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ABSTRACT 
Enterotoxigenic Escherichia coli (ETEC) is a major cause of childhood diarrhoea in 
the developing world and the most common cause of travellers’ diarrhoea. A new 
oral multivalent ETEC vaccine (MEV) containing killed recombinant E. coli bacteria 
expressing increased levels of the most prevalent ETEC colonisation factors (CFs), 
i.e. CFA/I, CS3, CS5 and CS6, and the toxoid LCTBA, a hybrid between the binding 
subunits of ETEC heat labile toxin (LTB) and cholera toxin (CTB), has been 
developed at the University of Gothenburg. The main aim of this thesis was to 
analyse immune responses induced by MEV and related vaccines in humans, and to 
evaluate different approaches to enhance and measure such responses. 
 The safety and immunogenicity of two oral doses of a prototype of MEV, 
containing CFA/I over-expressing E. coli bacteria and LCTBA, were evaluated in a 
Phase I trial in adult Swedish volunteers. The vaccine was safe and induced 
significant faecal secretory IgA and intestine-derived antibody-secreting cell (ASC) 
IgA responses in peripheral blood against CFA/I and LTB, as well as IL-17A and 
IFNγ T cell responses to LTB. However, detailed studies of the kinetics of ASC 
responses induced by an oral inactivated model vaccine, the CTB-containing cholera 
vaccine Dukoral®, indicated that peak ASC responses may have been missed in the 
prototype ETEC vaccine trial assessing ASC responses 7 days after each vaccine 
dose. Thus, whereas CTB-specific ASC responses to Dukoral® peaked around 9 
days after the first dose, ASC responses to a second or late booster dose (given 6 
months - 14 years later) peaked already on day 4-5. The distinct kinetics of ASC 
responses to primary and booster vaccinations suggests that early peak ASC 
responses may indicate the presence of mucosal B cell memory. 
 In preparation for testing MEV with the mucosal adjuvant double-mutant LT 
(dmLT), we evaluated the effect of dmLT on human T cell responses in vitro. dmLT 
enhanced both IL-17A and IFNγ responses to LTB in cells from ETEC vaccinees and 
IL-17A responses to mycobacterial antigens in cells from BCG vaccinees; this effect 
was dependent on IL-1β and IL-23 and could be mediated via monocytes. 
 We also studied the functional characteristics of the antibody responses 
induced by MEV. Two oral doses administered ± dmLT to adult Swedish volunteers, 
as well as a single booster dose administered 13-23 months later, induced cross-
reactive mucosal antibody responses to multiple related, non-vaccine CFs. Using a 
novel assay, we showed that the avidity of both mucosal and serum antibodies to key 
vaccine antigens increased in response to the late booster dose.  
 Collectively, our results indicate that MEV can induce mucosal antibodies 
with the potential to protect against a broad range of ETEC strains. Our 
demonstration that dmLT can enhance T cell responses indicates that dmLT may 
promote B cell differentiation and memory development. Our studies of the kinetics 
of ASC responses have indicated optimal sampling time points for performing such 
analyses and established a method for memory assessment. These results are 
important for continued clinical evaluation of the new ETEC vaccine.  
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ABBREVIATIONS 
AE Adverse Event 
AI Avidity Index 
ALS Antibody in Lymphocyte Supernatant 
APC Antigen-Presenting Cell 
ASC Antibody-Secreting Cell 
BCG Bacillus Calmette-Guérin 
CF Colonisation Factor 
CFU Colony Forming Unit 
CT Cholera Toxin 
CTB Cholera Toxin B-subunit 
DC Dendritic Cell 
DALY Disability-Adjusted Life Years 
dmLT Double-Mutant LT 
ELISA Enzyme-Linked Immunosorbent Assay 
ELISPOT Enzyme-Linked Immunospot 
EPI Expanded Programme on Immunisation 
ETEC  Enterotoxigenic Escherichia coli 
FDC Follicular Dendritic Cell 
GALT Gut-Associated Lymphoid Tissue 
KSCN Potassium Thiocynate 
LPS Lipopolysaccharide 
LT Heat-Labile Toxin 
LTB Heat-Labile Toxin B-subunit 
MEV Multivalent ETEC Vaccine 
mLT Mutant LT 
PBMC Peripheral Blood Mononuclear Cells 
PHA Phytohaemagglutinin 
PPD Purified Protein Derivative 
PV Prototype ETEC Vaccine 
RV Reference ETEC Vaccine 
SIgA Secretory IgA 
ST Heat-Stable Toxin 
Tfh Follicular Helper T Cell 
Th Helper T Cell  
Treg Regulatory T Cell 
WCA Whole Cell Pneumococcal Vaccine Antigen 

 



 2 

INTRODUCTION 

Diarrhoea is still a principal cause of child morbidity and mortality in 
developing countries. Diarrhoeal disease accounts for approximately one in 
ten of all child deaths, second only to pneumonia after the neonatal period 
(Fig 1) [1]. Though the global mortality rate for diarrhoeal disease in children 
under five years is declining [1], the disease incidence is decreasing more 
modestly [2]. Children with poor health and malnutrition are more vulnerable 
to serious diarrhoea, and often suffer multiple episodes per year [3]; at the 
same time, diarrhoea exacerbates poor health and malnutrition, creating a 
vicious cycle. Repeated diarrhoeal episodes early in life thus convey multiple 
burdens, including growth stunting and cognitive impairment [4].  
 

 
Figure 1. Global causes of death in children under 5 years of age in 
2013, adapted from [1].  

 Enterotoxigenic Escherichia coli (ETEC) is a major cause of diarrhoea 
in the developing world, especially in children, as well as the most common 
cause of diarrhoea in travellers to these regions. The development of an 
ETEC vaccine is therefore considered an important goal in global health. A 
new oral ETEC vaccine has been developed at the University of Gothenburg 
in collaboration with Scandinavian Biopharma, Stockholm [5,6]. This 
vaccine contains killed recombinant E. coli bacteria expressing increased 
levels of the most prevalent ETEC colonisation factors (CFs) and the toxoid 
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LCTBA, a hybrid between the binding subunits of ETEC heat labile toxin 
(LTB) and cholera toxin (CTB). The main aim of this thesis was to analyse 
immune responses induced by a prototype and the complete multivalent 
formulation of this novel ETEC vaccine in human volunteers, and to evaluate 
approaches to enhance and measure these responses. The main features of 
ETEC infection, and properties of mucosal immune responses of relevance 
for protection against ETEC infection, are summarised below. Different 
approaches for developing and evaluating ETEC vaccines are also reviewed. 

ETEC 

Epidemiology 
The incidence of ETEC disease is difficult to determine, due to lack of wide-
spread diagnostic tools and the similarity of symptoms caused by ETEC and 
other enteric pathogens. Nevertheless, in the Global Burden of Disease study 
of 2010, ETEC was estimated to cause approximately 120 000 deaths in all 
age groups, 8% of all deaths due to diarrhoea that year [7]. Of these deaths, 
approximately 38 000 were in children under four years of age, with the peak 
incidence in children 28-364 days old, causing 1% of all deaths in that age 
group [7]. Apart from the considerable loss of life, ETEC is also a significant 
cause of global morbidity, estimated to account for 8% of all disability-
adjusted life years (DALYs) caused by diarrhoeal disease in 2010 [8]. 
 ETEC infection is particularly a burden in the developing world, and 
was recently found to be one of the top four causes of moderate-to-severe 
diarrhoea among children under five years of age in sub-Saharan Africa and 
South Asia (the other most common pathogens being rotavirus, 
Cryptosporidium and Shigella spp.) [3]. Studies from Egypt and Bangladesh 
show that mortality due to ETEC occurs predominantly in children under two 
years of age; multiple ETEC diarrhoeal episodes per year are also common in 
this age group [3,9,10]. Though ETEC mortality decreases with age, ETEC 
continues to impact health in later childhood and adulthood [11].  
 ETEC is also the most frequent cause of diarrhoea in travellers to 
Africa, Asia and Latin America. With an estimated 10 million ETEC 
episodes occurring in this population per year, this accounts for 20-60% of all 
travellers’ diarrhoea reported in different studies [12,13].  
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Bacteriology 
ETEC bacteria are a very diverse group of E. coli, which have the ability to 
colonise the small intestine via CFs and produce one or both of two 
enterotoxins: heat-labile toxin (LT) and heat-stable toxin (ST) (Fig 2). It was 
previously believed that ETEC bacteria were any E. coli lineage that could 
acquire, express and retain plasmids harbouring CFs and/or toxins. However, 
recent evidence from a whole genome sequencing study of a global ETEC 
strain collection indicates that ETEC consist of several identifiable stable 
lineages, with the majority containing consistent virulence profiles [14]. This 
implies that the plasmids encoding virulence factors were acquired once, and 
the strains then spread world-wide.  

 

Figure 2. ETEC 

Colonisation Factors 
ETEC colonises the small intestine by binding to the epithelium via CFs. 
Over 25 CFs have been identified, of which CFA/I, CS1-7, CS14 and CS17 
are the most common [15]. CFs are usually fimbrial or fibrillar in structure, 
consisting of hundreds of repeating copies of a major subunit with a minor 
subunit often located at the tip; they may also be nonfimbrial [15]. Both the 
major and minor subunits have been shown to be important in the binding of 
bacteria to the epithelium in different studies [16,17]. Individual ETEC 
isolates may express one, two or three different CFs; however, approximately 
30% of all isolates do not express any known CF [18].  
 Though the exact nature of most of the epithelial receptors for CFs are 
not known, the binding structures for some of the most prevalent ones have 
been identified, e.g. CFA/I binds to Lewis blood group and related structures, 
and CS6 binds to sulphatide [19,20].  

Colonisation 

factors

LT

ST

Flagella

O-antigen
LTA

LTB



 

5 

 Many CFs are closely related and have highly similar major and minor 
subunits. Thus, CFs can be subdivided into families, e.g. the CFA/I-like 
family (including CFA/I, CS1, CS2, CS4, CS14 and CS17) and the CS5-like 
family (including CS5 and CS7) [15,16]. Cross-reactive epitopes have been 
found within these families, and antibodies induced by infection with CFA/I-
expressing ETEC bacteria have been shown to cross-react with the related 
CS4 and CS14 antigens [21]. 

LT and ST Enterotoxins 
The relative proportions of LT, ST and LT+ST-producing ETEC vary 
according to geographical area and between patients with ETEC diarrhoea 
and asymptomatic carriers. Generally, 60% of ETEC isolates express LT, 
either alone (~30%) or in combination with ST (~30%) [18]. 
 LT is an A-B toxin, which is highly similar in amino acid sequence, 
3D-structure and function to the toxin produced by Vibrio cholerae, cholera 
toxin (CT) [22]. The enzymatically active A-subunit (LTA, comprising two 
chains: LTA1 and LTA2, joined by a proteolytically sensitive peptide) is 
embedded in a circular LTB pentamer (Fig 2). LTB binds irreversibly to gut 
epithelial cells via the ganglioside GM1 and other glycoproteins [23,24]. 
Upon binding and internalisation, the toxic A-subunit dissociates and induces 
a series of cellular events, resulting in the irreversible activation of adenylate 
cyclase. This causes levels of intracellular cAMP to increase, which in turn 
causes an imbalance in electrolyte movement in the epithelial cell. Chloride 
efflux, together with decreased sodium uptake, causes an osmotic movement 
of water across the gut wall into the lumen, resulting in watery diarrhoea 
[22]. 
 ST is a small, 18-19 amino acid peptide which binds reversibly to 
guanylate cyclase C, triggering an increase in the levels of intracellular 
cGMP. This causes a similar imbalance in electrolyte movement in the 
epithelial cells as LT, also resulting in watery diarrhoea [25]. 

Serotypes 
The ETEC serotype is defined by the O-antigen associated with the cell wall 
lipopolysaccharides (LPS) and the H-antigen of the flagella. The O-antigen is 
the ETEC antigen with the largest variety, with at least 100 different O 
groups identified [26]. An extensive meta-analysis of ETEC strains from 
many countries on most continents found that O6, O78, O8, O128 and O153 
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are the most common O groups [26]. The H serogroups are considerably 
fewer than the O groups, though at least 34 have been described [27].  

ETEC Infection  
ETEC is transmitted via the faecal-oral route and may be contracted by 
ingesting contaminated food or water. Surface waters have been found to 
harbour ETEC, hence bathing and using contaminated water in food 
preparation may also transmit infection [28]. Indeed, ETEC is usually a 
major cause of diarrhoea in any region where sanitation is inadequate. A high 
infectious dose of around 106 - 108 colony forming units (CFUs) is required 
for infection in human challenge studies [29,30], though this may be lower in 
the very young, elderly or malnourished. According to these studies, the 
incubation period is about two days. Mixed infections are common and may 
be seen in up to 40% of cases; asymptomatic carriage is high in areas of poor 
sanitation [27]. 
 ETEC bacteria attach to the epithelium via different CFs and do not 
invade the mucosa. Upon colonisation of the small intestinal epithelium, the 
bacteria proliferate and release LT and/or ST, causing sudden onset watery 
diarrhoea and often vomiting, allowing further spread of the bacteria in the 
environment. The disease severity may range from mild to very severe. 
ETEC diarrhoea is usually self-limiting, lasting 3-4 days. Micronutrient 
deficiency (including vitamin A and zinc) may increase the morbidity of 
diarrhoeal disease [27]. With adequate treatment, including oral rehydration 
therapy, zinc supplements and continued feeding, the mortality is usually 
very low [27,31]. 

Protective Immunity  
Several studies have demonstrated that exposure to ETEC results in the 
development of protective immunity. Epidemiological studies show that the 
incidence of ETEC diarrhoeal disease in endemic areas decreases with age 
[10,32]; the incidence also decreases in visitors who reside sufficiently long 
in endemic areas [33]. Furthermore, experimental ETEC infection of human 
volunteers has shown that subjects are protected against disease when 
rechallenged with the same strain [29,30], and natural infection also confers 
protection against reinfection with homologous strains [9]. 



 

7 

 Induction of IgA antibodies in the intestinal mucosa is considered 
essential for the protection against ETEC [5], but less is known about how 
these responses are initiated and how innate immunity may contribute to 
protection. General mechanisms of adaptive immune responses relevant for 
protection against non-invasive pathogens such as ETEC are summarised 
below. 

Mucosal Immune Responses in the Gut 
The mucosal surface of the gastrointestinal system, the largest immunological 
organ in the body, must maintain immunological tolerance to the microbiota, 
whilst also recognising and eliminating the numerically extremely rare 
pathogens. Intestinal adaptive immune responses are initiated in organised 
collections of lymphocytes and antigen-presenting cells (APCs) in close 
proximity to the epithelium, collectively referred to as the gut-associated 
lymphoid tissues (GALT), as well as in the gut-draining lymph nodes. The 
GALT consists of Peyer’s patches, found mainly in the distal ileum, and 
numerous isolated lymphoid follicles, which increase in density distally [34]. 
These GALT structures resemble those of lymphoid follicles in lymph nodes, 
but lack afferent lymphatics, as antigens are actively sampled directly from 
the mucosal surfaces. A summary of how the adaptive immune responses are 
induced in the intestinal mucosa is provided in Figure 3. 

Gut Homing 
Effector T and B cells generated in the GALT or the gut-draining lymph 
nodes are imprinted with gut-homing properties so that they circulate back to 
the lamina propria. Intestinal dendritic cells (DCs) and epithelial cells express 
RALDH, the enzyme required for retinoic acid biosynthesis from the dietary 
vitamin A [34]. Retinoic acid induces B and T cells to express the integrin 
α4β7 and the chemokine receptor CCR9 [34]. α4β7 binds to the MAdCAM-1 
protein expressed on the endothelium in the gut lamina propria and Peyer’s 
patches, and the chemokine ligand CCR9 (CCL25) is expressed by intestinal 
epithelial cells. Additionally, the chemokine CCL28, more generally 
expressed by mucosal epithelial cells, attracts IgA+ B cells expressing the 
chemokine receptor CCR10 [34]. Thus, effector lymphocytes generated in the 
GALT or draining lymph nodes can home back to mucosal sites. 
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Figure 3. A simplified schematic of mucosal immune responses to non-invasive bacteria.      
1. Peyer’s patches are covered by a follicle-associated epithelium containing many M-cells, 
specialised for effective antigen transfer. Immature dendritic cells (DCs) below the M-cells take 
up and process antigens and migrate to the interfollicular T cell areas of the Peyer’s patch.   
2. DCs present antigen to naïve T cells, causing them to differentiate into different effector T 
helper (Th) subsets, including Th1, Th17 and follicular Th (Tfh) cells; the exact factors 
controlling this polarisation in the human GALT are incompletely understood [35]. 3. Naïve B 
cells also take up, process and present antigen to cognate Tfh cells. This induces the B cells to 
initiate antibody class switching, which is heavily skewed towards IgA in mucosal immune 
responses, due to several factors including TGFβ, APRIL, BAFF, retinoic acid, as well as 
various combinations of Th cytokines produced by Tfh and presumably Th1 and Th17 cells 
[36]. The primed B cells will either enter existing germinal centres or form new ones together 
with follicular dendritic cells (FDCs) [36]. 4. The activated B cells will proliferate and undergo 
somatic hypermutation, during which random mutations in the antigen-binding variable regions 
of the antibodies are created [36]; the resulting B cell clones have surface antibodies of 
different affinities. These clones compete for antigen presented on the FDCs and for the limited 
Tfh help, which is provided via costimulation (e.g. CD40-CD40L and ICOS). Thus, B cell 
clones with high affinity antibodies will be positively selected [37].Tfh cells also secrete 
cytokines that promote growth and differentiation (e.g. IL-21, IL-4, IL-10 and TGFβ) [38]. 5. 
The surviving B cells may undergo further affinity maturation, or form memory B cells or 
antibody-secreting cells which may migrate from the GALT via draining lymph nodes with the 
effector T cells to the peripheral blood. During this stage, the antigen-specific B and T cells 
may be detected in the peripheral circulation. 6. Effector cells migrate back to mucosal effector 
sites like the lamina propria; the effector B and T cell functions are described separately in the 
text. 
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Humoral Immunity 
The majority of plasma cells in the lamina propria produce IgA dimers, 
joined together by the concurrently produced J chain. These IgA dimers are 
transported across the epithelium into the lumen via the poly-Ig receptor, 
expressed by mucosal epithelial cells, which binds to a domain of the J chain, 
resulting in the transcytosis of the receptor-antibody complexes [34]. On the 
apical epithelial cell surface, the poly-Ig receptor is proteolytically cleaved so 
the extracellular domain carrying the IgA is released. The cleaved part of the 
poly-Ig receptor that remains bound to the IgA is called the secretory 
component and the complex is called secretory IgA (SIgA). The secretory 
component protects SIgA from proteolysis by enzymes in the lumen [34]. 
SIgA has several important antimicrobial effects, including inhibiting 
bacterial adhesion, neutralising viruses and blocking toxins [36]. 

T Cell Effector Functions  
The majority of T cells in the lamina propria are CD4+ T helper (Th) cells 
and the most prevalent Th subsets in the intestinal mucosa are Th1, Th17 and 
regulatory T cells (Tregs) [39]. Th1 cells mainly produce IFNγ, which 
activates macrophages to kill intracellular microbes, promotes the cytotoxic 
activity of other cell types, enhances antigen presentation and stimulates the 
recruitment of other immune cells [40]. Th17 cells produce IL-17 and 
sometimes also IL-22, and many different cell types have receptors for these 
cytokines. Thus, IL-17 can promote fibroblasts and epithelial cells to secrete 
proinflammatory mediators, including IL-8, G-CSF and GM-CSF, which 
increase the production and release of neutrophils from the bone marrow and 
their recruitment to the tissue; IL-22 can induce the production of 
antimicrobial peptides and promote barrier function [41,42]. There is also 
evidence that Th17 cells may have important effects on humoral immunity. 
IL-17 can upregulate expression of the poly-Ig receptor on epithelial cells, 
thus increasing IgA secretion into the lumen [43], and intestinal Th17 cells 
appear to deviate towards a follicular Th (Tfh) phenotype in Peyer’s patches, 
where they induce germinal centre reactions and the development of IgA 
responses [44]. Human Tfh cells displaying Th17 properties have also been 
shown to be potent inducers of IgA production in naïve B cells [45]. On the 
other hand, Tregs suppress immune responses via several mechanisms, 
including the production of inhibitory cytokines such as IL-10 and TGFβ, or 
by IL-2 scavenging [46]. 
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 Of note, there is considerable plasticity in the Th subsets, especially in 
humans: Tregs can convert to Th17 cells in the presence of IL-1β and IL-6, 
and Th17 cells can give rise to Th1-like cells and Tfh cells [44,47,48]. Tfh 
cells can also take on Th1, Th17 and Treg properties, including production of 
the effector cytokines distinguishing these cell subsets [37,38]. 

Protective Immune Responses to ETEC 

Innate Responses 
As ETEC bacteria do not invade the intestinal epithelium, ETEC is 
considered a noninflammatory infection. However, studies in epithelial tissue 
cultures have shown that IL-8 expression may increase in response to ETEC 
infection, especially with ST-producing strains [49]. Increased levels of 
lactoferrin, IL-8, IL-1β and IL-1 receptor antagonist were also found in faecal 
samples from travellers to India with ETEC infection, indicating a mild 
innate inflammatory response [50]. IL-8 has a central role in host defence by 
recruiting neutrophils, and faecal leukocytes were found to be increased in 
children with symptomatic ETEC infection and asymptomatic carriage [51]. 
Furthermore, increased faecal IL-8 levels in children with asymptomatic 
ETEC carriage was associated with reduced infection duration [52], 
indicating that IL-8 may have a role in ETEC protection.  

