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Abstract

Introduction: The protein platform called the NOD-like-receptor -family member (NLRP)-3 inflammasome needs to
be activated to process intracellular caspase-1. Active caspase-1 is able to cleave pro-Interleukin (IL)-1b, resulting in
bioactive IL-1b. IL-1b is a potent proinflammatory cytokine, and thought to play a key role in the pathogenesis of
Lyme arthritis, a common manifestation of Borrelia burgdorferi infection. The precise pathways through which B.
burgdorferi recognition leads to inflammasome activation and processing of IL-1b in Lyme arthritis has not been
elucidated. In the present study, we investigated the contribution of several pattern recognition receptors and
inflammasome components in a novel murine model of Lyme arthritis.

Methods: Lyme arthritis was elicited by live B. burgdorferi, injected intra-articularly in knee joints of mice. To
identify the relevant pathway components, the model was applied to wild-type, NLRP3-/-, ASC-/-, caspase-1-/-,
NOD1-/-, NOD2-/-, and RICK-/- mice. As a control, TLR2-/-, Myd88-/- and IL-1R-/- mice were used. Peritoneal
macrophages and bone marrow-derived macrophages were used for in vitro cytokine production and
inflammasome activation studies. Joint inflammation was analyzed in synovial specimens and whole knee joints.
Mann-Whitney U tests were used to detect statistical differences.

Results: We demonstrate that ASC/caspase-1-driven IL-1b is crucial for induction of B. burgdorferi-induced murine
Lyme arthritis. In addition, we show that B. burgdorferi-induced murine Lyme arthritis is less dependent on NOD1/
NOD2/RICK pathways while the TLR2-MyD88 pathway is crucial.

Conclusions: Murine Lyme arthritis is strongly dependent on IL-1 production, and B. burgdorferi induces
inflammasome-mediated caspase-1 activation. Next to that, murine Lyme arthritis is ASC- and caspase-1-dependent,
but NLRP3, NOD1, NOD2, and RICK independent. Also, caspase-1 activation by B. burgdorferi is dependent on TLR2
and MyD88. Based on present results indicating that IL-1 is one of the major mediators in Lyme arthritis, there is a
rationale to propose that neutralizing IL-1 activity may also have beneficial effects in chronic Lyme arthritis.

Introduction
Lyme disease is a complex infectious disease, caused by
spirochetes of the Borrelia burgdorferi sensu lato family.
The initial host response toward Borrelia is mediated by
the innate immune system through recognition by pattern
recognition receptors (PRRs) [1-3].
Toll-like receptor 2 (TLR2) recognizes Borrelia species.

Cells from TLR2-deficient mice show decreased cytokine

production after exposure to Borrelia species [4], and
infection with live B. burgdorferi in these mice results in
up to 100-fold more spirochetes in their joints [5]. Cells
of humans bearing a single nucleotide polymorphism
(SNP) in their TLR2 gene show reduced cytokine produc-
tion when exposed to Borrelia-derived antigens [6].
Furthermore, we and others have found that TLR1/2, but
not TLR2/6, heterodimers are essential for B. burgdorferi-
dependent cytokine production [7,8]. The crucial role for
a TLR-mediated pathway was further underlined by stu-
dies using myeloid differentiation factor 88 (MyD88)
gene-deficient mice [9,10]. When Myd88-deficient mice
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were injected with live B. burgdorferi, highly elevated
spirochetal burden was found in several organs of the
mice, indicating the pivotal role of Myd88 in innate host
defense against Borrelia [11].
B. burgdorferi is recognized by the intracellular receptor

nucleotide-binding oligomerization domain-containing
protein 2 (NOD2), a member of the NOD-like receptor
(NLR) family. Recently, it was demonstrated that NOD2
is needed for optimal cytokine production after B. burg-
dorferi stimulation in mice, but does not affect the spiro-
chetal burden [12]. Cells from humans bearing the
NOD2 frameshift mutation produced less IL-1b when
exposed to B. burgdorferi, indicating that this PRR is also
important in Lyme disease [3].
The proinflammatory cytokine interleukin (IL)-1b is

known to play a major role in the pathogenesis of Lyme
arthritis [13-15]. Synthesis of its inactive precursor pro-
IL-1b is initiated by signals induced through PRRs [16],
processing of pro-IL-1b to yield the active cytokine
requires cleavage by caspase-1 [17]. In turn, caspase-1
activation needs assembly of a protein platform known as
the inflammasome, of which the NLR-family member
NLRP3 is the most studied [18].
In the present study, we explored the signaling path-

ways involved in recognition of B. burgdorferi by
immune cells and their effect on the induction of cyto-
kines. We investigated the two major recognition path-
ways for B. burgdorferi, TLR2-MyD88 and NOD2-
serine-threonine protein kinase with a caspase activation
and recruitment domain (RICK) in the induction of
Lyme arthritis. In addition, the role of components of
the NLRP3 inflammasome for Borrelia-induced Lyme
arthritis was explored.

Materials and methods
Borrelia burgdorferi cultures
B. burgdorferi ATCC strain 35210, was cultured at 33°C
in Barbour-Stoenner-Kelley (BSK)-H medium (Sigma-
Aldrich, St Louis, MI, USA) supplemented with 6% rab-
bit serum. Spirochetes were grown as described by
Oosting et al [19].

Animals
IL-1R knockout (KO) mice were from Jackson Labora-
tories (Bar Harbor, MA, USA) (B6.129S7-Il1r1tm1Imx/J).
Female wild-type (WT) (C57Bl/6J) and KO mice between
eight and ten weeks of age were used. The mice were fed
sterilized laboratory chow (Hope Farms, Woerden, The
Netherlands) and water ad libitum. The protocol was
approved by the Ethics Committee on Animal Experi-
ments of the Radboud University Nijmegen Medical Cen-
tre (RU-DEC-2011-013). MyD88-/-, TLR2-/-, NOD1-/-,
NOD2-/-, RICK-/-, ASC-/-, NLRP3-/-, and caspase-1-/-

mice were bred and maintained in the St. Jude Children’s
Research Hospital, Memphis, TN, USA, as previously
described [4,20-25]. Animal studies were conducted under
protocols approved by St. Jude Children’s Research Hospi-
tal Committee on Use and Care of Animals.

In vitro cytokine production
Bone marrow was isolated according to Oosting et al
[19]. For stimulation of bone marrow-derived macro-
phages (BMDMs) and cytokine measurements, see Addi-
tional file 1.

Western blot
Western blot analysis was performed according to the
procedure described by Oosting et al. [19].

Induction of Borrelia-induced joint inflammation and
histology
Joint inflammation was induced by intra-articular (i.a.)
injection of 1 × 107 live B. burgdorferi in 10 μL of PBS
into the right knee joint of naïve or KO mice. Four
hours after i.a. injection, mice were sacrificed and syno-
vial specimens were isolated. After 24 h, knee joints
were removed for histology. Before removal of the
joints, macroscopic score of the thickness of the joints
(without skin) was performed ranging from no swelling
(score is 0) or very severely swollen joints (score is
referred to as 3). Whole knee joints were removed and
fixed in 4% formaldehyde for seven days before decalcifi-
cation in 5% formic acid and processing for paraffin
embedding. Histology of 7 μM knee sections was per-
formed as described before [19].

