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Amplification and identification of porcine bone marrow-derived dendritic cells in vitro
MA Bing WU Jun ZHENG Jurrsong YI Sac-xuan, HE Weifeng, YANG Shixing, LUO Gao-xing CHEN Xi-wei, LEI Xiao (Institute of bum research,
Southwest Hospital, Third Military Medical University, Chongging 400038 China)

Abstract: Objective To amplify dendiitic cells(DC) from porcine bone marrow and study their morphological immunological characteristics.
Methods  Iymphocytes in porcine bone mamrow were isolated on a Ficoll separation gradient. The selected cells were cultured with granulocyte-
macwophage colony-stimul ating factor(GM-CSF), and the suspensive cells were collected 2 weeks after cultivation. The morpholagical features and
numbers of DC were identified and counted with light microscopy. The co-stimulation molecules on membrane surface were studied by FACS. The
function was observed by means of MLR. Results The percentage of DC was 70% ~80% in the DC-enriched populations as confirmed under mi-
croscope. The cells showed typical moiphology of DC and expressed high level of B7 molecules and were potent stimulators of human T cells in MLR.
Conclusion The method to generate large numbers of DCs from porcine bone marmrow is established, which might contribute to further study on the
wle of DC in xenoiransplantation and tolerance induction.

Key words: dendritic cells; purifying

1
o b
° 1.1 EZ&&XA
’ ’ pGM-CSF Biotransplant . CTLA-4
° (hCTLA-4Ig) . JFITC
’ o ° IeG Sigma.
(Dendritic cells, l{)ﬁ ) 1.2
° DC , , 10 kg 4 ,
) DC
’ 1.3 %F % DC o & sl Ay 3%
DC, o b
, DC ’
(100 U/ml)  RPMI1640  (Hyclon) s
. , .
) DC . : (Fooll, 1. 077,
° [ - 6 ’
, IX10% ml 24 , 10%
e (peM-G3F)) RPMII640  ( 100 U/ ml, 100 Mg/
’ ’ De mD1 ml, pGM-CSF( 50/ mD, 5% COx
b > o~
37 C . GM-CSF
70% ~80%. ’
2 , .2 .
[23]
(39993430-2) °
(1968—), . ; 1.4 i @ 5T &3 69 X da e U A7
s 47 B 6105000
. (023654006 ( 5 107 ml) 10 g hCT-

20011025 1 2001-1224 LA-4lg  2%BSA-PBS , 47T 30min. PBS )



256 24

eG4 C 30 min PBS . FITC 2.2 @mfd &k IR T 69 R KX am AaALARI
G4 C 40min. PBS 2. hCTLA-4]g B7-1. B72
2% BSA-PBS (FACS.  Couler ) . ’ L
1.5 RARKE @RS
Ficoll 1 B71,B72
4 C 40 D‘ T Tab 1 Expression of B7-1 and B7-2
° min B
Control Experimentl
- (Acid a-naphthl acetate esterase, ANAE) 5 m 731103 03 ;gel:;jfz jom:lp
96%. B72 9.87+5.01 61. 255, 60
98%4. % ’ 24107 T ’ %, P<<0.01 vs control
500.1 000.10 000 DC s
1. 3 : 5 Smg/mlMTT 2 3 5 ARKE, sl BUE
10 41, 4h, (Model 450 Bio-Rad Japan) DC T
595 m 14, ) T , 2.
) (Stimulating index, SD.
SI=( / )X 100%
2.1 BB BE DCARSME R E £ AR 1000 T + 100#1DC
DC . 3d DC , 100 T -+ 1001 RPM11640
2 70% ~ 80%. . .
) , 1 , (P< 005, 3.
’ ’ b ’ 2 MLR
bc ., 2. . Tab 2 Results of MIR
500 1000 10 000
SI 183. 29 253. 42 401.33
0.6
0.5
e 0.4
=03
0.2
n
00 300 1600 10009
nec
3 MTT
1 (X 200) Fig3 Results of MLR by MTT assy

Fig1 Morphology of DC from porcine bone marrow under

a light microscope
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Fig2 Morphology of DC from porcine bone marrow under
an electron micr oscope (SMEX 2 540) N DC.
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