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Abstract

 

Bee venom phospholipase A

 

2

 

 (PLA) is the major allergen in

bee sting allergy. It displays three peptide and a glycopep-

tide T cell epitopes, which are recognized by both allergic

and non-allergic bee venom sensitized subjects. In this study

PLA- and PLA epitope-specific T cell and cytokine re-

sponses in PBMC of bee sting allergic patients were investi-

gated before and after 2 mo of rush immunotherapy with

whole bee venom. After successful immunotherapy, PLA

and T cell epitope peptide-specific T cell proliferation was

suppressed. In addition the PLA- and peptide-induced se-

cretion of type 2 (IL-4, IL-5, and IL-13), as well as type 1

(IL-2 and IFN-

 

g

 

) cytokines were abolished, whereas tetanus

toxoid-induced cytokine production and proliferation re-

mained unchanged. By culturing PBMC with Ag in the

presence of IL-2 or IL-15 the specifically tolerized T cell re-

sponse could be restored with respect to specific prolifera-

tion and secretion of the type 1 T cell cytokines, IL-2 and

IFN-

 

g

 

. In contrast, IL-4, IL-5, and IL-13 remained sup-

pressed. Treatment of tolerized T cells with IL-4 only par-

tially restored proliferation and induced formation of dis-

tinct type 2 cytokine pattern. In spite of the allergen-specific

tolerance in T cells, in vitro produced anti-PLA IgE and

IgG4 Ab and their corresponding serum levels slightly in-

creased during immunotherapy, while the PLA-specific

IgE/IgG4 ratio changed in favor of IgG4. These findings in-

dicate that bee venom immunotherapy induces a state of pe-

ripheral tolerance in allergen-specific T cells, but not in spe-

cific B cells. The state of T cell tolerance and cytokine

pattern can be in vitro modulated by the cytokines IL-2, IL-4,

and IL-15, suggesting the importance of microenvironmen-

tal cytokines leading to success or failure in immunother-

apy. (

 

J. Clin. Invest. 

 

1996. 98:1676–1683.) Key words: bee

venom allergy
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Introduction

 

The precise mechanisms by which allergen immunotherapy
achieves clinical improvement in allergic patients is still poorly
understood. Induction and rise in IgG antibodies, particularly
of the IgG4 class (1–3), or the generation of CD8

 

1

 

 cells which
may modulate allergen-specific IgE production, have been
claimed to be responsible for successful immunotherapy (4).
Other observations demonstrated reduced numbers of mast
cells and secretion of mediators (5, 6). Similarly, numbers and
activation of eosinophils were reduced in inflamed tissue upon
immunotherapy (7, 8). It is well known that in the pathogene-
sis of allergic diseases the production of IL-4 and IL-13 by
CD4

 

1

 

 T cells is critical for the induction of IgE synthesis (9,
10), while IL-5 is important in eosinophil differentiation and
survival (11, 12). Thus, it has been demonstrated that allergen-
specific CD4

 

1

 

 T cells isolated from patients with allergic dis-
eases produce higher levels of IL-4 and IL-5 compared to
those from sensitized nonallergic individuals (13, 14). More-
over, successful allergen immunotherapy of allergic rhinitis
and bee venom allergy was shown to be associated with de-
creased IL-4 and IL-5 production in CD4

 

1

 

 T cells and PBMC
(15, 16).

Bee venom phospholipase A

 

2

 

 (PLA)

 

1

 

 is a 14–16-kD glyco-
protein, consisting of 134 amino acids (17) and displaying a sin-
gle carbohydrate side chain at the residue Asn

 

13

 

. It represents
the major allergenic compound in bee venom (BV)

 

1

 

 (18, 19)
and from 86 bee venom-allergic patients with positive skin test,
85 reacted to PLA (18). PLA can elicit both IgE mediated al-
lergy and normal immunity to bee sting which generally is as-
sociated with high affinity IgG4 anti-PLA antibodies (18, 20,
21). Successful immunotherapy is accompanied by an increase
in PLA-specific IgE and IgG4 Abs (16, 20, 22–24), but decline
of their ratio in favor of IgG4 (3). Recently, in PLA-specific T
cell clones and PBMC from bee venom-allergic patients and
sensitized nonallergic subjects, three T cell stimulating peptide
sequences in the PLA molecule have been identified, corre-
sponding to PLA

 

45–62

 

, PLA

 

81–92

 

, and PLA

 

113–124

 

 (3) and an
MHC class II–restricted T cell epitope involving the carbohy-
drate side chain at the residue Asn

 

13

 

 (25). In the present study
we investigated the epitope-specific T cell responses to PLA
and the capacity of B cells to produce PLA-specific IgE and
IgG4 Ab before and after bee venom immunotherapy (BV-
IT). We demonstrated that epitope-specific peripheral toler-
ance to the main BV allergen PLA is induced in T cells but not
in B cells during BV-IT and that tolerized T cells can be reacti-
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vated by the cytokines IL-2 and IL-15 to secrete distinct Th1
type cytokine patterns.

 

Methods

 

Study population. 

 

Five bee venom allergic individuals (mean age: 47
yr) with a history of severe systemic allergic reactions of grade III-IV
(26) after a bee sting were included in the study. All patients demon-
strated positive intracutaneous reactions to honey bee venom (ALK,
Horsholm, Denmark) at a concentration of 

 

,

 

 10

 

2

 

4

 

 g/liter and bee
venom specific serum IgE Abs 

 

.

 

 1 kU/liter as estimated by Phade-
zym CAP (Pharmacia Fine Chemicals, Uppsala, Sweden). Blood
samples were taken before and 2 mo after starting bee venom immu-
notherapy.

 

Bee venom immunotherapy. 

 

Under intensive care conditions 0.1,
1, 10, and 20 

 

m

 

g bee venom (ALK) were administered s.c. at 30-min
intervals in the upper arms and then 30 and 50 

 

m

 

g at 60-min intervals,
reaching a cumulative dose of 111.1 

 

m

 

g. At day 7 two booster injec-
tions of 50 

 

m

 

g were administered, followed by 100 

 

m

 

g booster injec-
tions at day 21 and day 50. Thereafter, 100 

 

m

 

g boosters were given at
intervals of 4 wk (27).

