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Abstract: Influenza-virus-mediated disease can be associated with high levels of morbidity and
mortality, particularly in younger children and older adults. Vaccination is the primary intervention
used to curb influenza virus infection, and the WHO recommends immunization for at-risk
individuals to mitigate disease. Unfortunately, influenza vaccine composition needs to be updated
annually due to antigenic shift and drift in the viral immunogen hemagglutinin (HA). There are
a number of alternate vaccination strategies in current development which may circumvent the
need for annual re-vaccination, including new platform technologies such as viral-vectored vaccines.
We discuss the different vectored vaccines that have been or are currently in clinical trials, with a
forward-looking focus on immunogens that may be protective against seasonal and pandemic
influenza infection, in the context of viral-vectored vaccines. We also discuss future perspectives and
limitations in the field that will need to be addressed before new vaccines can significantly impact
disease levels.
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1. Introduction

Influenza virus is a respiratory pathogen that causes annual influenza epidemics affecting
an estimated 15% of the global population with up to 645,000 deaths annually [1,2]. In addition,
pandemic variants of the Influenza A virus (IAV) have been associated with upwards of 50 million
deaths worldwide [3]. Vaccines are the primary intervention used to control seasonal influenza virus
infection. Most licensed influenza vaccines are inactivated influenza vaccines (IIV) or live-attenuated
influenza vaccines (LAIV) [4]. Inactivated influenza vaccines are commonly produced by growing the
parent viruses in embryonated chicken eggs, or more recently, on cell lines, followed by a process of
inactivation and dose standardization, typically performed on HA content (e.g., 15 µg/dose).

The WHO provides annual recommendations for the composition of influenza virus vaccines,
approximately 6–9 months prior to upcoming influenza seasons in both the northern and southern
hemispheres. Mismatch between the predicted strains and the actual circulating seasonal influenza
variants occurs as frequently as every 3–4 years [5,6]. The development and implementation of
vaccination regimens using a quadrivalent vaccine (that includes H3N2, H1N1, as well as both
influenza B virus lineages, Yamagata and Victoria) has circumvented some of these limitations.
Worryingly, however, vaccine effectiveness can be drastically affected even when seasonal vaccines
are matched to circulating strains, as in the 2016/2017 season, when the HA in the vaccine was not
post-translationally modified in the same manner as in the circulating influenza strains [7].
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2. Major Vaccine Targets

2.1. Surface Antigens

IAV can be classified into subtypes based on the combination of surface-localized glycoproteins,
hemagglutinin (HA-18 subtypes) and neuraminidase (NA-11 subtypes). Only H1N1, H3N2,
and infrequently, H1N2 subtypes circulate regularly amongst humans while H2N2 has previously
circulated. Of these, A/H1N1 and A/H3N2 subtypes consistently cause seasonal influenza epidemics.

Cellular entry of the influenza virus requires HA binding to sialic acid present on cell surface
proteins. This binding is mediated by the receptor binding site (RBS) of HA which resides at the
membrane-distal tip (globular head) of each monomer of the HA trimer [8]. Although the globular
head domain of HA is more diverse than the membrane-proximal HA stalk, the RBS is relatively
well-conserved required to preserve receptor-binding functionality. Currently licensed influenza
vaccines principally act by inducing antibodies reactive to the viral surface proteins, predominantly
HA. However, due to the high sequence variability in this protein, antibodies against one influenza
virus can confer limited or no protection across types (or even within subtypes), and in some cases
appear to be detrimental [9]. This is a considerable disadvantage, as IAV acquires mutations in the
HA surface protein with comparative ease and relative frequency, thus generating antibody-escape
variants. These ‘drift’ mutations are largely within the globular head domain of HA [10]. Alternatively,
IAV can undergo more radical changes, acquiring HA or NA with an avian or porcine origin to form a
distinct HA or NA subtype. Internal influenza antigens may also be replaced by this type of antigenic
shift. The former drift process can cause seasonal epidemics, while the latter can generate novel
subtypes with pandemic potential [11].

There is therefore an obvious and continuing need to improve seasonal vaccines or develop
a universal vaccine, containing an antigenic target conserved in all influenza strains. A number of
vaccination strategies have progressed to advanced preclinical and/or clinical testing (comprehensively
reviewed in [12]). One obvious limitation of the currently licensed influenza vaccines is the narrow
focus of responses toward distinct influenza viruses. Sought-after vaccine characteristics in the
influenza field are the ability to generate broader responses, against viral variants other than just the
vaccine-encoded ones, as well as the ability to generate robust long-lived immunity.

