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Abstract :Objective  To investigate the antitumor efect of dendritic cell vaccine loaded with the human
lung cancer asociated antigens. Methods The monocytes were separated from human umbilicus cord
blood cell s and cultured for dendritic cells (UbDC) with rhGM-CSF, rhiL-4 and rhTNFe in RPM | 1640
medium. The human lung cancer cells A549 cytolyss antigen and L PS were added into the medium. Suc-
cessvely for loading the A549 antigen on UbDC and promoting DCs mature. The mature DC vaccine
loaded with A549 cytolysis antigen (UbDC/ AgL) was sorted by magnetic beads. MTT assay was em-
ployed to test the auto mix lymphocyte reaction (AMLR) . LDH release assay was carried out to assess
the killing ability of CTL cellsagainst A549 lung cancer cells. The level of human IL-1, IL-12, IL-6 and
TNFB in the culture supernatant was determined by EL ISA. Results Thelevel of human IL-1, IL-12,
IL-6 and TNFB in the culture supernatant of UbDC/ AgL were higher than that of UbDC/ Ag and UbDC
separately(P<0.01). The special CTL cells had sgnificant cytotoxicity against A549 cells (P <0.01)
and inducemented lymphopoies s availability. Conclusion The dendritic cell vaccine loaded with tumor
cytolyss antigen can activate naive T lymphocyte and i nduce specific antitumor immune response eficien-
cy.

Key words:Dendritic cells; Tumor antigen; Vaccine; Antitumor immunity

A549 DC
. rhGM-CSF rhiL-4 rhTNFa (DO) | A549
LPS , DC  (UbDC/AgL) ,ELISA UbDC/ AgL
LDH (CTL) MTT
(AMLR) UbDC/ AgL IL-1 IL-12 IL-6  IFNP UbDC/Ag  UbDC
(P<0.01) : UbDC/ AgL CTL . AB549
(P<0.01) , DC , T
'R73-35 ‘A :1000-8578 (2008) 03-0153-04
0 T 1] DC
(Dendritic cell , DC) DC , DC
[2]
DC
:2007-04-03: :2007-06-12 ’
: (30270588) ( )bC ,
1. 610041 ,
2.
1

, Email :zhangjie909 @s na.com
(1964) , ) , 1.1

1.1.1 , 100



. 154 - 2008 35 3
150 ml 400 mi AgL UbDC/Ag UbDC  A549 ,
1.1.2 A549 1 20 6 ,

SMMC7721 37 5% CO: 24 h, CTL (
1.1.3 RPM 11640 ) ; A549 SMMC7721
(Ghbco) - ; 251501 100 1,
(rhGM-CSF) (rhTNFa) , , LDH

4(rhiL-4) (R&D Systems) , CTL Bio-rad 680 570 nm
(MTT) C(Mytomicin C) (A) CTL (%) =[( Asro -
(9gma) , 110 % (FBS) Aso - Aso)/ (
RPM 11640 rhGM-CSF 100 ng/ ml As7o - As7) ] X 100 %
rhTNFea 50 ng/ ml rhiL-4 50 ng/ mi 1.2.5 ELISA Ub-
1.1.4 IL-6 IL-12 TNFB IL-1 DC/AgL UbDC/Ag UbDC . 5x10°/
ELISA Kit (R&D Systems); Anti-FITC Mi- 6 , CO2 4
croBeads Kit (Miltenyi biotec) , IL-1 IL-12 :
1.1.5 CDla PE AMLR 96 h ,
CD1aFITC CDao-FITC CDsgs-FITC IL-6 TNFB
HLA-DR-FITC (BD Biosciences 1.3
Pharmingen) ; CDsgs- FITC (Immu- X+ts , SPSS
notech) t P<0.05
1.2
1.2.1 DC 2
2.1 DC
UbDC, )
rhiL-2 50 ng/ ml 10 %FBS RPM 1 1640 , 3
; A549 , ,
: ; 10 1 UbDC : FCM UbDC/ AgL
A549 24 h, CD4 (70.25+5.8) % CDg; (53.53 +
(DLPS L PS( 100 ng/ ml)  5.8) % CDes(67.56+6.5) % HLA-DR(82.36
48 h FITC +6.5) % ; CDs;s
CD83 . Anti-FITC MicroBeads Kit FCM , 90 %
: DC UbbdC/ CD1la, 1
AgL ;(2)LPS : L PS DC
UbDC/ Ag G:SS vs FS
1.2.2 UbDC/ 1000 1 b
AgL UbDC/Ag UbDC , FITC
) Q
1.2.3 (AMLR) f
z
; UbDC/ AgL UbDC/Ag UbDC
A549 , C
1251501 100,

