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Purpose. The effectiveness of vaccines depends on the age and immunocompetence of the vaccinee.
Conventional non-adjuvanted influenza vaccines are suboptimal in the elderly and vaccines with
improved ability to prevent influenza are required. The TLR4 agonist E6020, either given alone or co-
delivered with MF59, was evaluated and compared to MF59 and the TLR9 agonist CpG. Its ability to
enhance antibody titres and to modulate the quality of the immune response to a subunit influenza
vaccine was investigated.

Methods. Mice were immunized with either antigens alone, with MF59 or with the TLR agonists alone, or
with a combination thereof. Serum samples were assayed for IgG antibody titres and hemagglutination
inhibition (HI) titres. Th1/Th2 type responses were determined by titrating IgG subclasses in serum
samples and by T-cell cytokine responses in splenocytes.

Results. MF59 was the best single adjuvant inducing HI and T-cell responses in comparison to all
alternatives. The co-delivery of E6020 or CpG with MF59 did not further increase antibody titres
however shifted towards a more Thl based immune response.

Conclusion. Combining adjuvants like E6020 and MF59 allowed a finer tuning of the immune response
towards a particular Th bias, thus have significant implications for the development of improved
influenza vaccines.
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response.

INTRODUCTION

The possibility to select among classical and new
generation adjuvants, to use them alone or in combination
with the potential to act synergistically opens new ways to
improve vaccine efficacy, optimally adapted to the target
population and to the known or presumed mechanism of
protection against specific infectious diseases.

Vaccination is the principal measure for preventing influ-
enza and reducing the impact of epidemics. In annual influenza
epidemics, 5-15% of the population are affected with upper
respiratory tract infections. In the very young, the elderly and
people suffering from medical conditions such as lung diseases,
diabetes, cancer, kidney or heart problems, influenza poses a
serious risk. In these groups, the infection may lead to severe
sequelae or opportunistic superinfections, potentially resulting
in pneumonia and death (http:/www.who.int/mediacentre/
factsheets/fs211/en/ (accessed 12/17/08)). The effectiveness of
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influenza vaccines depends primarily on the age and immuno-
competence of the vaccine recipient and the degree of similarity
between the virus strains used for the vaccine and those in
circulation (http://www.who.int/mediacentre/factsheets/fs211/
en/ (accessed 12/17/08)). In the elderly, influenza vaccines are
less effective at preventing influenza, mainly due to senescence-
related impaired immune responses. Both antibody (Ab) titres
and cell-mediated immunity in response to influenza are
reduced in the elderly (1,2). Thus, conventional non-adjuvanted
influenza vaccines are far from optimal, and vaccines with
higher ability to prevent influenza are clearly required. Vaccine
adjuvants are an attractive option to overcome impaired
immune responses in the elderly and may offer the opportunity
to enhance influenza vaccine efficacy (3,4).

Immunological adjuvants have been classified in a
number of ways and can be divided broadly into two
categories: delivery systems and immune potentiators. Deliv-
ery systems may optimize antigen exposure to the immune
system or are capable of targeting antigen to specific
physiological locations, whereby uptake by different popula-
tions of professional antigen-presenting cells can result in
enhanced immunity. Alternatively immune potentiators act
directly on immune cells by activating pathways important in
the induction of adaptive immunity (5,6).

The adjuvant MF59 is an oil in water emulsion with a low
oil content, resulting in a non-viscous formulation that is easy to
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inject. The use of a microfluidizer in the preparation process
allows the generation of a droplet size in the nanoscale range.
The small droplet size is crucial for the potency of the adjuvant,
enhances its stability and allows the formulation to be sterile
filtered for clinical use (7,8). The MF59 adjuvant has been
included in a licensed influenza vaccine (Fluad®) for a decade,
therefore a significant amount of clinical data to establish its
potency and safety is available. Compared with conventional
influenza vaccines, MF59 adjuvanted subunit vaccine gives an
improved immune response and is effective even when the
match between vaccine and circulating strains is not perfect (9).
In addition, MF59 has been clinically evaluated with a range of
alternative vaccines such as herpes simplex virus (HSV-2), HIV,
CMYV, HBV and hepatitis C virus (HCV) (10-14). Thus MF59
has broad potential to be used as a safe and effective vaccine
adjuvant for a wide range of vaccine types, and presents an
ideal vehicle to co-deliver lipid-based immune potentiators,
which have the potential to strongly enhance or modulate the
quality of the immune response.

