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Understanding protective immunity to malaria is essential for the design of an effective vaccine to prevent the large number of
infections and deaths caused by this parasitic disease. To date, whole-parasite immunization with attenuated parasites is the
most effective method to confer sterile protection against malaria infection in clinical trials. Mouse model studies have high-
lighted the essential role that CD8� T cells play in protection against preerythrocytic stages of malaria; however, there is mount-
ing evidence that antibodies are also important in these stages. Here, we show that experimental immunization of mice with
Plasmodium yoelii fabb/f� (Pyfabb/f�), a genetically attenuated rodent malaria parasite that arrests late in the liver stage, in-
duced functional antibodies that inhibited hepatocyte invasion in vitro and reduced liver-stage burden in vivo. These antibodies
were sufficient to induce sterile protection from challenge by P. yoelii sporozoites in the absence of T cells in 50% of mice when
sporozoites were administered by mosquito bite but not when they were administered by intravenous injection. Moreover,
among mice challenged by mosquito bite, a higher proportion of BALB/c mice than C57BL/6 mice developed sterile protection
(62.5% and 37.5%, respectively). Analysis of the antibody isotypes induced by immunization with Pyfabb/f� showed that, over-
all, BALB/c mice developed an IgG1-biased response, whereas C57BL/6 mice developed an IgG2b/c-biased response. Our data
demonstrate for the first time that antibodies induced by experimental immunization of mice with a genetically attenuated ro-
dent parasite play a protective role during the preerythrocytic stages of malaria. Furthermore, they highlight the importance of
considering both the route of challenge and the genetic background of the mouse strains used when interpreting vaccine efficacy
studies in animal models of malaria infection.

Malaria remains a daunting public health challenge that causes
close to one million deaths per year (1). A vaccine capable of

blocking malaria infection and transmission by preventing blood-
stage infection would be a critical tool for malaria eradication. The
preerythrocytic stages of infection (from inoculation in the skin to
liver egress) are asymptomatic and constitute a bottleneck due to
the small number of parasites that invade and develop in the
liver—making it an ideal vaccine target. The most effective exper-
imental malaria vaccines, with up to 100% efficacy in controlled
human malaria infection trials, consist of live attenuated Plasmo-
dium sporozoites (2). These parasites are able to invade hepato-
cytes but subsequently die in the liver or early in the blood stage,
exposing the immune system to a variety of parasite antigens with-
out subjecting the host to parasitemia-associated disease.

Protection against preerythrocytic stages of malaria has been
shown to involve both T cells and antibodies (Abs) (reviewed in
reference 3). For example, animal model studies using whole-par-
asite vaccines have shown that gamma interferon-positive (IFN-
��) CD8� T cells are essential for protection of mice against
sporozoite challenge and that protection is likely mediated by di-
rect killing of parasite-infected hepatocytes (4–10). These findings
agree with human clinical trial data showing that the level of
sporozoite-specific T cells elicited by immunization with whole-
parasite malaria vaccines correlates with protection (11–14). Mul-
tiple lines of evidence suggest that antibodies are also involved in
protection. For example, analyses of sera from human trials with
both the most advanced preerythrocytic malaria subunit vaccine,
RTS,S, and whole-parasite vaccines showed that efficacy is par-

tially dependent on antibodies against the preerythrocytic circum-
sporozoite protein (CSP) and sporozoites (12, 14–16). In animal
studies, anti-parasite antibodies reduce the number of viable
sporozoites injected into the skin by the mosquito and block mo-
tility of sporozoites in the dermis, thus decreasing the likelihood of
a parasite entering the circulation and invading hepatocytes (17–
20). Monoclonal antibodies (MAbs) against CSP can also inhibit
liver infection by binding to the sporozoite in the bloodstream and
blocking sporozoite invasion of hepatocytes (21–23). Finally, an-
tibodies against either sporozoites or CSP have been shown to
induce opsonization and to promote the uptake and destruction
of sporozoites by monocytes and macrophages in vitro (24, 25).

In spite of these data, the majority of rodent model studies
employing whole-parasite vaccines have concluded that antibod-
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ies are not sufficient to confer protection when animals are given a
sporozoite challenge. This conclusion arose from the observation
that protection from sporozoite challenge is ablated in the absence
of CD8� T cells but not in the absence of antibodies or CD4� T
cells (8, 9, 26–28). However, in those studies, mice were chal-
lenged with sporozoites by intravenous (i.v.) injection—an un-
natural route of infection that results in liver invasion by sporo-
zoites within minutes and bypasses antibody-based immune
mechanisms in the skin (18). It was recently shown that passive
transfer of anti-CSP monoclonal antibodies induces sterile pro-
tection in mice challenged by mosquito bite, while intravenous
challenge results in only partial protection (22, 29). While this
experimental approach does not completely recapitulate natural
infection, it shows that the route of sporozoite delivery should be
considered when interpreting the role of antibodies in protection
from malaria infection.

