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Toll-like receptor (TLR) signaling is initiated by dimerization of in-
tracellular Toll/IL-1 receptor resistance (TIR) domains. For all TLRs
except TLR3, recruitment of the adapter, myeloid differentiation
primary response gene 88 (MyD88), to TLR TIR domains results in
downstream signaling culminating in proinflammatory cytokine
production. Therefore, blocking TLR TIR dimerization may amelio-
rate TLR2-mediated hyperinflammatory states. The BB loop within
the TLR TIR domain is critical for mediating certain protein-protein
interactions. Examination of the human TLR2 TIR domain crystal
structure revealed a pocket adjacent to the highly conserved P681
and G682 BB loop residues. Using computer-aided drug design
(CADD), we sought to identify a small molecule inhibitor(s) that
would fit within this pocket and potentially disrupt TLR2 signaling.
In silico screening identified 149 compounds and 20 US Food and
Drug Administration-approved drugs based on their predicted abil-
ity to bind in the BB loop pocket. These compounds were screened
in HEK293T-TLR2 transfectants for the ability to inhibit TLR2-medi-
ated IL-8 mRNA. C;6H,5NO,4 (C29) was identified as a potential TLR2
inhibitor. C29, and its derivative, ortho-vanillin (o-vanillin), inhibited
TLR2/1 and TLR2/6 signaling induced by synthetic and bacterial TLR2
agonists in human HEK-TLR2 and THP-1 cells, but only TLR2/1 sig-
naling in murine macrophages. C29 failed to inhibit signaling in-
duced by other TLR agonists and TNF-a. Mutagenesis of BB loop
pocket residues revealed an indispensable role for TLR2/1, but not
TLR2/6, signaling, suggesting divergent roles. Mice treated with
o-vanillin exhibited reduced TLR2-induced inflammation. Our data
provide proof of principle that targeting the BB loop pocket is an
effective approach for identification of TLR2 signaling inhibitors.
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oll-like receptors (TLRs) are type I transmembrane receptors

that detect conserved “pathogen-associated molecular pat-
terns” from microbes, as well as host-derived “danger-associated
molecular patterns” (1). TLR2 heterodimerizes with TLR6 or
TLRI1 to recognize diacyl lipopeptides or triacyl lipopeptides,
respectively (2, 3), present in gram-positive and gram-negative
bacteria (4-9).

Ligand engagement of TLR2/1 or TLR2/6 activates the myeloid
differentiation primary response gene 88 (MyD88)-dependent
pathway (i.e., nuclear translocation of NF-kB, activation of
MAPKS), resulting in production of proinflammatory cytokines
(10). Dysregulated TLR2 signaling has been implicated in nu-
merous diseases (e.g., sepsis, atherosclerosis, tumor metastasis,
ischemia/reperfusion injury) (11-14). Several inhibitors of TLR2
signaling have been developed (15-18), yet none is licensed for
human use. A better understanding of the Toll/IL-1 receptor
resistance (TIR) domain interactions involved in TLR2 signaling
could lead to novel therapeutic agents.

Both TLRs and adapter proteins contain a cytoplasmic TIR
domain that mediates homotypic and heterotypic interactions
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during TLR signaling (19). Two adapter proteins implicated in
TLR2 signaling are MyD88 and TIRAP (Mal). A conserved Pro
[e.g., P681 in human TLR2 (hTLR2), P712 in murine TLR4
(mTLR4), P674 in hTLR10, P804 in mTLR11] within the BB
loop of almost all TIR domains is critical for signaling (20-27).
More importantly, the BB loop P681H mutation in hTLR2
abolished recruitment of MyD88 and signaling (20, 26). Based on
this evidence, the BB loop within the TLR2 TIR domain appears
to be an ideal target for attenuation of TLR2 signaling.

