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m Improved understanding of the molecular mechanisms underlying dysregulated
inflammatory responses in severe infection and septic shock is urgently needed to improve
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patient management and identify new therapeutic opportunities. The WNT signaling
pathway has been implicated as a novel constituent of the immune response to infection,
but its contribution to the host response in septic shock is unknown. Although individual
WNT proteins have been ascribed pro- or anti-inflammatory functions, their concerted
contributions to inflammation in vivo remain to be clearly defined. Here we report
differential expression of multiple WNT ligands in whole blood of patients with septic shock
and reveal significant correlations with inflammatory cytokines. Systemic challenge of mice
with lipopolysaccharide (LPS) similarly elicited differential expression of multiple WNT
ligands with correlations between WNT and cytokine expression that partially overlap
with the findings in human blood. Molecular regulators of WNT expression during microbial
induced pro- encounter in vivo are largely unexplored. Analyses in gene-deficient mice revealed differential
inflammatory cytokines contributions of Toll-like receptor signaling adaptors, a positive role for tumor necrosis factor,
without impairing IL-10. but a negative regulatory role for interleukin (IL)-12/23p40 in the LPS-induced expression of
Wnt5b, Wnt10a, Wnt10b, and Wnt11. Pharmacologic targeting of bottlenecks of the WNT
network, WNT acylation and B-catenin activity, diminished IL-6, tumor necrosis factor, and
1L-12/23p40 in serum of LPS-challenged mice and cultured splenocytes, whereas IL-10
production remained largely unaffected. Taken together, our data support the conclusion that
the concerted action of WNT proteins during severe infection and septic shock promotes
inflammation, and that this is, at least in part, mediated by WNT/B-catenin signaling.
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Introduction

Despite antibiotics, source control, and supportive therapies, the morbidity and mortality associated with
sepsis remain high, causing an estimated 20000 deaths per day worldwide."® The pathology
associated with severe manifestations of sepsis is precipitated by detrimental effects of the host
response to infection. Molecular mechanisms underlying the dysregulated immune response in sepsis are the
subject of intense investigation, which indicates an intricate interplay between microbial components, innate
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immune receptors, inflammatory cytokines, the coagulation system,
and immune modulators.* However, the failure of many clinical trials
for adjunctive therapies for sepsis encourages reevaluation of the
molecular drivers of sepsis-associated inflammation and pathology.>®

WNT ligands are secreted glycoproteins with well-characterized
functions during embryogenesis and tissue homeostasis, where
they orchestrate cell proliferation and polarization.” The 19 mam-
malian WNT ligands exhibit substantial conservation with regard
to protein sequences and functions between humans and
mice.® Posttranslational modifications are required for activity
of most mammalian WNT proteins. Acylation of conserved cysteine
residues is mediated by the acyltransferase Porcupine (PORCN) in
the endoplasmic reticulum. Acylated WNT ligands are transported
and released aided by the chaperone Whtless.® WNT ligands elicit
intracellular signaling through cell surface receptors, including
Frizzled 7-transmembrane receptors (FZD), low-density lipoprotein-
related proteins, as well as receptor tyrosine kinases ROR and
RYK.'® Depending on the receptor context, WNT ligands activate
intracellular cascades that are broadly referred to as (-catenin-
dependent and B-catenin-independent WNT signaling. The pool of
cytoplasmic B-catenin is limited by action of a destruction complex
consisting of scaffolding proteins (Axin, adenomatous polyposis
coli), serine/threonine kinases (casein kinase [CK] 1a, glycogen
synthase kinase 3B [GSK3B]), and protein phosphatase 2A.
B-catenin phosphorylation by CK1a and GSK3B destines it for
ubiquitination and proteasomal degradation. WNT interaction with
FZD and low-density lipoprotein-related protein receptors inacti-
vates the destruction complex and stabilizes cytoplasmic B-catenin.
This enables nuclear translocation of B-catenin, where it acts
as a transcriptional coactivator for TCF/LEF transcription factors,
supported by coactivators such as CREB binding protein (CBP).
WNT signaling events that occur independent of -catenin include
phospholipase C—driven Ca®" mobilization, RAC1-mediated phos-
phorylation of c-Jun N-terminal kinases, and RHOA/ROCK-driven
rearrangements of the actin cytoskeleton."®

Associations of elevated WNT expression and signaling activity with
bacterial infections and chronic inflammatory disorders during the
last decade have unveiled immune-related functions of WNT
proteins.'''* Studies in patients and animal models suggest
WNT proteins shape inflammation and tissue repair.'"'%'%2° The
current paradigm suggests WNT ligands exert pro-inflammatory or
immune-modulatory functions, depending on whether they acti-
vate B-catenin-independent or B-catenin-dependent signaling. This
model largely relies on studies using the prototypical WNT ligands
WNT5A and WNT3A as triggers for 3-catenin-independent and
B-catenin-dependent signaling, respectively. For example, WNT5A
expression by human macrophages is strongly elevated in response
to mycobacterial infection and LPS stimulation, and is mediated by
Toll-like receptor (TLR) signaling."" Exogenous addition of WNT5A
to human macrophages induced pro-inflammatory cytokine expres-
sion, including interleukin (IL)-6 and IL-1B, in the absence of further
stimulation.'? In a dextran sulfate sodium—induced colitis model in
vivo, inducible conditional WNT5A knockout mice had lower pro-
inflammatory cytokine expression (eg, Tnf, /16, Il12b, Ifng) in colon
tissue compared with wild-type mice.?" In contrast, exogenous WNT3A
decreased tumor necrosis factor (TNF) and IL-6 expression by
Mycobacterium bovis Bacillus Calmette-Guérin—infected RAW264.7
cells, reduced TNF release from M tuberculosis—infected murine
primary macrophages, and induced IL-10 and transforming

€ blood advances 11 juLy 2017 - voLume 1, NUMBER 16

growth factor B expression by M tuberculosis—infected dendritic
cells."®222% |t is important to note that although recombinant
WNT proteins are invaluable tools in many models, they may contain
unrelated agonists for TLRs,2* which clouds the interpretation of
studies using these protein preparations in TLR-bearing cells. Although
an increasing number of in vitro studies affirm contributions of WNT
proteins to cell-specific cytokine responses, there is limited under-
standing of how the concerted action of WNT proteins shapes
inflammatory responses in vivo.

Previous studies have reported elevated WNT5A expression in serum
of patients with sepsis'??® and lung tissue of patients with sepsis-
related acute respiratory distress syndrome.?® In the present study,
we report differential expression of multiple WNT ligands in blood of
patients with septic shock compared with healthy controls. Our data
reveal a cluster of WNT ligands whose expression directly correlates
with inflammatory cytokine expression. Analyses in the mouse model
of systemic endotoxemia similarly revealed correlations between WNT
ligand expression and inflammatory cytokines, some of which mirrored
the observations in patients with septic shock. We further demon-
strate differential contributions of innate immune signaling modules, as
well as inflammatory cytokines to WNT ligand expression in vivo, and
indicate that the net contributions of both WNT ligands and -catenin
activity are pro-inflammatory during endotoxin-induced inflammation.

