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Abstract

Background

Bam32, a 32 kDa adaptor molecule, plays important role in B cell receptor signalling, T cell
receptor signalling and antibody affinity maturation in germinal centres. Since antibodies
against trypanosome variant surface glycoproteins (VSG) are critically important for control
of parasitemia, we hypothesized that Bam32 deficient (Bam32-/-) mice would be suscepti-
ble to T. congolense infection.

Methodology/Principal Findings

We found that T. congolense-infected Bam32” mice successfully control the first wave of
parasitemia but then fail to control subsequent waves and ultimately succumb to their infec-
tion unlike wild type (WT) C57BL6 mice which are relatively resistant. Although infected
Bam32”~ mice had significantly higher hepatomegaly and splenomegaly, their serum AST
and ALT levels were not different, suggesting that increased liver pathology may not be re-
sponsible for the increased susceptibility of Bam327~ mice to T. congolense. Using direct ex
vivo flow cytometry and ELISA, we show that CD4+ T cells from infected Bam32”~ mice pro-
duced significantly increased amounts of disease-exacerbating proinflammatory cytokines
(including IFN-y, TNF-a and IL-6). However, the percentages of regulatory T cells and IL-
10-producing CD4+ cells were similar in infected WT and Bam32”" mice. While serum levels
of parasite-specific IgM antibodies were normal, the levels of parasite-specific IgG, (particu-
larly IgG1 and IgG2a) were significantly lower in Bam32” mice throughout infection. This
was associated with impaired germinal centre response in Bam32”" mice despite increased
numbers of T follicular helper (Tfh) cells. Adoptive transfer studies indicate that intrinsic B
cell defect was responsible for the enhanced susceptibility of Bam32” mice to T. congo-
lense infection.
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Conclusions/Significance

Collectively, our data show that Bam32 is important for optimal anti-trypanosome IgG anti-
body response and suppression of disease-promoting proinflammatory cytokines and its
deficiency leads to inability to control T. congolense infection in mice.

Author Summary

African trypanosomiasis continues to be a major threat to human health and economic de-
velopment in sub-Saharan Africa. Despite intense studies, the immunopathogenesis of the
disease remains poorly understood. Understanding the factors that regulate disease patho-
genesis would be important in designing effective immunotherapeutic strategies. Here, we
demonstrate that the B cell adaptor molecule, Bam32, contributes to optimum resistance
to experimental T. congolense infection in mice because its deficiency negatively impacts
optimal B cell responses including germinal centre formation and parasite-specific IgG re-
sponses in vivo. In addition, Bam32 deficiency significantly enhances proinflammatory cy-
tokine production by splenic cells, suggesting that Bam32 may act as a negative regulator
of cytokine gene expression following T. congolense infection. Collectively, these findings
identify Bam32 as an indispensable molecule for optimal germinal centre formation, anti-
trypanosome IgG antibody response and suppression of disease-promoting proinflamma-
tory cytokines and its deficiency leads to inability to control T. congolense infection

in mice.

Introduction

African trypanosomiasis, also called sleeping sickness in man, is a deadly disease of humans
and livestock caused by blood parasites belonging to the genus Trypanosoma. In human, the
disease is caused by Trypanosoma brucei gambiense and Trypanosoma brucei rhodesiense;
whereas the animal form of the disease is primarily caused by Trypanosoma congolense, Trypa-
nosoma vivax and Trypanosoma brucei brucei with T. congolense being the most important [1].
According to the World Health Organization (WHO) report, an estimated 60 million people
are at risk of getting the infection with 300,000 cases of the disease occurring annually [2].
However, this is a gross under estimation because only about 10% of the cases are appropriately
diagnosed and treated [2]. The animal form of the disease poses a huge agricultural and eco-
nomic problem in the affected region due to reduced animal yield [3]. It is estimated that elimi-
nation of the disease would spare Africa an estimated $4.5 billion yearly as a result of improved
animal production [4].

The control of parasitemia and resistance to African trypanosomes in mice have been linked
to early interferon gamma (IFN-y) production, which is important for activating macrophages
to produce nitric oxide that has both trypanostatic and trypanotoxic effects [5-9]. In addition,
IFN-v is also important for production of optimal amounts and isotypes of parasite-specific
IgG antibodies that are important for resistance via enhanced phagocytosis and complement-
mediated lysis [10-12]. However, uncontrolled production of IFN-y and other proinflamma-
tory cytokines (including tumor necrosis factor-o. [TNF-a], IL-6, IL-1f and IL-12) has been in-
criminated as the major cause of death in the highly susceptible mice [13-17]. On the other
hand, IL-10 plays a regulatory role in dampening the excessive proinflammatory cytokines pro-
duced during infection [13].
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Bam32 is a 32 kDa B lymphocyte adaptor protein that plays an important role in B cell re-
ceptor (BCR) cross-linking-mediated downstream events [18] and has been shown to be ex-
pressed in B cells, T cells, dendritic cells and macrophages [19,20]. Bam32 has also been shown
to be important in BCR internalization [21], BCR-induced signalling, B cell survival [22] and
antigen presentation [23]. Upon B cell antigen receptor cross-linking, Bam32 is tyrosine-phos-
phorylated and has been shown to be associated with phospholipase Cy2 in human B cell lines
[18]. However, deficiency of Bam32 does not affect the development of B and T cells, but sig-
nificantly impairs B cell proliferation following BCR cross linking [24]. Importantly, Bam32™"
mice also show reduced T-independent type two (TI-II) B cell responses [25] and high suscep-
tibility to Streptococcus pneumoniae infection due to defective antibody response [24]. Bam32
is also implicated in T cell receptor signalling and regulation of CD4" T cell cytokine produc-
tion [26,27].

A strong antibody response (especially IgG and its subclasses) resulting from germinal cen-
tre reaction is required for the clearance of many pathogens including African trypanosomes
[28]. The germinal centre is an extensive area of B cell proliferation, somatic hypermutation,
selection, and class switch recombination leading to production of various antibody isotypes
with high antigen binding affinity [29]. Upon encountering their cognate antigen, B cells be-
come activated and require help from other immune cells (especially CD4" follicular T helper
cells and dendritic cells) to initiate germinal centre formation [30]. The follicular CD4" T help-
er cells (Tth) provide signals to antigen-specific B cells that guide their survival, expansion or
differentiation into high affinity antibody-producing cells. Thus, Tth are indispensable for ger-
minal centre response [29] and hence for optimal antibody-mediated immunity.

Since antibodies and T cell cytokine production are both required for T. congolense clear-
ance in infected animals, we investigated the role of Bam32 in experimental African trypanoso-
miasis using Bam32”~ mice. Our report shows than Bam32 deficiency leads to inability to
control late waves of undulating parasitemia, increased production of disease exacerbating
proinflammatory cytokines by immune cells, impaired germinal centre B cell response and sig-
nificantly lower serum levels of trypanosome specific IgG antibodies leading to early death in
the otherwise relatively resistant strain of mice.

Materials and Methods
Ethics statement

All experiments involving mice were approved by the University of Manitoba Animal Care
Committee in accordance with the regulation of the Canadian Council on Animal Care (Proto-
col Number 12-072).

