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Shiga toxin (Stx) derivatives, such as the Stx1 B subunit (StxB1), which mediates toxin binding to the
membrane, and mutant Stx1 (mStx1), which is a nontoxic doubly mutated Stx1 harboring amino acid substi-
tutions in the A subunit, possess adjuvant activity via the activation of dendritic cells (DCs). Our results
showed that StxB1 and mStx1, but not native Stx1 (nStx1), resulted in enhanced expression of CD86, CD40,
and major histocompatibility complex (MHC) class II molecules and, to some extent, also enhanced the
expression of CD80 on bone marrow-derived DCs. StxB1-treated DCs exhibited an increase in tumor necrosis
factor alpha and interleukin-12 (IL-12) production, a stimulation of DO11.10 T-cell proliferation, and the
production of both Th1 and Th2 cytokines, including gamma interferon (IFN-�), IL-4, IL-5, IL-6, and IL-10.
When mice were given StxB1 subcutaneously, the levels of CD80, CD86, and CD40, as well as MHC class II
expression by splenic DCs, were enhanced. The subcutaneous immunization of mice with ovalbumin (OVA)
plus mStx1 or StxB1 induced high titers of OVA-specific immunoglobulin M (IgM), IgG1, and IgG2a in serum.
OVA-specific CD4� T cells isolated from mice immunized with OVA plus mStx1 or StxB1 produced IFN-�,
IL-4, IL-5, IL-6, and IL-10, indicating that mStx1 and StxB1 elicit both Th1- and Th2-type responses.
Importantly, mice immunized subcutaneously with tetanus toxoid plus mStx1 or StxB1 were protected from a
lethal challenge with tetanus toxin. These results suggest that nontoxic Stx derivatives, including both StxB1
and mStx1, could be effective adjuvants for the induction of mixed Th-type CD4� T-cell-mediated antigen-
specific antibody responses via the activation of DCs.

For the design of effective vaccines in the areas of immu-
nology and infectious diseases, a primary focus of research is
the development of effective and safe adjuvants, which instruct
and control the selective induction of the appropriate type of
antigen-specific immune response. Thus far, several bacterial
enterotoxins, including the cholera toxin (CT) of Vibrio chol-
erae and the heat-labile enterotoxin (LT) of enterotoxigenic
Escherichia coli, are known to be potentially strong adjuvants
when given by the oral, nasal, or parenteral route (7, 9, 18, 52).
As early as 1972, it was reported that CT acts as an adjuvant for
antibody responses following intravenous administration (32).
The mucosal administration of CT was shown to elicit antigen
(Ag)-specific Th2-type CD4� T-cell responses via high levels
of interleukin-4 (IL-4) and IL-5 production, which in turn
enhanced Ag-specific systemic immunoglobulin G1 (IgG1) and

IgE and mucosal secretory IgA responses (28). In contrast, LT
was shown to induce mixed CD4� Th1- and Th2-type cells
producing gamma interferon (IFN-�), IL-4, IL-5, IL-6, and
IL-10, with subsequent serum IgG1 and IgG2a and mucosal
secretory IgA responses (47). Other bacterial toxins, such as
pertussis toxin and a genetically detoxified derivative of per-
tussis toxin, PT-9K/129G, have also been shown to possess
mucosal adjuvant activities (3, 11, 36). Pertussis toxin potenti-
ates Th1 and Th2 responses to a coadministered antigen (37).
The administration of a chimeric molecule composed of the
gp120 V3 loop region of the MN strain of human immunode-
ficiency virus type 1 (HIV-1) and a nontoxic form of Pseudo-
monas exotoxin resulted in strong antigen-specific immune re-
sponses to an integrated HIV Ag (30).

It is interesting that in the case of Shiga toxin (Stx), oral
administration confers immunogenicity but not adjuvanticity
(43). Stx is produced by Stx-producing E. coli and is one of the
major virulence factors for infectious diseases by Stx-producing
E. coli. Stx is a holotoxin composed of an approximately 32-
kDa A subunit in noncovalent association with a pentameric
ring of identical nontoxic B subunits, each of which has a
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molecular mass of 7.7 kDa. The A subunit is the enzymatic
component of the toxin and acts as a highly specific N-glyco-
sidase enzyme, hydrolyzing the bond between ribose and a
single adenine residue found on a prominent loop structure in
the 28S rRNA component of eukaryotic ribosomes (10, 39).
The B subunits mediate toxin binding to the membrane-neu-
tral glycolipids glogotriaosylceramid and globotetraosylcer-
amid (38). Stx toxins are classified into the following two
groups: Stx1, which is identical to Shiga toxin at the amino acid
sequence level, and Stx2, which is immunologically different
from Stx1 (42).

In previous studies, we generated E167Q/R170L (mStx1), a
double mutant of Stx1 which harbors amino acid substitutions
in the RNA N-glycosidase active center which were derived by
site-directed mutagenesis. mStx1 lacks RNA N-glycosidase ac-
tivity, cytotoxicity, and mouse lethality (33). For the present
study, we assessed the capability of mStx1 and StxB1 to provide
activation signals to dendritic cells (DCs) and T cells and then
addressed the issue of whether this capability of mStx1 and
StxB1 is connected to in vivo adjuvanticity when these mole-
cules are subcutaneously coadministered with a protein anti-
gen. The results obtained in this study suggest that both mStx1
and StxB1 act as effective adjuvants for the induction of Ag-
specific antibody (Ab) responses via DC activation.

MATERIALS AND METHODS

Mice. C57BL/6 and BALB/c mice were purchased from SLC (Shizuoka, Ja-
pan) and were maintained and bred in the experimental animal facilities of
Niigata University Graduate School of Medical and Dental Science, the Re-
search Institute for Microbial Diseases, Osaka University, and the Institute of
Medical Science, University of Tokyo, under pathogen-free conditions using
microisolator cages. DO11.10 T-cell receptor (TCR)-transgenic mice, which rec-
ognize the OVA peptide 323-329 in association with I-Ad (31), were kindly
provided by Kazuhiko Yamamoto (University of Tokyo, Tokyo, Japan). All mice
were provided sterile food and water ad libitum and were maintained in our
experimental animal facility. C57BL/6 and BALB/c mice of 8 to 12 weeks of age
and DO11.10 Tg mice of 5 to 12 weeks of age were used for this study.