Methods

Human study subjects

Two millliters blood were collected (PaxGene Blood RNA tubes,
Applied Biosystems) from 283 patients with septic shock within 72
hours of diagnosis in a prospective, observational study at a tertiary
referral intensive care unit,®” approved by the Royal Brisbane and
Women's Hospital Ethics Committee (HREC/11/QRBW/201).
Patients or their next of kin provided informed consent. Inclusion
and exclusion criteria were previously published.?” Clinical patient
management was at the discretion of the treating physician.
Demographic data, Acute Physiology and Chronic Health Evaluation
Score (APACHE) I, and white blood cell differentials were recorded
on study entry. Blood collection from healthy volunteers was
approved by the ethics committees of the Royal Brisbane and
Women's Hospital (HREC/11/QRBW/201), Greenslopes Private
Hospital (14/53), and the University of Queensland (2014001457).
All study participants provided informed consent. Details for patients
and healthy controls are in Tables 1 and 2.

Mice

Seven- to 10-week-old C57BL/6 mice (Australian Resource Centre),
mice deficient in MYD88,2% TRIF,2° TNF,%° or IL-12p40,%' were
housed under specific pathogen-free conditions (Translational
Research Institute, Queensland Institute for Medical Research
Berghofer, Menzies Institute for Medical Research) and age- and
sex-matched for experiments. All animal procedures adhered to
the guidelines of the Australian National Health and Medical Research
Council and were approved by the University of Queensland Animal
Ethics Committee (567/09, 571/12, 554/15).

LPS in vivo challenge of mice

IWP-2 and ICG-001 (Tocris), or dimethyl sulfoxide (DMSO) as
control, were diluted in phosphate-buffered saline and injected at
20 mg/kg intraperitoneally 16 hours before intravenous LPS
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Table 1. Healthy controls and patients with septic shock

Patients with

Healthy controls septic shock

Number 21 23
9/12 (43/57) 14/9 (61/39)
47.7 = 12.3 (31-69) 55.7 + 13.4 (31-75)

Male/female (%)

Age = standard deviation (range)

APACHE Il median (range) N/A 22 (9-32)
28-d survival N/A 19
Mechanical ventilation N/A 22

N/A, not applicable.

challenge (2 mg/kg in phosphate-buffered saline; 0111:B4
Escherichia coli, Sigma). Mice were killed by CO, asphyxiation,
and blood and organs were collected. Serum cytokine concen-
trations were determined by enzyme-linked immunosorbent assay (BD
Biosciences).

Gene expression

Total RNA was isolated from human blood (Qiagen PaxGene
Blood RNA isolation kit) and mouse tissue (RNAzol, Invitrogen).
RNA was reverse transcribed (iScript, Biorad), followed by real-
time quantitative PCR (ABI 7900HT, Perkin Elmer), using SYBR
green master mix (Applied Biosciences) and gene-specific primers
(supplemental Table 1). mRNA expression is represented as gene
expression relative to hypoxanthine phospho-ribosyltransferase
1 (H,Dl’t; 2[01 Hprt - Ct gene]).

Mouse splenocyte culture

IWP-2 or ICG-001 (10 uM) or DMSO was added overnight to
1 X 10° splenocytes isolated from C57BL/6 mice. Cells were
stimulated with 1 pg/mL LPS or left unstimulated. Cytokine
concentrations in culture supernatants were determined by
enzyme-linked immunosorbent assay (BD Biosciences). Brefeldin
A was added before antibody staining for analysis of intracellular
cytokine expression for which cells were blocked with anti-mouse
CD16/32 (2.4G2) before addition of antibodies against mouse
TCRB (H57-597; BV421), CD11b (M1/70; PE). Intracellular staining
(Cytofix/Cytoperm) was performed for F4/80 (BM8; FITC), TNF
(MP6-XT22; APC), and IL-10 (JESS-16E3, PE). Samples were
acquired on a Beckman Coulter Gallios and analyzed using FlowJo
(TreeStar, Inc.).

Statistical analyses

To assess differences between healthy controls and patients,
gene expression was initially analyzed by Kolmogorov-Smirnov
comparison (GraphPad Prism6), followed by analysis using R
statistical software. To address potential convergence resulting
from small numbers and enable ease of computation, data were
scaled so that all quantities had a mean of zero. After adjusting for
age, differences in gene expression between patients and controls
were evaluated using linear univariate and multivariable regression.
Bootstrap (“bootCase” function “car” package®?) was used for an
approximation of true confidence intervals. Changes of WNT and
cytokine responses in mice or cell cultures were analyzed by 1- or
2-way ANOVA with Sidak or Dunnett multiple comparison correc-
tions, as indicated in the figure legends. For comparisons of
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2 groups, Mann-Whitney U test and Student t test were used
(GraphPad Prism6). Pearson correlations were determined using
the “cor” function of the R “stats” package>® and visualized using
the “corrplot” package.®* P < .05 was considered significant.

Results

Differential expression of WNT ligands in blood of
patients with septic shock

We analyzed the expression of WNT ligands in whole blood
of patients with septic shock admitted to intensive care and
of healthy controls, and compared them with expression of
key inflammatory cytokines. Of the 19 human WNT ligands, ex-
pression of 12 ligands was reliably detected in human blood.
Expression of WNT5B and WNT11, as wellas TNFand /L 10, was
elevated in the majority of patients compared with healthy
controls (Figure 1A-B). In contrast, expression of /L6 and IFNG
was diminished in the majority of patients compared with healthy
controls (Figure 1C), which was also observed to varying degrees
for WNT1, 2B, 3, 6, 7A, 9A, 10A, 10B, and 16 (Figure 1D).
Expression of WNT5A has been extensively investigated in
infectious and inflammatory settings, including 2 reports
on elevated serum concentrations in patients with sepsis.'*?°
We thus expected a similar pattern for whole-blood WNT5A
expression. WNT5A was detectable in only 7 of 23 patients and 8
of 21 healthy controls with no significant differences between the
2 groups (Figure 1E). However, expression of WNT5A was very
low, which we interpret as low abundance of this transcript in
whole-blood RNA preparations. Expression of WNT2, 3A, 4, 7B,
8A, 8B, and 9B, as well as /L 12B, was below the detection limit in
most samples (data not shown). Considering the potential effect
of age on the observed gene expression patterns, we found that
mRNA expression of IL6, WNT9A, and WNT10B was inversely
correlated to patient age. In contrast, there was no correlation
between age and gene expression in healthy controls (supple-
mental Table 2).