Mice

Six to eight week-old female C57BL/6 mice and CD1 (outbreed Swiss white mouse) were pur-
chased from the Central Animal Care Services (CACS), University of Manitoba, Winnipeg,
Canada. The origin and phenotype of Bam32”" mice have been previously described [18]. B
cell deficient (uMT) mice on the C57BL/6 background were obtained from The Jackson Labo-
ratory (Bar Harbor, ME, USA). Bam32”" mice on C57BL/6 background (> 12 generations)
were bred by the CACS and supplied as needed. The origin and phenotype of p1108 knock-in
mice (p1108 KI) has been previously described [31]. The housing, handling and feeding of ex-
perimental animals were in accordance to the recommendations of the Canadian Council of
Animal Care.
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Parasite and infection of mice

Throughout the experiment, Trypanosoma congolense (Trans Mara strain), variant antigenic
type TC13 was used and the origin of this strain has been previously described [32]. CD1 mice
were immunosuppressed intraperitoneally (i.p.) with cyclophosphamide (Cytoxan; 200 mg/kg)
and after two days, infected i.p. with TC13 stabilates [32]. Three days after infection, mice were
deeply anaesthetized by isoflourane and blood was collected by cardiac puncture and parasites
were purified by anion-exchange chromatography by passing through DEAE-cellulose cham-
ber [33]. Eluted parasites were washed in Tris-saline glucose (TSG), counted, resuspended in
TSG containing 10% heat-inactivated FBS and diluted to the desired concentration (10*/ml).
In all the experiments, mice were infected intraperitoneally (100 pl) with 10° parasites.

Estimation of parasitemia

To estimate parasitemia, a drop of blood was taken from the tail vein of each T. congolense-in-
fected mouse unto a microscopic slide, covered with cover slip and parasitemia was determined
by counting the number of parasites presents in at least 10 fields at 400x magnification of light
microscope. During periods of heavy parasite load, estimation was done as described previous-
ly [34].

Cell culture, direct ex vivo staining and flow cytometry

Following sacrifice, the spleens were made into single-cell suspensions and contaminating red
blood cells were lysed with ACK lysis buffer. Cells were washed 2 times with PBS, resuspended
at final concentration of 4 x 10°%/ml in complete tissue culture medium (DMEM supplemented
with 10% heat-inactivated fetal bovine serum, 2 mmol L-glutamine, 100 U/mL Penicillin and
100 pg/ml streptomycin), and plated at 1 mL/well in 24-well tissue culture plates (Falcon; VWR
Edmonton, AB, Canada) in the presence or absence of whole trypanosome lysate (10°/ml para-
site equivalent). After 3 days, the cell culture supernatant fluids were collected and stored at
-20°C until analyzed for cytokines by ELISA. Some cells were directly stained ex-vivo for CD4
and CD25 expression and intracellularly for Foxp3 using the Tregs staining kit (eBioscience,
San Diego, CA) in accordance with the manufacturer’s recommendations. Germinal centre B
cell response was assessed by staining splenic cells with fluorochrome-conjugated antibodies
against B220, GL7 and Fas (all purchased from eBiosciensce). Antibodies against CD4, PD1 and
ICOS (eBiosciensce) were used to assess T follicular helper cells response while antibodies
against CD19, Fas, GL7, CD80 and PD-L2 were used to assess memory B cells. In some experi-
ments, cells were stimulated with phorbol myristic acetate (PMA; 50 ng/mL), ionomycin

(500 ng/mL), and brefeldin A (BFA; 10 pug/mL) for 4 hrs and stained for CD4 surface expression
and for intracellular cytokine (TNF-o, IFN-y and IL-10) expression. After staining, all samples
were washed routinely in FACS buffer, acquired using BD FACS Canto II cytometer (BD Biosci-
ence, San Diego CA), and analysed using FlowJo software (BD Bioscence).

Elisa and liver function test

The levels of IL-6, TNF-o,, IL-10, and IFN-y in the culture supernatant fluids were determined
by sandwich ELISAs using antibody pairs purchased from BD Biosciences according to the man-
ufacturer's suggested protocols. The sensitivities of the ELISAs were 15, 31, 15 and 7.5 pg/ml for
IL-6, TNF-0, IL-10, and IFN-y, respectively. Serum levels of alanine aminotransferase (ALT)
and aspartate aminotransferase (AST) were measured using Stanbio kits (Stanbio Laboratory,
Boerner, TX) according to the manufacturer’s suggested protocols.
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Immunofluorescence microscopy

The spleens from infected mice were collected on indicated days and embedded in OCT (Tis-
sue-Tek, Torrence, CA) before being snap frozen in liquid nitrogen. The frozen sections were
cut to 8-10 pm size and fixed with paraformaldehyde for 15 min, washed with PBS and air-
dried. Sections were blocked for 30 min with mouse Fc Block, washed with PBS containing
Tween 20 (0.05%) and stained for 1 hr at room temperature with antibody cocktail containing
FITC-labelled anti-PNA (Vector laboratories, Burlington, ON), PE-labelled anti-CD4 and
APC-labelled IgD (BD Biosciences). The slides were mounted in Prolong Gold anti-fade re-
agent (Molecular Probes) after washing with PBS and viewed with Zeiss AxioObserver Spin-
ning Disk Confocal Microscope.

Isolation and adoptive transfer of B cells into uMT mice

Mature B (CD19") cells were isolated from the spleens of naive WT or Bam32”~ mice by nega-
tive selection using a mouse B cell enrichment kit (StemCell Technology, Vancouver, BC) ac-
cording to the manufacturer’s suggested protocol. The purity of the enriched B cells was
greater than 95% as assessed by flow cytometry. Enriched B cells were washed in complete me-
dium, resuspended in PBS and approximately 30 million cells were injected into each mouse
through the tail vein. Recipient mice were infected with T. congolense (10%) 48 hr after cell
transfer.

Statistics

Data are represented as means and Standard Error of Mean (SEM). Two-tailed Student'st-test
or ANOVA were used to compare means and SEM between two groups using GraphPad Prism
software. Differences were considered significant at p < 0.05.

Results

Deficiency of Bam32 leads to enhanced susceptibility to experimental T.
congolense infection

C57BL/6 mice are considered relatively resistant to T. congolense infection because they control
several waves of undulating parasitemia and survive for more than 100 days post-infection be-
fore eventually dying [35]. Because Bam32”~ mice exhibit increased susceptibility to infection
with Streptococcus pneumoniae due to failure to generate opsonising IgG antibodies [24], we
hypothesized that they will be susceptible to T. congolense infection. Therefore, we infected
WT and Bam32”" mice intraperitoneally with 10® T. congolense (TC13) and monitored parasi-
temia as well as survival period after infection. There were no differences in the prepatent peri-
od and level of parasitemia at the early phase of the infection between WT and Bam32”" mice
(Fig 1A). However, Bam32”" mice developed fulminating parasitemia towards the late phase of
the infection and succumbed to the infection (mean survival time 58 + 9 days, Fig 1B). In con-
trast, all the WT mice survived with low parasitemia until day 80 when the experiment was ter-
minated. These findings suggest that Bam32 molecule is important for effective control of
parasitemia and survival in T. congolense-infected mice.