Visual inspection of the crystal structure of the hTLR2 TIR
domain (26) revealed a pocket formed by residues on the p-B
strand and o-B helix that includes the highly conserved Pro and
Gly residues of the BB loop. We hypothesized that targeting this
pocket with a small molecule might inhibit interaction of TLR2
with MyDS88, and thereby blunt TLR2 signaling. We identified
Ci6H1sNO,4 (C29) and its derivative, ortho-vanillin (o-vanillin),
which inhibit mTLR2 and hTLR?2 signaling initiated by synthetic
and bacterial agonists without cytotoxicity. Interestingly, mutation
of the BB loop pocket residues revealed a differential requirement
for TLR2/1 vs. TLR2/6 signaling. Our data indicate that computer-
aided drug design (CADD) is an effective approach for identifying
small molecule inhibitors of TLR2 signaling and has the potential
to identify inhibitors for other TLR signaling pathways.

Results

Screening of Potential TLR2 Inhibitors. Visual inspection of the crys-
tal structure of the TLR2 TIR domain (Protein Data Bank ID
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code 1FYW) revealed the BB loop pocket (Y647, C673, D678,
F679, 1680, K683, D687, N688, D691, and S692) adjacent to the
conserved P681 and G682 residues of the BB loop (Fig. S1). Over
1 million commercially available small compounds, as well as US
Food and Drug Administration (FDA)-approved drugs, were
screened in silico for those compounds that could potentially fit
into the pocket. CADD analysis identified ~1,000 compounds
based on predicted favorable interactions with the TLR2 BB loop
pocket (SI Materials and Methods). Of these compounds, 149
chemically diverse small molecules and 20 FDA-approved drugs
with physiochemical properties that should maximize bio-
availability and ranked highest for their potential to fit into the
TLR2 TIR pocket were screened for their ability to inhibit TLR2-
mediated signaling.

Initially, 34 compounds (C1-C34) were tested in stably transfected
HEK-hTLR?2 cells for the ability to block N-Palmitoyl-S-[2,3-
bis(palmitoyloxy)-(2RS)-propyl]-(R)-cysteinyl-(S)-seryl-(S)-lysyl-(S)-
lysyl-(S)-lysyl-(S)-Lys (P3C)-induced and S-[2,3-bis(palmitoyloxy)-
(2RS)-propyl]-(R)-cysteinyl-(S)-seryl-(S)-lysyl-(S)-lysyl-(S)-lysyl-(S)-Lys
(P2C)-induced IL-8 mRNA via TLR2/1 and TLR2/6 signaling
pathways, respectively. Four compounds (C10, C14, C29, and C32)

A

Structure of C29 35019 Media
300 Vehice

ve
@)
8

. « B 250{ B C2910uM <§
Z 8 50043 c2950uM z
N 5 3 2 25
~  ER Eg
J Bt a £
R 3y 38
Py = -
S
[X
Media P3C P2C TNF-a 1 hour
P2C P3c
17 10007 ] Media
Vehicle L)
15 T e
z t = c29
<5 12
zs 2 6001
2% 10 s
SE 2 400
LT o *
£ s = 200 [
2
o
4 hour 6 hour
| pec PEC
Heat-killed Bacteria J Heat-killed Bacteria
30000+ 12000
100001 *
= T
- £ 200004 25 so00
3] [}
ES ET 6000
ak = &
23 toooo- 33w
= 2000
HKSP HKSA Fec s

consistently decreased P3C-induced IL-8 mRNA by >50% (Fig.
S2A4), and eight compounds (C14, C29, and C32 as seen in P3C-
induced signaling, as well as C24, C25, C26, C30, and C33) de-
creased P2C-induced IL-8 mRNA by >50% (Fig. S2B). These
results suggest that CADD is an effective first step for the iden-
tification of potential small molecule inhibitors of TLR2 signaling.

