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Expression of CD94/NKG2-A on Human T Lymphocytes |s
Induced by IL-12: Implications for Adoptive |mmunother apy*

Laurent Derre,* Murielle Corvaisier,* Marie-Christine Pandolfino," Elisabeth Diez,*
Francine Jotereau,* and Nadine Gervois®*

NK cell receptors (NKRs) are expressed on a subset of human T cells, predominantly CD8™, within which they can modulate
TCR-mediated functions. In an attempt to identify the mechanisms leading to NKR expression, we analyzed the capacity of 1L-12
to modulate the expression by T cells of the components of the CD94/NKG2-A inhibitory receptor, a member of the C-type
lectin-like family of NKR. We show that IL-12 induces the expression of NKG2-A and/or CD94 by CD8* T cellsin culture, and
that this induction was mediated neither by IFN-y nor by IL-15. We also show, using the redirected kKilling assay, that IL-12-
induced expression of both CD94 and NKG2-A led to the acquisition by T cells of a functional inhibitory receptor. Expression of
the CD94/NK G2-A inhibitory receptor was also induced by I1L-12 during T cell Ag stimulation so that in the presence of this
cytokine a high proportion of melanoma-reactive CTL induced from PBL by melanoma peptide stimulation expressed this
receptor. This study emphasizes the implication of 1L-12 in the modulation of immune responses through NKR induction. The
Journal of Immunology, 2002, 168: 4864—4870.

in NK cells, have been shown to be expressed in a subsqteptides influence recognition by inhibitory and triggering CD94/
of T cells (for reviews, see Refs. 1-3). These NKRs NKG2 receptors (12). In contrast, the activating NKG2-D mole-
exhibit inhibitory or activatory function, and most of them specif- cule does not associate with CD94, but forms homodimers that
ically bind to MHC class | or MHC class I-like molecules. Inhib- interact with inducible ligands MICA and MICB (13).
itory receptors have cytoplasmic immunoreceptor tyrosine-based A potential role of NKRs in virus- and tumor-specific immune

N atural killer cell receptors (NKRs)jnitially discovered ~ NKG2-B, and CD94/NKG2-C complex (9-11). HLA-E-bound
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inhibitory motifs that operate through recruitment of tyrosine responses in vivo has been suggested by recent data obtained orf*

phosphatases (4). Activating receptors associate with adaptor prpatients suffering from HIV infections (14), melanoma (15-21), or
teins, DAP12 (or DAP10), containing immunoreceptor tyrosine-T cell lymphoma (22). Therefore, it is important to define the
based activatory motifs, which recruit and activate protein tyrosinenechanisms that lead to NKR expression in T lymphocytes. In this
kinases (5). This new category of lymphocyte membrane molecontext, we observed that60% of human melanoma-specific
cules may play a role in the regulation of T cell activation and of CD8" T cell clones, generated in vitro by stimulating PBL with
immune responses in vivo. peptide-pulsed presenting cells and cytokines (IL-6, IL-12, IL-2,
In humans, NKRs belong to two distinct molecular families. and IL-7), expressed the CD94/NKG2-A receptor. In view of the
Members of the Ig superfamily, including killer cell Ig-like recep- already known implications of two cytokines, IL-15 (2) or T@F-
tors and leukocyte Ig-like receptors, also called Ig-like receptors(23, 24), in the induction of the CD94/NKG2-A receptor on T
belong to the first one. Type Il transmembrane proteins containingells, we checked whether one of the four cytokines used in our
a C-type lectin domain, including CD94, NKG2, and NKRP1A, assays to generate these clones could achieve a similar effect. We
belong to the other one. It has been reported that CD94 can béemonstrate that IL-12, a cytokine known to play a central role in
expressed as a homodimer or as a heterodimer associated witlolarization of Thl response, induces de novo expression of
various NKG2 molecules that determine the nature of the trans€D94/NKG2-A by human CD8 T cells.
duced signal: NKG2-A and NKG2-B mediating an inhibitory sig-
nal (6, 7), NKG2-C an activatory one (8). The class Ib moleculeM aterials and M ethods
HLA-E is specifically recognized by CD94/NKG2-A, CD94/ Isolation of lymphocyte populations