Increased appreciation that activation of the innate
immune system initiates, amplifies and drives antigen-specific
immune responses has provided a multitude of new targets for
the development of novel adjuvants. Relationships between
Toll-like receptors (TLRs) and innate and adaptive immunity
have been demonstrated. Signal transduction pathways acti-
vated by TLR agonists regulate antigen-presenting cell (APC)
function and production of cytokines and chemokines and
shape the magnitude and quality of the adaptive immune
response (15-17). A number of TLR agonists have been
identified and some are being evaluated as vaccine immune
potentiators. In the current study we focus on the synthetic
TLR4 agonist E6020, and compare it to the TLR9 agonist CpG.

While the cell wall lipopolysaccharide (LPS) of gram-
negative bacteria is a potent TLR4 agonist, the toxicity profile
of the natural product precludes its use in humans. Molecules
mimicking lipid A, the simplest form of LPS, have been widely
reported. Such molecules, for example monophosphoryl lipid
A (MPL), are effective vaccine adjuvants in animal models and
humans, with suppressed toxicity while maintaining the ability
to bind to TLR4 (18-20). Importantly, for use in humans, MPL
is always combined with delivery systems like alum or others
(21,22) (www.gsk.com/media/flu/flu-adjuvant.pdf (accessed 12/
17/08)). Recently, a novel synthetic TLR4 agonist, E6020 was
developed. E6020 is chemically well defined, has a promising
safety profile based on investigations with animal models (23),
and has a single mechanism of action. Structurally, E6020
consists of a simple hexa-acylated acyclic backbone, which
allows for a more direct preparation of high-purity material
than other synthetic TLR4 agonists (24,25).

Recently we compared a number of adjuvants for
influenza vaccine in mice and showed that MF59 significantly
outperforms various alternatives, for both antibody and T-cell
responses. Additionally, the ability of MF59 to deliver a CpG
oligonucleotide adjuvant showed that the combination pro-
vided a potent synergy while strongly biasing the immune
response toward a Thl profile (26).

In the current study, the TLR4 agonist E6020, given
alone or co-delivered with MF59 emulsion, was evaluated as a
potential new adjuvant and compared to MF59, a licensed
adjuvant for influenza vaccines, and the TLR9 agonist CpG,
which is known to strongly bias the immune response (26).
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The efficacy of E6020 to increase hemagglutination inhibition
(HI) titres to seasonal subunit influenza vaccine and its ability
to bias the immune response towards a desired Th profile was
investigated. We assessed the same parameters for E6020 co-
delivered with the MF59 emulsion and compared effects to
those reported for the combination CpG and MF59.

MATERIALS AND METHODS
Materials

Trivalent influenza vaccine composed of equal amounts
of hemagglutinin (HA) from influenza strains HIN1 A/
Solomon/3/2006, H3N2 A/Wisconsin/67/2005 and B/Malaysia
2506/2004 (Novartis Vaccines, Siena, Italy) was used in all
experiments. The trivalent vaccine contains purified subunit
antigens and is standardized for HA content by single-radial-
immunodiffusion as recommended by regulatory authorities.

MF59 emulsion was obtained from Novartis Vaccines,
Marburg, Germany. The oil in water emulsion MF59 was
manufactured as previously described (8).

The synthetically produced TLR4 agonist E6020 was
obtained from the FEisai Research Institute (Andover, MA).

The CpG oligonucleotide (5-TCC ATG ACG TTC
CTG ACG TT-3’), previously described as 1826 was synthe-
sized with a phosphorothioate backbone by Oligos Etc.
(Wilsonville, OR), ethanol precipitated, and re-suspended in
10 mM Tris (pH 7.0) 1 mM EDTA for storage at —80°C.

Preparation of MFS9 Emulsion Containing E6020

MF59, consisting of 4.3% squalene, 0.5% Tween 80, 0.5%
Span 85 (Sigma, St. Louis, MO) in citrate buffer, was prepared
as previously described (8). In brief the emulsion was prepared
by homogenization at 12,000 psi with a microfluidizer (Micro-
fluidics, Newton, MA). The mean particle size of the emulsion
droplets was determined with a Mastersizer X (Malvern
Instruments, Southborough, MA). The emulsion was made
sterile by passage through a polysulfone filter (220 nm pore
size; Gelman Sciences, Ann Arbor, MI) and then stored at 4°C
(27). In the formulation containing the immune potentiator
E6020 in MF59, E6020 was dissolved at 1 mg/ml in CHCl;, and
added to the squalene fraction. Before homogenization
CHCL; was completely evaporated from the squalene frac-
tion. The final concentration of E6020 within the emulsion was
200 pg/ml, and the mean particle size of the emulsion was 162+
20 nm with a polydispersity index (PDI) of 0.11. The presence
of E6020 or CpG neither influenced the particle size nor the
PDI of MF59 (size 167+20 nm, PDI 0.09).