Septic shock can be accompanied by significant alterations in
abundance and composition of blood leukocyte populations.®®
Serum concentrations of WNTB5A in patients with sepsis were
correlated with total leukocyte counts.?® We thus assessed
whether the whole-blood gene expression patterns in patients
with septic shock were influenced by the abundance of leukocyte
subsets. Across the patient population, there was a signature of
cytokine and WNT ligand expression associated with monocytes
(IL6, TNF, WNT1, WNT7A, WNT9A, WNT10B) and lympho-
cytes (IFNG, WNT6, WNT16; Figure 2A). Separation of the

Table 2. Means =+ standard deviations of white blood cell counts in
patients with septic shock (10°/L)

Cell type Mean = standard deviation
Total 12.76 + 5.52
Neutrophils 10.50 = 5.11
Lymphocytes 1.23 = 0.81
Monocytes 0.66 + 0.45
Eosinophils 0.09 = 0.14
Basophils 0.08 = 0.07
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Figure 1. Differential expression of WNT ligands and cytokines in whole blood of patients with septic shock. Gene expression was determined in whole blood, using quantitative
polymerase chain reaction, and is depicted for each individual. Genes are grouped according to expression patterns compared with healthy controls. (A-B) Elevated or equivalent expression in
the majority of patients. (C-D) Equivalent or diminished expression in the majority of patients. (E) No discernable difference between groups. Differences in the distribution of gene expression
between healthy controls and patients with septic shock were determined by unpaired nonparametric Kolmogorov-Smirnov comparison: *P < .05, **P < .01, **P < .001, ***P < .001;

and regression analysis of means: #*P < .05, ¥ P < .01, #*¥P < .0001. Expression of the 7 WNT genes not depicted here was below the detection limit of the assay.

older than 50 years (n = 15) (Figure 2B-C). Taken together, our
data show differential expression of a large subset of WNT
ligands in whole blood of patients with septic shock, which may

patients into age groups revealed that younger patients (35-50
years; n = 8) contributed the monocyte signature, whereas
the lymphocyte signature was mainly attributable to individuals
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Figure 2. Correlations of WNT gene expression with white blood cell composition in patients with septic shock follow age-related patterns. Whole-blood

gene expression of (A) all patients with septic shock, or separated by age (B) 35-50 years or (C) >50 years, was correlated with white blood cell counts. Proximity of the correlation

coefficients to 1 (direct correlation) and —1 (inverse correlation) is highlighted according to the depicted heat map scale. Correlation coefficients for correlations that meet statistical
significance (P < .05) are highlighted. BASO, basophils; EOS, eosinophils; LYMPH, lymphocytes; MONO, monocytes; NEUT, neutrophils; WCC, white cell count.

be to some extent defined by age-related characteristics of blood
leukocyte populations.

Correlation of WNT and inflammatory cytokine
expression in patients with septic shock

Inflammatory cytokines have been implicated as both drivers of
WNT expression and targets of WNT-mediated regulation of

cellular functions. In blood of healthy controls, expression of 5
WNT ligands was directly correlated with the expression of
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inflammatory cytokines: WNT9A and WNTT16 correlated with /L6,
WNT7A with TNF, WNT5B with IL10, and WNT10B with IFNG.
Moreover, direct correlations between some members of the WNT
family were observed (Figure 3A). Although most of the above-
mentioned correlations were also present in patients with septic
shock, there were many additional positive correlations between
WNT ligands and cytokines, as well as among WNT ligands in
patients with septic shock, than among healthy controls (Figure 3B).
WNT1, WNT5B, WNT7A, WNT9A, WNT10A, WNT10B, and
WNTT11 showed significant direct correlation with the expression of
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Figure 3. Direct correlation of WNT ligand and inflammatory cytokine expression in patients with septic shock. Correlation of whole-blood gene expression of

(A) healthy controls and (B) patients with septic shock. Proximity of the correlation coefficients to 1 (direct correlation) and —1 (inverse correlation) is highlighted according to

the depicted heat map scale. Correlation coefficients for correlations that meet statistical significance (P < .05) are indicated.

IL6, TNF, and/or IL10, and there was significant correlation be-
tween the members of this cluster (Figure 3B). In contrast, WNT3
and WNT6 directly correlated with [FNG and each other, but with
none of the WNT ligands associated with the /L6/TNF/IL10 cluster
(Figure 3B). Expression of WNT2B, WNT5A, and WINT16 directly
correlated with each other, but was independent of the analyzed
inflammatory markers (Figure 3B). These data identify subsets of
WNT ligands in patients with septic shock whose expression may be
governed by distinct molecular mechanisms. Correlations of WNT
expression with inflammatory cytokines suggest mechanisms of co-
regulation and emphasize that WNT ligands are an integral part of the
inflammatory response in septic shock.

Dynamic regulation of WNT expression in the mouse
model of endotoxemia-associated inflammation

In vivo model systems are invaluable to elucidate the contributions
of WNT signaling to inflammatory responses in complex immune
settings. With a focus on inflammatory cytokine responses, we
chose the model of LPS-induced endotoxemia to investigate the
cross-talk between WNT and cytokine signaling independent of the
proposed impact of WNT signaling on the host’s antimicrobial
defense.®®

Systemic challenge of mice with LPS induced rapid elevation of
Wht5b, Wnt10a, Wnt10b, and Wnt11 mRNA expression in spleen
tissue at 1.5 h postchallenge. This was followed by a gradual
decline, with kinetics similar to the decline in inflammatory cyto-
kines (Figure 4A-B). In contrast, Wnt6 expression was transiently
downregulated (Figure 4D). No discernable patterns of differential
expression were observed for Wnt3, Wnt4, Wnt5a, and Wnt16
(supplemental Figure 1). The WNT receptors Fzd71 and Fzd5
showed trends toward transient induction of mRNA expression at

€ blood advances 11 JuLy 2017 - voLumE 1, NUMBER 16

1.5 h after LPS challenge, and Fzd7 and Fzd8 expression
decreased, whereas Fzd3, Fzd6, Fzd9, and Fzd10 mRNA
expression was not altered (supplemental Figure 1). Expression of
WNT ligands and Fzd receptors not depicted in Figure 4 and
supplemental Figure 1 was below the limit of detection in mouse
spleen tissue. At 1.5 h after the LPS challenge, mRNA expression
of B-catenin and the WNT/B-catenin target gene Wisp7 was
significantly elevated. A similar pattern was observed for the WNT/
B-catenin target gene Axin2 in some but not all mice (supple-
mental Figure 1). These data demonstrate dynamic regulation of
the expression of multiple WNT ligands and receptors known to
trigger B-catenin-dependent and [-catenin-independent WNT
signaling, accompanied by indications of active WNT/B-catenin
signaling.