Bacterial toxins. A mutant of Stx1 (mStx1) and native Stx1 (nStx1) were
purified from E. coli MC 1061 strains M 23 and 87-27, respectively, according to
a previously described method (14, 33). Purification steps included ion-exchange
chromatography, chromatofocusing, and high-performance liquid chromatogra-
phy as described previously (14). The B subunit of Stx1 (StxB1) was derived from
Bacillus brevis pNU212-VT1B and was purified by the use of ion-exchange
chromatography and gel filtration (5).

The amounts of endotoxin in the toxin preparations were measured with an
Endospec-SP test (Seikagaku Co., Tokyo, Japan). The nStx1, mStx1, and StxB1
preparations contained 7.03 pg, 34.0 pg, and 3.05 pg of lipopolysaccharide (LPS)
per 10 �g of protein, respectively. These ranges of LPS contamination have been
shown to be ineffective for the stimulation of lymphoid cells (22, 50).

Culture conditions, treatment of BMDCs in vitro, and treatment of BMDCs
with Stx1 derivatives. For the generation of bone marrow-derived DCs (BMDCs),
male C57BL/6 or BALB/c mice were sacrificed, and their bone marrow was
isolated and then flushed from the femur and tibia (12). Erythrocytes were
depleted with ammonium chloride. DCs were generated from bone marrow
precursors as described previously (12). Following 6 days of incubation in the
presence of an optimal dose of granulocyte-macrophage colony-stimulating fac-
tor (10 ng/ml), nonadherent cells were collected and used as a source of BMDCs.

BMDCs were cultured at 5 � 105 cells/ml in 24-well plates (Corning, Inc.,
Corning, N.Y.) in culture medium containing granulocyte-macrophage colony-
stimulating factor (10 ng/ml) (12) in the presence or absence of an optimal dose
of a Stx1 derivative (1 �g/ml) for 48 h at 37°C. Culture supernatants were
collected and frozen at �70°C until assayed for the synthesis of cytokines,
including tumor necrosis factor alpha (TNF-�) and IL-12 p70, by enzyme-linked
immunosorbent assays (ELISAs) (AN�LYZA immunoassay kit; R&D Systems,
Minneapolis, Minn.).

Fluorescence-activated cell sorting analysis. BMDCs were analyzed 48 h after
treatment with a variety of toxin derivatives since a preliminary time kinetics

study showed that maximum levels of surface antigen expression were achieved
and maintained between 24 and 48 h. Cells were analyzed by use of a FACScan
cytometer (Becton Dickinson) using the following antibodies from BD Phar-
mingen and Beckman Coulter, Inc. (Fullerton, Calif.): fluorescein isothiocyanate
(FITC)-conjugated anti-mouse CD11c (clone HL3), biotin-conjugated anti-
mouse CD80 (clone 16-10A1), biotin-conjugated anti-mouse CD86 (clone GL1),
biotin-conjugated anti-mouse I-Ab (clone AF6-120.1), biotin-conjugated anti-
mouse CD40 (clone 3/23), and phycoerythrin (PE)-conjugated streptavidin.
BMDCs and splenic DCs were characterized with FITC-conjugated anti-mouse
CD11b (Mac-1; M1/70), PE-conjugated anti-mouse CD11c (HL3), Cy-chrome-
conjugated anti-mouse CD8� (53-6.7), allophycocyanin-conjugated anti-mouse
CD4 (RM-4-5), FITC-conjugated hamster anti-mouse CD11c (HL3), and PE-
conjugated anti-mouse CD45R/B220 (RA3-6B2).

Purification of TCR-transgenic T cells. T cells were purified from the spleens
of naive BALB/c mice expressing a transgenic �/�-TCR specific for peptide
323-329 of ovalbumin (OVA) (31) by magnetic bead-activated cell sorting
(MACS) using a CD4� T-cell purification system with CD4�-specific MACS
beads (Miltenyi Biotech, Sunnyvale, Calif.). More than 90% of the resulting
T-cell population was CD4� and expressed the OVA-specific TCR transgene.
These purified CD4� T cells (2 � 106 cells/well) were then cultured in RPMI
1640 plus 10% fetal calf serum (FCS) with toxin derivative-treated DCs (5 � 105

cells/well) and 0.3 �M OVA peptide (ISQAVHAAHAEINEAGR-COOH; Pep-
tide Institute, Inc., Minoh, Osaka, Japan) for 3 days at 37°C. In a preliminary
experiment, three different amounts of toxin derivative-treated DCs were tested,
and 5 � 105 cells/well consistently provided the most reproducible data. CD4� T
cells were then stimulated with 50 ng/ml phorbol myristate acetate (PMA; Sigma,
St. Louis, Mo.) and 500 ng/ml ionomycin (Sigma) overnight. Culture superna-
tants from the different wells were tested for the synthesis of the cytokines IFN-�,
IL-4, IL-5, IL-6, and IL-10 by ELISAs (AN�LYZA immunoassay kit; R&D
Systems).

Induction of T-cell proliferation. BMDCs (1.7 � 104 cells/well) were incubated
in round-bottomed 96-well plates (Corning) in the presence of 1 �g of Stx1
derivative for 48 h at 37°C and then were irradiated with 30 Gy of radiation. The
plates were extensively washed with RPMI 1640 followed by complete RPMI
1640 containing 10% FCS, HEPES buffer (15 mM), L-glutamine (2 mM), peni-
cillin (100 U/ml), and streptomycin (100 �g/ml). OVA-specific transgenic T cells
(5 � 104 cells/well) were added to the DC-coated wells. The plates were then
incubated in the presence of 0.3 �M OVA peptide for an additional 3 days at
37°C. [3H]thymidine (0.5 �Ci; Amersham Pharmacia Biotech, Buckinghamshire,
England) was added to each well 18 h before harvesting, and incorporated
radioactivity was then measured with an LS1701 scintillation counter (Beckman
Coulter Inc., Hialeah, Fla.). The results are expressed as stimulation indexes
(E/C), defined as the ratios between the amounts of [3H]thymidine incorporated
into T cells incubated with toxin derivative-treated DCs and the amount of
[3H]thymidine incorporated into T cells incubated with untreated DCs.

