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Schistosomiasis is a water-borne, parasitic disease of major public health importance.There
has been considerable effort for several decades toward the development of a vaccine
against the disease. Numerous mouse experimental studies using attenuated Schisto-
soma mansoni parasites for vaccination have been published since 1960s. However, to
date, there has been no systematic review or meta-analysis of these data. The aim of this
study is to identify measurable experimental conditions that affect the level of protection
against re-infection with S. mansoni in mice vaccinated with radiation attenuated cercariae.
Following a systematic review, a total of 755 observations were extracted from 105 articles
(published 1963–2007) meeting the searching criteria. Random effects meta-regression
models were used to identify the influential predictors. Three predictors were found to
have statistically significant effects on the level of protection from vaccination: increasing
numbers of immunizing parasites had a positive effect on fraction of protection whereas
increasing radiation dose and time to challenge infection had negative effects. Models
showed that the irradiated cercariae vaccine has the potential to achieve protection as high
as 78% with a single dose vaccination. This declines slowly over time but remains high
for at least 8 months after the last immunization. These findings provide insights into the
optimal delivery of attenuated parasite vaccination and into the nature and development of
protective vaccine induced immunity against schistosomiasis, which may inform the for-
mulation of human vaccines and the predicted duration of protection and thus frequency
of booster vaccines.

Keywords: schistosomiasis, attenuated cercariae, protective immunity, random effects meta-regression, animal
model, systematic review

INTRODUCTION
Schistosomiasis is a water-borne parasitic disease of major pub-
lic health importance. More than 4.5 million disability adjusted
life years (DALYs) are lost each year worldwide due to schisto-
some infection (1–4). Human schistosomiasis is mainly caused by
three species: Schistosoma mansoni, Schistosoma haematobium, and
Schistosoma japonicum (5). More than 90% of reported cases are
from sub-Saharan Africa where both S. mansoni and S. haema-
tobium infections are endemic (6). The vast majority of control
programs use the antihelminthic drug praziquantel for mass drug
administration. This low-cost and efficacious drug has achieved
a significant reduction in disease prevalence and infection inten-
sity in many endemic areas (7–10). However, there are multiple
reports of re-infection after chemotherapy (11–13). In addition,
praziquantel can clear only adult worms and has little or no effect
on existing eggs and immature worms (14). This means that there
is need for additional complementary interventions, one of which
is vaccination.

Slowly developing acquired immunity plays a crucial role in
the reduction of infection prevalence and intensity in older age
groups in endemic areas (15, 16). This suggests that exposure

to schistosome antigens can promote protective immunity in
humans; however, to date, there is no licensed schistosome
vaccine (17, 18). Currently, the leading vaccine candidate is
the 28 kDa S. haematobium GST (Sh28GST, Brand name: Bil-
hvax), which is now in phase 3 clinical trials (19–21). Along-
side recombinant antigen vaccine studies, the attenuated live
cercariae vaccine has been studied extensively in mouse mod-
els (22, 23). Properly prepared attenuated cercariae live long
enough to invade the host skin and stimulate protective acquired
immunity against subsequent challenge infection but die in the
host’s body before they mature into adult worms (24). Atten-
uated schistosome cercariae vaccination experiments in animals
use cercariae, which are weakened by ionizing radiation (X-ray
or gamma ray), ultraviolet, heat, or chemical treatment. Host
animals are immunized with attenuated parasites either once
or several times before challenge infection with non-attenuated
pathogenic cercariae. A certain number of days after the chal-
lenge infection, immunized animals and control animals are per-
fused to quantify the level of protection due to immunization
by comparing the number of adult worms recovered from both
groups.
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A large number of mouse experimental studies using attenu-
ated S. mansoni cercariae for vaccination have been published since
1960s (25); however, such studies have never been systematically
analyzed. The aim of this study was to conduct a meta-analysis
to identify measurable experimental conditions (predictors) that
affect the level of protection against challenge infection of vacci-
nated animals. In addition, levels of each predictor associated with
maximum levels of protection were estimated.

MATERIALS AND METHODS
SYSTEMATIC REVIEW
An electronic literature search was performed using Science Cita-
tion Index Expanded, Conference Proceedings Citation Index
and BIOSIS Citation Index, all of which were provided through
Web of Knowledge1. Alongside these, EMBASE2, OVID MEDI-
CINE3, and CAB abstracts, were searched simultaneously though
OvidSP4. Reference lists of all articles identified by the elec-
tronic search were searched manually for additional relevant
reference. In addition, ProQuest Dissertations and Thesis Full
Text5 was searched as a source of pre-published and gray lit-
erature. The search terms were chosen to be as inclusive as
possible and were “cercaria*” AND (“irradiat*” OR “attenuat*”)
AND (“vaccin*OR schistosom*”). Also, we searched by “Atten-
uate*” AND “schistosome*” AND “vaccin*.” This search was
completed in July 2013. After duplicated articles were removed
a total of 1,013 articles were identified. Titles and abstracts
were screened by at least two independent reviewers to exclude
those that were not relevant to an attenuated schistosome vac-
cine animal model. Full texts of potentially relevant articles were
reviewed by two independent reviewers for further selection.
Non-English articles were included, and several Chinese and Ger-
man articles were identified and translated into English by a
native Chinese speaker and German speaker, respectively, for the
analysis.

A study was considered eligible if it met all of the follow-
ing inclusion criteria: (1) vaccination with attenuated cercariae;
(2) use of ionizing radiation for attenuation; (3) use of percuta-
neous immunization and challenge (i.e., the natural transmission
route for schistosome infection); (4) challenge infection using nor-
mal (non-attenuated) cercariae; (5) worm burden measured after
the challenge infection via perfusion; (6) outcome (fraction of
protection) reported or could be calculated. In this study, frac-
tion of protection means the proportion of reduction in worm
burden in vaccinated mice compared to that of control mice
group. For articles, which reported worm count after challenge
infection, the following equation was used to calculate the out-
come: fraction of protection= [(average number of worms per
mouse retrieved from control group− average number of worms
per mouse retrieved from vaccinated group)/average number of
worms per mouse retrieved from control group]. In the case of
articles, which failed to report worm counts (allowing calculation

1http://www.webofknowledge.com
2http://www.elsevier.com
3http://www.ovid.com
4http://ovidsp.tx.ovid.com
5http://www.proquest.com

of this quantity), only those that stated that they used the same
equation as above were included.