Comparable serum levels of liver transaminases in infected WT and
Bam32” mice

Trypanosoma congolense infection in mice is associated with hepato-splenomegaly and an ac-
companying increase serum levels of liver enzymes including alanine aminotransferase (ALT)
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Fig 1. Bam32” mice are susceptible to experimental Trypanosoma congolense infection. Groups of Bam32”- and WT C57BL/6 mice were infected
intraperitoneally with 10° T. congolense, clone TC13. Daily parasitemia (A) was estimated by direct counting of tail blood smears in at least 10 fields at 400X
magnification. Infected mice were followed over time and the percentage survival (B) was recorded. At indicated times, infected mice were sacrificed and the
liver (C) and spleen (D) weights were determined. In addition, serum levels of ALT (E) and AST (F) were determined. Results are representative of 3 (A and
B) and 2 (C-F) different experiments (n = 3—-5 mice per experiment) with similar outcome. ns, not significant. *, p < 0.05; **, p < 0.01

doi:10.1371/journal.pntd.0003716.9001

and aspartate aminotransferase (AST) [36]. This marked hepato-splenomegaly has been vari-
ously linked with increased pathology, activation and expansion of the reticuloendothelial sys-
tem [37,38] and a compensatory extramedullary haematopoiesis [39,40]. Therefore, we
determined whether there was a correlation between increased susceptibility of Bam32”~ mice
and liver pathology. Prior to day 28 post-infection, the liver and spleen sizes of WT and
Bam32”" mice were indistinguishable (Fig 1C and 1D). However, from day 48 post-infection,
the liver and spleens of infected Bam32”~ mice were significantly larger than those of their WT
counterpart mice. The increase in liver and spleen sizes coincided with the onset of increased
and uncontrolled parasitemia in the late phase of the infection in Bam32”" mice (see Fig 1A).
Interestingly, despite the significantly larger spleen and liver sizes in infected Bam32”" mice,
there was no difference in serum levels of ALT (Fig 1E) and AST (Fig 1F) between infected WT
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Fig 2. Increased production of proinflammatory cytokines by T. congolense infected Bam32” mice. WT and Bam32”" mice were infected with 10° T.
congolense. Atindicated times, infected mice were sacrificed, the spleen cells were cultured for 72 hr and the culture supernatant fluids were assayed for
IFN-y (A), TNF-a (B), IL-6 (C) and IL-10 (D) by ELISA. Some spleen cells were also directly stimulated ex-vivo with PMA, BFA and ionomycin for 3-5 hr,
stained for intracellular expression of IFN-y (E, H and I), TNF-a (F, J and K) and IL-10 (G, L and M), and analyzed by flow cytometry. Fig 2H-2M are bar
graphs representing the means +/- standard error of the percentages (H, J and L) and absolute numbers (I, K and M) of CD4* T cells that express IFN-y (H
and I), TNF-a (J and K) and IL-10 (L and M), respectively. Results are representative of 2 different experiments (n = 3-5 mice per experiment) with similar
outcome. ns, not significant; ¥, p < 0.05; **, p < 0.01.

doi:10.1371/journal.pntd.0003716.9002

and Bam32”" mice, suggesting that the hepatomegaly may not be associated with significant
liver pathology and may not be directly responsible for the early death of infected
Bam32"" mice.

Enhanced production of disease exacerbating proinflammatory
cytokines in infected Bam32” mice

Previous studies have shown that susceptibility to T. congolense infection in mice is associated
with the production of high levels of proinflammatory cytokines (including TNF-o., IL-6, IL-
12, and IFN-vy) by spleen cells from infected mice leading to increased serum levels of the cyto-
kines, systemic inflammatory response syndrome (SIRS) and death [14-17]. Because infected
Bam32”" mice had higher and uncontrolled late phase parasitemia and succumbed to the infec-
tion significantly earlier than their infected WT counterpart mice (Fig 1A), we hypothesized
that the levels of these cytokines would be significantly higher than those of WT mice.
Throughout the infection, the levels of IEN-y (Fig 2A), TNF-o. (B) and IL-6 (C) in culture su-
pernatant fluids of splenocytes from infected Bam32”" mice were significantly (p < 0.05-0.01)
higher than those from WT mice, with the difference being more pronounced towards the time
infected Bam32”" mice were unable to control parasitemia. Interestingly, there was no signifi-
cant change in the secretion of IL-10 (Fig 2D), an anti-inflammatory cytokine that plays a
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Fig 3. Comparable numbers of regulatory T cells (Tregs) in T. congolense-infected Bam32”~ mice. Infected WT and Bam32”" mice were sacrificed at
indicated times and their spleen cells were directly stained ex vivo for surface expression of CD4 and CD25 and intracellularly for Foxp3 expression. Dot plot
(A) and bar chart (B) show the percentages of CD4*CD25"Foxp3* cells at different times after infection. Cells were first gated for CD4 expression and then
assessed for CD25 and Foxp3 expression. (C) Absolute numbers of CD4*CD25*Foxp3* cells in the spleens of infected mice at different times after infection.
Results are representative of 2 different experiments (n = 4-5 mice per experiment) with similar outcome. ns, not significant. *, p < 0.05; ***, p<0.001.

doi:10.1371/journal.pntd.0003716.9003

critical role in dampening systemic inflammatory response syndrome, leading to survival in T.
congolense-infected mice [13]. This pattern of cytokine response was also observed by intracel-
lular cytokine staining where we found that the percentages and absolute numbers of IFN-y
(Fig 2E, 2H and 2I) and TNF-a. (Fig 2F, 2] and 2K)-producing CD4" cells from spleens of
Bam32"" infected mice were significantly higher than those from infected W'T mice. Interest-
ingly and consistent with the ELISA data, the percentages of IL-10-producing CD4" cells were
not different between WT and Bam32”" mice, although the absolute numbers were higher than
those from WT mice (Fig 2G, 2L and 2M), which could be due to higher splenomegaly during
the late stage of infection (see Fig 1D). In addition and as shown in S1 Fig, CD3™ T cells were
the major producers of IFN-y, TNF-o and IL-10 in the spleens throughout the infection. To-
gether, these results show that the absence of Bam32 molecule in mice infected with T. congo-
lense leads to enhanced production of disease-exacerbating proinflammatory cytokines, which
could account for the early death observed in infected Bam32”" mice.

Regulatory T cells in infected Bam32™" mice

Naturally occurring regulatory T cells (Tregs) have been shown to play a pathogenic (disease-
promoting) role in experimental African trypanosomiasis [41-43]. Because we found that
Bam32”" mice were more susceptible than their WT counterpart mice, we investigated whether
their spleens contained higher numbers of CD4*CD25"Foxp3™ T cells (Tregs). As shown in Fig
3, there was no difference in the pattern of expansion (Fig 3A) and percentages (Fig 3B) of
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Fig 4. Impaired trypanosome-specific IgG response in T. congolense infected Bam32”" mice. WT and Bam32”" mice were infected with 10° T.
congolense and at indicated times, mice were sacrificed and their sera were analysed (change over naive) for trypanosome-specific IgM (A), IgG (B), IgG1
(C) and IgG2a (D) antibodies using ELISA. Results are representative of 2 experiments (n = 3—-5 mice per experiment) with similar outcome. ns, not
significant; *, p < 0.05; **, p < 0.01

doi:10.1371/journal.pntd.0003716.9004

Tregs in the spleen of WT and Bam32”" mice on the indicated days. However, the absolute
numbers of Tregs (Fig 3C) were significantly higher in Bam32™~ mice towards the later time
points during the infection than those from WT mice, which may be a consequence of in-

creased splenomegaly in these mice.