RNA isolation and real-time quantitative PCR
RNA from mouse cells was isolated using TRIzol
reagent (Invitrogen, Carlsbad, CA, USA) following the
manufacturer’s instructions. Isolated RNA was reversed
transcribed into complementary DNA using iScript
cDNA synthesis kit (Bio-Rad Laboratories, Veenendaal,
The Netherlands). See Additional file 1 for quantitative
real-time PCR.

Isolation of patella biopsies and patella washout assays
After resection of the patella with surrounding tissue,
biopsies for mRNA expression assays were isolated
using 3 mm disposable biopsy punches (Miltex, Integra,
Germany) and immediately after isolation frozen in
liquid nitrogen. Samples were stored at -80°C until RNA
was extracted according to the method described above.
Before RNA isolation, biopsies were lysed using the
MagNALyser (Roche Applied Science, Penzberg, Ger-
many). Patella washout assays were performed as
described before [19].
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Statistical analysis
The data are expressed as mean ± SEM. Differences
between experimental groups were tested using the two-
sided Mann-Whitney U test performed on GraphPad
Prism version 4.0 software (GraphPad, San Diego, CA,
USA). P values of ≤0.05 were considered significant.

Results
Induction of murine Lyme arthritis by intra-articular
injection of live B. burgdorferi
Infection of C3H/HeN mice is a standard model for
Lyme arthritis. C3H/HeN mice are highly susceptible to
develop severe Lyme arthritis upon intradermal injection
with Borrelia. C57Bl/6 mice are known to develop only
mild symptoms caused by Borrelia species [26]. To
induce murine Lyme arthritis in C57Bl/6 mice, we used
several application routes, ranging from intraperitoneal,
intravenous, and intradermal in the lower back. How-
ever, none of these injection routes resulted in the
development of detectable arthritis in WT C57/Bl6 mice
(data not shown). In addition, we performed studies
with dose ranges up to 1 × 107 spirochetes per injection.
No signs of Borrelia-induced joint inflammation were
seen in the C57/Bl6 mice (data not shown).
It has been demonstrated in patients with Lyme

arthritis that Borrelia spirochetes were detected in syno-
vial fluid or tissue using either PCR or culture [27,28].
Therefore, we injected live Borrelia directly into knee
joints of C57Bl/6 mice to mimic the clinical practice of
patients with active Lyme arthritis. We were able to
induce joint inflammation resulting in joint swelling and
cell influx into the joint cavity up to day 7 after i.a.
injection of spirochetes (Figure 1A/B). Using this novel
model of Lyme arthritis we could address the goal of
the current study, to investigate the upstream mediators
of Borrelia burgdorferi-induced activation of the inflam-
masome and the contribution of individual components
of the inflammasome in Lyme arthritis.

Murine Lyme arthritis is strongly dependent on IL-1
production
IL-1 was shown already to play an important role in the
pathogenesis of Lyme disease, but the role in the devel-
opment of murine Lyme arthritis has never been
described so far [15]. To corroborate the role of IL-1 in
the induction of our novel murine model of Lyme arthri-
tis, IL-1R-deficient mice were injected intra-articularly
with live B. burgdorferi. Compared to WT mice, IL-1R-/-
mice exhibited significantly reduced joint swelling at early
(4 h) and late (48 h) time points (Figure 1A). This was
reflected by histology: IL-1R gene-deficient mice dis-
played a considerable reduction in the numbers of
inflammatory cells in the joint cavity when compared to
WT mice (Figure 1B). At 24 h and 48 h after induction

of Lyme arthritis, the cell influx was decreased in IL-
1R-/- mice (Figure 1C, upper left). In these mice, signifi-
cantly reduced protein concentrations of IL-1b and the
keratinocyte-derived chemokine (KC) were found in
patella washouts (Figure 1C, upper right). Synovial tissue
explants of IL-1R-/- mice showed less IL-1b, and IL-6
mRNA expression, 4 h after induction of Lyme arthritis
(Figure 1C, lower left). KC mRNA expression was found
to be similar between WT and IL-1R-/- mice (Figure 1C,
lower left). No differences between WT and IL-1R KO
mice were observed in IL-1b, IL-6, and KC production of
peritoneal macrophages stimulated with B. burgdorferi
(Figure 1C, lower right).

Borrelia-induced IL-1b production is NOD1/2 and RICK
independent
In humans, B. burgdorferi-induced IL-1b was partly
NOD2-dependent, but the role of this PRR in the devel-
opment of arthritis has never been demonstrated. The
roles of murine NOD1, NOD2, and RICK were explored
using mouse cells. BMDMs isolated from WT, NOD1-,
NOD2-, or RICK-deficient mice were stimulated with
either medium or B. burgdorferi. A clear induction of
mRNA coding for IL-1b was seen in WT BMDMs upon
stimulation with B. burgdorferi (Figure S1 in Additional
file 2). Surprisingly, NOD1, NOD2, and RICK appeared
not to be important for the induction of IL-1b after B.
burgdorferi recognition, whereas - as expected - TLR2
and MyD88 were (Figure 2A). In the absence of NOD1,
IL-1b mRNA as well as IL-1b protein levels were higher
than in cells of WT mice, indicating an inhibitory role
of NOD1 in B. burgdorferi-induced IL-1b production
(Figure S1 in Additional file 2 and Figure S2A in Addi-
tional file 3). The IL-1 induced by BMDMs was bioac-
tive in the IL-2 induction assay (Figure 2B). NOD1-,
NOD2-, and RICK-deficient cells induced IL-6 and
TNF-a production after exposure to B. burgdorferi (Fig-
ure S1 in Additional file 2).

TLR2- and MyD88-mediated pathways are crucial for the
Borrelia-induced IL-1b production
BMDMs isolated from WT, TLR2-/-, and MyD88-/- mice
were exposed to either medium or B. burgdorferi. TLR2
and MyD88 are not only crucial for the induction of IL-
1b-mRNA, but also important for the B. burgdorferi-
induced IL-1b protein secretion in the supernatant (Figure
S1 in Additional file 2 and Figure S2A in Additional file 3).
The IL-1b induced by BMDMs from WT mice was

bioactive in the IL-2 assay, whereas no bioactive IL-1
production was seen by BMDMs of TLR2-/- and
MyD88-/- mice (Figure 2B). In line with previous results,
TLR2 and MyD88 are also critical for B. burgdorferi-
induced IL-6 and TNF-a production on both protein and
mRNA level (Figure S1B/C in Additional file 2).
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Caspase-1 activation by B. burgdorferi is dependent on
TLR2 and MyD8
Inactive pro-caspase-1 needs to be cleaved to yield
active caspase-1 before it can process pro-IL-1b. To
identify the signaling cascades involved in B. burgdor-
feri-induced caspase-1 activation, BMDMs of TLR2-,
MyD88-, NOD1-, NOD2-, or RICK-deficient mice were
exposed to either medium (control) or B. burgdorferi
plus adenosine triphosphate (ATP). Thereafter, Western
blot analysis was performed using a specific antibody
detecting the active subunit of caspase-1. WT cells sti-
mulated with B. burgdorferi and ATP expressed the
cleaved caspase-1 (Figure 2C). Surprisingly, activation of
caspase-1 in BMDMs by B. burgdorferi is entirely depen-
dent on TLR2- and Myd88-mediated pathways, whereas
NOD1, NOD2, and RICK signaling pathways are not
required for caspase-1 activation (Figure 2C).