Analogous to the comparison of healthy controls and patients with
septic shock, there was a marked increase in direct correlations
between WNT and cytokine expression in the spleen tissue of LPS-
challenged mice (Figure 4C; supplemental Figure 2). Similar to patients
with septic shock, mRNA expression of Wnt10a and Wnt10b were
positively correlated and were also directly correlated to Tnf and //710
expression. Wnt5b expression was positively correlated to //70 and
Wht11. Such similarities between mouse spleen tissue and blood
of patients with septic shock suggests a degree of cross-species
conservation in the responsiveness of WNT ligands to microbial
challenge. However, there are many examples of differences in the
correlations between WNT and cytokine gene expression between
patients with septic shock and the mouse model of systemic
endotoxemia (Figures 3B and 4C). This may reflect species- and
tissue-specific host responses that are likely flavored by complex
factors such as the nature of the microbial insult and timing of
sampling.
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Figure 4. Differential expression of WNT ligands and inflammatory cytokines in the mouse model of acute systemic endotoxemia. Mice were injected intravenously
with LPS (2 mg/kg) and gene expression determined by quantitative polymerase chain reaction in spleen tissue at the indicated time points. Transient elevation of MRNA expression
for (A) inflammatory cytokines and (B) WNT ligands; (D) transient downregulation of Wnt6 mRNA expression. Relative gene expression is depicted for individual mice analyzed
cumulatively in 3 independent experiments; mean *+ standard error of the mean are indicated. Groups were compared by 1-way ANOVA with Sidak correction for multiple
comparisons. *P < .05, **P < .01, n.s. not significant. (C) Positive correlation of WNT ligand and inflammatory cytokine expression in tissue of mice 1.5 h after LPS challenge.
Proximity of the correlation coefficients to 1 (direct correlation) and —1 (inverse correlation) is highlighted according to the depicted heat map scale. Correlation coefficients for
correlations that meet statistical significance (P < .05) are indicated. Expression of the 10 WNT genes not depicted in (C) was below the detection limit of the assay.

1280 GATICA-ANDRADES et al 11 JULY 2017 - VOLUME 1, NUMBER 16 & blood advances

202 unp 60 U0 359nB Aq Jpd"£9| 900SEOUBADE/E LG/ /8/1/ZLI9L/L/IPd-8l0lIE/S80UBADEDOO|G U SUONEDlGNdYS.//:dNY WOl papeojumoq



Differential roles of TLR signaling and inflammatory
cytokines in LPS-induced WNT responses in vivo

TLR and cytokine signaling are implicated as regulators of WNT
ligand expression in response to microbial encounter. Yet many of
these conclusions are drawn from observations in in vitro systems.
We next investigated the contributions of the TLR signaling adap-
tors, MYD88 and TRIF, as well as the inflammatory cytokines, TNF
and IL-12/23p40, to LPS-induced WNT expression. Only expres-
sion of Wnt10b was diminished in Myd887/7 mice, similar to //6
(Figure BA), suggesting Wnt710b expression is positively regulated
by TLR4-MYDB88 signaling. In contrast, Wnt10a expression was
elevated in Myd88~'~ mice, suggesting a negative regulatory role
for this signaling pathway. No significant differences between
LPS-challenged WT and Myd88 '~ mice were observed for
Whnt5b, Wnt11 (Figure 5A), Wnt5a, or Wnt6 mRNA (supplemental
Figure 3).

Trif '~ mice showed a significant reduction in the LPS-induced
Wht5b expression, similar to the effect on Ccl5 (Figure 5B). In
contrast, expression of Wnt10a, Wnt10b, and Wnt11 was compa-
rable between WT and Trif '~ mice (Figure 5B). Although LPS did
not enhance expression of Wnt5a and Wht6 in spleen tissue,
expression of these genes was diminished in Trif '~ mice compared
with WT controls (supplemental Figure 3). This was observed in LPS-
as well as mock-treated mice, suggesting a homeostatic role for TRIF
signaling in the mRNA expression of Whnt5a and Wht6. In contrast,
expression of Wnt5b, Wnt10a, Wnt10b, and Wnt11 was compara-
ble between mock-treated WT and Trif /~ mice (not depicted).
Together, these data suggest that in vivo, there is no uniform
dependency of WNT expression on TLR4 signaling modes, and
that individual WNT ligands are regulated, directly or indirectly, by
TLR4-MYD88 and TLR4-TRIF signaling.

Tnf '~ mice displayed somewhat reduced Wnt10a and Wnt11
expression, suggesting TNF enhances their expression during LPS
challenge (Figure 5C). As Tnf~'~ mice did not phenocopy Myd88~'~
and Trif '~ mice, it appears that, at the time points investigated
here, TNF contributes to LPS-induced elevation of Wnt70a and
Whnt11 mRNA expression in spleen tissue, independent of MYD88
and TRIF. Spleen tissue of LPS-challenged //72b~'~ mice exhibited
elevated expression of Wnt5b, Wnt10a, and Wnt10b (Figure 5D),
suggesting that in mice, IL-12/23p40 impairs LPS-induced expres-
sion of these WNT ligands. Taken together, these data demonstrate
varying contributions of TLR4 signaling pathways and inflamma-
tory cytokines to LPS-induced WNT expression and reveal
complex molecular cross-talk between innate immune receptors,
WNT ligands, and inflammatory cytokines in vivo.

Inhibitors of WNT acylation and p-catenin activity
dampen LPS-induced pro-inflammatory
cytokine responses

The majority of studies underpinning the current model of dichot-
omous WNT functions during inflammation used in vitro systems,
exogenously added WNT proteins, and association studies in patient
samples and animal models. Insights into the roles of WNT proteins
to inflammatory responses in in vivo settings are emerging“”21 and
are invaluable to determine how WNT signaling shapes immune
responses. We next employed well-established small molecule
inhibitors of WNT secretion and (3-catenin activity to assess the net
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contributions of endogenous WNT proteins and (3-catenin activity to
LPS-induced inflammatory responses in vivo.