2.2. Internal (Non-Surface) Antigens

There are a number of internal influenza virus antigens that are readily recognized by the
cellular immune response, including nucleoprotein (NP), polymerase basic 1 (PB1), and matrix 1
(M1) proteins. Cytotoxic T lymphocyte (CTL) responses do not inhibit viral entry or replication but can
curb viral spread and limit transmission. IAV challenge work performed in the 1980s demonstrated
that volunteers with measurable MHC class I-restricted CTLs prior to infection cleared the virus more
efficiently [13]. More recent challenge studies have identified that higher frequencies of peripherally
circulating IFN-γ-secreting CD4+ T cells that recognize peptides from NP and M1 correlated with
less viral shedding and reduced symptom severity [14]. In addition, work investigating the cellular
immune response during the 2009 pandemic identified that individuals with higher frequencies of
pre-existing cross-reactive CD8+IFN-γ+ T-cells recognizing epitopes in PB1, M1, and NP had milder
symptoms and lower risk of viral shedding following pandemic influenza infection [15]. These findings
were subsequently corroborated by a larger cross-sectional observational community study, which
found that NP-directed IFN-γ-secreting T-cells were associated with a decreased risk of viral shedding
following influenza infection [16]. Of importance, T-cell responses to NP (≥20 SFU/106 PBMC) were
present in 43% of participants and correlated with a reduced risk of shedding virus by approximately
two-thirds [16]. Describing and delineating this threshold level of cellular responses has clear
implications for vaccine development and sets a realistic and achievable goal for vaccine manufacturers.

Building on this body of work, and essential to IAV vaccine development, is the identification
of antigenic targets that are immunogenic and warrant inclusion in putative vaccine technologies.
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Importantly, both CD8+ and CD4+ T cells have demonstrated cross-reactivity to IAV strains to which
individuals have not previously been exposed to, e.g., H1N1, H3N2, H2N2, and avian strains H5N1
and H7N9 viruses [17–21]. The major antigenic targets of heterosubtypic T-cells are epitopes in the
highly conserved internal proteins of influenza, namely PB1, M1, and NP. The immunodominance of
these proteins has been observed in a number of studies [15,20]; in addition to the high proportion of
responders, the frequencies of T-cell responses are also highest to these antigens [20]. Thus, cytotoxic
lymphocytes against conserved influenza antigens have the potential to recognize a range of virus
strains, including those with pandemic potential. The challenge for the vaccinology field is to translate
this knowledge into immunogenic, efficacious, and safe vaccines.

3. Viral Vectors as a Platform Technology

Viral vectors are an attractive vaccine modality, as they are able to efficiently transduce cells at the
immunization site, resulting in de novo synthesis of the immunogen. The antigen is expressed at high
levels and in its native conformation, characteristics which give rise to strong humoral and cellular
immune responses. At the same time, the viral vector itself acts as an adjuvant, stimulating the innate
immune system, which in turn enhances the adaptive, antigen-specific response. Viral vectors can be
fully replication-competent, attenuated, or replication-deficient, with the latter possessing the best
safety profiles. An advantage of replicating vectors is the amplification of antigen expression in each
replication cycle, although the transgene must then compete with equally-amplified vector antigens
for immunogenicity. Viral vectors have been shown to be efficacious after a single dose, and can induce
long-lived immunity [22]. In addition, repeat immunization using viral vectors is possible without
a negative impact on antigen immunogenicity [23]. Another advantage of the viral vector platform
over current seasonal influenza vaccines are egg-independent production methods: viral vectors can
be manufactured to high yields in bioreactors using well-characterized cell lines. To date, several
viral-vectored vaccines have been licensed for use in humans; these are based on an attenuated yellow
fever virus vector (Dengvaxia against Dengue fever and IMOJEV against Japanese encephalitis [24,25]),
replication-deficient human adenovirus 5 vectors (Ad5-EBOV alone [26], and as part of GamEvac [27]
for use in Ebola outbreaks), and an attenuated vesicular stomatitis virus vector (VSV-EBOV, as part of
GamEvac for use in Ebola outbreaks [27]).

