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During pregnancy, Plasmodium falciparum-infected erythrocytes sequester in the placenta by adhering to
chondroitin 4-sulfate, creating a risk factor for both the mother and the fetus. The primigravidae are at higher
risk for placental malaria than the multigravidae. This difference in susceptibility has been attributed to the
lack of antibodies that block the adhesion of infected erythrocytes to placental chondroitin 4-sulfate in
primigravid women. However, recent results show that many primigravidae at term have antibody levels
similar to those of multigravidae, and thus the significance of antiadhesion antibodies in providing protection
against malaria during pregnancy remains unclear. In this study, we analyzed plasma samples from women of
various gravidities at different gestational stages for antiadhesion antibodies. The majority of women, regard-
less of gravidity, had similar levels of antibodies at term. Most primigravidae had low levels of or no
antiadhesion antibodies prior to �20 weeks of pregnancy and then produced antibodies. Multigravidae also
lacked antibodies until �12 weeks of pregnancy, but thereafter they efficiently produced antibodies. In
pregnant women who had placental infection at term, higher levels of antiadhesion antibodies correlated with
lower levels of placental parasitemia. The difference in kinetics of antibody production between primigravidae
and multigravidae correlated with the prevalence of malaria in these groups, suggesting that antibodies are
produced during pregnancy in response to placental infection. The early onset of efficient antibody response in
multigravidae and the delayed production to antibodies in primigravidae appear to account for the gravidity-
dependent differential susceptibilities of pregnant women to placental malaria.

Plasmodium falciparum malaria is one of the major health
problems in Africa and many other tropical countries around
the world. Accumulated evidence indicates that the severity of
falciparum malaria is due to the sequestration of P. falciparum-
infected red blood cells (IRBC) in the microvascular capillaries
of vital organs (15, 21, 23, 25, 26). During the past decade, a
number of studies have shown that IRBC sequestration is
mediated by the binding of P. falciparum erythrocyte mem-
brane protein 1, an antigenic var gene family protein expressed
on the surface of IRBC, to the host endothelial cell adhesion
molecules (23, 25). It is thought that adherence of IRBC re-
sults in capillary obstruction and induction of proinflammatory
cytokines locally in response to toxic parasite factors, resulting
in tissue damage and clinical manifestations (10, 15, 21, 23, 25,
26). Adults in areas where malaria is endemic, however, have
natural immunity against developing severe malaria, which is
acquired in response to repeated infections with P. falciparum
(3, 10, 30). A significant component of the protective immunity
appears to be due to the anti-IRBC adhesion antibody re-

sponse, which can limit IRBC sequestration to microvascular
endothelia.

Despite previously acquired immunity, pregnant women are
at risk of developing placental malaria, which is characterized
by a poor pregnancy outcome (4, 19). In pregnant women, the
placenta provides a new opportunity for selective accumulation
of P. falciparum IRBC that express an antigenically distinct
form of P. falciparum erythrocyte membrane protein 1 (5).
Multiplication of this parasite phenotype and extensive accu-
mulation of IRBC in the placenta could lead to massive infil-
tration of mononuclear cells and induction of proinflammatory
cytokines, causing severe placental pathology (7, 11, 20, 22,
24). Primigravidae are at the highest risk for malaria, and their
susceptibility decreases with subsequent pregnancies, suggest-
ing gravidity-dependent acquisition of placental malaria-spe-
cific immunity.

