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Abstract 

The critical role of IgM in controlling pathogen burden has been demonstrated in a 

variety of infection models. In the murine model of Borrelia hermsii infection, IgM is necessary 

and sufficient for the rapid clearance of bacteremia. Convalescent, but not naïve, B1b cells 

generate an IgM-mediated protective response against B. hermsii, but the mechanisms of control 

are unknown. Here we show that neither Fcα/µR, a high-affinity receptor for IgM that mediates 

opsonophagocytosis, nor IgM-dependent complement-activation were required for controlling B. 

hermsii. Bacteria in diffusion chambers were killed when chambers were implanted either into 

convalescent or passively immunized mice. Furthermore, adoptively transferred convalescent 

B1b cells produced IgM that killed bacteria in diffusion chambers. These results demonstrate that 

clearance of B. hermsii does not require opsonophagocytosis and suggest that a mechanism for in 

vivo B1b cell-mediated protection is through the secretion of bactericidal IgM. 
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Introduction 

IgM is the first antibody produced during immune responses, and thus it is important for 

the early control of infection. Natural IgM is generated spontaneously in the absence of antigenic 

stimulation and can contribute to early defense by limiting the initial pathogen burden [1, 2]. 

IgM is also generated in an antigen-specific manner during the early phases of the immune 

response to specific pathogens. Natural IgM as well as antigen-induced IgM has been 

demonstrated in protective immunity to a number of pathogens, such as Streptococcus 

pneumoniae and influenza virus, underscoring the non-redundant roles of natural and antigen-

induced IgM [3, 4].    

 

The vital role of IgM in the rapid control of bacteremia due to infection with relapsing 

fever bacteria is well defined [5, 6]. To study the role of IgM in controlling bacteremia we have 

been utilizing the murine model of infection by Borrelia hermsii, a relapsing fever spirochete 

that causes recurrent episodes of high-level (~108 bacteria/ml blood) bacteremia associated with 

the outgrowth of individual bacterial serotypes [7, 8]. These serotypes are defined by the 

transient expression of antigenically distinct major surface proteins of B. hermsii, the variable 

major proteins (Vmps) [8]. Control of each wave of bacteremia is concurrent with the rapid 

production of specific IgM [9-14]. Mice that are deficient in the secreted form of IgM – but not 

other isotypes – exhibit persistent bacteremia that is identical to that found in mice that lack B 

cell development [14]. In contrast, mice deficient in activation-induced cytidine deaminase – 

which produce only IgM but no other antibody isotypes – control infection indistinguishably 

from wildtype mice [15]. These results demonstrate that IgM is required and sufficient for the 

resolution of B. hermsii bacteremia. 
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 Concurrent with the resolution B. hermsii infection there is an expansion of B1b 

lymphocytes (IgMhi, IgDlo, CD23-, CD5-, Mac1+), a minor subset of mature B cells that are 

abundant in the peritoneal cavity [14, 15]. Reconstitution of immunodeficient Rag1-/- mice 

(lacking T and B cells) with expanded B1b cells from convalescent mice confers complete 

immunity, whereas reconstitution with naive B1b cells provides only partial protection, 

demonstrating that convalescent B1b cells have acquired immunological memory [15]. Like 

conventional memory B cells, the reconstituted population persists but does not spontaneously 

secrete B. hermsii-specific antibodies; rather they maintain quiescence. Upon a subsequent 

exposure to antigen, however, memory-like B1b cells rapidly differentiate into antigen-specific 

IgM secreting plasma cells, resulting in a specific antibody response that is faster and to a greater 

magnitude than that of naïve B1b cells [15]. Although the lymphocyte subsets that respond to B. 

hermsii and FhBA, a surface protein of B. hermsii that is recognized by B1b cell-derived IgM 

has been defined [15, 16], it is not clear how such IgM controls this infection in vivo. 