PBL were isolated from blood of healthy donors by a Ficoll (Eurobio, Les
Ulis, France) density gradient. In some experiments, PBL were first de-
*Institut National de la Santé et de la Recherche Médicale Unité 463, Institut depleted of CD94 cells by negative selection using anti-CD94 mAb, and
Biologie, and'Unité de Thérapies Cellulaire et Génique, Centre Hospitalier Régiona'magnetic beads coated with goat anti-mouse Ig (Miltenyi Biotec, Bergisch
Universitaire, Nantes, France Gladbach, Germany). Then, Cb&ells were sorted from the CD94cell
Received for publication September 19, 2001. Accepted for publication March 6, 2002population by positive selection using magnetic beads coated with anti-
The costs of publication of this article were defrayed in part by the payment of pageCD8 mAb (MIIFenyI Blotep). In one experiment, NKGZ'A'pOS't'Ve and
charges. This article must therefore be hereby maedsertisement in accordance ~ NKG2-A-negative populations were also sorted using anti-NKG2-A mAb
with 18 U.S.C. Section 1734 solely to indicate this fact. and magnetic beads coated with anti-mouse Ig (Dynabeads; Dynal Biotech,

1 This work was supported by grants awarded by the Association pour la RecherchQSIO' Norway).

contre le Cancer. L.D. is the recipient of a fellowship awarded by the Ligue Dépar- .
tementale de Loire Atlantique. Abs and cytokines

2 Address correspondence and reprint requests to Dr. Nadine Gervois, Institut NemAb specific for CD94 (HP-3B1), NKG2-A (Z199), and mouse IgG2a
tional de la Santé et de la Recherche Médicale Unité 463, 9 Quai Moncousu, 4409 0typic control were obtained from Immunotech (Marseille, France). PE-

Nantes Cedex 01, France. E-mail address: ngervois@nantes.inserm.fr conjugated mAbs specific for CD3, CD4, CD8, and CD94 were also ob-
3 Abbreviations used in this paper: NKR, NK cell receptor; MART-1, melanoma Ag tained from Immunotech. FITC-conjugated rabbit F(alaf)d mouse IgG
recognized by T cells-1; TIL, tumor-infiltrating lymphocyte. were obtained from BioAtlantic (Nantes, France).
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Anti-CD3 Ab used for T cell stimulation was a generous gift of L.
Toujas (Centre Régiona de Lutte contre le Cancer, Rennes, France).

Anti-human IFN-y mAb was purchased from R&D Systems (Wiesbade
Nordenstadt, Germany). Anti-human IL-15 mAb was a generous gift of Y.
Jacques (Institut National de la Santé de la Recherche Médicale, Nantes,
France).

IL-2 was purchased from Chiron (Suresnes, France), and the three other
cytokines (IL-6, IL-7, and IL-12) were purchased from Sigma-Aldrich (St.
Louis, MO).

Simulation by cytokines combined or not with anti-CD3 mAb

PBL or purified CD8* T cells were plated in 24-well plates (10° cells/well)
with RPM| 1640 medium containing 8% human serum (local production).
At the onset of the culture, the following cytokines were added: IL-2, IL-6,
IL-7, and IL-12 (Sigma-Aldrich), either separately or in combination. Con-
centrations used were 5 ng/ml for IL-2, IL-6, and IL-7, and ranging from
0.001 to 100 ng/ml for IL-12.

Purified CD8 T cells were cultured with arange of I1L-12 concentrations
using culture plates coated with anti-CD3 mAb (10 pg/ml).

In some experiments, anti-human IFN-y or anti-IL-15 mAb was added
to the culture at a final concentration of 5 ug/ml.