B. burgdorferi induces murine Lyme arthritis through
TLR2 and MyD88
As described before, both TLR2 and MyD88 play a criti-
cal role in B. burgdorferi-induced caspase-1 activation

and subsequent IL-1b production in vitro. To assess the
roles of these molecules in vivo, we induced Lyme
arthritis by injecting live B. burgdorferi spirochetes into
knee joints of WT, TLR2-, or MyD88-deficient mice. In
addition, we investigated NOD1, NOD2, and RICK KO
mice. Lyme arthritis, detected as joint swelling of the
injected knee, could be clearly seen in WT mice. Both
TLR2- and MyD88-deficient mice displayed significantly
less joint swelling 4 h after induction of Lyme arthritis
(Figure 3A). The lack of joint swelling was still notice-
able after 24 h (Figure 3A). Interestingly, NOD1 KO
mice displayed severe swelling, similar to that seen in
WT mice. The expression of Lyme arthritis in NOD2
and RICK KO mice was significantly lower than in WT
animals, both at early (4 h) and late (24 h) phases (Fig-
ure 3A). Next to joint swelling, the cell influx into the
joint cavity at 24 h was assessed. In WT mice, the syno-
vial lining was thickened and more cells, mainly neutro-
phils infiltrated into the joint cavity (Figure 3B and 3C).
In both TLR2-, and MyD88-gene-deficient mice the
synovial lining was less inflamed and significant reduced
cell influx could be observed (Figure 3B and 3C).

Figure 1 Murine Lyme arthritis is IL-1-dependent. (A) Macroscopic score of the knees in either wild-type (WT) (white bars), or IL-1 Receptor-/-
mice (black bars). After 4, 24, and 48 hours of intra-articular (i.a.) injection of 1 × 10^7 live B. burgdorferi, at least 10 knees per group. Data are
mean ± SEM from eight animals in each group; ***P <0.0001; Mann-Whitney U test, two-tailed. (B) Murine Lyme arthritis in WT, or IL-1R-/- mice.
Histology (H&E staining) 24, and 48 hours after i.a. injection of B. burgdorferi in knee joints. 200× magnification; P, patella; F, femur; JC, joint
cavity; SL, synovial lining. Scale bar represents 100 μM. (C) Upper left: Scored cell influx after 24 and 48 hours of i.a. injection with B. burgdorferi.
Upper right and lower left: 4 hours after i.a. injection of 1 × 10^7 live B. burgdorferi in 10 μL of PBS, patellae were cultured for 1 h and IL-1b, IL-6
and keratinocyte-derived chemokine (KC) protein levels and mRNA expression levels were measured using Luminex and qPCR, respectively.
Lower right: After 24 hours of infection, 1 × 10^5 peritoneal macrophages were stimulated for 24 hours with live B. burgdorferi. White bars
represent cytokine induction by WT mice, black bars are IL-1R gene-deficient mice, at least five animals/group. *P <0.05, **P <0.01; Mann-
Whitney U test, two-sided.
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Inflammasome-mediated activation of caspase-1 by
B. burgdorferi
The roles of inflammasome components apoptosis-asso-
ciated speck-like protein containing a caspase recruit-
ment domain (CARD) (ASC), and NLRP3 in the B.
burgdorferi-induced caspase-1 activation were assessed.
Caspase-1 activation could be clearly detected when
BMDMs of WT mice were exposed to B. burgdorferi,
but was completely absent in cells from mice deficient
in NLRP3, ASC, or caspase-1 (Figure 4A). Subsequently,
NLRP3, ASC, and caspase-1 are crucial for total IL-1b
protein production after B. burgdorferi stimulation (Fig-
ure 4B). Interestingly, a significantly decreased concen-
tration of bioactive IL-1 could be observed in absence of
ASC, NLRP3, or caspase-1, as compared to WT mice
(Figure 4C). Transcription of IL-1b mRNA was not
influenced by deficiency of the inflammasome compo-
nents after B. burgdorferi stimulation of BMDMs (Figure
S2A in Additional file 3). No differences in mRNA and
protein levels of both IL-6 and TNF-a could be detected
between WT, ASC-, NLRP3-, or caspase-1-deficient
BMDM after stimulation with B. burgdorferi (Figure
S2B/C in Additional file 3).

Murine Lyme arthritis is ASC- and caspase-1-dependent,
but NLRP3 independent
To assess the role of the inflammasome components in
vivo, WT mice, NLRP3-/-, ASC-/-, and caspase-1-/- mice
were injected with live B. burgdorferi and joint swelling
was assessed after 4 h and 24 h (Figure 5A). ASC and
caspase-1 knockout mice showed significantly reduced
joint swelling after local B. burgdorferi injection, whereas
NLRP3-gene-deficient mice displayed joint inflammation
similar to WT animals (Figure 5A). ASC and caspase-1
KO mice had also less thickened synovial linings than
WT animals, and less cell influx into the joint cavity
could be observed in these mice (Figure 5B/C). Of inter-
est, NLRP3 is not critical in the induction of murine
Lyme arthritis.

NLRP3-independent local cytokine production after B.
burgdorferi injection
The strong reduction of arthritis was in line with the find-
ings that the local cytokine production was ablated in both
TLR2-, and MyD88-deficient mice (Figure 6). Synovial tis-
sue explants revealed that both the mRNA expression as
the protein production of IL-1b, IL-6, and KC was almost
absent in TLR2 and MyD88 knockout mice (Figure 6A/C).
A remarkable finding was the fact that NOD1, NOD2, and
RICK signaling does not seem to be involved in the cell
influx as similar numbers of inflammatory cells were
found in the joint cavity as in WT mice (Figure 3B). This
is in sharp contrast to the strongly reduced synovial pro-
duction of IL-6, and KC in NOD1-/-, NOD2-/-, and

Figure 2 TLR2 and MyD88 drive Borrelia-induced IL-1b
production. (A) 0.5 × 10^6 Bone marrow-derived macrophages
(BMDMs) from wild-type (WT), TLR2-/-, MyD88-/-, NOD1-/-, NOD2-/-,
and RICK-/- mice were stimulated for 24 hours with either medium
(Med), or 5 × 10^6 spirochetes per mL live B. burgdorferi (black
bars). IL-1b protein levels in supernatant expressed in picograms per
mL after BMDM exposure for 24 hours to B. burgdorferi. BMDMs are
isolated from at least five animals per group, protein measurements
were performed in duplicate. (B) IL-2 protein levels in nanograms
per mL after BMDM stimulation with medium (Med), or 5 × 10^6 B.
burgdorferi per mL for 24 hours, using cells from different knockout
mice. (C) 3 × 10^6 BMDMs from five WT C57Bl/6, TLR2-/-, MyD88-/-,
NOD1-/-, NOD2-/-, or RICK-/- mice were incubated for 24 hours with
or without 1 × 10^6 B. burgdorferi with adenosine triphosphate
(ATP) (3 mM) for 30 minutes. Cleaved caspase-1 was detected by
Western blotting using antibodies to detect the inactive caspase-1
(p45) or active caspase-1 (p20). The control conditions were already
published in an earlier article by our group [19]. Borrelia and ATP by
itself are unable to induce caspase-1 activation, the combination of
the two are crucial for inducing cleavage. MyD88, myeloid
differentiation factor 88; NOD, nucleotide-binding oligomerization
domain; RICK, serine-threonine protein kinase with a caspase
activation and recruitment domain; TLR, Toll-like receptor.
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RICK-/- mice, although NOD1-deficient mice produced
similar amounts of IL-1b as WT mice and NOD2-/- and
RICK-/- mice showed only 50% reduction in IL-1b (Figure
6). The inhibitory effect of NOD1 seen in Figure 3 for Bor-
relia-induced IL-1b production could not be observed
using BMDM stimulation.
Next, we examined the local cytokine production in

patellae after injection of B. burgdorferi. Levels of IL-1b,
IL-6, and KC mRNA expression in synovial tissue of
ASC and caspase-1-deficient mice was found to be

significantly lower, with exception of NLRP3-deficient
mice as compared to WT mice (Figure 6A). Similar
results were observed for synovial IL-6 and KC mRNA
expression (Figure 6B/C). Cytokine measurements in
patella washouts showed that IL-1b production by the
inflamed synovium was dependent on ASC and caspase-
1, but not on NLRP3 (Figure 6A). This was also true for
induction of IL-6, and KC (Figure 6B/C). Both ASC and
caspase-1 are pivotal components for the induction of
the latter cytokines.