 

The pentameric structure of IgM is known to efficiently induce the classical complement 

pathway (11). Despite this, C3–/– and C5–/– mice control relapsing fever Borrelia infection as 

efficiently as wildtype mice demonstrating that antigen-specific IgM eliminates its targets 

independently of complement [5, 13, 17, 18]. Although IgM is not typically known as an opsonin, 

the discovery of an Fc receptor (FcR) for IgM has suggested a role for IgM in 

opsonophagocytosis. The high-affinity Fcα/µR, which also binds the Fc region of IgA molecules, 

is expressed on macrophages and B cells as well as on non-hematopoietic tissues such as kidney 

and intestine [19-21]. Furthermore, Fcα/µR has been demonstrated to facilitate the phagocytosis 
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of IgM-coated Staphylococcus aureus in vitro, further suggesting its role in clearance of IgM-

coated pathogens [19]. In support of this, specific antibody-coated B. hermsii bacteria are 

engulfed by neutrophils in a complement-independent manner, indicating that antibody-mediated 

opsonophagocytosis is a potential mechanism of clearance of B. hermsii [22]. Nevertheless, it is 

unknown whether Fcα/µR-mediated endocytosis plays a role in facilitating IgM-mediated 

control of pathogens such as B. hermsii in vivo. 

 

In addition to promoting opsonophagocytosis and complement activation, antibodies of 

various isotypes have been shown to exert direct anti-bacterial activities. These antibodies appear 

to exert these effects possibly by catalyzing the production of oxidative molecules [23-25], 

interference with pathogen iron uptake [26, 27], or by directly damaging bacterial membrane [5, 

18]. Among the IgM antibodies that have been described to be bactericidal, CB515 recognizes a 

Vmp expressed by a related relapsing fever Borrelia, lyses bacteria in vitro, and confers a partial 

protection in complement-deficient mice in vivo [18]. The scFv fragments of CB515 retain the 

lytic activity of the parent monoclonal, demonstrating that the bactericidal activity resides in the 

variable region of the antibody [28]. 

 

In this study, we examined the mechanism of B1b cell-derived antibody in control of B. 

hermsii infection in vivo. Here we show that IgM-mediated phagocytosis of B. hermsii is not 

required for control of infection. Using a diffusion chamber model to examine host-pathogen 

interactions, we demonstrate that B1b cells contribute to protective immunity by producing B. 

hermsii-specific antibodies that are directly bactericidal. 
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Materials and Methods 

Mice. The Institutional Animal Care and Use Committee have approved these studies. Mice were 

housed in micro-isolator cages with free access to food and water, and were maintained in a 

specific pathogen-free facility at Thomas Jefferson University. C57BL/6J (B6), Balb/cJ, and 

C57BL/6J-Rag1tm1Mom/J (Rag1–/–) mice were purchased from The Jackson Laboratories (Bar 

Harbor, ME). Fcα/µR-/- mice were described previously [20]. C3-deficient mice on C57BL6 

background (C3-/-) were provided by Robert Eisenberg, University of Pennsylvania. 

 

Infections and cobra venom factor treatment. Mice were infected intravenously (i.v.) via the tail 

vein with 5x104 bacteria of a fully virulent B. hermsii strain DAH-p1 (from the blood of an 

infected mouse), and the bacteremia was monitored by dark-field microscopy. To deplete C3, 

mice were treated i.p. with 30 µg (14.0 units) cobra venom factor (CVF) (Quidel, San Diego, 

CA) one day prior to infection and again on three days post infection as described [29]. This dose 

of CVF is sufficient to maintain C3 levels below 5% of normal levels for four days [30]. 

 

Passive immunizations. To obtain convalescent immune serum, blood was obtained via cardiac 

puncture from wildtype mice that had been infected (>60 days post infection) with B. hermsii. To 

initiate clotting, blood was pooled and incubated at 37°C for 1 hr. After clotting, blood was 

centrifuged at 1000 x g, and serum was collected and filtered through 0.22 µm PES membranes 

(Millipore, Billerica, MA). Passive immunizations were performed by injecting mice with 250 µl 

serum via the tail vein. 
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Enzyme-linked immunosorbent assay (ELISA). IgM levels were measured with ELISA kits 

according to the manufacturer’s instructions (Bethyl Laboratories, Montgomery, TX). B. 

hermsii-specific IgM was determined by coating 96-well plates (ICN Biomedicals Inc., Aurora, 

OH) with in vivo grown B. hermsii DAH (105 wet bacteria/well). Plates were washed and 

blocked with 2% BSA in PBS pH 7.2 for 2 hr at room temperature. Blood samples of immunized 

mice were diluted 1:250 and samples were centrifuged (16000 x g for 10 min.) and supernatant 

was used. Bound IgM was measured using HRP-conjugated goat anti-mouse IgM. Specific 

antibody levels were interpreted as ng/µl equivalents using IgM standards. 