Individual Vaccine Adjuvant Formulations

For MF59 adjuvanted vaccine formulations influenza
vaccine was prepared by mixing MF59 (v/v) 1:1 with trivalent
antigen to a final concentration of 0.3 pg/dose trivalent antigen
(0.1 g each antigen) and Phosphate Buffered Saline (D-PBS
1X, Gibco). In formulations containing either E6020 or CpG,
immune potentiators were added to the formulations prior to
immunizations at 10 pg/dose. In formulations containing both
MF59 and E6020, E6020 formulated into MF59 (see above)
was mixed with trivalent antigen at respective doses.
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Mice and Immunizations

For the immunogenicity studies, groups of eight BALB/c
female mice, 7-8 weeks-old, obtained from Charles River were
used. Animals were immunized two times at 3-week intervals in
the tibialis anterior muscles in the two hind legs of each animal
with 50 pl/leg (100 pl total per mouse). Doses were 0.3 pg
(0.1 pg each antigen) of either influenza soluble trivalent egg-
derived antigen alone; antigen mixed with 10 pg E6020, or
10 pg CpG; antigen mixed with MF59 alone; and antigen mixed
with MF59+E6020, MF59+CpG. Samples blood (all mice) and
spleen (of three mice per group) were collected at 2 weeks
following the first and second immunizations.

Immunogenicity was measured in serum samples using
the hemagglutination inhibition assay, additionally total
immunoglobulin G (IgG) antibodies were determined by
ELISA. Th1/Th2 type responses were measured by titration
of HA-specific IgG subclasses 1 and 2a in serum samples by
ELISA and by monitoring antigen-specific T-cell cytokine
responses in splenocytes.

Immunoassays

Determination of Antibodies by Hemagglutination Inhibition
Assay

The HI assay was carried out on individual sera taken
2 weeks after the first and the second immunization. To
inactivate non-specific inhibitors in serum samples, aliquots of
each serum were separately treated with receptor destroying
enzyme (RDE) prior to being tested with a final serum dilution
of 1:10 (starting dilution for the assays). Samples were serially
diluted two-fold into V-bottom 96 well microtiter plates.
Briefly, 25 pl of two-fold serially diluted samples were
incubated with 25 ul of strain-specific influenza antigen (whole
virus, containing four hemagglutinating units) for 60 min at
room temperature. A 0.5% v/v suspension of red blood cells
obtained from adult turkeys were added and the mixture was
incubated for another 60 min. Reactions were followed through
visual inspection: a red dot formation indicates a positive
reaction (inhibition) and a diffuse patch of cells a negative
reaction (hemagglutination). As a negative control and in order
to determine the background values of the assay serum samples
of mice immunized with buffer were tested in parallel. Serum
response to vaccine antigens was considered positive if a rise in
antibody titres >4-fold compared to background was detect-
able. All sera were run in duplicate. The HI titre is defined as
the serum dilution in which the last complete agglutination
inhibition occurs. The antibody concentration corresponds to
the reciprocal value of the titre. Geometric mean titres (GMT)
of five mice per group are shown.

Determination of Antigen-Specific Antibody Subclasses
by ELISA

Titration of HA-specific immunoglobulin G (IgG) total
and subclasses 1 and 2a was performed on individual sera
2 weeks after the last immunization. Maxisorp plates (Nunc,
Roskilde, Denmark) were coated overnight at 27-30°C with
0.2 pg/well with HIN1, H3N2 or B antigens in PBS and
blocked for 1 h at room temperature with 300 pl of 3% poly
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vinyl pyrolidine. Serum samples and serum standard were
initially diluted 1:5,000-1: 20,000 in PBS, 1% BSA, 0.05%
Tween-20, transferred into coated-blocked plates and serially
diluted. Antigen-specific IgG, IgG1 and IgG2a was revealed
with alkaline phosphatase-conjugated goat anti-mouse IgG
(Sigma Chemical Co., SA Louis, Mo.), IgG1l or IgQG2a,
respectively (Southern Biotechnology Associates, Birming-
ham, AL). Antibody titres are those dilutions that gave an
optical density (OD) higher than the mean plus five times the
standard deviation of the average OD obtained in the pre-
immune sera. The titres were normalized with respect to the
reference serum assayed in parallel. Geometric mean titres
(GMT) 2 weeks after the first immunization (post-1) of eight
mice per group and 2 weeks after the second immunization
(post-2) of five mice per group were calculated. IgG1:IgG2a
titre ratios were calculated using respective geometric mean
titres.

