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ABSTRACT Objective: To explore a method to obtain mass human dendritic cells in vitro, and suitable method to identify them.
Methods: CD34" stem cells were isolated and purified from stem cell collection using immunomagnetic bead method, which was then
cultured in the expansion medium containing TPO, SCF, FIt3L and IL-3, for one week, and differentiation medium containing SCF,
FIt3L, GM-CSF and IL-4 for two to three weeks, CD34" stem cells were induced to CD34" derived dendritic cells in vitro. The
morphology of these cells was observed using optical microscopy, and the cell numbers were counted using NiuBao's blood count plate.
After multi-color immunofluorescence labeling, purity of dendritic cell and expression of costimulatory molecules on cell membrane
were detected by flow cytometry. Results: When cultured in the expansion medium containing TPO, SCF, Flt3L and IL-3 for one week,
and differentiation medium containing SCF, FIt3L, GM-CSF and IL-4 for three weeks, a large number of suspension cells were obtained.
The numbers of cell increased about by 50 times compared with the initial number. The dendritic bumps were observed obviously on
cells under optical microscope. Among them, the proportion of CD141 and CD11c double-positive cells, which are similar to monocyte
derived dendritic cells, is more than 30% of total cells by flow cytometry. These cells highly express HLA-DR and CD209, and express
low levels of co-stimulatory molecules CD80 and CD86. The cell life span of cultured dendritic cells is short. The cell number of
suspension cells and dendritic cells (CD141" CD11c" cells) decreases sharply by 40 days. Conclusions: A large number of dendritic cells
could be obtained by stimulating CD34" stem cells separated from stem cell collection by expansion and differentiation medium with
multiple cytokines, which may provide foundation for the characteristics and functional study of dendritic cells.
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Fig. 1 Morphology of dendritic cells derived from CD34" cells on day 11

under light microscope (200x)
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Fig. 2 Expression of molecules on the surface of CD141°CD11c¢" cell population using flow cytometry
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Table 1 The level of surface molecules of CD141°CD11c"¢" cells in CD34'DC(n=3)

CD80 CD86 CD209 HLA-DR
% positive cell 31.42+15.14 87.05+2.74 84.44+5.6 85.87+12.15
MFI 4.59+2.34 22.7+10.83 21.71£9.61 25.63+15.64
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Fig. 3 Changes in the proportion of CD141°CD11c"#" cell populations at different time points
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