 

Diffusion chambers. Mixed cellulose ester (MCE) membranes (0.05 µm pore size; Millipore) 

were adhered to lucite diffusion chamber rings (weight - 0.4 g; diameter - 14 mm; Width - 5 mm; 

Millipore) using cement as described previously [31]. Chambers were loaded with 200 µl of in 

vivo-adapted B. hermsii strain DAH in BSK-H (Sigma-Aldrich, St. Louis, MO) supplemented 

with 6% rabbit serum (Sigma-Aldrich) at 6.67 x 106 bacteria/ml (1.33 x 106 bacteria per 

chamber), and chambers were sealed. Mice were anesthetized with 3% isoflurane, and using 

aseptic technique, chambers were implanted in a subcutaneous pocket formed by making an 

incision of approximately 1.5 cm in the dorsal-anterior skin of each mouse. Chambers were 

removed after 24 hours, and contents were collected. Bacterial density in the chamber was 

measured by dark-field microscopy. Chamber contents were stored at -20°C until analyzed. In 

some experiments, mice were passively immunized with a) 250 µl convalescent immune serum 

or b) treated with 14.0 units CVF one day prior to implantation as described above. 

 



 8 

B1b cell reconstitution. Rag1–/– mice were reconstituted with 105 MACS-purified B1b cells from 

convalescent (i.e., resolved B. hermsii DAH infection) mice as described [15]. Because Rag1–/– 

mice reconstituted with convalescent B1b cells do not generate a specific IgM response without 

bacterial stimulation, they were infected i.v. with 5 x 104 bacteria of the B. hermsii DAH ten 

days after adoptive transfer of B1b cells. 

 

Statistical analysis. Statistics were performed using the Prism 5 software program (GraphPad 

Software, Inc., La Jolla, CA). To analyze statistical significance, two-tailed unpaired Student’s t-

test or two-way ANOVA were used as necessary.  
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Results 

Clearance of B. hermsii does not require Fcα/µR-mediated opsonophagocytosis. C3-/- and 

C5-/- mice control relapsing fever infection, suggesting that other mechanisms such as 

opsonophagocytosis play a role in IgM-mediated control of B. hermsii [13]. Indeed, antibody has 

been shown to enhance opsonophagocytosis of B. hermsii by neutrophils in vitro [22]. Recently 

Fcα/µR, a specific receptor for IgM, has been shown to mediate opsonophagocytosis of IgM-

coated S. aureus [19]. Since antibodies in particular IgM is critical for the protection against B. 

hermsii, to examine whether Fcα/µR plays a role in IgM-mediated opsonophagocytosis, we 

infected mice deficient in Fcα/µR. The magnitude and duration of B. hermsii bacteremia during 

the first episode in these mice were comparable to that of wildtype (Figure 1A). Moreover, 

passive immunization confers protection to Fcα/µR-/- mice indicating that immune serum control 

B. hermsii in an Fcα/µR-independent manner (Figure 1B).  Consistent with the critical role for 

IgM in control of this bacterium, Fcα/µR-/- mice rapidly generated a B. hermsii-specific IgM 

response to a similar extent as in wildtype mice (Figure 1C). Although infection with B. hermsii 

does eventually elicit an IgG response, this does not occur until after the first wave of bacteremia 

is cleared. Thus, the IgM-mediated clearance of the first wave does not require Fcα/µR-mediated 

opsonophagocytosis.  

 

Control of B. hermsii in the absence of Fcα/µR-mediated opsonophagocytosis is 

independent of C3. It is known that control of relapsing fever bacteremia occurs independently 

of the complement system, as bacterial clearance occurs in the absence of C3 and C5 [13]. These 

results suggest that complement either does not contribute to clearance or that other mechanisms 

such as opsonophagocytosis operate in a redundant fashion. To examine whether complement-
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mediated lysis or complement-mediated opsonophagocytosis was plays a critical function in the 

absence of Fcα/µR-mediated opsonophagocytosis, we depleted C3 in wildtype and Fcα/µR-/- 

mice with cobra venom factor (CVF). One day prior to infection, mice were treated with 30 µg 

of CVF (14.0 units) i.p., which is sufficient to deplete C3 to less than 5% of normal levels for 

four days [29, 30]. At three days post-infection, mice were treated with the same dose to 

maintain C3 depletion. Despite a deficiency in both Fcα/µR and C3, the magnitude of the 

bacteremia was similar in CVF-treated and -untreated wildtype and Fcα/µR-/- mice (Figure 2). 