 

Reagents. 

 

PLA was from Boehringer GmbH (Mannheim, Ger-
many) and PLA devoid of carbohydrate (degPLA)

 

1

 

 was obtained by
enzymatic deglycosylation of PLA after incubating 1 mg PLA for 24 h
at 37

 

8

 

C with 1 U of endoglycosidase and F/N glycosidase (Boehringer
GmbH) in 25 mM Tris-HCl, 10 mM EDTA, at pH 8, in the absence of
denaturating agents. Deglycosylation was monitored by SDS-PAGE
and Coomasie brilliant blue R-250 (Bio-Rad, Richmond, CA) stain-
ing (25). T cell epitope peptides corresponding to PLA

 

45

 

2

 

62

 

 (PI),
PLA

 

81

 

2

 

92

 

 (PII), and PLA

 

113

 

2

 

124

 

 (PIII) were synthesized by Drs. C.H.
Schneider and H.P. Rolli (Institute for Clinical Immunology and Al-
lergology, Inselspital, University of Bern, Switzerland), as described
(28). These three peptides were not recognized by specific IgE or
IgG4 directed to PLA. Tetanus toxoid (TT) was from the Swiss Se-
rum and Vaccine Institute (Bern, Switzerland). The following recom-
binant cytokines were kindly provided as indicated: IL-2 was from
Sandoz Ltd. (Basel, Switzerland) and IL-4 from Ciba Geigy Ltd.
(Basel, Switzerland). IL-15 was from PeproTech, Inc. (Rocky Hill,
NJ). Soluble CD40L (sCD40L) was produced from the transfected cell
line 8-40-1, originally generated by Dr. P. Lane (Institute for Immu-
nology, Basel, Switzerland) and cultured for 3 d in CG medium (Vitro-
mex GmbH, Vilshofen, Germany) and standardized according to high-
est IgE inducing capacity after 12 d culture of PBMC co-stimulated
with 25 ng/ml of IL-4 (29). Supernatants obtained from the corre-
sponding untransfected cell line J558L (kindly provided by Dr. M.
Reth, University of Freiburg, Freiburg, Germany) were used as control.

 

T cell cultures. 

 

PBMC were isolated by Ficoll (Biochrom KG,
Berlin, Germany) density gradient centrifugation of peripheral
venous blood. Cells were washed three times and resuspended in
RPMI 1640 medium supplemented with 1 mM sodium pyruvate, 1%
MEM nonessential amino acids and vitamins, 2 mM L-glutamine, 100
U/ml penicillin, 100 

 

m

 

g/ml streptomycin, 50 

 

m

 

M 2-ME (all from
GIBCO BRL, Basel, Switzerland) and 10% heat-inactivated FCS
(Sera-Lab Ltd., Sussex, England). Cells (10

 

6

 

/ml) were then stimulated
in a 24-well plate (Costar Corp., Cambridge, MA), with either native
PLA, degPLA, or T cell epitope-bearing peptides all in 1 

 

m

 

M con-
centration. TT was used at 0.01 U/ml. Cultures were expanded in me-
dium supplemented at day 7 with a mixture of IL-2 (25 U/ml) and IL-4
(25 ng/ml). After 12 d, 10

 

6

 

 cells were washed three times with PBS
and restimulated with 1 

 

m

 

M of the same antigen as before, in the
presence of 10

 

6

 

 autologous, 3,000 Rad-irradiated PBMC in 24-well
tissue culture plates, in duplicates. Supernatants were harvested at se-
lected time points obtained from preliminary kinetics studies, 16 h
later for determination of IL-2 and IL-4 and 48 h later for IL-5, IL-
13, and IFN-

 

g

 

. To determine T cell proliferation, 2 

 

3

 

 10

 

5

 

 PBMC
were stimulated with 1 

 

m

 

M Ags in 200 

 

m

 

l medium in 96-well flat bot-
tom tissue culture plates, in triplicates for 6 d and pulsed with 1 

 

m

 

Ci

of [

 

3

 

H]thymidine (DuPont-NEN, Boston, MA). Incorporation of the
labeled nucleotide was determined after 20 h in a LKB 

 

b

 

 plate reader
(Wallac; Pharmacia, Turku, Finland).

 

In vitro recovery of tolerized T cells. 

 

Experiments to re-establish
T cell responsiveness were performed by culturing 2 

 

3

 

 10

 

6

 

 PBMC for
12 d with 50 U/ml of IL-2, or 50 ng/ml of IL-15, or 50 ng/ml of IL-4 in
the presence of 1 

 

m

 

M PLA, degPLA, or T cell epitope peptides. Cul-
tures were expanded with medium containing the same cytokines.
The cells were then washed three times and 10

 

6

 

 cells were restimu-
lated with the same Ag in the presence of 10

 

6

 

 irradiated autologous
PBMC in a 24-well culture plate. Cytokines were measured in super-
natants taken at the above indicated time points. Recovery of T cell
proliferation from tolerance was determined in 10

 

5

 

 T cells treated
with either of the cytokines above and Ag which were cultured to-
gether with 10

 

5

 

 autologous irradiated PBMC and the same Ag (1 

 

m

 

M)
in 96-well plates. Proliferation was determined at day 5 after 20 h of
[

 

3

 

H]thymidine incorporation.

 

Measurement of cytokines. 