Serum levels of trypanosome-specific antibodies in infected Bam32™-

mice

A strong IgG antibody response is important for survival of T. congolense infection in mice
[28]. Bam32 is required for optimal affinity maturation in germinal centres leading to produc-
tion of high affinity IgG1 and IgG2a antibodies [44] and for production of IgG3 antibodies in
response to TI-IT antigens [24]. Therefore, we investigated whether susceptibility of Bam32”"
to T. congolense was related to defective IgG antibody response against the parasites. WT and
Bam32”" mice infected with T. congolense were assessed for their serum levels of parasite-spe-
cific IgM and IgG antibodies at different time points. There was no difference in the kinetics
and magnitude of IgM antibody responses in infected WT and Bam32”" mice (Fig 4A). In con-
trast, infected Bam32”" mice showed significantly reduced serum levels of trypanosome-specif-
ic IgG (Fig 4B), IgG1 (Fig 4C) and IgG2a (Fig 4D) starting from day 28 (IgG and IgG1) or 48
(IgG2a) post-infection, which corresponds to the onset of uncontrolled parasitemia in these
mice. Collectively, these results indicate that deficiency of Bam32 leads to impaired production
of trypanosome-specific IgG, IgG1 and IgG2a responses.
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Fig 5. Impaired germinal centre B cell response in T. congolense-infected Bam32™” mice. WT and Bam32”" mice were infected with T. congolense and
at the indicated days, the percentages (A, B and D) and absolute numbers (C and E) of germinal centre B cells (B220*GL7*Fas™, A-C) and T follicular helper
cells (CD4*PD1*ICOS™, D and E) in the spleens of infected mice were assessed by flow cytometry. P1108 mutant mice that lack germinal centre response
were added as extra control. Immunofluorescence staining of spleen sections from infected mice at different times post-infection is shown in Fig 5F.
Representative contour plot (G) and bar graph (H) showing the percentages of CD19*"GL7 Fas'CD80*PD-L2" cells (memory B cells) and shown at different
times after infection. Spleen cells from infected WT and Bam32”" mice were stained directly ex vivo for surface expression of CD19, GL7, Fas, CD80 and
PD-L2 molecules. Thereafter percentage of CD80*PD-L2" cells was then assessed by flow cytometry after gating on CD19"GL7 Fas™ population. Data
shown are representative of 3 (A-F) and 1 (G and H) separate experiments (n = 4-5 mice per experiment) with similar outcome. *, p <0.05; **, p < 0.01; ***,
p < 0.001; ns, not significant.

doi:10.1371/journal.pntd.0003716.9005

Impaired germinal centre B cell response in the spleen of infected
Bam32” mice

The reduced production of parasite-specific [gG1 and IgG2a antibodies in infected Bam32™/"
mice suggested a defect in germinal centre responses. Flow cytometric analysis show that the
onset and magnitude of germinal centre B cell response (day 7 post-infection) were similar in
infected WT and Bam32”" mice (Fig 5A). However, from day 28 post-infection, infected
Bam32” mice have significantly (p < 0.05-0.001) lower percentages (Fig 5A and 5B) and
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absolute numbers (Fig 5C) of germinal centre B cells compared to their WT counterpart mice.
P1108 knock-in mice that lack the ability to form germinal centres [45,46] were included in the
experiment to serve as additional control. We further performed immunofluorescence staining
in order to validate the flow cytometry results. The data presented as Fig 5F showed that the
onset of germinal centre formation in Bam32”~ mice was comparable to that of WT mice.
However, as infection progressed, the germinal centre structure in infected Bam32”" mice
began to disintegrate, such that by day 48 post-infection, very few follicular B cells were evident
(Fig 5F). Interestingly, there were no differences in the percentages of T follicular helper cells
in infected WT and Bam32”" mice at all times after infection (Fig 5D) despite the significant
differences in germinal centre B cells, suggesting that the effects of Bam32 deficiency may be
intrinsically restricted to B cells in this model of infection.

Next, we assessed whether the impaired germinal centre response in Bam32”~ mice was also
associated with impaired memory B cell response. At different times after infection, we gated
on CD19"GL7 Fas’ cells and assessed their co-expression of PD-L2 and CD80 molecules (S2
Fig), markers previously used to delineate memory B cells [47]. As shown in (Fig 5G and 5H),
although the frequency of PD-L2*CD80" (memory B) cells increased in the spleens of infected
WT and Bam32™" mice as the infection progressed, there was no difference between the two
mouse strains. Collectively, these results suggest that the defective parasite-specific IgG re-
sponses observed in T. congolense-infected Bam32”~ mice may be related to the impaired ger-
minal centre B cell response.

Impaired parasite control in B cell deficient mice reconstituted with
Bam32” B cells

Although the preceding observations strongly suggest that impaired B cells responses may be
primarily responsible for the enhanced susceptibility of Bam32”~ mice to infection, it is plausi-
ble that other cells may also be important. This is because the Bam32”~ mice used in our studies
are globally deficient in Bam32 signalling in other immune cells including T cells. Therefore,
we wished to determine whether the enhanced susceptibility of Bam32”~ mice is related to pri-
mary defects in their B cells. We transferred WT and Bam32”" B cells into uMT mice (which
have intact T cells) and infected them with T. congolense. Results presented in (Fig 6) show
that uMT mice that received Bam32”" B cells failed to control first wave of parasitemia (Fig
6A) and succumbed to the infection within 15 days (Fig 6B) akin to uMT mice given only PBS.
In contrast, uMT mice that received WT B cells controlled their first wave of parasitemia and
survived until the termination of the experiment (Fig 6A and 6B). Interestingly, CD4" T cells
from uMT mice that received Bam32™”" B cells produced significantly (p < 0.01-0.001) more
IFN-y (Fig 6C and 6D) and TNF-o. (Fig 6E and 6F) compared to the group that received WT B
cells or PBS. Taken together, these results indicate that intrinsic B cell defect is primarily re-
sponsible for the enhanced susceptibility of Bam32”" mice to T. congolense infection.

Discussion

The primary objective of this study was to investigate the role of Bam32, a B cell adaptor mole-
cule critical for BCR signalling and antibody responses, in experimental African Trypanosomi-
asis in mice. We found that deficiency of Bam32 results in failure to control parasitemia during
the chronic phase of the disease, leading to significantly decreased survival in an otherwise rela-
tively resistant strain of mice. This was associated with increased production of disease-exacer-
bating proinflammatory cytokines (IFN-v, IL-16 and TNF-o), impaired production of
parasite-specific IgG, IgG1 and IgG2a antibodies and failure to sustain strong germinal centre
responses during the chronic phase of infection. Since effective clearance of parasitemia is
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doi:10.1371/journal.pntd.0003716.9006

mediated by IgG antibodies against the variant surface glycoprotein and common antigens
[28] and death of infected mice is usually associated with overproduction of proinflammatory
cytokines, it is conceivable that impaired production of IgG antibodies and high production of
proinflammatory cytokines contribute to the susceptibility of Bam32”~ mice to T. congolense
infection. To the best of our knowledge, this is the first report showing the contribution of
Bam32 in resistance to a protozoan parasite.

The susceptibility to T. congolense infection in mice has been associated with several factors,
including immunosuppression [48-51], systemic inflammatory response syndrome resulting
from cytokine storm [14-17], impaired antibody response [28,52,53], induction of regulatory
T cells [41,43], and hepatotoxicity particularly during the chronic phase of the disease [36]. We
found that infected Bam32”~ mice were unable to control chronic (late stage) parasitemia and
show shorter survival time than their wild type counterpart mice and this was associated with
significantly increased splenomegaly and hepatomegaly. However, serum levels of ALT and
AST were not different, suggesting that hepatotoxicity may not account for the increased

PLOS Neglected Tropical Diseases | DOI:10.1371/journal.pntd.0003716  April 13,2015 12/18



@‘ PLOS NEGLECTED
Nz : TROPICAL DISEASES Bam32 Regulates Immunity to Experimental T. congolense Infection

susceptibility of Bam32”" mice to T. congolense infection. Interestingly, cells from infected
Bam32”" mice produced significantly higher amounts of disease exacerbating proinflammatory
cytokines (including IFN-y, TNF-a and IL-6), suggesting that the uncontrolled production of
these cytokines may be related to death of infected Bam32”" mice.