Humoral Responses 
Humoral immune responses, particularly SIgA antibodies, are considered 
vital for the defence against non-invasive bacterial pathogens like ETEC. In 
patients infected with ETEC in endemic areas, humoral immune responses 
determined as specific IgA levels in mucosal samples (faeces and intestinal 
lavage fluid), antibody-secreting cells (ASCs) in duodenal biopsies and in the 
circulation, and serum antibodies, are usually induced against the CFs and O-
antigen of the infecting strain, as well as against LT after infection with LT-
producing ETEC [53-57]. Due to its small size, ST is non-immunogenic in its 
natural form and hence does not induce antibody responses after infection 
[25]. 
 When studying the protective effects of antisera directed against 
different ETEC antigens in ligated small bowel loops in rabbits, anti-LPS, 
anti-CF and anti-LT antibodies all protected against challenge with bacteria 
expressing the corresponding antigens [58]. A synergistic effect was seen 
when anti-CF and anti-LT antibodies were combined. Using the reversible 
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intestinal tie adult rabbit diarrhoea model, it was shown that previous 
infection with a CFA/I-expressing ST+LT+ ETEC strain protected against 
reinfection with not only the homologous strain, but also against a CFA/I-
expressing ST+LT+ ETEC strain with different O and H-antigens [59], 
indicating that anti-CF and anti-LT immune responses are of critical 
importance for protection.  
 Many studies have also demonstrated the importance of anti-CF 
responses in protective immunity against ETEC in humans. In challenge 
studies, subjects were protected against infection when rechallenged with CF-
homologous, but not CF-heterologous, ETEC strains [30]. Also, the oral 
administration of anti-CFA/I antibodies derived from bovine milk (from 
cows repeatedly immunised with CFA/I) to adult volunteers, provided 
protection against challenge with a CFA/I+ ETEC strain [60]. 
Epidemiological data also support the development of protective immune 
responses against ETEC infections. In a cohort study of children from birth to 
2 years of age in Bangladesh, no children had repeat episodes of diarrhoea 
with ETEC strains expressing CFA/I, CS1+CS3, CS2+CS3 or CS5+CS6, but 
had frequent episodes of diarrhoea with CF-heterologous strains [9]. 
Interestingly, even if the primary infection was asymptomatic, no repeat 
infections with CF-homologous strains were observed. Thus, anti-CF 
immunity clearly seems to afford protection against ETEC.  
 ETEC infection may also induce antibody responses against LT, 
mainly directed against LTB [5,55,56]. However, repeat infections with LT-
producing ETEC are commonly seen in field studies [9,56]. The poor 
protection induced by natural infection with LT expressing strains may be 
explained by the relatively low amounts of LT produced during ETEC 
infection [5]. However, several studies have shown that the relatively high 
amounts of CTB (which cross-reacts immunologically with LTB) included in 
the oral cholera vaccine Dukoral®, can induce protective immunity against 
ETEC [61-63], which will be discussed in more detail later.  

T Cell Responses 
Very little is known about the cellular immune response to ETEC infection in 
humans and the potential role of T cells in protective immunity. Though T 
cells are unlikely to have a direct role in protection, Th cells are crucial for 
the induction of antibody responses and the establishment of B cell memory. 
Thus, induction of the Th17 and Tfh lineages would likely be advantageous 
for protective mucosal immune responses against ETEC. Of note, both CT 
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and LT have been shown to promote the induction of Th17 responses against 
different vaccine antigens in mice [64-66]. The possible role of IL-8 in 
protection against ETEC as described above [49,50] is also noteworthy 
considering the ability of Th17 cells to promote fibroblasts and epithelial 
cells to secrete IL-8.  

Mucosal Vaccination 

Although mucosal surfaces are the main route of entry for infectious 
pathogens, most licensed vaccines are injected by parenteral routes. There are 
comparatively few mucosal vaccines routinely administered to humans 
(against poliovirus, rotavirus, V. cholerae, Salmonella Typhi and influenza) 
and of the vaccines recommended by the WHO’s Expanded Programme on 
Immunisation (EPI), only rotavirus and the oral polio vaccines are 
administered mucosally [67]. There are however many potential benefits of 
mucosal vs. injectable vaccines, including being easy and logistically simple 
to administer (hence not requiring trained healthcare professionals), being 
painless and also running less risk of transmitting infections [68]. Whilst 
there are parenteral vaccines that can induce protective immune responses 
against mucosal pathogens, this is mainly due to the invasive nature of the 
pathogens (e.g. poliovirus, S. Typhi) or the relative permeability of the 
mucosal tissue for serum-derived antibodies. Hence, to protect against non-
invasive infections (e.g. ETEC and cholera) at intestinal mucosal surfaces, 
which are normally poorly accessible to serum antibodies, local mucosal 
vaccination is most likely advantageous. 
 When planning the optimal route of administration, consideration must 
be taken regarding the compartmentalised nature of mucosal immune 
responses. The strongest immune responses are generally obtained at the site 
of vaccination and anatomically adjoining sites [69]. For example, oral 
vaccination induces immune responses mainly in the upper digestive tract 
and salivary glands, and rectal vaccination induces responses in the large 
intestine [69].  

Challenges of Mucosal Vaccination 
There are several challenges in the development of oral vaccines. Unlike 
parenteral vaccines, where antigen is injected into a normally sterile site, 
mucosal vaccines must induce immune responses in an environment of 
commensal bacteria and a highly tolerogenic immune system. At the same 
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time, whilst there are several adjuvants licensed to enhance immune 
responses to parenteral immunisation, there is currently no licensed adjuvant 
for mucosal vaccines. Furthermore, many oral vaccines have been found to 
be less immunogenic in developing countries compared to when used in 
developed countries. A striking example of this hyporesponsiveness is the 
rotavirus vaccine RotaTeq®, which was found to have a protective efficacy 
of over 90% in high income countries [70,71], yet only 39-49% in low 
income countries [72,73]. Though the reasons for this underperformance are 
poorly understood, several factors have been proposed [68,74], including 
“tropical enteropathy”, a subclinical inflammatory gut condition associated 
with villous blunting and impaired barrier function which may occur in 
people living in poor sanitary conditions. In addition, interference on vaccine 
take by maternal breast milk and/or placental antibodies, malnutrition and 
micronutrient deficiencies and concurrent parasitic infections have also been 
suggested as contributing factors, and great efforts are currently being made 
to investigate and try to overcome these obstacles. Encouraging results were 
seen in a study in Bangladeshi children receiving the oral cholera vaccine 
Dukoral®, where withholding breast feeding three hours prior to vaccination 
or zinc supplementation during the three weeks prior to vaccination 
significantly increased antibacterial antibody responses [75]. Of note, zinc 
treatment has also been shown to significantly increase IFNγ production of 
CTB-specific CD4+ T cells in children vaccinated with Dukoral® [76]. 
 Another obstacle for the development and clinical evaluation of 
mucosal vaccines is the measurement of immunogenicity in human subjects, 
as described in detail below. 

Measuring the Immunogenicity of Mucosal 
Vaccines in Humans 

Serum antibody levels (often measured as enzyme-linked immunosorbent 
assay (ELISA) titres) are frequently used to assess vaccine immunogenicity 
in clinical trials, due to the convenience and rapidity of the assays. Indeed, 
for some parenteral vaccines, the actual quantity of specific IgG antibodies 
that provides near 100% protection is known, a so-called absolute correlate of 
protection [77]. However, serum antibodies are seldom a good reflection of 
mucosal immune responses. Even though analysis of the number of vaccine-
specific IgA-secreting plasma cells in mucosal biopsies is likely the best 
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reflection of the immunogenicity of mucosal vaccination, this method is far 
too invasive and time-consuming to be used in clinical vaccine trials. As 
there are few described correlates of protection for mucosal vaccines, 
surrogate parameters are used, i.e. measurements of immunological responses 
that are indirectly related to the actual (often unknown) correlate of 
protection [77]. Three main surrogate parameters are often used to measure 
the immunogenicity of oral vaccines: serum antibodies (IgA and IgG), faecal 
antibodies (SIgA) and ASC responses in peripheral blood.  

Serum IgA and IgG 
Studies have shown that serum IgA and IgG against LT and CFs increase 
after both ETEC infection and vaccination [30,54,78]. Notably, the 
magnitudes of anti-CF serum antibody responses are usually lower after 
ETEC vaccination than after infection, and are much lower after vaccination 
in non-primed than in primed subjects [21,79,80]. In a study of Egyptian 
children, serum IgG reciprocal titres >76 against CFA/I were found to be a 
relative marker of protection against CFA/I-positive ETEC in children  under 
18 months of age, but not in older children [56]. In the same study, no 
corresponding serological marker for protection against LT-expressing 
bacteria was seen. However, it is still unclear how these serum IgG 
antibodies may be associated with the mucosal immune responses to ETEC 
infection or vaccination. Serum antibodies are therefore considered a marker 
of immunogenicity, but not necessarily a reflection of a protective mucosal 
immune response. 

Antibody-Secreting Cells 
The quantification of antigen-specific ASCs in peripheral blood after 
mucosal infection or vaccination is often considered to better reflect the 
mucosal immune response than analysis of serum antibodies. Primed B cells 
migrate from the inductive sites (GALT) and enter the circulation to home 
back and seed the intestinal mucosa (Fig 3). By assessing vaccine-specific 
ASCs after vaccination (traditionally 7 days after administration of each 
vaccine dose [81]), the vaccine-specific mucosal B cell responses can be 
estimated. Antigen-specific IgA ASC responses increase in blood after both 
ETEC and cholera vaccination and infection, and the large majority of ASCs 
induced by cholera vaccination have been shown to express the mucosal 
homing receptor integrin α4β7 [55,82-84]. The ASCs detected in blood 
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during early ETEC infection correlate with the number of ASCs detected in 
intestinal biopsy specimens one week later [55]. Vaccine-specific ASC 
responses after oral ETEC vaccination also reflect vaccine-specific SIgA 
levels in intestinal lavages [79]. Thus, ASC responses are considered relevant 
measurements of the local intestinal immune responses. Importantly, the 
transient nature of ASC responses in peripheral blood make these responses a 
more sensitive reflection of recent infection or vaccination compared to 
analysis of serum antibodies, which may remain elevated for a prolonged 
period (especially IgG) and mask recent immunological challenges. 
 ASC responses can either be measured by the enzyme-linked 
immunospot (ELISPOT) or the antibody in lymphocyte supernatant (ALS) 
assays, both of which are based on the detection of spontaneous secretion of 
antibodies by ASCs in culture. In the ELISPOT assay, the numbers of 
antigen-specific ASCs are determined by counting spots developed on a 
membrane [81], and in the ALS assay, the levels of antigen-specific 
antibodies spontaneously secreted by the ASCs in vitro are measured by 
ELISA [85,86]. Several studies have shown that results from the ALS assay 
closely correlate with results from the more traditional ELISPOT assay 
[85,87]. The ALS assay has many advantages over ELISPOT: it is much less 
laborious and as the supernatants can be stored and transported, the ALS 
samples can be analysed (and reanalysed) at convenience.   

Faecal IgA Responses  
Mucosal antibodies can also be measured directly in either intestinal lavages 
or extracts from faecal samples. Studies have shown that subjects respond 
with increased IgA antibody levels against both CFs and CTB in faecal 
samples after ETEC vaccination, and that these responses correlate well with 
corresponding IgA levels in lavage samples [79]. However, the sensitivity of 
the antibody analysis in faecal samples was slightly lower than that in 
intestinal lavage in this study. A correlation has also been observed between 
levels of faecal IgA against CFs and the number of CF-specific ASCs in the 
duodenum of patients after ETEC infection [55]. Although intestinal lavages 
have been considered the golden standard of assessing intestinal immune 
responses in humans, this method is labour intensive and unpleasant for the 
volunteers who have to drink two to four litres of isotonic salt solution on 
each sampling occasion. The comparative ease of collecting and analysing 
faecal samples makes this method more suitable in clinical vaccine studies. 
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Additional Parameters 
Apart from the immune response parameters described above, there are other 
characteristics of mucosal immune responses which might be useful to assess 
when evaluating the immunogenicity of oral ETEC vaccines, and when 
comparing different administration regimes and mucosal adjuvants. As not all 
antibodies are functionally equal, it may be of value to characterise antibody 
responses beyond mere quantity. One such functional characteristic is 
antibody avidity, which has been shown to be important in protection against 
several different infections [88-91]. Avidity is defined as the overall strength 
of the multivalent interactions between antibodies and their antigens, which 
develops as B cells undergo the germinal centre reaction. Avidity can be 
measured using complex biospecific interaction analysis methods, such as 
surface plasmon resonance, or by simpler, indirect assays such as chaotropic 
ELISA assays [92-94]. In a chaotropic ELISA, the stability of antigen-
antibody complexes is measured in the presence of chaotropic agents like 
urea, thiocynate or diethylamine, which disrupt the interactions that maintain 
the complexes (hydrophobic, electrostatic, hydrogen, van der Waals forces 
etc.). Low-avidity antibodies are more sensitive to the dissociating effect of 
the chaotrope than high-avidity antibodies, and therefore an avidity index can 
be calculated. Chaotropic ELISA analysis has been shown to be able to rank 
the avidities of monoclonal antibodies in the same order as biospecific 
interaction analysis [95].  
 Toxin-neutralisation capacity is another functional antibody 
characteristic, which is used as a primary immunological correlate of 
protection for many parenteral vaccines against toxin-producing pathogens, 
e.g. diphtheria and tetanus [96]. The ability of serum antibodies to neutralise 
LT can be measured using toxin sensitive cell lines (e.g. Y1-adrenal or CHO 
cells), thus enabling the quantification of anti-LT antibody function [97]. 
However, these assays are generally performed using serum samples, and 
their relevance for assessing mucosal immunity is currently unclear. 
 Although the induction of immunological memory is a cornerstone of 
vaccination, long-term memory is often not evaluated in clinical trials, due to 
the lack of simple methods for memory assessment, as well as time 
constraints. Previous studies of immune memory responses to mucosal 
vaccination in humans have primarily assessed circulating vaccine-specific 
memory B cells [98-100]. However, the relation between frequencies of 
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circulating memory cells and functional mucosal memory is not known at 
present. 
 Due to the central role of Th cells in promoting antibody responses and 
immunological memory, the characterisation of Th cell responses to mucosal 
vaccination could also be of use for vaccine assessment, especially when 
evaluating the effects of administering the vaccine together with mucosal 
adjuvants, which often have strong effects on T cell responses. It has 
previously been shown that the majority of subjects orally immunised with a 
first generation ETEC vaccine responded with vaccine-specific T cells [101]. 
These T cells were capable of producing IFNγ when cultured with the CFs 
included in the vaccine, indicating a Th1-response to ETEC vaccination. 
Considering recent advancements in the understanding of mucosal immune 
responses in humans, assessing the ability of mucosal vaccines to induce 
Th17 and Tfh responses would be of particular interest. 

Vaccines Against ETEC 

Cholera Vaccine 
The oral cholera vaccine Dukoral® was developed at the University of 
Gothenburg, and consists of whole-cell formalin-killed V. cholerae bacteria + 
1 mg recombinant CTB (referred to as rCTB-WC). Considering the extensive 
immunological cross-reactivity between CT and LT, this vaccine was tested 
for possible protective capacity against LT-producing ETEC via the rCTB 
component. Indeed, two doses of rCTB-WC were found to induce a 70% 
short-term protection (6 months) against LT-producing ETEC in Bangladesh 
[63]. Similarly, in studies of Finnish travellers to Morocco [61] and North 
American students travelling to Latin America [62], two doses of rCTB-WC  
have been shown to afford a significant 50-60% protection against travellers’ 
diarrhoea caused by LT-producing ETEC. 
 The short-term protection provided by rCTB-WC against LT-
producing ETEC has made its use as a travellers’ vaccine plausible [12,102]. 
However, as rCTB-WC only protects against travellers’ diarrhoea caused by 
LT+ ETEC strains, an ETEC vaccine inducing a broader and more long-term 
protection than rCTB-WC is needed, primarily in endemic, but also traveller 
populations. 
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The First Generation Killed Oral ETEC Vaccine 
After extensive studies of the virulence factors and protective antigens of 
ETEC bacteria isolated world-wide, an ETEC vaccine was developed by 
Ann-Mari Svennerholm et al. at the University of Gothenburg [5]. The 
adopted vaccine approach was to use killed ETEC bacteria expressing the 
most common CFs in immunogenic form on the surface, combined with an 
LT toxoid component, to be given orally. The great variation in O and H-
antigens in ETEC made these antigens less attractive vaccine targets, and 
whilst an ST component would be beneficial for protection, several attempts 
to make ST immunogenic and non-reactogenic have so far been unsuccessful 
[25,103,104]. The first generation ETEC vaccine contained 1 mg rCTB plus 
1011 formalin-killed wild-type ETEC bacteria of five different strains 
expressing high amounts of the most prevalent CFs, namely CFA/I and CS1-
5 (referred to as rCTB-CF ETEC). The vaccine was given in two oral doses 
in 150 ml of sodium bicarbonate solution. The rCTB-CF ETEC vaccine has 
been subjected to extensive clinical testing in Phase I-III trials in different 
parts of the world [5].  
 In several Phase I studies, rCTB-CF ETEC was found to be safe, and 
to give rise to mucosal immune responses against the different vaccine 
antigens in the majority of adult volunteers in Sweden, Egypt and Bangladesh 
[78-80,105]. In studies in endemic areas where subjects are most likely to be 
previously primed by natural infection (Egypt and Bangladesh), it was noted 
that immune responses (as measured by vaccine-specific ASCs in peripheral 
blood) were lower after the second than after the first vaccine dose [80,105]. 
Based on previous studies of oral live attenuated S. Typhi Ty21a vaccination 
[106], the hyporesponsiveness to the second dose was believed to be caused 
by the presence of neutralising antibodies in the gut mucosa. In the primed 
population, the first vaccine dose would serve as a “booster dose”. By then 
giving a second dose during an active mucosal immune response, the 
presence of mucosal antibodies capable of neutralising vaccine antigens 
before uptake would result in lower ASC responses. 
 In descending-age Phase II trials, the rCTB-CF ETEC vaccine was 
found to be well-tolerated and safe in Egyptian and Bangladeshi children 
(ages 18 months - 12 years), and was also immunogenic in this age-group 
[80,107,108]. However, when rCTB-CF ETEC was tested in infants (6-17 
months of age), the full dose of the vaccine induced vomiting and the study 
was terminated [109]. A tendency towards increased reactogenicity to the 
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vaccine was also seen in Egyptian children <12 months of age, compared to 
older children and adults [110]. Notably, there were no differences in 
vomiting between the groups receiving vaccine or E. coli K12 bacteria 
placebo in the Bangladeshi study [109], suggesting that this side-effect was 
either caused by the bicarbonate buffer in which the vaccine was given, or by 
Gram negative bacteria per se (which contain significant amounts of somatic 
antigens, including LPS, which may lead to gastrointestinal upset). In a 
subsequent Phase II dose-finding trial in Bangladeshi children (2-12 years 
and 6-17 months of age), a quarter of the full dose of rCTB-CF ETEC was 
found to be safe [109]. The quarter-dose of rCTB-CF ETEC induced similar 
responder frequencies to vaccine antigens as the full dose in older children 
and adults, though the magnitudes of responses were lower.  
 In a Phase III trial in North American travellers to Mexico or 
Guatemala [111], rCTB-CF ETEC provided a significant 77% protective 
efficacy against non-mild ETEC diarrhoeal disease (i.e. symptoms that 
interfered with daily activities or >5 loose stools per 24 hour period). 
However, no significant protection was seen against ETEC diarrhoea of all 
severities, i.e. including mild cases, in this study. In a further Phase III trial 
assessing the efficacy of rCTB-CF ETEC in Egyptian children (6-18 months 
of age), only a non-significant 20% protective efficacy was seen against 
mild/moderate disease [112]. There were mainly mild cases reported in this 
trial, which could in part have been due to the use of active surveillance, 
which often entails extensive reporting of mild disease. It has also been 
established that for many paediatric vaccines, e.g. against rotavirus, the 
protective efficacy against mild disease is considerably lower than against 
more severe diarrhoeal disease [113]. Nevertheless, immune responses, 
particularly against CFs, decreased with age and the youngest children in this 
study responded with comparatively lower serum antibody responses against 
CF antigens than the older children and adults in Egypt, as well as compared 
to adults in Sweden and the USA [5,114]. 
 Collectively, these clinical trials showed that the rCTB-CF ETEC 
vaccine was safe and immunogenic, providing a 77% protective efficacy 
against non-mild ETEC diarrhoeal disease in the adult traveller population. 
However, no significant protection was seen in young children in an endemic 
setting, and the vaccine also appeared to be less immunogenic and more 
reactogenic in this key target population. Because of this, further efforts have 
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more recently been made to develop an improved inactivated oral ETEC 
vaccine.  

The Second Generation Killed Oral ETEC Vaccine  
A combination of three main approaches have been taken to increase the 
immunogenicity of rCTB-CF ETEC and thereby the potential to use reduced 
doses in infants: over-expression of CFs, inclusion of a novel hybrid 
LTB/CTB toxoid and administration together with a novel mucosal adjuvant.  
Based on this, a second generation ETEC vaccine has been developed at 
University of Gothenburg, in collaboration with Scandinavian Biopharma. 

Over-Expression of CFs 
E. coli strains were modified with recombinant technology to overexpress 
key ETEC CFs ≥3-10-fold [115]. Thus, the vaccine formulation would 
contain an increased amount of CF antigen per dose and hence create the 
possibility to reduce the dosage for infants, without losing immunogenicity. 
As CS6+ ETEC strains had been shown to be increasingly prevalent in 
clinical isolates [111,116], a CS6-overespressing strain was added to the 
vaccine formulation to potentially increase vaccine coverage [115,117]. In 
rCTB-CF ETEC, CS6 was expressed, but in low amounts. Also, the killing 
ETEC bacteria with formalin (as was done with rCTB-CF ETEC) resulted in 
a complete loss of detectable CS6 antigen, a problem solved by treating the 
CS6-expressing strain with phenol instead, thereby conserving CS6 in an 
immunogenic form [117]. 
 Thus, the final formulation of the second generation multivalent ETEC 
vaccine (referred to as MEV) includes four formalin or phenol-inactivated 
recombinant E. coli strains expressing increased levels of CFA/I, CS3, CS5 
and CS6. 