Studies were excluded if they met any of the following exclu-
sion criteria: (1) immunizing attenuated cercariae developed to
adulthood; (2) hosts were transgenic or genetically engineered; (3)
hosts had an in vivo depletion of immune cells; (4) attenuated cer-
cariae were prepared by any means other than ionizing irradiation;
(5) a non-cercarial vaccine was used (e.g., adult worm, schistoso-
mula, subunit); (6) an artificial infection was conducted prior to
vaccination; or (7) hosts were treated with anthelmintic drugs.

Articles often reported results from multiple separate experi-
ments such as use of different doses of attenuated parasite. In these
cases, results from each experiment were recorded as an observa-
tion. A total of 755 observations from 105 articles (articles are
listed in Supplementary Material) meeting searching criteria and
also using mouse as a host and S. mansoni for vaccination and
challenge infection. Although the mouse is not a natural host for
schistosome infection, it is the most commonly used animal for
attenuated schistosome parasite vaccine animal model. A list of
potential predictors (given in Table 1) was drawn up and these
quantities were extracted from each article. These potential pre-
dictors have been suggested their importance by review articles and
also their quantities been reported by many experimental studies
(26). When an article reported a dose range rather than an exact
dose the mid-value was used for the analysis.

STATISTICAL ANALYSIS
Random effects meta-regression
Random effects meta-regression was used to identify the influen-
tial predictors and effect of dose on protection. Multiple obser-
vations (1–56) were recorded from single articles and therefore
article was included as a random effect in the models. The mod-
els were built using a backwards stepwise procedure with eight
potential predictors (listed in Table 1). The effect of the number
of immunizing parasites was explored in two ways in the two sep-
arate models: as an average number of immunizing parasites per
dose or as a total number of immunizing parasites. Correlations
between variables were examined visually by scatter plot graphs
for all possible predictor combinations (data not shown). Then,

Table 1 | Possible predictors investigated and their units/codes.

Variable name Units/code

Number of immunizing parasites (total and number

per dose)

Number of parasites

log10 transformed

Number of challenge parasites Number of parasites

log10 transformed

Number of immunizations Count

Irradiation dose Krad

Host age Weeks

Host sex Male, female, mixed

Time between the last immunization and challenge Days

Time between challenge and perfusion Days
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all the possible combinations of two-way interactions of potential
predictors were examined using a random effects meta-regression
model with two-way interactions. The outcome variable (fraction
of protection) was transformed as−ln(1− fraction of protection)
to reduce the skewness of residuals (27). Although using confi-
dence intervals and SE is the most common weighting method for
meta-regression (28), many studies in our dataset failed to report
either confidence intervals or SD and there were no comparable
studies, which enabled us to justify imputing them. Two kinds of
information were available on the size of the studies: the num-
ber of control animals and the number of vaccinated animals. The
majority of studies used similar numbers of control and vaccinated
animals; however, there were several articles, which used a higher
number of vaccinated animals than control animals. To account
for the impact of these unbalanced studies, the number of control
animals was used as the more conservative weighting option.

Missing values and outliers
Several outliers were excluded from the analysis. They were six
observations with animals kept longer than 300 days or <7 days
after the last immunization and four observations that used more
than 10,000 cercariae for immunization. After excluding outliers
745 observations were kept for further selection.

When the numbers of control animals were not reported in an
article and only the numbers of vaccinated animals were given,
numbers of control animals were then imputed by a linear regres-
sion imputation method between numbers of vaccinated and
control animals for all studies (29). When the observation was
missing for both the number of control animals and vaccinated
animals (4 observations from 4 articles), the average number of
control animals of the remaining data set was used for imputation,
which was 10 control animals. Out of 745 observations, 725 obser-
vations from 100 articles reported all predictors and were used for
the analysis.

Statistical software
Papers identified by systematic review were recorded by Thom-
son Reuters EndNote and the extracted data were entered on
a Microsoft Excel 2010 spread sheet for further analysis. IBM
SPSS Statistics Version 19.0 and Minitab. Inc., MINITAB 16 were
used for statistical analysis. GraphPad Software GraphPad Prism
version 6.03 was used for graphical expression.

RESULTS
Among eight potential predictors (Table 1), three predictors
were found to have statistically significant effects (P < 0.05) on
the outcome value −ln(1− fraction of protection) following the
backwards stepwise selection: the log10 transformed total num-
ber of immunizing parasites (P < 0.001), the irradiation dose
(P < 0.001), and the time between the last immunization and chal-
lenge (P = 0.04) (Table 2). The reported ranges of each predictor
were the total number of immunizing parasites (50–5,000 cer-
cariae), the irradiation dose (3–160 krad), and the time between
the last immunization and challenge (7–230 days). All identified
predictors were significant (P < 0.05) in the model no matter with
or without outliers in the model. The number of immunizing par-
asites was significant in the model regardless of the version of this

Table 2 | Results from random effects meta-regression models.

Predictors Coefficient SE P -value

Number of immunizing parasites

per dose (log10 transformed)

0.4338 0.0661 <0.001

Irradiation dose −0.0047 0.0008 0.04

Time between the last

immunization and challenge

−0.0015 0.0007 <0.001

Positive coefficients indicate the predictor’s positive dose effect on fraction of

protection whereas negative coefficients indicate predictor’s negative influence

on fraction of protection.

variable used, i.e., the average number of immunizing parasites per
dose or total number of immunizing parasites. In both cases, the
models were initially considered with the number of immuniza-
tions. When the total number of immunizing parasites was used
as a predictor, the number of immunizations was not significant.
Therefore, for the final model, the total number of immunizing
parasite was used as a predictor with number of immunizations
excluded from the model.

The interaction between log10 transformed total number of
immunizing parasites and the time between the last immunization
and challenge was statistically significant (P = 0.04). However, this
interaction was excluded from the final model for the following
reasons: (1) the model with the interaction showed biologically
implausible fitted values of fraction of protection for some predic-
tors, (2) the model with/without interaction showed similar fitted
values for the fraction of protection around the most frequent
values of predictors.