Figure 3 B. burgdorferi-induced murine Lyme arthritis is dependent on TLR2 and MyD88. (A) Macroscopic score of the knees in wild-type
(WT), TLR2 knockout (KO), MyD88 KO, NOD1 KO, NOD2 KO, and RICK KO mice. After 4 hours and 24 hours of intra-articular (i.a.) injection of 1 ×
10^7 live B. burgdorferi, at least 10 knees per group. Data are mean ± SEM from 10 knees in each group; **P <0.01; ***P <0.0001, Mann-Whitney
U test, two-tailed. (B) Scored cell influx 1 day after i.a. injection of B. burgdorferi. Data are mean ± SEM from 10 knees in each group; **P <0.01;
Mann-Whitney U test, two-tailed. (C) Murine Lyme arthritis in WT, TLR2 KO, MyD88 KO, NOD1 KO, NOD2 KO, and RICK KO mice. Histology (H&E
staining) 1 day after i.a. injection of B. burgdorferi in knee joints. 200× magnification; P, patella; F, femur; JC, joint cavity; SL, synovial lining. Scale
bar represents 100 μM. MyD88, myeloid differentiation factor 88; NOD, nucleotide-binding oligomerization domain; RICK, serine-threonine protein
kinase with a caspase activation and recruitment domain; TLR, Toll-like receptor.
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Discussion
In the present study, we describe for the first time the
role of TLR2 and MyD88 in vivo in a murine model of
Lyme arthritis elicited by local injection of B. burgdor-
feri. TLR2 and MyD88 are crucial for B. burgdorferi-
dependent caspase-1 activation and subsequent IL-1b
production in vitro by bone marrow-derived macro-
phages. Mice deficient in TLR2 or MyD88 display less
joint swelling after i.a. injection of B. burgdorferi and
fewer cells are attracted toward the joint cavity. In addi-
tion to TLR2 and MyD88, the inflammasome compo-
nents ASC and caspase-1 are essential for IL-1b
production by B. burgdorferi-stimulated BMDMs in
vitro, and also are pivotal in the development of murine
Lyme arthritis. The NOD1/NOD2/RICK pathway is also
involved in synovial cell activation by B. burgdorferi, but
is not essential for the production of IL-1b and for the
influx of inflammatory cells into the joint cavity.
It is known that genetic background of mice influ-

ences the susceptibility for several experimental disease
models [29,30]. This holds also true for the induction
and maintenance of experimental murine Lyme disease.
C3H/HeN mice are highly susceptible to develop severe
arthritis upon intradermal injection with Borrelia. How-
ever, these C3H/HeN mice also display a defect in IL-12
production and therefore lack IL-12/IL-18-induced IFN-
g production upon stimulation with pathogens [31].
This is in contrast to cells from C57Bl/6 mice that pro-
duce IFN-g after Borrelia exposure [19]. This might
explain the susceptibility of the C3H/HeN mice to the
development of Lyme arthritis. Lacking IFN-g produc-
tion results in less killing of invading Borrelia bacteria,
resulting in dissemination through the body. In our
study, we used C57Bl/6 mice, which do not display any
defects in immune responses and therefore will reflect
the disease development in humans more appropriately.
It has been suggested earlier [15], that IL-1 is a key player

in the pathogenesis of Lyme arthritis. Patients with Lyme
arthritis who were found to have elevated synovial concen-
trations of IL-1 Receptor antagonist (IL-1Ra) in combina-
tion with low concentrations of IL-1b showed a rapid
resolution of Lyme arthritis. These data are in line with the
results of the present study in murine Lyme arthritis. Mice
deficient for the IL-1 receptor showed significantly attenu-
ated B. burgdorferi-induced arthritis. In addition, decreased
levels of IL-1b were noted in mice without functional IL-
1R. Both mRNA expression and protein concentrations of
IL-1b were lower in synovial cells lacking IL-1R, when
compared to WT mice. These findings point towards an
amplification loop in the local production of IL-1b via its
receptor during the onset of Lyme arthritis.
Before active IL-1b can be secreted, the inflammasome

needs to be assembled intracellularly by heteromultimer-
ization [17]. NLRP3 is seen as one of the major NLRs

Figure 4 Inflammasome components are necessary for B.
burgdorferi-induced IL-1b. (A) 3 × 10^6 Bone marrow-derived
macrophages (BMDMs) from wild-type (WT), NLRP3-, ASC-, and
caspase-1 gene-deficient mice were stimulated for 24 hours with or
without 1 × 10^6 B. burgdorferi with adenosine triphosphate (ATP)
(3 mM) for 30 minutes. Cleaved caspase-1 was detected by Western
blotting using antibodies to detect the inactive caspase-1 (p45) or
active caspase-1 (p20). (B) IL-1b protein levels in the supernatant
expressed in picograms per milliliter after BMDM exposure for 24
hours to B. burgdorferi, using WT, NLRP3-, ASC-, or caspase-1 gene-
deficient mice. BMDMs are isolated from at least five animals per
group, protein measurements were performed in duplicates. (C) IL-2
protein levels in nanograms per mL after BMDM stimulation with
medium (Med), or 5 × 10^6 B. burgdorferi per mL for 24 hours,
using cells from different knockout mice. ASC, apoptosis-associated
speck-like protein containing a caspase recruitment domain (CARD);
NLRP3, nucleotide oligomerization domain (NOD)-like receptor P3.
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that activates the inflammasome, followed by the clea-
vage of pro-caspase-1. In our hands, using caspase-1-
deficient mice, caspase-1 seems to be the major enzyme
to cleave pro-IL-1b. However, at later time points after
Borrelia exposure, caspase-1 might play a different role.
Liu et al., [32] showed that caspase-1 KO mice display
higher arthritis scores at day 14 postinfection. On day
45, the arthritis scores in these mice are lower as com-
pared to WT-type mice. However, the inoculation
method between this study and our data differs and
might cause a different amount of spirochetes in the
joint at early time points. Next to this, recently it was
demonstrated that the caspase-1 KO mice used in these
studies were in fact double KO; they also lack functional
caspase-11 [33]. Recently, it was demonstrated that mice
deficient for only caspase-1 were more susceptible for
intracellular infections [34]. The caspase-1/11 deficient
mice were less susceptible, indicating that caspase-11

may dampen the effect of caspase-1 in our findings.
Taken this together, caspase-1 plays an important role
in the induction of an inflammatory response against
Borrelia spirochetes in the joint, but is less important in
controlling spirochete burden at later time points.
Here we show that in vitro activation of caspase-1 in