These results indicate that the effector mechanism of B. hermsii-specific IgM is neither C3- nor 

Fcα/µR-dependent. 

 

Antibody-mediated control of B. hermsii does not require phagocytic cell contact. Since 

phagocytosis can be promoted by a variety of other mechanisms, we tested whether IgM-

mediated in vivo control of B. hermsii in vivo requires cell contact. To test this, we adapted a 

diffusion chamber system originally devised to model the host-pathogen interaction during 

parasite infections [31]. The permeability of these chambers (0.05 µm) was large enough to 

allow free diffusion of IgM (300 Å) while restricting both the escape of B. hermsii (~0.25 x ~5.0 

µm) and the entrance of host cells. Each chamber contained 1.33 x 106 in vivo-adapted B. hermsii 

spirochetes in bacterial growth medium. A schematic for the diffusion chamber model is 

represented in Figure 3A. After 24 hours in naïve mice, the number of bacteria in each chamber 

was approximately threefold higher than the initial number in each chamber. In contrast, the 

number of bacteria in chambers implanted in convalescent mice was nearly undetectable (Figure 

3B). 
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 The numbers of B. hermsii were also reduced significantly in the chambers implanted in 

passively immunized mice (Figure 3B). Interestingly, the degree of bacterial killing in these mice 

was to a lesser extent than what was observed in the chambers implanted in convalescent mice, 

suggesting that the amount of specific IgM present in the chamber had a direct effect on bacterial 

killing inside the chambers. Therefore, we examined specific IgM levels in the chambers taken 

from naïve mice, convalescent mice, and naïve mice that were given convalescent immune 

serum. As expected, we found that specific IgM had entered the chambers implanted in 

convalescent mice and passively immunized naïve mice. Furthermore, increasing amounts of 

specific IgM in each chamber inversely correlated with bacterial viability (Figure 3C). These 

results demonstrate that lysis of B. hermsii in diffusion chambers is IgM-dependent and does not 

require cell contact. 

 

Killing of B. hermsii in diffusion chambers is C3-independent. As described above, IgM 

controls B. hermsii independent of C3 or Fcα/µR-mediated opsonophagocytosis. To test whether 

cell contact-independent killing of B. hermsii in diffusion chambers is also complement 

independent, we depleted C3 in naïve and convalescent wildtype mice with CVF one day prior to 

implantation of diffusion chambers. As expected, bacterial growth was unhindered in naïve mice 

regardless of whether complement was depleted (Figure 4). In contrast, there were no bacteria 

remaining in chambers removed from convalescent mice irrespective of the presence of C3 

(Figure 4A).  

 

To independently confirm that IgM is bactericidal in vivo independent of the complement 

system, we used mice deficient in both the alternative and classical complement pathways due to 
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a targeted deletion in C3. Diffusion chambers containing 1.33 x 106 B. hermsii bacteria were 

implanted into convalescent wildtype and C3-/- mice. In agreement with the above results, 

bacteria in diffusion chambers were killed in both wildtype and C3-/- mice (Figure 4B). These 

results demonstrate that C3 is not required for antibody-mediated lysis of B. hermsii in the 

diffusion chambers. 

 

B1b cell-derived antibodies are sufficient to kill B. hermsii in diffusion chambers. Clearance 

of B. hermsii is T cell-independent, and expansion of the peritoneal B1b cell pool is observed 

concurrent with the resolution of infection [15]. B1b cells exhibit TI memory, and reinfection 

with B. hermsii results in the rapid generation of specific IgM that is capable of controlling 

disease in the absence of any other adaptive immune cells [15]. To determine whether B1b-

derived IgM is capable of clearing B. hermsii independently of opsonophagocytosis, we tested 

whether IgM generated by adoptively transferred convalescent B1b cells was able to kill B. 

hermsii in diffusion chambers.  

