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Abstract. RTS,S/AS02 is a recombinant protein malaria vaccine that contains a large portion of the C-terminal of the
circumsporozoite protein (CSP) sequence of the NF54 isolate of Plasmodium falciparum fused to the hepatitis B virus
surface antigen. It has been shown to induce significant protection to challenge infection with a homologous parasite
strain in American volunteers. In a recently completed trial in semi-immune Gambian adults, vaccine efficacy against
natural infection was 34% (95% confidence interval � 8–53%, P � 0.014) during the malaria season following vacci-
nation. Breakthrough P. falciparum parasites sampled from vaccinated subjects and from controls were genotyped at two
polymorphic regions of the csp gene encoding T cell epitopes (csp-th2r and csp-th3r) to determine if the vaccine
conferred a strain-specific effect. The overall distribution of csp allelic variants was similar in infections occurring in
vaccine and control groups. Also, the mean number of genotypes per infection in the RTS,S/AS02 group was not reduced
compared with the controls.

INTRODUCTION

Several prototype Plasmodium falciparum vaccines have
undergone preliminary testing in naturally exposed human
populations, including circumsporozoite protein (CSP) vac-
cines against the pre-erythrocytic stage of the infection.1 Tri-
als of CSP vaccines have generally not shown good levels of
protection.2–4 However, encouraging results have been ob-
tained with a recombinant protein vaccine known as RTS,S/
AS02. This comprises most of the P. falciparum CSP se-
quence fused to hepatitis B virus surface antigen (HBsAg)
co-expressed as a fusion protein in yeast and formulated with
the adjuvant AS02.5 An initial trial in naive individuals
showed that RTS,S/AS02 conferred a high degree of protec-
tion against experimental P. falciparum sporozoite challenge
with parasites of the NF54 strain (3D7 clone) used to produce
the vaccine.5,6 Subsequent trials in naive individuals have
given similar degrees of protection.6–8 Evaluation of the effi-
cacy of RTS,S/AS02 against natural parasite challenge has
recently been undertaken in phase IIb trials in Gambian semi-
immune adults with rabies vaccine as the comparator.9 Over-
all, vaccine efficacy against infection during the malaria trans-
mission season following vaccination was 34% (95% confi-
dence interval [CI] � 8–53%, P � 0.014).9 Vaccine efficacy
was 71% (95% CI � 46–85%) during the first nine weeks of
surveillance, but subsequently decreased to 0% (95% CI �
−52–34%) in the last six weeks.

To evaluate whether RTS,S/AS02 has a protective effect
only against parasites with a csp sequence similar to that of
NF54, parasites from breakthrough infections in control and
vaccine groups have been characterized at two highly poly-
morphic epitope sequences encoded within the csp gene, csp-
th2r and csp-th3r. In addition, we investigated whether vacci-
nation with RTS,S/AS02 led to a reduction in the mean num-
ber of P. falciparum genotypes per infection, as has been
described previously in trials with the SPf66 malaria vaccine
conducted in Tanzania and in The Gambia.10,11

MATERIALS AND METHODS

Study area, population, and design. The aim of the vaccine
trial was to evaluate the efficacy, safety, and immunogenicity

of RTS,S/AS02; the primary endpoint of efficacy was
first infection with P. falciparum. Details of the study area
and study design have been previously reported.12 Briefly,
adult male volunteers 18–45 years of age were recruited from
six villages in Basse in the Upper River Division of The
Gambia in 1998. Volunteers were given either three doses
of RTS,S/AS02 or rabies vaccine over a five-month peri-
od (February to August) before the malaria transmission
season (August to December). Pyrimethamine/sulfadoxine
(Fansidar;� F. Hoffmann LaRoche, Basel, Switzerland) was
given two weeks before the third dose of vaccine to clear
blood stage infections. Starting two weeks after administra-
tion of the third dose of vaccine, volunteers were visited daily
by field workers who were posted to each of the six villages
for 15 weeks during the transmission season. Each week and
whenever a volunteer had symptoms compatible with ma-
laria, two thick blood films were made and three drops of
blood were spotted onto glass fiber membranes for parasite
genotyping. Only the first parasite-positive samples for each
subject were used in genotyping for allelic specificity of
RTS,S/AS02 at the csp-th2r and csp-th3r loci and for mea-
surement of the multiplicity of infection (MOI) at three un-
related loci.