Isolation of splenic DCs. Spleens were isolated from mice receiving subcuta-
neous administrations of Stx1 derivatives and were then suspended in RPMI
1640 medium containing 2% FCS, HEPES buffer (15 mM), L-glutamine (2 mM),
penicillin (100 U/ml), and streptomycin (100 �g/ml). The spleens were digested
with collagenase D (400 Mandl units/ml; Roche, Indianapolis, Ind.) as previously
described (45), and then the red blood cells were lysed with ammonium chloride-
potassium lysing buffer. Briefly, the spleens were incubated with collagenase D
(400 Mandl units/ml) and DNase I (15 �g/ml; Roche) for 35 min at 37°C in
RPMI 1640 medium, and EDTA was added to a final concentration of 5 mM
during the last 5 min of incubation. For DC enrichment, released cells were
layered over a metrizamide gradient column (Accurate, Westbury, N.Y.) (14.5 g
of metrizamide added to 100 ml of complete medium) and centrifuged, and the
low-density fraction was collected as DCs (26). The enriched DCs were counted
and then stained with appropriate monoclonal antibodies as described above for
fluorescence-activated cell sorting analysis.

Immunization protocol. A standard subcutaneous immunization protocol was
used for this study (55). Mice were subcutaneously immunized on days 0 and 14
with a 100-�l aliquot containing 100 �g of ovalbumin (OVA; Sigma) alone or
combined with an optimal dose of mStx1 (10 �g), StxB1 (10 �g), or nStx1 (50 ng)
as an adjuvant. This dose of OVA has been shown to be optimal and is routinely
used in our laboratory (55). The optimal doses of the Stx1 derivatives were
determined in preliminary experiments. In the case of the native form, the dose
was selected as the concentration which did not show in vivo toxicity. For an assay
of protection against tetanus toxin, mice were subcutaneously immunized on
days 0 and 14 with a 100-�l aliquot of tetanus toxoid (TT; 307 �g/ml, 900 limit
of flocculation (Lf)/ml, 2,932 Lf/mg PN; provided by Y. Higashi, Osaka Univer-
sity, Biken Foundation, Osaka, Japan) alone or combined with mStx1 (1, 10, or
25 �g) or StxB1 (1, 10, or 25 �g) as an adjuvant.
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Analysis of Ag-specific Ab isotype and IgG subclass responses. Ag-specific Ab
titers in serum were determined by ELISAs as described previously (28, 51).
Briefly, plates were coated with OVA (1 mg/ml) or TT (5 �g/ml) and blocked
with 1% bovine serum albumin in phosphate-buffered saline (PBS). After the
plates were washed, serial dilutions of serum were added in duplicate. Following
incubation, the plates were washed and a peroxidase-labeled goat anti-mouse �,
�, or � heavy chain-specific Ab (Southern Biotechnology Associates, Birming-
ham, Ala.) was added to appropriate wells. Finally, 3,3�,5,5�-tetramethylbenzi-
dine (TMB) with H2O2 was added for color development. For IgG subclass
analysis, biotinylated rat monoclonal anti-mouse �1 (G1-7.3), �2a (R19-15), �2b
(R12-3), and �3 (R40-82) heavy chain-specific Abs (Pharmingen) and streptavi-
din-conjugated peroxidase (Vector Laboratories, Inc., Burlingame, Calif.) were
employed. End-point titers were expressed as reciprocal log2 values of the last
dilutions giving optical densities at 450 nm of �0.1 above the negative control.

Detection of Ag-specific AFCs. For the elucidation of Ag-specific Ab-forming
cells (AFCs), an enzyme-linked immunospot (ELISPOT) assay was employed as
previously described in detail (51, 52). Splenic mononuclear cells were resus-
pended in complete medium. Ninety-six-well nitrocellulose-based plates were
coated with 1 mg/ml of OVA diluted in PBS for the enumeration of Ag-specific
AFCs. The wells were blocked with complete medium. Cells at various dilutions
were added and incubated for 6 h at 37°C in 5% CO2 in moist air. Antigen-
specific AFCs were detected with a peroxidase-labeled anti-mouse �, �, or �
heavy chain Ab (Southern Biotechnology Associates) and then visualized by
adding the chromogenic substrate 3-amino-9-ethylcarbazole (Moss Inc., Pasa-
dena, Md.). Spots were counted with the aid of a dissecting microscope (SZH
Zoom stereo microscope system; Olympus, Lake Success, N.Y.).

Analysis of OVA-specific CD4� T-cell responses. CD4� T cells were purified
from splenic cell suspensions by use of a magnetic bead-activated cell sorter
system (Miltenyi Biotech) (51). Splenic mononuclear cells were initially applied
to a nylon wool column (Polysciences, Warrington, Pa.) and incubated at 37°C
for 1 h to remove adherent cells. Purified CD4� T cells were then obtained by
positive sorting using a magnetic bead separation system consisting of anti-CD4
monoclonal Ab (clone GK1.5)-conjugated microbeads (Miltenyi Biotech). Puri-
fied splenic CD4� T cells (	98% pure) were cultured at a density of 4 � 106

cells/ml with OVA (1 mg/ml), T-cell-depleted, irradiated (30 Gy) splenic feeder
cells (8 � 106 cells/ml), and recombinant IL-2 (rIL-2; 10 units/ml) (Pharmingen)
in complete medium (51). These CD4� T-cell cultures were incubated for 3 days
at 37°C in 5% CO2 in air. For measurements of the levels of Ag-specific T-cell
proliferation, 0.5 �Ci of [3H]thymidine (Amersham Pharmacia Biotech) was
added to individual cultures 18 h before termination, and the uptake of [3H]thy-
midine was determined in counts per minute (cpm) by use of a scintillation
counter (55).