C29 Blunts hTLR2/1 and hTLR2/6 Signaling in HEK-TLR2 Stable Trans-
fectants and THP-1 Cells. We next tested these potential TLR2 in-
hibitors to assess dose dependency and cytotoxicity. Compound
C29 (Fig. 14) blocked P3C- and P2C-induced IL-8 mRNA dose-
dependently in HEK-TLR?2 stable transfectants, although it had
no effect on TNF-a—induced signaling or on cytotoxicity (Fig. 1B
and Fig. S3). We next investigated the effect of C29 on TLR2
signaling in the human THP-1 macrophage-like cell line (28). C29
also inhibited P3C- and P2C-induced IL-1p gene expression sig-
nificantly at both 1 h and 4 h following stimulation (Fig. 1C), as
well as both P3C- and P2C-induced NF-kB-luciferase activity in
transiently transfected HEK293T cells expressing hTLR2 and an
NF-kB-sensitive luciferase reporter construct (Fig. S4). Thus, C29
inhibits both TLR2/1 and TLR2/6 signaling in human cell lines.
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Fig. 1. Differential effect of C29 on gene expression in human cell lines and murine peritoneal macrophages. (A) Structure of C29. (B) Total RNA was extracted

from HEK-TLR2 cells pretreated for 1 h with media, vehicle (65 pM NaOH), or C29 (10 uM or 50 pM) and then stimulated with P3C (200 ng/mL), P2C (200 ng/mL),
or human TNF-a (300 ng/mL) for 1 h in the presence of media, vehicle, or C29. IL-8 mRNA was measured by gRT-PCR and was normalized to the expression of the
GAPDH housekeeping gene. (C) THP-1 human macrophage-like cell line was plated in the presence of phorbol 12-myristate 13-acetate (PMA; 20 ng/mL) for 24 h
and washed twice in media. Total RNA was extracted from cell cultures pretreated for 1 h with media, vehicle (260 pM NaOH), or C29 (50 uM, 100 uM, or 200 pM)
and then stimulated with P3C (50 ng/mL; Left) or P2C (50 ng/mL; Right) for 1 or 4 h in the presence of media, vehicle, or C29. IL-13 mRNA was measured as
described in B. (D and E) Total RNA was extracted from murine peritoneal macrophages that had been pretreated for 1 h with media (white bars), vehicle (130 pM
NaOH, black bars), or C29 (25 uM, dark gray bars; 50 uM, light gray bars) and then stimulated with P3C (50 ng/mL) or P2C (100 ng/mL) for 1 h in the presence of
media, vehicle, or C29. TNF-a mRNA was measured by qRT-PCR and normalized to the expression of the hypoxanthine-guanine phosphoribosyltransferase (HPRT)
housekeeping gene. (F) Murine macrophages derived from peritoneal exudate cells (PEC) were pretreated for 1 h with media, vehicle, or C29 (50 uM) and then
stimulated with P3C (50 ng/mL) for 4 or 6 h in the presence of media, vehicle, or C29. Culture supernatants were analyzed by ELISA for IL-12 p40 protein. HEK-TLR2
stable transfectants (G and H) and murine macrophages derived from PEC (/-L) are shown. Total RNA was extracted from cell cultures pretreated for 1 h with
media, vehicle (65 pM NaOH), or C29 (50 pM) and then stimulated with heat-killed P. aeruginosa (HKPA) [multiplicity of infection (MOI) = 50], HKSA (MOI = 50),
heat-killed S. pneumoniae (HKSP) (MOI = 50), P3C (50 ng/mL), heat-killed E. coli (HKEC) (MOI = 0.1), live F. tularensis live vaccine strain (LVS; MOI = 10) or live S.
pneumoniae (MOI = 0.7) for 4 h in the presence of media, vehicle, or C29. RNA was analyzed by qRT-PCR for the expression of the indicated gene products. The
gRT-PCR results shown in B-E and G-L are the mean + SEM from two independent experiments, and the qRT-PCR result shown in F is the mean + SEM from three
independent experiments each carried out in duplicate (*P < 0.05; **P < 0.01; ***P < 0.001).
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C29 Preferentially Inhibits TLR2/1 Signaling in Primary Murine
Macrophages. Based on the high degree of amino acid sequence
identity between hTLR2 and mTLR2 TIR domains (88.9%) and
within the BB loop pocket (90%) (Fig. S1B), we hypothesized
that C29 would also block TLR2 signaling in murine macro-
phages. Interestingly, C29 significantly reduced P3C-induced but
not P2C-induced TNF-o mRNA and IL-12 p40 protein (Fig. 1
D-F) in contrast to the human cells, where C29 inhibited both
TLR2/1 and TLR2/6 signaling pathways (Fig. 1 B and C and Fig.
S4). To determine whether this difference was a species-specific
or cell-specific effect, HEK293T cells were transfected with
plasmids encoding either hTLR2 or mTLR?2 and either TLR1 or
TLR6, and the effect of C29 on TLR2/1 and TLR2/6 signaling
was assessed using our NF-«xB reporter assay. C29 significantly
inhibited hTLR2/6-induced but not mTLR2/6-induced NF-xB-
luciferase activity (Fig. S5). These results suggest that the dif-
ference in the ability of C29 to block hTLR2/6 signaling and not
mTLR2/6 signaling is species-specific.