In addition, different strains of mice display different suscep-
tibilities to Plasmodium and differ in their patterns of immune
response and protection upon sporozoite challenge (30). For ex-
ample, BALB/c mice are easier to protect against P. yoelii infection
than C57BL/6 mice (6). This difference could be attributable to
intrinsic genetic differences between the two mouse strains. For
example, C57BL/6 mice differ from BALB/c mice in their ten-
dency to mount a Th1-biased response versus a Th2-biased re-
sponse, which could in turn shape the distribution of IgG isotypes
generated by each strain in response to infection (31, 32). To our
knowledge, the balance between different IgG isotypes and their
roles in the differential levels of protection of mouse strains
against preerythrocytic stages of malaria remain to be elucidated.

Here, we used experimental vaccination with a whole geneti-
cally attenuated late liver stage-arresting parasite, P. yoelii fabb/f�

(Pyfabb/f�) (33), to show that antibodies are able to control
preerythrocytic stages of malaria infection in our murine model of
experimental infection in the absence of T cell immunity. Further-
more, we show that these responses depend on the challenge route
and the mouse strain. Thus, our results help clarify previous con-
flicting data regarding protection against malaria in animal model
studies. By demonstrating that antibody-based responses have an
important role in inducing sterile protection, this work is relevant
to the rational design of preerythrocytic malaria vaccines.

MATERIALS AND METHODS
Mice and parasites. Female BALB/c and C57BL/6 mice (5 to 6 weeks old)
were purchased from the Jackson Laboratory and maintained in a patho-
gen-free facility accredited by the Association for Assessment and Accred-
itation of Laboratory Animal Care at Seattle BioMed. Experiments were
conducted in accordance with animal protocols approved by the Institu-
tional Animal Care and Use Committee.

To begin the growth cycle of P. yoelii, 5-to-8-week-old female Swiss
Webster mice were injected with blood from P. yoelii-green fluorescent
protein-luciferase (PyGFP-luc) (34)- or Pyfabb/f� (33)-infected mice and
were used to feed female Anopheles stephensi mosquitoes after gametocyte
exflagellation. Salivary gland sporozoites were isolated 14 to 17 days after
the infectious blood meal.

Immunization and challenge. Mice were immunized intravenously
(i.v.) via tail vein injection at 2-week intervals with two or three doses of
50,000 Pyfabb/f� sporozoites or, as a control, with salivary gland debris
from uninfected mosquitos.

Immunized mice were challenged with 5,000 PyGFP-luc sporozoites
by i.v. injection or by the bite of 15 to 20 A. stephensi PyGFP-luc-infected
mosquitos, as previously described (22). Sterile protection was defined as

the absence of detectable P. yoelii parasites in Giemsa-stained thin blood
smear experiments performed daily from day 3 to day 17 after challenge.

In vivo bioluminescence imaging. Luciferase activity was measured
42 to 44 h after mosquito bite or i.v. challenge of mice with PyGFP-luc as
previously described (34).

Antibody inhibition of liver-stage-development assay (ILSDA).
HepG2 cells were cultured in 5% CO2 with Dulbecco’s modified Eagle’s
medium (DMEM) supplemented with 10% fetal bovine serum (FBS) and
2 mM glutamine. At 24 h before the assay, 30,000 cells were seeded in each
well of a 96-well plate. Up to 30,000 PyGFP-luc sporozoites were added
per well. Bioluminescence was quantified 42 to 44 h postinfection using a
Centro XS3 LB 960 Microplate Luminometer (Berthold Technologies)
under the Bright-Glo luciferase assay system protocol (Promega). For the
comparative microscopic analysis, a range of 625 to 10,000 sporozoites
was used. Infected hepatocytes were fixed with 2% paraformaldehyde
(PFA), permeabilized with 0.1% Triton X-100 (Sigma), and stained using
anti-CSP rabbit polyclonal antibody followed by fluorescein isothiocya-
nate (FITC)-conjugated anti-rabbit secondary antibody (eBioscience).

To measure the inhibition of sporozoite invasion, serially diluted (0 to
10 �g/ml in RPMI medium) anti-CSP monoclonal antibody 2F6 (22) or
serum collected from Pyfabb/f� or mock-immunized BALB/c and
C57BL/6 mice 9 days after the second immunization (diluted 1:10 in
RPMI medium) was coincubated with 30,000 PyGFP-luc sporozoites for
20 min at room temperature (RT) before being transferred into wells
containing HepG2 cells. The percentage of inhibition was calculated as the
relative luminescence resulting from incubation of PyGFP-luc sporozo-
ites with anti-CSP monoclonal antibody versus no antibody or with se-
rum from Pyfabb/f�-immunized or mock-immunized mice versus serum
from naive mice.