LCTBA 
The second approach to increase the immunogenicity of MEV was to include 
a more LT-like toxoid than rCTB. A CTB-LTB hybrid toxoid, LCTBA, had 
been developed at the University of Gothenburg with the intention that an 
increased similarity to LTB would induce antibodies which would provide 
better protection against ETEC [118]. In LCTBA, seven amino acids in a 
surface-exposed part of CTB have been replaced by the corresponding amino 
acids of LTB, making it immunologically more similar to LTB than CTB 
[118]. Indeed, serum from mice vaccinated intraperitoneally with LCTBA 
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had a higher LT-neutralising capacity when compared to serum from mice 
vaccinated with CTB [118]. 

dmLT 
Thirdly, the possibility of administering the ETEC vaccine with an oral 
adjuvant was explored. As of yet, there is no licensed adjuvant for mucosal 
vaccines. Both CT and LT have potent mucosal adjuvant properties in mice, 
yet their toxicity prevents their use in humans [119]. As little as 5 µg of 
orally administered CT is sufficient to induce significant diarrhoea in 
humans, and 25 µg of LT can elicit up to 6 L of fluid secretion, seriously 
limiting the use of these enterotoxins as adjuvants in humans [119]. There 
have been several parallel attempts to develop mutants of CT and LT with 
lower enterotoxicity yet retained adjuvanticity, and more than 50 different 
mutants have been generated by site-directed mutagenesis [119]. 
 John Clements et al. at Tulane University in the USA developed 
LT(R192G) (also called mutant LT or mLT) in which the arginine in position 
192 is replaced with glycine (in the protease sensitive loop) in the 
enzymatically active A-subunit of LT [119]. This prevents cleavage of the A-
subunit, disrupting the enzymatic and toxic activity of LT. mLT retains 
potent adjuvant activity in animal models and is well tolerated when 
administered orally by itself in doses of 2 – 50 µg to adult human subjects; 
however, 100 µg of mLT induced mild to moderate diarrhoea in 
approximately 15% of volunteers [120]. When mLT was tested in Phase I 
clinical trials in combination with oral inactivated Helicobacter pylori and 
Campylobacter vaccines, 15-20% of the volunteers experienced diarrhoea 
[121,122]. In an attempt to further detoxify mLT, an additional mutation was 
introduced at a putative pepsin-sensitive proteolytic cleavage site [123]. 
Indeed, the toxoid LT(R192G/L211A) (double-mutant LT or dmLT) 
exhibited a reduced toxicity compared to mLT, as measured by intestinal 
fluid accumulation in mice, yet the intracellular cAMP production induced by 
dmLT in an epithelial cell line was undiminished [123]. dmLT has also been 
shown to enhance immune responses to tetanus toxoid and whole cell 
mucosal vaccines against Streptococcus pneumoniae and H. pylori in mouse 
models [123-125]. Therefore, dmLT was planned to be tested together with 
the second generation ETEC vaccine. 
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Other ETEC Vaccine Approaches   
There have been several parallel efforts to develop an effective ETEC 
vaccine. The candidate vaccines which have reached clinical testing are 
described briefly below. 

Live Attenuated Vaccine 
ACE527 is a live attenuated vaccine, composed of three ETEC strains 
collectively expressing CFA/I, CS1, CS2, CS3, CS5, CS6 and LTB, and 
genetically modified by having had the toxin genes removed and deletion 
mutations made in the aroC, ompC and ompF genes [126]. When two doses 
of ACE527 were given in two different dosages (either 1010 or 1011 CFUs) in 
a Phase I trial, the vaccine was found to be safe and immunogenic with 
significant immune responses (as measured by IgA in ALS specimens) 
against key antigens [127]. However, in a Phase IIb vaccination/challenge 
study, testing two doses of 1011 CFUs, only a non-significant, 27% protective 
efficacy against moderate/severe diarrhoea was seen [128]. Also, a 
significantly increased frequency of vomiting was seen in the vaccinees 
compared to the placebo group. Further clinical studies of this vaccine have 
been performed, but the results remain to be published. 

LT Patch Vaccine 
An intriguing approach to an ETEC vaccine, evaluated in extensive clinical 
studies, was to deliver native LT transcutaneously via a skin patch, aiming to 
cause antigen up-take by APCs in the skin [129]. Thus, anti-LT immune 
responses would be induced, but without the enterotoxicity associated with 
oral administration. In a Phase II challenge study, three doses of the LT 
patch, given at three-week intervals, were found to be safe and immunogenic, 
but failed to protect vaccinees against ETEC [129]. Yet, in a double-blinded, 
placebo-controlled Phase II trial in adult travellers to Mexico/Guatemala, two 
doses of the LT patch afforded significant protection against travellers’ 
diarrhoea of any aetiology, but not against LT+ ETEC specifically [130]. 
However, in a large Phase III trial in adult travellers to Mexico/Guatemala, 
two doses of the LT patch provided some protection against LT+ ETEC, but 
failed to protect against travellers’ diarrhoea caused by all ETEC (the primary 
endpoint of the study) or any other pathogen [131]. This vaccine is no longer 
under development. 
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CF Subunit Vaccines 
As purified CFs are easily degraded by proteolytic enzymes in the 
gastrointestinal tract, they are less suitable as oral antigens. For example, 
when three or four doses of purified CS6, given alone or encapsulated in a 
biodegradable polymer, were given to subjects in a Phase I trial, anti-CS6 
ASC and serum IgA responses were low, even when administered together 
with 2 µg mLT [132]. 
 Another approach is to only use the tip adhesins of the CFs, 
administered parenterally. Although there is some debate over the relative 
contribution of the major and minor (tip) subunits of CFs to epithelial binding 
and therefore pathogenicity, there is evidence that for the CFA/I group of 
fimbrial antigens, the minor subunit (called CfaE) is the adhesin [16]. CfaE is 
also highly similar within the CFA/I group [16]. Thus, by inducing antibodies 
against CfaE, the bacterial adhesion of all CFA/I-expressing strains to 
intestinal epithelium may be blocked. Clinical trials have been performed 
where CfaE was injected intradermally, either alone or as a chimera fused 
with the A2 domain of CT and non-covalently complexed with LTB, in 
combination with mLT [133]. A Phase II challenge study testing this vaccine 
has recently been performed, but the results from this trial have not yet been 
presented. 
 

**** 
 
 Among the different ETEC vaccine candidates, the second generation 
oral killed ETEC vaccine developed at the University of Gothenburg is 
currently considered to be the most advanced. The studies included in this 
thesis describe several important steps in the clinical evaluation process of 
this second generation ETEC vaccine, including a clinical Phase I trial of a 
prototype ETEC vaccine, assessment of cross-reactivity and avidity of 
antibodies induced by a complete multivalent ETEC vaccine, as well as 
methodological studies using an oral cholera vaccine. For clarity, results from 
all Phase I clinical trials of the multivalent ETEC vaccines performed so far 
are also summarised in this thesis. 
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AIMS 

The overall aim of this thesis was to analyse mucosal immune responses 
induced by novel oral inactivated ETEC vaccines in human volunteers and to 
evaluate different approaches to enhance and measure such responses.  

The specific aims were: 

• To evaluate whether a prototype second generation ETEC vaccine was safe 
and immunogenic in adult Swedish volunteers.  

• To establish and optimise assays for evaluation of functional aspects of 
immune responses to mucosal vaccination in humans, including assessment 
of antibody avidity, antibody cross-reactivity and immunological memory. 

• To study T cell responses to ETEC vaccination and to evaluate whether the 
novel mucosal adjuvant dmLT can influence T cell responses to ETEC as 
well as model vaccine antigens in vitro. 

• To analyse if a multivalent ETEC vaccine induces cross-reactive and high 
avidity antibodies, and if dmLT influences avidity development. 
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MATERIALS AND METHODS 

Vaccines (Papers I-IV) 
In this thesis, the immune responses in humans to several different vaccines 
were analysed (Fig 4). In papers I and III, a prototype second generation oral 
ETEC vaccine and a reference vaccine to the first generation ETEC vaccine 
were studied. In paper III, immune responses to the previously administered 
parenteral Bacillus Calmette-Guérin (BCG) vaccine against Mycobacterium 
tuberculosis were also studied. In paper II, the oral cholera vaccine Dukoral® 
was used, and in paper IV, samples from two Phase I trials of the complete 
second generation oral ETEC vaccine MEV were analysed. 
 Oral ETEC or cholera vaccines were administered in 150 ml of sodium 
bicarbonate solution, in a two-dose regime with a two-week interval; subjects 
were not allowed to eat 1 hour before or after vaccination. In papers II and 
IV, a single oral booster dose of either vaccine was also administered to 
previously vaccinated subjects. The BCG vaccine is given intradermally in 
one dose, usually shortly after birth, in adolescence or later if an adult is 
considered at high-risk (e.g. during medical training). 

ETEC Vaccines 
Reference vaccine (RV): killed, whole cell vaccine, containing 3x1010 ETEC 
bacteria expressing CFA/I + 1 mg rCTB. This vaccine was comparable to the 
CFA/I expressing strain in the 1st generation ETEC vaccine. 

Prototype ETEC vaccine (PV): killed, whole cell vaccine, containing (at 1x 
dosage) 3x1010 recombinant E. coli bacteria expressing increased levels of 
CFA/I + 1 mg LCTBA, given at either 1x or 4x dosage.  

Multivalent ETEC vaccine (MEV, commercial name ETVAX): killed, whole 
cell vaccine, containing four recombinant E. coli strains (2x1010 bacteria per 
strain) expressing increased levels of CFA/I, CS3, CS5 and CS6 + 1 mg 
LCTBA, given alone, or with 10 or 25 µg dmLT.  

All vaccine strains were constructed by researchers the University of 
Gothenburg in collaboration with Scandinavian Biopharma, Stockholm 
[5,115,134]. The vaccines were produced by Unitech Biopharma, Sweden. 
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Cholera Vaccine 
Dukoral®: killed, whole cell vaccine, containing 1.25 x 1011 V. cholerae 
bacteria + 1 mg rCTB. The licensed vaccine is produced by Crucell. 

Volunteers (Papers I-IV) 
All subjects included in this thesis (n=179, median age 29 years, range 19-62, 
56% females) were healthy, adult volunteers recruited from the Gothenburg 
region (Table 1).  
 
Table 1. Subject demographics 

 Paper  
Characteristics I II III IV Total 

Immune status 
at recruitment 

ETEC 
naïve 

Cholera naïve 
or vaccinated 

with 
Dukoral® 

ETEC 
naïve or 

vaccinated 
with BCG 

ETEC 
naïve or 

vaccinated 
with MEV 
± dmLT 

 

Total n 59 18 26a 76 179 

Sex 
Male 29 (49%) 6 (33%) 7 (27%) 36 (47%) 78 (44%) 
Female 30 (51%) 12 (61%) 19 (73%) 40 (53%) 101 (56%) 

Age 
Median 27 33 30 24 29 
Range 19-46 21-62 19-58 20-43 19-62 

a Plus 20 subjects vaccinated with RV or PVx1 in Paper I 

 
 In paper I, 72 subjects were screened for eligibility of which 60 were 
included in the study. The included subjects were established as healthy by 
medical history and examination, with clinical chemistry and haematology 
testing. Subjects who had received the cholera vaccine Dukoral® during the 
last five years or travelled to ETEC-endemic countries within the last two 
years were excluded. Additionally, subjects who were pregnant, breast-
feeding, immunised with any other vaccine or taking immunomodulating 
drugs less than four weeks prior to and during study participation, or had 
gastroenteritis within two weeks prior to study participation, were also 
excluded. 
 In paper II, nine subjects not previously vaccinated with Dukoral® or 
exposed to cholera or ETEC (i.e. never travelled to a country where these 
infections are endemic), and nine subjects who had previously received at 
least two doses of Dukoral® six months to 14 years prior, were included. 
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 In paper III, 39 BCG-vaccinated volunteers were screened for in vitro 
responses to tuberculin purified protein derivative (PPD). Of these, 26 
subjects with a ≥ two-fold increase in IL-17A production in peripheral blood 
mononuclear cells (PBMCs) stimulated with PPD compared to non-
stimulated cells were included in the study. Samples from an additional 20 
subjects vaccinated with PVx1 or RV described in paper I were also used in 
paper III. 
 In paper IV, samples from 76 subjects included in a Phase I clinical 
trial of MEV were used [135]. These subjects were established as healthy as 
in paper I, with similar exclusion criteria. In this study, ETEC-naivety was 
established by excluding subjects who had previously received cholera or 
ETEC vaccines, travelled to ETEC-endemic countries within the last three 
years, or been brought up in, or resided for more than two months during the 
last 10 years, in such areas. Additionally, samples from 34 subjects included 
in a follow-up study of MEV, in which a single oral dose of MEV was given 
13-23 months after primary vaccinations to a randomly selected subgroup of 
subjects from the initial vaccination study [Lundgren et al., submitted], were 
also used.  
 All studies were approved by the Ethical Review Board for Human 
Research of the Gothenburg Region and written informed consent was 
obtained from each volunteer before participation. The clinical ETEC vaccine 
trials were also approved by the Swedish Medical Product Agency. 

Study Design and Endpoints of the Phase I Clinical 
Trial (Paper I) 
The clinical trial comparing PV and RV was a three-armed, randomised, 
double-blind, comparator-controlled Phase I trial. The primary safety 
endpoint was that the adverse events (AEs) caused by PV should be non-
severe in nature and not significantly exceed those of RV. The primary 
immunogenicity endpoint was that intestinal or intestine-derived IgA immune 
responses (i.e. ASC responses) against CFA/I and/or LTB should be 
significantly higher following immunisation with PV, at any of the two 
dosage levels tested, than after immunisation with RV.  
 The study was performed at the Department of Microbiology and 
Immunology at the University of Gothenburg between the 12th of May and 
the 15th of December 2010, and all clinical work and immunological analyses 
were performed by employees at the department. The study was monitored 
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by Gothia Forum at the Sahlgrenska University Hospital, Gothenburg, 
Sweden. 

Safety Procedures (Paper I) 
The volunteers underwent physical medical examinations at screening and 
the last follow up visit (day 42-49). Clinical chemistry (electrolytes, kidney 
and liver function tests) and haematology testing (complete blood count) was 
performed at screening and one week after each vaccine dose.  
 The volunteers recorded all AEs and medications in diaries daily 
during the seven days after each vaccination, and thereafter if and when they 
occurred until the last follow-up visit. Solicited AEs (i.e. AEs actively asked 
for) were gastrointestinal symptoms such as abdominal cramps, nausea, 
vomiting, diarrhoea/loose stools and fever. An independent safety committee 
evaluated all safety data collected between days 0 and 21 in each vaccine 
cohort as satisfactory and benign, in order for immunisation of the next 
cohort to be allowed to proceed. For the first dosing cohorts where PVx1 or 
PVx4 were given, each subject was observed for at least 60 minutes after 
each immunisation before the next subject was allowed to be vaccinated and 
a maximum of two subjects were vaccinated per day. The vaccine cohorts 
were organised in such a way that the 4x dosage of PV was only administered 
in the later cohorts. This dose escalation strategy ensured that no serious or 
severe AEs were seen at the 1x dose of PV before the 4x dosage was 
administered. 

Sample Collection (Papers I-IV) 
In the clinical trial of PV (paper I), serum samples were collected on days 0 
(before administration of the first vaccine dose), 7, 14, 21 and 42 (Fig 4A). 
Heparinised blood, for isolation of PBMCs, and stool samples were collected 
on days 0, 7 and 21. Stool samples were immediately frozen at -20oC by the 
volunteers. Blood was also sampled at screening and on days 7 and 21 for 
clinical chemistry and haematology testing. PBMCs from a subgroup of 
subjects from this trial were also used in paper III. 
  To determine the kinetics of the immune responses to cholera 
vaccination (paper II), heparinised blood and serum were collected pre-
vaccination (day 0) and on days 4/5, 7, 9 and 14 after the first dose, and on 
days 3/4, 5 and 7 after the second or late booster dose (Fig 4B).  
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Figure 4. Vaccination and sampling time points. 
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 To analyse the in vitro effect of dmLT (paper III), heparinised blood 
was collected from subjects previously vaccinated with BCG for isolation of 
PBMCs.  
 To analyse the cross-reactivity and avidity of antibodies induced by 
MEV (paper IV), samples from two clinical trials of MEV were used (Fig 
4C). In the primary vaccination trial [135], serum samples were collected on 
days 0, 7, 14, 19, 21, 28 and 40-56. Heparinised blood was collected on days 
0, 7, 19 and 21, and stool samples were collected on days 0, 7, 14, 19, 21 and 
28. In the booster vaccination trial [Lundgren et al., submitted], serum and 
heparinised blood were collected on days 0, 4/5 and 7. 

Determination of ASC Responses (Papers I, II and 
IV) 
As previously described, antigen-specific ASCs induced by mucosal 
vaccination can be detected when they are recirculating in the blood from the 
inductive sites in the mucosa. To detect ASCs, PBMCs were immediately 
isolated from heparinised blood by gradient centrifugation on Ficoll-Paque 
and the ASC responses were determined using two methods: ALS and 
ELISPOT.  
 In the ALS assay, PBMCs were cultured for 72 hours, after which the 
supernatants were collected and centrifuged as previously described [87]. 
Protease inhibitors were added and the supernatants stored at -70oC until 
analysis of specific antibodies using ELISA.  
 In the ELISPOT assay, the numbers of antigen-specific ASCs were 
determined as described [136]. Briefly, 96-well ELISPOT plates were coated 
with 10 µg/ml purified CFA/I, or GM1 followed by 2.5–5 µg/ml LTB or 
CTB and the PBMCs were incubated on these plates overnight. Antibodies 
secreted by individual ASCs were detected as spots on the culture well 
membrane bottom, using anti-human IgA-HRP or IgG-AP and enzyme 
chromogen substrates, and the numbers of antigen-specific ASCs per total 
PBMCs were determined. 

Measurement of Antibody Levels in Serum, ALS 
and Faecal Samples (Papers I, II and IV) 
Serum was immediately separated from blood by centrifugation and stored at 
-20oC until analysis. For analysis of faecal samples, antibodies were extracted 
[79] and stored at -70oC until analysis. Specific IgA and IgG antibody 
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responses to CFs, LTB and CTB in ALS, faecal and serum samples were 
measured by ELISA, as described [78]. Briefly, LTB and CTB-specific 
antibodies were analysed by coating low-binding plates with GM1 followed 
by 0.5-1 µg/ml LTB or CTB; CF-specific antibodies were analysed by 
coating high-binding plates with 0.3-1 µg/ml CFA/I, CS1, CS5, CS7, CS14 
or CS17. Samples were added in serial dilutions and anti-human IgA- or IgG-
HRP was added after incubation. The plates were developed using H2O2-
OPD and read in a spectrophotometer. Endpoint antibody titres were 
determined as the reciprocal interpolated dilutions giving an absorbance of 
0.2 above the background at 450 nm (mucosal samples) or 0.4 above the 
background at 490 nm (sera). The faecal antibody levels were determined as 
the antigen-specific SIgA titre (Paper I), or the antigen-specific SIgA titre 
divided by the total SIgA concentration of each sample (Paper IV) [79]. The 
magnitudes of immune responses (fold rises) were calculated as the post-
immunisation divided by pre-immunisation antibody levels. 

Determination of Antibody Avidity (Paper IV) 
Antibody avidity was measured using two methods: potassium thiocynate 
(KSCN) elution and a limiting antigen dilution assay. 
 The KSCN elution assay is based on a traditional ELISA, with the 
addition of a KSCN wash, as previously described [93,94]. KSCN is a mild 
chaotropic agent which dissociates low-avidity antibodies. Serum samples 
were incubated on GM1+LTB coated microtitre plates at a 1:100 dilution, 
after which two-fold dilutions of KSCN, ranging from 7.5 M to 0.117 M, 
were added. The antibody avidity index (AI) was defined as the concentration 
of KSCN needed to displace 50% of bound antibodies. 
 The limiting antigen dilution assay is based on how effectively 
antibodies bind to decreasing levels of immobilised antigen in an ELISA. 
Using microtitre plates coated with two different concentrations of antigen, 
serum or ALS samples were incubated in serial dilutions. The AI was defined 
as the ratio of antibody titres at these two antigen concentrations (AI= titre at 
lower coating concentration / titre at higher coating concentration). 

Determination of Toxin Neutralisation (Paper IV) 
LT toxin neutralisation titres were determined using the Y1 adrenal cell 
assay, as previously described [97]. Briefly, serum samples mixed with 
trypsin-treated LT were added to flat bottom microtitre plates with Y1 cells 
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cultured to confluence. The neutralisation titre was defined as the reciprocal 
serum dilution at which <50% of the adrenal cells were affected by toxin 
(seen by microscopy as a rounding of the cells). 

Determination of T Cell Responses (Paper III) 
PBMCs were isolated from heparinised blood immediately after collection. 
For experiments using specific cell populations (CD4+ T cells and CD14+ 
monocytes), positive isolation and negative depletions were performed using 
immunomagnetic beads. The purity of the cell fractions were confirmed by 
flow cytometric analysis.  
 PBMCs were stimulated with PPD (SSI, Denmark), the whole cell 
pneumococcal vaccine antigen WCA (kindly provided by R. Malley, USA 
[125]), LTB or phytohaemagglutinin (PHA). Additionally, increasing 
concentrations of the toxins/toxin derivatives CT, LT, mLT, dmLT and LTB 
were added (kindly provided by J. Clements, USA). Supernatants were 
collected after 72 (PHA stimulation) or 120 (antigen stimulation) hours and 
stored at -70oC until analysis of IL-17A, IL-13 and IFNγ, using commercial 
ELISA kits (eBioscience and R&D, USA). 
 For cytokine neutralisation, antibodies against IL-1β, IL-6, IL-23, as 
well as isotype controls, were added to the cell cultures. To assess the effect 
of dmLT on APCs, CD14+ monocytes were stimulated with antigen ± dmLT 
for 24 hours. After washing, autologous CD4+ T cells were added and 
supernatants were collected after 120 hours of co-culture. 
 Cell proliferation was determined by measuring incorporation of 
radioactive thymidine. 