The specificity of C29 for TLR2/1 in murine cells was further
assessed by testing additional TLR2 agonists, including Staphy-
lococcus aureus lipoteichoic acid (LTA SA), a TLR2/1 agonist (8),
and zymosan, shown previously to activate TLR2/6 (29) as well as
other TLR agonists. C29 specifically blocked P3C-induced and
LTA SA-induced IL-1p mRNA in murine macrophages (Fig.
S6A). Like P2C (Fig. 1E), C29 did not inhibit zymosan-induced
IL-1p mRNA in murine macrophages (Fig. S64). Moreover, C29
had no significant inhibitory effect on the MyD88-independent
pathway in murine macrophages when stimulated with agonists
that induce IFN- (Fig. S6B). C29 blocked zymosan- and LTA
SA-induced IL-1p mRNA dose-dependently in human THP-1
cells (Fig. S6C). In summary, C29 blocks only TLR2/1-mediated
cytokine mRNA and protein in primary murine macrophages.

C29 Blocks TLR2 Bacterial Agonist-Induced Proinflammatory Gene
Expression in HEK-TLR2 Cells and Murine Macrophages. TLR2 di-
merization with TLR1 or TLR6 allows for recognition of both
gram-positive and certain gram-negative bacteria (e.g., S. aureus,
Streptococcus pneumoniae, Pseudomonas aeruginosa, Francisella
tularensis) (4, 6, 7, 9). C29 significantly inhibited heat-killed
P. aeruginosa—induced and heat-killed S. aureus (HKSA)-induced
IL-8 mRNA in HEK-TLR?2 cells (Fig. 1G). C29 also significantly
inhibited IL-8 mRNA in HEK-TLR2 cells stimulated by live
F. tularensis (Fig. 1H), a TLR2/6 agonist (4, 5, 30). In primary
murine macrophages derived from peritoneal exudate cells
(PEC), C29 significantly blocked heat-killed S. pneumoniae
(HKSP)-mediated and HKSA-mediated IL-1p mRNA (Fig. 11).
In contrast, IL-13 mRNA induced by heat-killed Escherichia

coli, which signals predominately through TLR4, was not
blocked by C29, in contrast to P3C-induced IL-1p mRNA (Fig.
1J). C29 also inhibited IL-1f and IL-12 p40 mRNA in murine
macrophages stimulated with live S. pneumoniae (Fig. 1 K and
L). Thus, C29 blocks cytokine gene expression induced by heat-
killed or live bacterial TLR2 agonists in human HEK-TLR2
transfectants and in murine macrophages.

C29 Inhibits Ligand-Induced Interaction of TLR2 with MyD88 and Blocks
MAPK and NF-kB Activation. Previous studies demonstrated that the
P681H mutation within the BB loop of hTLR2 abolishes MyD88
recruitment, and thereby blunts signaling (20, 26). In THP-1 cells,
C29 treatment diminished the interaction between endogenous
TLR2 and MyDS88 at 15 and 30 min poststimulation with P3C
compared with vehicle control and achieved statistical significance
at 30 min. Densitometry analysis of three independent ex-
periments confirmed this finding (Fig. 2 A and B).