Tetanus toxin challenge. Tetanus toxin was diluted in 0.5% gelatin–PBS, and
an appropriate lethal dose (130 50% lethal doses [LD50s]) was given subcutane-
ously to each group of mice as described previously (15, 20). Mice were then
monitored daily for paralysis and death.

Statistical analysis. The results are presented as means 
 1 standard error
(SE). Statistical significance (P � 0.05) was determined by Student’s t test and by
the Mann-Whitney U test of unpaired samples.

RESULTS

mStx1 and StxB1 up-regulate cell surface expression of co-
stimulatory molecules and MHC class II molecules on BMDCs.
On day 6 of bone marrow-derived DC (BMDC) cultures,
	90% of the cells were determined to be CD11c� (data not
shown). The CD11b, CD8�, CD4, and B220 cells identified
among the BMDCs were characterized as having the CD11b�,
CD8��, CD4�, and B220� phenotypes, respectively (data not
shown). These BMDCs were incubated with or without Stx1
derivatives for 48 h, and the expression of cell surface mole-
cules was analyzed by flow cytometry. Even nonactivated
BMDCs showed moderate expression of the costimulatory
molecules CD80 (B7-1) and CD86 (B7-2) and of major histo-
compatibility complex (MHC) class II molecules. The addition
of SxtB1 resulted in a moderate up-regulation of CD86, MHC
class II, and CD40 expression on BMDCs. Furthermore, StxB1
enhanced the expression of CD80; however, the CD80 level
was lower than that of CD86 (Fig. 1).

The expression of CD86, but not that of CD80, was up-
regulated when BMDCs were exposed to mStx1. In contrast,
nStx1 failed to enhance the expression of these activation mol-
ecules on BMDCs. The expression of CD40 on BMDCs was
also up-regulated by treatment with mStx1 or StxB1 (Fig. 1).
An increase in the expression of these activation molecules
also occurred after the treatment of cells with an optimal
concentration (1 �g/ml) of LPS (data not shown), a known
activator of DCs (17). To exclude any effects of contaminating
endotoxins, we incubated BMDCs, with or without Stx1 deriv-
atives, after the pretreatment of Stx1 derivatives with 5 �g/ml
polymyxin B. Polymyxin B did not affect Stx1 derivative-in-
duced surface marker expression (data not shown).

Induction of cytokine synthesis by StxB1-treated BMDCs.
To analyze whether the observed phenotypic maturation (e.g.,
the expression of CD80, CD86, and MHC class II) was asso-
ciated with cytokine production, we tested StxB1- and mStx1-
treated BMDCs for an enhancement of TNF-� and IL-12 p70
synthesis. BMDCs incubated with StxB1 for 48 h produced
modest amounts of TNF-� and IL-12 (Table 1), which was
consistent with the observation of the expression of functional
molecules of StxB1-treated BMDCs. In contrast, the incuba-
tion of BMDCs with nStx1 and mStx1 failed to invoke any
increases in cytokine production. Thus, BMDCs activated by
treatment with StxB1 exhibited the most enhanced capacity to
secrete cytokines such as TNF-� and IL-12.

Enhanced stimulation of T cells by Stx1 derivative-activated
BMDCs. In the next experiment, we tested whether the acti-
vation of DCs by mStx1 or StxB1 translated to an increased
functional ability of DCs to stimulate T-cell proliferation and
subsequent Th1 (IFN-�) and Th2 (IL-4, IL-5, IL-6, and IL-10)
cytokine production. In this assay, Stx1 derivative-stimulated
DCs were cocultured with an OVA-specific peptide and
splenic T cells isolated from OVA Tg mice. Stx1 derivative-
treated BMDCs promoted higher levels of OVA-specific
CD4� T-cell proliferation than did untreated DCs (Fig. 2A),
with StxB1-treated BMDCs inducing the highest levels and
mStx1-treated BMDCs inducing the next highest levels. In
contrast, nStx1-treated BMDCs only weakly enhanced T-cell
responses. Similarly enhanced T-cell proliferative responses
were also noted when alloreactive responder T cells were
cocultured with Stx1 derivative-treated BMDCs (data not
shown).

To determine whether the observed increase in OVA-spe-
cific CD4� T-cell proliferation induced by StxB1- or mStx1-
treated BMDCs was associated with Th1 and Th2 cytokine
production, we harvested culture supernatants and subjected
them to IFN-�-, IL-4-, IL-5-, IL-6-, and IL-10-specific ELISAs.
StxB1-treated DCs promoted an increased synthesis of cyto-
kines such as IFN-�, IL-4, IL-5, IL-6, and IL-10 (Fig. 2B) most
effectively, followed by those treated with mStx1 and nStx1
(Fig. 2B). However, it should be pointed out that Stx1 deriv-
atives significantly enhanced only IL-6 synthesis, prompting
little or no release of the other cytokines. Among the Stx1
derivatives, StxB1 possessed the most potent immunoenhanc-
ing activity for an increase of T-cell proliferation and subse-
quent Th1 and Th2 cytokine production through the activation
of BMDCs.

In vivo effects of mStx1 and StxB1 on the up-regulation of
costimulatory molecules and MHC class II on splenic DCs. It
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was important to examine whether in vivo administration of the
Stx1 derivatives could modulate DC function. Thus, the expres-
sion of costimulatory molecules and MHC class II on splenic DCs
was analyzed by flow cytometry 12 h and 48 h after Stx1 deriva-
tives were subcutaneously administered to healthy mice (Table 2).

As shown above for nonactivated BMDCs, the splenic DCs iso-
lated from healthy mice also expressed CD11b� (data not
shown). Nonactivated splenic DCs were also found to naturally
express moderate levels of the costimulatory molecules CD80 and
CD86, MHC class II, and CD40 (Table 2), whose levels were
up-regulated after the administration of StxB1. Interestingly, the
up-regulation of CD80 expression was observed as early as 12 h
after the administration of StxB1, with the expression of CD86,
CD40, and MHC class II appearing 48 h after administration.
After a subcutaneous injection of mStx1 into mice, the expression
of CD40 and MHC class II was up-regulated. In contrast, as seen
with BMDCs, nStx1 failed to enhance the expression of any of
these costimulatory molecules, except for MHC class II, on
splenic DCs.