Passive transfer. Serum samples from mice immunized with two
doses of Pyfabb/f� sporozoites (or from mock-immunized mice) were
collected on day 9 after the last immunization and pooled. Congenic naive
mice were injected by i.v. administration with 300 �l of pooled serum and
challenged by the bite of 15 to 20 PyGFP-luc-infected mosquitos 24 h
postinjection, as described previously (22).

CD8�/CD4� T cell depletion. CD8� and CD4� T cells were depleted
in mice as previously described (35). Briefly, 0.5 mg of anti-CD8 MAb 2.43
(TIB210; American Type Culture Collection) and 0.35 mg of anti-CD4
MAb 1.5 (BioXCell) or 0.85 mg of isotype control rat IgG2b (BioXCell)
was injected by intraperitoneal (i.p.) administration into mice 24 h prior
to parasite challenge. The day before the challenge, 50 to 100 �l of periph-
eral blood was collected via the retro-orbital plexus, and depletion of
specific cell types was confirmed by surface staining of peripheral blood
mononuclear cells (PBMC) with Pacific Blue-conjugated anti-CD3, peri-
dinin chlorophyll protein (PerCP)/cy5.5-conjugated anti-CD8, and allo-
phycocyanin (APC)-conjugated anti-CD4 antibodies (Biolegend) by flow
cytometric analysis.

Protein production. PyCSP (amino acids [aa] 21 to 362) was cloned
into the pTT3 vector under the control of the cytomegalovirus (CMV)
promoter (36). This plasmid was transfected into HEK293F cells as de-
scribed previously (37) and purified by chromatography using a His-
Trapp-FF nickel affinity column (GE Healthcare, Pittsburgh, PA) fol-
lowed by a HiLoad 16/60 Superdex 200 size exclusion column (GE
Healthcare, Pittsburgh, PA). Fractions containing monomeric PyCSP
were collected, concentrated for final storage in phosphate-buffered saline
(PBS) (pH 7.4), and analyzed by native PAGE and SDS-PAGE for size and
purity.

Sporozoite lysate. Sporozoites dissected from mosquito salivary
glands were purified twice over 17% Accudenz density gradients as previ-
ously described (38). After pelleting by centrifugation at 13,500 rpm was
performed, 1 million sporozoites were resuspended in 50 �l of lysis buffer
(50 mM Tris-HCl [pH 7.5]; 140 nM NaCl; 1% Triton X-100; 1 mM MgCl;
1 mM EDTA) and incubated on ice overnight. Next, cellular debris was
removed by centrifugation at 13,500 rpm, and the protein concentration
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of the supernatant was quantified using a Nanodrop 1000 spectropho-
tometer (Thermo Scientific).

ELISA. Enzyme-linked immunosorbent assay (ELISA) plates (Corn-
ing, Inc.) were coated overnight at 4°C by adding 50 �l of 0.1 �g/ml of
PyCSP protein or 10 �g/ml sporozoite lysate diluted in calcium bicarbon-
ate-sodium carbonate coating buffer. Plates were washed three times with
200 �l PBS-T (1� PBS– 0.05% Tween 20; Fisher) prior to blocking for 2 h
in blocking buffer (5% milk–PBS– 0.05% Tween 20; Fisher). Next, serum
was diluted in blocking buffer at 1:20 for sporozoite lysate or 1:800 or
1:1,600 for PyCSP protein and 50 �l was added per well. Plates were
incubated for 2 h at room temperature before being washed as described
above. Next, 50 �l of a 1:1,000 dilution of horseradish peroxidase (HRP)-
conjugated anti-mouse IgG (Sigma-Aldrich) or IgG1, IgG2a, IgG2b,
IgG2c, or IgG3 (SouthernBiotech) was added and incubated for an addi-
tional 2 h at room temperature. Finally, plates were washed again, and 50
�l of TMB (3,3=,5,5=-tetramethylbenzidine) liquid substrate system for
ELISA (Sigma-Aldrich) substrate was added for 2 min. The reaction was
stopped by addition of 50 �l of 1 N sulfuric acid prior to measurement of
absorbance at 450 nm using a SpectraMax M2 microplate reader.

Statistical analysis. Calculations were performed using GraphPad
Prism. Mann-Whitney and unpaired t tests were used to evaluate the
statistical significance of the results of comparisons between the groups. A
P value of �0.05 was considered significant.