Chondroitin 4-sulfate (C4S) mediates the adherence of
IRBC in the human placenta (5, 6, 18, 27, 28, 31). In areas
where malaria is endemic, pregnant women, but not adult
males and nulligravid women, have been shown to have anti-
bodies that inhibit adherence of IRBC to C4S, and the anti-
body level increases with increasing gravidity (8, 9, 17, 29). One
study reported that multigravidae but not primigravidae pro-
duce antibodies that block the adhesion of IRBC to C4S and
attributed the greater risk of malaria in primigravidae to the
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lack of antibodies (8). However, other studies have shown that
both primigravidae and multigravidae have antibodies at term
(9, 17, 29). The latter studies have also reported increased
levels of antibodies with increasing gravidity, which has been
attributed to the gravidity-dependent increased protection
against developing severe placental malaria (9, 17, 29). A com-
parison of the reported data (8, 9, 17, 29), however, shows that
a significant number of primigravidae have high levels of anti-
C4S adhesion antibodies, and thus the reason why primigrav-
idae are more susceptible to placental malaria remains unclear.

We have recently purified and characterized chondroitin
sulfate proteoglycan (CSPG) receptors that mediate the ad-
herence of IRBC to the intervillous spaces of human placenta;
the C4S chains of the placental CSPG have unusually low
sulfate content (�10% of disaccharide repeats are sulfated)
(1). In the present study, using placental CSPG in an in vitro
cytoadherence assay, we analyzed plasma from Cameroonian
women of different gravidity and gestational ages for anti-C4S
adhesion antibodies. The data showed that these women, irre-
spective of their gravidity, had low levels of antibodies or no
antibodies prior to �12 weeks of gestation, and most pregnant
women had antibodies at term. The data also indicated that
most primigravidae produced antibodies beginning at 20 to 24
weeks of gestation, whereas multigravidae produced high lev-
els of antibodies beginning at 12 to 16 weeks of gestation. The
substantial delay in eliciting a primary antibody response in
primigravidae as opposed to an early secondary response in
multigravidae may contribute to the greater susceptibility of
the former group to malaria.

MATERIALS AND METHODS

Participants and sample collection. The samples were collected at the Biyem
Assi Hospital in Yaounde, Cameroon. P. falciparum is transmitted throughout
the year in Yaounde, with the transmission rate estimated to be �13 infectious
bites per year in areas near the hospital (16). Over a 3-year period, pregnant
women living near the hospital were recruited into the study. Prior to delivery,
the nature of the project was explained to the women and verbal informed
consent was obtained. Clinical histories, a sample of heparinized maternal ve-
nous blood, and a piece of the placenta were collected at the time of delivery.
Ethical clearance for the research was obtained from the Ethical Committee,
Ministry of Health, Cameroon, and the Institutional Review Board at George-
town University. The project is covered by single project assurance number
S-9601-01.

Plasma samples from 198 women were selected from the above-described
panel to measure antibody levels at term. Equal numbers of women were se-
lected based on gravidity statues 1 (primigravidae), 2, 3, 4, and �5, approxi-
mately 50% of whom had IRBC in the placenta at the time of delivery. To
measure the kinetics of antibody formation, samples from another group of
women were obtained at different time points during pregnancy. This group
consisted of 45 primigravidae and 43 trigravidae (total, n � 129 samples). Sam-
ples were also obtained from 7 nulligravidae women and 11 nonpregnant mul-
tigravidae living in the same area and were used as controls.

Parasitological studies. Thick and thin peripheral blood films, as well as
impression smears of placental tissues, were prepared, stained with Dif-Quick
(Baxter Scientific, New Providence, N.J.), and examined for the presence of
parasitized erythrocytes using routine microscopy. To determine the level of
parasitemia, 500 to 2,000 erythrocytes were examined and the number of infected
erythrocytes was determined. In addition, sections of placental tissues were fixed
in 10% buffered formalin, embedded, stained with hematoxylin-eosin, and ex-
amined for the presence of parasitized erythrocytes.

Parasites and parasite culturing. P. falciparum parasites used for the C4S-
IRBC adhesion inhibition assay were initially selected from the 3D7 clone for
adherence to bovine trachea C4S and were subsequently selected for IRBC
adherence to CSPG purified from human placenta (2). After continuous cultur-
ing for 6 to 8 weeks, the adherent IRBC were reselected on CSPG-coated plates.
The parasites were cultured in RPMI-1640 medium supplemented with 10%

O-positive human serum and O-positive human red blood cells at 37°C. Parasites
were routinely synchronized at the early ring stage with 5% sorbitol as described
previously (14). The cultures were harvested at the mid-trophozoite stage.