3.1. Viral-Vectored Influenza Vaccines in Clinical Trials

Out of a large range of preclinically tested vectored vaccines against influenza (comprehensively
reviewed here [28]), three different types of viral vectors have progressed into clinical trials to date:
the alphavirus VEEV, the poxvirus MVA, and several adenovirus species (Tables 1 and 2). The majority
of these constructs encode the HA protein (of either H1 or H5 IAV strains), and are designed
to predominantly elicit an antibody-mediated immune response. In some cases, these humoral
responses are broader and/or stronger than those achieved with seasonal influenza vaccines. As such,
these vaccine candidates could replace current seasonal vaccines or could be used in a (pre-) pandemic
setting of a known pandemic strain. In addition, several clinical trials have been performed with
viral vectors encoding conserved viral antigens, which have the potential to induce cross-strain
immune responses.

3.2. Alphavirus Vector

Alphaviruses are small single-stranded RNA viruses, many of which are transmitted by
mosquitoes. Several alphavirus species have been explored preclinically as replication-deficient
vaccine vectors against an array of pathogens and cancer [29,30], but this research has only translated
into few clinical trials. In two of these trials, performed 10 years ago, Venezuelan equine encephalitis
virus (VEEV) was tested as a vaccine vector carrying the influenza H3 HA gene, in both young and
older adults. Trial results have not been published in peer-reviewed format, but a summary is provided
on the sponsor’s website [31]. As stated, 80% and 86% of vaccinees achieved HI titers ≥40 after one or
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two immunizations, respectively. A measurable T-cell response to the antigen remained significantly
elevated over 4 months. A similar trial in adults over the age of 65 years was less immunogenic,
with only 50% of vaccinees achieving a 4-fold increase in HI titer, even after the second dose of vaccine.
The alphavirus platform, which was developed by AlphaVax, was subsequently acquired by Novartis
and is now held by GSK. Plans for future studies using this platform are not known at present.

3.3. Adenoviral Vectors

Adenoviruses are non-enveloped icosahedral double-stranded DNA viruses which can be
‘vectorized’ and rendered replication-deficient by deletion of essential genes. The viral genome
can be engineered to carry antigen cassettes of up to 7 kb in size; adenoviruses have been tested
extensively as gene therapy and vaccine vectors in humans, with highly acceptable safety profiles [32].
The most frequently used adenoviral vector is based on human adenovirus 5 (Ad5), but high levels
of pre-existing immunity against this common respiratory pathogen in humans has led to the more
recent development of vectors from rare human adenovirus serotypes or indeed from simians.

3.4. Human Adenovirus 5 (Ad5)

Several different adenoviruses have been assessed as influenza vaccine vectors in humans.
The first trial of a human Ad5-vectored vaccine carrying an H1 HA antigen explored non-invasive
administration routes (topical and intranasal) to circumvent the need for medically trained personnel
during vaccination campaigns [33]. While the epicutaneous administration route proved disappointing
(minimal increase in HI titers at the highest dose even after a booster application), intranasal
vaccination (with a relatively low dose of 5 × 108 vp) did result in modest systemic immunogenicity
(as measured by serum HI titers). Reassuringly, in this group, no negative correlation was seen between
immune response to HA and pre-existing anti-vector titers, although group size was small (n = 6).
Further dose-escalating trials with this intranasally-administered Ad5 vector, encoding HA from H1N1
or H5N1, are ongoing [34,35].