The small molecule IWP-2 inhibits WNT acylation by PORCN, thus
impairing release from secreting cells.®” In LPS-challenged mice,
IWP-2 significantly reduced serum concentrations of IL-6 and TNF,
but not IL-12p40 (Figure 6A). IWP-2 also transiently reduced IL-6,
but not IL-12p40, concentrations in LPS-stimulated splenocyte
cultures in vitro (Figure 6C). Mice treated with ICG-001, an inhibitor
of B-catenin interactions with CBP,*® displayed reduced serum
concentrations of IL-6 and IL-12p40, and a trend toward reduced
TNF concentrations (Figure 6B). ICG-001 had no significant effects
on the expression of WNT ligands in response to LPS challenge
(supplemental Figure 4), suggesting the inhibitory effect of ICG-
001 on cytokine responses was not mediated by a shift in the WNT
profile. ICG-001 also diminished IL-6 and IL-12p40 production by
LPS-stimulated splenocytes in vitro (Figure 6C). Furthermore, ICG-
001 impaired LPS-induced TNF protein expression by CD11b™* F4/80™
splenic macrophages, whereas no significant effects were observed
in IWP-2-treated cells (Figure 6D). It was noteworthy that whereas
pro-inflammatory cytokine responses were significantly reduced by
IWP-2 and ICG-001, LPS-induced protein expression of IL-10
remained largely unaffected (Figure 6A-B,E).

These observations strongly suggest that the concerted action of
WNT ligands during acute systemic LPS challenge in the mouse
model is pro-inflammatory and may be uncoupled from the IL-10
response. Importantly, these data indicate that, in contrast to the
current paradigm, B-catenin activity exerts a net pro-inflammatory
function in the mouse model of endotoxemia-associated inflammation.

Discussion

Many studies that have shaped our current understanding of WNT
ligand contributions to inflammatory responses have focused on
individual WNT ligands or receptors. The present study demon-
strates that multiple WNT ligands are differentially expressed in
response to a microbial insult or LPS in both humans and mice. This
emphasizes the importance of determining the net contributions
of WNT ligands to the host response in vivo. Our results strongly
suggest that in the mouse model of LPS-induced endotoxemia, the
net contribution of WNT proteins to systemic cytokine responses
is pro-inflammatory. In contrast to the current paradigm of anti-
inflammatory functions of WNT/B-catenin signaling in the context
of microbial stimulation,®® our data indicate that B-catenin/
CBP-interactions enhance LPS-driven pro-inflammatory cytokine
responses in vivo. This supports the notion that WNT-mediated
B-catenin activity may also exert pro-inflammatory effects.*°

In addition to potential direct functions of WNT ligands in the aug-
mentation of inflammatory cytokine responses, a recent report
indicates that WISP1 (WNT1-inducible signaling pathway protein),
whose expression can be driven by WNT/B-catenin signaling,*'
synergizes with LPS in the induction of TNF production by
macrophages and may contribute to lung injury in a model of
polymicrobial sepsis.*> WISP1 also enhances inflammatory cytokine
responses and tissue damage in a model of liver ischemia-reperfusion
injury.*® It remains to be determined whether WNT proteins drive
WISP1 expression in these models and whether this requires
B-catenin. However, B-catenin knock-down in a model of liver
reperfusion injury enhanced tissue damage and TLR4-driven in-
flammation. This was associated with immune-modulatory effects on
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Figure 5. Multimodal regulation of LPS-induced WNT ligand expression by innate immune signaling pathways and inflammatory cytokines. Gene expression

was determined in spleen tissue of mice injected with LPS (2 mg/kg) for 1.5 and 3 h. Mice deficient in TLR signaling adaptor proteins (A) MYD88 or (B) TRIF were compared with

wild-type (WT) controls at each time point by 2-tailed Mann-Whitney U test. Values for individual mice analyzed in 3 independent experiments are depicted, and mean =+ standard

error of the mean are indicated. Mice deficient in the inflammatory cytokines (C) TNF

and (D) IL-12/IL-23p40 were compared with WT controls in 2 independent experiments.

Gene expression for individual mice is depicted, and means * standard error of the mean are indicated. Groups were compared by 2-tailed Student t test. *P < .05, **P < .01,

***P < .0001, n.s. not significant. KO, knockout.

dendritic cells,** which is more in line with the proposed anti-
inflammatory functions of B-catenin. Thus, the contributions of
B-catenin to inflammation and tissue pathology/repair require further
detailed investigation. In this context, it is important to note that
B-catenin stabilization is not exclusively triggered by WNT ligands and
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can be driven by hepatic growth factor and microbial ligands.®%454¢

Thus, combined approaches targeting both endogenous WNT ligands
as well as 3-catenin activity, as employed here, should deliver refined
insights into the contributions of WNT ligands and B-catenin signaling
to inflammation and tissue pathology in complex in vivo settings.
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Figure 6. Inhibitors of WNT production and
B-catenin activity impair LPS-induced pro-
inflammatory cytokine responses. WT mice
received IWP-2 (targets the acyltransferase Porcupine)
or ICG-001 (disrupts interaction of B-catenin with
CBP) at 20 mg/kg, or DMSO as solvent control, 16
hours before challenge with LPS (2 mg/kg). Serum
concentrations of inflammatory cytokines (A) in IWP-2
and (B) ICG-001—-treated mice at 3 and 1.5 h after
LPS challenge, respectively. Data in (A) are from 5
mice per condition analyzed in 2 independent exper-
iments; data in (B) are from 7 mice per group analyzed
in 3 independent experiments. Bars with medians
represent the 25th and 75th percentile; whiskers
represent the minimum and maximum values. Mann-
Whitney U test was employed to compare DMSO
and inhibitor-treated groups. *P < .05. (C) Mouse
splenocyte cultures were stimulated with LPS (1 pg/mL)
for the times indicated in the presence or absence of
IWP-2 or ICG-001 (10 pM), or DMSO. IL-6 and IL-12/
23p40 concentrations in supernatants were analyzed
by enzyme-linked immunosorbent assay. Because TNF
and IL-10 concentrations in splenocyte culture
supernatants were close to or below the detection

limit of the assay (not shown), intracellular (D) TNF and
(E) IL-10 expression by CD11b"F4/80" cells was
analyzed by flow cytometry. MFI, mean fluorescence
intensity. Data are means = standard error of the mean
of cultures from 4 (C) and 3 (D-E) individual mice
analyzed in 2 independent experiments. Groups were
compared by 2-way ANOVA and Dunnett multiple
comparison correction; #p = 053, *P < .05,*P< .01,
P < .0001.
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Molecular pathways that govern WNT expression in response to
microbial and cytokine stimulation are incompletely understood. The
kinetics of WNT expression in the mouse model described here,
correlations of WNT expression with multiple inflammatory cyto-
kines in both humans and mice, as well as the distinct WNT
expression patterns in mice deficient for TLR signaling adaptors and
pro-inflammatory cytokines, suggest that mechanisms of co- and/or
cross-regulation exist. For example, NF-kB and MAP kinase driven
pro-inflammatory cytokine expression is a central outcome of TLR-
mediated cell activation. We were the first to implicate TLR and NF-
kB signaling in the expression of WNT5A by human macrophages
in response to LPS and mycobacterial infection.'’ Subsequent
studies have identified putative NF-kB binding sites in the WINT5A
promoter and confirmed functional contributions of NF-kB, ERK1/2,
and p38 MAP kinase activity to WNT5A promoter activity.*”*° Our
data indicate that canonical TLR4 signaling events via MYD88
mediate Wnt710b mRNA expression in spleen tissue of LPS-
challenged mice. This is concordant with a report that identified
Wnt10b as a direct target gene of NF-kB in mice.?® High
conservation between the human WNT70B and mouse Whnt10b
genes, as well as prediction of NF-xkB and AP-1 binding sites in
both species,®' suggests cross-species conservation of molecular
mechanisms that govern their expression.