IRBC from cultures with �20% parasitemia were directly used for the adhe-
sion assay (see below), and IRBC from cultures with lower parasitemia levels
were enriched by gelatin flotation (12). For enriching IRBC, harvested cells were
suspended in 0.65% gelatin in phosphate-buffered saline (PBS), pH 7.2, and
incubated at 37°C for 15 to 20 min. When most erythrocytes had settled to the
bottom, the supernatant containing the trophozoite-stage IRBC (50 to 60%
parasitemia) was collected, centrifuged, and IRBC washed with sterile PBS.

Purification of placental intervillous CSPG. The CSPG from placental inter-
villous spaces was isolated by DEAE-Sephacel chromatography as described
previously (1). The CSPG was purified by successive DEAE-Sephacel chroma-
tography using a salt gradient, CsBr density gradient centrifugation, and gel
filtration using Sepharose CL-6B and Sepharose CL-4B (1).

Cytoadherence inhibition assays. The CSPG was coated as circular spots on
15-by-150-mm-diameter plastic Petri dishes by spotting 10 to 15 �l of CSPG
(200 ng/ml) in PBS, pH 7.2, and incubating it at 4°C overnight in a humidified
chamber (2). The spots were blocked with 20 �l of 2% bovine serum albumin in
PBS for 2 h at room temperature. Human plasma, diluted with PBS containing
2% bovine serum albumin, was mixed with equal volumes of 4% suspension of
IRBC in PBS, in 96-well microtiter plates (final plasma dilutions were 1:10, 1:20,
and 1:40). The suspension was incubated at room temperature for 30 min with
intermittent mixing and then layered onto CSPG-coated spots. After 40 min at
room temperature, the unbound cells were washed off with PBS. The bound cells
were fixed with 2% glutaraldehyde and stained with Giemsa reagent. All assays
were performed in duplicate. IRBC in several randomly selected low-power
fields were counted under a light microscope, and the mean number of IRBC per
mm2 was determined; values usually ranged from 5,000 to 6,000 for the PBS
control. The percent inhibition of the IRBC binding was calculated by the for-
mula (1 � [number of IRBC bound to the CSPG-coated spots in the presence
of plasma/number of IRBC bound to CSPG coated spots in the absence of
plasma]) � 100.

Statistical data analysis. Statistical differences in the levels of antiadhesion
antibodies between two groups were analyzed using Student’s t test (13). Differ-
ences in the proportions of women with antiadhesion antibodies were analyzed
using the Chi-square test. The Pearson’s correlation analysis was used to test the
correlation between the log-transformed placental parasitemia and level of an-
tiadhesion antibody (13).

RESULTS

The study group. The study group for the assessment of
anti-C4S adhesion antibodies at term consisted of 198 preg-
nant women. The numbers, ages, and the levels of peripheral
and placental parasitemia of these women are shown in Table
1. For 69% of the malaria-positive women, parasites were
detected in both peripheral and placental blood, with substan-
tially higher levels of parasitemia in the placenta. In these
women, as expected, there was a direct correlation between the
levels of peripheral and placental parasitemias (r2 � 0.55) (Fig.
1). Among the remaining malaria-positive women, 29% had
placental but not peripheral parasites while only 2% had pe-

TABLE 1. Description of pregnant women included in the studya

Gravidity

No. of pregnant
women Mean age

(yr)

% Parasitemia in M�
women (range)

Total M� M� Peripheral Placental

1 47 23 24 20 0–3.3 0.001–52.7
2 32 18 14 22 0–1.4 0.08–54.4
3 48 31 17 24 0–4.2 0.02–38.6
4 36 19 17 27 0–0.29 0.001–2.3

�5 35 10 25 31 0–0.48 1.0–39.8

Total 198 101 97

a M�, malaria positive. M�, malaria negative.
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ripheral but not placental parasitemias. These results are con-
sistent with sequestration of P. falciparum IRBC in the placen-
tas of pregnant women.

