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Summary

There is an urgent need to identify ways of enhancing the mucosal immune
response to oral vaccines. Rotavirus vaccine protection is much lower in
Africa and Asia than in industrialized countries, and no oral vaccine has effi-
cacy approaching the best systemic vaccines. All-trans retinoic acid (ATRA)
up-regulates expression of α4β7 integrin and CCR9 on lymphocytes in labo-
ratory animals, increasing their gut tropism. The aim of this study was to
establish the feasibility of using ATRA as an oral adjuvant for oral typhoid
vaccination. In order to establish that standard doses of oral ATRA can
achieve serum concentrations greater than 10 nmol/l, we measured ATRA,
9-cis and 13-cis retinoic acid in serum of 14 male volunteers before and 3 h
after 10 mg ATRA. We then evaluated the effect of 10 mg ATRA given 1 h
before, and for 7 days following, oral typhoid vaccine in eight men, and in 24
men given various control interventions. We measured immunoglobulin
(Ig)A directed against lipopolysaccharide (LPS)and protein preparations of
vaccine antigens in whole gut lavage fluid (WGLF) and both IgA and IgG in
serum, 1 day prior to vaccination and on day 14. Median [interquartile range
(IQR)] Cmax was 26·2 (11·7–39·5) nmol/l, with no evidence of cumulation
over 8 days. No adverse events were observed. Specific IgA responses to LPS
(P = 0·02) and protein (P = 0·04) were enhanced in WGLF, but no effect was
seen on IgA or IgG in serum. ATRA was well absorbed, well tolerated and
may be a promising candidate oral adjuvant.
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Introduction

The global burden of intestinal infectious disease represents
a major obstacle to the realization of health goals for many
low- and middle-income countries [1,2]. Diarrhoea
remains a major cause of death in children in the tropics,
and this is compounded by malnutrition. While many
infectious diseases are controlled by immunization, this has
not proved possible for diarrhoeal diseases, and only now is
immunization against rotavirus becoming a reality for
many children who would benefit from it [3]. Immuniza-
tion against diarrhoea-causing pathogens remains a chal-
lenge not only because of the large (and expanding)
number of potential pathogens [4], but also because oral
vaccines are intrinsically less effective than the best systemic

vaccines, such as yellow fever or hepatitis B vaccines. Even
those vaccines that are most effective, such as rotavirus
vaccine, are substantially less effective in tropical than in
temperate regions [3]; for example, while the pentavalent
oral rotavirus vaccine is 98% effective against severe rotavi-
rus diarrhoea in the United States and Finland and other
relatively affluent countries [5], it is only 48% effective in
Bangladesh and Vietnam [6]. Similarly, the single strain
rotavirus vaccine was 90% effective against severe diarrhoea
in Europe [7], but was only 49% effective in Malawi [8]. An
adjuvant that could enhance the effect of oral vaccines
could have a dramatic impact on programmes for control-
ling diarrhoeal disease, with major benefits for child health
in developing countries. Several strategies for adjuvan-
ticity are currently being explored [9], including AB5
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enterotoxins and their derivatives, ligands at innate immune
receptors, mucoadhesives, particulates, saponins, oil emul-
sions and cytokines.

Retinoic acid is the oxidation product of retinol and
comprises four isoforms: all-trans, 9-cis, 11-cis and 13-cis
retinoic acids. All-trans retinoic acid (ATRA) binds to the
heterodimeric retinoic acid receptor (RAR/RXR), whereas
9-cis RA binds to the RXR homodimer [10]; the ligand-
receptor unit then binds other co-regulatory molecules, and
these complexes then bind to specific retinoic acid response
elements (RAREs) in the regulatory regions of specific
genes [11,12]. Recent work has elucidated a complex role
for ATRA in immune regulation. First, ATRA up-regulates
expression of the gut-homing phenotype markers α4β7
integrin and CCR9 through the RAR/RXR heterodimer
[13]. Secondly, ATRA up-regulates expression of the poly-
meric immunoglobulin (Ig)A receptor, which exports secre-
tory IgA into the gut lumen [14]. Thirdly, ATRA is
implicated in T cell subset allocation following antigen
presentation [15]. Fourthly, ATRA is implicated in lineage
commitment of forkhead box protein 3 (FoxP3+) regulatory
T cells [15,16], and with the tissue tropism of RORγt+ Th17
cells [17]. Fifthly, ATRA acts in a positive feedback loop to
encourage DCs to promote gut homing [18]. Sixthly,
vitamin A is required for development of oral tolerance
[19]. For the purpose of this work, the first two of these are
of considerable interest as these are highly desirable charac-
teristics of an orally active adjuvant. Recent work in mice
has demonstrated that ATRA can induce mucosal immune
responses to antigens injected by the subcutaneous [20] or
intramuscular [21] routes.