Studies on the role of Bam32 in proinflammatory cytokine production are limited. A study
by Sommers et al showed that Bam32 deficiency does not affect CD4™ T cell proliferation and
their production of IL-17 and TNF-o. However and consistent with our results, there was a
trend of increased IFN-vy following polyclonal stimulation with anti-CD3 and anti-CD28 mAbs
[27]. We found that spleen cells from infected Bam32”~ mice produced significantly higher
amount of proinflammatory cytokines (IFN-y, TNF-o and IL-6) following in vitro restimula-
tion, suggesting that Bam32 might act as a negative regulator of these cytokines in the context
of T. congolense infection. The differences in the effects of Bam32 deficiency on cytokine pro-
duction might be related to differences in the experimental models. The studies of Sommers
et al focused primarily on T cells from uninfected mice following polyclonal stimulation with
anti-CD3 and anti-CD28 mAbs whereas our studies were carried out under parasitic infection
condition using unfractionated spleen cells. Splenic and hepatic macrophages are producers of
proinflammatory cytokines (including IL-6 and TNF-o) [13,54], and plastic-adherent T cells
that exhibit macrophage-like properties are the major producers of IFN-y in T. congolense-in-
fected mice [16]. It is conceivable that signalling via Bam32 suppresses cytokine production in
immune cells. In line with this, we found that the production of IFN-y and TNF-o. by CD4" T
cells from uMT mice that received Bam32” B cells was significantly higher than those that re-
ceived WT B cells or PBS (Fig 6C-6F). This suggests that signalling via Bam32 could endow B
cells with the ability to downregulate cytokine production in CD4" T cells.

Previous reports have linked Tregs with susceptibility to experimental T. congolense infec-
tion in mice, the mechanism possibly being through the production of IL-10 to dampen im-
mune response [43,54]. We found no difference in the frequency of Tregs in spleens of infected
WT and Bam32™" (Fig 3A and 3B) mice, suggesting that Bam32 does not influence the expan-
sion and/or survival of Tregs in mice. However, spleens of infected Bam32”" mice contained
significantly higher numbers of Tregs than those of WT counterpart mice, due primarily to in-
creased splenomegaly. The increase in absolute numbers of Tregs in infected Bam32”" mice
suggests that Tregs might contribute to the enhanced susceptibility of these mice to T.
congolense.

B cells are critical for clearance of parasitemia and survival in murine experimental African
trypanosomiasis. T. congolense infection has been shown to cause depletion of several B cell
subsets [55] and B cell deficient mice are highly susceptible to various strains of African try-
panosomes [56]. The susceptibility of B cell deficient mice to T. congolense infection is reversed
by passive transfer of VSG-specific antibody or primed B cells [56]. In line with this, we found
that uMT mice were unable to control their first wave of parasitemia and succumbed within 15
days post-infection. While adoptive transfer of B cells from WT mice resulted in effective para-
site control and survival, the transfer of B cells from Bam32” mice did not result in parasite
control in uMT mice. In a previous study where we mixed and adoptively transferred equal
numbers of WT and Bam32™" B cells into uMT mice, we showed that Bam32 KO B cells do not
have an engraftment disadvantage, but rather have some proliferative advantage over WT B
cells in the recipient uMT mice [44]. This suggests that the differences in parasitemia and sur-
vival observed here were not related to poor engraftment of Bam32”" B cells in uMT mice. Col-
lectively, our results suggest that intrinsic B cell defects may be primarily responsible for the
enhanced susceptibility of Bam32”" mice to T. congolense infection. VSG-specific antibodies
mediate complement-mediated lysis in vitro [57,58], agglutination [59], immobilization [60]
and increased uptake of trypanosomes by macrophages [61,62]. Although both IgM and IgG
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antibody subclasses have been shown to mediate anti-trypanosome clearance [63], it is general-
ly accepted that the different IgG antibody classes are more important than IgM in mediating
parasite control and survival of trypanosome-infected mice [28,64]. Thus, although serum lev-
els of trypanosome-specific [gM antibodies were comparable in infected WT and Bam32”
mice, the impaired production of parasite-specific IgG, IgG1 and IgG2a antibody classes in in-
fected Bam32”" mice could be responsible for their enhanced susceptibility to infection. Inter-
estingly, IgG levels were most significantly decreased at later time points (from day 28 post-
infection), suggesting a failure to sustain protective antibody responses over time.

The crosslinking of B cell receptors by their cognate antigens leads to the generation of in-
tracellular signalling events that ultimately result in B cell activation. The activated B cells mi-
grate to the lymphoid follicles where they undergo extensive proliferation and differentiation
into antibody-producing plasma cells. These follicular areas of extensive B proliferation and
differentiation (also called germinal centres) are critically important for somatic hypermuta-
tion, class-switching and affinity maturation events that are dependent on cognate interaction
with follicular CD4" T helper cells. We found that Bam32”~ mice have impaired germinal cen-
tre B cell response starting from day 28 post-infection, a time that correlated with onset of un-
controlled parasitemia, hepatomegaly, splenomegaly and lower serum levels of IgG, IgG1 and
IgG2a in infected Bam32”~ mice. Interestingly, there was no significant difference in germinal
centre B cells numbers between infected WT and Bam32”" mice early in the infection, suggest-
ing that premature germinal centre crash occurs in infected Bam32”~ mice. In support of this,
both flow cytometry and immunofluorescence staining clearly revealed germinal centre deteri-
oration by day 48 post-infection in infected Bam32”" mice. This is consistent with a previous
study that showed germinal centre collapse in Bam32”" mice after immunization with ova/
alum [44].

Surprisingly, despite the significant differences in germinal centre B cells, we found no dif-
ferences in the percentages or absolute numbers of T follicular helper cells in the spleens of in-
fected WT and Bam32”" mice throughout the course of infection. In fact, Bam32”" mice had
higher T follicular cells at the later phase of infection, suggesting that the suboptimal GC re-
sponse is not related to intrinsic defects in T follicular helper cells numbers and/or function.
Collectively, these observations suggest that the impaired IgG response in infected Bam327°
mice may be due to B cell intrinsic defects as described previously [21,23,44]. When memory B
cell subsets in these mice were assessed, we found as expected that the frequency of memory B
cell population (i.e. CD19"GL7 Fas"CD80"PD-L2") increased in the spleens of infected WT
and Bam32”" mice as the infection progressed (see S2 Fig for gating strategy). However, there
was no difference in the frequency of memory B cells in the spleens of infected WT and
Bam32”" mice at different times after infection, suggesting that differences in generation of
memory B cells could not account for the enhanced susceptibility of infected Bam32”~ mice.
Collectively, the new set of data support our conclusion that the susceptibility of Bam32”"
mice to T. congolense infection is due in part to their inability to mount a strong and sustain-
able germinal centre response, which ultimately results in impaired parasite-specific antibody
production.

In conclusion, we have demonstrated that Bam32 is an important molecule that contributes
to optimum resistance to experimental T. congolense infection in mice. Deficiency of this adap-
tor molecule negatively impacts on parasite-specific germinal centre formation and IgG re-
sponses in vivo. In addition, it dramatically enhances proinflammatory cytokine production,
suggesting that Bam32 may act as a negative regulator of proinflammatory cytokine gene ex-
pression. Collectively, these findings identify Bam32 as an indispensable molecule for optimal
anti-trypanosome IgG antibody response and suppression of disease-promoting proinflamma-
tory cytokines and its deficiency leads to inability to control T. congolense infection in mice.
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Supporting Information

S1 Fig. CD3" T cells are the major producers of cytokines after T. congolense infection. WT
mice were infected with 10> T. congolense and at indicated times sacrificed and their spleen
cells were stimulated directly ex-vivo with PMA, BFA and ionomycin for 3-5 hr, stained for in-
tracellular expression of IFN-y TNF-o and IL-10 and assessed by flow cytometry. Representa-
tive dot plots (A, C and E) and bar graphs showing the means +/- standard error of the
percentages (B, D and F) of CD3" T cells that express IFN-y (A and B), TNF-o (C and D) and
IL-10 (E and F) are shown. Results are representative of 2 different experiments (n = 3-5 mice
per experiment) with similar outcome. ns, not significant; *, p < 0.05; **, p < 0.01; ***,

p < 0.001.