Generation of melanoma peptide-specific T cells

PBL from HLA-A*0201 healthy donors or melanoma patients were stim-
ulated by irradiated M17 melanoma cells loaded with the Melan-A/mela-
noma Ag recognized by T cells-1 (MART-1) peptide,s_s5 analog ELA-
GIGILTV. Loading was done by incubating M17 cells with the peptide (1
uM) at 37°C in serum-free medium for 2 h. Stimulator cells were washed
twice to eliminate unbound peptide. Stimulations were performed in 24-
well culture plates by mixing 5 X 10° peptide-pulsed stimulator cells and
1 X 10° responder PBL in RPMI medium containing 8% human serum and
cytokines. Irradiated stimulator cells were added again twice, at 7-day in-
tervals. Cytokines added to these cultures were as follows: either IL-6 and
IL-12 (5 ng/ml each) for the first week and IL-2 (10 U/ml) and IL-7 (5
ng/ml) thereafter, or IL-6 only for the first week and IL-2 only (50 U/ml)
thereafter.

Tetramers

HLA-A0201/peptide a3-mutated monomers were a gift of F. Lang (Institut
National de la Santé et de la Recherche Médicale, Nantes, France) and
were generated as previously described (25). Recombinant proteins were
produced as inclusion bodies in Escherichia coli XA90F'Lac?*, dissolved
in 8 M urea, and refolded with 15 ug/ml Melan-A peptide analog (ELA-
GIGILTV) or NA17-A peptide (VLPDVFIRC). Tetramerization was per-
formed as previously described (26). Briefly, HLA monomers were bio-
tinylated for 4 h at 30°C with 6 pwg/ml BirA (Immunotech), purified on
monoQ column (Pharmacia, St. Quentin en Yvelines, France), and tet-
ramerized with PE-labeled streptavidin (Sigma-Aldrich) at a molar ratio of
4:0.8.

Flow cytometry

For simple fluorescence labeling, cells were stained with the corresponding
mADb (anti-CD94 or anti-NKG2-A), followed by an FITC-conjugated Ab as
second-step reagent.

For double fluorescence labeling, cells were incubated with 1) primary
(anti-CD94 or anti-NKG2-A) Ab and washed; 2) goat anti-mouse FITC-
labeled Ab and washed; 3) mouse 1gG; and 4) PE-labeled Abs (anti-CD3,
anti-CD4, anti-CD8, or anti-CD94).

For tetramer staining, cells (0.5 X 10°) were 1) stained with tetramers
and the primary NK receptor-specific Ab for 30 min at 4°C and washed,
and 2) stained with goat anti-mouse FI TC-labeled Ab for 20 min at 4°C and
washed.

After the end of the staining steps, the cells were washed and analyzed
on a flow cytometer (FACScan; BD Biosciences, Mountain View, CA).

Assay for cytolytic activity

Cytolytic activity of T cell was tested against the 5*Cr-labeled murine
mastocytoma FcyR™ P815 cell line by a CD3 mAb-redirected killing as-
say. Briefly, 10° 5*Cr-labeled P815 were incubated with T cells (E:T ratio,
10:1), in the presence of purified anti-CD3 mAb (0.05 pg/ml). CD3-redi-
rected lysis of labeled P815 cells was modulated by the presence of indi-
cated mAbs (0.1-10 pg/ml) added at the initiation of the assay. After 4 h,
25 pl supernatant was mixed with 100 ul scintillation liquid (Optiphase
Supermix; Wallac, Turku, Finland) for measurement of radioactive con-
tent. Data are expressed as the percentage of specific lysis.
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Results

A high proportion of melanoma-specific CD8 T cell clones
derived from in vitro stimulation of PBL by tumor peptides
expresses the CD94/NKG2-A receptor

In keeping with previous studies suggesting that the CD94/
NKG2-A receptor might affect the response of melanoma-specific
CTL, we analyzed the expression of this receptor by a panel of 88
melanomarreactive CTL clones. These clones have two distinct
origins: 49 were derived from tumor-infiltrating lymphocytes
(TIL) after a short 10-day culture of tumor fragments with IL-2,
followed by alimiting dilution culture of the TIL also in the pres-
ence of IL-2, or the other 39 clones were derived from healthy
donor PBL stimulated three times at 1-wk intervals with melano-
ma-associated Ag peptide-pulsed allogeneic melanoma cells or au-
tologous mature DC, in the presence of IL-6 and IL-12 for 1 wk
and of IL-7 and IL-2 for 2wk. Asshownin Fig. 1, despiteasimilar
array of peptide specificity, very different fraction of these two
categories of clones expressed the CD94/NKG2-A receptor: 60
and 5% of the PBL and TIL clones, respectively.