It is important to note, however, that in contrast to human mac-
rophages, LPS does not significantly induce Wnt5a expression in
murine bone marrow-derived macrophages.®? This is consistent with
the lack of increased Whnt5a expression in spleen tissue of LPS-
challenged mice and lack of MyD88 contributions (supplemental
Figures 1 and 3). Moreover, although Whnt6 expression was elevated
in in vitro LPS-challenged mouse macrophages,®? our data indicate
transient downregulation of splenic Whnt6 expression 6 hours after
LPS challenge and equivalent Wnt6 mRNA expression in WT and
Myd88~'~ mice. These observations highlight that differences in
WNT responses occur in complex tissue contexts and in isolated
cells cultured in vitro.

A role for TRIF signaling in the expression of WNT ligands has not
been described previously. Our data suggest that TRIF signaling
contributes to LPS-driven Whnt5b expression, as well as homeo-
static expression of Wnt5a and Wnt6 in mouse spleen tissue. It will
be of great interest to determine the nature of endogenous signals
driving TRIF-dependent basal WNT expression. One previous
report showed TLR4- and TRIF-dependent induction of Wisp1
expression and WISP1-driven inflammation in a liver ischemia-
reperfusion injury model.*® As we and others have implicated WNT
proteins in the liver injury response,'®%%%* it will be informative to
assess whether the effect of TRIF-deficiency on WISP1-driven liver
inflammation is a consequence of impaired TRIF-mediated WNT
ligand expression.

TNF and TNF family members regulate WNT expression in diverse
cellular contexts.'"®%%% Our data suggest some contributions of
TNF to the LPS-induced expression of Wnt10a and Wnt11 in
mice. In contrast, a negative regulatory role of IL-12/23p40 on the
expression of Wnt5b, Wnt10a, and Wnt10b (Figure 5D) was
unexpected in light of the proposed positive feedback loop of
B-catenin-independent WNT signaling on the IL-12/IFNvy axis." "2’
As p40-deficiency affects both IL-12 and IL-23 signaling, future
studies will be needed to dissect individual contributions of these
cytokines to WNT expression and elucidate whether there are
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species-specific differences between humans and mice. Taken
together, these newly gained insights into the regulators of WNT
expression suggest that the cellular and tissue context of WNT
expression and species-specific molecular modes of WNT regula-
tion shape the WNT response in complex immune settings.

Modulation of detrimental inflammation and stabilization of micro-
vasculature integrity are a major focus in the search for new
supportive therapies in sepsis. However, more than 70 clinical
trials in the last 20 years have failed to deliver novel adjunct
therapies. These included blockade of individual cytokines,
administration of anti-inflammatory mediators, and inhibition of
coagulation.® Patient heterogeneity, for example, resulting from
comorbidities or the microbial origin, is one of the most likely
causes for the failure of many of these trials. A fundamental
reassessment of the host response in sepsis will be required to
overcome the fatal shortcomings in our ability to define and
manage sepsis.” PORCN activity and B-catenin/CBP interactions
are attractive therapeutic targets for new cancer therapeutics.?5%”
Rapidly accumulating evidence on the cross-talk between WNT and
inflammatory signaling may invite speculations as to whether WNT
signaling is a valid therapeutic target for intervention in infection and
chronic inflammation. Our data suggest that inhibition of PORCN and
[3-catenin activity impair pro-inflammatory cytokine responses, but have
limited effects on IL-10 in a mouse model. If confirmed in humans, this
might offer attractive opportunities for tailored anti-inflammatory
interventions. However, in contrast to mice, the human /L70 promoter
contains TCF binding elements, and binding of B-catenin/TCF
complexes has been demonstrated.?® Thus, direct regulation of IL-10
responses by WNT ligands in humans may occur, and the conse-
quences for infection-associated inflammation will need to be carefully
assessed.

In summary, our study demonstrates that multiple WNT ligands
are part of the immune response during septic shock. Some
conservation in the human and mouse response to acute microbial
challenge exists. The data presented here allude to the complex
interplay among the WNT signaling network, inflammatory cyto-
kines, and innate immune signaling pathways in vivo. Elucidation of
molecular mechanisms that govern WNT-mediated immune re-
sponses may reveal opportunities for selective manipulation of
inflammation for therapeutic benefit. However, the complex
functions of WNT proteins in tissue homeostasis, repair, and
carcinogenesis require careful consideration before targeting this
pathway in any disease. In vivo studies in animal models, as well as
insights gained from ongoing clinical trials, will be invaluable in the
assessment of the potential risks and benefits of WNT-targeted
therapeutic intervention.

Acknowledgments

The authors thank Li Zhang and Alicia Kang for technical
assistance, and the animal facility at the Queensland Institute for
Medical Research Berghofer for provision of Trif '~ mice. The
authors are grateful to the patients and their families, as well as the
healthy volunteers, for their contributions to this study.

This work was supported in part by grants by the Australian
Infectious Diseases Research Centre (A.B., J.C.,and B.V.) and the
University of Queensland (A.B.). M.G.-A. was supported by
the Chilean government postgraduate scholarship Becas Chile and
a University of Queensland top-up Scholarship. H.B. is funded by
a National Health and Medical Research Council Translating

11 JULY 2017 - VOLUME 1, NUMBER 16 & blood advances

20z dunf 60 uo 3sanb Aq jpd'€91900SOUBADPE/E LG/ /87 LT L/9L/L/IPA-B]0ILE/SEOUBAPEPOO|G/AU"SUOHEDIgNdYSE//:d]lY WOl papeojumog



Research Into Practice Fellowship. A.B. was supported by Re-
search Fellowships by the International Balzan Foundation and
the University of Queensland.

Authorship

Contribution: M.G.-A., D.V., JK,, T.T.K.N., and A.B. conducted
experiments and analyzed data; M.G.-A.,D.V.,J.K,, T.T.K.N.,, HK,,
B.V,, J.C., and A.B. interpreted data; H.B., R.T., B.V,, and J.C.
collected blood samples and related clinical information; and

A.B. conceived and supervised the study and wrote the manu-
script with editorial contributions by all authors.