 

The solid phase ELISA for IFN-

 

g

 

 was
described before (30). Briefly, 96-well microtiter plates (Maxisorb;
Nunc, Roskilde, Denmark) were coated with mAb 43–11 to human
IFN-

 

g

 

 and developed with biotinylated mAb 45–15 and extravidine
peroxidase (Sigma Chemical Co.). O-phenylenediamine dihydrochlo-
ride (Sigma Chemical Co.) was used in citrate buffer, pH 5, as the
chromogenic substrate. The sensitivity of the IFN-

 

g

 

 ELISA was 

 

,

 

 20
pg/ml. For the detection of IL-13 the mAb JES8-5A2 (kindly provided
by Dr. J. De Vries, DNAX, Palo Alto, CA) was used for coating. Re-
combinant IL-13 from PeproTech, Inc. was used as a standard. Rabbit
anti-IL-13 (PeproTech, Inc.) and alkaline phosphatase-labeled goat
anti–rabbit Ab (Zymed Labs, Inc., San Francisco, CA) were used for
detection. The chromogenic substrate was 4-nitrophenyl phosphate
disodium hexahydrate (E. Merck, Darmstadt, Germany) in diethano-
lamine buffer, pH 9.8. The detection limit was 300 pg/ml of IL-13. IL-4
and IL-5 were measured by chemiluminescent immuno-assay as de-
scribed for IFN-

 

g

 

 (30). Briefly, mAbs 3H4 and TRFK5 respectively

Figure 1. Changes of proliferation of PBMC before and after 2 mo of 
BV-IT. PBMC of five BV-IT patients were stimulated with PLA, 
degPLA, three T cell epitope peptides, or control Ag (TT) before and 
after 2 mo of immunotherapy. [3H]Thymidine incorporation was 
measured after 7 d. Proliferation to PLA, degPLA, and T cell epitope 
peptides showed significant decrease after 2 mo (P , 0.001) while 
TT-specific proliferation did not change.
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(Ciba Geigy, Ltd.) were used for coating 96-well white plates (Micro-
lite; Dynatech AG, Chantilly, VA). For detection mAbs 8F12 (Ciba
Geigy) and JES15A10 (PharMingen, St Louis, MO) were labeled
with 2,6-dimethyl-4-(

 

N

 

-succinimidyl-oxyl-carbonyl)-phenyl-10-eth-
ylacridinium-carboxylate-methasulphate (DMAE-HNS) according to
Weeks and Woodhead (31) and used at a final concentration of 0.3

 

m

 

g/ml simultaneously with standards or samples. The plates were in-
cubated 2 h at room temperature and chemiluminescence was de-
tected immediately after the injection of 0.5% H

 

2

 

O

 

2

 

 in 0.1 N nitric
acid and 0.25 N NaOH solution by a 96-well luminometer (model LB
96; Berthold AG, Wildbad, Germany) after two washings with PBS
and once with water. The detection limit was 

 

,

 

 5 pg/ml for IL-4 and

 

,

 

 10 pg/ml for IL-5. The IL-2 activity was measured by [

 

3

 

H]thymi-
dine uptake of CTLL cells as described (32).

 

Induction of PLA-specific Ig production. 

 

PBMC (2.5 

 

3

 

 10

 

6

 

/well/
5 ml) were cultured in 6-well tissue culture plates (Costar Corp.) in
the presence of 0.1 ng/ml PLA, 25 ng/ml IL-4, and 25% sCD40L con-
taining cell supernatant in the above medium further supplemented
with 40 

 

m

 

g/ml human transferrin, 4 

 

m

 

g/ml bovine insulin (both from
Sigma Chemical Co.) (33). Supernatants were harvested at day 12 for
determination of PLA-specific IgE and IgG4 Abs.

 

Measurement of Ig isotypes. 

 

The IgE and IgG4 anti-PLA anti-
body contents in patients serum and culture supernatants were mea-
sured in duplicates by ELISA (34–36). PLA-specific antibodies were
detected in 0.5 

 

m

 

g/well PLA-coated ELISA plates (Maxisorb) which
were incubated with patients’ serum and culture supernatants at dif-
ferent dilutions. Biotinylated anti-IgE mAb 6-7 (Ciba Geigy, Ltd.)
and peroxidase-labeled extravidine (Sigma Chemical Co.) were used
to develop IgE anti-PLA. Anti-IgG4 mAb RJ4 (Oxoid, Ltd., Basing-
stoke, UK) and peroxidase-labeled anti–mouse Ig antibody (Tago,
Inc., Burlingame, CA) were used in IgG4 anti-PLA ELISA. Sera, cal-
ibrated according to bee venom RAST (Pharmacia Diagnostics AB,
Uppsala, Sweden), from allergic patients were used as IgE anti-PLA
standard. Human PLA-specific IgG4/

 

l

 

 mAb BVA2 (37) was used as
a standard to determine IgG4 anti-PLA. The sensitivity of these ELISAs
were 

 

,

 

 0.05 U/ml of IgE anti-PLA and 

 

,

 

 0.1 ng/ml of IgG4 anti-PLA.

 

Statistical analysis. 

 

Student’s 

 

t

 

 test for paired samples was used
for statistical analysis to compare results obtained before and after
immunotherapy.

 

Results

 

BV-IT results in specific T cell tolerance to PLA and related T

cell epitopes. 

 

PLA represents the major allergenic and immu-
nogenic compound in bee venom. Accordingly, we investi-
gated possible changes in immunological properties towards
this key allergen in consequence of BV-IT. The results of T

Figure 2. Changes of IL-2, IFN-g, IL-4, IL-5, and IL-13 secretion in 
response to specific-allergen (PLA), degPLA, and control antigen 
(TT). PBMC of five patients were stimulated with either of PLA, 
degPLA, and TT before and after 2 mo of BV-IT. Cultures were sup-
plemented with IL-2 and IL-4 at day 7 and expanded when necessary. 
Cells were washed and restimulated with the same antigens in the 
presence of autologous irradiated PBMC at day 12. Supernatants 
were harvested 16 h later for IL-2 and IL-4, and 48 h later for IFN-g, 
IL-5, and IL-13 determination. All of the determined cytokines 
showed significant decrease in response to PLA and degPLA (P , 
0.001) but not to TT.