Enhancement of Ag-specific Ab responses by subcutaneous
immunization of mice with OVA and mStx1 or StxB1. To
examine in vivo the immunoenhancing activities of Stx1 deriv-
atives, we subcutaneously immunized mice with an optimal

FIG. 1. Effects of StxB1, mStx1, and nStx1 on the expression of CD80, CD86, CD40, and MHC class II by bone marrow-derived DCs (BMDCs).
BMDCs were cultured with Stx1 derivatives (StxB1, 1 �g/ml; mStx1, 1 �g/ml; nStx1, 1 �g/ml) for 48 h since a preliminary study showed that the
maximum levels of surface antigen expression occurred between 24 and 48 h. Cell surface Ag expression was analyzed by flow cytometry as
described in Materials and Methods. The data are presented as histograms and are expressed as means of three independent experiments. The
percentage within each panel indicates the number of cells staining strongly for the indicated marker. *, P � 0.05 compared with the control
medium-treated culture. Data were obtained by using the CD11c� gated cell fraction.

TABLE 1. TNF-� and IL-12 p70 synthesis by StxB1-, mStx1-, or
Stx1-treated murine BMDCsa

Stimulator TNF-� concn (pg/ml) IL-12 concn (pg/ml)

mStx1 260 
 81 90 
 18
StxB1 470 
 92* 260 
 34*
nStx1 240 
 42 76 
 13
media 280 
 92 82 
 14

a Culture supernatants were harvested and then analyzed for the production of
secreted cytokines by the use of appropriate cytokine-specific ELISAs. The
results are expressed as means 
 SEM and were taken from a total of three
separate experiments. *, P � 0.05 compared with a culture to which no stimulator
was added.
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dose of OVA in the presence or absence of the toxin deriva-
tives. The coadministration of 10 �g of mStx1 or StxB1 re-
sulted in high levels of OVA-specific IgG, IgM, and IgA (Fig.
3A). In contrast, 50 ng of nStx1 did not support the generation
of any isotype of anti-OVA Ab. As one might expect, when
mice were immunized with OVA alone, antigen-specific Ab
responses were not induced (Fig. 3A). An analysis of antigen-
specific IgG antibody-forming cells (AFCs) in the spleens of
mice immunized with OVA plus Stx1 derivatives confirmed the
results obtained for the characterization of OVA-specific Ab
titers in sera. Thus, significant numbers of OVA-specific IgG
AFCs were detected in the spleens of mice subcutaneously

immunized with OVA plus mStx1 or StxB1 as an adjuvant (Fig.
3B). In contrast, obvious OVA-specific IgG AFCs were not
seen in the spleens of mice given OVA alone or OVA plus
nStx1 (Fig. 3B). A subsequent analysis of the OVA-specific
IgG subclasses revealed that the major antigen-specific IgG
subclass response was IgG1, followed by IgG2a, after the co-
administration of mStx1 or StxB1 (Fig. 3C). These findings
demonstrate that Stx1 derivatives, especially nontoxic forms of
StxB1 and mStx1, are potent immunoenhancing molecules in
vivo.

Induction of OVA-specific CD4� Th1- and Th2-cell re-
sponses after immunization with OVA and Stx1 derivatives.

FIG. 2. Activation of OVA-specific CD4� T-cell responses by Stx1 derivative-treated BMDCs. T-cell proliferation (A) and Th1 and Th2
cytokine production (B) by CD4� T cells from DO10.11 Tg mice stimulated with Stx1 derivative-treated BMDCs were examined. BMDCs
pretreated with 1 �g/ml Stx1 derivative were washed and then cocultured with purified CD4� T cells (106/ml) from DO11.10 Tg mice in the
presence of 0.3 �M OVA323-329 peptide for 3 days. An aliquot of cell culture was subjected to DNA synthesis by the addition of [3H]thymidine
during the last 18 h of incubation. For cytokine analysis, another aliquot of CD4� T cells was harvested and then treated with 50 nM PMA and
500 nM ionomycin overnight. No or little cytokine release was detected for CD4� T cells without PMA and ionomycin. The results are expressed
as mean E/C 
 standard errors of the means (SEM) for triplicate cultures. *, P � 0.05 compared with the control medium-treated culture. The
count for the control culture was 6,880 
 380 cpm. The results of the T-cell proliferation assay (A) are expressed as mean E/C (experimental,
stimulated value/control, nonstimulated value) 
 SEM of triplicate cultures.

TABLE 2. Characterization of CD80, CD86, CD40, and MHC class II expression by mStx1-, StxB1-, or nStx1-treated splenic DCs

Stimulator

% of the highest intensity of the expressed molecule

CD80 CD86 CD40 MHC class II

12 h 48 h 12 h 48 h 12 h 48 h 12 h 48 h

mStx1 43.0 
 3.9 16.5 
 9.3* 43.6 
 2.9* 45.3 
 2.5 58.3 
 5.8* 37.6 
 1.7 48.8 
 3.1 65.9 
 7.5*
StxB1 55.8 
 2.6* 33.9 
 1.6* 20.0 
 4.3* 75.3 
 14.3* 37.6 
 1.4* 63.3 
 4.4* 45.1 
 2.2* 70.4 
 6.3*
nStx1 33.2 
 1.4* 15.7 
 8.6* 17.4 
 10.5* 30.2 
 7.5* 27.4 
 3.0* 9.7 
 9.1* 42.5 
 4.7* 57.3 
 2.7*
PBS 42.4 
 1.3 50.9 
 6.6 49.6 
 1.7 49.2 
 6.6 34.7 
 0.5 37.2 
 7.5 51.3 
 2.6 49.2 
 6.2

Twelve or 48 h after the subcutaneous administration of StxB1 (10 �g/mouse), mStx1 (10 �g/mouse), or nStx1 (50 ng/mouse), mice were sacrificed for the preparation
of splenocytes. The cells were then analyzed by flow cytometry. The data are means 
 SEM are representative of three independent experiments. *, P � 0.05 compared
with mice administered PBS.
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When CD4� T cells isolated from the spleens of mice subcu-
taneously immunized with OVA plus mStx1 or StxB1 were
restimulated with OVA in vitro, increased proliferative re-
sponses were seen (Fig. 4A). In contrast, essentially no Ag-

specific CD4� T-cell proliferation occurred in splenic CD4� T
cells isolated from mice given OVA alone or OVA plus nStx1
(Fig. 4A). These results further demonstrate that mStx1 and
StxB1 are potent adjuvants for the induction of OVA-specific
CD4� T cells in vivo.