Fitted graphs for each predictor are shown in Figure 1 with
the outcome variable back-transformed to fraction of protection.
Fitted graphs for each predictor were generated by fixing other pre-
dictor values at their modes: 500 immunizing parasites, 28 days
for the time between the last immunization and challenge, and
20 krad for irradiation dose (solid line in Figure 1). The fitted
graph of total number of immunizing parasites and fraction of
protection showed the lowest level of predicted protection was
41% with 50 cercariae, which increased up to 75% with 5,000
cercariae (solid line in Figure 1A). Similarly, the minimum level
of protection predicted for 160 krad irradiation was 26% protec-
tion, which increased to 65% with 3 krad irradiation (solid line in
Figure 1B). The estimated level of protection 7 days after the last
immunization was 63%, which reduced to 49% by 230 days after
the last immunization (solid line in Figure 1C). Fitted graphs
showed that the total number of immunizing parasites had a posi-
tive impact on the fraction of protection whereas irradiation dose
and the time between the last immunization and challenge had
negative impacts (Figure 1). Besides this, to estimate the highest
protection, fitted graphs for each predictor were generated with
other predictor values at their optimal level: 5,000 immunizing
parasites, 7 days for the time between the last immunization and
challenge, and 3 krad for irradiation dose (dashed line in Figure 1).
The models suggested that highest achievable protection was 78%
at 7 days after the last immunization, with the mouse immunized
with 5,000 cercariae, which were attenuated with 3 krad (dashed
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FIGURE 1 | Fitted graphs for identified predictors from a random
effects meta-regression model. Identified predictors effects on fraction of
protection in mouse model: (A) the number of immunizing cercariae over
the range 50–5,000 cercariae, (B) the irradiation dose over the range
3–160 krad, (C) the time between the last immunization and challenge over
the range 7–230 days. Data points indicate reported fraction of protection
for each observation. Negative fractions indicate that vaccination was
associated with increase of schistosome worm burden. Lines are fitted
graphs generated from random effects meta-regression model (see text).
Dashed lines in the graphs show the highest level of protection over range
that could be achieved.

line in Figure 1). This 78% protection will decrease over time but
would stay as high as 70% by 230 days after the last immunization
(dashed line in Figure 1C).

DISCUSSION
Irradiated S. mansoni cercariae vaccines have been tested exper-
imentally against schistosome infection for decades, with impor-
tant insights obtained from the individual experiments (25).
Although the translation of the irradiated parasites vaccine in

humans has not been pursued for schistosomiasis, a precedent
for this type of approach for human vaccination has been set by
malaria vaccine, which uses live attenuated sporozoites (Sanaria®
PfSPZ Vaccine) and has now completed phase 1/2a clinical trial
(30). This study represents a meta-analysis of the experimental
irradiated cercariae vaccine studies to identify robust variables that
affect the levels of protection to inform human vaccine research
and development.

The random effect meta-regression models identified three pre-
dictors of a reduction in worm burden: these were the total number
of irradiated cercariae per immunization, the time between the
last immunization and challenge, and the irradiation dose for par-
asite attenuation. We identified a positive correlation between the
number of irradiated cercariae per immunization and the level
of protection within the range of 50–5,000 cercariae used in the
original studies. The models suggested that the optimally prepared
irradiated cercariae vaccine could achieve a protection as high as
78% against challenge infection. As fitted graphs have shown, this
is predicted for a single vaccination with 5,000 cercariae attenu-
ated with 3 krad irradiation. This protection declines over time,
but remains high for at least 8 months after the last immunization.
Approximately 70% protection against challenge infection could
be achieved after 8 months.

The number of immunizing cercariae represents the antigen
dose, our results show a positive dose dependency of schistosome
attenuated vaccine for higher protection. Studies of live attenuated
vaccine for malaria infection also reported a similar positive cor-
relation between the dose of immunizing parasites and the level of
protection against future infection. Recently, as part of the phase
1 clinical trial of the human malaria vaccine using live attenu-
ated sporozoites (Sanaria® PfSPZ Vaccine), a dose-escalation trial
was conducted using 7,500–135,000 irradiated Plasmodium fal-
ciparum sporozoites per immunization. The participants group
that received the highest dose per immunization achieved the
highest levels of protection against challenge infection (31–33).
Although the adequate number of immunizing schistosome par-
asites are needed to protect baboon hosts has not been well
quantified yet, experimental studies have been conducted with up
to 45,000 schistosome parasites and reported positive protections
(34–36). These reports suggest that a large number of attenu-
ated cercariae would be required for vaccination in humans. The
intermediate host snails have been reported to shed a large num-
ber of cercariae that is approximately 3,600–6,000 cercariae per
snail over the first 50 days of shedding (37). Schistosome infected
snails and cercariae are commercially available from organiza-
tions such as the NIH-NIAID Schistosomiasis Resource Center
(38) and Schistosomiasis Collection at the Museum at National
History Museum, London for laboratory use (39). Clearly pro-
ducing an adequate number of cercariae of a satisfactory quality
to use in vaccinations is still highly challenging (18). Although we
cannot directly translate animal vaccine study results into human
use, their value is in highlighting the nature and development
of vaccine induced protective immunity against schistosomia-
sis. For example, the dynamic relationships between vaccination
dose and level of protection are informative for human stud-
ies, as has been alluded to by drug induced resistance against
re-infection (40, 41). It is also worth mentioning that human

Frontiers in Immunology | Immunotherapies and Vaccines February 2015 | Volume 6 | Article 85 | 4

http://www.frontiersin.org/Immunotherapies_and_Vaccines
http://www.frontiersin.org/Immunotherapies_and_Vaccines/archive


 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Fukushige et al. Attenuated schistosome vaccine meta-analysis

vaccination trials using infection or irradiated parasite vaccina-
tion have recently been conducted in human P. falciparum studies
(42–44).