Figure 3. Changes of IL-2, IFN-g, IL-4, IL-5, and IL-13 secretion in 
response to T cell epitope peptides of PLA. PBMC were stimulated 
with three PLA T cell epitope peptides. Cells were expanded, restim-
ulated, and cytokines were measured as in the legend of Fig. 2.
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cell proliferation from five bee venom allergic patients before
and after immunotherapy are presented in Fig. 1. Before
BV-IT, all patients responded to both glycosylated and degly-
cosylated PLA. Four patients recognized all three epitopes to
different extents and one patient (AM) reacted against two
epitopes. After 2 mo of BV-IT, T cells were found unresponsive
specifically against the entire PLA allergen (

 

P

 

 

 

,

 

 0.001), while
the response to the TT control Ag was not affected. Moreover,

specific tolerance was also induced to all three T cell epitopes
(

 

P

 

 

 

,

 

 0.001). In Fig. 2, allergen-induced cytokine production in
response to glycosylated and deglycosylated PLA is demon-
strated. In these experiments, PBMC were antigen specifically
stimulated and responding cells were expanded with a mixture
of IL-2 and IL-4. Cytokines were measured after washing and
restimulation with the same Ags, in the presence of irradiated
autologous PBMC. Before BV-IT, in all cases, native PLA elic-
ited increased Th2 type cytokines IL-4, IL-5, IL-13 compared
to the deglycosylated variant, whereas IL-2 and IFN-

 

g

 

 secre-
tion in response to native PLA were relatively low. After 2 mo
of immunotherapy the PLA-induced production of both Th1
cytokines, IL-2, IFN-

 

g

 

, and Th2 cytokines IL-4, IL-5 and IL-13
showed a significant decrease to almost control levels (

 

P

 

 

 

,

 

0.001). In contrast, cytokine profile to the TT control was not
affected by the BV-IT (

 

P

 

 

 

.

 

 0.05).
As expected from the above PLA results, peptide induced

cytokine synthesis including both Th1- and Th2-type cytokines
were also abolished in patients subjected to BV-IT (

 

P

 

 

 

,

 

0.001), as shown in Fig. 3.

 

Allergen-specific response of T cells tolerized by BV-IT can

be re-established by cytokine treatment in vitro. 

 

Because unre-
sponsiveness in specific T cell proliferation and cytokine produc-
tion was achieved by BV-IT, we investigated conditions by
which the anergized T cell responses could be restored. For this
purpose 2 

 

3

 

 10

 

6

 

 PBMC were cultured with Ag in the presence of
IL-2 or IL-4 or IL-15 for 12 d. Cells were then washed and re-
stimulated with the same Ag in the presence of autologous
PBMC as APC. As can be seen from the representative experi-
ment with patient LK in Fig. 4, the abrogated Ag-specific T cell
proliferation was almost fully recovered. Same results were ob-
served after IL-15 treatment of T cells tolerized in BV-IT. The
proliferative response could not be restored by IL-4 treatment.

 

Differential recovery of Th1 and Th2 cytokine production in

tolerized T cells in vitro. 

 

Cytokine patterns of antigen-specific
T cells in allergic patients are of great importance in the patho-

Figure 4. In vitro re-establishment of BV-IT induced whole PLA and 
epitope specific T cell unresponsiveness by IL-2, IL-4, and IL-15. 
PBMC were obtained from a patient after 2 mo BV-IT and cultured 
with either of PLA, degPLA, and three T cell epitope peptides in the 
presence of either IL-2, or IL-15, or IL-4. At day 12, 105 cells were 
washed and restimulated with the same antigens in the presence of 
105 autologous irradiated PBMC. Proliferation was determined after 
5 d by 20 h incorporation of [3H]thymidine. Data shown are from a 
representative experiment of patient (LK). Similar results showing 
re-establishment of T cell response were obtained from three other 
patients after two months of BV-IT.

Figure 5. Differential recovery 
of Th1 and Th2 cytokine pro-
duction of tolerized T cells in 
vitro. PBMC were treated as in 
the legend of Fig. 4. At day 12 
106 cells were washed and re-
stimulated with the same anti-
gens in the presence of 106 au-
tologous irradiated PBMC. 
Supernatants were harvested 
16 h later for IL-2 and IL-4, and 
48 h later for IFN-g, IL-5, and 
IL-13 determination. Data 
shown are from a representa-
tive experiment of patient (LK). 
Same results showing re-estab-
lishment of T cell cytokine re-
sponse were obtained from 
three other patients after 2 mo 
of BV-IT.
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genesis of allergic diseases. Thus, we further analysed the
changes in cytokine production of nonresponsive T cells after
culturing in cytokine-supplemented medium. PBMC isolated
after BV-IT were cultured for 12 d with 1 mM Ag in the pres-
ence of each of the three cytokines, IL-2, IL-4, or IL-15. The
cells were then washed and restimulated with the same anti-

gens in the presence of irradiated autologous PBMC as de-
scribed above. The results of a representative experiment with
patient LK are shown in Fig. 5. The capacity of Ag-induced IL-2
and IFN-g secretion was re-established by both IL-2 and IL-15
but not by IL-4 treatment. Interestingly, culturing of cells with
Ag plus IL-2 or IL-15 did not restore the production of IL-4,
IL-5, and IL-13, and initiated a distinct Th1 type cytokine pat-
tern. In contrast, when cells were cultured with IL-4 and Ag,
IL-4, IL-5, and IL-13 production were recovered from the tol-
erant state. The amounts of Th2 cytokines produced by the re-
stored cells reached 9–67% of the initial levels before BV-IT.

BV-IT does not reduce the capacity of B cells to produce

PLA-specific IgE and IgG4 Ab in vitro. Although peripheral
T cell tolerance was demonstrated towards the BV major aller-
gen PLA and related epitopes after 2 mo of BV-IT, the B cell
capacity to produce PLA-specific IgE and IgG4 Abs was of es-
sential importance. This was analysed in a culture system
which allows the in vitro production of PLA-specific IgE and
IgG4 Abs by stimulation of PBMC through CD40 in the pres-
ence of IL-4 and optimum amounts of PLA (33). Fig. 6 illus-
trates the capacity of PBMC to produce PLA-specific IgE and
IgG4 after 12 d of culture with PLA/IL-4/sCD40L. Generally,
in vitro induced anti-PLA IgE and IgG4 in corresponding sera
showed a tendency to increase during BV-IT. The difference
was statistically significant for the in vitro anti-PLA IgG4 for-
mation (P , 0.05). More importantly, although both isotypes
slightly increased during the time of treatment, the ratio of
specific IgE/IgG4 decreased in favor of IgG4 in average by a
factor of 12.1 in serum and 2.3 in cultures. These results sug-
gest that during BV-IT allergen-specific B cells were not toler-
ized and express their entire capacity to produce specific Abs.