Another promising mucosal delivery route which has been explored using the replication-deficient
Ad5 vector is the oral route. In these trials, the adenoviral genome encoded both influenza HA as
well as a small dsRNA molecule which acts as an adjuvanting TLR3 ligand [36,37]. In an initial trial,
the vaccine was administered in the form of an enteric-coated capsule which contained lyophilized
vector. Disappointingly, no induction of HI titers was observed in the first study, although a measurable
T-cell response against the HA antigen was seen (3-fold increase from pre-vaccination levels, to an
average of 60 IFN-g SFC/106 PBMC) [36]. In order to delineate which intestinal site best responds to
immunization, the Ad5-vectored vaccine was directly delivered to either the jejunum or ileum via
radio-controlled capsules [38]. In this study, the ileum was found to be more efficient in inducing
an antibody-based immune response. These results were taken into account in a subsequent trial,
where tablet formulation was optimized for vaccine release in the ileum, and the vaccine dose was
increased by 10-fold (to 1011 iu). These improvements resulted in substantial neutralizing antibodies
against HA 4 weeks post-immunization (4-fold rise in HI titers as well as microneutralization titers in
11 out of 12 vaccinees, no change in titers in placebo group) [37]. The study authors also examined
durability of the immune response, and found that 75% of vaccines still had HI titers ≥40 after
6 months. As in earlier trials with intranasally administered Ad5, the oral vaccine was well-tolerated,
and there was no impact of pre-existing immunity to the Ad5 vector on immunogenicity towards the
encoded antigen. These encouraging results led to a recently completed Phase II study to test the
efficacy of this orally delivered vaccine candidate in an influenza challenge. A total of 180 participants
received either the Ad5-HA vector (oral), the currently licensed quadrivalent inactivated influenza
vaccine QIV (intramuscular) or a placebo, and were challenged with a matched H1N1 influenza strain
3 months later. Due to the very recent completion of the study, the results have yet to be published in
a peer-reviewed journal, but the sponsor has released an announcement that the vaccine resulted in
a statistically significant reduction in influenza infection compared to placebo control (as measured
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by virus shedding), and that only 37% of vaccinees developed influenza compared to 44% of QIV
recipients and 71% of the control group [39].

3.5. Human Adenovirus 4 (Ad4)

Oral delivery of an adenoviral influenza vaccine has also been tested by another group, with one
major difference compared to the trials described above: instead of replication-deficient Ad5,
replication-competent Ad4 was used as the vaccine vehicle. This replicating adenoviral backbone
has been used successfully by the US military for oral vaccination against Ad4-mediated respiratory
disease [40], and it was thought that it might therefore also serve as an effective vector to carry
heterologous antigens. Unfortunately, in a dose-escalation trial (107–1011 vp) with 166 participants,
only between 4% and 19% of vaccinees seroconverted to H5 HA even after 3 doses, whereas Ad4
seroconversion rates were found to be between 30% and 90% after 3 doses [41]. This result suggests
that the heterologous influenza antigen (H5 HA) may be poorly immunogenic and/or may have been
outcompeted by endogenous adenoviral proteins during the antibody-mediated immune response,
likely due to the replication-competent nature of the vector. Interestingly, the vaccine vector did induce
a modest but statistically significant cellular immune response to HA in 70% of vaccinees at the highest
dose. In an amendment to the trial, certain participants were then boosted with inactivated H5N1
virus vaccine after 3 doses of the rAd4 vector, which led to 89% seroconversion to the influenza antigen
in the highest dose group as measured by HI titers ≥40. The authors conclude that oral Ad4-H5 may
act as a good priming agent for poorly immunogenic inactivated influenza vaccines such as H5N1.
Further trials with this replication-competent vector are ongoing, testing alternative administration
routes (intranasal, tonsillar) [42,43].

3.6. Chimpanzee Adenovirus (ChAdOx1)

ChAdOx1 was developed as an alternative to human adenoviral vaccine vectors (removing the
problem of pre-existing anti-vector immunity) and is based on chimpanzee adenovirus isolate Y25 [44].
The clinical-stage ChAdOx1 influenza vaccine vector encodes the internal influenza virus antigens
nucleoprotein (NP) and matrix 1 protein (M1) and is designed to elicit a cellular immune response to
these highly conserved antigens. The ChAdOx1 NP+M1 vector has been used in two Phase I trials to
date, with good safety and T-cell immunogenicity profiles after intramuscular administration [45,46].
In the first (dose-finding) trial, encouraging increases in antigen-specific T-cell responses were observed,
with acceptable safety profiles in groups receiving up to 2.5 × 1010 vp of the ChAdOx1 vector [45].
These observations informed the vaccine dose used in the second trial, where all volunteers received
2.5 × 1010 vp [46]. In both trials, the ChAdOx1 NP+M1 vector was also tested in prime-boost
combinations with a Modified Vaccinia Ankara (MVA) vector carrying the same influenza antigens
(NP+M1). Specifically, a ChAdOx1 prime followed by an MVA boost with an 8- or 52-week interval was
compared to an MVA prime with ChAdOx1 boost, also with 8- or 52-week intervals, in order to identify
an optimal vaccination schedule [46]. The authors showed that such a two-dose heterologous regimen,
in either order and at both intervals tested, was highly immunogenic, with the MVA/ChAdOx1
regimen resulting in slightly better T-cell durability in the follow-up period (18 months post-prime).
In a separate arm of the same study, older volunteers (>50 years) received either a single dose of
ChAdOx1 or a ChAdOx1-prime MVA-boost, to assess immunogenicity in older adults compared to
the 18–46 year olds. While a single dose of ChAdOx1 was not sufficient to achieve maintenance of
effector T-cell levels above baseline levels, an MVA boost after 8 weeks did improve T-cell durability
up to 8 months [46].