Statistical Analyses 
Antibody titres (log-transformed) were evaluated using t-tests with 
Bonferroni correction. Antibody avidity, neutralisation titres and cytokine 
responses were evaluated using the Wilcoxon signed rank test, Mann-
Whitney test or Friedman test with Dunn’s multiple comparison post test, as 
applicable. 
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RESULTS AND DISCUSSION 

Safety and Immunogenicity of PV (Paper I) 

The first Phase I trial of the second generation ETEC vaccine aimed to 
evaluate the safety and immunogenicity of a prototype of the complete 
vaccine, containing 3 x 1010  CFA/I-overexpressing E. coli bacteria plus 1 mg 
LCTBA (at x1 dosage), given in two oral doses at a two-week interval. This 
was done by comparing the prototype vaccine (PV) at two different dosages 
(x1 and x4) with the first generation ETEC vaccine strain expressing CFA/I 
(reference vaccine, RV). Since the complete multivalent second generation 
ETEC vaccine (MEV) would consist of four CF over-expressing E. coli 
strains, the x4 dosage of PV (i.e. 1.2 x 1011 bacteria) was included in the trial 
to mimic the bacterial content of the complete vaccine. 
 As this was a comparator-controlled study, where the potential 
superiority of the CF over-expressing bacteria over the wild-type ETEC 
strains was studied, no placebo was included. Since the complete first 
generation ETEC vaccine had undergone extensive safety testing in both 
adults and children, using both bicarbonate buffer alone [78] and heat-killed 
E. coli K12 bacteria [107,109,136] as placebo, testing the safety of PV 
against RV was considered satisfactory. Nevertheless, due to the fact that two 
new pharmaceutical products were to be tested in the PV trial (the CFA/I 
over-expressing bacteria and LCTBA) the safety procedures required by the 
regulatory authorities were stringent, as described in the methods section.  

Safety Analyses 
Subjects reported AEs in diaries during the whole trial period (day 0-42). The 
subjects self-assessed the AE intensity as mild (does not interfere with 
normal activities), moderate (uncomfortable but not hazardous, may interfere 
but not prevent normal activities) or severe (incapacitating or hazardous). 
These diaries were then monitored by the investigators at each visit. The 
relationship of the AEs to vaccination was judged by the study physician as 
probably, possibly or unlikely to be associated with vaccination, based on 
knowledge of reactions of a similar nature previously observed with related 
vaccines and the temporal association (within 72 hours) with vaccination 
[111]. 
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 As expected, based on previous studies with active surveillance via 
study diaries, a relatively high proportion of subjects reported at least one AE 
(78%). However, of the total 119 AEs reported, the vast majority were mild 
(77%) or moderate (19%). Most of the AEs were deemed not associated with 
vaccination (72%), such as back pain and nasopharyngitis, and the 4% of 
AEs classified as severe belonged to this group. None of the AEs were 
serious (defined as life-threatening, or resulting in a considerable disruption 
to the performance of normal living functions, a congenital defect, 
hospitalisation or death), no AEs occurred during the 60 minute observation 
period directly after vaccination, and no volunteers displayed any discomfort 
or changes in vital parameters during this observation time.  
 Of the 33 AEs (28% of all reported AEs) which were considered 
possibly or probably associated with vaccination, 82% were of mild intensity, 
18% were of moderate intensity and none were severe. The majority of these 
AEs were of gastrointestinal origin, such as nausea, loose stools or abdominal 
pain (Table 2). No volunteer had diarrhoea during the trial (defined as at least 
three loose stools within a 24-hour period), and only one subject vomited 
after having received the second dose of PV at the x4 dosage. No significant 
differences in frequency or severity of AEs were seen between the different 
study groups. The few deviations in clinical chemistry and haematology seen 
were not deemed clinically relevant.  
 

Table 2. Number of subjects reporting solicited AEs deemed to have a 
possible or probable relation to vaccination. 

 
Adverse event 

RV 

(n=20) 
PVx1 

(n=20) 
PVx4 

(n=19) 
Nausea 3 (15%)a 2 (10%) 4 (21%) 
Vomiting 0 0 1 (5%) 
Abdominal pain 1 (5%) 1 (5%) 1 (5%) 
Loose stools 3 (15%) 1 (5%) 1 (5%) 
Diarrhoea 0 0 0 

a  Number (%) of subjects who reported the specified AE during the trial. 
 
 Thus, RV and PV were both very well tolerated with a good safety 
profile, and the primary safety endpoint of the trial was met. The AE pattern 
was similar to that observed in several previous clinical trials of the first 
generation ETEC vaccine [78,80,105]. As AEs recorded in those trials 
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occurred at a similar rate in the groups receiving vaccine or placebo (either 
bicarbonate buffer alone or killed E. coli K12 bacteria), the gastrointestinal 
symptoms seen in this trial are likely to have been at least partially caused by 
the bicarbonate buffer in which the vaccine was administered. The few mild 
gastrointestinal AEs seen after vaccination with PV are also put into 
perspective when compared to the AEs reported after vaccination with the 
live attenuated ETEC vaccine ACE527, where 39% of volunteers in the 
vaccine group reported diarrhoea or loose stools and 19% reported vomiting 
[128]. 

Immunogenicity Analyses 
Three parameters were used to study vaccine immunogenicity in this trial: 
serum antibodies (IgA and IgG), faecal antibodies (SIgA) and ASC responses 
in peripheral blood (ALS IgA).  

Responses to LCTBA 
All immunisations (RV, PVx1 and PVx4) induced significantly increased 
levels of serum and ALS IgA and faecal SIgA antibodies against LTB.  
 When comparing the different vaccines, immunisation with RV 
resulted in significant serum IgA responses to LTB in 80% of subjects, and 
PV in 95%. The strongest serum IgA responses were seen on day 21 and the 
post vaccination titres that day were significantly higher in subjects 
vaccinated with PVx1 (two-fold) and PVx4 (three-fold) compared to subjects 
vaccinated with RV (Fig 5A). IgA serum responses had started to decline on 
day 42 after all immunisations. Similar trends were seen for anti-LTB serum 
IgG responses, but the IgG titres remained high on day 42. 
 Significant anti-LTB IgA responses in ALS samples were observed in 
95-100% of subjects in all vaccine groups. Responses to both RV and PV 
increased substantially already after one dose (day 7), and increased further 
after the second dose on day 21 (Fig 5B). Although the magnitudes of anti-
LTB ALS responses were on average two-fold higher in subjects immunised 
with PVx1 or PVx4 compared to RV, there were no significant differences in 
either magnitudes or frequencies of responders in ALS responses to LTB 
among the groups. 
 



 36 

 
 
Figure 5. Antibody responses in serum and ALS samples after vaccination with reference 
vaccine (RV), or prototype vaccine (PV) at two different dosages. Subjects were given 2 
vaccine doses, on days 0 and 14. IgA antibody levels (GM + SEM) against LTB in serum (A) 
and ALS samples (B), and against CFA/I in ALS samples (C) were analysed before 
immunisation (day 0) and on days 7 and 21 after the first immunisation. Maximum GM fold 
rises (Max FR) and cumulative responder frequencies are indicated. Statistical analyses were 
performed using an unpaired t-test with Bonferroni correction. *P<0.05, **P<0.01. 

 Significant anti-LTB IgA responses in faecal extracts were observed in 
47% and 63% of subjects immunised with RV or PVx1. Although the anti-
LTB SIgA responder frequencies and magnitudes of responses in subjects 
vaccinated with PV were slightly higher, these responses did not differ 
significantly to responses in subjects vaccinated with RV. There were 
however significantly higher and more frequent (95%) SIgA responses in 
subject vaccinated with PVx4 compared to RV. 
 LCTBA was as effective as CTB at inducing anti-CTB responses in 
serum, ALS and faecal specimens. Thus, the antibody responses to LCTBA 
were highly cross-reactive to CTB and LTB, and could potentially provide 
considerable cross-protection against both LT and CT. 
 Collectively, our results show that LCTBA was a safe and a potent 
immunogen. LCTBA induced higher anti-LTB serum IgA responses than a 
corresponding dose of CTB and was equal to CTB at inducing anti-CTB 
responses. Therefore, the attempt to make a more LTB-like toxoid was 
deemed successful. Based on these data, it was decided that LCTBA would 
be included in the complete second generation ETEC vaccine. 
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Responses to CFA/I 
As expected, the anti-CFA/I serum responses to all immunisations were low, 
consistent with results from other vaccine trials in adults in non-endemic 
countries of both the first generation ETEC vaccine [78], as well as anti-CF 
serum responses to the live attenuated vaccine [127]. Thus, vaccination with 
RV resulted in serum IgA responses to CFA/I in 25% of subjects, PVx1 in 
11% and PVx4 in 21%; there were no significant differences among the 
groups. 
 In ALS samples, significant anti-CFA/I IgA responses were detected in 
75% of subjects vaccinated with RV, 53% of subjects vaccinated with PVx1 
and 79% of subjects vaccinated with PVx4. Responses to both RV and PV at 
both dosages were highest on day 7, and actually decreased slightly after the 
second vaccine dose on day 21 (Fig 5C). Comparable results were obtained 
using ALS and ELISPOT assays, demonstrating that the relatively low 
responses to the second vaccine dose were not a result of the method used. 
These results were consistent with lower anti-CF ASC responses seen after 
the second dose of the first generation ETEC vaccine [82,136]. There were 
no significant differences in anti-CFA/I IgA ALS responses between the 
different vaccine groups. 
 When analysing faecal extracts, the frequency of subjects who 
responded with significantly increased anti-CFA/I SIgA to PVx1 was slightly 
higher (56%) than those who responded to RV (40%). The 79% responder 
frequency observed after vaccination with PVx4 was significantly higher than 
after vaccination with RV and the magnitude of the SIgA responses to PVx4 
were also significantly higher than to RV. The significantly stronger 
responses observed after vaccination with PVx4 compared to RV supported 
the notion that the mucosal CFA/I responses were dose-dependent.  
 
 Collectively, these analyses showed that the new CFA/I over-
expressing vaccine strain + LCTBA induced significant IgA responses to 
LTB and CFA/I at both dosage levels tested and that PVx4 induced 
significantly higher faecal SIgA responses to LTB and CFA/I than RV. The 
primary immunogenicity endpoint was therefore met. Based on these results, 
preparations for a second Phase I trial of the complete, multivalent ETEC 
vaccine including LCTBA and four CF over-expressing strains, were 
initiated. However, although analysis of faecal and serum samples showed 
that the responses to CFA/I were clearly dose-dependent and there was a 
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tendency for increased responder frequency in faecal samples collected from 
subjects immunised with PV compared to RV, there were no significant 
differences in responses to CFA/I induced by comparable doses of PV and 
RV. We speculated that this may have been at least partly due to the 
methodology used for analysis. The low responses detected after the second 
vaccine dose in ALS samples indicated that we may have missed peak 
responses. Furthermore, although previous studies have shown good 
correlations between analysis of vaccine-specific antibody responses in faecal 
and lavage specimens, faecal analyses may be slightly less sensitive than 
lavage analyses [79], and a few faecal specimens also needed to be excluded 
from the analyses due to too low total SIgA levels. Thus, although the data 
from the trial clearly demonstrated the immunogenicity of the new vaccine 
components, further methodological studies, particularly of ALS kinetics, 
were needed in order to prepare for the next clinical trial. It was also deemed 
important to include more sampling time points for collection of faecal 
specimens in order to obtain samples of good quality from all volunteers. 
Efforts were also initiated to evaluate if the ALS method could be used for 
assessing mucosal memory responses induced by oral vaccination.  

Kinetics of Immune Response to Oral 
Cholera Vaccination (Paper II) 
Humoral memory comprises two lines of defence – a constitutive memory 
composed of pre-existing antibodies secreted by long-lived plasma cells, and 
a reactive memory composed of memory B cells which may rapidly be 
reactivated to produce protective antibodies [137]. The constitutive memory 
is easily quantified by measuring antibodies in serum, though measuring 
antibodies in mucosal samples is often more technically demanding. The 
reactive memory is however much more difficult to measure, but nevertheless 
very important when evaluating vaccine candidates. In parallel with the 
clinical development of the second generation ETEC vaccine, our group had 
an interest in establishing methods to analyse memory responses to oral 
vaccination in humans. Tengvall et al. had shown that when PBMCs from 
subjects vaccinated with Dukoral® were stimulated in vitro with CpG-DNA, 
BAFF and IL-15, memory IgA B cells differentiated into IgA-secreting cells, 
allowing quantification of circulating vaccine-specific memory B cells by 
ELISPOT [138]. However, this and other methods for measuring immune 
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memory responses to vaccination are complex and not well-suited for clinical 
trials, and the relationship between circulating memory B cells and mucosal 
memory remains unclear. Therefore, we sought to develop a simpler assay 
with the capacity to differentiate between mucosal primary and recall 
responses. 
 The rapid development of anamnestic immune responses to booster 
vaccination in primed individuals, compared with primary immune 
responses, is a hallmark of immune memory. A few previous studies of both 
oral S. Typhi and cholera vaccination had shown that recall ASC responses to 
vaccination (as measured by ELISPOT) came earlier than after primary 
vaccination [139,140]. However, these findings have not been considered 
when selecting sampling time points in many previous trials of oral vaccines, 
as it has been the general belief that peak ASC responses are obtained seven 
days after oral vaccination, irrespective of prior exposure  [81]. 
 To determine if ASC responses to vaccination could be used as a 
simple measurement of functional mucosal memory, and to get a better 
understanding of the kinetics of ASC responses to primary and secondary 
vaccination to select optimal sampling time points for coming trials, we 
comprehensively studied the kinetics of ASC responses, using the ALS assay, 
after primary and booster oral vaccination. For comparison, serum responses 
were also analysed. 

Immune Responses to Primary and Booster 
Cholera Vaccination 
Since all human studies of unregistered pharmaceutical products must be 
done within the confines of a clinical trial (requiring stringent safety 
monitoring and extensive documentation), it would have been highly 
impractical and expensive to study the kinetics of immune responses to oral 
vaccination using the ETEC vaccines in development. Instead, we used the 
licensed cholera vaccine Dukoral® as a model oral vaccine for these studies, 
since the CTB component of Dukoral® is very similar to the LCTBA toxoid 
in the second generation ETEC vaccines. Two groups of subjects were 
recruited in this study: 1) a naïve group who had not been vaccinated against 
cholera or ETEC or ever travelled to a country where these infections are 
endemic; these subjects were given two oral doses of Dukoral® in 
bicarbonate buffer at a two-week interval, and 2) a booster group who had 
previously received both primary vaccinations and 0-4 more booster doses 
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(average two doses), either six months to four years prior (early booster 
group) or 9-14 years prior (late booster group); these subjects were given one 
oral booster dose of Dukoral®.  
 When analysing serum anti-CTB IgA responses to Dukoral® in the 
naïve group, the IgA levels increased marginally after the first dose, peaking 
at a mean two-fold increase on day 9 compared to pre-vaccination levels (Fig 
6A). After the second dose, the serum IgA responses continued to steadily 
rise to reach highest levels on day 21 (the last day of testing) with a 14-fold 
titre increase. After a single booster dose was given to the booster group 
(both early and late), the serum IgA levels rose rapidly and high response 
levels were reached already on day 7, with a six-fold mean increase (Fig 6B).  
  The ALS responses against CTB were much more transient than the 
serum responses. In the naïve group, the anti-CTB IgA levels in ALS samples 
increased marginally after the first dose, peaking at a three-fold increase on 
day 9 (Fig 6C). After the second dose, the ALS responses increased sharply, 
peaking on day 18/19 (day 4/5 after the second dose) with a 43-fold increase 
compared to pre-vaccination levels. Importantly, the responses then fell 
rapidly, to only 11-fold increased responses on day 21 compared to 
prevaccination levels. This clearly shows that ASC responses are better 
measured on 4/5 days rather than 7 days after the second vaccine dose. 
 After a single booster dose was given to the booster group (both early 
and late), the peak ALS IgA responses to CTB were reached already on day 5 
with a 120-fold increase compared to pre-vaccination and rapidly declined to 
only 27-fold on day 7 (Fig 6D). Thus, this response pattern clearly 
differentiates the booster group from the naïve group, supporting that ALS 
kinetics can be used for evaluation of mucosal B cell memory. The ALS 
responses to a membrane protein preparation of V. cholerae followed a 
similar pattern: the responses to primary vaccination were low, but a rapid 
increase in anti-MP IgA on day 5 was observed after vaccination of the 
booster group, and the responses decreased again by day 7. This confirmed 
that the differing response pattern after primary and booster vaccination was 
not restricted to the CTB antigen, but also observed for cellular bacterial 
antigens. 
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Figure 6. Kinetics of antibody responses to primary and booster oral cholera vaccination. 
CTB-specific IgA titres (GM+SEM) were analysed in serum (A and B) and ALS (C and D) 
samples. (A and C) Naïve volunteers were vaccinated with two doses of oral cholera vaccine 
at a two week interval (V1 and V2), and IgA titres were analysed before the first 
immunisation (day 0) and at the different time points indicated after the first dose (numbers 
within parentheses indicate day after the second dose). (B and D) Volunteers previously 
immunised with ≥2 doses oral cholera vaccine, six months to 14 years prior, were given a 
single booster dose (BV), and IgA titres were analysed before the booster vaccination (day 0) 
and at the time points indicated. 
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 To be able to compare our results with previous studies, where the 
ELISPOT assay had been used to evaluate ASC responses, we compared the 
kinetics of the ASC responses to CTB using the ALS and ELISPOT assays. 
The same pattern of peak responses on day 4/5 after the second vaccine dose, 
with a sharp decline thereafter, was seen using both methods. This 
demonstrated that the differing kinetics of ASC responses to primary and 
booster vaccination were not dependent on the analysis method used. 
 
 Taken together, our results from this study showed that ASC responses 
to oral vaccination increased much more quickly and peaked earlier after the 
second vaccine dose than after the first. This was in marked contrast to serum 
responses, which steadily rose after each vaccine dose. Quicker ASC kinetics 
to a single booster dose could be also be observed in subjects who had 
received primary vaccinations up to 14 years prior, indicating very long-
lasting mucosal memory, though we cannot exclude that CTB-responses may 
have been boosted by exposure to ETEC or cholera during the intermediate 
time. The detection of peak ASC responses 4-5 days after a single oral 
vaccine dose in previously primed, but not in naïve subjects suggested that 
analysis of ALS kinetics could be used as a simple method to differentiate 
primary and recall mucosal responses to vaccination. Based on the results, a 
study investigating the capacity of MEV to induce mucosal memory using 
these methods was later performed. 
 These results also had important implications for the interpretation of 
our ALS results from the clinical trial of PV (paper I). That trial, as well as 
previous studies of the first generation ETEC vaccine in Swedish adults, had 
shown a decrease in anti-CF ASC responses after the second compared to the 
first vaccine dose [82,136]. In fact, in later trials of the first generation 
vaccine in children and adults in endemic areas, this effect was even more 
pronounced [80,105,107,108]. The differing kinetics of primary and recall 
ASC responses seen after oral cholera vaccination in this study suggest that 
in the clinical trial of PV, as well as the earlier trials of the first generation 
ETEC vaccine, the ASC responses had been drastically underestimated after 
the second vaccine dose as a result of belated sampling. Hence, the results 
comparing the effect of over-expressing CFA/I in PV to the wild-type strain 
in RV, as measured by ASC responses, had to be considered inconclusive. 
Furthermore, it is possible that the differences between LCTBA and CTB in 
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inducing IgA responses revealed by serum analysis would also have been 
seen in ALS samples, had a more optimal sampling time point been used. 
 Since clinical trials are expensive and laborious, immunogenicity 
measurements are often limited to only a few set time points after each 
vaccine dose, irrespective of assay, number of doses, incorporation of an 
adjuvant, study population etc. However, the results from this study 
highlighted the fact that it is imperative that sampling time points are 
optimised to properly assess the immunogenicity of oral vaccines in clinical 
trials. Fortunately, preliminary data from this cholera vaccination study was 
obtained before the initiation of the first Phase I trial of MEV. Hence, the 
clinical trial protocol for the MEV study was amended just in time to allow 
testing of ASC responses both on days 5 and 7 after administration of the 
second dose of MEV.  

Adjuvant Effects of dmLT on Human 
Immune Cells (Paper III) 
At this stage of the development of the second generation ETEC vaccine, the 
novel mucosal adjuvant dmLT, developed by Clements et al. [123], had been 
shown to enhance immune responses to several mucosal vaccines in mouse 
models [124,125]. However, dmLT had only been evaluated in mice and no 
human studies had yet been performed. Since dmLT was being considered 
for clinical testing together with MEV, we evaluated the in vitro effects of 
dmLT on human T cell responses to gain understanding of the potential for 
and mechanism of adjuvant function in humans. 
 Although antibody responses to ETEC vaccination are considered 
central for protection against ETEC infection, the affinity maturation, 
differentiation and isotype switching of B cells, as well as memory 
development, results from their cognate interaction with antigen-specific 
activated CD4+ Th cells in lymphoid tissues. Considering the vital role of T 
cells in the induction of antibody responses and memory development, and 
since many adjuvants influence immune responses via effects on T cells, we 
analysed the in vitro effect of dmLT on T cell responses to both ETEC 
antigens and to other model vaccine antigens. We were especially interested 
in analysing Th17 responses, since CT, LT and dmLT had all been shown to 
induce Th17 cell responses in murine studies [65,66,125] and Th17 cells are 
known to be important for mucosal immune responses [42].  
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Effect of dmLT on T cell Responses to Different 
Vaccine Antigens 
To establish an in vitro system in which we could evaluate the effect on Th1 
and Th17 responses to different vaccine antigens including ETEC LTB, we 
first analysed T cell responses to LTB in ETEC vaccinees. To analyse if PV 
or RV (containing 1 mg LCTBA or CTB) induced LTB-specific T cell 
responses which could be detected in peripheral circulation, we stimulated 
PBMCs isolated from subjects before and after vaccination with PVx1 or RV 
with LTB. Encouragingly, the production of IL-17A and IFNγ in samples 
collected on day 21 was significantly higher compared to samples collected 
on day 0 (Fig 7); comparable responses to LTB were induced by PV and RV. 
These results indicated that the ETEC vaccines induced both Th17 and Th1 
type responses. 