Written informed consent was obtained from adult males
participating in the trial. The study was approved by the Joint
Gambia Government/Medical Research Council Ethics Com-
mittee, an Independent Data Safety Monitoring Committee,
and collaborating partners’ Institutional Review Boards. The
trial, which was conducted according to International Confer-
ence of Harmonisation (ICH) Good Clinical Practice guide-
lines, was monitored by the World Health Organization and
GlaxoSmithKline Biologicals.

Genotyping of csp polymorphic epitope sequences. Extrac-
tion of DNA and amplification by a polymerase chain reac-
tion (PCR) of a 319-base pair fragment of the csp gene were
performed as described previously.12 Samples of DNA were
amplified routinely in a single round PCR. However, samples
with low parasitemia were amplified in a second round PCR
using fresh primers, Taq DNA polymerase (BIOTAQ;™ Bio-
line, London, United Kingdom), and 1 �l of PCR csp gene
product from the first PCR. PCR products were subsequently
tested by sequence-specific oligonucleotide probing, a tech-
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nique that was designed specifically for these investiga-
tions. The overall allele frequencies at both regions of the
csp sequence (th2r and th3r) were determined by counting
each allelic type detected in an isolate and dividing it by the
total number of alleles detected in the samples analyzed.
When more than one allele was present in an isolate, it was
necessary to score the results based on the relative intensity
of hybridization of the probes to each allele. In this way,
it was possible to determine the major allele, i.e., the allele
that gave the strongest hybridization signal (minor alleles
hybridized weakly but specifically to their respective probe).
Allele frequencies at csp-th2r and csp-th3r loci at the trial
site had been characterized in 1997 before the start of the
study.12

Genotyping of other markers to assess multiplicity of in-
fection. The same set of DNA samples was analyzed for
diversity at other genetic markers that contain polymor-
phic repeat sequences. The markers tested were within the
merozoite surface protein 1 (msp1), msp2, and glutamate-
rich protein (glurp) genes. An allele-specific, nested PCR
was used for the discrimination of msp1 block 2 and msp2
allelic families, and the allelic variants present within the
RII repeat region of glurp were detected by semi-nested
PCR.13 PCR products were resolved by electrophoresis
through Metaphore™ (FMC BioProducts, Rockland, ME)
agarose gels in 0.5× TBE buffer, stained with ethidium
bromide, and visualized by ultraviolet transillumination.
Bands corresponding to parasite allelic forms were distin-
guished by their size and counted and the number of geno-
types for msp1, msp2, and glurp loci determined for each
isolate. In addition, the overall MOI for each isolate was then
determined as the highest number of alleles observed at any
of the loci.

Statistical analyses. To test if RTS,S/AS02 vaccine efficacy
was allele-specific, we compared the frequency of the csp-
th2r*03 and csp-th3r*03 alleles (vaccine type) in breakthrough
infections in the vaccine and control groups using the chi-
square test. The Wilcoxon test14 was used for two-group com-
parisons and the Cuzick15 non-parametric linear trend test
was used when the groups were ordered (parasite density and
time). Poisson regression was used to produce estimates of
the vaccine effect on MOI adjusted for the effect of time,
village, and parasite density. The MOI values are presented as
means with SD values in Table 1.

RESULTS

Of 306 volunteers who were enrolled in the trial, 250 re-
ceived all three doses of vaccine (131 RTS,S/AS02 and 119
controls) and were followed-up for 15 weeks. One hundred
sixty-one volunteers had at least one episode of asexual par-
asitemia and DNA from 157 (98%) of these individuals was
successfully amplified by PCR and characterized at several
loci (77 from subjects in the RTS,S/AS02 group and 80 from
those in the controls). Forty-nine samples had low parasit-
emias (< 10 parasites/�L), and for some of these it was nec-
essary to perform two rounds of PCR amplification before
genotyping at the csp-th2r and csp-th3r loci could be per-
formed. Age distribution, pre-vaccination anti-CSP and anti-
HBsAg antibody concentrations were similar in the two vac-
cine groups at enrolment and at the start of surveillance.

