HHD MiceE ©| &3 HIZLHMER FHEo|= FolF
CD8" T M X9 PUdA o

'Sz o) gt A v g shR *AIDS-retrovirus Department, Antiviral Cellular Unit, Pasteur Institute,
Paris, France, 3Department of Immunology, The Weizmann Institute of Science, Rehovot 76100, Israe

A& . o114 - =8 7] . Francois A. Lemonnier’ - Boaz Tirosh® - Esther
Tzehoval® - Ezra Vadai® + Lea Eisenbach® - = &'

Adoptive Transfer of Colon Cancer Derived Peptide-specific
CD8" T Cells in HHD Mice

Hun-Soon ]ungl, In-Sook Ahn', Hyung-ki Do', Francois A. Lemonnier’, Boaz
Tirosh3, Esther Tzehoval{ Ezra Vadai3, Lea Eisenbach® and Myoung—Sool Do’

'School of Life and Food Sciences, Handong Global University, Pobang, Korea, ° AIDS-retrovirns
Department, Antiviral Cellular Unit, Pastenr Institute, Paris, France, 3Depan‘7ﬂem‘ of Tmmunology, The
Weizmann Institute of Science, Rehovot 76100, Israel

ABSTRACT

Background: 1-8D gene is a member of human 1-8 interferon inducible gene family
and is shown to be overexpressed in fresh colon cancer tissues. Three peptides 1-6,
3-5 and 3-7 derived from 1-8D gene were shown to have immunogenicity against colon
cancer. Methods: To study tumor immunotherapy of these peptides we established an
adoptive transfer rnodel Db/X[?)Z mictoglobulin  (B2m) null mice transgenic for a
chimeric HLA-A2.1/D"-p2m single chain (HHD mice) were immunized with irradiated
peptide-loaded RMA-S/HHD/B7.1 transfectants. Spleens were removed after last
immunization, and splenocytes were re-stimulated 7z vitro. Lymphocytes from vaccinated
HHD mice were transferred together with IL-2 to the tumor bearing nude mice that
were challenged S.C. with the HCT/HHD/B7 colon catcinoma cell line that was found
to grow in these mice. Results: Peptide 3-5 was found to be highly effective in CTL
activity. Adoptively transferred anti-peptide 3-5 cytolytic T lymphocytes caused signi-
ficant retardation in tumor growth. Conclusion: This study shows that peptide 3-5 can
be the most effective candidate for the vaccine of adoptive immunotherapy against colon

cancer. (Immune Network 2004;4(1):31-37)
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ml HCT/HHD/B7.1& HIZAE9} 37 4 T2t 37°C,



5% CO, B F7]A Bl FAI O 2N AAFAI7]= H
A3 HEE7FA| 2 Opti-MEMEH Z] ol A B A o]
7+ S Ebo] =(1-6, 3-5, 3-7, PAP) 50pg/mlE Yol 49 &
QF 37°C, 5% CO, Wi 71014 AASS AIAX A E
2 = AA=E BFAEELS 10% FCS, 2 mM
glutamine, combined antibiotics, 1 mM sodium pyruvate, 25
mM HEPES, 5x10° M B-mercaptoethanol, 1% nonessen-
tial amino acids7} £ %1= RPMI-HEPESH|] ol A] ujj 2k
= Aolle EAdMEEL Lympholyte-M gradient
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B7.1¢ W& 3l= HCT/HHD/BT.1 transfectantS YHE0] <t
A BES FAFSA THFig. 1). Fig. 19] (A)= HHD
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Figure 1. HCT/HHD/B7.1 cells
highly express HHD and B7.1.
Cells were stained with FITC con-
jugated anti-HLA Ab (A), purified
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Figure 2. 1-8D peptides can mount CTL responses. HHD mice were immunized with HCT/HHD/B7.1 and with peptide loaded on
RMA-S/HHD/B7.1. In vitro cytolytic assay were performed using EL4/HHD, HCT/HHD and HCT/HHD/B7.1 as a target. CTL assay
were performed at a different E:T ratio. (A) anti-1-6 peptide specific CTL effector and X, HCT/HHD/B7.1 target, and a, HCT/HHD
target, and @, EL4/HHD target pulsed with 1-6 peptide, and m, EL4/ HHD target pulsed with PAP peptide. (B) anti-3-5 peptide specific
CTL effector and X, HCT/HHD/B7.1 target, and o, HCT/HHD target, and @, EL4/HHD target pulsed with 3-5 peptide, and W,
EL4/ HHD target pulsed with PAP peptide. (C) anti-3-7 peptide specific CTL effector and X, HCT/HHD/B7.1 target, and A,
HCT/HHD target, and &, EL4/HHD target pulsed with 3-7 peptide, and m, EL4/ HHD target pulsed with PAP peptide. (D)
ant-HCT/HHD/B7.1 specific CTL effector and X, HCT/HHD/B7.1 target, and Ao, HCT/HHD target, and W, EL4/HHD target pulsed

with PAP peptide.
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Figure 3. CTLs were restimulated with
anti-CD3 Ab and IL2 /n vitro. Cells were
stained with FITC conjugated anti-CD4
Ab, FITC conjugated anti-CD8 Ab and
FITC conjugated mouse IgGap,. Cells were
selected by gating on live cells using PIL.
The percentages of CD8” were deter-
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Figure 4. Nude mice were challenged S.C. with HCT/HHD/
B7.1 cells. Lymphocytes from vaccinated HHD mice were
transferred together with IL-2 to the tumor bearing nude mice
and the growth of the tumor was monitored twice a week.
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