BMDMs after B. burgdorferi exposure, as well as pro-
duction of IL-1b protein and bioactive IL-1b, is indeed
NLRP3-dependent (Figure 4). However, i.a. injection of
B. burgdorferi did not differ between NLRP3 KO and
WT mice in terms of joint inflammation and cytokine
production. These results support recent reports show-
ing that NLRP3 is not involved in other murine models
of arthritis, such as antigen-induced arthritis, collagen-
induced arthritis, or gouty arthritis [35-37]. We cannot
fully explain the difference in NLRP3 dependency
between the in vitro and in vivo induction of IL-1b by
B. burgdorferi. Explanations may be sought in in vivo

Figure 5 ASC and caspase-1-dependent role in murine Lyme arthritis. (A) Macroscopic score of the knees in wild-type (WT), NLRP3, ASC,
and caspase-1 knockout mice. After 4 hours and 24 hours of intra-articular (i.a.) injection of 1 × 10^7 live B. burgdorferi, at least 10 knees per
group. Data are mean ± SEM from 10 knees in each group; **P <0.01; ***P <0.0001; Mann-Whitney U test, two-tailed. (B) Scored cell influx 1 day
after i.a. injection of B. burgdorferi. Data are mean ± SEM from 10 knees in each group; *P <0.05; Mann-Whitney U test, two-tailed. (C) Murine
Lyme arthritis in WT, NLRP3, ASC, and caspase-1 knockout mice. Histology (H&E staining) 1 day after i.a. injection of B. burgdorferi in knee joints.
200× magnification; P, patella; F, femur; JC, joint cavity; SL, synovial lining. Scale bar represents 100 μM. ASC, apoptosis-associated speck-like
protein containing a caspase recruitment domain (CARD); NLRP3, nucleotide oligomerization domain (NOD)-like receptor P3.
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Figure 6 TLR2- and MyD88-dependent and NLRP3 independent local cytokine production in synovium. (A) IL-1b mRNA expression and
protein levels, IL-6 mRNA expression and protein (B), or keratinocyte-derived chemokine (KC) mRNA expression and protein (C), in biopsies
isolated from synovial tissues from either wild-type (WT), TLR2-, MyD88-, NOD1-, NOD2-, RICK-, NLRP3-, ASC-, and caspase-1 gene-deficient mice.
Four hours after intra-articular (i.a.) injection with 1 × 10^7 live B. burgdorferi. At least five animals per group, bars represent mean ± SEM; *P
<0.05; **P <0.01; ***P <0.0001, Mann-Whitney U test, two-sided. (A-C Right panels) Four hours after i.a. injection of 1 × 10^7 live B. burgdorferi in
10 mL of PBS, patellae from five WT C57BL/6 mice or knockout mice were cultured for 1 h and IL-1b (A), IL-6 (B), and KC (C) levels were
measured using Luminex. Data are represented as mean ± SEM; five animals in each group; **P <0.01, ***P <0.001; Mann-Whitney U test, two-
tailed. ASC, apoptosis-associated speck-like protein containing a caspase recruitment domain (CARD); MyD88, myeloid differentiation factor 88;
NLRP3, NOD-like receptor P3; NOD, nucleotide-binding oligomerization domain; RICK, serine-threonine protein kinase with a caspase activation
and recruitment domain; TLR, Toll-like receptor.
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activation of additional inflammasomes, or triggering of
ASC-caspase-1 independently of NLRs [38-40], but this
remains to be demonstrated.
Interestingly, ASC was found to be pivotal in the

induction of Lyme arthritis. It is known that ASC is not
just an adaptor protein within the inflammasome, but
also has a role in antigen presentation and lymphocyte
migration. It addition, it has been demonstrated that
ASC controls mRNA stability and expression of Dock2,
which is involved in Rac activation in immune cells [41].
Finally, ASC has been associated with NF�B signaling
[42], which is the major pathway in the production of
several cytokines.
In contrast to TLR2-MyD88, neither NOD1 nor

NOD2 were involved in the B. burgdorferi-triggered cas-
pase-1 activation and bioactive IL-1b production in
BMDMs (Figure 2B/C). However, in vivo we note a
NOD1/NOD2/RICK-dependent cytokine production in
synovial explants from mice with Lyme arthritis (Figure
6). The latter findings are in line with a recent report
[3] in humans lacking functional NOD2, which show
that Borrelia-induced IL-1b production is partly NOD2-
dependent. Apparently, the recognition of B. burgdorferi
by murine or human immune cells through PRRs differs.
Although earlier results demonstrate a specific role for
RICK and NOD2 in the recognition and induction of
Borrelia-dependent IL-1b production by human cells,
we were unable to detect the important role for NOD2
in vivo for cell influx in murine Lyme arthritis [3]. How-
ever, the role of these PRRs in the in vitro cytokine
induction using murine cells could be confirmed in the
present study.
An inhibitory role for NOD1 could be demonstrated

in this manuscript, but was not found when studying
human cytokine responses upon Borrelia stimulation.
These discrepant observations might certainly be
explained by differences between host species, it is
described that humans express different PRR and
explore different methods to induce a proper immune
response against pathogens. Murine cells produce proin-
flammatory cytokines after B. burgdorferi exposure, such
as IL-1b, KC, and TNF-a. Whether this difference is
caused by hyperactive TLR2 signaling or lack of NOD2-
mediated suppression is not elucidated yet.
The role of MyD88 in experimental Lyme disease, but

also in the host response against B. burgdorferi was stu-
died previously [43-45]. MyD88-deficient mice displayed
severely higher amounts of spirochetes in several tissues,
including the joints [11,43]. It was shown that MyD88
knockout mice infected with live B. burgdorferi displayed
more severe arthritis and cell influx as compared to
infected WT mice [43]. Therefore, it was concluded in
this study that Lyme arthritis occurs without the pre-
sence of the MyD88 molecule. However, these findings

can be explained by the fact that MyD88-deficient mice
suffer from a higher spirochetal burden than WT mice.
The excessive spirochetal load in the organs causes
hyperinflammation that is MyD88-independent.
In the present study, we detected an important role

for MyD88 in the development of early murine Lyme
arthritis. Mice deficient in this adaptor molecule were
not able to develop arthritis after i.a. injection of B.
burgdorferi. TLR2 gene-deficient mice were also unable
to induce Lyme arthritis at early time points after injec-
tion of spirochetes. These data suggest that TLR2-
MyD88 signaling is very important during the onset of
Lyme arthritis.
The treatment of patients suffering from Lyme arthritis

is a challenge for clinicians, as treatment is often ineffec-
tive. Patients suffering from gout, rheumatoid arthritis, or
other inflammatory joint diseases benefit from treatment
with the IL-1 receptor antagonist (Anakinra) [46,47].
Based on present results indicating that IL-1 is one of the
major mediators in Lyme arthritis, there is a rationale to
propose that neutralizing IL-1 activity may also have ben-
eficial effects in chronic Lyme arthritis. Apart from IL-
1Ra, anti-IL-1b antibodies like Canakinumab might be
useful for treatment of Lyme disease since these antibo-
dies express a long half-life in humans. Thus, understand-
ing the precise pathogenesis of Lyme disease may reveal
novel therapeutic modalities in the near future.