 

Rag1-/- mice reconstituted with purified convalescent B1b cells and primed with B. 

hermsii generated a B. hermsii-specific IgM response (Figure 5A). To measure cell-independent 

killing by B1b-derived IgM, we implanted diffusion chambers containing 1.33 x 106 spirochetes 

in reconstituted Rag1-/- mice at ten days post-infection. As expected, B. hermsii bacteria in 

diffusion chambers proliferated vigorously when implanted in unreconstituted Rag1-/- recipients. 

On the other hand, we observed a significant decrease in the number of live bacteria in chambers 

implanted in mice reconstituted with convalescent B1b cells (Figure 5B). These results 

demonstrate that IgM generated by B1b cells is directly bactericidal in vivo. 



 13 

Discussion 

IgM is the dominant isotype secreted upon antigen encounter and plays a critical role in 

immunity to a number of infections [2]. The production of specific IgM is required and sufficient 

to control bacteremia during relapsing fever infection [14, 15]. We have previously shown that 

B1b cells generate B. hermsii-specific IgM that is capable of controlling B. hermsii bacteremia. 

Here we show that the IgM-mediated control of B. hermsii bacteremia is independent of Fcα/µR 

and C3 and does not require cell contact. Our data indicate that the mechanism of B1b-mediated 

control of B. hermsii is through the secretion of bactericidal antibodies. 

 

Although antibodies tend to exert their protective function through the activation of the 

complement cascade or via Fc receptor engagement, some exert direct damage to pathogens in a 

variety of ways. For example, a Pseudomonas aeruginosa LPS-specific IgG alters cell wall 

permeability, formation of cell wall vesicular structures, elongation, and inhibition of cell 

division [32]. The bactericidal IgG CB2, specific for OspB of Borrelia burgdorferi, induces the 

formation of 2.8 - 4.4 nm pores in the outer membrane of the bacterium [33]. Paradoxically, this 

antibody does not induce lysis of OspB-expressing E. coli, indicating that IgG-induced lysis is 

dependent on the cell membrane structure of B. burgdorferi or the expression of another B. 

burgdorferi protein. In fact, the lytic activity of CB2 depends on cholesterol domains in the outer 

membrane of B. burgdorferi, suggesting that CB2 alters the fluid structure of the bacterial outer 

membrane [34]. In addition, B. burgdorferi has been shown to harbor a prophage holin or holin-

like system containing the genes blyA and blyB on the conserved circular plasmid cp32 [35]. 

Transformation of E. coli with blyA induces cell membrane damage in the host cell that is 

dependent on a host cytolysin ClyA acting in trans, demonstrating that the gene product of blyA 
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is functional [36]. Remarkably, treatment of B. burdgorferi spirochetes with sublethal quantities 

of CB2 induced the expression of cp32 gene products BlyA and BlyB, suggesting that the 

bactericidal activity of CB2 may be dependent on the induced expression of bacteriophage gene 

products [37]. Finally, as described above, bactericidal activity of the V region of an IgM 

specific for a Vmp expressed by a related relapsing fever Borrelia results in direct lysis of the 

bacterial outer membrane [18]. In spite of this observation, the precise biochemical mechanism 

of this lysis is unknown. Due to the homology between B. burdgorferi, Spanish relapsing fever 

and B. hermsii, it is tempting to speculate that bactericidal B1b-derived IgM lyses B. hermsii in 

the same mechanism as described by Benach and colleagues. More extensive studies will be 

required to determine the exact mechanism by which bactericidal IgM kills its targets. 

 

B1b cells have been shown to play a role in controlling a number of bacterial pathogens 

including B. hermsii, Streptococcus pneumoniae and non-typhoidal Salmonella [4, 15, 38]}. In 

the absence of all other B cell types, convalescent B1b cells are sufficient to provide protection 

to infection of immunodeficient mice with B. hermsii. We have shown that FhBA, an outer 

surface protein of B. hermsii is specifically recognized by the IgM secreted by convalescent B1b 

cells [16]. The previously described anti-Borrelia antibodies recognize major surface bacterial 

proteins such as OspB and Vmps rather than FhBA. Despite having shown that B1b cells secrete 

B. hermsii-specific IgM that is capable of leading to direct bacterial lysis, the biochemical basis 

for this lysis of B. hermsii is unknown. The generation of B1b-derived monoclonal antibodies to 

FhBA of B. hermsii the characterization of such antibodies would provide a better insight on 

how B1b cell-derived antibodies exert their antibacterial activity in the complete absence of a 

cell-contact. 
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Figure Legends 

Figure 1. Fcα/µR-mediated opsonophagocytosis is not required for clearance of B. hermsii.  