Antigen-Specific T-Cell Cytokine Response

Three mice per treatment were sacrificed, spleens were
collected, pooled, and single cell suspensions were obtained.
Red blood cells were lysed and splenocytes cultured in RPMI
(Gibco) containing 2.5% FCS (Hyclone), beta-mercaptoetha-
nol and antibiotics. Splenocytes were stimulated in the
presence of anti-CD28 (1 pg/ml) (Becton-Dickinson) and a
mix of the three influenza Ags (1 pg/ml each), or with anti-
CD28 alone (unstimulated, <0.1% total cytokine-positive
cells), or with anti-CD28 plus anti-CD3 (1 pg/ml) (Becton—
Dickinson). After 4 h of stimulation, Brefeldin A (5 pg/ml)
was added for additional 12 h. Cells were washed, fixed and
permeabilized using the Cytofix/Cytoperm Kit (BD Biosciences
Pharmingen) and stained with the following mAbs: Pacific
Blue-conjugated anti-CD4, PerCP-Cy5.5-conjugated anti-
CD3, FITC-conjugated anti-IFN-vy, Alexa 700-conjugated
anti-TNF-a, PE-conjugated anti-IL5 and APC-conjugated
anti-IL2 (all Becton-Dickinson). Cells were acquired on a
LSR-II (Becton-Dickinson) and analyzed using FlowJo
software (Tree Star). Values displayed represent the re-
sponse of splenocytes from three pooled spleens. For each
treatment, percentages of unstimulated samples were sub-
tracted from the Ag-stimulated sample.

Statistical Analysis

Serum antibody titres are reported as geometric mean
titre. Significant differences among groups were ascertained
using the ANOVA factorial test at the 95% confidence interval
(StatView 4.4 software; Abacus Concepts, Inc.). Tukey—
Kramer HSD tests were used for post-hoc comparison.

RESULTS

TLR Agonists Do Not Further Increase Antibody Titres
when Compared to MF59

After one immunization, E6020 was less potent com-
pared to MF59 adjuvanted influenza vaccine with respect to
antibodies induced against HIN1 A/Solomon (p<0.001) and
B/Malaysia (p<0.01). However after two vaccine doses,
although MF59 when compared to E6020 induced five-fold
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higher antibody titres for all three vaccine strains, significant
differences between E6020 and MF59 adjuvanted vaccine
were only detectable for antibody titres against the influenza
B/Malaysia strain (p<0.001). Generally MF59 was the most
potent single adjuvant post-1 dose and post-2 doses and
induced enhanced IgG titres compared to non-adjuvanted,
E6020 or CpG adjuvanted vaccine to all of the three influenza
antigens included in the vaccine (Fig. 1). The co-delivery of
E6020 with MF59 adjuvanted influenza vaccine did not lead
to a significant increase of total IgG antibody titres but was

comparable to titres induced by MF59 adjuvanted vaccine
(p>0.05). The same was observed for co-delivery of CpG
with MF59 (p>0.05). Interestingly total IgG titres post-2 anti
HIN1 A/Solomon induced by non-adjuvanted influenza
vaccine were significantly lower when compared to all given
adjuvanted formulations, (p<0.05) when compared to CpG
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Fig. 1. Enhanced total IgG antibody responses to adjuvanted
influenza vaccine. Groups of eight Balb/c mice were immunized
intramuscularly at weeks 0 and 3 with influenza vaccine containing
0.1 pg of each antigen derived from influenza strain HIN1 A/
Solomon, H3N2 A/Wisconsin and B/Malaysia, either alone (Flu) or
adjuvanted as indicated. Shown are the geometric means (and
standard error) of serum IgG titres against HIN1 (a), H3N2 (b) and
against B (¢) 2 weeks post-1 (eight mice/group) and second dose (five
mice/group).
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Fig. 2. Addition of adjuvants (MF59, CpG or E6020) to influenza
vaccines enhances HI antibody responses. Mice were immunized
intramuscularly twice at weeks 0 and 3 with vaccine containing 0.1 pg
of each antigen derived from influenza strain HIN1 A/Solomon,
H3N2 A/Wisconsin and B/Malaysia, adjuvanted with the following
combinations: none (Flu), MF59, CpG or E6020, either alone or in
combination with MF59, as indicated. Shown are the geometric means
(and standard error) of serum HI titres against HIN1 (a), H3N2 (b)
and against B (¢) 2 weeks post-1 (pool of eight mice/group) and
second dose (five mice/group).