Conclusions
In the present study, we have demonstrated that murine
Lyme arthritis is strongly dependent on IL-1 production.
Next to that, murine Lyme arthritis is ASC and caspase-
1-dependent, but NLRP3, NOD1, NOD2, and RICK
independent. Caspase-1 activation by B. burgdorferi is
dependent on TLR2 and MyD88.
In light of these findings, we propose a critical role for

TLR2-MyD88-NLR-ASC-caspase-1 cascade-mediated
IL-1b production in the pathogenesis of Lyme arthritis.
The treatment of patients suffering from Lyme arthritis
is still challenging for clinicians, and treatment for
patients with chronic Lyme disease is often ineffective.
Based on the present results indicating that IL-1 is one
of the major mediators in Lyme arthritis, it is rationale
to propose that neutralizing IL-1 activity may also have
beneficial effects in chronic Lyme arthritis.

Additional material

Additional file 1: Supplemental materials and methods. The missing
information from the Materials and methods section.

Additional file 2: Figure S1. IL-1b mRNA expression is TLR2- and
MyD88-dependent. (A) IL-1b mRNA expression levels (x 1000) in bone
marrow-derived macrophages isolated from wild-type (WT), TLR2-,
MyD88-, NOD1-, NOD2-, and RICK gene-deficient mice. mRNA expression
after 24 hours of stimulation with either medium or 5 × 10^6 B.
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burgdorferi per mL. At least five animals per group, bars represent mean
± SEM. *P <0.05; Mann-Whitney U test, two-tailed. IL-6 (B) and TNF-a (C)
mRNA expression and protein production (in ng/mL for IL-6, and pg/mL
for TNF-a, respectively) by bone marrow-derived macrophages isolated
from WT, TLR2-, MyD88-, NOD1-, NOD2-, and RICK gene-deficient mice.
mRNA expression after 24 hours of stimulation with either medium or 5
× 10^6 B. burgdorferi per mL. At least five animals per group, bars
represent mean ± SEM. MyD88, myeloid differentiation factor 88; Nod,
nucleotide-binding oligomerization domain; RICK, serine-threonine
protein kinase with a caspase activation and recruitment domain; TLR,
Toll-like receptor.

Additional file 3: Figure S2. Inflammasome-independent IL-1b
transcription. (A) IL-1b mRNA expression levels (× 1000) in bone
marrow-derived macrophages isolated from wild-type (WT), NLRP3-, ASC-,
and caspase-1 gene-deficient mice. mRNA expression after 24 hours of
stimulation with either medium or 5 × 10^6 B. burgdorferi per mL. At
least five animals per group, bars represent mean ± SEM. IL-6 (B) and
TNF-a (C) mRNA expression and protein production (in ng/mL for IL-6,
and pg/mL for TNF-a, respectively) by bone marrow-derived
macrophages isolated from WT, NLRP3-, ASC-, and caspase-1 gene-
deficient mice. mRNA expression after 24 hours of stimulation with either
medium or 5 × 10^6 B. burgdorferi per mL. At least five animals per
group, bars represent mean ± SEM. ASC, apoptosis-associated speck-like
protein containing a caspase recruitment domain (CARD); NLRP3,
nucleotide oligomerization domain (NOD)-like receptor P3.
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ASC: apoptosis-associated speck-like protein containing a CARD; ATP:
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articular; IFN: interferon; IL: interleukin; KC: keratinocyte-derived chemokine;
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receptor; TNF: tumor necrosis factor; WT: wild-type.

Acknowledgements
Kathrin Buffen was supported by the Dutch Arthritis Association (NR 10-1-
303). M.G. Netea was supported by a Vici grant of the Netherlands
Organization for Scientific Research. T-D. Kanneganti was supported by
National Institute of Health (Grant R01AR056296), and the American
Lebanese Syrian Associated Charities (ALSAC).
We thank P. Vandenabeele (Ghent University, Ghent, Belgium) for the
generous supply of rabbit anti-mouse caspase-1 antibody. Monique M.
Helsen (Department of Rheumatology) is acknowledged for excellent
histology. We also would like to thank Carla Bartels (Department of Medical
Microbiology, Radboud University Nijmegen Medical Centre), for culturing
and counting Borrelia spirochetes.

Author details
1Department of Medicine, Radboud University Nijmegen Medical Centre,
Geert Grooteplein zuid 8, Nijmegen, 6525GA,The Netherlands. 2Nijmegen
Institute of Infection, Inflammation and Immunity (N4i), Radboud University
Nijmegen Medical Centre, Geert Grooteplein zuid 8, Nijmegen, 6525GA,The
Netherlands. 3Department of Immunology, St. Jude Children’s Research
Hospital, 262 Danny Thomas Place, Memphis, TN 38105, USA. 4Department
of Microbiology, Radboud University Nijmegen Medical Centre, Geert
Grooteplein zuid 10, Nijmegen, 6525GA, The Netherlands. 5Department of
Rheumatology, Radboud University Nijmegen Medical Centre, Nijmegen,
Geert Grooteplein zuid 10, 6525GA, The Netherlands.

Authors’ contributions
MO, KB, RKSM, IV, MIK, FLV, TDK, and LABJ performed the experiments and
drafted the manuscript. PS cultured and counted the Borrelia spirochetes.
MIK performed the histology procedure. MO, KB, RKSM, PS, IV, MIK, FLV,

JWMM, MGN, TDK, and LABJ critically revised the manuscript and approved
the final manuscript.

Competing interests
The authors declare that they have no competing interests.

Received: 7 August 2012 Revised: 12 October 2012
Accepted: 8 November 2012 Published: 13 November 2012

References
1. Berende A, Oosting M, Kullberg BJ, Netea MG, Joosten LA: Activation of

innate host defense mechanisms by Borrelia. Eur Cytokine Netw 2010,
21:7-18.

2. Cervantes JL, Dunham-Ems SM, La Vake CJ, Petzke MM, Sahay B, Sellati TJ,
Radolf JD, Salazar JC: Phagosomal signaling by Borrelia burgdorferi in
human monocytes involves Toll-like receptor (TLR) 2 and TLR8
cooperativity and TLR8-mediated induction of IFN-{beta}. Proc Natl Acad
Sci USA 2011, 108:3683-3688.

3. Oosting M, Berende A, Sturm P, Ter Hofstede HJ, de Jong DJ,
Kanneganti TD, Van der Meer JW, Kullberg BJ, Netea MG, Joosten LA:
Recognition of Borrelia burgdorferi by NOD2 is central for the induction
of an inflammatory reaction. J Infect Dis 2010, 201:1849-1858.

4. Wooten RM, Ma Y, Yoder RA, Brown JP, Weis JH, Zachary JF, Kirschning CJ,
Weis JJ: Toll-like receptor 2 is required for innate, but not acquired, host
defense to Borrelia burgdorferi. J Immunol 2002, 168:348-355.

5. Wang G, Ma Y, Buyuk A, McClain S, Weis JJ, Schwartz I: Impaired host
defense to infection and Toll-like receptor 2-independent killing of
Borrelia burgdorferi clinical isolates in TLR2-deficient C3H/HeJ mice.
FEMS Microbiol Lett 2004, 231:219-225.

6. Schröder NW, Diterich I, Zinke A, Eckert J, Draing C, von Baehr V,
Hassler D, Priem S, Hahn K, Michelsen KS, Hartung T, Burmester GR,
Göbel UB, Hermann C, Schumann RR: Heterozygous Arg753Gln
polymorphism of human TLR-2 impairs immune activation by Borrelia
burgdorferi and protects from late stage Lyme disease. J Immunol 2005,
175:2534-2540.

7. Ozinsky A, Underhill DM, Fontenot JD, Hajjar AM, Smith KD, Wilson CB,
Schroeder L, Aderem A: The repertoire for pattern recognition of
pathogens by the innate immune system is defined by cooperation
between toll-like receptors. Proc Natl Acad Sci USA 2000, 97:13766-13771.