RESULTS
Immune sera from the late liver stage-arresting Pyfabb/f� GAP
inhibit sporozoite invasion in vitro. Immunization of mice with
sporozoites from the late-arresting P. yoelii genetically attenuated
parasite (PyGAP) Pyfabb/f� (33) results in a robust CD8� T cell
response capable of complete protection against challenge with
wild-type P. yoelii sporozoites (39), but antibodies elicited by this
vaccination strategy have received little investigation. Previous
studies have shown that antibodies directed against preerythro-
cytic stages can block invasion of hepatocytes by sporozoites in
vitro (40). In addition, studies in the rodent malaria model of
experimental infection have shown that the type of immune re-
sponse and the level of protection could depend on the mouse
strain used (41). Thus, we first determined whether serum from
BALB/c and C57BL/6 mice immunized with Pyfabb/f� sporozo-
ites could also inhibit sporozoite invasion of hepatocytes in vitro.
To do this, we modified our recently published method designed
to measure hepatocyte killing by cytotoxic lymphocytes (42),
which uses transgenic sporozoites that express a green fluorescent
protein-luciferase fusion (PyGFP-luc) (34). Compared to the tra-
ditional method of quantification of malaria parasite-infected
cells by microscopy, this high-throughput method uses biolumi-
nescence to measure the levels of luciferase-expressing malaria
parasites inside hepatocytes. PyGFP-luc sporozoites were incu-
bated with HepG2:CD81 hepatoma cells (43, 44), and luciferase
signal was measured 42 to 44 h later as an indication of liver-stage
development. We first demonstrated a direct correlation between
the level of infectivity determined by microscopy and that mea-
sured by bioluminescence for increasing numbers of sporozoites
(from 625 to 10,000; Fig. 1A). Next, with the goal of optimizing
this technique for the functional characterization of serum sam-
ples, we preincubated sporozoites with increasing concentrations
of a monoclonal antibody against CSP (22), and we observed a
concentration-dependent inhibition of sporozoite invasion of
hepatocytes (Fig. 1B).

BALB/c and C57BL/6 mice were immunized with two doses of
50,000 Pyfabb/f� sporozoites (or were mock immunized) 2 weeks
apart, and serum was collected 9 days after the second immuniza-

tion, which fell within the peak of antibody response. We then
used the technique described above to determine the ability of
these sera to inhibit sporozoite invasion of hepatocytes in vitro.
Sera were diluted 1:10 and preincubated with PyGFP-luc sporo-
zoites for 20 min prior to infection of HepG2:CD81 cells and
quantification as described above. For BALB/c and C57BL/6 mice
immunized with Pyfabb/f� sporozoites, we observed similar levels
of reduction of hepatocyte invasion (68% for BALB/c and 69% for
C57BL/6 mice) compared to sera from mock-immunized mice of
the same strain (Fig. 1C). These data show that immunization of
mice with Pyfabb/f� induces functional antibodies that are capa-
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FIG 1 Immunization with Pyfabb/f� induces functional antibodies that in-
hibit hepatocyte invasion in vitro. (A and B) Optimization of the assay of
antibody inhibition of liver-stage development. (A) Correlation between
hepatocyte infection determined by bioluminescence (x axis) and by micros-
copy (y axis) for increasing amounts of sporozoites, as indicated. Pearson’s
correlation coefficient R � 0.983, P � 0.0001. (B) Inhibition of HepG2 cell
invasion by P. yoelii PyGFP-luc sporozoites after incubation with increasing
amounts of anti-CSP monoclonal antibody. The relative inhibition was calcu-
lated as a percentage of the average luminescence in the absence of antibody.
Error bars correspond to standard deviations. (C) Inhibition of HepG2 cell
invasion by PyGFP-luc sporozoites after incubation with a 1:10 dilution of
serum obtained 9 days after the second dose of 50,000 Pyfabb/f� sporozoites
from BALB/c (white bar, n � 5) or C57BL/6 (black bar, n � 5) mice. The
relative inhibition was calculated as a percentage of the average luminescence
resulting from incubation with serum from mock-immunized mice of the
same strain (n � 5). Error bars correspond to standard deviations. These data
are representative of the results of three independent experiments.
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ble of inhibiting the invasion of hepatocytes by P. yoelii sporozo-
ites in vitro independently of the mouse strain used.

Immune sera from Pyfabb/f�-immunized mice reduce liver-
stage burden in vivo. We next determined if antibodies induced
by Pyfabb/f� immunization could reduce liver-stage burden in
vivo. Sera collected from both strains of mice immunized with
Pyfabb/f� as described above (or mock immunized) were pas-
sively transferred to naive congenic mice 24 h prior to challenge
with 15 to 20 bites of PyGFP-luc-infected mosquitos. After 42 to
44 h, liver-stage burden was measured by quantifying the biolu-
minescent signal in the mice, using an in vivo imaging system (34,
45, 46). Mice that received serum from either BALB/c or C57BL/6
mock-immunized mice showed similar levels of liver-stage bur-
den as determined by in vivo bioluminescence (Fig. 2). In contrast,
we observed a significant reduction in liver-stage parasite burden
in mice that received serum from Pyfabb/f�-immunized BALB/c

mice compared to the mock control versus little to no reduction in
those that received serum from Pyfabb/f�-immunized C57BL/6
mice (Fig. 2). However, in spite of the reduced liver-stage burden
observed in mice that received sera from Pyfabb/f�-immunized
congenic BALB/c mice, all mice receiving sera from either mock-
or Pyfabb/f�-immunized mice of both strains were positive for
blood-stage parasitemia, although 5/9 of mice that received sera
from Pyfabb/f�-immunized BALB/c mice showed a 2-day delay in
the onset of parasitemia (data not shown).

