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[ Abstract] Objective To establish a method of cultivation of dendritic cells (DC) from mouse bone marrow
in vitro and identify their phenotype and function. Methods Under aseptic condition, bone marrow cells were
extracted from the tibia and femur bones of BALB/c mice. Bone marrow cells were cultured with recombinant mouse
granulocyte—macrophage colony—stimulating factor ( rmGM-CSF) in vitro. The expansion and morphological
changes of DC were observed with light inverted microscope. Phenotype was identified with flow cytometry and
biological function was studied with antigen phagocytosis test. Results A large number of immature and mature DC
with typical dendritic morphological characteristics could be generated from murine bone marrow. Immature DC,
which had high expression in CD11¢ and low expression in CD40, MHC-II and CD86, could phagocytize antigen.
Mature DC, which could be induced from immature DC by lipopolysaccharides, had high expression in CD1l1¢,
CD40, CD86 and MHC-II molecules. Conclusion Immature and mature DC can be generated from mouse bone
marrow cells through cytokine induction in vitro and be used for further study associated with DC.
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1.1 EZIezh¥ ik

6 ~ 8 JAl BALB/c /N, AT 18 ~20¢, WHH
B ERIKR s FE . FA/NERRL - B 20 4
Al S
macrophage colony stimulating factor, rmGM-CSF) ;
wIEhric KRBT/ B CDlle (78 5 N418) |
CD40 (w5 3/23) . CD86 (ilES GL-1) Al
I-A/I-E (MHC-I1 2847F)  (GLfES M5/114.15.2)
FTEREPUAIE B 2 [ Biolegend 23] ; RPMI1640 55
FE . MG4EME  (fetal bovine serum, FBS) W H2E
Gibco ATl 8L ¥ (lipopolysaccharides, LPS)
W E 25 E Sigma 23w 5 FITC FRic B B9 % 15 A
(ovalbumin, OVA) (OVA-FITC) W4 Hh# RS
dbm0) AR A .
1.2 /NEEHEFRIE DC kIMFS Y 18

Zx BESCHERPIY 7 i1 £ BALB/e /)N B iR U5
DC (bone marrow DC, BMDC) . [R#ikbst BALB/c
/N, B T5% RS T 2 min,  JCRIE /N UK
BREE. SRR BRE R, eI
RPMI1640 3555 3 e S oh ki i, H 2B kA2
M, W@EBRECERELEEE. & 10%FBS 1Y
RPMI1640 5323t (5 HH XK 100 UnmL, 5H R
100 pg/mL) FRAAEIFIHFEEE R 1 x 10%mL. #
g B 42 Fh 2] 24 L AR, % 10 ng/mL A
mGM-CSF, Ji{ 37 °C. HARE . 5%C0, F 4
SR, IS DRSS A S SRS L, R
3d PR
1.3 BMDC RES4#f

WL BT B 25 1 /N B BE A MR S 5 22 5
5 KA 7 KBS BMDC, MAZSERRIEK BB/
CD1lc, CD40, CD86. I-A/I-E Hfip, =il kG
A 30 min, PBS PEGAIM 1 5 R4 (3£
Beckman Coulter 2> 5])  #6:.
1.4 BMDC EEHMELLE

( recombinant mouse granulocyte

RSN/ N BB BRI 2505 5 KRS 7 Rl
££ BMDC, % #8 1 x10%mL BMDC fil A 10 pL
OVA-FITC (HJF 10 pe/ml) , BAIG 37 CHi 344
FEE 3 h, PBS VR 2 WK, N 1% £ B W
(paraformaldehyde, PFA) 600 pL, =04 M
] BMDC X} OVA-FITC By W=, 556 BMDC 5
OVA-FITC $£95 5 J5 PBS ¥ 2 ¥k, fillA PE-CDl11c
B RO E 30 min, PBS VESAIML 1 K5
4%PFA 7€, WOt R BB WEL.
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Fig. 1 Morphology of mice BMDC under inverted microscope
A:BALB/c /NUEBEANIEIASMAS DC (1d, 10x); B:BALB/c /NEBEANIEIAIMNE S TIEAMEA DC (5d, 10x);
C:BALB/c /NELEBEAMARIASME FARIF A DC (7 d, 40x%)
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Fig. 2 Phagocytosis test of mice BMDC
A, B, Cafotdbigss B et BMDC 71 OVA-FITC (100 %) ; D: =40/ A i BMDC % OVA-FITC 751 ;
E:J 20 A SR A BMDC X OV A-FITC 45 15
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Fig. 3 Phenotypic analysis of BMDC
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