Discussion

In this study we have demonstrated that BV-IT for 2 mo of in-
dividuals suffering from bee sting allergy is associated with a
significant reduction in T cell proliferative response and cyto-
kine secretion to the epitopes of the major BV allergen, PLA.
The T cell tolerance induced by BV-IT was specific since TT-
specific responses were not altered. In previous studies a rela-
tionship between decreased allergen-specific T cell prolifera-
tion and successful immunotherapy has been demonstrated in
various atopic diseases including allergy to ragweed, cat, grass
pollen, and bee venom (15, 16, 38–40). In a recent study a de-
crease in IL-4 and IL-5, but increase in IFN-g production by
BV-IT was reported (16). It is plausible that methodological
differences in re-stimulation of T cells by anti-CD3 instead of
antigen-specific stimulation may be responsible for differences
in cytokine production (16). In this study we demonstrate that
BV-IT induces peripheral tolerance in T cells and tolerized T
cells did not show a distinction in cytokine profiles; both Th1
and Th2 type cytokine production were suppressed by immu-
notherapy.

Proposed mechanisms of peripheral T cell unresponsive-
ness include the induction of antigen-specific anergy (41, 42)
and the production of humoral and cellular suppressor factors
(43, 44). We know that T cells can specifically be rendered un-
responsive if the antigen is administered under conditions
which do not deliver co-stimulatory signals to T cells (45). In
general, antigens display several T cell epitopes, some of them
being immunodominant (46, 47). Immunodominant antigenic

Figure 6. In vitro production and serum levels of PLA-specific IgE 
and IgG4. Before and after 2 mo of immunotherapy, PBMC (2.5 3 
106) were cultured in the presence of PLA, IL-4, and sCD40L. Super-
natants were harvested at day 12 for PLA-specific IgE (A) and IgG4 
(C) determination. Corresponding serum levels of anti-PLA IgE (B) and 
anti-PLA IgG4 (D) were measured and plotted. The ratios of anti-
PLA IgE/IgG4 before BV-IT and after 2 mo were calculated and 
plotted as E (in vitro induced) and F (serum levels). Both in vitro in-
duced and serum levels of PLA-specific IgE and IgG4 showed a ten-
dency to increase after 2 mo of BV-IT whereas PLA-specific IgE to 
IgG4 ratios showed a decrease in all of the patients. The difference was 
statistically significant for in vitro anti-PLA IgG4 formation (P , 0.05).
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determinants can also be strong inducers of T cell unrespon-
siveness (48) and administration of soluble antigens to animals
can functionally inactivate antigen-specific peripheral T cells
(49, 50). The observed T cell unresponsiveness achieved in this
study is probably similar to the mechanisms of anergy induc-
tion in vitro in T cells as initially described for human Th
clones reactive to influenza hemagglutinin (51) or in mice to
house dust mite allergen (52). We attempted to analyze
changes in surface molecule expression before and after im-
munotherapy in PBMC and found no difference in surface ex-
pression of CD40L, CD30 expression on CD4, or CD8 T cells
(data not shown). However, the low frequency of antigen-spe-
cific T cells in peripheral blood makes it difficult to measure
the changes in specific T cells.

T cell anergy is distinguished from suppression in that anti-
gen-specific T cell responses can be recovered by the addition of
IL-2 in the presence of antigen (53). Signaling through the
common g-chain of IL-2, IL-4, and IL-7 in the presence of anti-
gen was shown to prevent the induction of anergy (54). Although
Th0 and Th1 type clones are more susceptible to tolerance in-
duction (49, 55) anergy could be induced in human allergen
specific Th2 cells in relevant peptide or anti-CD3 treatment in
the systems lacking second signals (56, 57). In both cases addition
of IL-2 but not IL-4 alone reversed the anergic state (56, 57). In
addition, the B cell help for IgE production of anergized hu-
man type 2 T cell clones was restored by IL-2. This effect was
enhanced by simultaneous addition of IL-4 (56). In our study the
specifically anergized T cell responses could be restored by cul-
turing the cells with allergen and IL-2 or IL-15, but only in terms
of T cell proliferation and Th1 type cytokine secretion (IL-2 and
IFN-g). IL-15 shares many of the activities on T cells and B cells
previously defined for IL-2 (58, 59). This can be explained by
the fact that IL-15 uses the IL-2 receptor complex for signaling
(58). However, whereas IL-2 expression is restricted to acti-
vated T cells, IL-15 mRNA has been detected in most other
cell types and tissues. Strongest expression was demonstrated
in monocytes, epithelial cell lines, muscle, and placenta (58).
Thus IL-15 may act as an important microevironmental cyto-
kine to regulate tolerance and recovery in immunotherapy.

In contrast to IL-2 and IL-15, treatment of the tolerized T
cells with IL-4 re-established the allergen induced Th2 cytokine
production only at lower levels. Although recovery of Th2 cy-
tokines was observed, IL-4 treatment of tolerized cells did not
restore proliferation as previously reported (57). The in vitro
modulation of T cell anergy induced by BV-IT suggests that:
(a) cytokines produced in the microenvironment can govern
the secondary induction of distinct Th1 or Th2 cytokine pat-
terns that are associated with either normal immunity against
an allergen and successful immunotherapy or with further de-
velopment of allergy and inflammation; (b) specifically toler-
ized T cells circulate in the peripheral blood and migrate into
lymphoid tissues where they can recover by the local cytokine
milieu. This recovery may occur more readily in vivo than in
vitro which may explain the necessity to prolong immunother-
apy up to 3 yr (60). In this state of immune response it seems
that high amounts of the respective allergen is decisive for the
induction of Th1 cytokines and the synthesis of specific IgG4
Ab (61).

Many studies have demonstrated that during BV-IT, after
initial increase, allergen-specific serum IgE decreases over a
period of months to years (16, 62). In the present study we ob-
served a non-responsiveness at the T cell level after 2 mo of

BV-IT. However, following supplementation of PBMC culture
with a T cell cytokine and T cell surface molecule such as IL-4
and sCD40L (63, 64) and PLA, B cells appeared to preserve
their capacity to secrete even increased amounts of anti-PLA
IgE and anti-PLA IgG4. In parallel, serum levels of both PLA-
specific antibodies tended to increase. The question remains
why the specific IgE and IgG4 responses increase after BV-IT.
The change in ratio of IgE to IgG4 was in the favor of IgG4
and more pronounced in serum antibodies. This may be due to
the different half lives of the two isotypes in vivo. Most likely,
because of a nonresponsiveness was achieved in antigen-spe-
cific CD41 T cells, the influence of cytotoxic 1 type CD81

cells, natural killer cells and many other environmental cells
on the change in cytokine balance in favor of IFN-g and less
Th2 cytokines such as IL-4 and IL-13, preferring the secretion
of IgG4, and exceeding suppressive effects on IgE may be of
major relevance (36, 65).