In clinical oncology, ATRA (tretinoin, marketed as
Vesanoid; Roche, Welwyn Garden City, UK) has been used
for 20 years to induce myelocytic differentiation in patients
with promyelocytic leukaemia [22]. In this condition, but at
high doses (45 mg/m2/day for up to 3 months), ATRA has a
considerable number of adverse effects [23]. The concentra-
tion of ATRA required to produce the immune effects
described above [13] was approximately 10 nmol/l (which is
equivalent to 3 ng/ml), several orders of magnitude lower
than the Cmax generated by the very high doses used in
oncological practice [24]. One other adverse effect of ATRA,
teratogenicity [25], is of greater relevance as it occurs at
concentrations much closer to those found in healthy post-
prandial adults [26]. The purpose of this study was to deter-
mine the dose required to produce concentrations into the
sort of range used in vitro [13], then to determine if ATRA
has adjuvant properties when given alongside oral vaccines
to adult male volunteers in a population where this adju-
vant potential is most needed.

Materials and methods

Fifty adult men were recruited from a cohort of adults in
Misisi compound, a high-density township in Lusaka,

Zambia, in which we have carried out several studies on
intestinal infection and immunity [27,28]. In consecutive
studies, volunteers participated in pharmacokinetic assess-
ments, then in an assessment of the impact of ATRA on
responses to oral typhoid vaccine. Volunteers were inter-
viewed and examined including nutritional assessment
[body mass index (BMI) and body composition determined
using a Tanita BC-418 and grip strength using a Takeda
dynamometer], screened for helminths by examination of a
single stool sample using the Kato-Katz technique, and
offered HIV testing. Participation was deferred if partici-
pants gave any history of diarrhoea within 1 month, taking
antibiotics within 2 weeks or vaccination within 6 months.

Ethical approval

Approval for this study was obtained from the Biomedical
Research Ethics Committee of the University of Zambia
(reference 020-06-10) and the Pharmaceutical Regulatory
Authority of the Ministry of Health of the Government of
the Republic of Zambia (DMS/7/9/22/TROPGAN003).

Measurement of retinoic acid isoforms in blood

To confirm the dose of tretinoin required to achieve Cmax

concentrations of 10 nmol/l or more, eight men were given
ATRA (Vesanoid; Roche) 10 mg daily for 8 days. On days 1
and 8, volunteers attended while fasting and a sample of
blood was collected at 08:00 h and 3 h post-dose, as 3 h is a
good estimate of Tmax for retinoic acids [24,29–31]. The pre-
and post-dose samples on days 1 and 8 were designated t1,
t2, t3 and t4, respectively; t1 and t3 were thus measures of
C0 and t2 and t4 were measures of Cmax. A further six men
were given 60 mg retinyl palmitate (Accucaps Industries
Ltd, Windsor, ON, Canada; supplied by the World Health
Organization) as a single dose on day 1 and only one
sample was collected on day 8, giving time-points t1, t2 and
t3; t1 was thus a measure of C0, t2 was Cmax and t3 was a late
post-dose measure.

All blood samples were collected into clot activator
Vacutainer tubes (Becton Dickinson, San Jose, CA, USA)
and kept in the dark, refrigerated for 20 min, before being
centrifuged at 461 g and serum stored at −80°C. Aliquots
of serum were shipped to Craft Laboratories (Wilson,
NC, USA) for analysis by high-performance liquid chroma-
tography (HPLC).