adjuvanted influenza vaccine, (p<0.01) when compared to
E6020 adjuvanted influenza vaccine and (p<0.001) if MF59
was present in the formulation (Fig. 1a). Whereas, post-2
total IgG titres anti H3N2 A/Wisconsin induced by non-
adjuvanted vaccine were not significantly increased in the
presence of any adjuvant, and comparable to those induced
by E6020 adjuvanted formulations and little higher than those
induced in the presence of CpG (Fig. 1b). Anti B/Malaysia
antibody titres were similar for non-adjuvanted vaccine
formulations and CpG adjuvanted formulations (p>0.05)
whereas E6020 adjuvanted formulations induced four times
higher antibody titres (p<0.001) (Fig. 1c). All anti B/Malaysia
antibody titres were significantly increased in the presence of
MF59 (p<0.001) when compared to non-adjuvanted vaccine.

Similar results were found for the induction of hemag-
glutination inhibition (HI) titres. The HI assay is the most
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widely used serological assay for monitoring influenza
immunity and is the accepted standard for measuring
functional influenza-specific serum antibodies to the hemag-
glutinin following vaccination (28,29). Fig. 2 shows the
evaluation of HI antibody titres to each of the three influenza
strains included in the influenza vaccine.

E6020 was significantly less potent when compared to
MF59 adjuvanted influenza vaccine (p<0.05 for HIN1 A/
Solomon, and p<0.01 for influenza B/Malaysia strain).
Furthermore MF59, which was the most potent single
adjuvant, induced significantly enhanced HI titres post-2
doses against all three vaccine strains when compared to
CpG adjuvanted influenza vaccine (p<0.001 for HIN1 A/
Solomon, p<0.05 for H3N2 A/Wisconsin and p<0.001 for B/
Malaysia). For HIN1, MF59 induced a ten-fold increase in
post-2 dose HI titres as compared to non-adjuvanted vaccine
post-2 dose (p<0.001), while the other adjuvants induced a 2—
5-fold increase (p<0.01 for E6020 and p>0.05 for CpG)
(Fig. 2a). Against H3N2 A/Wisconsin and B/Malaysia influ-
enza virus the use of new generation immune potentiators,
E6020 or CpG, was not very effective and induced only
marginally if any enhanced HI antibody responses over
influenza vaccine alone (p>0.05) (Fig. 2b, c). Against H3N2
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Fig. 3. Addition of CpG or E6020 to MF59 adjuvanted influenza
vaccines increases IgG2a antibody responses. Mice were immunized
intramuscularly twice at weeks 0 and 3 with influenza vaccine alone or
with MF59, CpG or E6020 or various combinations with MF59. IgG1 and
IgG2a titres were determined by ELISA. a Geometric mean titres (and
standard error) against H3N2 2 weeks after the second immunization are
shown (five mice/group). b Furthermore the titre ratios of IgG1:1gG2a
isotype geometric mean titres against H3N2 were calculated.
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A/Wisconsin and B/Malaysia influenza virus no enhancement
of responses over that achieved with MF59 was induced by
the co-delivery of either TLR agonist formulated with MF59
(p>0.05) (Fig. 2).

MF59 Potentiates Thl Biased Immune Responses Induced
by TLR Agonists

The addition of either TLRs agonist, E6020 or CpG, to the
vaccine alone or to MF59 adjuvanted vaccine enhanced H3N2
A/Wisconsin-specific IgG2a antibody isotype as measured by
ELISA (Fig. 3a). Interestingly the addition of MF59 adjuvant to
influenza vaccine either formulated without immune potentiator
or with E6020 or CpG did not influence the quality of the
immune response but significantly enhanced both IgGl and
IgG2a isotype antibody titres maintaining the titre ratio IgG1:
IgG2a (Fig. 3b) unchanged (p>0.05). TLR 9 agonist CpG was
more potent in shifting the immune response towards a more
Th1 biased when compared to E6020.