Involvement of 1L-12 in the induction of CD94 expression by
CD8" T cells

To check whether one or several of the four cytokines used to
generate the PBL-derived clones were involved in the frequent
expression of CD94 and NKG2-A by these clones, we tested
whether various combinations of these cytokines, and each one
separately, did influence CD94 and NKG2-A expression by cul-
tured PBL or TIL, following or not aT cell stimulation. After 2 wk
of culture with these cytokines, unstimulated total PBL were an-
alyzed by flow cytometry for the coexpression of CD94 and CDS3.
Results from one representative experiment are shown in Fig. 2a.
The percentage of CD94™ T cells among the CD3™ T cells was
higher in al IL-12-supplemented cultures.

The same experiment was performed using IL-12 concentrations
for 0.01-10 ng/ml, and culture was analyzed for the coexpression
of CD4 or CD8 and CD94 &fter 14 days. As shown in Fig. 2b,
CD94 expression was induced in a dose-dependent fashion by
IL-12 on CD8* PBL. By contrast, a very low fraction of CD4"
PBL cells was CD94™, irrespective of the amount of 1L-12 added
in the culture.

Similar experiments were aso performed using lymphocytes
from two melanoma-invaded lymph nodes (M47 and M48). As
shown in Table I, the fraction of CD94" TIL was significantly
higher in the presence than in the absence of 1L-12 among one TIL
population. For the other, athough the fraction of CD94/

&0

[4 CDh%4
(39) =
NKG2Z-A
g 60 / (31)
s /
-§ 40 %
S 204 /
&
/ 49)  (36)
L 77
PBL TIL

FIGURE 1. CD94/NKG2-A expression by melanoma-specific CTL
clones derived from TIL or from in vitro peptide-stimulated PBL. The
expression of CD94 and NKG2-A was determined by flow cytometry. Re-
sults are expressed as percentage of NKR-positive clones. Number of
tested clones is indicated above each bar.
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FIGURE 2. IL-12-induced expression of CD94 in CD8" PBL. CD8*
PBL were cultured for 2 wk in the presence of different cytokines (a) or in
the presence of increasing doses of IL-12 (b). CD94 expression was ana-
lyzed by flow cytometry among CD3™" cells (a) or among CD4* or CD8™
cells (b).

%0 of CD94-positive cells

NKG2-A™ TIL was not increased by IL-12, the level of expression
of this receptor was increased.

We then checked whether 1L-12 could induce de novo expres-
sion of CD94 by CD8™ T cell in the context of a polyclonal stim-
ulation by an anti-CD3 Ab. CD94~CD8™ PBL were sorted, stim-
ulated with anti-CD3 Ab, and cultured in the presence of various
concentrations of 1L-12. Datarepresented in Fig. 3a show that high
fractions of CD3-stimulated CD8™ T cells expressed CD94 when
cultured with I1L-12 concentrations as low as 1 pg/ml, and that this
fraction increased with the concentration of IL-12 until 0.1 ng/ml.
As shown in kinetic datain Fig. 3b, CD94 expression was already
detectable by a fraction of cultured T cell after 7 days of culture,
but such fraction increased until day 21 of the culture.

To control whether increased CD94/NKG2-A expression in-
duced by IL-12 could result in great part from the selective growth
of alow fraction of preexisting CD94"NKG2-A™ T cells, we an-
alyzed the polyclonality of these cells using a panel of V3 Abs. A
normal VB3 diversity (data not shown) was observed, which allows
us to exclude the existence of a pauciclonal expansion in these
cultures.