TLR2 recruitment of MyD88 activates NF-kB and MAPKs. Upon
P3C stimulation, C29 blocked robust MAPK activation at 30 min and
reduced NF-«B activation from 5 to 30 min (Fig. 2C). C29 prevented
P3C-induced degradation of IkBa at 15 and 30 min (Fig. 2C).

TLR2 BB Loop Pocket Mutants Reveal Divergent Roles in TLR2/1 and
TLR2/6 Signaling. Alanine scanning mutagenesis of all 10 BB loop
pocket residues, as well as three additional mutations (Y641A,
P681H, and Q747A) was performed, and their effect on TLR2/1
and TLR2/6 signaling in the absence or presence of C29 was ex-
amined using our NF-kB reporter assay. Y641A and P681H were
shown previously to play a role in TLR2-MyD88 interaction
(20, 26), and Gautam et al. (31) reported that Q747 was not
important for TLR2 signaling, and therefore served as a control
mutation. All 10 BB loop pocket mutants, including Y647A and
P681H, were critical for TLR2/1 signaling (Fig. 34). Interest-
ingly, the C673A, 1680A, K683A, and S692A BB loop pocket
mutants retained the ability to signal through TLR2/6, suggesting
divergent roles for these amino acids in TLR2/1 and TLR2/6
responsiveness (Fig. 3B). Western blot analysis revealed that
total protein expression of each TLR2 mutant was comparable
to WT TLR2 (Fig. 3C). Importantly, TLR2 signaling-deficient
mutants had levels of membrane protein expression similar to
WT TLR2 (Fig. 3D). These results suggest that hTLR2 BB loop
pocket residues are critical for TLR2/1 signaling, but only some
are necessary for TLR2/6 signaling.

C29 Derivative, O-Vanillin, Reproduces the TLR2 Inhibitory Activity of
€29. To preclude cytotoxicity from DMSO, we dissolved C29 in
65 uM NaOH in H,O. The structure of C29 (Fig. 14) suggested
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Fig. 2. C29 inhibits ligand-induced interaction of TLR2 with MyD88 and blocks MAPK and NF-kB activation. (A) THP-1 cells were cultured in the presence of
PMA (20 ng/mL) for 24 h and washed twice in media. THP-1 human monocytes were pretreated with media, vehicle (195 pM NaOH), or C29 (150 pM) for 1 h
and treated with P3C (50 ng/mL) in the presence of media, vehicle, or C29 for 15 or 30 min. Coimmunoprecipitation (IP) was carried out using anti-MyD88 Ab
and Western blot analysis [immunoblotting (IB)] using whole-cell lysates. (B) Densitometry analysis (mean + SEM) of three independent experiments as
shown in A. Veh, vehicle. (C) Murine peritoneal macrophages were pretreated for 1 h with media, vehicle (65 pM NaOH), or C29 (50 M) and treated with P3C
(50 ng/mL) for 5-30 min in the presence of media, vehicle, or C29. IB was performed using whole-cell lysates and Abs directed against the signaling in-
termediates indicated. p-Actin was probed as a loading protein. A is representative of three independent experiments, and B is the mean + SEM from three
independent experiments (*P < 0.05). C is representative of two independent experiments.
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Fig. 3. Pocket residues serve divergent roles in TLR2/1 and TLR2/6 respon-
siveness. (A and B) HEK293T cells were transiently transfected with reporter
constructs for endothelial leukocyte adhesion molecule (ELAM)-luciferase;
Renilla-luciferase; and pcDNA3.1, WT pcDNA3-YFP-hTLR2, or mutant TLR2
constructs in the same vector. Cells were pretreated for 1 h with media, vehicle
(65 pM NaOH), or €29 (50 uM) and treated with P3C or P2C (50 ng/mL) for 5 h
in the presence of media, vehicle, or C29. Lysates were prepared, and the dual-
luciferase assay was performed. (C and D) HEK293T cells were transiently
transfected with pcDNA3.1, WT pcDNA3-YFP-hTLR2, or mutant TLR2 con-
structs in the same vector. Western blot analysis was performed using whole-
cell lysates (WCL) (C) or membrane extracts (D) to ensure comparable ex-
pression of each TLR2 mutant. Pan-Cadherin was probed as a loading protein
for membrane extracts. A and B represent the mean + SEM from two in-
dependent experiments, each carried out in duplicate, and C and D are rep-
resentative of two independent experiments.