TLR Agonists Induce a More Thl Biased Cytokine
Production by Ag-Specific T-Cells

The Ag-specific T-cell response was measured by the
frequency of CD4 T-cells producing the T-cell growth factor
IL-2, the cytokine TNF-a, which can be produced both by Thl
and Th2 cells, the Thl indicator cytokine IFN-vy, the Th2
indicator cytokine IL-5 or combinations thereof after re-
stimulation with vaccine antigens. Analysis of this combination
of cytokines allows a detailed understanding of the Th1l versus
Th2 bias of the T-cell response. Results in Fig. 4 show that MF59
strongly enhances the magnitude of the T cell response post-2
without altering the quality, i.e. the composition of cytokines
produced, found already in the IL-5 dominated response
induced by vaccine alone. The addition of either TLR agonist
E6020 or CpG to MF59 induced a higher response post-1 and a
shift towards a more pronounced Thl profile, dominated by
IFN-vy, often produced by the same cell in combination with
TNF-a and IL-2 (Fig. 4). When comparing the post-2 responses,
we found that MF59 + CpG leads to a strongly Thl biased
profile, whereas the addition of E6020 to MF59 induces both
IFN-y and IL-5 producing T cells, which represents a cytokine
profile that is more balanced between Thl and Th2. This is
shown in Fig. 4b as the ratio between the frequency of IL-5 and
IFN-y positive T cells. Addition of E6020 or CpG alone to the
vaccine Ag shifted the response towards Thl but did not
increase the overall magnitude of the T cell response above that
to non-adjuvanted vaccine. Vaccine plus E6020 induced both
IFN- vy and IL-5 producing T cells, similar to what was found in
combination with MF59. Overall, MF59 induces strong CD4 T-
cell responses, and the addition of E6020 shifts this response to a
mixed Th1/Th2 profile composed of IFN-y and IL-5 producing
T cells.

DISCUSSION

Growing consideration of the importance of cell-mediated
(Th1l) immunity in the protection against intracellular
pathogens like influenza virus has substantiated the benefit
from an immune response beyond antibody production and
B-cell memory in order to prevent disease (30-32). This,
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Fig. 4. MF59 alone and in combination with CpG or E6020 induces
strong Ag-specific CD4 T-cell responses. Mice were vaccinated with
influenza adjuvanted as indicated, spleens were removed and
splenocytes restimulated in vitro with influenza Ag, and intracellular
cytokine staining was performed. Through appropriate gating, cells
expressing single cytokines or combinations thereof can be identified.
The indicator cytokines for Th1 is IFN-vy, for Th2 is IL-5, and a colour
coding was used to show the fraction of cells expressing either one or
the other of these cytokines. No IL-5/IFN-y double positive cells are
found in these experiments. a Histogram showing CD4 T-cell
cytokine responses 2 weeks post-1 and second dose of the vaccine.
b The ratio of IL-5 positive divided by IFN-y positive CD4 T cells is
shown. Each bar represents the response of splenocytes from three
pooled spleens. A total of three experiments with similar outcome
were performed.

together with a better understanding of the immune system,
especially regarding the impact of innate and adaptive
immunity and their close interaction, has allowed for a
more rational approach in the design of new vaccines
including the use of adjuvants. For almost one century,
aluminium hydroxide (alum) has been the only vaccine
adjuvant approved for use in humans worldwide. Only in
the last decade three additional adjuvants, the oil-in-water
emulsions MF59 and ASO03, and the TLR4 agonist mono-
phosphoryl lipid A (MPL) formulated in alum (AS04), have
been licensed by the European Medicinal Evaluation
Agency (33). MPL adjuvant has been used extensively in
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clinical trials with more than 33,000 doses administered. The
clinical evaluations of MPL demonstrated the efficacy of an
attenuated TLR4 agonist as a vaccine adjuvant. Presently,
two TLR4 agonist containing vaccines are approved for use
in humans, namely Fendrix® for the prevention of hepatitis
B and the cervical cancer vaccine Cervarix™ (19-21,34,35).
In both cases MPL is formulated with a delivery system.
Furthermore adjuvant systems have also been tested in
various influenza vaccine programmes (22) (www.gsk.com/
media/flu/flu-adjuvant.pdf (accessed 12/17/08)).

Novel lipid A mimetics that lack a disaccharide back-
bone, nevertheless retaining TLR4 stimulatory activity were
recently described by Eisai (23-25). The simplified agonist
structures ease compound preparation and yield highly
purified products in abundant quantities, thus providing
potential improvements in safety and cost. One of these
synthetic compounds, E6020, was found to be more potent
than MPL, but preclinically safe at the dosing levels required
for vaccine adjuvanticity (25).