In a subsequent experiment, Th1 (IFN-�) and Th2 (IL-4,
IL-5, IL-6, and IL-10) cytokine production by antigen-specific
CD4� T cells was analyzed at the protein level (Fig. 4B).
Increased levels of both Th1 and Th2 cytokines were noted in
cultures containing splenic CD4� T cells from mice subcuta-
neously immunized with OVA plus mStx1 or StxB1 (Fig. 4B),
while nStx1 enhanced the production of only selected Th2
cytokines, including IL-5, IL-6, and IL-10, but not IL-4 and
IFN-� production (data not shown). Splenic CD4� T cells
from mice given OVA alone produced low levels of IFN-�,
IL-5, IL-6, and IL-10 but did not produce IL-4. Taken to-
gether, these results show that the subcutaneous administra-
tion of OVA plus StxB1 or mStx1 as an adjuvant induces
antigen-specific Th1 (e.g., IFN-�)- and Th2 (e.g., IL-4)-type
cytokine responses, which in turn account for the generation of
OVA-specific IgG2a and IgG1 Ab responses, respectively, in
serum.

Induction of neutralizing antibody responses to tetanus
toxin by subcutaneous immunization with the toxoid vaccine
and Stx1 derivatives. Since the subcutaneous administration of
OVA plus mStx1 or StxB1 elicited Ag-specific IgG and IgM Ab
responses, we next determined whether vaccine Ag-specific
Abs supported by the Stx1 derivatives were protective. Initially,
we determined whether the subcutaneous administration of
tetanus toxoid (TT) with mStx1 or StxB1 could induce TT-
specific Ab responses. Mice subcutaneously immunized with
TT plus 	10 �g of mStx1 or StxB1 showed significant TT-
specific serum IgM, IgG, and IgA Ab responses. In contrast,
low Ab responses were detected after immunization with TT
alone (Fig. 5A). In the next experiment, we determined if these
Abs were also protective. Mice given TT plus Stx1 derivatives
or TT alone were challenged with a lethal dose (130 LD50s) of
tetanus toxin and then monitored for paralysis and death. As
expected, subcutaneous immunization with TT plus Stx1 de-
rivatives provided complete protection. In contrast, TT alone
provided no protection in mice against the paralysis and death
that normally occur within 2 days of the administration of
tetanus toxin (Fig. 5B). These findings indicate the effective-
ness of TT-specific IgG Abs in serum induced by subcutane-
ously coadministered Stx1 derivatives.

DISCUSSION

B7-1 and B7-2 have been shown to be essential costimula-
tory molecules for the initial activation of CD4� T cells (21, 23,
24). With our experiments, we sought to determine the effect
of Stx1 derivatives on the expression of such costimulatory
molecules. Immature BMDCs and splenic DCs were used to
help map the early events occurring after the administration of
Stx1 derivatives and to determine the extent of the ability of
those derivatives to initiate primary T-cell responses. Stx1 de-
rivatives provided two different types of immunoregulation
signals to DCs. First, StxB1 and mStx1 were shown in our in
vitro and in vivo studies to enhance the activation of BMDCs
and splenic DCs by augmenting MHC class II, CD80, CD86,

FIG. 3. Induction of OVA-specific antibody responses by coadmin-
istered Stx1 derivatives. Mice were subcutaneously immunized with
OVA plus mStx1, nStx1, or StxB1. Specifically, C57BL/6 mice were
subcutaneously immunized with 100 �g of OVA plus 10 �g of the Stx1
mutant (E167R/R170L; mStx1) (hatched bars), 50 ng of nStx1 (dotted
bars), or 10 �g of StxB1 (black bars) as an adjuvant or with OVA alone
(white bars) on days 0 and 14. OVA-specific serum IgG, IgM, and IgA
Ab (A) and splenic OVA-specific antibody-forming cell (AFC) (B) re-
sponses were determined by ELISAs and ELISPOT assays, respec-
tively. Furthermore, OVA-specific IgG subclass Ab responses (C) were
also analyzed by ELISAs. Serum samples were collected on day 21 and
examined for OVA-specific Abs and OVA-specific IgG subclass Ab
responses by ELISAs. Mononuclear cells were isolated from the
spleens of subcutaneously immunized mice on day 21 and examined by
Ag-specific ELISPOT assays. *, P � 0.05 compared with mice immu-
nized with OVA alone. The results are expressed as means 
 SEM
from a total of three separate experiments, each of which used five or
six mice per group.
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and/or CD40 expression. Since previous research has already
shown that the strong expression of MHC and costimulatory
molecules on antigen-presenting cells is associated with a high
level of T-cell activation (4, 6), StxB1 and mStx1, with their
demonstrated ability to enhance the expression of MHC
and/or costimulatory molecules, must lead to an enhanced
CD4� T-cell response. Second, certain Stx derivatives were
shown to induce TNF-�, which has been shown to play a role
in the immune regulation of B lymphocytes and the maturation
of DCs (34, 49). Among the derivatives, StxB1 proved to be the
most potent inducer of TNF-�. With the two distinct immu-
noenhancing signals noted above, nontoxic forms of Stx1 de-
rivatives have been demonstrated by our study to be strong
candidates as adjuvants to enhance antigen-specific T-cell and
B-cell immune responses.