Vaccine administration

Volunteers (n = 27), screened for the absence of helminths,
were randomized to receive one of two vaccines, Vivotif or
Dukoral, with or without ATRA given as 10 mg daily for 8
days. Volunteers were not given any vaccine, which they had
received previously. A further five volunteers were evalu-
ated, but no vaccine or ATRA was given. These vaccine and
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control groups are summarized in Table 1. As this was a
Phase I study, no attempt was made at concealment of
treatment allocation and no placebo was used, but alloca-
tion was concealed from laboratory staff. Two vaccines were
used, one to evaluate responses and one as a control to
exclude non-specific responses. Vivotif (Ty21a; Berna
Biotech, Bern, Switzerland) is the only licensed oral typhoid
vaccine; it also confers immunity against Salmonella
paratyphi. Vivotif induces anti-lipopolysaccharide (LPS)
systemic IgG and IgA, antibody-secreting cells in peripheral
blood and cell-mediated immunity (CMI). CMI to Vivotif
is associated with interferon (IFN)-γ secretion characteristic
of a Th1 response. Immunity conferred by Ty21a lasts up to
7 years, but uniquely requires three to four doses given only
1–2 days apart. Safety has been established in more than
200 million vaccines [32]. The control vaccine, Dukoral
(Berna Biotech), is administered as a liquid preparation on
a single occasion. This vaccine has been shown to be safe
and protective in several trials conducted in settings where
cholera is endemic. Of relevance to the setting of this study,
Dukoral administered in a mass immunization campaign in
Mozambique was associated with 78% protection against
cholera [33].

Dukoral was given as a single dose; Vivotif was given on
days 1, 3 and 5 (or days 1, 4 and 6 if a weekend made this
more convenient, so that all doses of vaccine could be
administered under supervision). ATRA was administered
1 h before the first dose of vaccine; this was supervised on
day 1 and unsupervised on days 2–8.

Measurement of mucosal IgA responses using
whole gut lavage

Immunological assessment was carried out on days 0 and
14. Following an overnight fast, volunteers underwent
whole gut lavage as described previously [34], and a 10-ml
blood sample was collected. Briefly, each volunteer drank a
sufficient quantity (usually 2–4 litres) of a gut lavage solu-
tion (Klean-Prep; Norgine, Uxbridge, UK) to yield a clear

fluid per rectum. Once the rectal output had almost cleared
of visible particulates a 50 ml aliquot was collected and pro-
tease inhibitors added: ethylenediamine tetraacetic acid
(EDTA) (Sigma, Poole, UK) was added to a final concentra-
tion of 10 mmol/l, and one tablet of Sigmafast protease
inhibitor cocktail (Sigma) was dissolved in the fluid.
This contains 4-(2-aminoethyl) benzenesulphonylfluoride
hydrochloride, arginine, pepstatin A, bestatin, pancrea-
tic trypsin inhibitor, acetyl-Leu-Leu-arginal, N-(trans-
epoxysuccinyl)-L-leucine 4-guanidinobutylamide, phos-
phoramidon and 1S-octyl-β-D-thioglucopyranoside. The
tube was centrifuged in a refrigerated centrifuge at 4°C at
2626 g for 20 min and aliquots of supernatant stored
at −80°C.

Analysis of IgA responses to oral vaccination

Three different vaccine antigen preparations were made: a
suspension of whole bacteria (2 × 107 in each well), a
protein extract (30 ng in each well) and a preparation of
LPS made using a modified phenol extraction technique
[35] (1 μg in each well). Briefly, vaccine bacteria were
heated in distilled water at 67°C, mixed with an equal
volume of preheated 90% aqueous phenol (pH 8·0) and
incubated for 15 min, then centrifuged at 16 000 g for
5 min. Plates were coated with antigen in phosphate-
buffered saline (PBS) overnight at 4°C, and casein in PBS
(Perbio Science, Cramlington, UK) was used as blocking
buffer for 1 h before adding 100 μl of serum (dilution
1:100) or 100 μl whole gut lavage fluid (WGLF; undiluted)
and incubating for 2 h at room temperature (22°C).
Washing was carried out six times using PBS with 0·05%
Tween20. Secondary antibody, goat anti-human IgA or anti-
human IgG conjugated to alkaline phosphatase (Cambridge
Bioscience, Cambridge, UK) was incubated for 1 h at room
temperature and washed six times. Following 20 min incu-
bation with p-nitrophenyl phosphate (Sigma) the plate was
read at 405 nm in anEL800 plate reader (BioTek, Potton,
UK). All work was carried out with pyrogen-free pipette

Table 1. Demographic and nutritional characteristics of study participants.