We finally tested whether 1L-12 could induce CD94/NKG2-A
expression by melanoma-specific preestablished CTL clones. As
shown in Table Il, T cell clones that completely lacked CD94 and

Tablel. TIL from two melanoma patients cultured with or without 1L-12

% of % of
TIL IL-12 CD%M4* Cells? NKG2-A™" Cells?
M47 - 14 (99) 12 (105)
+ 24 (277) 21 (374)
M48 - 27 (137) 25 (135)
+ 29 (287) 31 (90)

2 The percentages of cells positive for CD94 and NKG2-A were evaluated at day
14 by flow cytometry. The mean fluorescence is indicated in parentheses.

INDUCTION OF CD94 EXPRESSION BY IL-12

—+— IL-12 alone

—&— IL-12 + anti-IFN-y
754

50+

254

% CD94 positive cells

T T T T T T
0 0,00010,001 001 0,1 1

IL-12 (ng/ml)

% of CD94-positive cells

0 I T T
0 10 20 30

Days of culture

FIGURE 3. a, Expression of CD94 by CD8"CD94~ PBL cultured with
IL-12 is not affected by the presence of anti-IFN-y mAb. CD8"CD9%4~
PBL were stimulated with coated anti-CD3 mAb (10 wg/ml) in the pres-
ence of increasing 1L-12 concentrations, and in the presence or not of
anti-IFN-y Ab (5 png/ml). After 2 wk, cells were analyzed by flow cytom-
etry for the expression of CD94. b, Time course of CD94 expression was
evaluated on CD8"CD94~ PBL cultured in IL-12 (5 ng/ml).

NKG2-A expression in the absence of IL-12 were not induced to
express these molecules by an 8-day culture with IL-12. However,
CTL clones that already expressed CD94 in the absence of IL-12
showed an increase both of the fraction of cells expressing this
receptor and of the level of CD94 expressed per cell after 8-day
culture with IL-12. Thiswas also the case for NKG2-A expression.

Neither IFN-vy nor IL-15 was relaying IL-12-induced expression
of CD94

Since IFN-vy is a strong mediator of IL-12 biological effects (27),
and since IL-15 is known to be an inducer of the CD94/NKG2-A

Table 1. T cell clones cultured with or without IL-12

% of % of
T Cell Clones IL-12 CD94" Cells® NKG2-A* Cells?
Mel 1-37 - 20 (298) 19 (29)
+ 46 (43) 47 (44)
Mel F-5 - 6 (27) ND
+ 78 (55) ND
ELA-3 - 24 (30) ND
+ 92 (79) ND
M199.6.1 - 3(36) ND
+ 38 (25) ND
M28.10B - 26 (25) 24 (23)
+ 68 (68) 50 (60)
M77-84 - 0 0
+ 0 0
M199.7.5 - 0 ND
+ 0 ND

2 The percentages of cells positive for CD94 and NKG2-A were evaluated after
8-day culture with or without 1L-12 by flow cytometry. The mean fluorescence is
indicated in parentheses.

GT0Z ‘S Ae|A UO 8uI0Bps |\ 9 84 elIS,BAIUN Bnbay1ol|gIg Te /610" jountuw i mmmy/:dny WwoJj pepeojumoq


http://www.jimmunol.org/

The Journa of Immunology

receptor, we investigated whether the effect of IL-12 on CD94
expression by CD8™ T lymphocytes could be mediated by one of
these two cytokines. To this end, CD94~CD8™" lymphocytes were
stimulated with anti-CD3 Ab and cultured in the presence of dif-
ferent amounts of 1L-12 (from 0.0001 to 1 ng/ml), with or without
saturating concentrations of anti-human IFN-y or of anti-IL-15
mADb. As shown in Fig. 3a, after 14 days of culture, 1L-12 con-
centrations as low as 1 pg/ml induced CD94 expression by ~50%
cultured CD8* cells. Furthermore, a similar fraction of PBL cells
was induced to express CD94 by IL-12 in the presence of anti-
IFN-y mADb (Fig. 3a), or in the presence of anti-IL-15 mAb (data
not shown). Consequently, the effect of IL-12 on expression of
CD94 by CD8" T cells was not dependent on IFN-y or IL-15
production.

