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[ ABSTRACT] Aim To establish an available and convenient method to isolate and culture the rabbit bone marrow -
derived endothelial progenitor cells ( EPC) and compare the characteristics of the two different EPC. Methods Ob -
tained 2 mL bone marrow from each shinbone of about 4 weeks old New Zealand rabbit, mononuclear cells ( MNC) were i-
solated by Ficoll density gradient centrifugation method and planted in the first culture flask, after incubated for 48 h, col -
lecting the suspended cells into the second flask, supplemented with vascular endothelial growth factor ( VEGF) in order to
induce cells differentiation into EPC.  To compare the growing characteristics of the former and later cells, immunocyto -
chemistry was used to examine the expression of the surfaces markers and immunofluorescence for function detection.
Results Earlier obtained mononuclear cells adhered after planted 30 minutes, about 3 days late, cells became long spin -
dle shaped, a little bigger, and formed blood island dike clone and vessels dike formation.  To the 10 days, vortex cells
can confluence the whole flask, but had less proliferation ( early EPC) . The second adherent cells, oval shape, and ap -
peared colony forming by the 5 ~7th day after adhered. At last, cells confluenced like slabstone, which can transfer for
10 generations consecutively ( late EPC) .  The second adherent EPC have a deficiency of CD133 " obviously during differ -
entiation, but a higher expression of CD34 *.  Most first adherent EPC can uptake Dil ac L.DL and Ulex Europaeus agglu -

tinind ( UEA 1), that is similar to the function identification of the second adherent EPC. Conclusion The im -
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proved Ficoll density gradient centrifugation integrated with differential attachment technique can efficiently isolate and cul -

ture rabbit bone marrow derived EPC, and the late EPC have a stronger growing ability.
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Figure 1. Primary culture early EPC
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Figure 2 . Subcultre early EPC
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Table 1. The CD133",CD34 " integrated optical density compari -
son of early and late EPC by immunocytochemistry method

o H CD133* CD34 "
B EPC 7538 48 1226 .27 4334 .81 1626 .27
B3 EPC 2311.76 313 .7° 7936 .31 1331 .03°

a N P<0.05, 58 EPC L.
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WHEEJG 35 3 R B SR 7 R, LI C A% 10 K, SEHK 2R
AWK D O ES 15 K, A0 Filoa S RO, R O A R
MR

Figure 3 . Primary culture late EPC
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Figure 4. Subculture late EPC
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Figure 5. Identify CD133 " by immunocytochemistry method
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Figure 6. Identify CD34 " by immunocytochemistry method
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7. BERARLEE EPC(200 %)

Figure 7 . EPC function detected by immunofluorescence
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