8. Oosting M, Ter HH, Sturm P, Adema GJ, Kullberg BJ, Van der Meer JW,
Netea MG, Joosten LA: TLR1/TLR2 heterodimers play an important role in
the recognition of Borrelia spirochetes. PLoSOne 2011, 6:e25998.

9. Kawai T, Akira S: TLR signaling. Cell Death Differ 2006, 13:816-825.
10. Dennis VA, Dixit S, O’Brien SM, Alvarez X, Pahar B, Philipp MT: Live Borrelia

burgdorferi spirochetes elicit inflammatory mediators from human
monocytes via the Toll-like receptor signaling pathway. Infect Immun
2009, 77:1238-1245.

11. Behera AK, Hildebrand E, Bronson RT, Perides G, Uematsu S, Akira S, Hu LT:
MyD88 deficiency results in tissue-specific changes in cytokine induction
and inflammation in interleukin-18-independent mice infected with
Borrelia burgdorferi. Infect Immun 2006, 74:1462-1470.

12. Petnicki-Ocwieja T, Defrancesco AS, Chung E, Darcy CT, Bronson RT,
Kobayashi KS, Hu LT: Nod2 suppresses Borrelia burgdorferi mediated
murine lyme arthritis and carditis through the induction of tolerance.
PLoSOne 2011, 6:e17414.

13. Beck G, Habicht GS, Benach JL, Coleman JL, Lysik RM, O’Brien RF: A role for
interleukin-1 in the pathogenesis of Lyme disease. Zentralbl Bakteriol
Mikrobiol Hyg A 1986, 263:133-136.

14. Habicht GS, Beck G, Benach JL: The role of interleukin-1 in the
pathogenesis of Lyme disease. Ann NY Acad Sci 1988, 539:80-86.

15. Miller LC, Lynch EA, Isa S, Logan JW, Dinarello CA, Steere AC: Balance of
synovial fluid IL-1 beta and IL-1 receptor antagonist and recovery from
Lyme arthritis. Lancet 1993, 341:146-148.

16. Dinarello CA: Blocking IL-1 in systemic inflammation. J Exp Med 2005,
201:1355-1359.

17. Eder C: Mechanisms of interleukin-1beta release. Immunobiology 2009,
214:543-553.

18. van d, Netea MG, Dinarello CA, Joosten LA: Inflammasome activation and
IL-1beta and IL-18 processing during infection. Trends Immunol 2011,
32:110-116.

Oosting et al. Arthritis Research & Therapy 2012, 14:R247
http://arthritis-research.com/content/14/6/R247

Page 11 of 12

http://www.biomedcentral.com/content/supplementary/ar4090-S3.TIFF
http://www.ncbi.nlm.nih.gov/pubmed/20146985?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20146985?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21321205?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21321205?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21321205?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20441518?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20441518?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11751980?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11751980?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14987768?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14987768?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14987768?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16081826?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16081826?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16081826?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11095740?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11095740?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11095740?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16410796?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19139200?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19139200?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19139200?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16495516?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16495516?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16495516?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/3495083?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/3495083?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/3263828?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/3263828?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8093746?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8093746?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8093746?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15867089?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19250700?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21333600?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21333600?dopt=Abstract


19. Oosting M, van d, Kanneganti TD, Sturm P, Verschueren I, Berende A, Van
der Meer JW, Kullberg BJ, Netea MG, Joosten LA: Borrelia species induce
inflammasome activation and IL-17 production through a caspase-1-
dependent mechanism. Eur J Immunol 2011, 41:172-181.

20. Adachi O, Kawai T, Takeda K, Matsumoto M, Tsutsui H, Sakagami M,
Nakanishi K, Akira S: Targeted disruption of the MyD88 gene results in
loss of IL-1- and IL-18-mediated function. Immunity 1998, 9:143-150.

21. Chamaillard M, Hashimoto M, Horie Y, Masumoto J, Qiu S, Saab L, Ogura Y,
Kawasaki A, Fukase K, Kusumoto S, Valvano MA, Foster SJ, Mak TW,
Nuñez G, Inohara N: An essential role for NOD1 in host recognition of
bacterial peptidoglycan containing diaminopimelic acid. Nat Immunol
2003, 4:702-707.

22. Kanneganti TD, Ozören N, Body-Malapel M, Amer A, Park JH, Franchi L,
Whitfield J, Barchet W, Colonna M, Vandenabeele P, Bertin J, Coyle A,
Grant EP, Akira S, Núñez G: Bacterial RNA and small antiviral compounds
activate caspase-1 through cryopyrin/Nalp3. Nature 2006, 440:233-236.

23. Kobayashi K, Inohara N, Hernandez LD, Galan JE, Nunez G, Janeway CA,
Medzhitov R, Flavell RA: RICK/Rip2/CARDIAK mediates signalling for
receptors of the innate and adaptive immune systems. Nature 2002,
416:194-199.

24. Kobayashi KS, Chamaillard M, Ogura Y, Henegariu O, Inohara N, Nunez G,
Flavell RA: Nod2-dependent regulation of innate and adaptive immunity
in the intestinal tract. Science 2005, 307:731-734.

25. Shaw PJ, Lukens JR, Burns S, Chi H, McGargill MA, Kanneganti TD: Cutting
edge: critical role for PYCARD/ASC in the development of experimental
autoimmune encephalomyelitis. J Immunol 2010, 184:4610-4614.

26. Ganapamo F, Dennis VA, Philipp MT: Differential acquired immune
responsiveness to bacterial lipoproteins in Lyme disease-resistant and
-susceptible mouse strains. Eur J Immunol 2003, 33:1934-1940.

27. Brisson D, Baxamusa N, Schwartz I, Wormser GP: Biodiversity of Borrelia
burgdorferi strains in tissues of Lyme disease patients. PLoSOne 2011, 6:
e22926.

28. Li X, McHugh GA, Damle N, Sikand VK, Glickstein L, Steere AC: Burden and
viability of Borrelia burgdorferi in skin and joints of patients with
erythema migrans or lyme arthritis. Arthritis Rheum 2011, 63:2238-2247.

29. Armstrong AL, Barthold SW, Persing DH, Beck DS: Carditis in Lyme disease
susceptible and resistant strains of laboratory mice infected with
Borrelia burgdorferi. Am J Trop Med Hyg 1992, 47:249-258.

30. Barthold SW, Beck DS, Hansen GM, Terwilliger GA, Moody KD: Lyme
borreliosis in selected strains and ages of laboratory mice. J Infect Dis
1990, 162:133-138.

31. Balkhy HH, Heinzel FP: Endotoxin fails to induce IFN-gamma in
endotoxin-tolerant mice: deficiencies in both IL-12 heterodimer
production and IL-12 responsiveness. J Immunol 1999, 162:3633-3638.

32. Liu N, Belperron AA, Booth CJ, Bockenstedt LK: The caspase 1
inflammasome is not required for control of murine Lyme borreliosis.
Infect Immun 2009, 77:3320-3327.

33. Kayagaki N, Warming S, Lamkanfi M, Vande Walle L, Louie S, Dong J,
Newton K, Qu Y, Liu J, Heldens S, Zhang J, Lee WP, Roose-Girma M,
Dixit VM: Non-canonical inflammasome activation targets caspase-11.
Nature 2011, 479:117-121.

34. Broz P, Ruby T, Belhocine K, Bouley DM, Kayagaki N, Dixit VM, Monack DM:
Caspase-11 increases susceptibility to Salmonella infection in the
absence of caspase-1. Nature 2012.