3.7. Modified Vaccinia Ankara (MVA)

MVA is an attenuated poxvirus, derived from chorioallantois vaccinia virus Ankara (CVA) by more
than 570 passages in primary chicken embryo fibroblasts [47]. Although it can be grown in a limited
number of cell lines, MVA does not replicate in humans, and therefore possesses an excellent safety
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profile, even in immunocompromised populations [48]. When used as a vaccine vector, MVA induces
high humoral as well as cellular antigen-specific immune responses, and is especially suitable for
boosting previously primed immune responses [49].

The MVA-NP+M1 vector described above was also evaluated on its own, in a series of trials
performed by the Jenner Institute [50–53]. A route and dose-finding study revealed that intramuscular
administration was better tolerated than intradermal delivery, and that a dose of 1.5 × 108 pfu
was optimal with regard to reactogenicity and immunogenicity [50]. A single immunization with
MVA-NP+M1 in younger adults (18–50 years) resulted in a robust antigen-specific T-cell peak one
week after administration (median 1443 SFU/million PBMC) and maintenance of T-cell levels above
pre-vaccination baseline up to 24 weeks at the highest dose [50]. In older adults (50–85 years), a similar
T-cell response was seen, with a mean 8.5-fold increase compared to baseline, and durability of the
response above baseline maintained to 12 weeks [53]. These encouraging results led to a Phase IIa
efficacy study of MVA-NP+M1 in healthy adults, with 11 vaccinees and 11 control subjects challenged
with H3N2 influenza virus 30 days post-immunization [52]. In this small study, the vaccine trended
toward partial protection, as evidenced by only 2 vaccinees (compared to 5 controls) developing
lab-confirmed influenza.

Previous pre-clinical work had demonstrated an adjuvanting effect of the MVA vector; specifically,
when co-administered with TIV in mice, humoral immunity to HA (in the TIV) was boosted while
cellular immunity against the MVA-encoded antigens (NP+M1) was maintained [54]. A clinical study
was therefore conducted in which adults aged 50 and above were vaccinated with either the seasonal
influenza vaccine plus a placebo, or in combination with MVA-NP+M1 [55]. The vaccine combination
was safe and well-tolerated. The NP+M1-specific T-cell responses in vaccinees was significantly
higher at peak compared to controls, as had been seen in previous studies with MVA-NP+M1 alone.
The combination regimen also resulted in enhanced antibody-mediated immune responses against
the surface hemagglutinin contained in the H3N2 component of the inactivated seasonal vaccine [55].
The MVA-NP+M1 vector has now progressed into an ongoing, large 2-year Phase IIb trial in older
adults in Oxfordshire, UK, aiming to recruit over 2000 participants [56]. Volunteers receive the seasonal
influenza vaccine in combination with either the MVA-NP+M1 vector or a saline placebo, given at the
same time in the same arm, and are followed up for the duration of the UK influenza season. Primary
outcomes of this trial are safety of the vaccine combination, and influenza-like illness, both the severity
of symptoms and frequency thereof (self-reported), with a sub-cohort of 50 volunteers per group also
being assessed on immunological endpoints. This trial is blinded and extends over a period of 2 years,
and results are expected in late 2019.