Genotyping at the csp-th2r and csp-th3r loci. The overall
allele frequencies were similar to those described previously
for a population sample in the trial site before vaccination.12

The primary analysis concentrated on the effects of vaccina-
tion with RTS,S/AS02 on the frequency of the NF54-like al-
lele in breakthrough infections when present either alone or
with other alleles. Fifteen alleles were detected at csp-th2r
locus (Figure 1a). No new types were detected. At the csp-
th3r locus, 10 alleles were detected (Figure 1b), and a small
number of new alleles were detected with low frequencies in
both groups (< 5%), but these were not characterized further.
The csp-th2r*03 allele (vaccine type for th2r sequence) was
present in nine of 77 infections in subjects in the RTS,S/AS02
group (12%) and in 13 of 80 infections in subjects in the
control group (16%) (P = 0.5), whereas csp-th3r*03 (vaccine
type for th3r sequence) was present in 27 of 77 infections in
subjects in the RTS,S/AS02 group (35%) and in 28 of 80
infections in the control group (35%) (P � 0.9) (Figure 1).
These proportions are higher than the allele frequencies be-
cause some infections contained more than one parasite ge-
notype.

Analysis of MOI. One hundred fifty-seven DNA samples
were genotyped at the polymorphic loci msp1, msp2, and
glurp (all samples were successfully amplified at the three
loci). A high degree of genetic diversity was observed. Overall
MOI was significantly higher in the RTS,S/AS02 group than
in the controls, 4.90 and 4.23, respectively (P � 0.05) (Table 1).
The ratio of control to RTS,S/AS02, which was estimated using

TABLE 1
Multiplicity of infections (MOI) at msp1, msp2, and glurp loci*

MOI

msp1 msp2 glurp Overall

Vaccine group† RTS,S/AS02 (n � 77) 3.86 (1.85) 4.25 (2.11) 2.61 (1.50) 4.90 (2.13)
Controls (n � 80) 3.54 (1.86) 3.45 (2.01) 2.11 (1.44) 4.23 (1.94)

P � 0.31 P � 0.006 P � 0.03 P � 0.05
Time to first infection‡ 0–59 days (n � 49) 3.20 (1.54) 3.31 (1.62) 2.33 (1.48) 4.04 (1.49)

60–76 days (n � 54) 3.69 (1.83) 3.76 (2.01) 2.13 (1.54) 4.35 (2.03)
77–111 days (n � 54) 4.15 (2.05) 4.41 (2.41) 2.61 (1.42) 5.22 (2.36)

P � 0.03 P � 0.03 P � 0.31 P � 0.01
Parasite density/�l <10 (n � 46) 3.43 (1.87) 3.13 (1.76) 1.91 (1.38) 4.02 (1.91)

10–99 (n � 60) 3.88 (1.83) 4.12 (2.06) 2.55 (1.53) 4.78 (2.02)
�100 (n � 51) 3.71 (1.88) 4.16 (2.27) 2.53 (1.46) 4.76 (2.17)

P � 0.48 P � 0.02 P � 0.05 P � 0.06
* msp � merozoite surface protein; glurp � glutamate-rich protein. Standard deviations for the MOI are in parentheses.
† 161 subjects who received 3 doses of vaccine developed parasitemia; 157 of 161 primary infections were genotyped.
‡ Time to infection and parasite density were grouped to give three groups with approximately equal numbers of infections in each group. P values were obtained using the non-parametric

trend test. Median time to infection was 82 days in the RTS,S/AS02 group and 73 days in the rabies group.
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Poisson regression and adjusting for effects of time period and
village by including these variables as factors in the model, was
0.96 (95% CI � 0.81–1.13) for msp1, 0.84 (95% CI 0.71–0.99)
for msp2, 0.80 (95% CI � 0.65–0.99) for glurp, and 0.88 (95%
CI � 0.76–1.03) overall. The MOI increased during the trans-
mission season and was higher at the end of the season than at
the beginning (Table 1); however, there was no interaction be-
tween the effect of the vaccine group and the time to infection.

The MOI varied significantly be tween villages in the study area
and correlated positively with parasite density. No association
was seen between MOI and age.