Our in vitro studies demonstrated that the maturation of in
vitro BMDCs was enhanced by Stx1 derivatives, especially
StxB1. Our results also showed that T-cell proliferation and
cytokine production by Ag-specific CD4� T cells were aug-
mented by StxB1-treated BMDCs. To examine whether the

series of immunoenhancing events triggered by Stx1 derivative-
treated BMDCs in vitro also reflected the in vivo situation, we
also performed a series of in vivo experiments. Our findings
revealed that DC maturation occurred after the administration
of the Stx1 derivatives. Furthermore, we demonstrated that a
mutant form of Stx1 (E167Q/R170L; mStx1) and the B subunit
of Stx1 (StxB1) show potential as novel adjuvants for the in-
duction of antigen-specific systemic Th and B-cell immune
responses. The subcutaneous coadministration of nontoxic
StxB1 or mStx1 as an adjuvant with a protein Ag resulted in the
induction of high IgG anti-OVA Ab responses in serum. When
these two distinct forms of nontoxic Stx1 derivatives were sub-
cutaneously coadministered, the derivatives elicited both
CD4� Th1- and Th2-type responses via the mixed production
of Th1 (IFN-�) and Th2 (IL-4, IL-5, IL-6, and IL-10) cyto-
kines. The Stx1 derivative supported mixed (Th1 and Th2)
cytokine synthesis, reflecting the generation of OVA-specific
IgG1, followed by IgG2a, in the systemic compartment. Simi-
larly, Stx1 derivative molecules were seen to support the gen-
eration of Ag-specific Th1- and Th2-type CD4� T cells in vitro.

FIG. 4. Analysis of OVA-specific CD4� T-cell responses induced by coadministered Stx1 derivatives. OVA-specific CD4� Th-cell proliferative
responses (A) and Th1 and Th2 cytokine synthesis (B) by CD4� T cells isolated from the spleens of mice subcutaneously immunized with OVA
plus 10 �g of mStx1 (shaded bars), 50 ng of nStx1 (dotted bars), or 10 �g of StxB1 (black bars) or with OVA alone (white bars) were examined.
Purified splenic CD4� T cells were cocultured at a density of 2 � 106 cells/ml with 1 mg/ml of OVA and with T-cell-depleted, irradiated splenic
feeder cells (4 � 106 cells/ml) in complete medium containing rIL-2 (10 U/ml) for 3 days for proliferation assays and 5 days for cytokine synthesis
measurements. A control culture consisting of the splenic CD4� T cells of naı̈ve mice, feeder cells, and rIL-2 (10 U/ml) resulted in the
incorporation of 230 
 42 cpm of [3H]thymidine. Culture supernatants were harvested and then analyzed for the synthesis of secreted cytokines
by the use of appropriate cytokine-specific ELISAs. The minimum detection levels for the individual cytokines detected were as follows: IFN-�,
9.4 pg/ml; IL-4, 7.8 pg/ml; IL-5, 15.6 pg/ml; IL-6, 15.6 pg/ml; and IL-10, 15.6 pg/ml. The results are expressed as means of the stimulation indexes

 SEM or pg/ml 
 SEM from a total of three experiments using five or six mice per group. *, P � 0.05 compared with mice immunized with OVA
alone. The results for OVA-specific CD4� T-cell proliferative responses (A) are expressed as E/C (experimental, stimulated value/control,
nonstimulated value).
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In addition to Stx1 derivatives, pertussis toxin (37) and LT (47)
have been shown to potentiate a similarly mixed Th1- and
Th2-type response.

In a separate study, LT-treated BMDCs, like StxB1-treated
cells, were shown to enhance CD80, CD86, MHC class II, and
CD40 expression (unpublished data). It has been shown that
the up-regulation of CD80, CD86, MHC class II, or TNF-�
and/or IL-12 production most closely correlates with the adju-
vant activity of toxin-based immunomodulatory molecules (8,

53). Although many details of the molecular mechanisms be-
hind the enhancement of Th1- and Th2-type responses by Stx
derivatives remain to be elucidated, the present study has dem-
onstrated that the Stx derivatives (e.g., StxB1 and mStx1) can
be grouped as Th1- and Th2-inducing adjuvants. For an inves-
tigation of the molecular mechanisms underlying the adjuvan-
ticity of mStx1 and StxB1, one possible experiment would be to
examine and compare the Th1- and Th2-type pathway induced
by mStx1 and that promoted by StxB1. The induction of sig-
naling molecules such as T-bet, GATA-3, c-Maf, and SLAT by
mStx1 and StxB1 could be compared, since these molecules
have been shown to be associated with Th1- or Th2-cell dif-
ferentiation (19, 27, 46).

Our results revealed that 50 ng of nStx1 did not induce
serum IgG Ab responses to a coadministered Ag, indicating
that nStx1 does not possess adjuvant activity. This observation
is consistent with a previous study that showed that nStx1 does
not possess adjuvant activity when given orogastrically (43). In
contrast, all mice given 10 �g of mStx1 or StxB1 as an adjuvant
generated systemic antigen-specific IgG responses (Fig. 4).
Since a lower concentration of nStx1 was used in the in vivo
experiment, one can consider that the administration of a
higher dose may lead to the induction of the antigen-specific
immune responses seen with mStx1 and StxB1. To this end, we
subcutaneously coadministered higher doses of nStx1 (e.g., 100
to 150 ng) to mice, and all of those mice died (data not shown).
These findings further demonstrate that nontoxic forms such as
mStx1 and StxB1 possess adjuvant activities when administered
at high doses, while the adjuvanticity of the native form cannot
be assessed at these high doses due to its toxicity. In addition,
mStx1 and StxB1 do not have the damaging side effects of
nStx1. Previous studies have reported that Stxs induce necrosis
via their RNA N-glycosidase activity (39) but that, in contrast,
the Stx1 mutant and StxB1 (2) are much less toxic or nontoxic
in terms of their inhibitory effects on protein synthesis, their
cytotoxicity, and their lethality to mice compared with native
forms of Stx1 (2, 33). nStx1 may signal the induction of cell
death instead of immune enhancement. In contrast, the non-
toxic forms, mStx1 and StxB1, provide appropriate activation
signals for the induction of CD4� Th1- and Th2-type responses
via the expression of CD80, CD86, and MHC class II on DCs,
leading to the generation of IgG1 and IgG2a Ab responses to
the coadministered Ag.