The result from the random effects meta-regression model
showed a decrease in the fraction of protection with an increased
time between the last immunization and challenge. This period
between immunization and challenge represents the time to
secondary encounter with the same antigen. When the initial
encounter with the antigen takes place via infection or vaccina-
tion, the number of B and T cell produced against the antigen
increases dramatically (45–48). Only a small fraction of those cells
will survive as antigen-specific memory T and B cells or as long-
lived plasma cells and they will be maintained for a long time
(45–48). The duration of immune memory in humans after the
vaccination is still controversial (49). However, there are several
reports estimates for the length of immune memory after the last
booster vaccination; 15 years for combined hepatitis A and B vac-
cine (50), 22 years for hepatitis B vaccine (51), over 30 years for
poliovirus vaccine (49, 52), and over 60 years for small pox vac-
cine (49, 53). A longitudinal immuno-epidemiological study of
schistosomiasis has been conducted by Butterworth et al., which
reported that the protection induced by chemotherapy can remain
for as long as 21 months after the treatment (54). However, other
studies reported treated participants’ re-infection within 1 year
(12, 55). One of the difficulties in evaluating the length of pro-
tective immunity in humans is that, in contrast to experimental
animals, humans encounter a variety of antigens that could stim-
ulate their immune systems through their daily life. In addition,
people infected and being treated for schistosomiasis normally
live in schistosomiasis endemic areas. Regarding the influence of
schistosome infection on vaccine efficacy, Kariuki et al. have shown
that the protection levels induced by attenuated cercariae vaccina-
tion were high in baboon hosts in a group chronically infected
and then treated after vaccination, as well as in a group that was
infected and previously treated before vaccination (36). In addi-
tion, encounters with infectious cercariae by people in endemic
areas may work as a “natural booster” to stimulate protective
immunity. In our study, the times between the last immunization
and challenge (7–230 days) were relatively short compared with
the life span of humans and schistosome parasites. This reflects
that the average lifespan of a mouse is much shorter than that
of the schistosome parasite (56, 57). The decrease in the frac-
tion of protection over time was captured with our models even
within this relatively short time range. This result would suggest
that boosting vaccines may be necessary for long lasting protection
against schistosomes.

There are several different cercariae attenuation methods as we
described in the introduction. Within these, ionizing radiation
(X-ray and gamma ray) is the most commonly used attenua-
tion method for attenuated schistosome cercariae preparation.
Two relatively high irradiation doses around 20 or 50 krad have
been reported as the optimal doses for parasite attenuation (58,
59) and, in fact, many past studies have applied these irradia-
tion doses. However, our results suggest that a lower irradiation
dose could improve protection. The lower irradiation doses enable
attenuated parasites to live longer in the vaccinated host. After
vaccination, irradiated cercariae have been reported to be present

around the skin exposure site for approximately 4 days and then
gradually moved to the lungs where they transformed from cer-
cariae into lung-stage schistosomula (60). It has been reported
that the immunizing parasite has to reach the lungs and transform
to lung-stage schistosomula to elicit protective immunity against
challenge infection (60, 61), which may not be the case for cer-
cariae attenuated with high doses of ionizing radiation. Several
studies have reported that non-attenuated challenge cercariae in
vaccinated mice slowly move to the lungs and then gradually dis-
appear (61, 62). Several studies report that cercariae exposed to
extremely high irradiation doses will die in the host skin before
they start to migrate inside the host body (60, 63). Mountford et al.
reported that hosts needed to be exposed to both highly irradiated
cercariae, which die in the host skin, and lung-stage schistosome
parasites to elicit protective immunity (64). One of the possible
reasons for the high levels of protection observed when using irra-
diated cercariae vaccine is that hosts are exposed to a wide variety
of antigens, which are expressed by different parasite life stages.
Parasites, which were attenuated with lower irradiation dose, can
survive long enough to express a variety of antigens from differ-
ent life stages (65). However, in practice, allowing parasites to live
longer inside vaccinated people may not be well accepted or ethi-
cally approved. The results of our meta-analysis suggests that for
recombinant vaccine development the combination of antigens,
which are unique to the different schistosome life stages may be
an important factor in achieving a better protection.

CONCLUSION
In this study, we identified three predictors for effective immu-
nization against schistosome infection using attenuated cercariae:
the total number of immunizing parasites, the irradiation dose,
and the time between the last immunization and challenge. The
study results suggested that the optimally prepared irradiated cer-
cariae vaccine could achieve a protection as high as 78% against
challenge infection. Within the reported dose range, the maxi-
mum protection could be achieved with the highest number of
immunizing cercariae (5,000 cercariae) and the lowest irradiation
dose (3 krad). This protection slowly declines but remains high
for at least 8 months after the last immunization. This achievable
protection is much higher than the partial protection reported by
the S. mansoni purified antigens that failed to achieve consistent
protection above 40% in mice (21, 66, 67). Although none of the
radiation attenuated cercariae vaccine studies achieved complete
protection against challenge infection, it is thought that partial
protection induced by immunization can significantly reduce both
schistosome related morbidity and parasite transmission (68, 69).
This meta-analysis shows there is the high potential for an atten-
uated cercarial vaccine, while also providing insights helpful for
schistosome vaccine development more generally.

AUTHOR CONTRIBUTIONS
The initial conception and design of the work: KM, CB, and FM.
Performed the systematic review: MF, KM, and CB. Contributed to
draft manuscript editing/reviewing: MF, KM, CB, MW, and FM.
Statistical analyses of the data: MF, with inputs from MW, and
FM. All authors contributed to the revisions and approved the
final version of the manuscript.

www.frontiersin.org February 2015 | Volume 6 | Article 85 | 5

http://www.frontiersin.org
http://www.frontiersin.org/Immunotherapies_and_Vaccines/archive


 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Fukushige et al. Attenuated schistosome vaccine meta-analysis

ACKNOWLEDGMENTS
We would like to thank our colleagues from Epigroup and Parasite
Immuno-epidemiology group (University of Edinburgh), espe-
cially Norman Nausch for discussions on the manuscript and
Welcome M. Wami for advice on the statistical analysis. Over
this research project period MF was funded by a studentship
from Japan Student Services Organization, KM was supported
by the Medical Research Council UK, CB was supported by the
Biotechnology and Biological Sciences Research Council, FM was
supported by the Thrasher Research Fund and the Wellcome Trust.