(A). Balb/cJ or Fcα/µR-/- mice were infected i.p. with B. hermsii strain DAH, and bacteremia 

was monitored by dark-field microscopy. Each plot represents an individual mouse. Dotted lines 

represent limit of detection. (B).. One day prior to infection with strain DAH, serum from 

convalescent (80 days post-infection) wildtype mice was passively transferred either into Balb/cJ 

or Fcα/µR-/- mice. Bacteremia was monitored by dark-field microscopy. Dotted lines represent 

the limit of detection. (C). B. hermsii-specific IgM was measured by ELISA. Data points 

represent mean ± SD. Kinetics of anti-B. hermsii IgM responses were not statistically significant 

between wildtype and Fcα/µR-/- mice.  

 

Figure 2. Fcα/µR- and C3-mediated opsonophagocytosis are not required for clearance of 

B. hermsii. (A) Balb/cJ or (B) Fcα/µR-/- mice were treated without or with 14.0 units of cobra 

venom factor (CVF) to deplete complement component C3 on the days indicated (arrows). Mice 

were infected with B. hermsii, and bacteremia was monitored by dark-field microscopy. Each 

plot represents an individual mouse. Dotted lines represent limit of detection. 

 

Figure 3. Antibody-mediated lysis in diffusion chambers. (A) Diffusion chamber model. B. 

hermsii (size: ~0.25 µm x ~5.0 µm) and eukaryotic cells are unable to pass through the 0.05 µm 

pores size membrane of the diffusion chambers. IgM (300 Å) passively diffuses through the 

chamber membrane. (B) Chambers containing 1.33 x 106 B. hermsii were implanted into various 

groups of B6 mice (n= 4-7 per group) as shown in A. Chambers were removed after 24 hours and 

live bacteria were enumerated by dark-field microscopy. Data represent mean ± SD. Dotted line 
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represents starting number of bacteria in each chamber. Data were analyzed by two-tailed 

unpaired Student’s t test, with significance reached at p < 0.05. (C) B. hermsii-specific IgM in 

diffusion chambers was measured by ELISA, and specific IgM values were matched with 

chamber bacterial density. Non-linear regression analysis measuring the effect of specific IgM 

concentration on bacterial death was performed. 

 

Figure 4. Lysis of B. hermsii in diffusion chambers is C3-independent. (A) Cobra venom 

factor (CVF, 14.0 units) was given to naïve (n=4) or convalescent  (n=5) B6 mice one day prior 

to implantation of diffusion chambers containing B. hermsii. Control groups of naïve (n=3) or 

convalescent  (n=3) mice were given DPBS. (B) Chambers containing 1.33 x 106 B. hermsii were 

implanted into naïve B6 mice (n=4), convalescent B6 mice (n=4), or convalescent C3-/- mice 

(n=3). For A and B, chambers were removed from mice after 24 hours, and bacteria were counted 

by dark-field microscopy. Mean numbers of bacteria ± SD are shown. (N.D. – not detectable). 

Dotted line indicates starting number of bacteria in each chamber. Data were analyzed by two-

tailed unpaired Student’s t test, with significance reached at p < 0.05. 

 

Figure 5. B1b cell-derived IgM is sufficient to kill B. hermsii in diffusion chambers. Rag1-/- 

mice were reconstituted without or with B1b cells (105 cells per mouse) from convalescent B6 

mice. After 10 days, B1b cell reconstituted mice were infected with B. hermsii in order to 

stimulate IgM production. (A) B. hermsii-specific IgM in non-reconstituted (n=4) or B1b-

reconstituted mice (n=4) was determined by ELISA. Means ± SD are shown. Data were analyzed 

by two-way ANOVA, with significance reached at p < 0.05. (B) On day 10 post-infection, 

chambers containing B. hermsii were implanted into mice from each group. Twenty-four hours 
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later chambers were removed, and live bacteria were counted by dark-field microscopy. Dotted 

line represents the starting number of B. hermsii in each chamber. Data were analyzed by two-

tailed unpaired Student’s t test, with significance reached at p < 0.05. 