that the imine linkage would likely be highly susceptible to nu-
cleophilic cleavage into two species consisting of 3-amino-2-
methylbenzoic acid (C29R) and o-vanillin (C29L) (Fig. S74).
TLC confirmed that C29 is cleaved into these two species when
dissolved in 65 uM NaOH, but not when dissolved in an organic
solvent (Fig. S7B). The two cleavage products, C29L and C29R,
were tested to determine if either would reproduce the TLR2
inhibitory activity of C29. C29L, but not C29R, dose-dependently
inhibited TLR2/1-induced TNF-a gene expression in murine
macrophages, although it had no effect on TLR2/6 or TLR4
signaling pathways (Fig. S7 C and D).

We next sought to determine if C29L also blocks hTLR2
signaling with similar potency and specificity. Using the NF-xB

5458 | www.pnas.org/cgi/doi/10.1073/pnas.1422576112

reporter assay in HEK293T cells, we quantified the I1Csq of C29
and C29L for hTLR2/1 and hTLR2/6 signaling. C29L blocked
hTLR2/1 (ICsp = 24. 2 uM) and hTLR2/6 signaling (ICsp = 37.2 pM)
comparable to C29 (ICsy = 19.7 pM and 37.6 uM, respectively)
(Fig. S8).

Modeling of the BB loop pocket and C29L revealed that C29L
fits within the BB loop pocket (Fig. S9). Together, these hypo-
thetical predictions suggest that C29L is comparable to C29 for
inhibiting hTLR2 and mTLR2 signaling.

C29L Inhibits TLR2/1-Induced Inflammation in Vive. One of the ad-
vantages of using C29L in vivo is that C29L is more soluble in
water than C29. We next examined if C29L could inhibit TLR2/
1-induced proinflammatory cytokines in vivo. Mice treated twice
with C29L before administration of P3C significantly blocked
IL-12 p40 and TNF-« liver cytokine mRNA and serum protein
(Fig. 4). Importantly, C29L had a significant inhibitory effect at
the later time point for IL-12 p40. Collectively, C29L blocks
TLR2/1 signaling both in vitro and in vivo.

Discussion

TLR activation involves multifaceted interactions of cytoplasmic
TIR domain-containing proteins. The BB loop has been estab-
lished as central for mediating TIR domain interactions. Muta-
genesis of TLR2 BB loop residues and cell-permeating decoy
peptides that target this region has revealed the functional im-
portance of the BB loop in mediating downstream signaling
(20, 24-26, 32). In this study, we combined in silico screening
targeting a predicted TLR2 BB loop pocket with biological
screening in various cell types to identify C29 and a derivative, o-
vanillin, as inhibitors of both mTLR2 and hTLR2 signaling in
response to synthetic or bacterial agonists.