DISCUSSION

This study demonstrates that RTS,S/AS02 protected Gam-
bian semi-immune adults against P. falciparum infections in a

FIGURE 1. Frequency distribution of the Plasmodium falciparum circumsporozoite surface protein (CSP) csp-th2r and csp-th3r alleles in the
RTS,S/AS02 vaccine (n �77) and control (n � 80) groups. a, At the csp-th2r epitope, 196 alleles were detected in the RTS,S/AS02 group and
216 were detected in the control group. b, At the csp-th3r epitope, 197 alleles were detected in the RTS,S/AS02 group and 177 were detected in
the control group. Allele *03 at both csp-th2*03 and csp-th3r*03 corresponds to the vaccine type (NF54) and is indicated with an asterisk.
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non-allele-specific manner. Genotyping of breakthrough
parasites at the csp-th2r and csp-th3r epitopes showed that
allelic frequency of the vaccine-type allele sequences were
similar in both vaccine and control groups, although the vac-
cine had a marked effect on the incidence of infection. Fre-
quencies of all other csp allelic types were similar in the two
groups.

If RTS,S/AS02 had an allele-specific effect, a reduction in
the prevalence of the csp-th2r*03 and csp-th3r-03 alleles
should have been observed. Given the prevalence of the csp-
th3*03 allele (35%) and the sample size in each group, the
study had 99% power to detect a two-fold allele-specific ef-
fect of RTS,S/AS02. Since the prevalence of the vaccine type
at th2r (csp-thr2*03) was 16%, the study had 60% power to
detect a two-fold effect at that locus. Thus, the statistical
power was very high for th3r and reasonably high for th2r, so
the lack of an allele-specific effect is well supported.

Studies of immune responses elicited by vaccination with
RTS,S/AS02 suggest that protection may be mediated, at least
in part, by antibodies against the NANP(n) repeat region of
CSP, a conserved region among all P. falciparum parasite
strains.16 In the RTS,S/AS02 group, anti-CSP antibody levels
to the NANP(n) repeat region were 20 times higher after the
third dose than those in the control group and these levels
correlated with efficacy among the vaccinees.9

The vaccine also induced strong T cell responses as deter-
mined by proliferation and cultured ELISPOT (Millipore,
Watford, England) to many peptides in the th2r and th3r
epitopes of csp, although, given the small numbers studied for
these responses it has yet to be examined whether these re-
sponses were associated with protection.9 Our decision to
analyze csp-th2r and csp-th3r epitopes for correlation with
protection was based partly on the absence of real T-cell pro-
tective epitopes, and partly on existing suggestive data8,17,18

that these two epitopes might be protective.
The T cell responses to peptides within the conserved CST3

region apparently correlated with protection.9 This and the
conserved NANP(n) antibody epitope might explain why
there was no specific effect on the frequency of any allelic
type of csp in vaccinees compared with controls.

Having established that RTS,S/AS02 vaccine did not have
any effect on the distribution of alleles at the csp-th2r and
csp-th3r loci, the possibility that it reduced the genetic com-
plexity of infection (MOI) as assessed by typing of unrelated
polymorphic loci was investigated. This approach was
prompted by reports that children vaccinated with another
malaria vaccine (SPf66) in Tanzania and The Gambia had a
slightly lower number of genotypes compared with the con-
trols.10,11

Differences in multiplicity were found between villages,
suggesting local variations in the level of transmission, and
these correlated with parasite density. Although the vaccine
reduced the incidence of infection, it did not reduce the mul-
tiplicity per infection compared with the controls. A liver-
stage vaccine would be expected to induce a reduction or no
change in the number of genotypes depending on whether it
was strain-specific, but this was not observed in this study.
However, overall vaccine efficacy was still maintained at 34%
at the end of the follow up-period.9

The molecular characterization of parasites in break-
through cases following vaccination with RTS,S/AS02 has
added another dimension to the understanding of the molecu-

lar mechanisms involved in conferring protection against a
specific parasite strain. This study has clearly demonstrated
that the effect of RTS,S/AS02 vaccine is not allele-specific.
The non-allelic protective efficacy of RTS,S/AS02 vaccine
should encourage the testing of this vaccine in transmission
settings where the NF54 strain is not the predominant type.
Molecular typing should become an integral part of the evalu-
ation of future malaria vaccine trials in which vaccines that
might be anticipated to have a strain specific effect is used.

