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[ Z] HI: SO BEMIR CEA,,, TUSUISE i RSN S0 8 B A5 280, HCIG PR BE AR (MR I . TV LKA &
WHEA N HLA-A2 CEA Bk CEA,,,, ) HLA-A2 RIRRK CEA 5 IR )FT HLA-A2 JG3E ik MAGE-3( JEEfk ), R I IR F
SEATR A L AN S RS 0 vk L SRR S M TR T R AR CTL ), AP MTT 354G CTIL 458 B A3 40535 1k 5
T A A WA AN I 370 s RT-PCR R 20 it 25 9L 2 (99235 ; ELISA ¥Rl CTL B3 ef IFN-y (7K. 45 2R CEA,,, /i
AR S CTL I RE T 5R( P <0.05 ), CD8 * T 4fi 4t 55 R AR KA A IESC IR ; ZERCHE LE S 40: 1R, CEA,,, FIRERJIK
BP0 CTL Xt CEA + HLA-A2 BRIE A 25 79 40 M T84 () R A 16 e AT 3A( 56. 7 £3.73 )% FA( 51.2 £1.86 )% , 1 3 Fl KRR
P CTL 4liffi%F CEA + HLA-A2 AZ51595 lovo A MERAE M A AE AR I /KT 5 CEA o, 2019 CTL BT B A AH A T ZEFL R
FE 35 IFN-y (7K P 25 T HAWILL P <0.01). Z518: 5RRIKAALL, CEA,, ., BERT AT T [ B 75 100 10 e 8 il 52, 76
RS gz h B
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In vitro anti-tumor activity of altered tumor-associated antigen CEA,,, peptide
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[ Abstract ] Objective:To investigated the in vivo efficacy of altered CEA,, peptide vaccine against tumor, so as to
provide a basis for its clinical use. Methods: Altered CEA peptide CEA,,,, natural CEA peptide CEA ¢, and MAGE-
3 peptide were synthesized by polypeptide solid-phase synthesis system. The cytotoxicity T lymphocytes ( CTLs ) were in-
duced by autologous mixed lymphocytes reaction implused with above peptides; proliferation and cytotoxicity of different
CTLs were measured by MTT; phenotypes of the CTLs were detected by flow cytometry; expression of perforin in different
CTLs were assayed by RT-PCR; IFN-vy levels in the supernatants of different CTLs were detected by ELISA. Results:
CEA,,,, peptide more efficiently induced CTL than CEA ., and MAGE-3 peptide did ( P <0.05 ). The number of CD8
T cells in CEA,, group was significantly larger than those in CEA 4, and MAGE-3 groups ( P <0.05 ). When the E: T
was 40: 1, the cytotoxicity of CTLs induced by CEA,, and CEA,, against CEA "HLA-A2 * T84 cells were ( 56.7 %
3.73)% and (51.2 +1.86 )% , respectively. But the CTL cytotoxicities induced by the three peptides against CEA *
HLA-A2 Lovo cells were all at the background level. Perforin expression and IFN-v level of CTLs in CEA,, group were
significantly higher than those in the other two groups ( P <0.01 ). Conclusion: Compared with natural CEA ., pep-
tide, altered CEA,,, peptide can effectively break the immune tolerance to self peptide, and thus has a stronger anti-tumor
activity in vitro.
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1640 . DMEM . DMEM/F-12 ., Ji % (1 i & GIBCO 7=
i, MTT & Promega /AR it o 2 ARMCRIBT CD3 |
CD4 1 CD8 73 FH47i R K [E BD 28 7)™ i, IFN-y
ELISA 5 &0 A I LAY TRARAR . 5
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Ve, $EHUE RNA & i 5 #E1T RT-PCR. DNA 44
FEYILL B-actin FEFETEN SR, SR Gel Dos 1000 #E
AT ARG, T 52 45 41 mRNA AT 2k
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S40:1.20: 1,102 1 0 £ S 56 25 % e 24 58 441 e
W, 100 wl/ AL, TFRAS 25 BE AL 20 0T HR | 45 20 S 40
Xt I a8 X IEZH . 37 °C 5% CO, AR T 24 h,
K riktm 1. 3. % FRITERGR: AR % )
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Fig.1 Peptide specific CTLs induced by control,
CEA,,, » native peptide and MAGE-3 peptide

*P <0.05 vs control group, n=3
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Fig. 2 Phenotypes of peptide-specific CTLs in different groups
A Control in MAGE-3 group; B: CD3"CD4" T cells in MAGE-3 group; C: CD3*CD8" T cells in MAGE-3 group; D: Control in
native peptide group; E: CD3"CD4 " T cells in native peptide group; F: CD3 " CD8 " T cells in native petide group;G: Control in
CEA4op group; H: CD37CD4 " T cells in CEA,, group; I: CD3"CD8 " T cells in CEA,,, group
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3.73)% , b 3 5 T RIRBRFN TC O AR ¥ K B, P <
0.01 ); ixFdE HLA-A2 #7550 CEA [ Lovo 2 i
PRI 547 1 MR R A AR A, 23 3 (19,4 «
0.99)% (23.7+0.50)% F1(26.5+3.54) % ,5
A 1 R 28 VT RE RS A 005 5 S M CTL 41, Jf:
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Fig. 3 Cytotoxicities of peptide-specific CTLs
against T84 and Lovo cells
A: CTL cytotoxicity activity against T84 cells;

B: CTL cytotoxicity activity against Lovo cells
"* P<0.01 vs MAGE-3 peptide
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WK 4 s, T 2.3 .4 UKIETE W] WA T 523
bp AbHZEFLE B fil 318 bp AL A9 B-action JE[H F
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A FA T2 LR Rk KO ey, HAR X =
435124 0.58 .,0.50 0. 42,

bp 1

—Perforin
—{3-actin
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Fig.4 Expression of perforin mRNA in different
peptide-specific CTLs
1: Marker; 2:CEA,, peptide;

3: Native peptide; 4: MAGE-3 peptide
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