Conflict-of-interest disclosure: The authors declare no compet-
ing financial interests.

Correspondence: Antje Blumenthal, The University of Queensland
Diamantina Institute, Translational Research Institute, 37 Kent
St, Brisbane, QLD 4102, Australia; e-mail: a.blumenthal@ugq.
edu.au.

References

Cohen J. The immunopathogenesis of sepsis. Nature. 2002;420(6917):885-891.
Daniels R. Surviving the first hours in sepsis: getting the basics right (an intensivist's perspective). J Antimicrob Chemother. 2011;66(Suppl 2):ii11-i23.

3. Singer M, Deutschman CS, Seymour CW, et al. The Third International Consensus Definitions for Sepsis and Septic Shock (Sepsis-3). JAMA. 2016;
315(8):801-810.

4. Delano MJ, Ward PA. The immune system’s role in sepsis progression, resolution, and long-term outcome. Immunol Rev. 2016;274(1):330-353.

5. Marshall JC. Why have clinical trials in sepsis failed? Trends Mol Med. 2014;20(4):195-203.

6. Delano MJ, Ward PA. Sepsis-induced immune dysfunction: can immune therapies reduce mortality? J Clin Invest. 2016;126(1):23-31.

7. Logan CY, Nusse R. The Wnt signaling pathway in development and disease. Annu Rev Cell Dev Biol. 2004;20(1):781-810.

8.  Willert K, Nusse R. Wnt proteins. Cold Spring Harb Perspect Biol. 2012;4(9):a007864.

9.  Bartscherer K, Boutros M. Regulation of Wnt protein secretion and its role in gradient formation. EMBO Rep. 2008;9(10):977-982.

10. Niehrs C. The complex world of WNT receptor signalling. Nat Rev Mol Cell Biol. 2012;13(12):767-779.

11. Blumenthal A, Ehlers S, Lauber J, et al. The Wingless homolog WNT5A and its receptor Frizzled-5 regulate inflammatory responses of human
mononuclear cells induced by microbial stimulation. Blood. 2006;108(3):965-973.

12. Pereira C, Schaer DJ, Bachli EB, Kurrer MO, Schoedon G. Wnt5A/CaMKIl signaling contributes to the inflammatory response of macrophages and is a
target for the antiinflammatory action of activated protein C and interleukin-10. Arterioscler Thromb Vasc Biol. 2008;28(3):504-510.

13. Sen M, Lauterbach K, El-Gabalawy H, Firestein GS, Corr M, Carson DA. Expression and function of wingless and frizzled homologs in rheumatoid
arthritis. Proc Nat/ Acad Sci USA. 2000;97(6):2791-2796.

14. Christman MA |l Goetz DJ, Dickerson E, et al. Wnt5a is expressed in murine and human atherosclerotic lesions. Am J Physiol Heart Circ Physiol. 2008;
294(6):H2864-H2870.

15. Irvine KM, Clouston AD, Gadd VL, et al. Deletion of Wntless in myeloid cells exacerbates liver fibrosis and the ductular reaction in chronic liver injury.
Fibrogenesis Tissue Repair. 2015;8:19.

16. Ouchi N, Higuchi A, Ohashi K, et al. Sfrp5 is an anti-inflammatory adipokine that modulates metabolic dysfunction in obesity. Science. 2010;329(5990):
454-457.

17. Schaale K, Neumann J, Schneider D, Ehlers S, Reiling N. Wnt signaling in macrophages: augmenting and inhibiting mycobacteria-induced inflammatory
responses. Eur J Cell Biol. 2011;90(6-7):553-559.

18. Neumann J, Schaale K, Farhat K, et al. Frizzled1 is a marker of inflammatory macrophages, and its ligand Wnt3a is involved in reprogramming
Mycobacterium tuberculosis-infected macrophages. FASEB J. 2010;24(11):4599-4612.

19. Manicassamy S, Reizis B, Ravindran R, et al. Activation of beta-catenin in dendritic cells regulates immunity versus tolerance in the intestine. Science.
2010;329(5993):849-853.

20. Valencia J, Hernandez-Lopez C, Martinez VG, et al. Wnt5a skews dendritic cell differentiation to an unconventional phenotype with tolerogenic features.
J Immunol. 2011;187(8):4129-4139.

21. Sato A, Kayama H, Shojima K, et al. The Wnt5a-Ror2 axis promotes the signaling circuit between interleukin-12 and interferon-y in colitis. Sci Rep. 2015;
5:10536.

22. Wu X, Deng G, Hao X, et al. A caspase-dependent pathway is involved in Wnt/B-catenin signaling promoted apoptosis in Bacillus Calmette-Guerin
infected RAW264.7 macrophages. Int J Mol Sci. 2014;15(3):5045-5062.

23. Suryawanshi A, Manoharan |, Hong Y, et al. Canonical wnt signaling in dendritic cells regulates Th1/Th17 responses and suppresses autoimmune
neuroinflammation. J Immunol. 2015;194(7):3295-3304.

24. Yu CH, Nguyen TT, Irvine KM, Sweet MJ, Frazer IH, Blumenthal A. Recombinant Wnt3a and Wnt5a elicit macrophage cytokine production and
tolerization to microbial stimulation via Toll-like receptor 4. Eur J Immunol. 2014;44(5):1480-1490.

25. Schulte DM, Kragelund D, Miiller N, et al. The wingless-related integration site-5a/secreted frizzled-related protein-5 system is dysregulated in human
sepsis. Clin Exp Immunol. 2015;180(1):90-97.

26.

€ blood advances

Villar J, Cabrera-Benitez NE, Ramos-Nuez A, et al. Early activation of pro-fibrotic WNT5A in sepsis-induced acute lung injury. Crit Care. 2014;18(5):568.

11 JULY 2017 - VOLUME 1, NUMBER 16 WNT SIGNALING IN SEPTIC SHOCK AND ENDOTOXEMIA 1285

20z dunf 60 uo 3sanb Aq jpd'€91900SOUBADPE/E LG/ /87 LT L/9L/L/IPA-B]0ILE/SEOUBAPEPOO|G/AU"SUOHEDIgNdYSE//:d]lY WOl papeojumog


mailto:a.blumenthal@uq.edu.au
mailto:a.blumenthal@uq.edu.au

27.

28.
29.

30.

31.

32.
33.
34.
35.

36.

37.

38.

39.

40.
41.
42.

43,
44,

45.
46.
47.

48.

49.

50.

51.

52.

53.

54.

55.

56.
57.

58.

Cohen J, Pretorius CJ, Ungerer JP, et al. Glucocorticoid sensitivity is highly variable in critically ill patients with septic shock and is associated with disease
severity. Crit Care Med. 2016;44(6):1034-1041.

