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Macrophage activation is a critical step in host responses during
bacterial infections. Ornithine decarboxylase (ODC), the rate-limiting
enzyme in polyamine metabolism, has been well studied in epithelial
cells and is known to have essential roles in many different cellular
functions. However, its role in regulating macrophage function during
bacterial infections is not well characterized. We demonstrate that
macrophage-derived ODC is a critical regulator of M1 macrophage
activation during both Helicobacter pylori and Citrobacter rodentium
infection. Myeloid-specific Odc deletion significantly increased gastric
and colonic inflammation, respectively, and enhanced M1 activation.
Add-back of putrescine, the product of ODC, reversed the increased
macrophage activation, indicating that ODC and putrescine are reg-
ulators of macrophage function. Odc-deficient macrophages had
increased histone 3, lysine 4 (H3K4) monomethylation, and H3K9
acetylation, accompanied by decreased H3K9 di/trimethylation both
in vivo and ex vivo in primary macrophages. These alterations in chro-
matin structure directly resulted in up-regulated gene transcription,
especially M1 gene expression. Thus, ODC in macrophages tempers
antimicrobial, M1 macrophage responses during bacterial infections
through histone modifications and altered euchromatin formation,
leading to the persistence and pathogenesis of these organisms.
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Polyamine metabolism is a process critical for life occurring
within all mammalian cell types (1, 2). Polyamines have ubig-
uitous roles in many cellular functions, including growth, pro-
liferation, and differentiation (1). Importantly, polyamines have
also been implicated in the alteration of histone modifications and
chromatin structure and thus might broadly affect DNA stability
and transcription (3-5). The production of the three major
polyamines—putrescine, spermidine, and spermine—is tightly
regulated and centers on the rate-limiting enzyme, ornithine
decarboxylase (ODC1, hereafter referred to as ODC) (2, 6).
ODC uses the substrate, L-ornithine, to produce putrescine via a
decarboxylation reaction (2, 6). Given its essential and central
role in regulating polyamine metabolism within cells, ODC has
been highly studied and implicated in several malignancies, in-
cluding breast, colorectal, and gastric cancer (7-11). However,
most of the studies related to ODC have been focused on its role
in epithelial cell function, leaving many questions surrounding
the role of ODC in immune cells unanswered.

In particular, macrophages are a significant component of
the innate immune cell compartment and play wide-ranging
roles in immune surveillance, responses to pathogens, wound
healing, embryonic development, and regulation of the tumor
microenvironment (12, 13). An essential step in the responses to
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pathogens is macrophage activation. Macrophages have the ca-
pacity to alter cytokine/chemokine production and various other
functions along the spectrum of M1 or M2 activation based on the
stimulus detected (12-14). M1 macrophages represent a highly
proinflammatory and antimicrobial subset of macrophages (12-14).
M2 macrophages have various roles in wound repair, antiparasitic
responses, control of inflammation, and have been implicated in
tumor development and growth (15-18). The role of ODC has
been well characterized in M2 macrophage responses to various
parasitic and fungal infections (19-21), but the role of ODC in
macrophages during M1 responses has been less well studied (22).
We have demonstrated that ODC expression is up-regulated dur-
ing bacterial infections (23-26), but the role in macrophage acti-
vation patterns requires further investigation.

To address this question, we used Helicobacter pylori, a globally
pervasive human pathogen that represents the single greatest risk
factor in the development of gastric cancer (27-30). H. pylori es-
tablishes a chronic infection in humans, which can be recapitulated
in mice (14), marked by continuous, low-grade inflammation
and host tolerance of the pathogen (31-34). We also used the Cit-
robacter rodentium infectious colitis model (26, 35). C. rodentium
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is an enteric bacterial pathogen that forms attaching and
effacing lesions in the colon and is similar to enteropathogenic
Escherichia coli infection in humans (36). As macrophages are
known to have a critical role in H. pylori-mediated gastritis (14, 37)
and C. rodentium colitis (14), we sought to interrogate the specific
role of ODC in macrophages during these enteric infections, using
a myeloid/macrophage-specific Odc knockout mouse.

In this study, we have uncovered a mechanism by which ODC and
its product, putrescine, regulates macrophage activation and func-
tion. We show that macrophage-derived ODC plays a critical role in
the inhibition of M1 macrophage activation to promote persistence
of infection. This defect in M1 macrophage activation is directly
regulated by polyamine production that modulates chromatin struc-
ture, as determined by alterations in histone modification markers in
vitro and in vivo, which prevents proinflammatory gene transcription.