Assessing the levels of inhibitory antibodies in nonpregnant
women. We have previously shown that adhesion of IRBC to
the placental CSPG is saturable at coating concentrations of
100 to 200 ng/ml (1). Therefore, in this study, all assays were
performed at a coating concentration of 200 ng of CSPG/ml to
ensure maximum adhesion of IRBC. The inhibition of IRBC
adhesion was considered to be the measure of the level of
antiadhesion antibodies in the plasma. Initially, plasma sam-
ples from nulligravidae (n � 7) and nonpregnant multigravidae
(n � 11) were screened in the assay. The level of inhibition for
nulligravidae and nonpregnant multigravidae was 4.5 	 4.0%.
Therefore, plasma samples producing greater than 12.5% in-
hibition (i.e., mean plus 2 standard deviations) were consid-
ered to be positive for antiadhesion antibodies. Using this
criterion, none of the nulligravidae and 1 out of 11 nonpreg-
nant multigravidae had inhibitory antibodies.

Prevalence and levels of antiadhesion antibodies at term.
Plasma samples collected at term from 198 pregnant women
(see Table 1) were tested for the presence of inhibitory anti-
bodies. Plasma from 175 women (88.4%) inhibited the binding
of IRBC to C4S at a 1:10 dilution (Table 2). Similar results
were obtained using 1:20 and 1:40 dilutions of plasma, but the
percent inhibition was generally lower. The prevalence of an-
tibodies was essentially the same in all gravidity groups includ-
ing primigravidae (P � 0.11). These results agree with those
reported in previous studies showing that the presence of in-
hibitory antibodies is pregnancy associated and that most preg-
nant women, regardless of gravidity, have adhesion-blocking
antibodies at the end of the third trimester of pregnancy (9, 17,
29).

The levels of antiadhesion antibodies at term appeared to
increase with gravidae (Table 2), but the increase was minimal.
Comparison of levels of inhibitory activity between malaria-
positive and malaria-negative women showed that both groups

of women had similar levels at term (Fig. 2). Although malaria-
positive women in their fourth pregnancies appeared to have
higher levels (Fig. 2), this difference was not seen at plasma
dilutions of 1:20 and 1:40 (data not shown). Thus, the levels of
antiadhesion antibodies present at term did not explain gra-
vidity-dependent protection against malaria (Table 2).

Data from malaria-positive women, however, showed that
those with high levels of antiadhesion antibodies generally had
low levels of placental parasitemias (Fig. 3), with correlation
coefficient values (r2) of �0.37 (P � 0.02) at a 1:10 dilution and
r2 � �0.22 (P � 0.04) at a 1:40 dilution. These data suggest
that the presence of high titers of inhibitory antibodies helps in
reducing placental parasitemias. Therefore, it is likely that
women who had high placental parasitemias at the time of
delivery were those who either poorly produced antibodies to
the parasite adhesion ligand or developed placental infections
late in their pregnancy.