Finally, it is worth mentioning that MVA-NP+M1 is not the only MVA vector that has been tested
as an influenza vaccine candidate in the clinic. MVA encoding H5 HA has also been assessed in a
trial, for induction of an antigen-specific antibody response and its potential use in (pre-)pandemic
settings [57,58]. In this study, MVA-H5 or a control MVA were given at two different doses, either in a
prime-only or a 4-week prime-boost regimen. A subset of volunteers was also given another booster
immunization after one year. Two or more immunizations with MVA-H5 were necessary, as unlike
MVA-NP+M1, which will boost a response in a human population previously exposed to any influenza
A strain, there will only be a limited pre-existing humoral response to the H5 antigen in the general
population. Therefore, a response against H5 HA first needs to be primed by the MVA-H5 vaccine
itself. Immunizations were well-tolerated and resulted in an increase in average HI titers to >80
after 2 doses, at the higher dose (108 pfu). This antibody response could be efficiently boosted by a
further immunization after one year, after which average HI titers reached >640. Importantly, anti-H5
antibodies elicited by this vector were also able to neutralize an H5N1 virus from an antigenically
distinct clade [57] as well as a newly emerged highly pathogenic avian H5N8 strain found in outbreaks
on poultry farms [58].
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Table 1. Characteristics of viral vectors used in clinical trials for influenza.
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Table 2. Viral-vectored influenza A vaccines in ongoing or completed clinical trials. VEEV: Venezuelan equine encephalitis virus. MVA: modified vaccinia virus
Ankara. Ad: adenovirus.

Vector(s) Antigen Number of Participants
(Age Range), Phase Description of Trial References Clinical Trial Identifier,

Sponsor

VEEV (alphavirus) HA from H3N2
216 (18–40), I/II Homologous prime-boost Study completed,

not published
NCT00440362

AlphaVax

28 (>65), I/II Homologous prime-boost Study completed,
not published

NCT00706732
AlphaVax

rAd4 (replication-competent
human Ad) HA from H5N1

166 (18–40), I Oral route [40] NCT01006798
PaxVax

51 (18–49), I Intranasal, dose escalation NCT01806909
PaxVax

96 (18–49), I Oral and tonsillar routes NCT01443936
PaxVax

Ad5 (replication-deficient
human Ad)

HA from H1N1 plus
dsRNA adjuvant

180 (18–49), II Oral route, with H1N1 challenge Study recently
completed

NCT02918006
VaxArt

24 (18–49), I Oral administration [36] NCT01688297
VaxArt

8 (18–49), I Oral, effect of tablet size and fasting NCT03121339
VaxArt

24 (18–49), I Direct delivery to ileum by
radio-controlled capsule [37] NCT01761123

VaxArt

HA from H5N1 plus
dsRNA adjuvant 54 (18–49), I Oral administration [35] NCT01335347

VaxArt

HA from H1N1

24 (20–31), I Intranasal and epicutaneous [32] Vaxin

60 (18–49), IIa Intranasal dose-escalation
(NasoVax)

NCT03232567
Altimmune

HA from H5N1 48 (18–49), I Intranasal dose-escalation NCT00755703
Vaxin/Altimmune

ChAdOx1 (replication-deficient
chimpanzee adenovirus) + MVA NP+M1 from H3N2

15 (18–50), I ChAdOx1 dose escalation,
ChAdOx1 prime-MVA boost [44] NCT01623518

Jenner Institute

48 (18–46) and 24 (>50), I Heterologous prime-boost at
different intervals [45] NCT01818362

Jenner Institute
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Table 2. Cont.

Vector(s) Antigen Number of Participants
(Age Range), Phase Description of Trial References Clinical Trial Identifier,

Sponsor

MVA

HA from H5N1 80 (18–28), I/IIa Immunogenicity at two doses;
homologous prime-boost [56,57] NTR3401

Erasmus Medical Center

NP+M1 from H3N2

28 (18–50) and 30 (50–85),
I

Intradermal and intramuscular,
adults and older adults [49,52] NCT00942071

Jenner Institute

22 (28–45), IIa Immunisation and H3N2 challenge [50,51] NCT00993083
Jenner Institute

17 (>50), I Co-admin with seasonal
inactivated vaccine [54] NCT01465035

Jenner Institute

6 (18–50), I Bridging study: vector
manufactured on new cell line

Study completed,
not published

NCT03277456
Vaccitech

2000+ (>65), IIb Co-admin with seasonal vaccine;
efficacy Ongoing NCT03300362

Vaccitech
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4. Future Perspectives

There are a number of remaining hurdles on the road to generating, testing, and licensing
improved viral-vectored influenza vaccines that may be effective in both pandemic and
epidemic settings.

