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The Cultivation and Indentification of Mature Dendritic Cells
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[ Abstract]
peripheral blood in vitro, in the purpose of preparing the further experiment for exploring the function of dendritie
cells (DCs) . Methods The CD14+mononuclear cells ( PBMC) were obtained by Ficoll-Hypaque gradient

amplification and purification.

Objective

To explore the methods of induecing and culturing dendritic cells from human

centrifugation. The stable mature DCs were harvested by the process of induetion,
The typical DCs were identified by analyzing the morphology, phenotype and funetion. Results The morphology of
DCs was irregular, and plenty of radial dendrites from cell bodies were observed under the invert mieroscope and
fluorescent microscopy. The expression levels of CD83, CD80, CD86 and HLR-DR were increasing as the
maturating of DCs according to the floweytometer testing results (P < 0.05) . The antigen engulf function of imDCs
was enhanced, while it was weakened in mDCs. Conclusion The isolated and purified imDCs could be induced 1o
DCs by Ficoll-Hypaque gradient centrifugation.
[ Key words] Ficoll-Hypaque gradient centrifugation; Denrditic cells; Phenotype; Antigen; Phagocytosis
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B W (hyclone US.A),RPMI-1640 ¥ 7 W
(eBioscience, U.S.A), T ZH A ki 41 fitd— 5 Wes 40 il 42 7%
H#i3% R+ (RhGM-CSF ) ( eBioscience, U.S.A ), FHZH A
42 4(rhI1—4 ) (eBioscience , U.S.A), JE 2 HE(1LPS)
(sigma U.S.A), ifi 4 11 7 (hyclone U.S.A),PE-CD80
(eBioscience,U.S.A),FITC-CD86 (eBioscience, U.S.
A),PE-CDl11e (eBioscience,U.S.A),PE-5.5SHLA-DR
(eBioscience, U.S.A),OLYMPUS {8 & & M &
(Olympus, Japan) , fAYH 55 ( H 7, TM1000) , 37
AL (Beckman Coulter ), G54 B
(Leica SP50).
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Fig. 1 The different period of DCs after separation, induction and cultivation
A:0d (200x); B2d (400x); C:6d (400x); D:7d (400x) .
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Fig. 2 The morphology of DCs on the 7th day after
culture (5000x)
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Fig. 3 Comparison of phenotype of DCs after and before maturation
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Tab. 1 Comparison of phenotype expression of DCs after and before maturation [%,(x+5s)]

iyl CDl1le CD8O CD86 HLA-DR
A LPS B 37.0+1.5 17.0+ 1.1 172 £0.9 54.2 +0.4
JIALPS J5 39.0+£2.5 249+0.7 593+25 659 +1.6"

5imA LPS ik, *P<0.05.
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Fig. 4 Comparison of phenotype of DCs after and
before maturation
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Fig. 5 Comparison of antigen engulf function of DCs
after and before maturation ( x 800)
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