Although MF59 is a more potent adjuvant when
compared to E6020 or CpG (this study), and other adjuvants
like alum, calcium phosphate and the delivery system poly-
(lactide co-glycolide) as shown recently (26), it is mostly
effective at enhancing antibody and T-cell proliferative
responses (8,36), but it is not a powerful adjuvant for the
induction of Thl cellular immune responses, confirming
results obtained in various preclinical models (8,11,36,37).
Since Influenza virus induces Thl responses and IFN-y and
TNF-a have been shown to have some antiviral effect (38) it
may be desirable to induce a Thl response against influenza
and in other viral infections. In addition, reduced protection
in the elderly appears to correlate better with IFN-vy
production from T cells than with HI titres (32,39), the
commonly accepted correlate of protection (40).

The finding that the co-delivery of MF59 adjuvant to
plain influenza vaccine formulated with E6020 or CpG
immune potentiator did not modify the quality of the immune
response but significantly amplified both IgG1l and IgG2a
isotype antibody titres, while maintaining the ratio IgGl:
IgG2a unchanged, lead to the conclusion that MF59 can be
more precisely defined as a neutral adjuvant, which enhances
whichever response is present, without biasing the profile. In
other, more Thl prone experimental settings, such as in
certain mouse strains or in mice pre-exposed to influenza
virus, MF59 simply increased the magnitude of the pre-
existing Thl response, further indicating that MF59 enhances
immune responses in an essentially neutral manner (unpub-
lished data). This “neutrality” of MF59 may make it an ideal
vehicle to deliver adjuvants, which have the potential to
strongly bias the immune response.

Among immune potentiators able to bias the immune
response, the synthetic TLR4 agonist E6020 and the TLR9
agonist CpG have been tested preclinically as admixed
adjuvant with a number of protein antigens (23,41,42).
E6020 showed enhanced total IgG to the same degree as
alum, and enhanced IgG2a, which is associated with Thl
activation in mice. Splenocytes from immunized mice restimu-
lated in vitro showed significant suppression of IL-5, a Th2
associated cytokine (23), and thus addition of E6020 to
traditional vaccine formulations might enhance Thl or IFN-
v responses. Knowing the lipid-based structure of E6020, it is
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rational to explore incorporation of E6020 into lipid-based
delivery systems, such as MF59 emulsions. Recent work
showed improved Neisseria meningitidis group B vaccine
efficacy after formulation of MPL analogs with poly-(lactide
co-glycolide) delivery system (43), and after the formulation
of E6020 within MF59 (manuscript in preparation). The use
of emulsions like MF59 may facilitate and favour formula-
tions comprising both lipophilic compounds like E6020 and
hydrophilic compounds as various antigens. In the present
study, E6020 was incorporated within the oil phase prior to
homogenization; however it still needs to be evaluated
whether the pre-formulation of E6020 within the oil phase
prior to homogenization of the emulsion is beneficial when
compared to the more simple approach of just adding the
immune potentiator to the ready MF59 emulsion as such.
Interference of Tween 80 in the E6020 detection assay did not
allow determining the exact location of E6020 in relation to
the emulsion droplet, or in the aqueous phase. With respect
to influence on immunogenicity no differences could be seen
between the two approaches using freshly prepared formula-
tions, results previously also observed for CpG (26). Never-
theless it needs to be evaluated if long term stability studies,
or more detailed distribution studies, for the E6020 are able
to highlight a difference and an advantage of one over the
other formulation.

Recent studies (44,45) revealed that, MF59 enhances the
immune response at a range of points, including the induction
of chemokines to increase recruitment of immune cells to the
injection site, enhanced antigen uptake by monocytes at the
injection site and enhanced differentiation of monocytes into
DCs, important for priming naive T cells. An important
feature of MF59 is that it facilitates the migration of DCs into
draining lymph nodes where they can trigger the adaptive
immune response specific to the vaccine (44,45). On the other
hand, the direct activation effects on DCs is very bland
compared to that by immunostimulants such as CpG or LPS,
which might be the reason for the lack of bias imposed on the
ensuing T cell and Ab response and thus may explain why
MF59 is a rather neutral adjuvant with respect to Th1-Th2
bias. In contrast, it is conceivable that E6020 engages TLR4
on DCs and thus activates them to produce higher levels of
IL-12 and other factors promoting Thl induction. Alterna-
tively, other TLR4 expressing cells present at the injection
site or co-migrating to the draining lymph node may be
induced by E6020 to produce cytokines that direct the T cell
priming by DCs towards IFN-y secreting Thl cells.