 
Figure 7. IL-17A and 
IFNγ responses to LTB 
in subjects immunised 
with the ETEC vaccines 
PVx1 or RV. PBMCs 
from 20 volunteers, 
collected pre and post-
vaccination, were 
stimulated with LTB and 
the resulting (A) IL-17A 
and (B) IFNγ production 
was determined. 
Statistical analysis was 
performed using the 
Wilcoxon signed rank 
test. *P<0.05, **P<0.01. 

  
 We also investigated in vitro T cell responses to other vaccine antigens 
where Th17-responses are considered important, i.e. PPD (in subjects 
previously vaccinated with BCG) and the whole cell pneumococcal vaccine 
antigen WCA (in subjects naturally exposed to S. pneumoniae). Our initial 
studies showed that a majority of medical students vaccinated with BCG had 
in vitro IL-17A and IFNγ responses to PPD. Previous human studies at our 
lab had shown IL-17A and IFNγ responses to WCA in a majority of tested 
adult Swedish subjects, interpreted as a result of natural exposure to S. 
pneumoniae [141].  
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Figure 8. Influence of dmLT on in vitro T cell cytokine responses to different vaccine 
antigens and a mitogen. PBMCs from subjects vaccinated with the oral ETEC prototype 
vaccine or the BCG vaccine, were stimulated in vitro with the antigens LTB, PPD or 
pneumococcal WCA or were polyclonally stimulated with PHA, with and without 1 µg/ml 
dmLT. The median fold rises in (A) IL-17A and (B) IFNγ production with the addition of 
dmLT are shown. Statistical analysis was performed using the Wilcoxon signed rank test. 
*P<0.05, **P<0.01; compared to cells stimulated with antigen alone. 

 We thus had an in vitro model system where we could study Th1 and 
Th17 responses to three different vaccine antigens and evaluate the effect of 
dmLT on these responses.  
 When 1 µg/ml dmLT was added to the PBMC cultures of subjects 
vaccinated with PV or RV, both the IL-17A and IFNγ production in response 
to LTB stimulation were significantly increased compared to stimulation with 
LTB alone (Fig 8). However, when PBMCs were stimulated with WCA or 
PPD + 1 µg/ml dmLT, we found that the IL-17A production, but not the IFNγ 
production, increased significantly (Fig 8). The potentiation of IL-17A but 
not IFNγ responses was also seen with PBMCs stimulated with the mitogen 
PHA (Fig 8); interestingly, the Th2-associated cytokine IL-13 also increased 
significantly with the addition of 1 µg/ml dmLT to PHA-stimulated PBMCs. 
When higher concentrations of dmLT (10 µg/ml) were added to the PPD or 
PHA-stimulated PBMCs, the IL-17A production increased further, indicating 
a dose-response relationship. Notably, dmLT did not (at any concentration) 
influence cell proliferation in response to any of the antigens tested. We 
confirmed that the IL-17A produced in our in vitro cultures was indeed 
mainly derived from CD4+ T cells by depleting these cells from PBMCs. 
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Thus, when PBMCs isolated from subjects vaccinated with BCG were 
depleted of CD4+ T cells prior to stimulation with PPD or PHA + 10 µg/ml 
dmLT, there was no detectable IL-17A production. 
 Together, these results suggested that dmLT had a variable enhancing 
effect on Th1 type responses to different antigens, but that the Th17 
potentiating effect was consistent for all antigens tested. We further 
investigated the effects of dmLT and other LT-derived adjuvants on PBMCs 
isolated from subjects vaccinated with BCG, as these subjects were readily 
available. 

Comparison of the IL-17A Potentiating Effects of 
Different ADP-ribosylating Toxins, Toxoids and 
Toxin Subunits 
Considering that both CT and LT are excellent mucosal adjuvants in mice 
[119], and that the dmLT predecessor mLT (with only one of the two 
mutations introduced to LT in dmLT) has been shown to have adjuvant 
properties in human vaccine studies [121,122], we compared the effect of 
dmLT, mLT, LT, CT and LTB on the IL-17A production in response to PPD.  
 The addition of 1 µg/ml mLT to PPD-stimulated PBMCs from BCG-
vaccinated subjects, had a similar IL-17A potentiating effect as dmLT (Fig 
9). The fact that dmLT, which is more rapidly degraded than mLT in vivo 
[123], had equivalent IL-17A potentiating ability, was very encouraging. The 
addition of LT or CT had an approximately three-fold stronger potentiating 
effect than mLT or dmLT at the same concentration. At 10 µg/ml, dmLT, 
mLT and LT all significantly enhanced the IL-17A production in a dose-
dependent manner. The IL-17A production however decreased when 10 
µg/ml of CT was added, suggesting a toxic effect at this concentration. This 
effect is also seen in murine cells, but at much lower CT concentrations 
[142]. As expected, LTB had no influence on the IL-17A production at any 
concentration tested, confirming that ADP-ribosylating activity was vital for 
the observed adjuvant effect.  
  Thus, dmLT had the same potency as mLT, but was less potent than 
the native toxins CT and LT, at enhancing Th17-responses in human immune 
cells. 
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Figure 9. IL-17A production in response to PPD and increasing concentrations of ADP-
ribosylating toxins, detoxified mutants or subunits. PBMCs from subjects vaccinated with 
BCG were stimulated with PPD alone or together with 1 or 10 µg/ml of dmLT, mLT, LT, CT 
or LTB, and the resulting IL-17A production was determined. Statistical analysis was 
performed using the Friedman test with Dunn’s multiple comparison post test. *P<0.05, 
**P<0.01; compared to cells stimulated with PPD alone.   

Mechanisms of the Th17-Enhancing Effect of 
dmLT 
In the in vitro cultures described above, dmLT could potentially influence 
any of the lymphocytes, monocytes or DCs present in PBMCs. We therefore 
investigated the possible mechanisms behind the Th17-potentiating effect of 
dmLT in a more defined cell culture system. Since several adjuvants, 
including CT and LT, are known to enhance immune responses via effects on 
APCs [143], we focused on monocytes as they are present in relative 
abundance in PBMCs (approximately 10%) compared to DCs (1-2%), and 
have been shown to be able to orchestrate CD4+ T cell differentiation [144]. 

The Role of Monocytes  
To see if the Th17-potentiating effect of dmLT could be achieved via 
monocytes, we stimulated CD14+ monocytes from BCG-vaccinated subjects 
with PPD ± dmLT for 24 hours. After washing, autologous CD4+ T cells 
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were added to the monocytes and the IL-17A production analysed 5 days 
later. In all subjects tested, the IL-17A production was increased in cultures 
where the monocytes had been stimulated with PPD + dmLT compared to 
PPD alone. Thus, the IL-17A potentiating effect of dmLT could be conveyed 
via monocytes. 

The Role of Soluble Factors 
Though monocytes were clearly important, it was still unclear if the adjuvant 
effect was cell-mediated or if secreted factors were sufficient. As the 
cytokines IL-1β, IL-6 and IL-23 (predominantly produced by APCs) had 
been shown to be of importance in Th17 induction and sustainment 
[144,145], we blocked these cytokines with neutralising antibodies. Indeed, 
IL-17A production in response to PPD was significantly abrogated when IL-
1β or IL-23 were neutralised (Fig 10), indicating a vital role of these APC-
derived cytokines in our system.  

    
 
 
Figure 10. Effect of neutralising IL-
1β or IL-23 on IL-17 production in 
response to PPD and dmLT. PBMCs 
from BCG-vaccinated subjects were 
stimulated with PPD and dmLT in the 
presence and absence of neutralising 
antibodies (Abs) against IL-1β or IL-
23, and the resulting IL-17A 
production was determined. 
Statistical analysis was performed 
using the Friedman test with Dunn’s 
multiple comparison post test. 
*P<0.05, **P<0.01. 

  
  

 Taken together, these results suggest that dmLT primarily acts on 
monocytes in our PBMC cultures, and potentiates Th17-type responses via 
IL-1β and IL-23. 
 Subsequent preclinical evaluation of MEV ± dmLT in mice showed 
that dmLT increased anti-CF and anti-LTB IgA levels in faecal, jejunal and 
serum samples in response to MEV [134]. Strikingly, when lower dosages of 
vaccine were tested in this study, the adjuvant effect of dmLT was especially 
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strong, suggesting that dmLT has a dose-sparing effect. dmLT was also 
tested alone in a Phase I clinical trial in the USA and found to be safe and 
minimally reactogenic at doses up to 100 µg [146]. dmLT was also found to 
be immunogenic in itself, with the highest levels of systemic and mucosal 
dmLT-specific immune responses seen at the 50 µg dose; the responses did 
however not increase at 100 µg dmLT. 
 
 Collectively, the results from these parallel studies of dmLT showed 
that dmLT had an adjuvant effect on human monocytes and T cells in vitro, 
was safe and immunogenic in humans, and had a dose-sparing effect in mice. 
Based on these results, the clinical development process advanced to the next 
step, i.e. testing the complete ETEC vaccine with and without dmLT in adult 
Swedish volunteers, which was the first evaluation of dmLT in combination 
with any vaccine in humans. 

Summary of Results from Two Clinical Trials 
of MEV (Background to Paper IV) 
Since samples collected in two clinical trials of MEV are used in paper IV, a 
summary of the main results of these trials is included below. 

Phase I Clinical Trial of MEV (Primary Vaccination 
Study) 
MEV, consisting of four recombinant E. coli strains expressing CFA/I, CS3, 
CS5 and CS6 + 1 mg LCTBA, was tested for safety and immunogenicity in a 
double-blinded, placebo-controlled Phase I study in 129 Swedish adult 
volunteers [135]. MEV was given in two doses at a two-week interval alone 
(n=35) or together with 10 µg (n=30) or 25 µg (n=30) dmLT. The placebo 
group (n=34) received bicarbonate buffer alone. As previously described, 
immunogenicity sampling time points had been amended after the first trial 
of PV to include both days 5 and 7 after the second vaccine dose (Fig 4C). 
 MEV was found to be safe and well tolerated. AEs were recorded at a 
similar frequency as in the clinical trial of PV (paper I), and no significant 
differences in frequency or intensity of AEs were observed among subjects 
receiving placebo, vaccine or vaccine + dmLT at either dosage. This 
supported that dmLT was indeed more attenuated than mLT, which had been 
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found to induce unacceptable gastrointestinal reactions at comparable doses 
when given together with H. pylori and Campylobacter vaccines [121,122]. 
 The vaccine was also immunogenic, with significant increases in anti-
LTB serum IgA and IgG as well as toxin-neutralising capacity, seen in all 
vaccine groups when compared to placebo. Also, significant increases in 
mucosal immune responses, measured by IgA in ALS samples and SIgA in 
faecal samples, were seen against all the primary vaccine antigens (i.e. LTB, 
CFA/I, CS3, CS5 and CS6) in all vaccine groups. As expected from the 
results from the ALS kinetics study (paper II), ALS responses to all vaccine 
antigens peaked 5 days after the second vaccine dose and decreased 
significantly until day 7, as illustrated by the anti-LTB and anti-CFA/I 
responses depicted in Fig 11. Had the day 19 sampling time point not been 
added and ALS responses had only been evaluated on day 21, as in the PV 
study (paper I), the CFA/I responder frequency would have been 42% instead 
of 66%. When considering the anti-LTB responses, the responder frequency 
would have been similarly high independently of sampling time point (89% 
on day 19 vs. 86% on day 21), yet the magnitudes of responses an average 
four-fold lower. These results confirmed the findings from paper II - ASC 
responses to oral vaccination increase much more quickly and peak earlier 
after the second vaccine dose than after the first,  demonstrating the 
importance of selection of correct time points for optimal immunogenicity 
evaluation.  
  

Figure 11. Kinetics of ALS 
antibody responses after 
vaccination with MEV. IgA 
antibody levels (GM + SEM) 
against (A) LTB and (B) CFA/I 
in ALS samples from subjects 
immunised with MEV ± 10 or 
25 µg/ml dmLT on days 0 and 
14 (n=84) were analysed 
before immunisation (day 0) 
and on days 7, 19 and 21 after 
the first immunisation. 
Statistical analysis was 
performed using a paired t-test 
with Bonferroni correction. 
***P<0.001. 0 7 19 21 0 7 19 21
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 Interestingly, significantly higher anti-CS6 IgA ALS responses were 
seen in the group receiving vaccine + 10 µg dmLT compared to the group 
receiving vaccine alone; there was also a trend of higher ALS responses 
against CFA/I and CS5 in this group. As CS6 was the antigen present in the 
lowest amount in the vaccine, this supported the notion that dmLT provides a 
dose-sparing effect, as seen in the murine studies [134]. Similarly to the 
results from the trial assessing a single, oral dose of dmLT, where 100 µg 
dmLT was less immunogenic than 50 µg [146], the addition of 25 µg dmLT 
to MEV resulted in less enhancement of responses than the addition of 10 µg. 
The reason for this is not currently known. 
 Thus, MEV ± dmLT was found to be safe and broadly immunogenic 
and dmLT increased immune responses to the CF antigen present in lowest 
amounts in the vaccine. However, immune responses were only investigated 
short-term after vaccination. To determine if MEV induced long-term 
memory responses, and to evaluate the potential influence of dmLT on 
memory induction, a follow-up trial was also performed using the ALS 
kinetics method established in paper II as the primary method for memory 
evaluation. 

Follow-up Trial of Memory Responses Induced by 
MEV (Booster Vaccination Study) 
To evaluate the mucosal and systemic immunological memory induced by 
the primary vaccinations with MEV, a single booster dose of MEV was 
administered to a subset of subjects from the first trial, 13-23 months after the 
primary vaccinations [Lundgren et al., submitted]. Subjects were randomly 
selected from amongst the groups who had received either MEV alone 
(n=17) or MEV + 10 µg dmLT (n=18); the 10 µg dmLT group was selected 
because this group had significantly higher anti-CS6 ALS responses than the 
group receiving MEV alone. A group of non-immunised naïve control 
subjects (n=20) was also recruited. ALS and serum responses were measured 
on days 0, 4/5 and 7 after vaccination (Fig 4C).  
 ALS responses to all CFs and LTB were considerably higher and 
significantly more frequent after administration of the single dose of MEV in 
the previously immunised subjects, than in the naïve subjects. Peak ALS 
responses against all vaccine antigens were observed on days 4/5 in most of 
the previously immunised subjects and the responses declined markedly by 
day 7, whereas only a few of the previously non-immunised individuals 
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responded before day 7. The same pattern was seen in paper II, and these 
recent data from the booster vaccination study support the notion that 
analysis of ALS kinetics is a useful approach to differentiate primary and 
recall responses. There were no differences in ALS responses to the single 
booster dose of MEV between subjects previously immunised with vaccine 
alone or vaccine plus dmLT adjuvant.  
 Thus, MEV induced significant IgA memory responses to all primary 
vaccine antigens which persisted for at least two years after primary 
vaccination. However, our previous results indicate that mucosal memory 
may remain for longer periods, since memory responses to CTB could be 
detected as late as 14 years after primary vaccination with Dukoral® in paper 
II. No differences in memory responses were seen in the groups receiving 
primary immunisations with or without dmLT.  

Functional Characteristics of Antibodies 
Induced by ETEC Vaccination (Paper IV) 
We used samples from both the primary vaccination trial and the 
booster/memory study to explore the functional characteristics of the 
antibody responses to MEV, i.e. cross-reactivity, avidity and toxin 
neutralisation capacity, and to evaluate if antibody function was influenced 
by dmLT.  

Antibody Cross-Reactivity 
As antibodies that cross-react with several CFs could potentially broaden the 
CF coverage of MEV, we investigated whether MEV had the ability to 
induce such cross-reactive antibodies in adult Swedish subjects. We focused 
on the CFA/I family (comprising CFA/I, CS1, CS14 and CS17) and the CS5 
family (comprising CS5 and CS7). Since anti-CF responses in serum were 
low and infrequent in response to MEV [135], and ALS and faecal antibodies 
better reflect mucosal immune responses, we studied the cross-reactivity of 
antibodies in ALS and faecal samples. 
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Figure 12. Mucosal antibody responses to vaccine and related, non-vaccine CFs after 
immunisation with MEV. IgA responses in ALS samples (A and B) and SIgA responses in 
faecal samples (C and D) after immunisation with MEV ± dmLT in the primary vaccination 
study or MEV alone in the booster vaccination study. The proportion of subjects who had 
responses against the vaccine antigens CFA/I (A and C) and CS5 (B and D) and one or more 
related, non-vaccine CFs are indicated. 

 We randomly selected ALS samples from subjects in both the primary 
and booster vaccination trials of MEV, and faecal samples from subjects in 
the primary vaccination trial, who had developed significant responses to 
CFA/I or CS5. Indeed, among the CFA/I ALS responders, 58-86% had 
antibodies cross-reacting to 1-3 of the related, non-vaccine CFs tested; just 
14% had responded to CFA/I only (Fig 12A). Also, among the CS5 ALS 
responders, 82% had antibodies cross-reacting to CS7 (Fig 12B). The same 
pattern of antibody cross-reactivity was seen in faecal samples (Fig 12C-D). 
There were no differences in the cross-reactivity of antibody responses 
among the groups receiving MEV, MEV + 10 µg/ml dmLT and MEV + 25 
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µg/ml dmLT. However, the sample size was small and further studies may be 
required to fully evaluate the effect of dmLT on cross-reactivity. 
 Our results thus showed that MEV has the ability to induce cross-
reactive mucosal antibodies to related, non-vaccine CFs, both in non-primed 
and primed adult subjects. The CFs expressed by the bacterial strains 
included in MEV account for approximately 45% of all clinical ETEC 
isolates; if the related CFs included in this study are taken into account, the 
potential CF coverage may be increased by up to 20% [18,147,148]. When 
also considering the included LT component, MEV could afford a potential 
coverage of more than 85% of clinical ETEC isolates [18,147,148]. 

Antibody Avidity 
Even if a vaccine can induce high antibody levels, not all of these antibodies 
necessarily have the capacity to bind and neutralise the pathogen or toxin 
effectively in vivo. Antibody avidity, the overall strength of the multivalent 
interaction between antibodies and their antigens, has also been shown to be 
an important characteristic of protective immune responses [88-91]. Several 
adjuvants have been shown to influence the development of antibody avidity 
[88,149,150]. Hence, we investigated whether MEV had the ability to induce 
high-avidity antibodies and if dmLT influenced avidity development. 
 Though there are many different ways of measuring antibody avidity 
(discussed in the introduction), we needed an assay that used low amounts of 
sample and did not require high antibody titres, so that ALS samples could be 
analysed; hence chaotropic ELISA assays were not suitable. We also wanted 
a simple assay, which could potentially be used in a clinical trial setting. 
Based on these considerations, we developed the limiting antigen dilution 
assay for antibody avidity measurement.  

Development of the Limiting Antigen Dilution Assay 
The limiting antigen dilution assay is based on how effectively antibodies 
bind to decreasing levels of immobilised antigen detected by ELISA. When 
antibodies are incubated on plates coated with decreasing concentrations of 
antigen, high-avidity antibodies require lower concentrations of antigen than 
low-avidity antibodies to obtain equivalent binding (Fig 13A). After initial 
titration experiments, two coating concentrations for each antigen were 
chosen for good discrimination in antibody binding, and an avidity index was 
calculated (AI = titre at lower coating concentration / titre at higher coating 
concentration).    
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Figure 13. Methods for evaluation of antibody avidity after immunisation with MEV.       
(A) Schematic representation of the principle underlying the limiting antigen dilution avidity 
assay, adapted from [151]. (B and C) Serum samples from subjects immunised with MEV ± 
dmLT in the primary vaccination study or with MEV alone in the booster vaccination study 
were analysed. (B) The avidity of LTB-specific IgA antibodies was analysed using both the 
limiting antigen dilution assay (y-axis) and KSCN elution (x-axis). (C) The antibody avidity as 
measured by limiting antigen dilution (y-axis) was also compared with the LT-neutralising 
titre of the serum samples (x-axis). Statistical analyses were performed using the Spearman 
correlation test. 

 We validated this method by analysing the avidity of anti-LTB serum 
antibodies with both limiting antigen dilution and a chaotropic ELISA using 
potassium thiocynate (KSCN). There was a significant correlation between 
the results from the two methods, suggesting that the AI obtained using the 
limiting antigen dilution method indeed reflected antibody avidity (Fig 13B). 
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Effect of dmLT on Antibody Avidity 
We used the limiting antigen dilution assay to measure possible differences 
in anti-LTB antibody avidity in serum and ALS samples among the groups 
receiving MEV, MEV + 10 µg/ml dmLT and MEV + 25 µg/ml dmLT. We 
found no significant differences among the subjects receiving MEV alone or 
MEV + dmLT at any concentration. Unfortunately, due to the lower 
magnitudes of responses to CFs than LTB, we were unable to analyse avidity 
differences in responses to CFs among the vaccine groups in a large enough 
number of subjects. In future studies of MEV in children, who will likely 
receive a lower vaccine dose due to reactogenicity and when dmLT may have 
increased potential to influence responses, it will be interesting to see if 
dmLT does have an effect on the antibody avidity. 