 

 

 

 



 19 

References 

1. Ochsenbein, A.F., et al., Control of early viral and bacterial distribution and disease by 

natural antibodies. Science, 1999. 286: p. 2156-9. 

2. Boes, M., Role of natural and immune IgM antibodies in immune responses. Mol 

Immunol, 2000. 37(18): p. 1141-9. 

3. Baumgarth, N., et al., B-1 and B-2 cell-derived immunoglobulin M antibodies are 

nonredundant components of the protective response to influenza virus infection. J Exp 

Med, 2000. 192: p. 271-80. 

4. Haas, K.M., et al., B-1a and B-1b cells exhibit distinct developmental requirements and 

have unique functional roles in innate and adaptive immunity to S. pneumoniae. 

Immunity, 2005. 23(1): p. 7-18. 

5. Connolly, S.E. and J.L. Benach, The versatile roles of antibodies in Borrelia infections. 

Nat Rev Microbiol, 2005. 3(5): p. 411-20. 

6. Alugupalli, K.R., A distinct role for B1b lymphocytes in T cell-independent immunity. 

Curr Top Microbiol Immunol, 2008. 319: p. 105-30. 

7. Southern, P.M., Jr. and J.P. Sanford, Relapsing Fever-A clinical and microbiological 

review. Medicine, 1969. 48: p. 129-149. 

8. Barbour, A.G., Antigenic variation of a relapsing fever Borrelia species. Annu. Rev. 

Microbiol., 1990. 44: p. 155-71. 

9. Arimitsu, Y. and K. Akama, Characterization of protective antibodies produced in mice 

infected with Borrelia duttonii. Jpn J Med Sci Biol, 1973. 26: p. 229-37. 

10. Newman, K., Jr. and R.C. Johnson, T-cell-independent elimination of Borrelia turicatae. 

Infect. Immun., 1984. 45: p. 572-6. 



 20 

11. Yokota, M., et al., Protective activity of Borrelia duttonii-specific immunoglobulin 

subclasses in mice. J. Med. Microbiol., 1997. 46: p. 675-80. 

12. Barbour, A.G. and V. Bundoc, In vitro and in vivo neutralization of the relapsing fever 

agent Borrelia hermsii with serotype-specific immunoglobulin M antibodies. Infect. 

Immun., 2001. 69: p. 1009-15. 

13. Connolly, S.E. and J.L. Benach, The spirochetemia of murine relapsing fever is cleared 

by complement-independent bactericidal antibodies. J. Immunol., 2001. 167: p. 3029-32. 

14. Alugupalli, K.R., et al., The resolution of relapsing fever Borreliosis requires IgM and is 

concurrent with expansion of B1b lymphocytes. J. Immunol., 2003. 170: p. 3819-3827. 

15. Alugupalli, K.R., et al., B1b Lymphocytes confer T cell-independent long-lasting 

immunity. Immunity, 2004. 21: p. 379-390. 

16. Colombo, M.J. and K.R. Alugupalli, Complement factor H-binding protein, a putative 

virulence determinant of Borrelia hermsii, is an antigenic target for protective B1b 

lymphocytes. J Immunol, 2008. 180(7): p. 4858-64. 

17. Newman, K., Jr. and R.C. Johnson, In vivo evidence that an intact lytic complement 

pathway is not essential for successful removal of circulating Borrelia turicatae from 

mouse blood. Infect Immun, 1981. 31(1): p. 465-9. 

18. Connolly, S.E., D.G. Thanassi, and J.L. Benach, Generation of a complement-

independent bactericidal IgM against a relapsing fever Borrelia. J. Immunol., 2004. 172: 

p. 1191-1197. 

19. Shibuya, A., et al., Fc a/m receptor mediates endocytosis of IgM-coated microbes. Nat 

Immunol, 2000. 1: p. 441-6. 



 21 

20. Honda, S., et al., Enhanced humoral immune responses against T-independent antigens in 

Fc alpha/muR-deficient mice. Proc Natl Acad Sci U S A, 2009. 106(27): p. 11230-5. 

21. Kurita, N., et al., Identification of the Fcalpha/muR isoform specifically expressed in the 

kidney tubules. Mol Immunol, 2009. 46(4): p. 749-53. 