Taken together, our data suggest that antibodies elicited by
immunization of mice with Pyfabb/f� are capable of inhibiting
hepatocyte invasion by sporozoites in vitro and significantly re-
ducing liver-stage burden in vivo, although they did not result in
sterile protection. Furthermore, while antibodies from the two
strains of mice were able to inhibit in vitro hepatocyte infection to
similar levels, BALB/c mice experienced a much more reduced
liver burden than C57BL/6 mice.

Antibodies elicited by Pyfabb/f� immunization confer sterile
immunity to challenge with P. yoelii sporozoites administered
by mosquito bite. CD8� T cells have been shown to have an es-
sential role in protection against preerythrocytic stages of rodent
malaria (8, 9, 26–28). Our data showing that antibody transfer can
reduce liver-stage burden in BALB/c mice suggest that antibodies
might also play an important role in this stage. However, the fail-
ure to observe sterile protection in these animals could have re-
sulted from the fact that T cells are absolutely required for protec-
tion or, alternatively, could have been a consequence of the
limitations of the experimental approach, since only a small
amount of sera could be transferred from the immunized to the
congenic naive mice. Therefore, we next examined the ability of
these antibodies to yield sterile protection against sporozoite chal-
lenge at physiologically relevant levels and in the absence of T cell
help. To optimize CD4� and CD8� depletion, we first treated
mice immunized with two doses of 50,000 Pyfabb/f� sporozoites
with anti-CD4 and anti-CD8 antibodies, and we identified condi-
tions that depleted at least 98% of CD4� and CD8� T cells from
liver and spleen, as determined by flow cytometry analysis, in
comparison to the levels observed in isotype-treated, control mice
(see Fig. S1A in the supplemental material). Then, to determine
whether the antibodies were sufficient to protect mice against
challenge with P. yoelii sporozoites, we depleted both CD4� and
CD8� T cells from BALB/c and C57BL/6 mice 24 days after the last
immunization, and we confirmed the efficiency of the depletion
by analyzing the presence of CD4� and CD8� T cells in peripheral
blood (see Fig. S1B and C). At 24 h after this treatment, mice were
challenged via the bite of 15 PyGFP-luc-infected mosquitos and
the liver-stage burden was determined by measuring in vivo lumi-
nescence 42 to 44 h later.

Mock-immunized BALB/c and C57BL/6 mice treated with the
IgG2b isotype control antibody displayed very similar levels of
liver-stage burden (Fig. 3A and B). Consistent with previous stud-
ies (39), immunization with Pyfabb/f� completely inhibited de-
tectable liver-stage burden in both strains (Fig. 3A and B). For
both strains, the difference in liver stage burden observed between
the mock- and the Pyfabb/f�-immmunized mice treated with con-
trol IgG2b was statistically significant (P value � 0.0002 in both
cases). In addition, all Pyfabb/f�-immunized mice treated with
IgG2b isotype control antibody showed sterile protection, while
disease became patent in all mock-immunized mice between day 3
and day 7 postchallenge (Fig. 3C). Strikingly, for Pyfabb/f�-im-

A

B

source of transferred sera
B

A
LB

/c

mock Pyfabb/f-

C
57

B
L/

6

C57BL/6

Mock Pyfabb/f- Mock Pyfabb/f-
104

105

106

107

To
ta

l fl
ux

 (
p/

s)

***

BALB/c

n.s.

FIG 2 Transfer of immune sera from Pyfabb/f�-immunized mice induces
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minescence imaging of BALB/c and C57BL/6 mice that received 300 �l serum
from congenic mice immunized with Pyfabb/f� (or from mock-immunized
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munized mice depleted of CD4�/CD8� T cells, 6/8 (75%) of
BALB/c mice and 3/8 (37.5%) of C57BL/6 mice had no detectable
liver-stage burden. The difference observed between the mock-
and the Pyfabb/f�-immunized mice depleted of CD4 and CD8
cells was significant for BALB/c mice (P � 0.001) but not for

C57BL/6 mice (P � 0.78). More importantly, 5/8 (62.5%) of
BALB/c mice and 3/8 (37.5%) of C57BL/6 mice immunized with
Pyfabb/f� did not develop patent blood-stage infection despite
their lack of CD8� and CD4� T cells. In addition, one BALB/c
mouse showed a 6-day delay in patency, whereas two C57BL/6
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mice showed a 3-day delay in patency. For both strains, the mice
that did not develop blood-stage infection were those with the
lowest levels of liver-stage burden (Fig. 3B and C). Although the
differences between BALB/c and C57BL/6 mice immunized with
Pyfabb/f� and depleted of CD4�/CD8� T cells in liver-stage bur-
den and disease patency were not statistically significant, these
data demonstrate that immunization with a late liver stage-arrest-
ing GAP results in the acquisition of antibodies that are capable of
inducing sterile protection in a subset of mice challenged with P.
yoelii sporozoites and that the degree of protection might depend
on the mouse strain tested. Moreover, they agree with recent stud-
ies in the rodent model of malaria showing that sporozoite chal-
lenge by mosquito bite engages antibody-mediated immune
mechanisms in the skin that participate in controlling malaria
infection (18, 19, 22).