SUPPLEMENTARY MATERIAL
The Supplementary Material for this article can be found online at
http://www.frontiersin.org/Journal/10.3389/fimmu.2015.00085/
abstract

REFERENCES
1. King CH, Dangerfield-Cha M. The unacknowledged impact of chronic schisto-

somiasis. Chronic Illn (2008) 4(1):65–79. doi:10.1177/1742395307084407
2. Gray DJ, McManus DP, Li Y, Williams GM, Bergquist R, Ross AG. Schistosomi-

asis elimination: lessons from the past guide the future. Lancet Infect Dis (2010)
10(10):733–6. doi:10.1016/S1473-3099(10)70099-2

3. King CH, Dickman K, Tisch DJ. Reassessment of the cost of chronic helmintic
infection: a meta-analysis of disability-related outcomes in endemic schistoso-
miasis. Lancet (2005) 365(9470):1561–9. doi:10.1016/S0140-6736(05)66457-4

4. World Health Organization. Prevention and Control of Schistosomiasis and Soil-
Transmitted Helminthiasis. Geneve: World Health Organization (2002). Avail-
able from: http://whqlibdoc.who.int/trs/WHO_TRS_912.pdf

5. Centers for Disease Control and Prevention. Chapter 3: infectious diseases
related to travel, schistosomiasis. Traveler’s Health (2013). Available from: http://
wwwnc.cdc.gov/travel/yellowbook/2012/chapter-3-infectious-diseases-related-
to-travel/schistosomiasis.htm

6. Hotez PJ, Kamath A. Neglected tropical diseases in sub-Saharan Africa: review
of their prevalence, distribution, and disease burden. PLoS Negl Trop Dis (2009)
3(8):e412. doi:10.1371/journal.pntd.0000412

7. World Health Organization. Schistosomiasis Fact Sheet No 115 (2014). Available
from: http://www.who.int/mediacentre/factsheets/fs115/en/index.html

8. Evans D, McFarland D, Adamani W, Eigege A, Miri E, Schulz J, et al. Cost-
effectiveness of triple drug administration (TDA) with praziquantel, ivermectin
and albendazole for the prevention of neglected tropical diseases in Nige-
ria. Ann Trop Med Parasitol (2011) 105(8):537–47. doi:10.1179/2047773211Y.
0000000010

9. Midzi N, Sangweme D, Zinyowera S, Mapingure MP, Brouwer KC, Kumar N,
et al. Efficacy and side effects of praziquantel treatment against Schistosoma
haematobium infection among primary school children in Zimbabwe. Trans R
Soc Trop Med Hyg (2008) 102(8):759–66. doi:10.1016/j.trstmh.2008.03.010

10. Liu R, Dong HF, Guo Y, Zhao QP, Jiang MS. Efficacy of praziquantel and
artemisinin derivatives for the treatment and prevention of human schisto-
somiasis: a systematic review and meta-analysis. Parasit Vectors (2011) 4:201.
doi:10.1186/1756-3305-4-201

11. Webster BL, Diaw OT, Seye MM, Faye DS, Stothard JR, Sousa-Figueiredo JC,
et al. Praziquantel treatment of school children from single and mixed infec-
tion foci of intestinal and urogenital schistosomiasis along the Senegal River
Basin: monitoring treatment success and re-infection patterns. Acta Trop (2013)
128(2):292–302. doi:10.1016/j.actatropica.2012.09.010

12. Tukahebwa EM, Vennervald BJ, Nuwaha F, Kabatereine NB, Magnussen P. Com-
parative efficacy of one versus two doses of praziquantel on cure rate of Schis-
tosoma mansoni infection and re-infection in Mayuge District, Uganda. Trans R
Soc Trop Med Hyg (2013) 107(6):397–404. doi:10.1093/trstmh/trt024

13. Leenstra T, Coutinho HM, Acosta LP, Langdon GC, Su L, Olveda RM, et al.
Schistosoma japonicum reinfection after praziquantel treatment causes ane-
mia associated with inflammation. Infect Immun (2006) 74(11):6398–407.
doi:10.1128/IAI.00757-06

14. Xiao SH, Mei JY, Jiao PY. The in vitro effect of mefloquine and praziquan-
tel against juvenile and adult Schistosoma japonicum. Parasitol Res (2009)
106(1):237–46. doi:10.1007/s00436-009-1656-x

15. Woolhouse ME, Hagan P. Seeking the ghost of worms past. Nat Med (1999)
5(11):1225–7. doi:10.1038/15169

16. Mitchell KM, Mutapi F, Savill NJ, Woolhouse ME. Explaining observed infection
and antibody age-profiles in populations with urogenital schistosomiasis. PLoS
Comput Biol (2011) 7(10):e1002237. doi:10.1371/journal.pcbi.1002237

17. McWilliam HE, Driguez P, Piedrafita D, McManus DP, Meeusen EN. Novel
immunomic technologies for schistosome vaccine development. Parasite
Immunol (2012) 34(5):276–84. doi:10.1111/j.1365-3024.2011.01330.x

18. Mutapi F, Billingsley PF, Secor WE. Infection and treatment immunizations for
successful parasite vaccines. Trends Parasitol (2013) 29(3):135–41. doi:10.1016/
j.pt.2013.01.003

19. Riveau G, Deplanque D, Remoue F, Schacht AM,Vodougnon H, Capron M, et al.
Safety and immunogenicity of rSh28GST antigen in humans: phase 1 random-
ized clinical study of a vaccine candidate against urinary schistosomiasis. PLoS
Negl Trop Dis (2012) 6(7):e1704. doi:10.1371/journal.pntd.0001704

20. ClinicalTrials.gov. Efficacy of Vaccine Sh28GST in Association with Praziquan-
tel (PZQ) for Prevention of Clinical Recurrences of Schistosoma Haematobium
Pathology (Bilhvax) (2012). Available from: http://clinicaltrials.gov/ct2/show/
study/NCT00870649

21. Mountford AP, Jenkins SJ. Vaccine development lessons from the study of ini-
tial immune responses to invading larvae. In: Colley DG, Secor WE, editors.
Schistosomiasis. New York, NY: Springer (2005). p. 65–79.

22. Wilson RA, Coulson PS. Strategies for a schistosome vaccine: can we manip-
ulate the immune response effectively? Microbes Infect (1999) 1(7):535–43.
doi:10.1016/S1286-4579(99)80093-8

23. Hewitson JP, Hamblin PA, Mountford AP. Immunity induced by the radiation-
attenuated schistosome vaccine. Parasite Immunol (2005) 27(7–8):271–80.
doi:10.1111/j.1365-3024.2005.00764.x

24. Smithers SR. Immunizing effect of irradiated cercariae of Schistosoma mansoni
in rhesus monkeys. Nature (1962) 194:1146–7. doi:10.1038/1941146a0

25. Bickle QD. Radiation attenuated schistosome vaccination: a brief his-
torical perspective. Parasitology (2009) 136(12):1621–32. doi:10.1017/
S0031182009005848

26. Dean DA. Schistosoma and related genera: acquired resistance in mice. Exp
Parasitol (1983) 55(1):1–104. doi:10.1016/0014-4894(83)90002-4

27. Vittinghoff E. Regression Methods in Biostatistics: Linear, Logistic, Survival, and
Repeated Measures Models. 2nd ed. New York, NY: Springer (2012). p. 108–29.

