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ABSTRACT BACKGROUND & AIM: To study the cytotoxic activity of CTL and cytokines production of lymphocytes
induced by 4-1BBL-transfected colon26 in wvitro. MATERIALS AND METHODS: The eukaryotic expression vector pMKIT™/
4-1BBL was transfected into colon26 by lipofectamine®”, then the cells with high expression of 4-1BBL were selected by
G418. The tumor cell vaccines (TCV) were obtained by treatment with mitomycin(MMC) .The TCV were co-cultivated
with syngeneic murine cytotoxic T lymphocytes (CTL).Then the cytotoxic activity of CTL and the cytokines production of
spleen cells were tested. RESULTS: The colon26 cells transfected with 4-1BBL showed strong expression of 4-1BBL protein
on cell surface. Compared with TCV-colon26, the TCV-colon26/ 4-1BBL cells could induce a more efficient cytotoxic
activity of CTL against its parental tumor cell colon26(P <0.01), but not against non-parental tumor cell S180.The
TCV-colon26/ 4-1BBL could significantly enhance the ability of murine spleen cells to produce cytokines(P < 0.01)
CONCLUSION: The murine colon26 tumor cells transfected with 4-1BBL could induce an efficient anti-tumor immune
response.
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1
1.1 pMKIT™  pMKIT"/ 4-1BBL
DNA
Hideo Yagita
colon26  S180 RPMI1640
G418
Lipofectamine™™” Invitrogen
(phycoerythrin  PE) 4-1BBL
Biolegend IL-2 114 IFN-y ELISA
C (mitomycin
MMC)
1.2 BALB/c 40 6
20 g
508010
1.3
1.3.1 Lipofectamine™”
pMKIT™  pMKIT™/4-1BBL
DNA colon26 24 h G418
(600 trg/ml) G418
colon26/pMKIT™  colon26/4-1BBL.
1.3.2 4-1BBL
colon26  colon26/pMKIT™*  colon26/4-1BBL
PBS 2 PE
4-1BBL
4-1BBL 4
1.3.3
colon26 colon26/pMKIT™  colon26/4-1BBL.
PBS 2 5% 10%/ml
100 ttg/ml MMC 37 C 5%CO, 1h,
PBS 3
1.3.4 CTL
o 5% 107/ml
24 (100 p1/ ) 3 8
MMC colon26  colon26/ pMKIT™*
colon26/4-1BBL. (5% 10%/ml, 100 141)
50 U/ml I-2, 37 C 5% CO,
5d PBS 2
5% (FCS)  RPMI 1640
2% 10%/ml
1.3.5 CIL 5% FCS
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RPMI 1640 colon26 2 x 10/
ml 96 50 ¢l, 3
CTL 100 ¢1
(E:T) 20:1 (
RPMI 1640 ) ( colon26 )
( ¢ ) 3
150 #1 37 € 5%CO, 24 h
4 h 5 mg/ ml MTT 10 ¢l 1
500 r/min 5 min, 100 ¢l
570 nm
(A) CTL
CTL (%)= (1- AELTI=AE) 4000,
CTL S180
1.3.6 MMC
colon26 colon26/pMKIT™  colon26/4-1BBL
96 3 100 #1
1x10°
100 w1 2x 10° 37 C 5%CO,
24 h ELISA
I-2 14  IFN-y
1.4 SPSS11.5
Newman-Keuls ,
a=0.05
2
2.1 4-1BBL
colon26 colon26/
pMKIT™* 4-1BBL colon26/ 4-1BBL
4-1BBL (P<0.05)
1
1 41BBL

Table 1 The expression of 41BBL on transfected and untransfected
cells

Croup Expression rate(x +s, %)
Colon26 10.29+ 1.56
Colon26/pMKIT " 14.77+2.31
Colon26/4-1BBL 97.44+6.84"

Compared with colon26 and colon26/pMKIT ", " P < 0.05.

2.2 41BBL CTL
colon26/4-1BBL. CTL colon26
colon26/ pMKIT™* CTL
colon26
(P<0.05) S180
(P>0.05), 2
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Table 2 The effect of 4IBBL transfected tumor cells on CTL(X +s %)
Croup Cytotoxicity to colon26 Cytotoxicity to S180 4-1BBL 4-1BBL MMC
Colon26 54.12+2.43 33.2+1.38 CTL colon26
Colon26/pMKIT " 50.97+1.96 35.1+2.76 CTL
Colon26/4-1BBL 68.41+1.74" 31.9+1.94
Compared with colon26 and colon26/pMKIT ", “ P < 0.05.
2.3 4-1BBL , 41BBL
T ;
colon26/ 4-1BBL Cannons  °'  4-1BBL CD4* CD8*
(I1-2 14  TFN-y) colon26 T
colon26/ pMKIT"™ CD8* T Ch4* T
(P<0.01) 1 CTL
I @ calurZd ! 1TOL 1 Ccpg* T 4-1BBL IL-2
B BET |8 b IFN-y CD4* T 4-1BBL -2 14
& an | Bl valupZFi T
G i (Y .2 IFN-y
R —}:
Ik wh| & =
h A :E 4-1BBL colon26
5 # | :E CTL colon26
2 uh —: - colon26/4-1BBL
i ke EE g IL-2 IFN-y 14 4-1BBL
= 1. CTL
(e ([ il.
1 4IBBL
Figure 1 The effect of 41BBL transfected tumor cells on mice spleen
producting of cytokines .
Compared with colon26 and colon26/pMKIT ", " P >0.01. .
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