(TIF)

S2 Fig. Gating strategy for memory B cells. To assess memory B cell subset, splenocytes were
first gated on CD19" (B cells) and then gated on GL7  and FAS™ (double negative) population
to exclude the germinal centre B cells. Memory B cells were then assessed on expression of
CD80 and PD-L2 (double positive) B cells.

(TTF)

Acknowledgments

We would like to thank members of parasite Vaccines Development Laboratory for some
technical assistance.

Author Contributions

Conceived and designed the experiments: JEU CO AM. Performed the experiments: CO PJ NJ
10 SK SH. Analyzed the data: CO PJ NJ IO SK. Contributed reagents/materials/analysis tools:
JEU AM. Wrote the paper: CO JEU AM.

References
1. Mulligan HW, Potts WH (1970) The African trypanosomiases. New York,: Wiley-Interscience. Ixxxviii,
950 p. p.

2. WHO (1998) Control and surveillance of African trypanosomiasis. Report of a WHO Expert Committee.
World Health Organ Tech Rep Ser 881: 1-VI, 1-114. PMID: 10070249

3. Steelman CD (1976) Effects of external and internal arthropod parasites on domestic livestock produc-
tion. Annu Rev Entomol 21: 155-178. PMID: 2093

4. BuddL DFID-funded tsetse and trypanosome research and development since 1980 Vol 2 Economic
analysis 1999 Aylesford, UK, DFID Livestock Production, Animal Health and Natural Resources Sys-
tems Research Programmes 123 pp.

5. Anggard E (1994) Nitric oxide: mediator, murderer, and medicine. Lancet 343: 1199-1206. PMID:
7909873

6. Snyder SH, Bredt DS (1992) Biological roles of nitric oxide. Sci Am 266: 68—71, 74—-67. PMID:
1373517

7. Kaushik RS, Uzonna JE, Gordon JR, Tabel H (1999) Innate resistance to Trypanosoma congolense in-
fections: differential production of nitric oxide by macrophages from susceptible BALB/c and resistant
C57BI/6 mice. Exp Parasitol 92: 131-143. PMID: 10366538

8. Vincendeau P, Daulouede S (1991) Macrophage cytostatic effect on Trypanosoma musculi involves an
L-arginine-dependent mechanism. J Immunol 146: 4338-4343. PMID: 1904079

9. Vincendeau P, Daulouede S, Veyret B, Darde ML, Bouteille B, et al. (1992) Nitric oxide-mediated cyto-
static activity on Trypanosoma brucei gambiense and Trypanosoma brucei brucei. Exp Parasitol 75:
353-360. PMID: 1426137

10. Hertz CJ, Filutowicz H, Mansfield JM (1998) Resistance to the African trypanosomes is IFN-gamma de-
pendent. J Immunol 161: 6775-6783. PMID: 9862708

PLOS Neglected Tropical Diseases | DOI:10.1371/journal.pntd.0003716  April 13,2015 15/18


http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pntd.0003716.s001
http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pntd.0003716.s002
http://www.ncbi.nlm.nih.gov/pubmed/10070249
http://www.ncbi.nlm.nih.gov/pubmed/2093
http://www.ncbi.nlm.nih.gov/pubmed/7909873
http://www.ncbi.nlm.nih.gov/pubmed/1373517
http://www.ncbi.nlm.nih.gov/pubmed/10366538
http://www.ncbi.nlm.nih.gov/pubmed/1904079
http://www.ncbi.nlm.nih.gov/pubmed/1426137
http://www.ncbi.nlm.nih.gov/pubmed/9862708

‘@ PLOS | TRSHEA Biseases

Bam32 Regulates Immunity to Experimental T. congolense Infection

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22,

23.

24.

25.

26.

27.

28.

29.

30.

31.

Schopf LR, Filutowicz H, Bi XJ, Mansfield JM (1998) Interleukin-4-dependent immunoglobulin G1 iso-
type switch in the presence of a polarized antigen-specific Th1-cell response to the trypanosome vari-
ant surface glycoprotein. Infect Immun 66: 451-461. PMID: 9453595

Magez S, Radwanska M, Drennan M, Fick L, Baral TN, et al. (2006) Interferon-gamma and nitric oxide
in combination with antibodies are key protective host immune factors during trypanosoma congolense
Tc13 Infections. J Infect Dis 193: 1575-1583. PMID: 16652287

Shi M, Pan W, Tabel H (2003) Experimental African trypanosomiasis: IFN-gamma mediates early mor-
tality. Eur J Immunol 33: 108-118. PMID: 12594839

Kaushik RS, Uzonna JE, Zhang Y, Gordon JR, Tabel H (2000) Innate resistance to experimental Afri-
can trypanosomiasis: differences in cytokine (TNF-alpha, IL-6, IL-10 and IL-12) production by bone
marrow-derived macrophages from resistant and susceptible mice. Cytokine 12: 1024—1034. PMID:
10880248

ShiMQ, Wang CR, Wei GJ, Pan WL, Appleyard G, et al. (2006) Experimental African trypanosomiasis:
lack of effective CD1d-restricted antigen presentation. Parasite Immunol 28: 643-647. PMID:
17096643

Uzonna JE, Kaushik RS, Gordon JR, Tabel H (1998) Experimental murine Trypanosoma congolense
infections. I. Administration of anti-IFN-gamma antibodies alters trypanosome-susceptible mice to a re-
sistant-like phenotype. J Immunol 161: 5507-5515. PMID: 9820527

Stijlemans B, Guilliams M, Raes G, Beschin A, Magez S, et al. (2007) African trypanosomosis: from im-
mune escape and immunopathology to immune intervention. Vet Parasitol 148: 3—13. PMID:
17560035

Marshall AJ, Niiro H, Lerner CG, Yun TJ, Thomas S, et al. (2000) A novel B lymphocyte-associated
adaptor protein, Bam32, regulates antigen receptor signaling downstream of phosphatidylinositol 3-ki-
nase. J Exp Med 191:1319-1332. PMID: 10770799

Allam A, Marshall AJ (2005) Role of the adaptor proteins Bam32, TAPP1 and TAPP2 in lymphocyte ac-
tivation. Immunol Lett 97: 7-17. PMID: 15626471

Han A, Saijo K, Mecklenbrauker |, Tarakhovsky A, Nussenzweig MC (2003) Bam32 links the B cell re-
ceptor to ERK and JNK and mediates B cell proliferation but not survival. Immunity 19: 621-632.
PMID: 14563325

Niiro H, Allam A, Stoddart A, Brodsky FM, Marshall AJ, et al. (2004) The B lymphocyte adaptor mole-
cule of 32 kilodaltons (Bam32) regulates B cell antigen receptor internalization. J Immunol 173: 5601—
5609. PMID: 15494510

Niiro H, Maeda A, Kurosaki T, Clark EA (2002) The B lymphocyte adaptor molecule of 32 kD (Bam32)
regulates B cell antigen receptor signaling and cell survival. J Exp Med 195: 143—-149. PMID:
11781373

Al-Alwan M, Hou S, Zhang TT, Makondo K, Marshall AJ (2010) Bam32/DAPP1 promotes B cell adhe-
sion and formation of polarized conjugates with T cells. J Immunol 184: 6961-6969. doi: 10.4049/
jimmunol.0904176 PMID: 20495066