22. Spagnuolo, P.J., et al., Opsonic requirements for phagocytosis of Borrelia hermsii by 

human polymorphonuclear leukocytes. J Infect Dis, 1982. 145(3): p. 358-64. 

23. Wentworth, A.D., et al., Antibodies have the intrinsic capacity to destroy antigens. Proc 

Natl Acad Sci U S A, 2000. 97: p. 10930-5. 

24. Wentworth, P., Jr., et al., Evidence for antibody-catalyzed ozone formation in bacterial 

killing and inflammation. Science, 2002. 298(5601): p. 2195-9. 

25. Wentworth, P., Jr., et al., Antibody catalysis of the oxidation of water. Science, 2001. 

293(5536): p. 1806-11. 

26. Rogers, H.J., Ferric iron and the antibacterial effects of horse 7S antibodies to 

Escherichia coli O111. Immunology, 1976. 30(3): p. 425-33. 

27. Rogers, H.J. and C. Synge, Bacteriostatic effect of human milk on Escherichia coli: the 

role of IgA. Immunology, 1978. 34(1): p. 19-28. 

28. LaRocca, T.J., et al., Bactericidal action of a complement-independent antibody against 

relapsing fever Borrelia resides in its variable region. J Immunol, 2008. 180(9): p. 6222-8. 

29. Van den Berg, C.W., P.C. Aerts, and H. Van Dijk, In vivo anti-complementary activities 

of the cobra venom factors from Naja naja and Naja haje. J Immunol Methods, 1991. 

136(2): p. 287-94. 



 22 

30. Szalai, A.J., D.E. Briles, and J.E. Volanakis, Role of complement in C-reactive-protein-

mediated protection of mice from Streptococcus pneumoniae. Infect Immun, 1996. 

64(11): p. 4850-3. 

31. Abraham, D., et al., Strongyloides stercoralis: protective immunity to third-stage larvae 

inBALB/cByJ mice. Exp Parasitol, 1995. 80(2): p. 297-307. 

32. Xie, X., M.D. McLean, and J.C. Hall, Antibody-dependent cell-mediated cytotoxicity- 

and complement-dependent cytotoxicity-independent bactericidal activity of an IgG 

against Pseudomonas aeruginosa O6ad. J Immunol. 184(7): p. 3725-33. 

33. LaRocca, T.J., et al., The bactericidal effect of a complement-independent antibody is 

osmolytic and specific to Borrelia. Proc Natl Acad Sci U S A, 2009. 106(26): p. 10752-7. 

34. LaRocca, T.J., et al., Cholesterol lipids of Borrelia burgdorferi form lipid rafts and are 

required for the bactericidal activity of a complement-independent antibody. Cell Host 

Microbe. 8(4): p. 331-42. 

35. Damman, C.J., et al., Characterization of Borrelia burgdorferi BlyA and BlyB proteins: a 

prophage-encoded holin-like system. J Bacteriol, 2000. 182(23): p. 6791-7. 

36. Ludwig, A., et al., Release of latent ClyA cytolysin from Escherichia coli mediated by a 

bacteriophage-associated putative holin (BlyA) from Borrelia burgdorferi. Int J Med 

Microbiol, 2008. 298(5-6): p. 473-81. 

37. Anderton, J.M., et al., Whole-genome DNA array analysis of the response of Borrelia 

burgdorferi to a bactericidal monoclonal antibody. Infect Immun, 2004. 72(4): p. 2035-44. 

38. Gil-Cruz, C., et al., The porin OmpD from nontyphoidal Salmonella is a key target for a 

protective B1b cell antibody response. Proc Natl Acad Sci U S A, 2009. 106(24): p. 

9803-8. 



 23 

 

 



Colombo et al., Figure 1 

C. 

A. B. 



Colombo et al., Fig 2 

B. 

A. 



Colombo et al., Fig 3 

B. A. 

C. 



Colombo et al., Fig 4 

B. A. 



Colombo et al., Fig 5 

B. A. 


	Colombo Imm Res Manuscript-1.pdf
	B1b lymphocyte-derived antibodies control Borrelia hermsii independently of opsonophagocytosis

	Columbo Alpha Mu manu figs
	スライド番号 1
	スライド番号 2
	スライド番号 3
	スライド番号 4
	スライド番号 5



<<
  /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


