%
UL 100 100 10° 10° 0 100 10° 10 100 10 107 10°
PMTI Lin FITC FITC FITC

Fig. 3 Analysis of markers on the surface of EPCs by flow cytometric
(a) Areas of cell selected. (b) Control (x-axis presented FITC goat anti-mouse IgG, y-axis presented Rhodanine goat anti-rabbit IgG). (c)
x-Axis presented VEGFR-2, y-axis presented CD133,The percent VEGFR-2"/CD133" EPCs was 73.43%; (d) x-Axis presented CD34, y-axis
presented CD133,The percent CD34"/CD133" EPCs was 72.12%.
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FEHE; o ZIUFLAATI L REPRHECKS 74~ CFUS 4 25
Hok, A EN I, HLIR A0 S ERYE T T
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CD133"/VEGFR-2" EPCs, U AH J3 3 73 4k 22 1% 7%,
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colony-forming units) ¥z 4 M - 0% 40 i £ V% T2 B
. {7 (colony forming units-granulocyte-macrophage)
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BTG, BRI A B e ) B o2 4 i 45 0K
KTEFH EPCs 1) 73 i LA SKOR 3% 74 FE EPCs 1) 2%
) 1 AN A=

A B F7% ) EPCs #£ VEGF. bFGF. SCF f74E
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Isolation of Rat Bone Marrow Derived-Endothelial
Progenitor Cells by Micropore-Method™

WANG Zuo"”, TONG Zhong-Yi'?, ZHOU Xiao-Feng", JIANG Zhi-Sheng",

TANG Chao-Ke", SONG Yan-Ming", TIAN Yong-Feng"
(Y Institute of Cardiovascular Disease, Nanhua University, Hengyang 421001, China;
? Basic Medical Department of Changde Vocational College, Changde 415000, China)

Abstract To explore a new way to purify EPCs, hybridoma dish was used to isolate EPCs from rat bone marrow
-derived cells,according to the morphology of endothelial progenitor cells colony-forming units (EPCs-CFUs) and
special markers of EPCs. The bone marrow derived cells, from rat femoral bone and shinbone, were plated and
cultured on hybridoma dish which was maded of polystyrene. Between 4th and 7th days in culture, stem cells
colony-forming units were picked out respectively under microscope. Then one part of this cells was identified by
immunofluorescence staining of CD133"VEGFR-2", the special markers of EPCs. If the both markers of this part
was positive, the rest part of the cells was continuously cultured for passaging. This method was named as
“Micropore-Method” . The conspicuous stem cells colony-forming units were observed under microscope after
four days in cluture, about 7% CFUs were CD133"/VEGFR-2" positive EPCs-CFUs. After further culturing 7 days,
Purity of cells with special markers of CD133"/VEGFR-2/CD34" was over 70% identified by flow cytometry.
Passaging cells can form capillary tube like formation and differentiate to endothelial like cells expressing EC
special marker vWF. It can be concluded that “Micropore-Method” is a new successful way to isolate EPCs

from rat bone marrow.

Key words hybridoma dish, isolation, rat bone marrow, endothelial progenitor cell, Micropore-Method
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