It is well established that CT is an effective adjuvant for the
induction of antigen-specific mucosal IgA and systemic IgG
and IgA Ab responses to coadministered protein Ags (9). CT
preferentially induces Ag-specific Th2-type CD4� T-cell re-
sponses via the high-level synthesis of IL-4 and IL-5 (28).
However, the enterotoxin possesses ADP-ribosyltransferase
activity, which causes severe diarrhea and is thus unsuitable for
use in humans (41). Therefore, several studies have investi-
gated the potential adjuvant effect of the B subunit as a non-
toxic derivative of CT. Highly purified recombinant CT-B has
been shown to be ineffective as an adjuvant compared with the
holotoxin for the induction of Ag-specific IgA and IgG im-
mune responses (25, 54). However, it should be noted that two
recent studies provided contradictory results, showing that na-
sally coadministered recombinant CT-B provided mucosal ad-
juvant activity (13, 48). It is interesting that StxB1 possesses
adjuvant activity. Since the membrane ligand molecules of

FIG. 5. Induction of TT-specific serum IgG, IgM, and IgA antibody
responses by coadministered Stx1 derivatives (A) and protection
against fatal challenge with tetanus toxin (B). Mice were subcutane-
ously immunized with TT plus mStx1, nStx1, or StxB1. Specifically,
C57BL/6 mice were subcutaneously immunized with 100 �l of TT plus
1 �g of Stx1 mutant (E167R/R170L; mStx1) or 1 �g of StxB1 (hatched
bars), 10 �g of Stx1 mutant or 10 �g of StxB1 (dotted bars), or 25 �g
of Stx1 mutant or 25 �g of StxB1 (black bars) as an adjuvant or with
TT alone (white bars) on days 0 and 14. Serum samples were collected
on day 21 and examined for TT-specific Ab responses by ELISA. One
week after the last immunization, mice were challenged on day 21 by
the subcutaneous injection of 130 LD50s of tetanus toxin in 0.5 ml of
PBS including 0.2% gelatin. *, P � 0.05 compared with mice immu-
nized with OVA alone. The results are expressed as means 
 SEM
from a total of three separate experiments, each of which used five or
six mice per group.
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StxB1 (e.g., globotriaosylceramid [Gb3] and globotetraosyl-
ceramide [Gb4]) are completely different from those of CT-B
and LT-B (e.g., GM1), biological stimulation signals provided
by StxB1 via Gb3 and Gb4 could be more effective than those
transmitted by CT-B and GM1. Several cell surface receptors,
including Ig, transferrin receptor, Fc�R, and DEC-205, can
mediate endocytosis and effective antigen presentation (16, 29,
35). Furthermore, glycosphingolipids, including GM1, have
also been implicated as sites for the delivery of immunity-
enhancing signals (40). Our present findings suggest that Gb3
may also mediate the effective endocytosis of and antigen pre-
sentation by DCs. Therefore, the A subunits of the toxins may
not be necessary for immunoenhancing activity, unlike those of
other known AB5 toxins such as CT and LT. In this study,
StxB1 possessed a costimulatory molecule-enhancing activity,
while CT-B fails to induce either CD80 or CD86 expression on
B cells or macrophages (1, 53). To elucidate the relationship
between the increased expression of costimulatory molecules
and the binding of StxB1 to its receptor, Gb3, we examined
whether the signals for the enhancement of costimulatory mol-
ecules by StxB1 can be blocked by treatment of the receptors
for StxB1. After a treatment of Gb3, costimulatory molecule
expression was blocked (unpublished data). This means that
the signaling pathway via the receptor for StxB1 plays a role in
the enhancement of costimulatory molecule expression. In ad-
dition, it should be noted that it is possible that the A subunit
of Stx1 is more responsible for toxicity than for adjuvanticity.

The nStx1 treatment of BMDCs was associated with some
increase in OVA-specific CD4� T-cell proliferative as well as
Th1/Th2 cytokine responses (Fig. 2). However, nStx1 did not
induce any up-regulation of CD80, CD86, or MHC class II and
did not enhance the secretion of TNF-� or IL-12 (Fig. 1 and
Table 1). When the nStx1-treated BMDCs were treated with
CD80- and/or CD86-blocking antibodies, the levels of CD4�

T-cell proliferation and Th1/Th2 cytokine secretion were not
altered. However, when mStx1- or StxB1-treated BMDCs were
similarly treated with blocking antibodies specific for CD80
and CD86, the antigen-specific CD4� T-cell responses were
inhibited (unpublished results). These findings suggest that the
ability of nStx1 to stimulate the proliferation and cytokine
secretion of T cells does not stem from the up-regulation of
costimulatory molecules.

Another interesting biological characteristic of nStx1 is that
its in vivo administration resulted in the down-regulation of all
of the surface molecules associated with lymphocyte stimula-
tion on splenic DCs (Table 2). To this end, nStx2 has been
shown to reduce the number of splenic CD4� and B220� cells
when it is administered to mice (44). Thus, nStx1 may exert at
least two negative influences on lymphocytes, namely, it can
down-regulate costimulatory molecule expression or even re-
sult in death. A separate study lent support to this view by
showing that approximately 25% of BMDCs underwent apo-
ptosis and necrosis after exposure to nStx1 in vitro, while no
such cell death was seen after exposure to nontoxic Stx1 de-
rivatives such as mStx1 and StxB1 (data not shown).

In summary, our findings have provided new evidence that
nontoxic Stx1 derivatives (e.g., mStx1 and StxB1) can effec-
tively induce costimulatory molecules (CD80 and CD86)
and/or MHC class II on DCs. This study has further shown that
nontoxic forms of Stx1 derivatives, including mStx1 and StxB1,

possess adjuvant activity and can elicit Ag-specific CD4� Th1-
and Th2-type responses for the subsequent induction of anti-
gen-specific IgG1 and IgG2a Ab responses following subcuta-
neous immunization with a protein Ag. The nontoxic Stx de-
rivatives can be considered promising new candidates for
effective and safe adjuvants.
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