Lack of coordinated induction of CD94 and NKG2-A expression
by IL-12

CD9%4 isusually expressed at the cell surface in association with a
NKG2 family member. We analyzed in this study whether 1L-12
induced in a coordinated fashion the expression of CD94 and
NKG2-A. To this end, we stained CD8" PBL with CD94- and
NKG2-A-specific mAbs, after anti-CD3 mAb stimulation in the
presence of IL-12. As shown in Fig. 4 and Table I11, a significant
fraction of cultured PBL was CD94" but NKG2-A~. This sug-
gested that some T cells were induced by IL-12 to express CD94
either as a homodimer or as a heterodimer containing another
NKG2 molecule.

To distinguish between these two possibilities, we tried to es-
tablish whether CD94"NKG2-A~ T cells could express a known
functional CD94/NK G2 receptor. In the absence of available Abs
reactive against all NKG2 isoforms, we performed a PCR analysis
of NKG2 mRNA expression on NKG2-A~ and NKG2-A™ T cells,
whose staining profiles are provided in Fig. 5a. Both subpopula-
tions expressed the CD94, NKG2-C, and NKG2-E mRNAsS, while
NKG2-B and, as expected, NKG2-A mRNAs were poorly ex-
pressed by the NKG2-A™~ subset (data not shown). Therefore, the
CD94*"NKG2-A~ subpopulation induced by IL-12 lacked expres-
sion of the CD94/NK G2-B receptor, but could have expressed one
of the activatory receptors, CD94/NKG2-C or NKG2-E.

Asfar as MRNA expression does not always correlate with pro-
tein expression, we used a functiona assay to determine whether
the CD94"NKG2-A~ T cells expressed a functional CD94-con-
taining receptor. To this end, we analyzed the ability of an anti-
CD94 mAb to modulate TCR-dependent lysisin aredirected lysis
assay against P815 target cells. As shown in Fig. 5b, anti-CD3

B0

F Cn94a
[ NKG2-A
o 60+ 7
=
L *)
2 =
£ a0 ”
(-]
(=9
£y
(=]
® 204 ]
o
%
JAAAVEY .
0 0001 001 01 1 10

IL-12 (ng/ml)

FIGURE 4. Variable fractions of CD8" T cells are induced to express
CD94 and NKG2-A after a culture with IL-12. CD8"CD94 "~ cells were
stimulated with coated anti-CD3 mAb (10 wg/ml) and further expanded for
2 wk with increasing IL-12 concentrations (from 0.001 to 10 ng/ml). Cells
were analyzed by flow cytometry for the expression of CD94 and
NKG2-A.
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Table I1l. CD8* PBL from different healthy donors cultured in the
presence of IL-12 express CD94 and NKG2-A on variable cell fractions®

CD94" Cdlls NKG2-A™ Cells
Hedthy Donors (%)? (%)
29 72 45
46 88 40
50 85 52
52 79 10
54 63 50

@ The percentages of cells positive for CD94 and NKG2-A were evaluated at day
14 by flow cytometry after 2 wk of culture supplemented with IL-12 at 10 ng/ml.

mAb induced a strong cytolytic activity by both the
CD94*"NKG2-A~ and CD94"NKG2-A™" T cell subpopulations.
However, addition of anti-CD94 mAb did not affect the lysis of the
CD94"NKG2-A~ subpopulation, while it inhibited in a dose-de-
pendent manner that of the CD94"NKG2-A™ subpopulation, as
described  previously. Consequently, this suggests that
CD94"NKG2-A~ T cells do not express a CD94/NKG2-C or
CD94/NKG2-E activatory receptor.