28. Borenstein M, Hedges LV, Higgins JPT, Rothstein HR. Introduction to Meta-
Analysis. Chichester: John Wiley & Sons (2009). p. xxviii, 421.

29. Little RJA, Rubin DB. Statistical Analysis with Missing Data. 2nd ed. Hoboken,
NJ: Wiley (2002). p. 59–74.

30. Malaria Vaccine Initiative. Fact Sheet, Sanaria PfSPZ Malaria Vaccine Candi-
date (2010). Available from: http://www.malariavaccine.org/files/MVIfactsheet_
Sanaria_110106_000.pdf

31. Seder RA, Chang LJ, Enama ME, Zephir KL, Sarwar UN, Gordon IJ, et al. Protec-
tion against malaria by intravenous immunization with a nonreplicating sporo-
zoite vaccine. Science (2013) 341(6152):1359–65. doi:10.1126/science.1241800

32. Epstein JE, Tewari K, Lyke KE, Sim BKL, Billingsley PF, Laurens MB, et al. Live
attenuated malaria vaccine designed to protect through hepatic CD8(+) T cell
immunity. Science (2011) 334(6055):475–80. doi:10.1126/science.1211548

33. Epstein JE, Richie TL. The whole parasite, pre-erythrocytic stage approach to
malaria vaccine development: a review. Curr Opin Infect Dis (2013) 26(5):420–8.
doi:10.1097/Qco.0000000000000002

34. Harrison RA, Bickle QD, Kiare S, James ER, Andrews BJ, Sturrock RF, et al.
Immunization of baboons with attenuated schistosomula of Schistosoma haema-
tobium: levels of protection induced by immunization with larvae irradi-
ated with 20 and 60 krad. Trans R Soc Trop Med Hyg (1990) 84(1):89–99.
doi:10.1016/0035-9203(90)90393-S

35. Yole DS, Pemberton R, Reid GD, Wilson RA. Protective immunity to Schistosoma
mansoni induced in the olive baboon Papio anubis by the irradiated cercaria
vaccine. Parasitology (1996) 112(Pt 1):37–46. doi:10.1017/S0031182000065057

36. Kariuki TM, Van Dam GJ, Deelder AM, Farah IO, Yole DS, Wilson RA, et al.
Previous or ongoing schistosome infections do not compromise the effi-
cacy of the attenuated cercaria vaccine. Infect Immun (2006) 74(7):3979–86.
doi:10.1128/IAI.01657-05

37. Chu KY, Sabbaghian H, Massoud J. Host-parasite relationship of Bulinus trun-
catus and Schistosoma haematobium in Iran. 2. Effect of exposure dosage of
miracidia on the biology of the snail host and the development of the parasites.
Bull World Health Organ (1966) 34(1):121–30.

Frontiers in Immunology | Immunotherapies and Vaccines February 2015 | Volume 6 | Article 85 | 6

http://www.frontiersin.org/Journal/10.3389/fimmu.2015.00085/abstract
http://www.frontiersin.org/Journal/10.3389/fimmu.2015.00085/abstract
http://dx.doi.org/10.1177/1742395307084407
http://dx.doi.org/10.1016/S1473-3099(10)70099-2
http://dx.doi.org/10.1016/S0140-6736(05)66457-4
http://whqlibdoc.who.int/trs/WHO_TRS_912.pdf
http://wwwnc.cdc.gov/travel/yellowbook/2012/chapter-3-infectious-diseases-related-to-travel/schistosomiasis.htm
http://wwwnc.cdc.gov/travel/yellowbook/2012/chapter-3-infectious-diseases-related-to-travel/schistosomiasis.htm
http://wwwnc.cdc.gov/travel/yellowbook/2012/chapter-3-infectious-diseases-related-to-travel/schistosomiasis.htm
http://dx.doi.org/10.1371/journal.pntd.0000412
http://www.who.int/mediacentre/factsheets/fs115/en/index.html
http://dx.doi.org/10.1179/2047773211Y.0000000010
http://dx.doi.org/10.1179/2047773211Y.0000000010
http://dx.doi.org/10.1016/j.trstmh.2008.03.010
http://dx.doi.org/10.1186/1756-3305-4-201
http://dx.doi.org/10.1016/j.actatropica.2012.09.010
http://dx.doi.org/10.1093/trstmh/trt024
http://dx.doi.org/10.1128/IAI.00757-06
http://dx.doi.org/10.1007/s00436-009-1656-x
http://dx.doi.org/10.1038/15169
http://dx.doi.org/10.1371/journal.pcbi.1002237
http://dx.doi.org/10.1111/j.1365-3024.2011.01330.x
http://dx.doi.org/10.1016/j.pt.2013.01.003
http://dx.doi.org/10.1016/j.pt.2013.01.003
http://dx.doi.org/10.1371/journal.pntd.0001704
http://clinicaltrials.gov/ct2/show/study/NCT00870649
http://clinicaltrials.gov/ct2/show/study/NCT00870649
http://dx.doi.org/10.1016/S1286-4579(99)80093-8
http://dx.doi.org/10.1111/j.1365-3024.2005.00764.x
http://dx.doi.org/10.1038/1941146a0
http://dx.doi.org/10.1017/S0031182009005848
http://dx.doi.org/10.1017/S0031182009005848
http://dx.doi.org/10.1016/0014-4894(83)90002-4
http://www.malariavaccine.org/files/MVIfactsheet_Sanaria_110106_000.pdf
http://www.malariavaccine.org/files/MVIfactsheet_Sanaria_110106_000.pdf
http://dx.doi.org/10.1126/science.1241800
http://dx.doi.org/10.1126/science.1211548
http://dx.doi.org/10.1097/Qco.0000000000000002
http://dx.doi.org/10.1016/0035-9203(90)90393-S
http://dx.doi.org/10.1017/S0031182000065057
http://dx.doi.org/10.1128/IAI.01657-05
http://www.frontiersin.org/Immunotherapies_and_Vaccines
http://www.frontiersin.org/Immunotherapies_and_Vaccines/archive