Antibody Avidity after Primary and Booster Vaccinations 
As the immune responses to the first dose of MEV were low and infrequent, 
we were unable to analyse differences in antibody avidity after one and two 
doses. To investigate whether repeat doses of MEV induced antibodies with 
higher avidity, we compared avidity after the second dose of the primary 
vaccinations and a late booster dose, given 13-23 months later. 
 We found that the avidity of anti-LTB IgA and IgG antibodies in 
serum did indeed increase significantly after a late booster dose, even though 
the magnitudes of responses did not significantly increase (Table 3). 
Similarly, the avidity of anti-LTB IgA antibodies in ALS samples increased 
without parallel titre increases. In contrast, anti-CS3 IgA in ALS samples 
increased significantly in both magnitude and avidity. These observations 
that antibody avidity increased both with and without parallel titre increases 
support that the avidity differences seen after booster vaccination with MEV 
were not dependent on antibody titres, but indeed reflected increased binding 
strength.  
 Antibody avidity has been used as a surrogate marker for immune 
memory in a number of studies of different infections and vaccines [152-
154]. According to current understanding (Fig 3), B cell clones with higher 
affinity surface antibodies may capture more of the limited amount of vaccine 
antigen on the surface of FDCs in germinal centres and therefore compete 
more successfully for the limited help from Tfh cells by providing higher 
numbers of antigen peptide-MHC II complexes [38]. Subsequently, B cells 
that produce high-affinity antibodies and receive Tfh help differentiate into 
long-lived memory B cells or plasma cells that seed the mucosa. The 
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significant increase in antibody avidity observed after booster vaccination 
compared to after primary vaccination supports the notion that avidity 
reflects memory; the relationship between avidity and memory will be further 
explored in future studies. 
 
Table 3. Magnitudes and avidity of antibody responses in serum and ALS 
samples after primary and booster vaccination with MEV. 

Antigen Fold Rise a Avidity Index b 

           Sample Primary c Booster d Primary Booster 
LTB     

Serum IgA 10 11 0.48 0.67*** 
Serum IgG 7 5 0.39 0.58** 

ALS IgA 121 131 0.67 0.86* 
CS3      

ALS IgA 22 108* 0.56 0.87** 
 

a Magnitudes were expressed as GM fold rises of antibody titres. 
b Avidities were expressed as median avidity indexes as determined by the limiting antigen 
dilution assay. 
c Primary vaccination responses were determined by comparing antibody levels in serum and 
ALS after administration of two doses of MEV ± dmLT with levels in samples collected on the 
day of the first vaccination (day 0). 
d Booster vaccination responses were determined by comparing antibody levels in serum and 
ALS after administration of a booster dose of MEV with levels in samples collected on the day 
of booster vaccination (day 0). 
Statistical analyses were performed using the Wilcoxon signed rank test for avidity indexes 
and the paired t-test for antibody titres. * P<0.05, ** P<0.01, *** P<0.001, compared to after 
primary vaccinations. 

Toxin Neutralisation 
To assess actual antibody function, we used an LT-toxin neutralisation assay 
to test the capacity of the anti-LTB antibodies induced by MEV to neutralise 
LT. In the primary vaccination study of MEV, the LT-neutralising responses 
were seen to closely mirror the serum anti-LTB IgG and IgA titre increases 
determined by ELISA, indicating that these antibodies were highly functional 
[135]. To investigate whether repeat doses of MEV could induce antibodies 
with a higher LT-neutralising capacity, we tested serum samples from 
subjects in both the primary and booster vaccine studies. 
 We found that the LT-neutralising capacity of serum collected after the 
late booster dose was significantly higher than after primary vaccinations, 
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even though the IgA and IgG titres were not significantly increased. 
Interestingly, the LT-neutralising titres were significantly correlated with the 
avidity of anti-LTB antibodies, as measured by the limiting antigen dilution 
assay (Fig 13C). Unfortunately, we were unable to test ALS samples in the 
LT-neutralising assay due to too small sample volumes. However, the 
significant correlation between avidity and toxin neutralising capacity is very 
encouraging, suggesting that the increase in antibody avidity after repeat 
vaccinations, which we also found in mucosal ALS samples, may be of 
functional importance. 
 
 Collectively, these results showed that vaccination with MEV induces 
cross-reactive antibody responses to multiple related, non-vaccine CFs, 
thereby potentially broadening the protection against different ETEC strains. 
After late booster vaccination with MEV, the avidity of both mucosal and 
serum antibodies to key vaccine antigens increased, as well as the LT-
neutralising capacity of serum antibodies. Thus, repeat vaccinations with 
MEV may result in vaccine-specific antibodies with enhanced functional 
characteristics.  
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CONCLUDING REMARKS 

The studies included in this thesis have been important steps in the clinical 
evaluation of the second generation ETEC vaccine developed at the 
University of Gothenburg in collaboration with Scandinavian Biopharma, 
and have provided new insights into human immune responses to oral 
vaccines and adjuvants. Firstly, we showed that a prototype of the second 
generation ETEC vaccine was safe and immunogenic, inducing significant 
mucosal IgA responses to both the CFA/I over-expressing vaccine strain and 
the LCTBA toxoid. Based on these results, the complete multivalent ETEC 
vaccine (MEV) progressed to clinical evaluation [135]. However, subsequent 
detailed studies of ASC kinetics, using the model oral cholera vaccine, 
showed that the sampling time point after the second vaccine dose was too 
late to capture peak ASC responses. Consequently, the results from the 
comparison of the CFA/I over-expressing prototype strain and the first 
generation ETEC reference vaccine strain were not conclusive. Thanks to the 
lessons learnt in these initial studies, sampling time points were adjusted in 
subsequent clinical trials of the complete multivalent ETEC vaccine. The 
detailed analysis of ASC response kinetics to cholera and ETEC vaccines 
thus suggest that the lower immune responses to a second compared to a 
primary oral vaccine dose, as seen in many previous clinical trials of ETEC 
vaccines, particularly in primed populations, was primarily a result of 
suboptimal sampling rather than the presence of neutralising antibodies in the 
gut mucosa. Though persisting neutralising antibodies have been seen to 
abrogate immune responses to booster vaccination with the oral live 
attenuated S. Typhi Ty21a vaccine [106], the kinetics of mucosal immune 
responses probably differ between the persisting antigen exposure provided 
by a live vaccine and the short antigen exposure of a killed vaccine.  

Based on the positive safety and immunogenicity results from the 
clinical trials of the prototype and complete vaccines, MEV is today 
considered to be one of the most promising ETEC vaccines currently 
undergoing active clinical development [133]. Our demonstration that a high 
proportion of subjects vaccinated with MEV developed antibodies that bound 
to related, non-vaccine CFs is also encouraging, suggesting that MEV has the 
potential to provide broad protection against ETEC. The next important step 
is now to establish safety and immunogenicity of MEV in the paediatric 
population. A large Phase I/II, descending-age trial has recently been initiated 
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in Bangladesh, where MEV will be given in escalating doses, with and 
without dmLT, to adults, toddlers and infants. If the results from this trial are 
satisfactory, studies are planned to move MEV into Phase III trials assessing 
the protective efficacy of the vaccine. A Phase II study testing the efficacy of 
MEV in adult travellers is also planned. 
 Several novel approaches to evaluate immune responses to mucosal 
vaccination in humans have also been developed as a part of this thesis, 
which may support the further clinical evaluation of MEV, as well as other 
oral vaccines. Our studies of ASC kinetics not only led to the identification of 
optimal sampling time points, but also to the demonstration that functional 
mucosal memory induced by oral vaccination can be assessed by analysis of 
ASC response kinetics. Thus, whilst peak ASC responses to the first dose of 
oral cholera vaccine were seen after around 9 days, peak responses to the 
second or late booster dose were seen after only 4/5 days, indicating a 
functional mucosal memory. Using this approach, we showed that mucosal 
memory to oral cholera vaccination can be detected up to 14 years after 
primary vaccinations, which may have implications for how frequently 
cholera booster vaccinations should be recommended. These results were 
later confirmed in subjects vaccinated with MEV [Lundgren et al., 
submitted]. In the MEV study, circulating vaccine-specific memory IgA B 
cells, detected by polyclonal stimulation of PBMCs and subsequent 
ELISPOT analysis [138,155], were undetectable 13-23 months after primary 
vaccination with MEV. Unlike the circulating memory B cell population, 
which is clearly not a good reflection of long-lasting mucosal memory, we 
believe that analysis of ASC kinetics is a simple and more reliable method to 
measure functional mucosal memory following oral vaccination. In future 
studies, it would be of interest to further examine the memory responses to 
oral vaccination in humans by analysing the vaccine specific ASC population 
induced by booster vaccination for additional functional and phenotypic 
characteristics, including expression of gut homing integrins.  
 In addition to the memory assay, a simple method to assess antibody 
avidity was developed, based on limiting antigen dilution. Importantly, this 
method could also be used with ALS samples. Using the limiting antigen 
method, we showed that a late booster dose of MEV induced vaccine specific 
antibodies with higher avidity than those induced after primary vaccinations. 
We also showed that anti-LT serum antibody avidity was associated with LT-
neutralising capacity. These results suggest that an immunisation schedule of 
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two vaccine doses of MEV with an additional booster dose 12-18 months 
later may be ideal to induce highly functional antibodies. However, these 
results should be confirmed in a naturally primed populations, and especially 
in children. It is also important to consider how this dosing regimen may fit 
into the current EPI schedule.  
 In this thesis, the influence of dmLT on T cells and antibody avidity 
was also evaluated. We showed that both Th1 and Th17 responses induced 
by ETEC vaccination can be enhanced in vitro by dmLT, supporting the 
notion that this adjuvant may influence human immune responses. Using in 
vitro PPD responses in BCG-vaccinated subjects as a model system to 
evaluate the effects of dmLT further, we showed that dmLT primarily acts on 
monocytes and potentiates Th17-type responses via IL-1β and IL-23. The 
results from this study were confirmed and extended in subsequently more 
detailed investigations into the mechanisms of the IL-17A potentiating 
function of dmLT in human cells at our laboratory. Larena et al. recently 
showed that the adjuvant action of dmLT, as well as CT, on T cell responses 
induced by the superantigen staphylococcal enterotoxin B was dependent on 
caspase-1/inflammasome-mediated IL-1 signalling and production of cAMP 
[156]. However, as DCs are the professional APCs with the best competence 
to activate naïve T cells, investigating the adjuvant effect of dmLT on DCs, 
as well as the effect of dmLT on other cell types likely to be affected by 
dmLT in vivo, such as epithelial cells, will be important in future studies. 
Whilst our preliminary analyses indicated that dmLT had no major effects on 
IL-21 production from CD4+ T cells, on-going studies in our laboratory are 
also investigating the specific effects of dmLT on Tfh cells (the main 
producers of IL-21), which may be the Th subset with the greatest potential 
to influence antibody production, affinity maturation and memory B cell 
development.  
 In the clinical trial of MEV, coadministration of the vaccine with 
dmLT had little or no detectable effect on the magnitudes of responses or 
responder frequencies induced by LTB or most of the vaccine CFs [135]. 
However, anti-CS6 IgA ALS responses were significantly higher in the group 
receiving vaccine + 10 µg dmLT compared to the group receiving vaccine 
alone. As CS6 was the antigen present in the lowest amounts in MEV, this 
indicates that dmLT may have a dose-sparing effect. Unfortunately, we were 
unable to measure the avidity of anti-CS6 antibodies in ALS samples due to 
low titres. However, neither the avidity nor the LT-neutralising capacity of 
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LT-specific antibodies was increased in the vaccine + adjuvant group 
compared to the vaccine alone group.  
 Notably, interesting results have recently been presented regarding the 
adjuvant effect of dmLT on protection induced by the live, attenuated ETEC 
vaccine ACE527 [157]. Preliminary results suggest that subjects immunised 
with ACE527 + dmLT were significantly protected against subsequent ETEC 
challenge, whilst those who had received vaccine alone were not. However, 
all measured immune responses were comparable in subjects receiving 
vaccine ± dmLT. Although these results need to be confirmed in further 
studies, since numbers of volunteers were small in the study described, the 
results support that dmLT may have important adjuvant effects in humans, 
although the mechanisms are yet to be determined. It will therefore be 
important to evaluate the capacity of dmLT to influence both the magnitudes 
and functional characteristics of immune responses, as well as try to find 
additional biomarkers of the effect of dmLT, in the continued clinical 
evaluation of MEV in children and infants. It will be of particular interest to 
determine if dmLT affords a dose-sparing effect, or influences antibody 
avidity or memory development in infants, who are likely to receive lower 
vaccine doses to avoid potential side-effects. On-going studies are also 
investigating the potential effects of dmLT on the induction of Th1, Th17 and 
Tfh responses to MEV in vivo in adults, which may provide further insights 
into how dmLT may influence the induction of adaptive immune responses. 
 
 In conclusion, the results presented in this thesis are important for and 
have already facilitated the clinical evaluation of the new ETEC vaccine. We 
now know the optimal time sampling points for analysing ASC responses 
induced by oral ETEC vaccines, and can measure mucosal immunological 
memory and antibody avidity using simple methods. Our demonstration that 
MEV induces cross-reactive antibodies is also encouraging, indicating that 
MEV may have the potential to provide broad protection against many 
different ETEC strains. Hopefully, the methods established through this work 
will facilitate further studies of human immune responses to mucosal 
vaccines and adjuvants in different age groups in the future. 
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SAMMANFATTNING PÅ SVENSKA 

Infektion med enterotoxinbildande E. coli bakterier (ETEC) är en av de 
vanligaste orsakerna till diarré hos barn i u-länder och s.k. turistdiarré, men 
ännu finns inget vaccin mot denna infektion. ETEC-bakterierna fäster till 
tarmslemhinnan med hjälp av speciella ytproteiner, s.k. kolonisationsfaktorer, 
och producerar gifter, toxiner, som orsakar diarré. Ett nytt drickbart ETEC-
vaccin (multivalent ETEC-vaccin; MEV) som har utvecklats vid Göteborgs 
Universitet består av döda bakterier som på sin yta har en stor mängd 
kolonisationsfaktorer, samt en icke-giftig toxoidkomponent. Tidigare studier 
har visat att antikroppar kan skydda mot ETEC genom att blockera bindning 
av bakteriernas kolonisationsfaktorer och toxin till slemhinnan. Huvudsyftet 
för denna avhandling var att analysera immunsvar mot det nya ETEC-
vaccinet hos vuxna svenskar, samt att utvärdera olika sätt att förstärka och 
mäta dessa immunsvar.   
 Vi fann att två doser av ett prototypvaccin av MEV gav mycket få 
biverkningar och gav upphov till produktion av antikroppar som kunde binda 
till bakteriens kolonisationsfaktorer och toxin. Studier av hur immunsvaret 
mot det närbesläktade koleravaccinet Dukoral® utvecklades över tid tydde 
dock på att vi hade mätt immunsvaren något för sent i ETEC-vaccinstudien 
och därmed missat de starkaste svaren. Därför ändrades tidpunkterna för 
immunanalyser i senare studier av MEV, vilket ledde till säkrare resultat. 
Våra observationer tydde även på att vi genom att studera den tidpunkt då 
immunceller från slemhinnan vandrar via blodbanan tillbaka till tarmen efter 
vaccination kan mäta om ett vaccin ger upphov till immunologiskt minne, 
dvs förmågan hos immunsystemet att reagera snabbare och effektivare mot 
en infektion som har påträffats tidigare och därmed skydda mot infektion 
under lång tid. 
 Eftersom MEV senare skulle testas tillsammans med en ny 
immunförstärkande substans, ett s.k. adjuvans (dmLT), undersökte vi även 
hur dmLT kunde påverka immunceller. Vi fann att dmLT kunde förstärka 
funktionen hos T-celler från personer vaccinerade både mot ETEC och andra 
vacciner. Eftersom T-celler kan påverka bildningen av antikroppar och 
immunologiskt minne kan detta ha betydelse för hur vaccinet kan skydda mot 
ETEC-infektion. Vi undersökte även funktionen hos antikroppar som 
producerats efter vaccination med MEV med och utan dmLT-adjuvans. Vi 
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fann att antikropparna kunde binda både till de kolonisationsfaktorer som 
fanns med i vaccinet och till närbesläktade kolonisationsfaktorer. Detta tyder 
på att MEV kan ge ett brett skydd mot olika typer av ETEC-bakterier. Vi 
fann även, med hjälp av en ny analysmetod, att en tredje vaccindos som gavs 
1-2 år efter de första två doserna gav upphov till antikroppar som band 
starkare än de antikroppar som bildades efter de första två doserna. Vi kunde 
dock inte se någon effekt av dmLT-adjuvans på bindningsstyrkan hos 
antikropparna.  
 Sammanfattningsvis har dessa studier på flera sätt bidragit till den 
kliniska utvärderingen av det nya ETEC-vaccinet. Den första vaccinstudien 
var ett viktigt steg för att kunna utföra ytterligare prövningar av vaccinet. Vi 
vet nu även när vi ska mäta immunsvar efter ETEC-vaccination och vi har 
bättre möjlighet att analysera immunologiskt minne och bindningsstyrka hos 
antikroppar. Det är vår förhoppning att dessa metoder och resultat ska 
underlätta fortsatta studier av immunsvar mot ETEC-vaccin och adjuvans hos 
både vuxna och barn i framtiden. 



 

65 

ACKNOWLEDGEMENTS 

A heartfelt thank you to everyone at the Department of Microbiology and 
Immunology who make this workplace such a fun place! 

I would especially like to thank: 

My supervisor, and friend, Anna - for sharing your passion for everything 
from immunology and pedagogy to literature and recipes. Your 
encouragement and support in all things lab and life-related has considerably 
eased the trials of the last few years, for which I will always be grateful.  

My co-supervisor Ann-Mari - an inspiration for all women in science. Thank 
you for giving me the opportunity to contribute to the ETEC vaccine project 
and for your invaluable help in completing my PhD, as well as in many, 
many other things.  

My many office mates over the years - Veronica, for showing me how it’s 
done; Tobbe, for all the laughs; Josefin, for being my half-time buddy 
(thankfully your calm is infectious); Patrik, for your kindness, DIY tips and 
keeping my plants alive during my (long) absences; and Jenni, for fika and 
sharing in the joys of parenthood. 

Joanna, Madde and Gudrun - without whose help I would have been 
completely lost in the lab. 

Lisbeth - for making the many, many clinical appointments in the vaccine 
trial fly by. 

Josh and Astrid - for trying to microbiologically enlighten me. 

All other ETEC group members, past and present. 

All the main collaborators in the vaccine trials, including Scandinavian 
Biopharma/ETVAX AB, PATH EVI and Gothia Forum/Clincial Trial 
Center. 

Marianne, Ingrid, Teresa and Catharina - for your encouragement and 
assistance in my pedagogical education.  

Jenna - for your superb help in proof-reading this thesis.  



 66 

Susanne, Kajsa and Lotta - for your friendship and support during medical 
school, AT and beyond. 

All the volunteers in my studies. 

Jim - for generously putting a (very nice) roof over my head in Paris. 

My brother Anthony, for having taught me how to bite back. 

My parents Eva and Derek - your help and support during the last few years 
(not to mention all the years before that) have gone far beyond the call of 
duty. A thousand thank yous are not enough. 

My son Lawrence - who firmly believes the world revolves around him, a 
notion with which I completely agree. 

My husband, Patrik - for your love and your equanimity. Thank you for 
always managing to make me laugh. 

 
 
We gratefully acknowledge the following organisations for financial support 
of this work: the Sahlgrenska Academy via the Basic Medicine PhD 
programme, PATH via its Enteric Vaccine Initiative, the Swedish Research 
Council, the European Union Seventh Framework Programme (FP7/2007-
2013) under Grant Agreement no. 261472-STOPENTERICS, Sahlgrenska 
University Hospital (LUA-ALF), the Fru Mary von Sydows, född Wijk, 
Foundation, the Sigurd and Elsa Goljes Minne Foundation, the Knut and 
Alice Wallenbergs Foundation, Adlerbertska Research Foundation, Martina 
Lundgrens Scientific Fund and Göteborgs Läkaresällskap. 
 



 

67 

REFERENCES 
[1] Liu L, Oza S, Hogan D, Perin J, Rudan I, Lawn JE, et al. Global, 

regional, and national causes of child mortality in 2000–13, with 
projections to inform post-2015 priorities: an updated systematic 
analysis. Lancet 2015;385:430–40. 

[2] Walker CF, Perin J, Aryee MJ, Boschi-Pinto C. Diarrhea incidence in 
low-and middle-income countries in 1990 and 2010: a systematic review. 
BMC Public Health 2012. 

[3] Kotloff KL, Nataro JP, Blackwelder WC, Nasrin D. Burden and aetiology 
of diarrhoeal disease in infants and young children in developing 
countries (the Global Enteric Multicenter Study, GEMS): a prospective, 
case-control study. Lancet 2013:209–22. 

[4] Petri WA, Miller M, Binder H, Levine MM, Dillingham R, Guerrant RL. 
Enteric infections, diarrhea, and their impact on function and 
development. J Clin Invest 2008;118:1277.  

[5] Svennerholm A-M, Lundgren A. Recent progress toward an 
enterotoxigenic Escherichia coli vaccine. Expert Rev Vaccines 
2012;11:495–507.  

[6] Svennerholm AM. From cholera to enterotoxigenic Escherichia coli 
(ETEC) vaccine development. Indian J Med Res 2011;133:188–96. 

[7] Lozano R, Naghavi M, Foreman K, Lim S, Shibuya K. Global and 
regional mortality from 235 causes of death for 20 age groups in 1990 
and 2010: a systematic analysis for the Global Burden of Disease Study 
2010. Lancet 2013:2095–128. 