Vaccine study

PGroup 1 Group 2 Group 3 Group 4 Group 5

n 8 6 7 6 5

Vaccine Vivotif Vivotif Dukoral Dukoral None

ATRA + − + − −
Age (years) 35 (28–45) 38 (29–40) 31 (28–40) 39 (37–40) 21 (19–22) 0·07

HIV-positive (n) 2 2 3 4 0

BMI (kg/m2) 21 (18–24) 22 (19–23) 20 (18–24) 19 (18–19) 19 (18–20) 0·47

Fat (%) 10 (6–19) 15 (10–20) 14 (9–25) 13 (10–13) 9 (6–12) 0·29

Grip strength (kg) 40 (29–43) 35 (32–39) 39 (35–42) 36 (33–40) 40 (35–41) 0·87

All participants were men. All participants in the PharmacoKinetics study subsequently participated in the vaccine study, so these are shown

broken down by study group. Continuous variables are shown as median and interquartile range (IQR). Fat is expressed as percentage body weight,

measured by impedance. ATRA: all-trans retinoic acid; BMI: body mass index.
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tips (Starlab, Milton Keynes, UK). Secretory IgA in WGLF
was assayed by ELISA (Immunodiagnostik AG, Bensheim,
Germany).

Data analysis

Pharmacokinetic data are expressed as median and
interquartile range (IQR); values at individual time-points
were compared in different groups using the Kruskal–Wallis
test. Graphic representation was performed using polyno-
mial (Epanechnikov) smoothing of the time-points at 0
and 3 h in order to demonstrate individual data points and
summary data with 95% confidence intervals. Serum and
WGLF responses to vaccine antigens are expressed as optical
density (OD) values, but total IgA is expressed in ng/ml;
values are expressed as median and IQR and the Kruskal–
Wallis test was used.

Results

Of 50 men recruited, 18 had intestinal helminth infections
and were excluded, leaving 32 men aged between 18 and 50
years (mean age 31) who participated in the study. Of these,
11 men (34%) were HIV-seropositive, which is consistent

with previous studies in this community [28]. Mean BMI
was 20·4 kg/m2, mean percentage body fat was 13·2% and
mean grip strength was 36·8 kg; no significant difference in
these parameters was apparent using the Kruskal–Wallis or
t-tests in volunteers assigned to different study groups
(Table 1).

Pharmacokinetics

Predose concentrations of ATRA, 9-cis and 13-cis RA were
similar in men allocated to retinyl palmitate or to tretinoin,
but post-dose ATRA and 13-cis RA were much higher fol-
lowing administration of tretinoin (Fig. 1). Post-dose con-
centrations exceeded 10 nmol/l on all but two occasions.
These were two HIV-seropositive men whose Cmax on day 1
failed to rise above 10 nmol/l, one rising to 9·6 and the
other to 6·7 nmol/l; in the second case the Cmax on day 8 was
also low at 7·8 nmol/l. Cmax values in HIV-seropositive men
(median 13·8 nmol/l, IQR 6·7–24·8) appeared to be lower
than in HIV-seronegative men (median 38·9, IQR 27·6–40),
but the difference was not significant (P = 0·10). There was
a suggestion that Cmax on day 8 was lower than on day 1,
which would indicate induction of glucuronidation and
oxidation enzymes, but this was not significant in this small
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Fig. 1. Pharmacokinetics. (a–c) Serum concentrations of (a) all-trans retinoic acid (ATRA), (b) 13-cis retinoic acid (RA) and (c) 9-cis RA just before

or 3 h after an oral dose 10 mg ATRA on day 1. Although pure ATRA was given, immediate isomerization occurs and the peak concentration of