4.1. Improved Antigenic Targeting of HA

Structural and functional biology research have identified highly conserved and immunologically
relevant antigenic sites on the HA immunogen. The current challenge is to convert these
antigenic targets into tenable real-world vaccine solutions. Prominent vaccination strategies involve
antibody-targeting to the conserved stalk of the HA protein or to conserved epitopes in the
immune-dominant and diverse HA globular head domain.

4.2. The Receptor Binding Site (RBS) in the HA Globular Head Domain

Viral RBS are often poorly immunogenic, and broadly neutralizing antibodies targeting the RBS
have been difficult to isolate, perhaps in part because of the relatively small footprint of the RBS.
One of the first antibodies with heterosubtypic reactivity to be described, S139/1, a IgG2a that binds a
conformational epitope adjacent to the receptor-binding site of the HA, is able to neutralize strains
from multiple subtypes, e.g., H1, H2, H3, and H13 [59]. Crystal structure analysis of the S139/1
antigen-binding fragment (Fab) demonstrated that S139/1 is unusually dependent upon avidity
for heterosubtypic neutralization [60,61]. This important insight not only highlights the RBS as an
important heterosubtypic antigenic target but also details the type of humoral immune response that
would be best targeted: bivalent antibody binding [60,61].

Other reports have described a number of broadly neutralizing antibodies that map to the apex
of HA close to/or at the receptor-binding site; these RBS-binding antibodies have been isolated from
vaccinees following seasonal influenza vaccination [62]. The isolation of single B-cells and subsequent
sequencing of the heavy- and light-chain genes have led to the discovery of a “signature” which
can aid in the identification of any potential RBS-directed antibodies after vaccination. Follow-on
work has demonstrated that RBS-specific antibodies are far more common than originally thought
and might realistically be induced following RBS-targeted vaccination [63,64]. Importantly, anti-RBS
antibodies could have pandemic impact; a human monoclonal antibody, HNIgGA6, induced post
natural-infection with H7N9, can neutralize the H7N9 virus both in vitro and in vivo by directly binding
the receptor binding site [65].

4.3. The Conserved Stalk of the HA Protein

The most recent global IAV pandemic in 2009 was caused by an H1N1 variant and highlighted
the importance of HA-specific anti-stalk antibodies [66,67]. Broadly neutralizing anti-stalk antibodies
have been more readily identified after natural influenza infection, when compared to isolation
post-seasonal influenza vaccination [67–72]. Of interest, IgA-mediated neutralization activity from
human serum was found to be more effective than neutralization by IgG [73]. There are a number of
vaccination approaches to induce anti-stalk antibodies that have been recently and comprehensively
reviewed [74–76]. To summarize, the two principal approaches are (1) repeat vaccination with chimeric
HA variants and (2) vaccination with HA that lacks the globular HA head domain. The former
approach induces an immune response to the whole priming HA immunogen; subsequent repeat
vaccinations with chimeras that share the stalk motif but carry a different head will boost the response
against the stalk. This approach is now being assessed in a Phase I clinical trial [77]. The second
approach involves vaccination with ‘headless constructs’, essentially stalk domains without the
globular head. However, the head domain is believed to be crucial for HA stability. More recently,
novel approaches have been adopted to better stabilize and thereby target the HA stalk; these include
adding motifs to stabilize the headless HA, or using a ‘scaffold’ to prevent degradation [78–80].
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4.4. Fundamental Understanding of Immunity

Natural influenza infection can induce long-lived and durable immunity; humoral immunity can
be life-long, and influenza-specific T-cells have been shown to persist for 13 years [81]. However, it is
unclear how long efficacious cellular immunity persists. While this scenario seems ideal to provide
enduring protection, the impact of original antigenic priming and pre-existing memory responses
on subsequent influenza vaccination remains to be resolved [74,82]. While current inactivated
influenza vaccines are associated with short-lived immunity [83,84], ideal vaccines would limit terminal
differentiation of immune memory cells. This would, upon re-exposure to variant influenza viruses,
allow re-entry of memory B-cells into germinal centers to generate antigen-specific antibodies and
generation of heterosubtypic effector T-cells from previously exposed memory T cells. Manipulation
of immunological mechanisms with the aim of efficacious priming but not terminally differentiating
represents the best strategy to protect vaccinees against variant influenza strains including both
seasonal and pandemic strains.