[8] Murray C, Vos T, Lozano R, Naghavi M, Flaxman AD. Disability-
adjusted life years (DALYs) for 291 diseases and injuries in 21 regions, 
1990–2010: a systematic analysis for the Global Burden of Disease Study 
2010. Lancet 2013. 

[9] Qadri F, Saha A, Ahmed T, Tarique Al A, Begum YA, Svennerholm AM. 
Disease burden due to enterotoxigenic Escherichia coli in the first 2 years 
of life in an urban community in Bangladesh. Infect Immun 
2007;75:3961–8. 

[10] Rao MR, Abu Elyazeed R, Savarino SJ, Naficy AB, Wierzba TF, Abdel 
Messih I, et al. High disease burden of diarrhea due to enterotoxigenic 
Escherichia coli among rural Egyptian infants and young children. J Clin 
Microbiol 2003;41:4862–4. 

[11] Lamberti LM, Bourgeois AL, Walker CLF, Black RE, Sack D. Estimating 
diarrheal illness and deaths attributable to shigellae  and enterotoxigenic  
Escherichia coli among older children, adolescents, and adults in south 
Asia and Africa. PLoS Negl Trop Dis 2014;8:e2705.  



 68 

[12] Hill DR, Ford L, Lalloo DG. Oral cholera vaccines: use in clinical 
practice. Lancet Infect Dis 2006;6:361–73.  

[13] Zhang W, Sack DA. Progress and hurdles in the development of vaccines 
against enterotoxigenic Escherichia coli in humans. Expert Rev Vaccines 
2012;11:677–94.  

[14] Mentzer von A, Connor TR, Wieler LH, Semmler T, Iguchi A, Thomson 
NR, et al. Identification of enterotoxigenic Escherichia coli (ETEC) 
clades with long-term global distribution. Nat Genet 2014;46:1321–6.  

[15] Gaastra W, Svennerholm AM. Colonization factors of human 
enterotoxigenic Escherichia coli (ETEC). Trends Microbiol 1996;4:444–
52. 

[16] Anantha RP, McVeigh AL, Lee LH, Agnew MK, Cassels FJ, Scott DA, et 
al. Evolutionary and functional relationships of colonization factor 
antigen I and other class 5 adhesive fimbriae of enterotoxigenic 
Escherichia coli. Infec Immun 2004;72:7190–201. 

[17] Rudin A, McConnell MM, Svennerholm AM. Monoclonal antibodies 
against enterotoxigenic Escherichia coli colonization factor antigen I 
(CFA/I) that cross-react immunologically with heterologous CFAs. Infect 
Immun 1994;62:4339–46. 

[18] Isidean SD, Riddle MS, Savarino SJ, Porter CK. A systematic review of 
ETEC epidemiology focusing on colonization factor and toxin expression. 
Vaccine 2011;29:6167–78.  

[19] Jansson L, Tobias J, Lebens M, Svennerholm A-M, Teneberg S. The 
major subunit, CfaB, of colonization factor antigen I from enterotoxigenic 
Escherichia coli is a glycosphingolipid binding protein. Infect Immun 
2006;74:3488–97. 

[20] Jansson L, Tobias J, Jarefjäll C, Lebens M, Svennerholm A-M, Teneberg 
S. Sulfatide recognition by colonization factor antigen CS6 from 
enterotoxigenic Escherichia coli. PLoS ONE 2009;4:e4487.  

[21] Qadri F, Ahmed F, Ahmed T, Svennerholm AM. Homologous and cross-
reactive immune responses to enterotoxigenic Escherichia coli 
colonization factors in Bangladeshi children. Infect Immun 
2006;74:4512–8.  

[22] Sánchez J, Holmgren J. Virulence factors, pathogenesis and vaccine 
protection in cholera and ETEC diarrhea. Curr Opin Immunol 
2005;17:388–98. 

[23] Holmgren J, Fredman P, Lindblad M, Svennerholm AM, Svennerholm L. 
Rabbit intestinal glycoprotein receptor for Escherichia coli heat-labile 
enterotoxin lacking affinity for cholera toxin. Infect Immun 1982;38:424–
33. 

[24] Karlsson KA, Teneberg S, Angström J, Kjellberg A, Hirst TR, Berström J, 
et al. Unexpected carbohydrate cross-binding by Escherichia coli heat-
labile enterotoxin. Recognition of human and rabbit target cell 



 

69 

glycoconjugates in comparison with cholera toxin. Bioorg Med Chem 
1996;4:1919–28. 

[25] Taxt A, Aasland R, Sommerfelt H, Nataro J, Puntervoll P. Heat-stable 
enterotoxin of enterotoxigenic Escherichia coli as a vaccine target. Infect 
Immun 2010;78:1824–31.  

[26] Wolf MK. Occurrence, distribution, and associations of O and H 
serogroups, colonization factor antigens, and toxins of enterotoxigenic 
Escherichia coli. Clin Microbiol Rev 1997;10:569–84. 

[27] Qadri F, Svennerholm A-M, Faruque ASG, Sack RB. Enterotoxigenic 
Escherichia coli in developing countries: epidemiology, microbiology, 
clinical features, treatment, and prevention. Clin Microbiol Rev 
2005;18:465–83. 

[28] Begum YA, Talukder KA, Nair GB, Qadri F, Sack RB, Svennerholm A-M. 
Enterotoxigenic Escherichia coli isolated from surface water in urban 
and rural areas of Bangladesh. J Clin Microbiol 2005;43:3582–3. 

[29] Harro C, Chakraborty S, Feller A, Denearing B, Cage A, Ram M, et al. 
Refinement of a human challenge model for evaluation of enterotoxigenic 
Escherichia coli vaccines. Clin Vaccine Immunol 2011;18:1719–27.  

[30] Levine MM, Nalin DR, Hoover DL, Bergquist EJ, Hornick RB, Young CR. 
Immunity to enterotoxigenic Escherichia coli. Infect Immun 
1979;23:729–36. 

[31] Johansson EW, Wardlaw T, Binkin N, Brocklehurst C, Dooley T. 
UNICEF/WHO, Diarrhoea: Why children are still dying and what can be 
done. New York: UNICEF; 2009. 

[32] Black RE, Merson MH, Rowe B, Taylor PR, Abdul Alim AR, Gross RJ, et 
al. Enterotoxigenic Escherichia coli diarrhoea: acquired immunity and 
transmission in an endemic area. Bull World Health Organ 1981;59:263–
8. 

[33] DuPont HL, Olarte J, Evans DG, Pickering LK, Galindo E, Evans DJ. 
Comparative susceptibility of Latin American and United States students 
to enteric pathogens. N Engl J Med 1976;295:1520–1.  

[34] Brandtzaeg P. Mucosal immunity: induction, dissemination, and effector 
functions. Scand J Immunol 2009;70:505–15. 

[35] Schmitt N, Ueno H. Regulation of human helper T cell subset 
differentiation by cytokines. Curr Opin Immunol 2015;34:130–6.  

[36] Bemark M, Boysen P, Lycke NY. Induction of gut IgA production through 
T cell-dependent and T cell-independent pathways. Ann N Y Acad Sci 
2012;1247:97–116. 

[37] McHeyzer-Williams M, Okitsu S, Wang N, McHeyzer-Williams L. 
Molecular programming of B cell memory. Nat Rev Immunol 
2012;12:24–34.  



 70 

[38] Crotty S. T Follicular Helper cell differentiation, function, and roles in 
disease. Immunity 2014:529–42. 

[39] Maynard CL, Weaver CT. Intestinal effector T cells in health and disease. 
Immunity 2009;31:389–400. 

[40] Akdis M, Burgler S, Crameri R, Eiwegger T, Fujita H, Gomez E, et al. 
Interleukins, from 1 to 37, and interferon-γ: Receptors, functions, and 
roles in diseases. J Allergy Clin Immunol 2011;127:701–70.  

[41] Korn T, Bettelli E, Oukka M. IL-17 and Th17 Cells. Annu Rev Immunol 
2009:485–517. 

[42] Khader SA, Gaffen SL, Kolls JK. Th17 cells at the crossroads of innate 
and adaptive immunity against infectious diseases at the mucosa. 
Mucosal Immunol 2009;2:403–11.  

[43] Cao AT, Yao S, Gong B, Elson CO, Cong Y. Th17 cells upregulate 
polymeric Ig receptor and intestinal IgA and contribute to intestinal 
homeostasis. J Immunol 2012;189:4666–73.  

[44] Hirota K, Turner J-E, Villa M, Duarte JH, Demengeot J, Steinmetz OM, 
et al. Plasticity of Th17 cells in Peyer's patches is responsible for the 
induction of T cell-dependent IgA responses. Nat Immunol 2013;14:372–
9.  

[45] Morita R, Schmitt N, Bentebibel S-E, Ranganathan R, Bourdery L, 
Zurawski G, et al. Human blood CXCR5+CD4+ T cells are counterparts 
of T follicular cells and contain specific subsets that differentially support 
antibody secretion. Immunity 2011;34:108–21.  

[46] Vignali DAA, Collison LW, Workman CJ. How regulatory T cells work. 
Nat Rev Immunol 2008;8:523–32. 

[47] Gibbons DL, Spencer J. Mouse and human intestinal immunity: same 
ballpark, different players; different rules, same score. Mucosal Immunol 
2011;4:148–57.  

[48] Shale M, Schiering C, Powrie F. CD4+ T cell subsets in intestinal 
inflammation. Immunol Rev 2013;252:164–82. 

[49] Huang DB, DuPont HL, Jiang ZD, Carlin L, Okhuysen PC. Interleukin-8 
response in an intestinal HCT-8 cell line infected with enteroaggregative 
and enterotoxigenic Escherichia coli. Clin Diagn Lab Immunol 
2004;11:548–51. 

[50] Greenberg DE, Jiang ZD, Steffen R, Verenker MP, DuPont HL. Markers 
of inflammation in bacterial diarrhea among travelers, with a focus on 
enteroaggregative Escherichia coli pathogenicity. J Infect Dis 
2002;185:944–9.  

[51] Mercado EH, Ochoa TJ, Ecker L, Cabello M, Durand D, Barletta F, et al. 
Fecal leukocytes in children infected with diarrheagenic Escherichia coli. 
J Clin Microbiol 2011;49:1376–81.  



 

71 

[52] Long KZ, Rosado JL, Santos JI, Haas M, Mamun Al A, DuPont HL, et al. 
Associations between mucosal innate and adaptive immune responses and 
resolution of diarrheal pathogen infections. Infect Immun 2010;78:1221–
8.  

[53] Stoll BJ, Svennerholm AM, Gothefors L, Barua D, Huda S, Holmgren J. 
Local and systemic antibody responses to naturally acquired 
enterotoxigenic Escherichia coli diarrhea in an endemic area. J Infect 
Dis 1986;153:527–34. 

[54] Clemens JD, Svennerholm AM, Harris JR, Huda S, Rao M, Neogy PK, et 
al. Seroepidemiologic evaluation of anti-toxic and anti-colonization 
factor immunity against infections by LT-producing Escherichia coli in 
rural Bangladesh. J Infect Dis 1990;162:448–53.  

[55] Wenneras C, Qadri F, Bardhan PK, Sack RB, Svennerholm AM. Intestinal 
immune responses in patients infected with enterotoxigenic Escherichia 
coli and in vaccinees. Infect Immun 1999;67:6234–41. 

[56] Rao MR, Wierzba TF, Savarino SJ, Abu Elyazeed R, Ghoreb El N, Hall 
ER, et al. Serologic correlates of protection against enterotoxigenic 
Escherichia coli diarrhea. J Infect Dis 2005;191:562–70.  

[57] Qadri F, Ahmed T, Ahmed F, Bhuiyan MS, Mostofa MG, Cassels FJ, et 
al. Mucosal and systemic immune responses in patients with diarrhea due 
to CS6-expressing enterotoxigenic Escherichia coli. Infect Immun 
2007;75:2269–74.  

[58] Ahrén CM, Svennerholm AM. Synergistic protective effect of antibodies 
against Escherichia coli enterotoxin and colonization factor antigens. 
Infec Immun 1982;38:74–9. 

[59] Ahrén CM, Svennerholm AM. Experimental enterotoxin-induced 
Escherichia coli diarrhea and protection induced by previous infection 
with bacteria of the same adhesin or enterotoxin type. Infec Immun 
1985;50:255–61. 

[60] Freedman DJ, Tacket CO, Delehanty A, Maneval DR, Nataro J, Crabb 
JH. Milk immunoglobulin with specific activity against purified 
colonization factor antigens can protect against oral challenge with 
enterotoxigenic Escherichia coli. J Infect Dis 1998;177:662–7. 

[61] Peltola H, Siitonen A, Kyronseppa H, Simula I, Mattila L, Oksanen P, et 
al. Prevention of travellers' diarrhoea by oral B-subunit/whole-cell 
cholera vaccine. Lancet 1991;338:1285–9. 

[62] Scerpella E, Sanchez J, Mathewson I, Torres-Cordero J, Sadoff J, 
Svennerholm A, et al. Safety, immunogenicity, and protective efficacy of 
the whole-cell/recombinant B subunit (WC/rBS) oral cholera vaccine 
against travelers' diarrhea. J Travel Med 1995;2:22–7. 

[63] Clemens JD, Harris JR, Sack DA, Chakraborty J, Ahmed F, Stanton BF, 
et al. Field trial of oral cholera vaccines in Bangladesh. Southeast Asian 
J Trop Med Public Health 1988;19:417–22. 



 72 

[64] Norton EB, Lawson LB, Mahdi Z, Freytag LC, Clements JD. The A-
subunit of Escherichia coli heat-labile enterotoxin functions as a mucosal 
adjuvant and promotes IgG2a, IgA and Th17 responses to vaccine 
antigens. Infect Immun 2012. 

[65] Datta SK, Sabet M, Nguyen KP, Valdez PA, Gonzalez-Navajas JM, Islam 
S, et al. Mucosal adjuvant activity of cholera toxin requires Th17 cells 
and protects against inhalation anthrax. Proc Natl Acad Sci USA 
2010;107:10638–43.  

[66] Brereton CF, Sutton CE, Ross PJ, Iwakura Y, Pizza M, Rappuoli R, et al. 
Escherichia coli heat-labile enterotoxin promotes protective Th17 
responses against infection by driving innate IL-1 and IL-23 production. J 
Immunol 2011;186:5896–906.. 

[67] Recommended Routine Immunizations for Children (updated 27 February 
2015), Summary of WHO Position Papers. WHO; 2015. 

[68] Czerkinsky C, Holmgren J. Vaccines against enteric infections for the 
developing world. Philos T Roy Soc B 2015;370.  

[69] Czerkinsky C, Holmgren J. Mucosal delivery routes for optimal 
immunization: targeting immunity to the right tissues. Curr Top 
Microbiol Immunol 2012;354:1–18.  

[70] Ruiz-Palacios GM, Pérez-Schael I, Velázquez FR, Abate H, Breuer T, 
Clemens SC, et al. Safety and efficacy of an attenuated vaccine against 
severe rotavirus gastroenteritis. N Engl J Med 2006;354:11–22.  

[71] Vesikari T, Matson DO, Dennehy P, Van Damme P, Santosham M, 
Rodriguez Z, et al. Safety and efficacy of a pentavalent human-bovine 
(WC3) reassortant rotavirus vaccine. N Engl J Med 2006;354:23–33.  

[72] Armah GE, Sow SO, Breiman RF, Dallas MJ, Tapia MD. Efficacy of 
pentavalent rotavirus vaccine against severe rotavirus gastroenteritis in 
infants in developing countries in sub-Saharan Africa: a randomised, 
double-blind, placebo-controlled trial. Lancet 2010;376:606–14. 

[73] Zaman K, Dang DA, Victor JC, Shin S, Yunus M, Dallas MJ, et al. 
Efficacy of pentavalent rotavirus vaccine against severe rotavirus 
gastroenteritis in infants in developing countries in Asia: a randomised, 
double-blind, placebo-controlled trial. Lancet 2010;376:615–23.  

[74] Sack DA, Qadri F, Svennerholm AM. Determinants of responses to oral 
vaccines in developing countries. Ann Nestlé [Engl] 2008;66:71–9.  

[75] Ahmed T, Svennerholm A-M, Tarique Al A, Sultana GNN, Qadri F. 
Enhanced immunogenicity of an oral inactivated cholera vaccine in 
infants in Bangladesh obtained by zinc supplementation and by temporary 
withholding breast-feeding. Vaccine 2009;27:1433–9.  

[76] Ahmed T, Arifuzzaman M, Lebens M, Qadri F, Lundgren A. CD4+ T-cell 
responses to an oral inactivated cholera vaccine in young children in a 
cholera endemic country and the enhancing effect of zinc 
supplementation. Vaccine 2009;28:422–9.  



 

73 

[77] Plotkin SA. Vaccines: correlates of vaccine induced immunity. Clin Infect 
Dis 2008;47:401–9.  

[78] Jertborn M, Ahren C, Holmgren J, Svennerholm AM. Safety and 
immunogenicity of an oral inactivated enterotoxigenic Escherichia coli 
vaccine. Vaccine 1998;16:255–60. 

[79] Ahren C, Jertborn M, Svennerholm AM. Intestinal immune responses to 
an inactivated oral enterotoxigenic Escherichia coli vaccine and 
associated immunoglobulin A responses in blood. Infec Immun 
1998;66:3311–6. 

[80] Qadri F, Wennerås C, Ahmed F, Asaduzzaman M, Saha D, Albert MJ, et 
al. Safety and immunogenicity of an oral, inactivated enterotoxigenic 
Escherichia coli plus cholera toxin B subunit vaccine in Bangladeshi 
adults and children. Vaccine 2000;18:2704–12.  

[81] Saletti G, Çuburu N, Yang JS, Dey A, Czerkinsky C. Enzyme-linked 
immunospot assays for direct ex vivo measurement of vaccine-induced 
human humoral immune responses in blood. Nat Protoc 2013;8:1073–87.  

[82] Wenneras C, Svennerholm AM, Ahren C, Czerkinsky C. Antibody-
secreting cells in human peripheral blood after oral immunization with an 
inactivated enterotoxigenic Escherichia coli vaccine. Infect Immun 
1992;60:2605–11. 

[83] Qadri F, Wenneras C, Albert MJ, Hossain J, Mannoor K, Begum YA, et 
al. Comparison of immune responses in patients infected with Vibrio 
cholerae O139 and O1. Infect Immun 1997;65:3571–6. 

[84] Quiding-Jarbrink M, Nordstrom I, Granstrom G, Kilander A, Jertborn M, 
Butcher EC, et al. Differential expression of tissue-specific adhesion 
molecules on human circulating antibody-forming cells after systemic, 
enteric, and nasal immunizations. A molecular basis for the 
compartmentalization of effector B cell responses. J Clin Invest 
1997;99:1281–6.  

[85] Carpenter CM, Hall ER, Randall R, McKenzie R, Cassels F, Diaz N, et al. 
Comparison of the antibody in lymphocyte supernatant (ALS) and 
ELISPOT assays for detection of mucosal immune responses to antigens 
of enterotoxigenic Escherichia coli in challenged and vaccinated 
volunteers. Vaccine 2006;24:3709–18.  

[86] Chang HS, Sack DA. Development of a novel in vitro assay (ALS assay) 
for evaluation of vaccine-induced antibody secretion from circulating 
mucosal lymphocytes. Clin Diagn Lab Immunol 2001;8:482–8. 

[87] Lundgren A, Kaim J, Jertborn M. Parallel analysis of mucosally derived 
B- and T-cell responses to an oral typhoid vaccine using simplified 
methods. Vaccine 2009;27:4529–36.  

[88] Delgado MF, Coviello S, Monsalvo AC, Melendi GA, Hernandez JZ, 
Batalle JP, et al. Lack of antibody affinity maturation due to poor Toll-



 74 

like receptor stimulation leads to enhanced respiratory syncytial virus 
disease. Nat Med 2009;15:34–41. 

[89] Romero-Steiner S, Musher DM, Cetron MS, Pais LB, Groover JE, Fiore 
AE, et al. Reduction in functional antibody activity against Streptococcus 
pneumoniae in vaccinated elderly individuals highly correlates with 
decreased IgG antibody avidity. Clin Infect Dis 1999;29:281–8.  

[90] Harris SL, King WJ, Ferris W, Granoff DM. Age-related disparity in 
functional activities of human group C serum anticapsular antibodies 
elicited by meningococcal polysaccharide vaccine. Infect Immun 
2003;71:275–86. 

[91] Polack FP, Hoffman SJ, Crujeiras G, Griffin DE. A role for nonprotective 
complement-fixing antibodies with low avidity for measles virus in 
atypical measles. Nat Med 2003;9:1209–13. 

[92] Malmqvist M. Surface plasmon resonance for detection and measurement 
of antibody-antigen affinity and kinetics. Curr Opin Immunol 
1993;5:282–6. 

[93] Pullen GR, Fitzgerald MG, Hosking CS. Antibody avidity determination 
by ELISA using thiocyanate elution. J Immunol Methods 1986;86:83–7. 

[94] Goldblatt D, van Etten L, van Milligen FJ, Aalberse RC, Turner MW. The 
role of pH in modified ELISA procedures used for the estimation of 
functional antibody affinity. J Immunol Methods 1993;166:281–5. 

[95] McCloskey N, Turner MW, Goldblatt TD. Correlation between the avidity 
of mouse-human chimeric IgG subclass monoclonal antibodies measured 
by solid-phase elution ELISA and biospecific interaction analysis (BIA). J 
Immunol Methods 1997;205:67–72. 

[96] Plotkin SA. Correlates of protection induced by vaccination. Clin Vaccine 
Immunol 2010;17:1055–65. 

[97] Donta ST, Smith DM. Stimulation of steroidogenesis in tissue culture by 
enterotoxigenic Escherichia coli and its neutralization by specific 
antiserum. Infec Immun 1974;9:500–5. 