Adachi O, Kawai T, Takeda K, et al. Targeted disruption of the MyD88 gene results in loss of IL-1- and IL-18-mediated function. Immunity. 1998;9(1):143-150.

Yamamoto M, Sato S, Hemmi H, et al. Role of adaptor TRIF in the MyD88-independent toll-like receptor signaling pathway. Science. 2003;301(5633):
640-643.

Korner H, Cook M, Riminton DS, et al. Distinct roles for lymphotoxin-alpha and tumor necrosis factor in organogenesis and spatial organization of
lymphoid tissue. Eur J Immunol. 1997;27(10):2600-2609.

Magram J, Connaughton SE, Warrier RR, et al. IL-12-deficient mice are defective in IFN gamma production and type 1 cytokine responses. Immunity.
1996;4(5):471-481.

Fox J, Weisberg S. An {R} Companion to Applied Regression. Thousand Oaks, CA: Sage; 2011
R-Core-Team. R: A Language and Environment for Statistical Computing. Vienna, Austria: R Foundation for Statistical Computing; 2016.
Wei T, Simko V. corrplot: Visualization of a Correlation Matrix. R package version 077. 20186. https://CRAN.R-project.org/package=corrplot.

Kaukonen KM, Bailey M, Pilcher D, Cooper DJ, Bellomo R. Systemic inflammatory response syndrome criteria in defining severe sepsis. N Engl/ J Med.
2015;372(17):1629-1638.

Maiti G, Naskar D, Sen M. The Wingless homolog Wnt5a stimulates phagocytosis but not bacterial killing. Proc Natl Acad Sci USA. 2012;109(41):
16600-16605.

Chen B, Dodge ME, Tang W, et al. Small molecule-mediated disruption of Wnt-dependent signaling in tissue regeneration and cancer. Nat Chem Biol.
2009;5(2):100-107.

Emami KH, Nguyen C, Ma H, et al. A small molecule inhibitor of beta-catenin/CREB-binding protein transcription. Proc Nat/ Acad Sci USA. 2004;
101(34):12682-12687.

Suryawanshi A, Tadagavadi RK, Swafford D, Manicassamy S. Modulation of inflammatory responses by Wnt/B-catenin signaling in dendritic cells: a novel
immunotherapy target for autoimmunity and cancer. Front Immunol. 2016;7:460.

Ma B, Hottiger MO. Crosstalk between Wnt/B-catenin and NF-«kB signaling pathway during inflammation. Front Immunol. 2016;7:378.
Maiese K. WISP1: Clinical insights for a proliferative and restorative member of the CCN family. Curr Neurovasc Res. 2014;11(4):378-389.

Chen Z, Ding X, Jin S, et al. WISP1-avB3 integrin signaling positively regulates TLR-triggered inflammation response in sepsis induced lung injury. Sci
Rep. 2016;6:28841.

Tong Y, Ding XB, Chen ZX, et al. WISP1 mediates hepatic warm ischemia reperfusion injury via TLR4 signaling in mice. Sci Rep. 2016;6:20141.

Ke B, Shen XD, Kamo N, et al. B-catenin regulates innate and adaptive immunity in mouse liver ischemia-reperfusion injury. Hepatology. 2013;57(3):
1203-1214.

Monga SP. Role and regulation of B-catenin signaling during physiological liver growth. Gene Expr. 2014;16(2):51-62.
Valenta T, Hausmann G, Basler K. The many faces and functions of B-catenin. EMBO J. 2012;31(12):2714-2736.

Katoh M, Katoh M. Transcriptional mechanisms of WNT5A based on NF-kappaB, Hedgehog, TGFbeta, and Notch signaling cascades. Int J Mol Med.
2009;23(6):763-769.

Katula KS, Joyner-Powell NB, Hsu CC, Kuk A. Differential regulation of the mouse and human Wntba alternative promoters A and B. DNA Cell Biol.
2012;31(11):1585-1597.

Ge XP, Gan YH, Zhang CG, et al. Requirement of the NF-kB pathway for induction of Wnt-5A by interleukin-18 in condylar chondrocytes of the
temporomandibular joint: functional crosstalk between the Wnt-5A and NF-kB signaling pathways. Osteoarthritis Cartilage. 2011;19(1):111-117.

Zhang Y, Tomann P, AndI T, et al. Reciprocal requirements for EDA/EDAR/NF-kappaB and Wnt/beta-catenin signaling pathways in hair follicle induction.
Dev Cell. 2009;17(1):49-61.

Katoh M, Katoh M. AP1- and NF-kappaB-binding sites conserved among mammalian WNT10B orthologs elucidate the TNFalpha-WNT10B signaling
loop implicated in carcinogenesis and adipogenesis. Int J Mol Med. 2007;19(4):699-703.

Schaale K, Brandenburg J, Kispert A, Leitges M, Ehlers S, Reiling N. Wnt6 is expressed in granulomatous lesions of Mycobacterium tuberculosis-infected
mice and is involved in macrophage differentiation and proliferation. J Immunol. 2013;191(10):5182-5195.

Boulter L, Govaere O, Bird TG, et al. Macrophage-derived Wnt opposes Notch signaling to specify hepatic progenitor cell fate in chronic liver disease.
Nat Med. 2012;18(4):572-579.

Wang S, Song K, Srivastava R, et al. Nonalcoholic fatty liver disease induced by noncanonical Wnt and its rescue by Wnt3a. FASEB J. 2015;29(8):
3436-3445.

Rauner M, Stein N, Winzer M, et al. WNT5A is induced by inflammatory mediators in bone marrow stromal cells and regulates cytokine and chemokine
production. J Bone Miner Res. 2012;27(3):575-585.

Anastas JN, Moon RT. WNT signalling pathways as therapeutic targets in cancer. Nat Rev Cancer. 2013;13(1):11-26.

Roos J, Grosch S, Werz O, et al. Regulation of tumorigenic Wnt signaling by cyclooxygenase-2, 5-lipoxygenase and their pharmacological inhibitors:
A basis for novel drugs targeting cancer cells? Pharmacol Ther. 2016;157:43-64.

Yaguchi T, Goto Y, Kido K, et al. Immune suppression and resistance mediated by constitutive activation of Wnt/B-catenin signaling in human melanoma
cells. J Immunol. 2012;189(5):2110-2117.

1286 GATICA-ANDRADES et al 11 JULY 2017 - VOLUME 1, NUMBER 16 & blood advances

20z dunf 60 uo 3sanb Aq jpd'€91900SOUBADPE/E LG/ /87 LT L/9L/L/IPA-B]0ILE/SEOUBAPEPOO|G/AU"SUOHEDIgNdYSE//:d]lY WOl papeojumog


https://CRAN.R-project.org/package=corrplot