Received January 28, 2002. Accepted for publication April 29, 2002.

Acknowledgments: We thank the volunteers who participated in this
study and the field staff of the Medical Research Council laboratories
for their assistance with blood collection and slide reading. We are
also grateful to Professors Adrian Hill and Geoffrey Targett for use-
ful discussions.

Financial support: This study was funded by a European Economic
Community (EEC) grant (PL 962164).

This research was funded by an EEC grant (PI 962164) for which
GlaxoSmithKline Biologicals was the coordinator. Drs. Nadia Tor-
nie-porth and Joe Cohen are employees of GlaxoSmithKline Biologi-
cals.

Authors’ addresses: Ali Alloueche, David J. Conway, and Brian M.
Greenwood, London School of Hygiene and Tropical Medicine, Kep-
pel Street, London WC1E 7HT. United Kingdom, Telephone: 44-20-
7927-2338/2326, Fax: 44-20-7636-8739, E-mail: Ali.Alloueche@
lshtm.ac.uk. Paul Milligan, Margaret Pinder, Kalifa Bojang, and Tom
Doherty, Medical Research Council Laboratories, P.O. Box 273, Fa-
jara, The Gambia. Nadia Tornieporth and Joe Cohen, GlaxoSmith-
Kline Biologicals, Rue de l’Institut, B-1330, Rixensart, Belgium.

Reprint requests: Ali Alloueche, Infectious and Tropical Diseases,
London School of Hygiene and Tropical Medicine, Keppel Street,
London WC1E 7HT, Telephone: 44-20-7927-2338, Fax: 44-20-7636-
8739, Email: ali.alloueche@lshtm.ac.uk

REFERENCES:

1. Graves P, Gelband H, 2001.Vaccines for preventing malaria
(Cochrane Review). The Cochrane Library 1. Oxford: Update
Software.

2. Guiguemde TR, Sturchler D, Ouedraogo JB, Drabo M, Etlinger
H, Douchet C, Gbary AR, Haller L, Kambou S, Fernex M,
1990. Vaccination against malaria: initial trial with an anti-
sporozoite vaccine, (NANP)3-TT (RO 40-2361) in Africa
(Bobo-Dioulasso, Burkina Faso). Bull Soc Pathol Exot 8: 217–
227.

3. Reber-Liske R, Salako LA, Matile H, Sowunmi A, Sturchler D,
1995. NANP 19-5.1. A malaria vaccine field trial in Nigerian
children. Trop Geogr Med 47: 61–63.

4. Sherwood JA, Copeland RS, Taylor KA, Abok K, Oloo AJ,
Were JB, Strickland GT, Gordon DM, Ballou WR, Bales JD,
Wirtz RA, Wittes J, Gross M, Que JU, Cryz SJ, Oster CN,
Roberts CR, Sadoff JC, 1996. Plasmodium falciparum circum-
sporozoite vaccine immunogenicity and efficacy trial with
natural challenge quantitation in an area of endemic human
malaria in Kenya. Vaccine 14: 817–827.

5. Stoute JA, Slaoui M, Heppner DG, Momin P, Kester KE, Des-
mons P, Wellde BT, Garcon N, Krzych U, Marchand M, and
the RTS,S Malaria Vaccine Evaluation Group. 1997. A pre-
liminary evaluation of a recombinant circumsporozoite protein
vaccine against Plasmodium falciparum malaria. N Engl J Med
336: 86–91.

6. Stoute JA, Kester KE, Krzych U, Wellde BT, Hall T, White K,
Glenn G, Ockenhouse CF, Garcon N, Schwenk R, Lanar DE,
Sun P, Momin P, Wirtz RA, Golenda C, Slaoui M, Wortmann
G, Holland C, Dowler M, Cohen J, Ballou WR, 1998. Long-
term efficacy and immune responses following immunization
with the RTS,S malaria vaccine. J Infect Dis 178: 1139–1144.