 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Fukushige et al. Attenuated schistosome vaccine meta-analysis

38. Lewis FA, Liang YS, Raghavan N, Knight M. The NIH-NIAID schistosomiasis
resource center. PLoS Negl Trop Dis (2008) 2(7):e267. doi:10.1371/journal.pntd.
0000267

39. The Natural History Museum. Schistosomiasis Collection at the Natural His-
tory Museum (2013). Available from: http://www.nhm.ac.uk/research-curation/
collections/curation-groups/scan/index.html

40. Mutapi F, Burchmore R, Mduluza T, Foucher A, Harcus Y, Nicoll G, et al.
Praziquantel treatment of individuals exposed to Schistosoma haematobium
enhances serological recognition of defined parasite antigens. J Infect Dis (2005)
192(6):1108–18. doi:10.1086/432553

41. Bourke CD, Nausch N, Rujeni N, Appleby LJ, Mitchell KM, Midzi N, et al. Inte-
grated analysis of innate, Th1, Th2, Th17, and regulatory cytokines identifies
changes in immune polarisation following treatment of human schistosomiasis.
J Infect Dis (2013) 208(1):159–69. doi:10.1093/infdis/jis524

42. Roestenberg M, McCall M, Hopman J, Wiersma J, Luty AJ, van Gemert GJ, et al.
Protection against a malaria challenge by sporozoite inoculation. N Engl J Med
(2009) 361(5):468–77. doi:10.1056/NEJMoa0805832

43. Roestenberg M, Teirlinck AC, McCall MB, Teelen K, Makamdop KN, Wiersma
J, et al. Long-term protection against malaria after experimental sporozoite
inoculation: an open-label follow-up study. Lancet (2011) 377(9779):1770–6.
doi:10.1016/S0140-6736(11)60360-7

44. Good MF. The ability to inoculate purified malaria sporozoites will accel-
erate vaccine and drug discovery. Am J Trop Med Hyg (2014) 91(3):437–8.
doi:10.4269/ajtmh.14-0395

45. Sallusto F, Lanzavecchia A, Araki K, Ahmed R. From vaccines to memory and
back. Immunity (2010) 33(4):451–63. doi:10.1016/j.immuni.2010.10.008

46. Harty JT, Badovinac VP. Shaping and reshaping CD8+ T-cell memory. Nat Rev
Immunol (2008) 8(2):107–19. doi:10.1038/nri2251

47. Kaech SM, Wherry EJ. Heterogeneity and cell-fate decisions in effector and
memory CD8+ T cell differentiation during viral infection. Immunity (2007)
27(3):393–405. doi:10.1016/j.immuni.2007.08.007

48. Farber DL, Yudanin NA, Restifo NP. Human memory T cells: generation, com-
partmentalization and homeostasis. Nat Rev Immunol (2014) 14(1):24–35.
doi:10.1038/nri3567

49. Crotty S, Ahmed R. Immunological memory in humans. Semin Immunol (2004)
16(3):197–203. doi:10.1016/j.smim.2004.02.008

50. Van Damme P, Leroux-Roels G, Crasta P, Messier M, Jacquet JM, Van Herck K.
Antibody persistence and immune memory in adults, 15 years after a three-dose
schedule of a combined hepatitis A and B vaccine. J Med Virol (2012) 84(1):11–7.
doi:10.1002/jmv.22264

51. McMahon BJ, Dentinger CM, Bruden D, Zanis C, Peters H, Hurlburt D,
et al. Antibody levels and protection after hepatitis B vaccine: results of a
22-year follow-up study and response to a booster dose. J Infect Dis (2009)
200(9):1390–6. doi:10.1086/606119

52. Bottiger M, Gustavsson O, Svensson A. Immunity to tetanus, diphtheria and
poliomyelitis in the adult population of Sweden in 1991. Int J Epidemiol (1998)
27(5):916–25. doi:10.1093/ije/27.5.916

53. Crotty S, Felgner P, Davies H, Glidewell J, Villarreal L, Ahmed R. Cutting edge:
long-term B cell memory in humans after smallpox vaccination. J Immunol
(2003) 171(10):4969–73. doi:10.4049/jimmunol.171.10.4969

54. Butterworth AE, Capron M, Cordingley JS, Dalton PR, Dunne DW, Kariuki HC,
et al. Immunity after treatment of human Schistosomiasis mansoni. II. Identifi-
cation of resistant individuals, and analysis of their immune responses. Trans R
Soc Trop Med Hyg (1985) 79(3):393–408. doi:10.1016/0035-9203(85)90391-8

55. Garba A, Lamine MS, Barkire N, Djibo A, Sofo B, Gouvras AN, et al. Efficacy and
safety of two closely spaced doses of praziquantel against Schistosoma haemato-
bium and S. mansoni and re-infection patterns in school-aged children in Niger.
Acta Trop (2013) 128(2):334–44. doi:10.1016/j.actatropica.2012.08.008

56. Kohn RR. Effect of antioxidants on life-span of C57bl mice. J Gerontol (1971)
26(3):378–80. doi:10.1093/geronj/26.3.378

57. Fulford AJC, Butterworth AE, Ouma JH, Sturrock RF. A statistical approach
to schistosome population-dynamics and estimation of the life-span of
Schistosoma mansoni in man. Parasitology (1995) 110:307–16. doi:10.1017/
S0031182000080896

58. Minard P, Dean DA,Vannier WE, Murrell KD. Effect of immunization on migra-
tion of Schistosoma mansoni through lungs. Am J Trop Med Hyg (1978) 27(1 Pt
1):87–93.

59. Bickle QD, Taylor MG, Doenhoff MJ, Nelson GS. Immunization of mice with
gamma-irradiated intramuscularly injected schistosomula of Schistosoma man-
soni. Parasitology (1979) 79(2):209–22. doi:10.1017/S0031182000053300

60. Mangold BL, Dean DA. The migration and survival of gamma-irradiated Schis-
tosoma mansoni larvae and the duration of host-parasite contact in relation to
the induction of resistance in mice. Parasitology (1984) 88(Pt 2):249–66.