Fournier E, Isakoff SJ, Ko K, Cardinale CJ, Inghirami GG, et al. (2003) The B cell SH2/PH domain-con-
taining adaptor Bam32/DAPP1 is required for T cell-independent Il antigen responses. Curr Biol 13:
1858-1866. PMID: 14588241

Obukhanych TV, Nussenzweig MC (2006) T-independent type Il immune responses generate memory
B cells. J Exp Med 203: 305-310. PMID: 16476769

Rouquette-Jazdanian AK, Sommers CL, Kortum RL, Morrison DK, Samelson LE (2012) LAT-indepen-
dent Erk activation via Bam32-PLC-gamma1-Pak1 complexes: GTPase-independent Pak1 activation.
Mol Cell 48:298-312. doi: 10.1016/j.molcel.2012.08.011 PMID: 22981863

Sommers CL, Gurson JM, Surana R, Barda-Saad M, Lee J, et al. (2008) Bam32: a novel mediator of
Erk activation in T cells. Int Immunol 20: 811-818. doi: 10.1093/intimm/dxn039 PMID: 18448454

Uzonna JE, Kaushik RS, Gordon JR, Tabel H (1999) Cytokines and antibody responses during Trypa-
nosoma congolense infections in two inbred mouse strains that differ in resistance. Parasite Immunol
21:57-71. PMID: 10101716

Tellier J, Nutt SL (2013) The unique features of follicular T cell subsets. Cell Mol Life Sci.
Gatto D, Brink R (2010) The germinal center reaction. J Allergy Clin Immunol 126: 898—907; quiz 908—
899. doi: 10.1016/j.jaci.2010.09.007 PMID: 21050940

Liu D, Zhang T, Marshall AJ, Okkenhaug K, Vanhaesebroeck B, et al. (2009) The p110delta isoform of
phosphatidylinositol 3-kinase controls susceptibility to Leishmania major by regulating expansion and
tissue homing of regulatory T cells. J Immunol 183: 1921-19383. doi: 10.4049/jimmunol.0901099
PMID: 19596993

PLOS Neglected Tropical Diseases | DOI:10.1371/journal.pntd.0003716  April 13,2015 16/18


http://www.ncbi.nlm.nih.gov/pubmed/9453595
http://www.ncbi.nlm.nih.gov/pubmed/16652287
http://www.ncbi.nlm.nih.gov/pubmed/12594839
http://www.ncbi.nlm.nih.gov/pubmed/10880248
http://www.ncbi.nlm.nih.gov/pubmed/17096643
http://www.ncbi.nlm.nih.gov/pubmed/9820527
http://www.ncbi.nlm.nih.gov/pubmed/17560035
http://www.ncbi.nlm.nih.gov/pubmed/10770799
http://www.ncbi.nlm.nih.gov/pubmed/15626471
http://www.ncbi.nlm.nih.gov/pubmed/14563325
http://www.ncbi.nlm.nih.gov/pubmed/15494510
http://www.ncbi.nlm.nih.gov/pubmed/11781373
http://dx.doi.org/10.4049/jimmunol.0904176
http://dx.doi.org/10.4049/jimmunol.0904176
http://www.ncbi.nlm.nih.gov/pubmed/20495066
http://www.ncbi.nlm.nih.gov/pubmed/14588241
http://www.ncbi.nlm.nih.gov/pubmed/16476769
http://dx.doi.org/10.1016/j.molcel.2012.08.011
http://www.ncbi.nlm.nih.gov/pubmed/22981863
http://dx.doi.org/10.1093/intimm/dxn039
http://www.ncbi.nlm.nih.gov/pubmed/18448454
http://www.ncbi.nlm.nih.gov/pubmed/10101716
http://dx.doi.org/10.1016/j.jaci.2010.09.007
http://www.ncbi.nlm.nih.gov/pubmed/21050940
http://dx.doi.org/10.4049/jimmunol.0901099
http://www.ncbi.nlm.nih.gov/pubmed/19596993

‘@ PLOS | TRSHEA Biseases

Bam32 Regulates Immunity to Experimental T. congolense Infection

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44,

45.

46.

47.

48.

49.

50.

51.

52.

53.

54.

Tabel H (1982) Activation of the alternative pathway of bovine complement by Trypanosoma congo-
lense. Parasite Immunol 4: 329-335. PMID: 7145463

Lanham SM, Godfrey DG (1970) Isolation of salivarian trypanosomes from man and other mammals
using DEAE-cellulose. Exp Parasitol 28: 521-534. PMID: 4993889

Herbert WJ, Lumsden WH (1976) Trypanosoma brucei: a rapid "matching" method for estimating the
host's parasitemia. Exp Parasitol 40: 427—-431. PMID: 976425

Tabel H, Kaushik RS, Uzonna JE (2000) Susceptibility and resistance to Trypanosoma congolense in-
fections. Microbes Infect 2: 1619-1629. PMID: 11113381

Takeya M, Reinwald E, Risse HJ (1987) Pathobiochemical alterations in experimental chronic and
acute trypanosomal infection in mice. J Clin Chem Clin Biochem 25: 665-673. PMID: 3694125

Morrison WI MM, Sayer PD. Pathogenesis of tissue lesions in T. brucei infections. In: Losos G, Choui-
nard A, editors. Pathogenicity of trypanosomes, Proceeding of a workshop held in Nairobi. Ottawa:
Kenya IDRC; 1978. pp. 171-7.

Umar IA EO, Okodaso D, Kimeng E, Stancheva G, Omage JJ, et al. Amelioration of anaemia and
organ damage by combined intraperitoneal administration of Vitamins A and C to Trypanosoma brucei
brucei infected rats. Afr J Biotechnol. 2007; 6:2083—6.

Cheng TC, Kazazian HH Jr. (1976) Unequal accumulation of alpha- and beta-globin mRNA in erythro-
poietic mouse spleen. Proc Natl Acad Sci U S A 73: 1811—-1815. PMID: 1064854

Kazazian HH Jr., cheng T, Polmar SK, Ginder GD (1974) Globin mRNA of mouse spleen erythroblasts.
Ann N Y Acad Sci 241: 170-182. PMID: 4530650

Wei G, Tabel H (2008) Regulatory T cells prevent control of experimental African trypanosomiasis. J
Immunol 180:2514-2521. PMID: 18250461

Onyilagha C, Okwor |, Kuriakose S, Singh R, Uzonna J (2014) Low-dose intradermal infection with try-
panosoma congolense leads to expansion of regulatory T cells and enhanced susceptibility to reinfec-
tion. Infect Immun 82: 1074—1083. doi: 10.1128/IA1.01028-13 PMID: 24343657

Okwor |, Onyilagha C, Kuriakose S, Mou Z, Jia P, et al. (2012) Regulatory T cells enhance susceptibility
to experimental trypanosoma congolense infection independent of mouse genetic background. PLoS
Negl Trop Dis 6:e1761. doi: 10.1371/journal.pntd.0001761 PMID: 22860150

Zhang TT, Al-Alwan M, Marshall AJ (2010) The pleckstrin homology domain adaptor protein Bam32/
DAPP1 is required for germinal center progression. J Immunol 184: 164—172. doi: 10.4049/jimmunol.
0902505 PMID: 19949096

Engel P, Zhou LJ, Ord DC, Sato S, Koller B, et al. (1995) Abnormal B lymphocyte development, activa-
tion, and differentiation in mice that lack or overexpress the CD19 signal transduction molecule. Immu-
nity 3: 39-50. PMID: 7542548

Okkenhaug K, Bilancio A, Farjot G, Priddle H, Sancho S, et al. (2002) Impaired B and T cell antigen re-
ceptor signaling in p110delta Pl 3-kinase mutant mice. Science 297: 1031-1034. PMID: 12130661

