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Abstract: [Objective ]To introduce a new method to induce large number of predominant immature CD8a* DC
(DC2) from murine bone marrow cells. {Methods] Bone marrow cells of C57BL/6 mice were obtained and cultured
in vitro at 37°C, 5%CO, in the presence of 5 ng/mL GM-CSF, 25 ng/mL Flt31,, 120 ng/ml L-4, and 100 ng/mlL
SCF. On day 3, 7, and16, 4-color flow cytometry analyses were carried out to analyze cell phenotype, and total cell

count was used to analyze cell yield. Immunofluorescence, phase contrast observations, and electron microscope
analysis were used to observe cell morphology.  [Results] On day 3,  murine bone marrow cells induced by GM-
CSF+IL-4+FIt3L+SCF generated 97.09% CD8a* predominant DC2  (34.6% of total cells), which 61.77% of them
were CD8a*MHC II - immature DC. The proportion decreased in prolonged culture but on day 16 CD8a*MHC II -
immature DC were still predominant. Total cell count showed that the total cell decreased with prolonged culture.
Immunofluorescence, phase contrast observations, and electron microscope analysis showed that those predominant
DC2 bore typical morphological feature of dendritic cell.  [Conclusion] GM-CSF+IL-4+FIt3L+SCF could quickly
induce large quantity of predominant immature CD8a* DC in vitro from murine bone marrow cells, which is a
valuable new method in preparing immature DC2 in vitro.
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Fig.1 Cell morphology of bone marrow cells induced by
GM-CSF+IL-4+SCF+FI3L.

A: Cell appearance of day 3; B: Cell appearance of day 7; C:
Cell appearance of day 16; Phase contrast, x 200
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Fig.2 CDI11c immunofluorescent assay of bone marrow
cells induced by GM-CSF+IL-4+SCF+FI3L.
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Fig.3 Electron microscopy of dendritic cells induced by
GM-CSF+IL-4+SCF+FI3L (' x 5 000)
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Fig.4 Total cell count (/mL) of murine bone marrow
cells induced by GM-CSF+IL-4+SCF+FIt3L
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Fig. 5 Flow cytometry analysis of dendritic cells
A: Analysis of CD8a and MHC Il among Lin-CD11¢*DC on day 3; * B: ' Analysis of CD8a and CD40 among Lin-CD11¢* DC on day 3; G:
Analysis of CD8a and CD86 among Lin-CD11c+ DC on day 3; D: Analysis of CD8a and CD11b among Lin-CD11c* DC on day 3; E: Analysis of

CD8a and MHC Il among Lin-CD11¢* DC on day 16
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Table 1 Flow cytometry analysis of the proportion of induced

CD8at DC at different time (%)
Proportion 3d 7d 16 d
DC/total cell number 35.65 31.64 15.70
CD8a*'DC/total cell number  34.61 19.15 12.21
CD8a*DC/total DC 97.09 60.53 77.78

CD8a+MHC Il -DC/total DC  61.77 37.77 61.85
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