The understanding of tolerance induction by allergen im-
munotherapy is of great interest for a better knowledge of the
pathophysiological mechanisms in allergy. Our present study
demonstrates that immunotherapy leads to peripheral T cell
tolerance without inhibiting apparent B cell function of spe-
cific IgE and IgG4 Ab production. The association of success-
ful immunotherapy with decreased T cell reactivity to the im-
munodominant T cell epitopes and further modulation of
cytokine profile of the tolerized T cells presents a way of possi-
ble treatment of certain allergies directly with epitope peptides
which specifically tolerize the relevant regulatory T cells.

Acknowledgments

We thank Dr. H.L. Spiegelberg (La Jolla, CA) for the critical review
of the manuscript.

This project was sponsored by the Swiss National Foundation,
grant 31.39.177.93.

References

1. Reid, M.J., R.B. Moss, Y.P. Hsu, J.M. Kwasnicki, T.M. Commerford, and
B.L. Nelson. 1986. Seasonal asthma in northern California: allergic causes and
efficacy of immunotherapy. J. Allergy Clin. Immunol. 78:590–600.

2. Hussain, R., R.W. Poindexter, and E.A. Ottesen. 1992. Control of aller-
gic reactivity in human filariasis. Predominant localisation of blocking antibody
to the IgG4 subclass. J. Immunol. 148:2731–2739.

3. Carballido, J.M., N. Carballido-Perrig, M.K. Kägi, R.H. Meloen, B.
Wüthrich, C.H. Heusser, and K. Blaser. 1993. T cell epitope specificity in hu-
man allergic and non-allergic subjects to bee venom phospholipase A2. J. Im-

munol. 150:3582–3591.
4. Rocklin, R.E., A. Sheffer, D.K. Greineder, and K.L. Melmon. 1980. Gen-

eration of antigen-specific supressor cells during allergy desensitization. N.

Engl. J. Med. 302:1213–1219.
5. Otsuka, H., A. Mezawa, M. Ohnishi, K. Okubo, H. Seki, and M. Okuda.

1991. Changes in nasal metachromatic cells during allergen immunotherapy.
Clin. Exp. Allerg. 21:115–120.

6. Crecitos, P.S., N. Franklin Adkinson, Jr., A. Kagey-Sobotka, D. Proud,
H.L. Meier, R.M. Naclerio, L.M. Lichtenstein, and P.S. Norman. 1983. Nasal
challenge with ragweed in hay fever patients: Effect of immunotherapy. J. Clin.

Invest. 76:2247–2253.
7. Furin, M.J., P.S. Norman, P.S. Creticos, D. Proud, A. Kagey-Sobotka.

L.M. Lichtenstein, and R.M. Naclerio. 1991. Immunotherapy decreases anti-
gen-induced eosinophil migration into the nasal cavity. J. Allergy Clin. Immu-

nol. 88:27–32.
8. Rak, S., O. Rowhagen, and P. Venge. 1988. The effect of immunotherapy

on bronchial hyper-responsiveness and eosinophil cationic protein in pollen al-
lergic patients. J. Allergy Clin. Immunol. 82:470–480.

9. Del Prete, G., E. Maggi, P. Paola, I. Ghretien, A. Tiri, D. Macchia, J.
Banchereau, J.E. De Vries, and S. Romagnani. 1988. IL-4 is an essential factor
for the IgE synthesis induced in vitro by human T cell clones and their superna-



1682 Akdis et al.

tants. J. Immunol. 140:4193–4198.
10. Punnonen, J., G. Aversa, B.G. Cocks, A.N.J. Mc Kenzie, S. Menon, G.

Zurawski, R. De Waal Melefyt, and J.E. De Vries. 1993. Interleukin-13 induces
interleukin-4 independent IgG4 and IgE synthesis and CD23 expression by hu-
man B cells. Proc. Natl. Acad. Sci. USA. 90:3730–3734.

11. Walker, C., J.C. Virchow, Jr., P.L.B. Bruijnzeel, and K. Blaser. 1991. T
cell subsets and their soluble products regulate eosinophilia in allergic and non-
allergic asthma. J. Immunol. 146:1829–1835.

12. Seminario, M.-C., and G.J. Gleich. 1994. The role of eosinophils in the
pathogenesis of asthma. Curr. Opin. Immunol. 6:860–864.

13. Kapsenberg, M.L., E.A. Wierenga, J.D. Bos, and H.M. Jansen. 1991.
Functional subsets of allergen-reactive human CD41 T cells. Immunol. Today.

12:392–395.
14. Robinson, D.S., Q. Hamid, S. Ying, A. Tsicopoulos, J. Barkans, A.M.

Bentley, C. Corrigan, S.R. Durham, and A.B. Kay. 1992. Predominant Th2-like
bronchoalveolar T lymphocyte population in atopic asthma. N. Engl. J. Med.

326:298–304.
15. Secrist, H., C.J. Chelen, Y. Wen, J.D. Marshall, and D.T. Umetsu. 1993.

Allergen immunotherapy decreases interleukin 4 production in CD4 T cells
from allergic individuals. J. Exp. Med. 178:2123–2130.

16. Jutel, M., W.J. Pichler, D. Skrbic, A. Urwyler, C. Dahinden, and U.R.
Muller. 1995. Bee venom immunotherapy results in decrease of IL-4 and IL-5
and increase of IFN-g secretion in specific allergen stimulated T cell cultures. J.

Immunol. 154:4187–4194.
17. Kuchler, K., M. Gmachl, M.J. Sippl, and G. Kreil. 1989. Analysis of the

cDNA for phospholipase A2 from honey bee venom glands. Eur. J. Biochem.

