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Abstract: A “2-+2 days” fast protocol for the generation of dendritic cells(DC) from high purity human monocytes
in vitro has been established. During the 2-step differentiation and activation process, we demonstrated that 2 days of
culture with GM-CSF and IL-4 were sufficient to generate immature DCs capable of antigen uptake. Similarly the mature
DCs were activated with a cocktail of rTNF-a, IL-1p, IL-6, and PGE, from immature DC in 2 days. This “2+2” fast DC
had the same phenotype and function as the “6+2” standard DC.
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Fig. 1 The purity of monocytes before and after MACS selection

a: PBMC; b: 3% 40 A1 B % 6 Isotype control; c: 335 40 i 4li 5 Purity post selection.

K 2 DC{Ef ML rIBaAi
Fig. 2 The morphology of monocytes and DC

a: WML b B9 2 RAMEDC; ¢ FS 6 KA DC; d. e: 242 W DC, f: 6+2 ¥ DC.

(a—d. f: JEREFRIE %2005 e: {518 BB %2000,
a: monocyte, b: 2d iDC, ¢: 6d iDC and d, e: fast mDC, f: standard mDC.

(a-d, f: laser confocal scaning, x200; e: invert microscope, X200
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Fig. 3 The characteristic phenotype of fast DC versus stand DC

a: TPRZAIN: b: 2 RABEADC: c: 242 i DC; d: 6 RAMI DC, e: 6+2 fli# DC.
a: monocyte; b: fast iDC; c: fast mDC; d: standard iDC; e: standard mDC.

Dextran FITC

K 4 DC %} Dextran 3 fiE )14k
Fig. 4 Dextran uptake capacity of DC

a: W4, b: 2 KA DC,

a: monocyte,,b: fast iDC, c: fast mDC, d: standard iDC, e: standard mDC.

c: 242 i DC, d: 6 KA DC, e: 6+2 i DC.
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Fig. 5 The stimulatory capacity of mature DC in the primary allogeneic MLR.

a: 242/ADC, b: 6+2/#DC. a: fast mDC, b: standard mDC
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