Kinetics of the production of inhibitory antibodies in pri-
migravidae and multigravidae. To determine when antibodies
are produced during pregnancy, plasma collected longitudi-
nally from pregnant primigravidae and multigravidae were an-
alyzed (Fig. 4). All women lacked inhibitory antibodies during
the first trimester of pregnancy (i.e., prior to 12 weeks of
gestation). These data correlate with the observation that only
1 out of 18 nonpregnant women had antiadhesion antibodies.
Multigravidae produced high levels of antibodies between 12
and 16 weeks of pregnancy. Thereafter, the level of inhibitory
antibodies remained high throughout the pregnancy in multi-
gravidae (Fig. 4). On the other hand, primigravidae lacked the
antibodies early in pregnancy and did not begin producing
significant amounts of antibodies until the fifth month (�20
weeks) of pregnancy (Fig. 4). Antibody levels were significantly
lower in primigravidae between weeks 12 and 20 (i.e., the third
and fifth month of pregnancy) than in multigravidae (P �
0.0001) (Fig. 4). After 20 weeks of gestation, however, there
was no significant difference in the levels of inhibitory antibod-
ies between primi- and multigravidae (20 to 24 weeks, P �
0.39; 24 to 28 weeks, P � 0.11; 28 to 32 weeks, P � 0.56; and
�32 weeks, P � 0.31). The presence of high levels of antibod-
ies in multigravidae during the early stages of pregnancy (12 to
16 weeks) and the lack of antibodies in primigravidae until �20
weeks (Fig. 4) likely represent the induction of preexisting
memory responses in the former and primary antibody re-
sponses in the latter.

FIG. 1. Relationship between peripheral and placental para-
sitemia. Each data point represents the mean percent parasitemias for
individual malaria-positive women. Data from women who had pla-
cental but not peripheral parasites (n � 28) or who had peripheral but
not placental parasites (n � 2) are not shown in the figure.

TABLE 2. Proportion of pregnant women who were antiadhesion
antibody positive and mean antibody levels at terma

Gravidae Total no. of
women

% Antibody-positive
women

Inhibition of IRBC adhesion
to C4S by plasma from

antibody-positive women
(Mean % inhibition 	 SD)

1 47 92 43.3 	 20.1
2 32 78 43.1 	 22.5
3 48 90 51.3 	 21.0
4 36 97 49.7 	 26.6

�5 35 86 53.9 	 22.6

Total 198 88.4 48.3 	 22.6

a Note that women were considered to be antibody positive if their plasma
inhibited adhesion of IRBC to C4S by � 12.5%.
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DISCUSSION

In this study, we show for the first time that the majority of
women, regardless of gravidity, lack antiadhesion antibodies
during the early period of gestation and that 88% of pregnant
women produce antiadhesion antibodies during the second
trimester (Table 2; Fig. 4). We also show that the kinetics of
the production of antibodies in primigravidae is substantially
different from that in multigravidae. Based on these data and
the previously observed differential prevalences of P. falcipa-
rum infection in primigravidae and multigravidae (4), we sug-
gest that differences in the rate of production of antibodies in

these women during the second trimester contribute signifi-
cantly to their differential susceptibilities to placental malaria.

The presence of antiplacental IRBC adhesion antibodies in
primigravidae has been controversial (8, 9, 17, 29). As noted in
the introduction, while one study reported the absence of an-
tibodies in primigravidae (8), other studies have shown that
primigravidae do produce antiadhesion antibodies (9, 17, 29).
All studies have found increased levels of antibodies with in-
creasing gravidities. The results presented here, however, show
that 92% of primigravidae have antiadhesion antibodies at
term and that primigravidae have antibody levels almost sim-
ilar to those found in multigravidae at term (Table 2 and Fig.
2), suggesting that antibody levels alone do not explain the
phenomenon.

The antiadhesion antibodies are produced in pregnant

FIG. 2. Inhibition of binding of IRBC to the placental CSPG by plasma samples from women without (M�) or with (M�) placental malaria
at term. Each point represents the mean level of inhibition for individual primigravidae (1), secundigravidae (2), and multigravidae with three or
more pregnancies; malaria-negative women (F), and malaria-positive women (E). Results for 1:10 plasma dilutions are shown. Based on results
from nonpregnant women, the cut-off value for the presence of inhibitory antibodies was 12.5% (solid continuous horizontal line). Means for M�
and M� women with different gravidities are indicated by a short line.

FIG. 3. Linear regression analysis of levels of antiadhesion anti-
bodies and placental parasitemias. Each point represents the mean
level of antiadhesion antibodies for individual women who had pla-
cental malaria at the time of delivery (n � 97). The cytoadherence
assay was performed as described in Materials and Methods. Results
using a 1:10 dilution of plasma are shown.