IL-12 addition to peptide stimulation cultures, commonly used to
derive peptide-specific T cells, favors the generation of CD94/
NKG2-A-expressing CTL

We described recently (28) a relatively simple and efficient pro-
cedure to obtain high avidity Melan-A/MART-1-specific T cells
from PBL, for use in immunotherapy. During the first step of the
establishment of this procedure, four cytokines (IL-6 and IL-12 for
the first week of culture, and IL-2 and IL-7 afterward) had been
used, according to culture methods developed by others (29). In a
second step, to make this culture protocol simpler for immuno-
therapy applications, we tested the contribution of these four cy-
tokines for an optimal production of Melan-A-specific CTL. We
showed that IL-6 and IL-2 were sufficient for optimal induction of
high avidity T cells specific for the Melan-A/MART-1 26-35
A27L analog (ELAGIGILTV) (28). Inthis study, we compared the
fraction of PBL-derived Melan-A/MART-1 peptide-specific CTL
induced by in vitro peptide stimulation, in the presence or in the
absence of IL-12 and IL-7. Tetramers were used to label Melan-
A/MART-1 peptide-specific CTL. As shown in Fig. 6 and Table
1V, asignificant fraction of Melan-A-specific CTL induced in the
presence of 1L-12 expressed the CD94/NKG2-A (23 and 47%),
while a very low fraction of these CTL derived in the absence of
IL-12 expressed this receptor (0 and 5%).

Discussion

We show in this study that when CD8" PBL or melanoma TIL
were cultured in the presence of IL-12, a significant fraction of
these expressed NKG2-A and/or CD94. We could establish that
this effect was due to IL-12 induction of NKG2-A and/or CD94
expression rather than to a selective expansion by I1L-12 of T cells
previously expressing these molecules. Indeed, this effect was till
observed on sorted CD94~CD8* T cells, and Vg diversity of
CD94" T cells derived from this population was normal. This
effect was already detectable in most cultures after 7 days of cul-
ture with IL-12 and in all of them after 14 days. Therefore, IL-12
induces de novo expression of NKG2-A and/or CD94 by CD8" T
cells. Furthermore, neither IFN-vy, a key downstream factor in-
duced by IL-12, nor IL-15, aknown inducer of the CD94/NK G2-A
receptor, was implicated such in IL-12-mediated induction of
CD9%4 on T cells as far as anti-IFN-y and anti-I1L-15 mAbs failed
to abolish this effect. A short culture with |L-12 also increased the
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cells) inhibits the CD3-induced cytolytic ac-
tivity against FcyR* target cells. CD8"
CD9%4 PBL were stimulated with anti-CD3
mAb. After 2 wk of culturein the presence of
IL-12 (5 ng/ml), NKG2-A" T cells were
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expression of CD94 and NKG2-A by previously established CTL
clones. Both the fraction of cells and the level of expression of
these two molecules were significantly higher than in the absence
of IL-12. However, de novo expression of CD94 and NKG2-A
failed to be induced by IL-12 on preestablished CTL clones that
lacked these molecules.

14.26%
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HLA-A*0201/Melan-A tetramer
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FIGURE 6. IL-12 inducesthe expression of CD94 and NKG2-A by asig-
nificant fraction of Melan-A/MART-1-specific CTL derived fromin vitro pep-
tide-stimulated PBL. PBL were stimulated with Melan-A,5_55A27L peptide-
loaded M17 melanoma cells, for 3 wk, in the presence of I1L-6 and IL-12 for
thefirst week and IL-2 and |L-7 thereafter (a correspondsto patient D in Table
1V), or in the presence of IL-6, but not IL-12 for thefirst week and of IL-2 only
theresfter (b corresponds to patient B in Table V). Stimulated PBL were
stained with soluble PE-HLA-A*020/Melan-A,s_ssA27L  tetramer and
FITC-Ab specific for CD94. Numbersin the dot plots indicate the percentages
of tetramer-positive/CD94-negative or CD94-positive cells.

anti- D94

control

IL-12-dependent induction of CD94 expression by CD8" PBL
was observed as well in the absence of any TCR stimulus than
following a CD3- or a peptide-specific stimulation. Nonetheless,
much higher fractions of CD8" T cells were induced to express
CD9%4 following a TCR stimulation (60—90 vs 15%). Therefore,
TCR stimulation strongly potentiates |L-12-dependent induction
of CD94 and NKG2-A expression by CD8" T cells. This may be
due to the expression of IL-12R induced by TCR stimulation. This
might explain conflicting data that IL-12 failed to induce the ex-
pression of CD94/NKG2-A receptor by superantigen-activated T
cells (2). This could be due to alack of IL-12R induction by the
toxic shock syndrome toxin-1-stimulated T cells, as aready re-
ported for the V81" & T cell subset (30).