Antibodies elicited by Pyfabb/f� immunization are not suffi-
cient to control challenge with P. yoelii sporozoites adminis-
tered by i.v. injection. The data presented above contradict pre-
viously published studies in murine malaria that concluded that
antibodies are dispensable for protection against preerythrocytic
stages of malaria (8, 9, 26, 27). However, those studies utilized the
method of challenge by i.v. administration, which bypasses anti-
body-based immune mechanisms in the skin (18, 19, 22). Thus,
we hypothesized that, in comparison to challenge by mosquito
bite, antibodies would not be sufficient to control malaria infec-
tion when sporozoites were delivered by i.v. challenge. To test this,
we depleted both CD4� and CD8� T cells from Pyfabb/f�- and
mock-immunized BALB/c and C57BL/6 mice as described above
24 h prior to i.v. challenge with 5,000 PyGFP-luc sporozoites. Sim-
ilarly to what we observed with mosquito bite challenge, mice of
both strains immunized with Pyfabb/f� displayed lower levels of
liver-stage burden than mock-immunized mice (Fig. 4A and B).
However, depletion of CD4� and CD8� T cells resulted in loss of
inhibition of liver-stage burden in both mouse strains, although
Pyfabb/f�-immunized BALB/c mice still displayed a significantly
reduced level of liver infection compared to mock-immunized
mice (Fig. 4A and B). Moreover, in contrast to the protection
observed in mice challenged by mosquito bite (Fig. 3C), all
Pyfabb/f�-immunized mice depleted of CD4� and CD8� T cells
became patent between day 3 and day 5 post-sporozoite challenge
by i.v. administration. These observations are in agreement with
previously published data indicating that, although antibodies
elicited by whole-parasite immunization are able to reduce liver
infection, they are not sufficient to provide sterile immunity in the
absence of T cells when mice are challenged with sporozoites
through the i.v. route (8, 9, 26, 27).

Immunization of BALB/c and C57BL/6 mice with Pyfabb/f�

induces different patterns of anti-sporozoite antibody isotypes.
Different strains of mice have been shown to develop differing
immune responses to and levels of protection against malaria in-
fection (6, 30, 41). To investigate the possible contribution of
antibodies to the differential levels of protection observed be-
tween BALB/c and C57BL/6 mice, we next compared the antibody
responses induced by Pyfabb/f� immunization in these two
strains.

Mice were immunized with two doses of 50,000 Pyfabb/f�

sporozoites administered 2 weeks apart or were mock immunized
as a control. Serum was collected on day 9 and day 25 after the last
immunization, and the levels of total IgG, IgG1, IgG2a and IgG2c
(IgG2a/c), IgG2b, and IgG3 against the major sporozoite surface

protein PyCSP and total sporozoite lysate were measured by
ELISA (Fig. 5). Since C57BL/6 mice lack the allele for IgG2a and
express IgG2c instead (47), we compared the levels of IgG2a in
BALB/c mice to those of IgG2c in C57BL/6 mice. Pyfabb/f� im-
munization resulted in high titers of total IgG against PyCSP and
sporozoite lysate that did not differ between BALB/c and C57BL/6
mice (Fig. 5), although we observed slightly higher significant re-
activity to sporozoite lysate in sera collected from C57BL/6 mice
on day 25 compared to those from BALB/c mice (Fig. 5D). The
levels of IgG1 against both CSP protein and sporozoite lysate in
sera from both day 9 and day 25 were consistently and significantly
higher in BALB/c mice than in C57BL/6 mice (Fig. 5). In contrast,
the levels of IgG2a/c and IgG2b against both CSP protein and
sporozoite lysate were significantly higher in C57BL/6 mice than
in BALB/c mice (Fig. 5). Overall, IgG3 displayed lower reactivity
to both CSP protein and sporozoite lysate than the other isotypes
(Fig. 5), and the differences between the strains in the levels of this
isotype were not significant, with the exception of sera collected
on day 25 from C57BL/6 mice, which showed slightly higher sig-
nificant reactivity to sporozoite lysate than those from BALB/c
mice (Fig. 5D). Our data show that immunization of mice with
Pyfabb/f� induced high levels of antibodies against sporozoite
proteins, including the main surface protein CSP. In addition, we
observed different patterns of antibody isotypes between BALB/c
and C57BL/6 mice, with the former displaying higher levels of
IgG1 and the latter displaying higher levels of IgG2b and -c. It is
possible that these differences in antibody isotypes could be re-
lated to the differential levels of protection observed between the
two strains of mice, although it remains to be shown whether these
differences in isotype levels directly contribute to the differential
protection levels observed and whether other mechanisms are in-
volved.