FIG. 4. Gravidity-dependent production of the adhesion inhibition
antibodies during pregnancy. The inhibition of the adhesion of IRBC
to placental CSPG-coated plates was measured using a 1:10 dilution of
plasma as outlined in Materials and Methods. Asterisk, P � 0.0001
(Student’s t test, comparing primigravidae and multigravidae).
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women, mainly during the second trimester, presumably in
response to the presence of placental infection by C4S-adher-
ent parasites. This conclusion is based on the lack of or very
low levels of antiadhesion antibodies in primigravidae and
multigravidae until �20 and �12 weeks of gestation, respec-
tively. These data, together with the observation that many
pregnant women in the study population, regardless of gravid-
ity, have significantly high levels of anti-placental IRBC adhe-
sion antibodies at term, establish that antibodies are produced
during pregnancy. Our data further show that by the time of
the next pregnancy, which is usually about 2 years in this study
group, the antibodies are cleared from the circulation. Al-
though the kinetics of antibody decay after delivery remains to
be established, the results of a recent study suggest that anti-
bodies persist, presumably at low levels, for at least 6 months
after delivery (17).

The anti-placental IRBC adhesion antibodies are differen-
tially produced in Cameroonian primigravidae and multigrav-
idae during gestation. As shown in Fig. 4, multigravidae devel-
oped rapid and high levels of antibodies beginning at �12
weeks of gestation, whereas the primigravidae did not produce
significant levels of antibodies until the 20th week (Fig. 4).
Interestingly, the period of onset of antibody response in both
groups of women correlates with the peak prevalence of P.
falciparum infection in these women (i.e., weeks 16 to 19). It is
likely that toward the end of the first or the beginning of the
second trimester (12 to 16 weeks), IRBC begin to sequester in
the placenta and trigger the antiadhesion antibody response.
Thus, our results offer an explanation for the gravidity-associ-
ated differential risks of women for placental malaria. Based
on our data, it seems logical that because of preexisting mem-
ory acquired during previous pregnancies, multigravidae are
able to efficiently produce antiadhesion antibodies in response
to the sequestration of C4S-adherent IRBC. The rapid pro-
duction of sufficient levels of antibodies during the early part of
the second trimester in multigravidae prevents heavy accumu-
lation of IRBC in the placenta, limiting the risk of severe
malaria. In contrast, primigravidae produce antibodies begin-
ning at �20 weeks, and the production of sufficient levels of
antibodies for effective blocking of IRBC adherence is likely to
require a period of �8 weeks. Thus, the presence of very low
levels of antibodies in primigravidae during the early part of
the second trimester, a period when the placenta undergoes
rapid development, could lead to a heavy accumulation of
IRBC in the placenta that affects the health of the fetus and
the mother.

The results from this study help explain changes in the prev-
alence of P. falciparum infection during the course of preg-
nancy in western Kenyan women (4). In this area of holoen-
demicity, the peak prevalence of P. falciparum infection in both
primigravidae and multigravidae is reported to occur at 13 to
16 weeks of pregnancy (4). Thereafter, however, the preva-
lence of parasites rapidly declines in multigravidae but persists
until around 20 weeks in primigravidae. The rate of recovery
during the third trimester is similar in the two groups (4).
These results imply that pregnant women, regardless of gra-
vidity, are at risk of placental infection during the early part of
pregnancy. The data taken together, however, argue that the
peak prevalence of parasite infections during the second tri-
mester in primigravidae occurs when the women lack antiad-

hesion antibodies. Similarly, the rapid recovery from peak
prevalence of infection during the second trimester in multi-
gravidae occurs immediately after the initiation of an efficient
antibody response due to preexisting memory. Thus, data from
Cameroon support our conclusion that antiadhesion antibod-
ies play a significant role in the reduction of placental para-
sitemia during pregnancy.
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