Results

Myeloid-Specific ODC Deletion Enhances Gastritis and Bacterial Killing
During H. pylori Infection. As we have previously demonstrated
that ODC plays a significant role in macrophage function during
H. pylori infection in vitro (24, 25, 38), we hypothesized that
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macrophage-derived ODC would have significant effects on
H. pylori pathogenesis, specifically in the regulation of gastric in-
flammation. As H. pylori is a human pathogen, we first assessed
ODC levels in mononuclear cells in gastric biopsies from patients
from Colombia infected with H. pylori with chronic active gastritis,
where overall risk of gastric cancer is high (39, 40). We found that
H. pylori infection leads to a significant increase in ODC levels in
mononuclear cells, which includes abundant expression in cells
with the appearance of macrophages (Fig. 1 4 and B).

To confirm that human macrophages express increased ODC
during H. pylori infection, we performed immunofluorescence
staining for ODC and CD68, a macrophage marker, on a subset of
the cases from Colombia. Control staining in which no primary
anti-ODC antibody was used was performed to confirm the
specificity of the staining (SI Appendix, Fig. S1A4). As expected, the
number of CD68" macrophages was increased in the H. pylor*
cases compared with the normal cases (SI Appendix, Fig. S1B).
Whereas there was no difference in the number of CD68*ODC™
macrophages between normal and H. pylori* cases (SI Appendix,
Fig. S1C), we found a significant increase in the number of
CD68"ODC™ cells in the H. pylori-infected cases versus control

Fig. 1. Odc®™* mice have significantly increased
histologic gastritis, but significantly decreased
H. pylori burden after chronic infection. (A) Repre-
sentative immunoperoxidase staining for ODC in
- human gastric biopsies from patients with normal
mucosa and with H. pylori* gastritis. (Scale bars,
A . 50 pm.) (B) Quantification of the percentage of
ODC* mononuclear cells in gastric biopsies from A.
n =4 normal biopsies and 20 H. pylori™ gastric biopsies
with chronic active gastritis. *P < 0.05 by Mann-
Whitney u test. H.P.F., high power field. (C) Repre-
sentative immunofluorescence images of ODC from
gastric biopsies in A and B. Green, ODC; red, CD68;
yellow, merge; and blue, DAPI. Closed arrows in-
dicate CD68*ODC* macrophages. Boxed area indi-
cates image shown in higher magnification. (Scale
bars, 50 pm.) Note that different cases were used for
representative images in A and C. (D) Quantification
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of the number of CD68*ODC" cells in the cases from
C. n = 5 normal biopsies and 10 H. pylori* gastric
biopsies with chronic active gastritis. **P < 0.05 by
Student’s t test. (E) Histologic gastritis scores were
assessed 4 mo p.i. by a gastrointestinal pathologist in
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a blinded manner according to the updated Sydney
System. (F) Representative H&E images from in-
fected mice in E. (Scale bars, 100 pm.) (G) Coloniza-
tion of H. pylori SS1 was assessed by serial dilution
and culture 4 mo p.i. In E and G, *P < 0.05, **P <
0.01, ***P < 0.001 by one-way ANOVA with New-
man-Keuls posttest. n = 8-10 uninfected and 15-19
H. pylori SS1-infected mice per genotype. (H) Corre-
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lation between histologic gastritis in £ and H. pylori
SS1 colonization levels in G. Correlation and signifi-
cance determined by Pearson’s product-moment
correlation test. (/) Representative immunofluores-
cence images of ODC from infected mice in E and G.
Green, ODC; red, CD68; yellow, merge; and blue,
DAPI. Closed arrows indicate CD68"ODC" macro-
phages. Open arrows indicate CD68"ODC” macro-
phages. (Scale bars, 50 pm.) Data are displayed as
mean + SEM.
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cases (Fig. 1 C and D). Moreover, the percentage of CD68*ODC*
macrophages per total number of CD68% macrophages was sig-
nificantly higher in H. pylori* cases (SI Appendix, Fig. S1D). These
data indicate that H. pylori infection is associated with up-regulated
ODC in human gastric macrophages, which led us to hypothesize
that ODC has an important role in regulating macrophage function
during infection.