Although CD3 stimulation in the presence of IL-12 might in-
duce PBL to express CD94 only, peptide stimulation in similar
conditions systematically induced T cells to coexpress CD94 and
NKG2-A. The reason for this difference is unclear. It might be
related to the nature or strength of the T cell stimulation: TCR
cross-linking by an anti-CD3 mAb vs MHC-peptide presentation
by a melanoma cell line or mature DC. It may be that these two
modes of TCR triggering activate distinct signaling pathways or
the same one at different levels, therefore resulting in the activation

Table IV. HLA-A*0201/Melan-A tetramer-positive cells and CD94-
positive T cells in PBL stimulated by peptide-pulsed melanoma cells in
the presence or absence of exogenous IL-12

Melan-A-Specific  CD94" Cells NKG2-A™ Cells
Donors  1L-12 Cells (%)? (%)° (%)°
A - 0.24 5 55
B - 3.09 0.3 0
C + 4.60 23 22
D + 27.77 47 45

@ Percentages of tetramer-positive cells.
b Percentages of CD94-positive cells among Melan-A-specific cells.
¢ Percentages of NKG2-A-positive cells among Melan-A-specific cells.
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of both or only one gene. Since a stimulation by peptide-pulsed
melanoma cells in the presence of IL-12 induced coexpression of
CD94 and NKG2-A as efficiently as peptide-pulsed mature DC in
similar conditions, it seems unlikely that costimulation was critical
for IL-12-mediated NKG2-A induction as far as melanoma cells
do not express known costimulation molecules. Expression of
CD94, but not NKG2-A, has aready been reported in T cells,
especialy in CD4" T cells (2, 23).

Induction of CD94 expression in the absence of NKG2-A sug-
gested that CD94 could have been expressed in association with
another NKG2 member. However, athough NKG2-C and
NKG2-E mRNAs were expressed by CD94"NKG2-A~ T cells,
cross-linking of CD94 by a specific mAb failed to modulate the
redirected lysis, suggesting that these cells did not express a func-
tional CD94 containing inhibitory or activatory receptor. There-
fore, it is likely that CD3-stimulated PBL had been induced to
express a CD94 nonfunctional homodimer by IL-12.

Previous studies had shown that IL-12 is a strong inducer of
NKRP1-A molecule (CD161) by human NK cells (31, 32), a8 T
cells(31), and V82" y8 T cells (30). Our data show that IL-12 also
isan inducer of CD94 and NKG2-A, two geneslocated in the same
gene locus as NKRP1-A, the NK gene complex (33). Our data
show that the transcription of at least three genes from this locus
coding for these C-type lectin receptors is regulated by the same
cytokine.

The present and previous studies (2, 23, 24) therefore show that
severa cytokines, TGF-B, IL-15, and IL-12, produced by APCs
and B célls, can induce the expression of the CD94/NKG2-A in-
hibitory receptor by CD8" T cells. Interestingly, IL-10 and TGF-3
modulate the expression of the IL-12R (34) and could therefore
affect IL-12-induced expression of CD94. Whether this induction
contributes to the normal T cell homeostasis remains to be estab-
lished. It has been reported that oligoclonal T cells that express
killer cell 1g-like receptors in normal individuals could be autore-
active T cells, and that expression of these inhibitory receptors
would contribute to tolerance by these cells (35). Therefore, 1L-12
and 1L-10 produced by dendritic cells could contribute to the ex-
pression of the CD94/NKG2-A receptor during T cell
Ccross-priming.

While in vivo treatment by IL-12 has been essentially stopped,
IL-12 is still used in vitro for the production of Ag-specific T cells
for research or clinical purposes. Our results suggest that using this
cytokine might compromise the function of Ag-specific T cells
obtained as far as a majority of them will express the inhibitory
CD94/NKG2-A receptor. It might thus be better to avoid using
IL-12, inasmuch as other cytokines can support the optimal induc-
tion of Ag-specific T cellsin vitro (28).
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