In hTLR2 signaling, C29 and o-vanillin blocked both the
TLR2/1 and TLR2/6 pathways (Fig. 1 and Figs. S4, S5, S6C, and
S8), although the percentage of inhibition in HEK-TLR2 cells
was consistently greater when TLR2/1 was stimulated (Figs. 1B
and 3 and Figs. S4, S5, S6C, and S8). In murine cells, C29 and
o-vanillin block only the TLR2/1 pathway significantly (Fig. 1
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Fig. 4. C29L inhibits TLR2/1-induced inflammation in vivo. C57BL/6J mice were
pretreated i.p. with vehicle (water) or C29L (1.314 mM/g) for 1 h. Mice re-
ceived a second pretreatment administered i.p. with vehicle (water) or C29L
(1.314 mM/g), were challenged subsequently i.p. with PBS or P3C (100 pg),
and were killed 1 h or 3 h later. Liver RNA was analyzed by qRT-PCR (A), and
serum concentrations were analyzed using Multiplex beads (B) (*P < 0.05;
**%P < 0.001; ****P < 0.0001). In A and B, n = 6 (the combined data from
two separate experiments) for each treatment group.
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and Figs. S6 and S7). This finding was confirmed using LTA SA,
a TLR2/1 ligand (33, 34), whereas C29 failed to block proin-
flammatory gene expression induced by zymosan (Fig. S6), a
TLR2/6 agonist (29). These results support a previous study
showing that cell-permeating decoy peptides derived from the
BB loop of the TLR2 TIR domain inhibited ERK activation
induced by P3C, but not P2C, in murine macrophages (32).

A possible explanation for this difference in C29-mediated in-
hibition for hTLR2 vs. mTLR2 signaling could be that the BB
loops of mTLR2 and hTLR2 play distinct roles in heterodimer
formation and MyD88 recruitment. The highly flexible BB loop is
central to many molecular interactions involving TIR domains
and adopts different conformations as observed in functional
and structural studies of TLR1, TLR2, TLR10, and, recently,
TLR6 (26, 31, 35-37). Homodimeric molecular interactions
observed in structural studies of hTLR1, hTLR2, and hTLR10
are largely mediated by residues found on the BB loop, DD
loop, and o-C helix (26, 31, 36, 37) (Fig. S10). In contrast, homo-
dimeric molecular interactions observed in the recent crystal
structure of the TLR6 TIR domain (35) are reported not to
include BB loop interactions, but rather involve the CD loop,
DD loop, and a-C helix residues (Fig. S10). This difference may
explain why we observed a proportionally greater inhibitory
effect of C29 or o-vanillin on hTLR2/1 signaling compared with
hTLR2/6 signaling and a minimal effect on mTLR2/6 signaling.
Analysis of the BB loop pocket mutants further supports that
BB loop pocket residues are highly critical for TLR2/1 signaling,
whereas only C673, 1680, K683, and S692 were dispensable for
TLR2/6 signaling (Fig. 3 4 and B).

Based on our functional mutagenesis data, C29 and o-vanillin
may function by specifically targeting the BB loop pocket of
the TLR2 TIR domain, altering its function and/or position.
Jiang et al. (38) described a murine mutation in MyD88 (I179N),
called Pococurante (Poc), that exhibited deficient TLR2/1 sig-
naling but normal TLR2/6 signaling, suggesting that TLR2 in-
teracts with MyDS8S in different ways. Using molecular dynamics
simulations, Snyder et al. (39) demonstrated that in WT MyDS8S,
the BB loop is stabilized, whereas the Poc mutation potentiates
its flexibility. A mobile BB loop could potentially result in a
greater entropic cost to obtain stable TIR-TIR interactions
and lead to deficient signaling (39). Differences observed in
C29-mediated and o-vanillin-mediated inhibition of hTLR2 and
mTLR2 signaling and mutagenesis studies of BB loop pocket
residues may reflect differential use of the BB loop involving
TIR1, TIR2, TIR6, and MyD88 molecular interactions. Future
structural studies involving bona fide heterodimers of the TLR1/2
and TLR2/6 TIR domain would be very helpful in understanding
the differences in TLR2/1 and TLR2/6 signaling.