DISCUSSION

There is an urgent need to develop a malaria vaccine capable of
eliciting sterile protection that will both mitigate disease within
individuals and hasten the eradication of malaria by stopping
the human-mosquito transmission cycle. To date, the only hu-
man malaria vaccines that have yielded 100% sterilizing pro-
tection are those based on live attenuated parasites (12, 13, 48).
The role of sporozoite-specific CD8� T cells in this protection
in both mice and humans is well established. While antibodies
have also been implicated in protection, some rodent model
studies have shown that they are dispensable for protection.
This report presents the first demonstration that antibodies
generated by immunization of mice with a genetically attenu-
ated P. yoelii parasite are sufficient to confer sterile protection
against the preerythrocytic stages of rodent malaria when sporo-
zoites are delivered by mosquito bite.

Previous studies have shown that immunization of mice with
live attenuated parasites elicits different immune responses and
protection profiles depending on the murine strain tested (6, 30).
This difference has been attributed to different susceptibilities to
the malaria parasite as well as to the different cellular responses
induced by immunization. To understand whether antibodies in-
duced by whole-parasite immunization contribute to the different
patterns of protection observed in different mouse strains, we
compared the antibody responses induced by Pyfabb/f� immuni-
zation in BALB/c and C57BL/6 mice. To better understand the
function of Pyfabb/f�-induced antibodies in preerythrocytic ma-
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laria infection, we measured the ability of mouse sera to inhibit
hepatocyte invasion and/or liver-stage development using a mod-
ification of our recently published luminescence-based assay (42).
Although we observed similarly high levels of in vitro inhibition
using sera from BALB/c and C57BL/6 mice, passive transfer of sera

from Pyfabb/f�-immunized mice into congenic mice followed by
sporozoite challenge by mosquito bite showed a reduction of
liver-stage burden only in BALB/c mice. However, in spite of this
reduction, none of the mice displayed sterile protection as mea-
sured by blood parasitemia. This suggests that, although Pyfabb/
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f�-induced antibodies were able to reduce liver-stage burden in
BALB/c mice, their presence was not sufficient to abrogate blood-
stage infection.

Since this lack of protection could be due to the small volume
of sera that can be passively transferred into mice, we next char-
acterized the protective ability of Pyfabb/f�-induced antibodies at
physiological levels in the absence of CD4� and CD8� T cells by
depleting these cell types from immunized animals prior to chal-
lenge with sporozoites by mosquito bite. Using this method, we
observed that 75% of Pyfabb/f�-immunized BALB/c mice and
37.5% of C57BL/6 mice depleted of T cells displayed liver-stage
burdens similar to those of isotype-treated controls, suggesting
that antibodies were sufficient to reduce liver-stage burden in
these mice. Interestingly, this reduction in liver-stage burden re-
sulted in the sterile protection of 50% of the mice immunized with
Pyfabb/f� (i.e., in 62.5% of BALB/c mice and in 37.5% of C57BL/6
mice) that did not develop patent blood-stage infection despite
their lack of CD8� and CD4� T cells. In addition, one of the
BALB/c mice and two of the C57BL/6 mice showed a 6-day delay
and a 2-day delay in the onset of parasitemia, respectively,
compared to the corresponding controls. These data, taken
together with previously published work, suggest that, al-
though T cells have a clearly established role in protection
against preerythrocytic stages of malaria infection, vaccination
with whole parasites induces antibodies that can also signifi-
cantly contribute to protection.

Although our data are apparently in conflict with previous re-
ports showing that antibodies are dispensable for protection of

mice against sporozoite challenge (8, 9, 26, 27), those studies used
a nonnatural model of sporozoite challenge via the i.v. route,
whereas we challenged the mice via experimental mosquito bite,
which more closely reflects natural infection. It has been shown
that sporozoites delivered by mosquito bite take longer to reach
the liver than those administered by i.v. challenge, not only allow-
ing antibodies time to block sporozoite invasion of hepatocytes in
vivo but also blocking the number of sporozoites deposited in the
skin by the mosquito (18, 19). In fact, when we repeated the ex-
periment described above using i.v. challenge, we confirmed that
this route of challenge essentially bypasses the antibody-based re-
sponses elicited by whole-parasite vaccination, since 100% of T
cell-depleted mice of both strains challenged by i.v. administra-
tion developed blood-stage infection, although all BALB/c mice
displayed significant reductions in liver-stage burden.