1184:249–254.
18. Müller, U.R., T. Dudler, T. Schneider, R. Crameri, H. Fischer, D.

Skrbic, R. Maibach, K. Blaser, and M. Suter. 1995. Type 1 skin reactivity to na-
tive and recombinant phospholipase A2 from honey bee venom is similar. J. Al-

lergy Clin. Immunol. 96:395–402.
19. Sobotka, A.K., R.M. Franklin, N.F. Adkinson Jr., M. Valentine, H.

Bauer, and L.M. Lichtenstein. 1976. Allergy to insect sting II. Phospholipase A:
the major allergen in honey bee venom. J. Allergy Clin. Immunol. 57:29–40.

20. Aalberse, R.C., R. van der Gaag, and J. van Leuwen. 1983. Serologic as-
pects of IgG4 antibodies. I. Prolonged immunisation results in an IgG4-restricted
response. J. Immunol. 130:722–726.

21. Lucas, A.H. 1990. IgG subclass restricted immune responses to aller-
gens. Semin. Immunopathol. 12:385–400.

22. Graft, D.F. 1987. Venom immunotherapy for stinging insect allergy.
Clin. Rev. Allergy. 5:149–159.

23. Randolph, C.C., and R.E. Reisman.1986. Evaluation of decline in serum
venom specific IgE as a criterion for stopping venom immunotherapy. J. Al-

lergy Clin. Immunol. 77:823–827.
24. Ferrante, A., F. Mocatta, and D.H.B. Goh. 1986. Changes in IgG and

IgE antibodies to bee venom during immunotherapy. Int. Arch. Allergy Appl.

Immunol. 91:284–287.
25. Dudler, T., F. Altmann, J.M. Carballido, and K. Blaser. 1995. Carbohydrate

dependent, HLA Class II-restricted, human T cell response to the bee venom
allergen phospholipase A2 in allergic patients. Eur. J. Immunol. 25:538–542.

26. Mueller, H.L. 1966. Diagnosis and treatment of insect sensitivity. J.

Asthma Res. 3:331–333.
27. Birnbaum, J., D, Charpin, and D. Vervloet. 1993. Rapid hymenoptera

venom immuno-therapy: comparative safety of three protocols. Clin. and Exp.

Allergy. 23:226–230.
28. Von Grüningen, R., and C.H. Schneider. 1989. Antigenic structure of

the hexacosa-peptide mellitin: evidence for three determinants, one with a heli-
cal conformation. Immunology. 66:339–342.

29. Lane, P., T. Brocker, S. Hubele, E. Padovan, A. Lanzavecchia, and F.F.
Mc Connell. 1993. Soluble CD40 ligand can replace the normal T cell derived
CD40 ligand signal to B cells in T cell-dependent activation. J. Exp. Med. 177:
1209–1213.

30. Alkan, S., C. Akdis, and H. Towbin. 1994 Chemiluminescent and en-
zyme-linked immuno assays for sensitive detection of human IFN-g. J. Im-

muno. Assay. 15:217–238.
31. Weeks, I., and J.S. Woodhead. 1984. Chemiluminescence Immunoassay.

J. Clin. Immunoassay. 7:82–89.
32. Gillis, S., M.M. Ferm, W. Ou, and K.A. Smith. 1978. T cell growth fac-

tor: parameters of production and a quantitative microassay for activity. J. Im-

munol. 120:2027–2032.
33. Akdis, C.A., T. Blesken, M. Akdis, S.S. Alkan, B Wuthrich, C.H.

Heusser, and K. Blaser. 1996. Induction and differential regulation of bee
venom phospholipase A2-specific human IgE and IgG4 antibodies in vitro re-
quires specific and non-specific activation of T and B cells. J. Allergy Clin. Im-

munol. In -press.
34. Held, W., M. Stucki, C.H. Heusser, and K. Blaser. 1989. Production of

human antibodies to bee venom phospholipase A2 in vitro. Scand. J. Immunol.

29:203–209.
35. Rieben, R., and K. Blaser. 1989 Quantification of IgG and IgG4 anti-

bodies to bee venom phospholipase A2 by inhibition ELISA. J. Immunol.

Methods. 119:1–8.
36. Carballido, J.M., N. Carballido-Perrig, A. Oberli-Schrämmli, C.H.

Heusser, and K. Blaser. 1994. Regulation of IgE and IgG4 responses by aller-
gen-specific T-cell clones to bee venom phospholipase A2 in vitro. J. Allergy

Clin. Immunol. 93:758–767.
37. Schneider, T., A.B. Lang, J.M. Carballido, L.F. Santamaria Babi, T.

Dudler, M.K. Kägi, K. Blaser, and M. Suter. 1994. Human monoclonal and
polyclonal antibodies recognise predominantly discontinuous epitopes on bee
venom phospholipase A2. J. Allergy Clin. Immunol. 94:61–69.

38. Greenstein, J.L., J.P. Morgenstern, J. LaRaia, C.M. Counsell, W.H.
Goodwin, A. Lussier, P.S. Creticos, P.S. Norman, and R.D. Garman. 1992. Rag-
weed immunotherapy decreases T cell reactivity to recombinant Amb a I.1. J.

Allergy Clin. Immunol. 89:322. (Abstr.)
39. Creticos, P.S. 1992. Immunologic changes associated with immunotherapy.

In Immunology and Allergy Clinics of North America: Immunotherapy of IgE
mediated disorders. P.A. Greenberger, editor. WB Saunders, Philadelphia. 13–37.

40. Varney, V.A., Q.A. Hamid, M. Gaga, S. Ying, M. Jacobson, A.J. Frew,
A.B. Kay, and S.R. Durham 1993. Influence of grass pollen immunotherapy on
cellular infiltration and cytokine mRNA expression during allergen-induced
late-phase cutaneous responses. J. Clin. Invest. 92:644–651.

41. Nossal, G.J.V., and B.L. Pike. 1980. Clonal anergy: persistance in toler-
ant mice of antigen-binding B lymphocytes incapable of responding to antigen
or mitogen. Proc. Natl. Acad. Sci. USA. 77:1602–1606.