As individual adjuvant, MF59 induced optimal HI titres,
whereas neither E6020 nor CpG when administered as single
adjuvant with the influenza vaccine were able to induce
significantly increased HI titres as MF59 does. On the other
hand, MF59 was not able to induce effective Thl responses,
which could be achieved by the addition of E6020 or CpG.
This confirms the ability of E6020 and CpG to shift immune
responses towards a Thl profile when combined with
conventional vaccines (23,25,41,42).

Although CpG might be a more potent adjuvant in
inducing Thl biased immune responses when compared to
E6020, to date no TLRY agonist is approved for its use in
humans. In contrast, the adjuvant capacity of AS04 has been
evaluated during the development of several candidate
vaccines, including hepatitis B, herpes simplex and HPV16/
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18 L1 VLPs (35,46-49). Both efficacy data and immunoge-
nicity data have demonstrated the benefit of TLR4 agonist
in vaccine formulations. Importantly, a TLR4 agonist
enhanced the initiation of the immune response through
the activation of innate immunity, leading to an improved
cellular and humoral adaptive immune response, able to
boost the immune system response for a longer period of
time.

For influenza the anti-viral role of interferons is well
established, and experiments in vitro show anti-viral activity
of IFN-vy as well as TNF-a against human influenza viruses on
lung epithelial cells (50). Given the synergistic antiviral effect
of these two cytokines (38), it is an important observation
that a high proportion of T-cells induced by MF59/E6020 or
MF59/CpG produce both TNF-a and IFN-v. In addition, IL-2
is a central autocrine T cell growth factor important for the
maintenance of T cells and therefore, for memory. In
influenza infections cytokine responses are known to be
involved in the early and crucial stages of host defence (51).
More generally, the induction of multi-cytokine producing T
cells through vaccination has been associated with increased
protection (52-55), and the majority of IFN-y producing CD4
cells found here also secrete IL-2 and TNF-«a thus responding
to the requirement of inducing multifunctional cells as
suggested in these studies.

Importantly, only the co-delivery of E6020 or CpG with
MF59 allowed the induction of both, substantial HI titres and
a potent Thl response, as measured by the induction of IFN-
v. Altering the ratio between MF59 and the immune
potentiator may allow to control and direct the quality of
the immune response induced by the vaccine formulation.

As an adjuvant for a potential pandemic vaccine, MF59
allowed a significant reduction in the antigen dose, while
maintaining the potency of the vaccine, a finding that might
be important to allow an increase in the number of people
immunized when an influenza pandemic occurs, assuming
vaccine is available (56). MF59 significantly enhanced anti-
body responses in human subjects (56-58), whereas alum did
not appear to be a potent adjuvant for a potential pandemic
vaccine (59).

The use of adjuvants as MF59 or alum and their
combinations with immune potentiators possibly allow a
further reduction of the antigen dose required to stimulate
the appropriate immune response able to create effective
immunity against specific diseases (21,22,56,60,61). Here, the
post-1 dose T cell responses induced by combination adju-
vants were higher than those induced by MF59 alone,
suggesting a more rapid onset of the adaptive immune
response, a factor that may be of crucial importance in a
pandemia. Accumulated data clearly establish that MF59 is a
more potent adjuvant than Alum for a range of vaccines,
while having a similarly acceptable safety profile in humans
(8,10,11,62-64). Also in the context of paediatric vaccines,
MF59 was shown to be a well-tolerated and potent adjuvant
(11,13,14,65,66). E6020, on the other hand, was able to
perform as vaccine adjuvant for the trivalent subunit influen-
za vaccine evaluated here, in particular when used in
combination with MF59. Therefore we can conclude that
the oil in water emulsion MF59 offers an attractive, practical
and potent approach for the delivery of adjuvant active TLR4
agonist E6020.
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CONCLUSIONS

The use of a combination of adjuvants with additive and

sometimes synergistic effects, provides a potential advantage
over the conventional use of a single adjuvant. The immune
potentiator E6020, like other TLR agonists, presents an
attractive tool for disease targets such as influenza and other
infections with virus or intracellular pathogens that require
enhanced Thl immune responses, including the induction of
IFN-y and TNF-a. Importantly, the co-delivery of E6020 with
MF59 emulsion allows a finer tuning towards a particular Th bias
likely improving the overall efficacy of the vaccine. It remains to
be evaluated if respective combinations retain their remarkable
potency while also being safe and well tolerated in humans.
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