Taken together, our data show that the efficacy of Pyfabb/f�-
induced antibodies in reducing liver-stage burden and conferring
protection against sporozoite challenge depends not only on the
route of sporozoite challenge but also on the strain of mouse used.
In both passive-transfer and T cell depletion studies, antibodies
from BALB/c mice consistently inhibited sporozoite infection of
the liver more potently than those from C57BL/6 mice and re-
sulted in a larger proportion of mice that acquired sterile protec-
tion against sporozoite challenge by mosquito bite. These differ-
ences cannot be explained only by strain-specific susceptibility to
infection, since the two strains had similar levels of liver-stage
burden and time to patency in control experiments, or by overall
titers of total IgG, which were very similar for the two strains.
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However, isotyping of antibodies against both CSP and total
sporozoite lysate revealed that the humoral immune response in
BALB/c mice is biased toward the IgG1 isotype, whereas C57BL/6
mice make larger amounts of IgG2b and -c. Since different anti-
body isotypes differ in their Fc-mediated effector functions (32,
49), this bias could result in the activation of different mechanisms
to eliminate parasites in vivo in the two mouse strains. For exam-
ple, murine IgG1 is thought to act mainly through Fc-independent
functions, such as pathogen neutralization, while IgG2b is more
efficient at complement fixation and opsonization (50, 51). Thus,
our observation that BALB/c and C57BL/6 mice display different
patterns of parasite-specific IgG isotypes could partially explain
the observed differences between the two strains in the levels of
liver-stage burden and protection against sporozoite challenge.
The differences in the IgG repertoire in BALB/c and C57BL/6 mice
could also explain the discrepancy between the performance of
sera from these strains between our in vitro and in vivo inhibition
assays. In the in vitro sporozoite inhibition assays, which lack
physiological levels of mouse complement and effector cells bear-
ing Fc receptors, immune sera from the two strains performed
equally well. However, in vivo experiments, in which Fc-depen-
dent mechanisms were capable of acting, demonstrated that sera
from BALB/c mice were significantly better at reducing liver bur-
den following infectious mosquito bite. Together, these data pro-
vide a firm rationale for characterizing the roles of different IgG
isotypes in protection against preerythrocytic malaria in the
mouse model and for determining whether the results apply to
human malaria.

Alternatively, it is possible that the observed differences in the
abilities of the two strains of mice to mount an effective immune
response against challenge with P. yoelii sporozoites could result
from differences in the breadths of their antibody responses to
parasite antigens or epitopes. Although we did not observe a dif-
ference between BALB/c and C57BL/6 mice in the total levels of
IgG against the major sporozoite surface protein CSP or total
sporozoite lysate, it is possible that these strains mount different
responses to specific parasite antigens other than CSP that would
not be discriminated by analyzing total sporozoite lysate. Finally,
it is also possible that both the type and the specificity of antibod-
ies elicited by the two strains of mice in response to malaria infec-
tion contribute to the differential levels of protection observed.
Studies in human malaria have shown that acquisition of antibod-
ies against non-CSP antigens such as TRAP and LSA1 as well as
against other less extensively characterized antigens is associated
with the level of protection against malaria (52–54). Thus, it will
be important to identify which antigens are recognized by the
antibodies that result from Pyfabb/f� immunization of the differ-
ent mouse strains as well as to characterize whether differences in
their functional activities correlated with protection.

Although our experimental challenge model is more biologi-
cally relevant than the use of i.v. challenge, one limitation is that it
uses A. stephensi mosquitoes to deliver sporozoites instead of the
natural vector of P. yoelii and therefore does not completely reflect
natural rodent malaria infection. It is likely that our approach
results in the delivery of lower numbers of sporozoites than natu-
ral infection, therefore resulting in higher levels of protection.
However, we observed 100% infection in control mice upon chal-
lenge by the bite of at least 15 infected A. stephensi mosquitos,
suggesting that the approach is a valid method to explore the role
of antibodies in preerythrocytic stages of malaria.

In summary, we have shown for the first time that immuniza-
tion of mice with a late liver stage-arresting GAP elicits antibodies
that confer protection against the preerythrocytic stages of rodent
malaria parasites in the absence of T cells. Multiple studies in the
rodent malaria model have shown that sporozoite-specific CD8�

T cells are sufficient to eliminate liver stages (8, 9, 26–28). The
hypothesis of the role of CD8� T cells in malaria immunity is also
supported by data from human clinical studies that showed that
CD8� T cells and IFN-� are critical mediators of protection (11,
12). However, it was recently demonstrated that, to mediate effec-
tive immunity, T cells must exist in exceedingly large numbers
that may be difficult to attain by vaccination of humans (6). Fur-
thermore, some malaria vaccine clinical trials have suggested that
T cell-directed subunit vaccines might have limited efficacy, while
those trials have highlighted the importance of other immune
mechanisms, including antibodies (15, 16, 55). Thus, future vac-
cine strategies designed to mediate effective antimalaria immunity
should aim at eliciting both humoral and cellular immune re-
sponses. Mechanistic studies using the model used in this study
can critically inform the development of the next generation of
vaccines designed to elicit antibodies directed against pre-eryth-
rocyte-stage antigens that contribute to protective immune re-
sponses in vivo.
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