[98] Alam MM, Aktar A, Afrin S, Rahman MA, Aktar S, Uddin T, et al. 
Antigen-specific memory B-cell responses to enterotoxigenic Escherichia 
coli infection in Bangladeshi adults. PLoS Negl Trop Dis 2014;8:e2822.  

[99] Alam MM, Arifuzzaman M, Ahmad SM, Hosen MI, Rahman MA, Rashu R, 
et al. Study of avidity of antigen-specific antibody as a means of 
understanding development of long-term immunological memory after 
Vibrio cholerae O1 infection. Clin Vaccine Immunol 2013;20:17–23.  

[100] Rojas OL, Caicedo L, Guzmán C, Rodríguez L-S, Castañeda J, Uribe L, 
et al. Evaluation of circulating intestinally committed memory B cells in 
children vaccinated with attenuated human rotavirus vaccine. Viral 
Immunol 2007;20:300–11.  



 

75 

[101] Wenneras C, Svennerholm AM, Czerkinsky C. Vaccine-specific T cells in 
human peripheral blood after oral immunization with an inactivated 
enterotoxigenic Escherichia coli vaccine. Infect Immun 1994;62:874–9. 

[102] Steffen R, Castelli F, Dieter Nothdurft H, Rombo L, Jane Zuckerman N. 
Vaccination against enterotoxigenic Escherichia coli, a cause of 
travelers' diarrhea. J Travel Med 2005;12:102–7. 

[103] Sanchez J, Svennerholm AM, Holmgren J. Genetic fusion of a non-toxic 
heat-stable enterotoxin-related decapeptide antigen to cholera toxin B-
subunit. FEBS Lett 1988;241:110–4. 

[104] Taxt AM, Diaz Y, Bacle A, Grauffel C, Reuter N, Aasland R, et al. 
Characterization of immunological cross-reactivity between 
enterotoxigenic Escherichia coli heat-stable toxin and human guanylin 
and uroguanylin. Infect Immun 2014;82:2913–22.  

[105] Savarino SJ, Brown FM, Hall E, Bassily S, Youssef F, Wierzba T, et al. 
Safety and immunogenicity of an oral, killed enterotoxigenic Escherichia 
coli-cholera toxin B subunit vaccine in Egyptian adults. J Infect Dis 
1998;177:796–9. 

[106] Kantele A, Kantele JM, Arvilommi H, Mäkelä PH. Active immunity is 
seen as a reduction in the cell response to oral live vaccine. Vaccine 
1991;9:428–31. 

[107] Qadri F, Ahmed T, Ahmed F, Bradley Sack R, Sack DA, Svennerholm 
AM. Safety and immunogenicity of an oral, inactivated enterotoxigenic 
Escherichia coli plus cholera toxin B subunit vaccine in Bangladeshi 
children 18-36 months of age. Vaccine 2003;21:2394–403. 

[108] Savarino SJ, Hall ER, Bassily S, Brown FM, Youssef F, Wierzba TF, et al. 
Oral, inactivated, whole cell enterotoxigenic Escherichia coli plus 
cholera toxin B subunit vaccine: results of the initial evaluation in 
children. PRIDE Study Group. J Infect Dis 1999;179:107–14.  

[109] Qadri F, Ahmed T, Ahmed F, Begum YA, Sack DA, Svennerholm AM. 
Reduced doses of oral killed enterotoxigenic Escherichia coli plus 
cholera toxin B subunit vaccine is safe and immunogenic in Bangladeshi 
infants 6-17 months of age: dosing studies in different age groups. 
Vaccine 2006;24:1726–33. 

[110] Savarino SJ, Hall ER, Bassily S, Wierzba TF, Youssef FG, Peruski LFJ, et 
al. Introductory evaluation of an oral, killed whole cell enterotoxigenic 
Escherichia coli plus cholera toxin B subunit vaccine in Egyptian infants. 
Pediatr Infect Dis J 2002;21:322–30. 

[111] Sack DA, Shimko J, Torres O, Bourgeois AL, Francia DS, Gustafsson B, 
et al. Randomised, double-blind, safety and efficacy of a killed oral 
vaccine for enterotoxigenic E. Coli diarrhoea of travellers to Guatemala 
and Mexico. Vaccine 2007;25:4392–400. 



 76 

[112] Walker RI, Steele D, Aguado T. Analysis of strategies to successfully 
vaccinate infants in developing countries against enterotoxigenic E. coli 
(ETEC) disease. Vaccine 2007;25:2545–66.  

[113] Vesikari T. Rotavirus vaccine studies in Europe. Acta Paediatr 
1999;88:9–13.  

[114] Hall ER, Wierzba TF, Ahren C, Rao MR, Bassily S, Francis W, et al. 
Induction of systemic antifimbria and antitoxin antibody responses in 
Egyptian children and adults by an oral, killed enterotoxigenic 
Escherichia coli plus cholera toxin B subunit vaccine. Infect Immun 
2001;69:2853–7. 

[115] Tobias J, Svennerholm A-M. Strategies to overexpress enterotoxigenic 
Escherichia coli (ETEC) colonization factors for the construction of oral 
whole-cell inactivated ETEC vaccine candidates. Appl Microbiol 
Biotechnol 2012;93:2291–300.  

[116] Shaheen HI, Abdel Messih I, Klena JD, Mansour A, El-Wakkeel Z, 
Wierzba TF, et al. Phenotypic and genotypic analysis of enterotoxigenic 
Escherichia coli in samples obtained from Egyptian children presenting 
to referral hospitals. J Clin Microbiol 2009;47:189–97.  

[117] Tobias J, Svennerholm A-M, Carlin NIA, Lebens M, Holmgren J. 
Construction of a non-toxigenic Escherichia coli oral vaccine strain 
expressing large amounts of CS6 and inducing strong intestinal and 
serum anti-CS6 antibody responses in mice. Vaccine 2011;29:8863–9.  

[118] Lebens M, Shahabi V, Backstrom M, Houze T, Lindblad N, Holmgren J. 
Synthesis of hybrid molecules between heat-labile enterotoxin and 
cholera toxin B subunits: potential for use in a broad-spectrum vaccine. 
Infect Immun 1996;64:2144–50. 

[119] Freytag LC, Clements JD. Mucosal adjuvants. Vaccine 2005;23:1804–13.  

[120] Oplinger M, Bakar S, Trofa A, Clements J, Gibbs P, Pazzaglia G, et al. 
Safety and immunogenicity in volunteers of a new candidate oral mucosal 
adjuvant, LT(R192G). Conf abstract, 37th Intersci. Conf. Antimicrob. 
Agents Chemother. American Society for Microbiology, Washington, DC: 
1997. 

[121] Kotloff KL, Sztein MB, Wasserman SS, Losonsky GA, DiLorenzo SC, 
Walker RI. Safety and immunogenicity of oral inactivated whole-cell 
Helicobacter pylori vaccine with adjuvant among volunteers with or 
without subclinical infection. Infect Immun 2001;69:3581–90.  

[122] Tribble DR, Baqar S, Thompson SA. Development of a human vaccine. 
In: Campylobacter. Nachamkin IN and Blaser MJ, editors. Washington 
DC: ASM Press; 2008, pp. 429–44. 

[123] Norton EB, Lawson LB, Freytag LC, Clements JD. Characterization of a 
mutant Escherichia coli heat-labile toxin, LT(R192G/L211A), as a safe 
and effective oral adjuvant. Clin Vaccine Immunol 2011;18:546–51.  



 

77 

[124] Summerton NA, Welch RW, Bondoc L, Yang HH, Pleune B, 
Ramachandran N, et al. Toward the development of a stable, freeze-dried 
formulation of Helicobacter pylori killed whole cell vaccine adjuvanted 
with a novel mutant of Escherichia coli heat-labile toxin. Vaccine 
2010;28:1404–11. 

[125] Lu YJ, Yadav P, Clements JD, Forte S, Srivastava A, Thompson CM, et 
al. Options for inactivation, adjuvant, and route of topical administration 
of a killed, unencapsulated pneumococcal whole-cell vaccine. Clin 
Vaccine Immunol 2010;17:1005–12.  

[126] Turner AK, Stephens JC, Beavis JC, Greenwood J, Gewert C, Randall R, 
et al. Generation and characterization of a live attenuated 
enterotoxigenic Escherichia coli combination vaccine expressing six 
colonization factors and heat-labile toxin subunit B. Clin Vaccine 
Immunol 2011;18:2128–35.  

[127] Harro C, Sack D, Bourgeois AL, Walker R, DeNearing B, Feller A, et al. 
A combination vaccine consisting of three live attenuated enterotoxigenic 
Escherichia coli strains expressing a range of colonization factors and 
heat-labile toxin subunit B is well tolerated and immunogenic in a 
placebo-controlled double-blind phase I trial in healthy adults. Clin 
Vaccine Immunol 2011;18:2118–27. 

[128] Darsley MJ, Chakraborty S, Denearing B, Sack DA, Feller A, Buchwaldt 
C, et al. The oral, live attenuated enterotoxigenic Escherichia coli 
vaccine ACE527 reduces the incidence and severity of diarrhea in a 
human challenge model of diarrheal disease. Clin Vaccine Immunol 
2012;19:1921–31.  

[129] McKenzie R, Bourgeois AL, Frech SA, Flyer DC. Transcutaneous 
immunization with the heat-labile toxin (LT) of enterotoxigenic 
Escherichia coli (ETEC): protective efficacy in a double-blind, placebo-
controlled challenge study. Vaccine 2007;25:3684–91. 

[130] Frech SA, DuPont HL, Bourgeois AL, McKenzie R. Use of a patch 
containing heat-labile toxin from Escherichia coli against travellers' 
diarrhoea: a phase II, randomised, double-blind, placebo-controlled field 
trial. Lancet 2008;371:2019–25. 

[131] Behrens RH, Cramer JP, Jelinek T, Shaw H. Efficacy and safety of a 
patch vaccine containing heat-labile toxin from Escherichia coli against 
travellers' diarrhoea: a phase 3, randomised, double-blind, placebo-
controlled field trial in travellers from Europe to Mexico and Guatemala. 
Lancet Infect Dis 2014;14:197–204. 

[132] Lapa JA, Sincock SA, Ananthakrishnan M, Porter CK, Cassels FJ, 
Brinkley C, et al. Randomized clinical trial assessing the safety and 
immunogenicity of oral microencapsulated enterotoxigenic Escherichia 
coli surface antigen 6 with or without heat-labile enterotoxin with 
mutation R192G. Clin Vaccine Immunol 2008;15:1222–8. 



 78 

[133] Walker RI. An assessment of enterotoxigenic Escherichia coli and 
Shigella vaccine candidates for infants and children. Vaccine 
2015;33:954–65. 

[134] Holmgren J, Bourgeois L, Carlin N, Clements J, Gustafsson B, Lundgren 
A, et al. Development and preclinical evaluation of safety and 
immunogenicity of an oral ETEC vaccine containing inactivated E. coli 
bacteria overexpressing colonization factors CFA/I, CS3, CS5 and CS6 
combined with a hybrid LT/CT B subunit antigen, administered alone and 
together with dmLT adjuvant. Vaccine 2013;31:2457–64.  

[135] Lundgren A, Bourgeois L, Carlin N, Clements J, Gustafsson B, Hartford 
M, et al. Safety and immunogenicity of an improved oral inactivated 
multivalent enterotoxigenic Escherichia coli (ETEC) vaccine 
administered alone and together with dmLT adjuvant in a double-blind, 
randomized, placebo-controlled Phase I study. Vaccine 2014;32:7077–
84.  

[136] Jertborn M, Ahren C, Svennerholm AM. Dose-dependent circulating 
immunoglobulin A antibody-secreting cell and serum antibody responses 
in Swedish volunteers to an oral inactivated enterotoxigenic Escherichia 
coli vaccine. Clin Diagn Lab Immunol 2001;8:424–8. 

[137] Kurosaki T, Kometani K, Ise W. Memory B cells. Nat Rev Immunol 
2015;15:149–59.  

[138] Tengvall S, Lundgren A, Quiding-Järbrink M, Svennerholm A-M. BAFF, 
stimulatory DNA and IL-15 stimulates IgA+ memory B cells and provides 
a novel approach for analysis of memory responses to mucosal vaccines. 
Vaccine 2010;28:5445–50. 

[139] Kantele A, Mäkelä PH. Different profiles of the human immune response 
to primary and secondary immunization with an oral Salmonella typhi 
Ty21a vaccine. Vaccine 1991;9:423–7. 

[140] Lewis DJ, Novotny P, Dougan G, Griffin GE. The early cellular and 
humoral immune response to primary and booster oral immunization with 
cholera toxin B subunit. Eur J Immunol 1991;21:2087–94.  

[141] Lundgren A, Bhuiyan TR, Novak D, Kaim J, Reske A, Lu YJ, et al. 
Characterization of Th17 responses to Streptococcus pneumoniae in 
humans: Comparisons between adults and children in a developed and a 
developing country. Vaccine 2012;30:3897–907.  

[142] Holmgren J, Lindholm L, Lönnroth I. Interaction of cholera toxin and 
toxin derivatives with lymphocytes. I. Binding properties and interference 
with lectin-induced cellular stimulation. J Exp Med 1974;139:801–19. 

[143] Coffman RL, Sher A, Seder RA. Vaccine adjuvants: putting innate 
immunity to work. Immunity 2010;33:492–503.  

[144] Acosta-Rodriguez EV, Rivino L, Geginat J, Jarrossay D, Gattorno M, 
Lanzavecchia A, et al. Surface phenotype and antigenic specificity of 



 

79 

human interleukin 17-producing T helper memory cells. Nat Immunol 
2007;8:639–46.  

[145] Wilson NJ, Boniface K, Chan JR, McKenzie BS, Blumenschein WM, 
Mattson JD, et al. Development, cytokine profile and function of human 
interleukin 17-producing helper T cells. Nat Immunol 2007;8:950–7.  

[146] El-Kamary SS, Cohen MB, Bourgeois AL, Van De Verg L, Bauers N, 
Reymann M, et al. Safety and immunogenicity of a single oral dose of 
recombinant double mutant heat-labile toxin derived from enterotoxigenic 
Escherichia coli. Clin Vaccine Immunol 2013;20:1764–70. 

[147] Begum YA, Baby NI, Faruque ASG, Jahan N, Cravioto A, Svennerholm A-
M, et al. Shift in phenotypic characteristics of enterotoxigenic 
Escherichia coli (ETEC) isolated from diarrheal patients in Bangladesh. 
PLoS Negl Trop Dis 2014;8:e3031. 

[148] Qadri F, Das SK, Faruque AS, Fuchs GJ, Albert MJ, Sack RB, et al. 
Prevalence of toxin types and colonization factors in enterotoxigenic 
Escherichia coli isolated during a 2-year period from diarrheal patients 
in Bangladesh. J Clin Microbiol 2000;38:27–31. 

[149] Tross D, Klinman DM. Effect of CpG oligonucleotides on vaccine-
induced B cell memory. J Immunol 2008;181:5785–90. 

[150] Kasturi SP, Skountzou I, Albrecht RA, Koutsonanos D, Hua T, Nakaya 
HI, et al. Programming the magnitude and persistence of antibody 
responses with innate immunity. Nature 2011;470:543–7.  

[151] Wei X, Liu X, Dobbs T, Kuehl D, Nkengasong JN, Hu DJ, et al. 
Development of two avidity-based assays to detect recent HIV type 1 
seroconversion using a multisubtype gp41 recombinant protein. AIDS Res 
Hum Retroviruses 2010;26:61–71. 

[152] de Souza VAUF, Tateno AF, Oliveira RR, Domingues RB, Araújo ES, 
Kuster GW, et al. Sensitivity and specificity of three ELISA-based assays 
for discriminating primary from secondary acute dengue virus infection. J 
Clin Virol 2007;39:230–3.  

[153] Baccard-Longere M, Freymuth F, Cointe D, Seigneurin JM, Grangeot-
Keros L. Multicenter evaluation of a rapid and convenient method for 
determination of cytomegalovirus immunoglobulin G avidity. Clin Diagn 
Lab Immunol 2001;8:429–31.  

[154] Alam MM, Leung DT, Akhtar M, Nazim M, Akter S, Uddin T, et al. 
Antibody avidity in humoral immune responses in Bangladeshi children 
and adults following administration of an oral killed cholera vaccine. 
Clin Vaccine Immunol 2013;20:1541–8.  

[155] Crotty S, Aubert RD, Glidewell J, Ahmed R. Tracking human antigen-
specific memory B cells: a sensitive and generalized ELISPOT system. J 
Immunol Methods 2004;286:111–22.  

[156] Larena M, Holmgren J, Lebens M, Terrinoni M, Lundgren A. Cholera 
Toxin, and the Related Nontoxic Adjuvants mmCT and dmLT, Promote 



 80 

Human Th17 Responses via Cyclic AMP-Protein Kinase A and 
Inflammasome-Dependent IL-1 Signaling. J Immunol 2015;194:3829–39.  

[157] Harro C, Chakraborty S, Sack D, DeNearing B, Bourgeois AL, Darsley 
MJ, et al. DmLT adjuvanted Live Attenuated Enterotoxigenic Escherichia 
coli (ETEC) Vaccine Candidate Protects Against Virulent ETEC in a 
Human ETEC Challenge Model. Conf abstract, Vaccines Against Enteric 
Disease, Edinburgh, UK, 2015. 

 

 

 


	Avhandling 151022
	Flik I
	Paper_1
	paper_1_supplemental
	Flik II
	Paper_2
	Flik III
	Paper_3
	Flik IV
	paper_4_151019


 
 
    
   HistoryItem_V1
   StepAndRepeat
        
     Trim unused space from sheets: no
     Allow pages to be scaled: yes
     Margins and crop marks: none
     Sheet size: 6.496 x 9.528 inches / 165.0 x 242.0 mm
     Sheet orientation: best fit
     Scale by 70.00 %
     Align: centre
      

        
     0.0000
     5.6693
     20.0001
     0
     Corners
     0.2999
     ToFit
     0
     0
     1
     1
     0.7000
     0
     0 
     1
     0.0000
     0
            
       D:20151020094743
       685.9843
       S5
       Blank
       467.7165
          

     Best
     648
     257
    
    
     0.0000
     C
     0
            
       CurrentAVDoc
          

     0.0000
     0
     2
     0
     1
     0 
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0k
     Quite Imposing Plus 3
     1
      

   1
  

 HistoryList_V1
 qi2base




 
 
    
   HistoryItem_V1
   StepAndRepeat
        
     Trim unused space from sheets: no
     Allow pages to be scaled: yes
     Margins and crop marks: none
     Sheet size: 6.496 x 9.528 inches / 165.0 x 242.0 mm
     Sheet orientation: best fit
     Scale by 70.00 %
     Align: centre
      

        
     0.0000
     5.6693
     20.0001
     0
     Corners
     0.2999
     ToFit
     0
     0
     1
     1
     0.7000
     0
     0 
     1
     0.0000
     0
            
       D:20151020094943
       685.9843
       S5
       Blank
       467.7165
          

     Best
     648
     257
    
    
     0.0000
     C
     0
            
       CurrentAVDoc
          

     0.0000
     0
     2
     0
     1
     0 
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0k
     Quite Imposing Plus 3
     1
      

   1
  

 HistoryList_V1
 qi2base




 
 
    
   HistoryItem_V1
   StepAndRepeat
        
     Trim unused space from sheets: no
     Allow pages to be scaled: yes
     Margins and crop marks: none
     Sheet size: 6.496 x 9.528 inches / 165.0 x 242.0 mm
     Sheet orientation: best fit
     Scale by 70.00 %
     Align: centre
      

        
     0.0000
     5.6693
     20.0001
     0
     Corners
     0.2999
     ToFit
     0
     0
     1
     1
     0.7000
     0
     0 
     1
     0.0000
     0
            
       D:20151020095044
       685.9843
       S5
       Blank
       467.7165
          

     Best
     648
     257
    
    
     0.0000
     C
     0
            
       CurrentAVDoc
          

     0.0000
     0
     2
     0
     1
     0 
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0k
     Quite Imposing Plus 3
     1
      

   1
  

 HistoryList_V1
 qi2base




 
 
    
   HistoryItem_V1
   StepAndRepeat
        
     Trim unused space from sheets: no
     Allow pages to be scaled: yes
     Margins and crop marks: none
     Sheet size: 6.496 x 9.528 inches / 165.0 x 242.0 mm
     Sheet orientation: best fit
     Scale by 70.00 %
     Align: centre
      

        
     0.0000
     5.6693
     20.0001
     0
     Corners
     0.2999
     ToFit
     0
     0
     1
     1
     0.7000
     0
     0 
     1
     0.0000
     0
            
       D:20151020095126
       685.9843
       S5
       Blank
       467.7165
          

     Best
     648
     257
    
    
     0.0000
     C
     0
            
       CurrentAVDoc
          

     0.0000
     0
     2
     0
     1
     0 
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0k
     Quite Imposing Plus 3
     1
      

   1
  

 HistoryList_V1
 qi2base




 
 
    
   HistoryItem_V1
   StepAndRepeat
        
     Trim unused space from sheets: no
     Allow pages to be scaled: yes
     Margins and crop marks: none
     Sheet size: 6.496 x 9.528 inches / 165.0 x 242.0 mm
     Sheet orientation: best fit
     Scale by 70.00 %
     Align: centre
      

        
     0.0000
     5.6693
     20.0001
     0
     Corners
     0.2999
     ToFit
     0
     0
     1
     1
     0.7000
     0
     0 
     1
     0.0000
     0
            
       D:20151020094647
       685.9843
       S5
       Blank
       467.7165
          

     Best
     648
     257
    
    
     0.0000
     C
     0
            
       CurrentAVDoc
          

     0.0000
     0
     2
     0
     1
     0 
      

        
     QITE_QuiteImposingPlus3
     Quite Imposing Plus 3.0k
     Quite Imposing Plus 3
     1
      

   1
  

 HistoryList_V1
 qi2base