61. Dean DA, Mangold BL. Evidence that both normal and immune elimination of
Schistosoma mansoni take place at the lung stage of migration prior to parasite
death. Am J Trop Med Hyg (1992) 47(2):238–48.

62. Wilson RA, Coulson PS, Dixon B. Migration of the schistosomula of Schistosoma
mansoni in mice vaccinated with radiation-attenuated cercariae, and normal
mice – an attempt to identify the timing and site of parasite death. Parasitology
(1986) 92:101–16. doi:10.1017/S0031182000063484

63. Hsu SY, Hsu HF, Burmeister LF. Schistosoma mansoni: vaccination of mice with
highly X-irradiated cercariae. Exp Parasitol (1981) 52(1):91–104. doi:10.1016/
0014-4894(81)90065-5

64. Mountford AP, Coulson PS, Pemberton RM, Smythies LE, Wilson RA. The gen-
eration of interferon-gamma-producing T lymphocytes in skin-draining lymph
nodes, and their recruitment to the lungs, is associated with protective immunity
to Schistosoma mansoni. Immunology (1992) 75(2):250–6.

65. Curwen RS, Ashton PD, Johnston DA, Wilson RA. The Schistosoma mansoni sol-
uble proteome: a comparison across four life-cycle stages. Mol Biochem Parasitol
(2004) 138(1):57–66. doi:10.1016/j.molbiopara.2004.06.016

66. Bergquist NR, Colley DG. Schistosomiasis vaccine:research to development. Par-
asitol Today (1998) 14(3):99–104. doi:10.1016/S0169-4758(97)01207-6

67. Wilson RA, Coulson PS. The development of a schistosome vaccine. In: Maule
AG, Marks NJ, editors. Parasitic Flatworms Molecular Biology, Biochemistry,
Immunology and Physiology. Cambridge: CABI Pub (2006). p. 303–26.

68. Burke ML, Jones MK, Gobert GN, Li YS, Ellis MK, McManus DP. Immunopatho-
genesis of human schistosomiasis. Parasite Immunol (2009) 31(4):163–76.
doi:10.1111/j.1365-3024.2009.01098.x

69. Mitchell KM, Mutapi F, Savill NJ, Woolhouse MEJ. Protective immunity to
Schistosoma haematobium infection is primarily an anti-fecundity response
stimulated by the death of adult worms. Proc Natl Acad Sci U S A (2012)
109(33):13347–52. doi:10.1073/pnas.1121051109

Conflict of Interest Statement: The authors declare that the research was conducted
in the absence of any commercial or financial relationships that could be construed
as a potential conflict of interest.

Received: 24 December 2014; accepted: 13 February 2015; published online: 27 February
2015.
Citation: Fukushige M, Mitchell KM, Bourke CD, Woolhouse MEJ and Mutapi F
(2015) A meta-analysis of experimental studies of attenuated Schistosoma mansoni
vaccines in the mouse model. Front. Immunol. 6:85. doi: 10.3389/fimmu.2015.00085
This article was submitted to Immunotherapies and Vaccines, a section of the journal
Frontiers in Immunology.
Copyright © 2015 Fukushige, Mitchell, Bourke, Woolhouse and Mutapi. This is an
open-access article distributed under the terms of the Creative Commons Attribution
License (CC BY). The use, distribution or reproduction in other forums is permitted,
provided the original author(s) or licensor are credited and that the original publica-
tion in this journal is cited, in accordance with accepted academic practice. No use,
distribution or reproduction is permitted which does not comply with these terms.

www.frontiersin.org February 2015 | Volume 6 | Article 85 | 7

http://dx.doi.org/10.1371/journal.pntd.0000267
http://dx.doi.org/10.1371/journal.pntd.0000267
http://www.nhm.ac.uk/research-curation/collections/curation-groups/scan/index.html
http://www.nhm.ac.uk/research-curation/collections/curation-groups/scan/index.html
http://dx.doi.org/10.1086/432553
http://dx.doi.org/10.1093/infdis/jis524
http://dx.doi.org/10.1056/NEJMoa0805832
http://dx.doi.org/10.1016/S0140-6736(11)60360-7
http://dx.doi.org/10.4269/ajtmh.14-0395
http://dx.doi.org/10.1016/j.immuni.2010.10.008
http://dx.doi.org/10.1038/nri2251
http://dx.doi.org/10.1016/j.immuni.2007.08.007
http://dx.doi.org/10.1038/nri3567
http://dx.doi.org/10.1016/j.smim.2004.02.008
http://dx.doi.org/10.1002/jmv.22264
http://dx.doi.org/10.1086/606119
http://dx.doi.org/10.1093/ije/27.5.916
http://dx.doi.org/10.4049/jimmunol.171.10.4969
http://dx.doi.org/10.1016/0035-9203(85)90391-8
http://dx.doi.org/10.1016/j.actatropica.2012.08.008
http://dx.doi.org/10.1093/geronj/26.3.378
http://dx.doi.org/10.1017/S0031182000080896
http://dx.doi.org/10.1017/S0031182000080896
http://dx.doi.org/10.1017/S0031182000053300
http://dx.doi.org/10.1017/S0031182000063484
http://dx.doi.org/10.1016/0014-4894(81)90065-5
http://dx.doi.org/10.1016/0014-4894(81)90065-5
http://dx.doi.org/10.1016/j.molbiopara.2004.06.016
http://dx.doi.org/10.1016/S0169-4758(97)01207-6
http://dx.doi.org/10.1111/j.1365-3024.2009.01098.x
http://dx.doi.org/10.1073/pnas.1121051109
http://dx.doi.org/10.3389/fimmu.2015.00085
http://creativecommons.org/licenses/by/4.0/
http://creativecommons.org/licenses/by/4.0/
http://www.frontiersin.org
http://www.frontiersin.org/Immunotherapies_and_Vaccines/archive

	A meta-analysis of experimental studies of attenuated schistosoma mansoni vaccines in the mouse model
	Introduction
	Materials and methods
	Systematic review
	Statistical analysis
	Random effects meta-regression
	Missing values and outliers
	Statistical software


	Results
	Discussion
	Conclusion
	Author contributions
	Acknowledgments
	Supplementary material
	References