42. Schwartz, R.H. 1990. A cell culture model for T lymphocyte clonal an-
ergy. Science (Wash. DC). 248:1349–1356.

43. Miller, A., O. Lider, and H.L. Weiner. 1991. Antigen-driven bystander
suppression after oral administration of antigen. J. Exp. Med. 174:791–798.

44. Murphy, D.B. 1993. T cell mediated immunosuppression. Curr. Opin.

Immunol. 5:411–417.
45. Müller D.L., M.K. Jenkins, and R.H. Schwartz. 1989. Clonal expansion ver-

sus functional clonal inactivation: a costimulatory signalling pathway determines
the outcome of T cell antigen receptor occupancy. Annu. Rev. Immunol. 7:445–480.

46. Gammon, G., N. Shastri, and J. Cogswell. 1987. The choice of T cell
epitopes utilized on a protein antigen depends on multiple factors distant from
as well as the determinant site. Immunol. Rev. 98:53–73.

47. Ria, F., B.M.C. Chan, M.T. Schere, J.A. Smith, and M.L. Gefter. 1990.
Immunological activity of covalently linked T cell epitopes. Nature (Lond.).

343:381–383.
48. Gammon, G., E.E. Sercarz, and G. Benichou. 1991. The dominant self

and the cryptic self; shaping the autoreactive T cell repertoire. Immunol. To-

day. 12:193–195.
49. Burstein, H.J., C.M. Shea, and A.K. Abbas. 1992. Aqueous antigens in-

duce in vivo tolerance selectively in IL-2 and IFN-g producing (Th1) cells. J.

Immunol. 148:3687–3691.
50. Gahring, L.C., and W.O. Wiegle. 1989. The induction of peripheral T

cell unresponsiveness in adult mice by monomeric g globulin. J. Immunol. 143:
2094–2100.

51. Lamb, J.R., B.J. Skidmore, N. Green, J.M. Chiller, and M. Feldman.
1983. Induction of tolerance in influenza virus-immune T lymphocyte clones
with synthetic peptides of influenza hemagglutinin. J. Exp. Med. 157:1434–1447.

52. Hoyne, G.F., R.E. O’Hehir, D.C. Wraith, W.R. Thomas, and J.R. Lamb.
1993. Inhibition of T cell and antibody responses to house dust mite allergen by
inhalation of the dominant T cell epitope in naive and sensitized mice. J. Exp.

Med. 178:1783–1788.
53. Essery, G., M. Feldmann, and J. Lamb. 1988. Interleukin-2 can prevent

and reverse antigen-induced unresponsiveness in cloned human T lymphocytes.
Immunology. 64:413–417.

54. Boussiotis, V.A., D.L. Barber, T. Nakarai, G.J. Freeman, J.G. Gribben,
G.M. Bernstein, A.D. D’Andrea, J. Ritz, and L.M. Nadler. 1994. Prevention of
T cell anergy by signalling through the gc chain of IL-2 receptor. Science (Wash.

DC). 266:1039–1042.
55. Gilbert, K.M., K.D. Hoang, and W.O. Weigle. 1990. Th1 and Th2 clones

differ in their response to a tolerogenic signal. J. Immunol. 144:2063–2069.
56. Fasler, S., G. Aversa, A. Terr, K. Thestrup-Pedersen, J.E. de Vries, and

H. Yssel. 1995. Peptide-induced anergy in allergen-specific human Th2 cells re-
sults in lack of cytokine production and B cell help for IgE synthesis. J. Immu-

nol. 155:4199–4206.
57. Nguyen, D.D., L. Beck, and H.L. Spiegelberg. 1995. Anti-CD3 induced

anergy in cloned human Th0, Th1 and Th2 cells. Cell Immunol. 165:153–157.
58. Grabstein, K.H., J. Eisenman, K. Shanebeck, C. Rauch, S. Srinivasan, V.

Fung, C. Beers, J. Richardson, M.A. Schoenborn, M. Ahdieh, L. Johnson, M.R.
Anderson, J.D. Watson, D.M. Anderson, and J.G. Giri. 1994. Cloning of a T
cell growth factor which interacts with the b chain of interleukin-2 receptor.
Science (Wash. DC). 264:965–968.

59. Armitage, R.J., B.M. Macduff, J. Eisenman, R. Paxton, and K.H. Grab-
stein. 1995. IL-15 has stimulatory activity for the induction of B cell prolifera-
tion and differentiation. J. Immunol. 154:483–490.

60. Lockey R., P. Turkeltaub, E. Olive, J. Hubbard, I. Baird-Warren, and S.
Bukantz. 1990. The Hympenoptera venom study III: Safety of venom immuno-
therapy. J. Allergy Clin. Immunol. 86:775–780.

61. Carballido, J.M., N. Carballido-Perrig, G. Terres, C.H. Heusser, and K.
Blaser. 1992. Bee venom phospholipase A2 specific T-cell clones from human
allergic and non allergic individuals: cytokine patterns change in response to
antigen concentration. Eur. J. Immunol. 22:1357–1363.



Epitope-specific T Cell Tolerance in Immunotherapy 1683

62. Müller, U., A. Helbling, and M. Bischof. 1989. Predictive value of
venom specific IgE, IgG and IgG subclass antibodies in patients on immuno-
therapy with honey bee venom. Allergy. 44:412–418.

63. Pene, J., F. Rousset, F. Briere, I. Chretien, J.-Y. Bonnefoy, H. Spits, T.
Yokota, N. Arai, K.-I. Arai, J. Banchereau, and J.E. De Vries. 1988. IgE pro-
duction by normal human lymphocytes is induced by interleukin 4 and sup-
pressed by interferon-g and a and prostaglandin E2. Proc. Natl. Acad. Sci. USA.

85:6880–6884.
64. Gascan H., J.-F. Gauchat, G. Aversa, P. Van Vlasselaer, and J.E. De

Vries. 1991. Anti-CD40 monoclonal antibodies or CD41 T cell clones and IL-4
induce IgG4 and IgE switching in purified B cells via different signalling path-
ways. J. Immunol. 147:8–13.

65. Mosmann, T.R., and S. Sad. 1996. The expanding universe of T-cell sub-
sets: Th1, Th2 and more. Immunol. Today. 17:142–146.