7. Kester KE, McKinney DA, Tornieporth N, Ockenhouse CF,

ALLOUECHE AND OTHERS100



Heppner DG, Hall T, Krzych U, Delchambre M, Voss G,
Dowler MG, Palensky J, Wittes J, Cohen J, Ballou WR, and
the RTS,S Malaria Vaccine Evaluation Group, 2001. Efficacy
of recombinant circumsporozoite protein vaccine regimens
against experimental Plasmodium falciparum malaria. J Infect
Dis 183: 640–647.

8. Lalvani A, Moris P, Voss G, Pathan AA, Kester KE, Brookes R,
Lee E, Koutsoukos M, Plebanski M, Delchambre M, Flanagan
KL, Carton C, Slaoui M, Van Hoecke C, Ballou WR, Hill AV,
Cohen J, 1999. Potent induction of focused Th1-type cellular
and humoral immune responses by RTS,S/SBAS2, a recombi-
nant Plasmodium falciparum malaria vaccine. J Infect Dis 180:
1656–1664.

9. Bojang K, Milligan PJM, Pinder M, Vigneron L, Alloueche A,
Kester KE, W. Ballou WR, Conway DJ, Reece WHH, Goth-
ard P, Yamuah L, Delchambre M, Voss G, Greenwood BM,
Hill A, McAdam KPWJ, Tornieporth N, Cohen JD, Doherty
T, and the RTS,S malaria vaccine trial team, 2001. Efficacy of
RTS,S/AS02 malaria vaccine against Plasmodium falciparum
infection in semi-immune adult men in The Gambia: a ran-
domised trial. Lancet 358: 1927–1934

10. Beck HP, Felger I, Huber W, Steiger S, Smith T, Weiss N, Alonso
P, Tanner M, 1997. Analysis of multiple Plasmodium falci-
parum infections in Tanzanian children during the phase III
trial of the malaria vaccine SPf66. J Infect Dis 175: 921–926.

11. Haywood M, Conway DJ, Weiss H, Metzger W, D’Alessandro U,
Snounou G, Targett G, Greenwood BM, 1999. Reduction in
the mean number of Plasmodium falciparum genotypes in

Gambian children immunized with the malaria vaccine SPf66.
Trans R Soc Trop Med Hyg 93: 65–68.

12. Alloueche A, Silveira H, Conway DJ, Bojang K, Doherty T,
Cohen J, Pinder M, Greenwood BM, 2000. High-throughput
sequence typing of T-cell epitope polymorphisms in Plasmo-
dium falciparum circumsporozoite protein. Mol Biochem Para-
sitol 106: 273–282.

13. Viriyakosol S, Siripoon N, Petcharapirat C, Petcharapirat P, Jarra
W, Thaithong S, Brown KN, Snounou G, 1995. Genotyping of
Plasmodium falciparum isolates by the polymerase chain re-
action and potential uses in epidemiological studies. Bull
World Health Organ 73: 85–95.

14. Cuzick J, 1985. A Wilcoxon-type test for trend. Stat Med 4: 87–90.
15. Cuzick J, 1985. A method for analysing case-control studies with

ordinal exposure variables. Biometrics 41: 609–621.
16. Zavala F, Cochrane AH, Nardin EH, Nussenzweig RS, Nussen-

zweig V, 1983. Circumsporozoite proteins of malaria parasites
contain a single immunodominant region with two or more
identical epitopes. J Exp Med 157: 1947–1957.

17. Herrington D, Davis J, Nardin E, Beier M, Cortese J, Eddy H,
Losonsky G, Hollingdale M, Sztein M, Levine M, Nussenzweig
RS, Clyde D, Edelman R, 1991. Successful immunization of
humans with irradiated malaria sporozoites: humoral and cel-
lular responses of the protected individuals. Am J Trop Med
Hyg 45: 539–547.

18. Nardin EH, Nussenzweig RS, 1993. RS T cell responses to pre-
erythrocytic stages of malaria: role in protection and vaccine
development against pre-erythrocytic stages. Annu Rev Immu-
nol 11: 687–727.

LACK OF STRAIN-SPECIFICITY OF RTS,S/AS02 MALARIA VACCINE 101