In situ immune responses at the interface of pathogen and host tissue have been demonstrated
to be critical in pre-clinical animal models of influenza infection [85–87]. However, by its nature,
tissue-resident immunity in humans, and its role in disease, has been more difficult to characterize.
For example, one important area to be explored is the role of mucosal versus serum antibodies
in protection against influenza virus infection. Encouragingly, clinical data on this topic is
accumulating [88–90], and this should impact on vaccine development programs.

4.5. Future Work Needed

In contrast to IAV, the animal reservoir for IBV is limited, thus facilitating the potential of vaccine
eradication programs. Additionally, the severity of IBV disease in young children and older adults
is similar to IAV-related disease. In spite of this, there is limited ongoing clinical trial research
on innovative vaccines for this important respiratory pathogen. Whatever approach is taken, it is
likely that vaccines that deliver multiple influenza-specific antigens (thus restraining viral escape
mutants) will be best-placed to advance the influenza vaccine field for both IAV and IBV. There are a
number of other influenza antigens that are current vaccine targets which might be considered in a
combination approach.

4.6. Humoral Targets

The influenza ion channel M2 is expressed at high density on virus-infected cells, and its
ectodomain is highly conserved across human IAVs. Vaccine approaches are being developed to
induce antibodies against this conserved ectodomain.

The viral surface protein neuraminidase (NA) is also being explored as a vaccine target. Antibodies
against NA interfere with virus release and can reduce the amount of influenza virus produced by
infected cells. Recent studies have shown that animals immunized with adjuvanted NA can be
protected against viral challenge [91] including prophylactic protection against avian H5N1 viruses
and therapeutic protection from lethal influenza virus challenge [92]. Importantly, NA-reactive
antibodies display broad heterosubtypic binding activity and are effectively induced to significant
levels post-infection in humans [92].

Additional strategies to develop antibody-based HA-targeting vaccines include Computationally
Optimized Broadly Reactive Antigen (COBRA) from consensus HA sequences.

4.7. Cellular Targets

A number of researchers are also investigating T-cell based influenza vaccines and are developing
peptide or epitope-based approaches; several immune-dominant epitopes with limited variability
in influenza antigens have been identified [93,94]. However, discrepancies exist between epitopes
that are algorithmically predicted and those recognized in ‘real-world’ situations [95]. Additionally,
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while cellular immune responses can be induced against a large number of conserved epitopes,
these are not necessarily protective, and currently there is a paucity of clinical studies identifying
specific protective T-cell epitopes in humans. So far, studies have demonstrated that reduced disease
severity is associated with higher frequencies of CD4+ T-cell epitopes spanning NP and M1 proteins.
Some studies have suggested that exceedingly high antibody titres against a variant NP epitope, in a
particular HLA-haplotype, may predispose toward autoimmune-mediated narcolepsy [96]. However,
it is unlikely that a vaccine designed to predominantly induce cellular immunity will also induce
sufficiently high humoral immunity to affect this pathway; additionally, NP-containing vaccines can
be easily engineered to exclude this putative disease-causing epitope.

Regardless of the combination approach that may be taken, empirical-based design and iterative
testing will be needed. Special attention should be paid to determination of dose and route of
vaccination, to ensure that (1) the immune response is sufficient to clear the current infection, but also
generates a memory response able to respond to a recurrent and varying pathogen and that (2) the
immune response is best placed to clear a respiratory virus.

5. Conclusions

Obvious limitations of current seasonal influenza vaccines and the continuing threat of future
pandemics have made it clear that innovative vaccine solutions are needed. To address this need,
influenza research over the past decade has focused on the discovery of new (universal) antigenic
targets and improved vaccine modalities. Among the latter, those that have progressed into clinical
trials are viral vectors, plasmid DNA ([97] and more), recombinant proteins [98,99], and polypeptide
epitope sequences [100–102]. The focus of this review has been on viral vectors and their potential
as strong candidates for protective influenza vaccines. While most viral-vectored vaccine candidates
currently in the clinic are aimed at eliciting an antibody response against HA from specific clades,
several other candidates were designed to induce T-cell responses against more conserved influenza
proteins. An improved viral vector candidate could therefore contain a combination of antigenic
targets, harnessing the potential of these vaccine vehicles to induce both cellular and humoral immune
responses. Considering active, ongoing preclinical research in this area, the next five years carry the
promise of exciting and impactful results.
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