Finally, we sought to determine if o-vanillin would inhibit
TLR2-mediated induction of proinflammatory cytokines in vivo.
O-vanillin is more soluble in water than C29, and therefore was
used in our animal studies. Mice pretreated twice with o-vanillin
and challenged with P3C showed reduced IL-12 p40 and TNF-«
liver mRNA and serum protein compared with mice pretreated
with vehicle control (H,O) (Fig. 4). One of the limitations of us-
ing o-vanillin in vivo is its poor bioavailability, as has been re-
ported previously for its isomer, vanillin (40). Due to this chal-
lenge, we administered a high dose twice to achieve an appreciable
inhibitory effect in vivo. Despite this drawback, we were still able
to measure a significant inhibitory effect for IL-12 p40 at the
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later time point (Fig. 4). Future studies will focus on chemical
modification of o-vanillin to increase its inhibitory efficacy and/or
deliver it on a carrier to reduce rapid clearance. A polymeric pro-
drug of vanillin was found to reduce acetaminophen-induced liver
injury in mice (41). With the increasing knowledge we have of the
crystal structures of the different TLR family members and sites
of protein—protein interactions, CADD could potentially lead to
targeted therapeutics against other TLR family members.

Materials and Methods

CADD in Silico Screening. CADD screening was performed as described pre-
viously (42-44) to identify small molecule inhibitors of TLR2 signaling.
Briefly, CADD analysis required the following steps: (i) visual identification
of a putative “pocket” in the 3D structure of the TLR2 TIR domain (Fig. S1A);
(ii) primary docking using the DOCK algorithm (UCSF Computer Graphics
Laboratory) (45) of more than 1 million low-molecular-weight, commercially
available, and FDA-approved compounds; (iii) more rigorous secondary
docking of various conformations of TLR2 obtained from molecular dy-
namics simulation of the protein using CHARMM (46); and (iv) screening the
top 149 and 20 FDA-approved drugs for the ability to block TLR2 signaling in
stably or transiently transfected HEK-TLR2 cells, THP-1 cells, or murine
macrophages, as described in S/ Materials and Methods.

Quantitative Real-Time PCR. Cytokine gene expression was measured by
quantitative real-time (qRT) PCR with transcript-specific primers using SYBR
Green in the ABI Prism 7900 Fast Real-Time PCR System (Applied Biosystems)
as described (4).

Transient Transfection and NF-kB Reporter Assay. HEK293T cells were cultured
and plated overnight in 12-well tissue culture plates (2 x 10° cells per well).
Transfection mixtures consisted of pcDNA3-YFP-hTLR2 or pcDNA3.1 control
vector (1 ug per well each), pELAM (NF-kB)-luciferase (0.2 ug per well), and
PRL-TK-Renilla luciferase (0.05 pg per well). Transfection was carried out
using Superfect transfection reagent (Qiagen), and cells were allowed to
recover for 48 h and treated for 5 h with medium or stimuli in the presence/
absence of C29. Cells were lysed in a passive lysis buffer (Promega), and firefly
luciferase and Renilla luciferase activities were measured using the Dual-
Luciferase Reporter Assay System (Promega). Renilla luciferase was used for
normalization, and all values were further standardized to medium-treated
PcDNA3-YFP-hTLR2 transfectants to determine relative luciferase units (47).

Cytokine Protein Measurements. Cytokine levels in culture supernatants were
analyzed by Multiplex beads (Milipore) in the Cytokine Core Laboratory (UMB).

In Vivo Studies of TLR2 Inhibitor. All animal studies were carried out with in-
stitutional approval by the University of Maryland, Baltimore (UMB) In-
stitutional Animal Care and Use Committee. Female C57BL/6J mice (6-8 wk
old) were purchased from The Jackson Laboratory and (n = 3 mice per
group) received PBS, H,0O, or C29L (in H,0) administered i.p. (1.314 mM/qg).
After 1 h, mice received a second injection of PBS, H,O, or C29L adminis-
tered i.p. (1.314 mM/g) and were subsequently challenged i.p. with PBS or
P3C (100 pg) for 1 or 3 h. Mice were bled, and sera were prepared. Livers
were also extracted for gRT-PCR analysis.

Statistical Analysis. One-way ANOVA with Tukey’s multiple comparisons post
hoc test was used to determine statistical significance (P values < 0.05) using
GraphPad Prism 6.0 (GraphPad Software, Inc.). Values are represented as the
mean + SEM.

More detailed descriptions of all methods can be found in S/ Materials
and Methods.
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