Zuccarino-Catania GV, Sadanand S, Weisel FJ, Tomayko MM, Meng H, et al. (2014) CD80 and PD-L2
define functionally distinct memory B cell subsets that are independent of antibody isotype. Nat Immu-
nol 15: 631-637. doi: 10.1038/ni.2914 PMID: 24880458

Rurangirwa FR, Musoke AJ, Nantulya VM, Tabel H (1983) Immune depression in bovine trypanosomia-
sis: effects of acute and chronic Trypanosoma congolense and chronic Trypanosoma vivax infections
on antibody response to Brucella abortus vaccine. Parasite Immunol 5: 267-276. PMID: 6408588

Rurangirwa FR, Tabel H, Losos G, Masiga WN, Mwambu P (1978) Immunosuppressive effect of Trypa-
nosoma congolense and Trypanosoma vivax on the secondary immune response of cattle to Myco-
plasma mycoides subsp mycoides. Res Vet Sci 25: 395-397. PMID: 373035

Rurangirwa FR, Tabel H, Losos GJ, Tizard IR (1979) Suppression of antibody response to Leptospira
biflexa and Brucella abortus and recovery from immunosuppression after Berenil treatment. Infect
Immun 26: 822-826. PMID: 118933

Rurangirwa FR, Tabel H, Losos GJ, Tizard IR (1980) Immunosuppression in bovine trypanosomiasis.
The establishment of "memory" in cattle infected with T. congolense and the effect of post infection
serum on in vitro (3H)-thymidine uptake by lymphocytes and on leucocyte migration. Tropenmed Para-
sitol 31: 105-110. PMID: 7376244

Mitchell LA, Pearson TW (1986) Antibody responses in resistant and susceptible inbred mice infected
with Trypanosoma congolense. Immunology 57: 297-303. PMID: 3949371

Otesile EB, Tabel H (1987) Enhanced resistance of highly susceptible Balb/c mice to infection with Try-
panosoma congolense after infection and cure. J Parasitol 73: 947-953. PMID: 3309242

Tabel H, Wei G, Shi M (2008) T cells and immunopathogenesis of experimental African trypanosomia-
sis. Immunol Rev 225: 128—-139. doi: 10.1111/j.1600-065X.2008.00675.x PMID: 18837780

PLOS Neglected Tropical Diseases | DOI:10.1371/journal.pntd.0003716  April 13,2015 17/18


http://www.ncbi.nlm.nih.gov/pubmed/7145463
http://www.ncbi.nlm.nih.gov/pubmed/4993889
http://www.ncbi.nlm.nih.gov/pubmed/976425
http://www.ncbi.nlm.nih.gov/pubmed/11113381
http://www.ncbi.nlm.nih.gov/pubmed/3694125
http://www.ncbi.nlm.nih.gov/pubmed/1064854
http://www.ncbi.nlm.nih.gov/pubmed/4530650
http://www.ncbi.nlm.nih.gov/pubmed/18250461
http://dx.doi.org/10.1128/IAI.01028-13
http://www.ncbi.nlm.nih.gov/pubmed/24343657
http://dx.doi.org/10.1371/journal.pntd.0001761
http://www.ncbi.nlm.nih.gov/pubmed/22860150
http://dx.doi.org/10.4049/jimmunol.0902505
http://dx.doi.org/10.4049/jimmunol.0902505
http://www.ncbi.nlm.nih.gov/pubmed/19949096
http://www.ncbi.nlm.nih.gov/pubmed/7542548
http://www.ncbi.nlm.nih.gov/pubmed/12130661
http://dx.doi.org/10.1038/ni.2914
http://www.ncbi.nlm.nih.gov/pubmed/24880458
http://www.ncbi.nlm.nih.gov/pubmed/6408588
http://www.ncbi.nlm.nih.gov/pubmed/373035
http://www.ncbi.nlm.nih.gov/pubmed/118933
http://www.ncbi.nlm.nih.gov/pubmed/7376244
http://www.ncbi.nlm.nih.gov/pubmed/3949371
http://www.ncbi.nlm.nih.gov/pubmed/3309242
http://dx.doi.org/10.1111/j.1600-065X.2008.00675.x
http://www.ncbi.nlm.nih.gov/pubmed/18837780

@ PLOS | Teshicat biseases

Bam32 Regulates Immunity to Experimental T. congolense Infection

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

Obishakin E, de Trez C, Magez S (2014) Chronic Trypanosoma congolense infections in mice cause a
sustained disruption of the B-cell homeostasis in the bone marrow and spleen. Parasite Immunol 36:
187—-198. doi: 10.1111/pim.12099 PMID: 24451010

Campbell GH, Phillips SM (1976) Adoptive transfer of variant-specific resistance to Trypanosoma rho-
desiense with B lymphocytes and serum. Infect Immun 14: 1144-1150. PMID: 1086289

Crowe JS, Lamont AG, Barry JD, Vickerman K (1984) Cytotoxicity of monoclonal antibodies to Trypa-
nosoma brucei. Trans R Soc Trop Med Hyg 78: 508-513. PMID: 6207646

Flemmings B, Diggs C (1978) Antibody-dependent cytotoxicity against Trypanosoma rhodesiense me-
diated through an alternative complement pathway. Infect Immun 19: 928-933. PMID: 417033

Russo DC, Williams DJ, Grab DJ (1994) Mechanisms for the elimination of potentially lytic comple-
ment-fixing variable surface glycoprotein antibody-complexes in Trypanosoma brucei. Parasitol Res
80: 487-492. PMID: 7528915

Wei G, Qualtiere L, Tabel H (1990) Trypanosoma congolense: complement independent immobilization
by a monoclonal antibody. Exp Parasitol 70: 483—-485. PMID: 2323399

Ngaira JM, Nantulya VM, Musoke AJ, Hirumi K (1983) Phagocytosis of antibody-sensitized Trypano-
soma brucei in vitro by bovine peripheral blood monocytes. Immunology 49: 393—400. PMID: 6852873

Shi M, Wei G, Pan W, Tabel H (2004) Trypanosoma congolense infections: antibody-mediated phago-
cytosis by Kupffer cells. J Leukoc Biol 76: 399—405. PMID: 15136584

Dempsey WL, Mansfield JM (1983) Lymphocyte function in experimental African trypanosomiasis. V.
Role of antibody and the mononuclear phagocyte system in variant-specific immunity. J Immunol 130:
405-411. PMID: 6847889

Morrison WI, Roelants GE, Mayor-Withey KS, Murray M (1978) Susceptibility of inbred strains of mice
to Trypanosoma congolense: correlation with changes in spleen lymphocyte populations. Clin Exp
Immunol 32: 25—-40. PMID: 307464

PLOS Neglected Tropical Diseases | DOI:10.1371/journal.pntd.0003716  April 13,2015 18/18


http://dx.doi.org/10.1111/pim.12099
http://www.ncbi.nlm.nih.gov/pubmed/24451010
http://www.ncbi.nlm.nih.gov/pubmed/1086289
http://www.ncbi.nlm.nih.gov/pubmed/6207646
http://www.ncbi.nlm.nih.gov/pubmed/417033
http://www.ncbi.nlm.nih.gov/pubmed/7528915
http://www.ncbi.nlm.nih.gov/pubmed/2323399
http://www.ncbi.nlm.nih.gov/pubmed/6852873
http://www.ncbi.nlm.nih.gov/pubmed/15136584
http://www.ncbi.nlm.nih.gov/pubmed/6847889
http://www.ncbi.nlm.nih.gov/pubmed/307464


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