35. Kolly L, Karababa M, Joosten LA, Narayan S, Salvi R, Petrilli V, Tschopp J, van
den Berg WB, So AK, Busso N: Inflammatory role of ASC in antigen-
induced arthritis is independent of caspase-1, NALP-3, and IPAF. J
Immunol 2009, 183:4003-4012.

36. Ippagunta SK, Brand DD, Luo J, Boyd KL, Calabrese C, Stienstra R, Van de
Veerdonk FL, Netea MG, Joosten LA, Lamkanfi M, Kanneganti TD:
Inflammasome-independent role of apoptosis-associated speck-like
protein containing a CARD (ASC) in T cell priming is critical for collagen-
induced arthritis. J Biol Chem 2010, 285:12454-12462.

37. Joosten LA, Netea MG, Mylona E, Koenders MI, Malireddi RK, Oosting M,
Stienstra R, van de Veerdonk FL, Stalenhoef AF, Giamarellos-Bourboulis EJ,
Kanneganti TD, van der Meer JW: Engagement of fatty acids with Toll-like
receptor 2 drives interleukin-1beta production via the ASC/caspase 1
pathway in monosodium urate monohydrate crystal-induced gouty
arthritis. Arthritis Rheum 2010, 62:3237-3248.

38. Fang R, Tsuchiya K, Kawamura I, Shen Y, Hara H, Sakai S, Yamamoto T,
Fernandes-Alnemri T, Yang R, Hernandez-Cuellar E, Dewamitta SR, Xu Y,

Qu H, Alnemri ES, Mitsuyama M: Critical roles of ASC inflammasomes in
caspase-1 activation and host innate resistance to streptococcus
pneumoniae infection. J Immunol 2011, 187:4890-4899.

39. Ellebedy AH, Lupfer C, Ghoneim HE, DeBeauchamp J, Kanneganti TD,
Webby RJ: Inflammasome-independent role of the apoptosis-associated
speck-like protein containing CARD (ASC) in the adjuvant effect of
MF59. Proc Natl Acad Sci USA 2011, 108:2927-2932.

40. Taxman DJ, Holley-Guthrie EA, Huang MT, Moore CB, Bergstralh DT, Allen IC,
Lei Y, Gris D, Ting JP: The NLR adaptor ASC/PYCARD regulates DUSP10,
mitogen-activated protein kinase (MAPK), and chemokine induction
independent of the inflammasome. J Biol Chem 2011, 286:19605-19616.

41. Ippagunta SK, Malireddi RK, Shaw PJ, Neale GA, Walle LV, Green DR, Fukui Y,
Lamkanfi M, Kanneganti TD: The inflammasome adaptor ASC regulates
the function of adaptive immune cells by controlling Dock2-mediated
Rac activation and actin polymerization. Nat Immunol 2011, 12:1010-1016.

42. Taxman DJ, Zhang J, Champagne C, Bergstralh DT, Iocca HA, Lich JD,
Ting JP: Cutting edge: ASC mediates the induction of multiple cytokines
by Porphyromonas gingivalis via caspase-1-dependent and
-independent pathways. J Immunol 2006, 177:4252-4256.

43. Bolz DD, Sundsbak RS, Ma Y, Akira S, Kirschning CJ, Zachary JF, Weis JH,
Weis JJ: MyD88 plays a unique role in host defense but not arthritis
development in Lyme disease. J Immunol 2004, 173:2003-2010.

44. Joosten LA, Koenders MI, Smeets RL, Heuvelmans-Jacobs M, Helsen MM,
Takeda K, Akira S, Lubberts E, van de Loo FA, van den Berg WB: Toll-like
receptor 2 pathway drives streptococcal cell wall-induced joint
inflammation: critical role of myeloid differentiation factor 88. J Immunol
2003, 171:6145-6153.

45. Liu-Bryan R, Scott P, Sydlaske A, Rose DM, Terkeltaub R: Innate immunity
conferred by Toll-like receptors 2 and 4 and myeloid differentiation
factor 88 expression is pivotal to monosodium urate monohydrate
crystal-induced inflammation. Arthritis Rheum 2005, 52:2936-2946.

46. Nigrovic PA, Mannion M, Prince FH, Zeft A, Rabinovich CE, van Rossum MA,
Cortis E, Pardeo M, Miettunen PM, Janow G, Birmingham J, Eggebeen A,
Janssen E, Shulman AI, Son MB, Hong S, Jones K, Ilowite NT, Cron RQ,
Higgins GC: Anakinra as first-line disease-modifying therapy in systemic
juvenile idiopathic arthritis: report of forty-six patients from an
international multicenter series. Arthritis Rheum 2011, 63:545-555.

47. Tran AP, Edelman J: Interleukin-1 inhibition by anakinra in refractory
chronic tophaceous gout. Int J Rheum Dis 2011, 14:e33-e37.

doi:10.1186/ar4090
Cite this article as: Oosting et al.: Murine Borrelia arthritis is highly
dependent on ASC and caspase-1, but independent of NLRP3. Arthritis
Research & Therapy 2012 14:R247.

Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit

Oosting et al. Arthritis Research & Therapy 2012, 14:R247
http://arthritis-research.com/content/14/6/R247

Page 12 of 12

http://www.ncbi.nlm.nih.gov/pubmed/21182088?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21182088?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21182088?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9697844?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9697844?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12796777?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12796777?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16407888?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16407888?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11894098?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11894098?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15692051?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15692051?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20368281?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20368281?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20368281?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12884859?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12884859?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12884859?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21590753?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21590753?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21590753?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1503192?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1503192?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/1503192?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2141344?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2141344?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10092824?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10092824?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10092824?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19487481?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19487481?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/22002608?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19717512?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/19717512?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20177071?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20177071?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20177071?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20662061?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20662061?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20662061?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/20662061?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21957143?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21957143?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21957143?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21270336?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21270336?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21270336?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21487011?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21487011?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21487011?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21892172?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21892172?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21892172?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16982856?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16982856?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16982856?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15265935?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15265935?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14634130?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14634130?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14634130?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16142712?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16142712?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16142712?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16142712?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21280009?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21280009?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21280009?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21816011?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/21816011?dopt=Abstract

	Abstract
	Introduction
	Methods
	Results
	Conclusions

	Introduction
	Materials and methods
	Borrelia burgdorferi cultures
	Animals
	In vitro cytokine production
	Western blot
	Induction of Borrelia-induced joint inflammation and histology
	RNA isolation and real-time quantitative PCR
	Isolation of patella biopsies and patella washout assays
	Statistical analysis

	Results
	Induction of murine Lyme arthritis by intra-articular injection of live B. burgdorferi
	Murine Lyme arthritis is strongly dependent on IL-1 production
	Borrelia-induced IL-1β production is NOD1/2 and RICK independent
	TLR2- and MyD88-mediated pathways are crucial for the Borrelia-induced IL-1β production
	Caspase-1 activation by B. burgdorferi is dependent on TLR2 and MyD8
	B. burgdorferi induces murine Lyme arthritis through TLR2 and MyD88
	Inflammasome-mediated activation of caspase-1 by B. burgdorferi
	Murine Lyme arthritis is ASC- and caspase-1-dependent, but NLRP3 independent
	NLRP3-independent local cytokine production after B. burgdorferi injection

	Discussion
	Conclusions
	Acknowledgements
	Author details
	Authors' contributions
	Competing interests
	References