13-cis RA exceeds that of ATRA. (d) Serum concentration of ATRA before and after 10 mg ATRA on the eighth day; there is no evidence of

accumulation, but Cmax appears to be reduced compared with day 1, probably reflecting induction of degradative enzymes. (e,f) Serum

concentrations of (e) ATRA and (F) 13-cis RA before and 3 h after a single dose of 60 mg retinyl palmitate, and then on day 8 at the same time as

the baseline sample was taken for the volunteers shown in (d). Dotted lines show the polynomial smoothed curve, and the shaded band the 95%

confidence limits.
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group. No evidence of accumulation of any of the RA
isoforms over the 8 days was observed, as trough concentra-
tions remained low on day 8. No adverse events were
reported by these men during the 8 days of treatment.

Effect of tretinoin on responses to oral vaccines

Specific IgA in whole gut lavage fluid (WGLF) against LPS
and protein extract was increased in vaccine recipients who
were given ATRA 10 mg daily for 8 days compared with
those who were not given ATRA, or those who were given
Dukoral with or without ATRA (Fig. 2). There was no dif-
ference in changes in total WGLF IgA concentrations
between ATRA recipients and controls (P = 0·18; Fig. 3).
There were three individuals whose total IgA in WGLF
increased, but two of these showed no rise in specific IgA in
WGLF, and of the four participants with a clear rise in spe-
cific IgA in WGLF, only one had a rise in total IgA. No effect
was seen on serum IgA or IgG responses to either of the
vaccine antigens evaluated (Fig. 5).

Correlations between serum and WGLF responses

We explored correlations between gut and serum IgA
responses to LPS and protein extracts and in relation to
total IgA in WGLF (Fig. 4). Correlations between responses
to LPS and protein were strong in both WGLF and serum
(Fig. 4a,b). There was a suggestion of a threshold effect of
total IgA in WGLF such that only WGLF samples with total
IgA concentrations of 200 ng/ml showed detectable specific
IgA in WGLF (Fig. 4c,d). Correlations between specific IgA
responses in WGLF and serum were less strong than within
compartments (Fig. 4e,f).

We also explored the extent to which these results might
be influenced by HIV status. Of the participants who were
given Vivotif, two of eight who were also given ATRA were

HIV-seropositive, and two of six who were not given ATRA
were HIV-seropositive. The increases in specific IgA in
WGLF from days 0 to 14 were −0·02 and 0·091 in the two
HIV-seropositive participants compared with median
(IQR) increases of 0·0125 (0·002, 0·053) in the six HIV-
seronegative participants. While these numbers are small,
we found no evidence of an inability to generate ATRA-
augmented vaccine responses in HIV infection. While the
strong correlations between specific IgA responses to LPS
and protein within compartments (serum or WGLF) were
unaffected by HIV status, the correlations between specific
IgA in WGLF and total IgA in WGLF was restricted to
HIV-uninfected (seronegative) participants (for example,
ρ = 0·72 and P < 0·0001 for responses to protein in HIV-
negative compared with ρ = 0·21 and P = 0·61 in HIV-
seropositive participants).

Discussion

In view of the global burden of diarrhoeal disease and the
reduced efficacy of oral vaccines in tropical populations, the
need for effective oral adjuvants is urgent [36], and new
strategies are needed for vaccination against diarrhoeal dis-
eases. We have explored the possibility that all-trans retinoic
acid could be utilized as an oral adjuvant in a population
with a high burden of HIV. We have demonstrated that
ATRA can be given safely in a simple commercially available
oral capsule and that rapid rises in serum concentration are
predictable. The great majority of adults in this population
demonstrated a Cmax higher than the concentration
(10 nmol/l), which was associated with changes in lympho-
cyte homing markers in vitro [13]. We went on to examine
gut and serum responses to Vivotif antigens (crude extracts
of LPS and protein from vaccine bacteria) in vaccinees
given Vivotif and in controls given an irrelevant vaccine,
Dukoral. Our results suggest that ATRA could play an adju-
vant role when given alongside Vivotif, an oral typhoid
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vaccine. Our results need to be confirmed in other popula-
tions and with other vaccines, but suggest that immuno-
logical effects of ATRA demonstrable in vitro and in vivo
[13,20] could potentially be translated into an important
strategy for enhancing responses to easily administered
vaccines.