, MTT AMLR, Bio-rad 680
570 nm (A)
SI
(sl) = Aszo! Asto
1.2.4 CTL UbDC/

1 1000
PMT3 LOG

1 UDC AJ.  CD83 FCM CDla
2.2

MTT
Ag UbDC

UbDC/ AgL UbDC/

(NS) AMLR,SI



2008 35 3

155 -

40 F

3.91+0.18" 1.41 +0.17 1.83+0.21 1.21 %
0.15( * P<0.01)
2.3 T
DC CTL A549
, 2
100 -
;E 80 [
% r o25:1
2 60 o50:1
é m 100:1

20 F
ol FFI FFI mn P B
UbDC/Ad. UbDC/Ag  UbDC A549 NS

treatment

2 A549 DC CTL
A549 ( %)
DC CTL A549
SMMC7721 , 3
100 r
30 0O A549
~ 0O SMMC7721
Z 60
—f 40
l l iins B
0
UbDC/Ag L UbDC/Ag  UbDC
different treatment
3 A549 DC
CTL (%)
2.4
DC )
, 1
1 A549 LPS
DC
UbDC/ AgL UbDC/ Ag ubDC
IL-1 (pg/ ml) 1187 £72° 388 +85 53 69
IL-12(pg/ ml) 1 607 + 95° 31282 52 £ 65
UbDC/Ag UbDC 2P<0.01,"P
<0.01
AMLR 96 h ,
IL-6 TNFB , 2
3

2 AMLR 96 h
MLR
UbDC/AgL UbDC/Ag UbDC  A549
IL-6(pg/ ml) 2178+75% 912+92 82+78 51+36
TNFB (pg/ ml) 1052+66° 416+87 15+10 15+8
UbDC/ Ag UbDC  A549 JoP
<0.01, "P<0.01
DC o
CD1la CDsgs DC
L PS DC
UbDC/ AgL
, FCM CD4o CDss
CDss HLA-DR DC ,CDla
90% UbDC/AgL IL-1 IL-12
(P<0.01), DC
UbDC/ AgL ;
T
’ DC ’
) DC DC
CTL [56] DC
(7]
DC,
CTL ,
DC CTL
’ [8.9]
UbDC/ AgL
, AMLR IL-6
TNFB ,UbDC/ AgL
(P<o0.01);
UbDC/ AgL  A549
SMMC7721 (P <0.01) , UbDC/ AgL
CTL UbDC/ Ag Ub-
DC (P<o0.01), /
, UbDC/ AgL

CTLs, )



156 -

2008 35 3

[1]

[2]

(3]

[4]

[5]

Dhodapkar MV, Steinman RM , Krasovsky J, et a. Antigen
specific inhibition of efector T cell functionin humans after in-
jection of immature dendritic cell[J]. Exp Med, 2001 ,193
233-241.

Bergant M, Meden L , Repink U, et a. Preparation of native
and amplified tumour RNA for dendritic cell trangection and
generation of in vitro anti-tumour CTL responses[J]. Immu-
nobiology , 2006 ,211(3) :179-189.

Rossowska J , Pgjtase Flasecka E. Dendritic cells and their ap-
plications in cancer immunotherapy-achievements and future
prospects[J]. Postepy Hig Med Dosw , 2003 ,57(5) :501-518.
Schakel K, Mayer E, Federle C, et a. A novel dendritic cell
population in human blood: one-step immunomagnetic isola-
tion by a specific mAb(M-DC8) and in vitro priming of cyto-
toxic T lymphocytes[J]. Eur J Immunol , 1998 ,28(12) :4084-
4093.

Imura k, Ueda Y, Hayashi T, Induction of cytotoxic T lym-

(6]

(7]

(8]

(el

phocytes against human cancer cell lines usng dendritic cell-
tumor cell hybrids generated by a newly developed electrof u-
son technique[J]. Int Oncol , 2006 , 29(3) :531-539.
CTL [3].

,2006 ,33(7) :22-24.
GaealJ, WdlsJW, Darling D, et a. Strategies for antigen
choice and priming of dendritic cellsinfluence the polariza tion
and efficacy of antitumor T cell responses in dendritic cell
based cancer vaccination[J]. Cancer Immunol Immunother,
2004, 53 9639-9648.
Angel P, Bi G. Bone marrow-generated dendritic cells pul sed
with a classrestricted peptide are potent inducers of cytotoxic
T lymphocyte[J]. Exp Med, 1995, 182(1) : 255-260.
Coddard RV , Prentice AG, Copplestone JA, et a. In vitro
dendritic cell-induced T cell responses to B cell chronic lym-
phocytic leukaemia enhanced by IL-15 and dendritic cell-B-CLL
eectrofuson hybrids[J]. din Exp Immunol , 2003, 131 (1) :
82-89.

) 25 A4 ,80
:ISSN1000-8578 , :CN42-1241/ R
116
1430079
/ :027-87670126

http://www. zIfzyj. com

8.00 96 13870,

E-mail : zIfzyj @263. net.cn