The dose of tretinoin used in this study (10 mg/day,
about 6–7 mg/m2) is approximately one-eighth of that used
in oncological practice and generated serum Cmax concen-
trations of 6·7–42 nmol/l. We extrapolated from in-vitro
data that a concentration of 10 nmol/l would be required to
be sure of an effect on homing receptor expression in lym-

phocytes, although the concentration in intestinal epithelial
cells would, of course, be higher. These values of Cmax, while
satisfactory for this purpose, are lower than might be
expected based on data from adults [24,29] or children
[30]. To set this in context, 45 mg/m2 in adults generated
Cmax concentrations of 508 nmol/l in adults [29]. Even at
much lower doses (25 mg/m2) in children, Cmax varied
between 48·5 and 513 nmol/l [30]. We surmise that the low
Cmax we observed in some participants (and high values in
none) reflects the impact of environmental enteropathy
[28,37], and in those individuals with HIV infection Cmax

was lower still. A great deal of work has been conducted on
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vitamin A (retinol and carotenoid) absorption, but many
questions remain unanswered [38,39], and mechanisms of
absorption of retinoic acids and their derivatives remain
largely unexplored. Nevertheless, these values provide a
starting-point for future work directed at immunological
manipulation rather than oncological treatment.

The effect of vitamin A supplementation (VAS) on
vaccine efficacy has been the focus of a modest number of
studies that have generated disparate results [40]. There is
also some evidence that the effects of VAS on responses to
vaccination (specific and non-specific) may be sex-
dependent, with a greater benefit in boys than in girls [41],
and this may apply particularly to diphtheria–tetanus–
pertussis (DTP) vaccination [41]. It is apparent from our
pharmacokinetic data that oral administration of retinoic
acid generates a much sharper rise in serum concentration
of ATRA than does oral dosing with retinyl palmitate, and
thus the immunological effects may be different, or at least
clearer.

The adjuvanticity of ATRA we observed in this study
applied only to the mucosal compartment; no effect was
observed on serum IgA or IgG responses. Further work will
be required to ascertain whether ATRA may increase IgA
transport into the gut, through up-regulation or enhanced
function of the polymeric immunoglobulin receptor
(pIgR). However those individuals with the clearest
increases in specific IgA to LPS and protein extracts in
WGLF were not those in whom we found evidence of
increased total IgA, which would be expected if the princi-
pal effect were on pIgR. The correlations between specific
IgA to LPS and both serum-specific IgA and total WGLF
IgA suggest to us that gut antibody responses to this vaccine
are dependent upon both enhanced induction of the
immune response and increased antibody secretion, but this
remains to be established.

In order to avoid having to reject volunteers who are
HIV-seropositive, which could lead to stigmatization in this
close-knit community, we included men who are HIV-
infected alongside men without HIV infection. This oppor-
tunity for comparison yielded data that suggest that
absorption of ATRA is reduced in HIV-infected men com-
pared with uninfected men. Despite this apparent impair-
ment, there was no evidence of impairment of immune
induction in the gut, and it would appear that HIV-infected
men were as able to recognize the vaccine alloantigens as
uninfected men. The quantity and quality of vaccine
responses in HIV infection is impaired for some (for
example with hepatitis B vaccine [42]), but not all, vaccines
(human papilloma virus vaccine is effective [43]), but we
found no evidence in this early study that mucosal immune
responses are impaired due to HIV.

While we believe that these results are promising, we
must point out that retinoic acids are embryotoxic [25],
with no clearly safe dose, and ATRA could not be used for
vaccination programmes for women of childbearing age.

ATRA appears to be safe in men at the doses we used in this
study, and teratogenicity is not a concern in children at the
ages at which vaccines are given. Nevertheless, the program-
matic implications of this safety issue would need to be
considered carefully. If the potential adjuvanticity of ATRA
can be confirmed with a range of other vaccines, it might
help to overcome the impaired vaccine efficacy in popula-
tions with the greatest need of vaccination against diar-
rhoea pathogens.
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