To further investigate the role of macrophage-derived ODC, we
generated mice with a myeloid-specific deletion of Odc, by crossing
C57BL/6 Odc™ mice with myeloid-specific LysM™™™ driver mice,
yielding the Odc®™* mouse (SI Appendix, Fig. S24). We assessed
Odc mRNA levels in CD11b* myeloid cells and CD11b™ non-
myeloid cells from the gastric lamina propria of mice infected with
H. pylori premouse Sydney strain 1 (PMSS1) for 48 h, the peak of
gastric macrophage infiltration (6, 41), as well as in gastric epi-
thelial cells (GECs). Importantly, only the CD11b* lamina propria
cells demonstrated induction of Odc during H. pylori infection,
which was ablated in Odc®™* CD11b* cells (SI Appendix, Fig.
S2B). Notably, Odc was not induced in CD11b™ cells or GECs, and
Odc mRNA levels were not altered in these cells derived from the
0dc™" and Odc®™* mice (SI Appendix, Fig. S1C), consistent with
the specificity of the knockout. We also demonstrated sufficient
Odc knockdown in primary bone-marrow—derived macrophages
(BMmacs) by real-time (RT)-PCR and Western blotting during
H. pylori infection (SI Appendix, Fig. S2 C-E).

Additionally, expression levels of lysozyme 2 (Lyz2, LysM), the
gene on which the causes recombination (CRE) recombinase was
placed, and Cre were assessed in H. pylori Sydney strain 1 (SS1)-
infected gastric tissues and in H. pyloi PMSS1-infected BMmacs
from Od™ Odc™™, and LysM"d"e mice. At 4 mo postinfection
(p..), gastric Lyz2 mRNA was nearly undetectable, whereas Cre
mRNA was abundant in both infected and uninfected Odc®"™*
gastric tissue (SI Appendix, Fig. S34). Conversely, Lyz2 was induced
upon infection in Odc™ gastric tissues and no Cre was detected (S7
Appendix, Fig. S34). These data were recapitulated in BMmacs
from Odc™, Odc®™*, and LysM“™ mice (SI Appendix, Fig. S3B).
The maintenance of the Lyz2 deletion and of high Cre expression
during acute and chronic infection confirms the durability of the
Odc deletion over time (14).

Upon confirmation of Ode knockdown in myeloid cells, Odc™,
Odc®™°, and LysM*/“"* mice were investigated for their
response to infection with H. pylori SS1 for 4 mo, a model of chronic
H. pylori infection (14, 25, 42). Odc*"™° mice demonstrated signifi-
cantly enhanced acute and chronic histologic gastritis, compared
with either Odc™ or LysM*““"* mice (Fig. 1 E and G). Consistent
with previous studies (14, 23, 34, 43) in which colonization and
gastritis are typically inversely related, the enhanced gastritis was
correlated with significantly decreased H. pylori burden in Odc*™"*
mice (Fig. 1 G and H), indicating that ODC has an important role
in regulating antimicrobial inflammation in the stomach. Im-
portantly, there were no detectable phenotypic differences be-
tween the Odc™" or LysM®*" mice, confirming all phenotypes
are being driven by Odc deletion (Fig. 1 E-H).

ODC knockout was confirmed by immunofluorescence in
CD68" gastric macrophages from chronically infected gastric tis-
sues from Odc™, Odc™™?, and LysM*™*" mice. ODC colocalized
with CD68™ macrophages in both Odc™ and LysM“*" gastric
tissues, whereas ODC was not expressed in CD68* cells in
Odc™™* gastric tissues (Fig. 1H). Control staining in which no
primary anti-ODC antibody was used confirmed the specificity of
the immunofluorescence (SI Appendix, Fig. S4). These data fur-
ther confirmed successful deletion of Odc in macrophages, as well
as maintenance of the knockout over time and during infection.

We next sought to determine whether the role of ODC in
macrophages was specific to H. pylori pathogenesis. Odc expression
was also up-regulated in BMmacs exposed to C. rodentium and was
markedly attenuated in Odc®™* BMmacs (SI Appendix, Fig. S54).
0dc™ and Odc®™° mice were inoculated with C. rodentium for

Hardbower et al.

14 d. As in the chronic H. pylori model, Odc*™ mice exhibited
significantly increased levels of histologic inflammation and injury,
represented by higher colitis scores, compared with Odc™" mice
(SI Appendix, Fig. S5 B and C). Moreover, tissues from Odc*™*
mice had increased colon weight as a percentage of body weight
on the day of killing (SI Appendix, Fig. S5D), which is a marker of
increased disease severity (35). The significant increases in colitis
and disease severity were concordant with the increased histologic
gastritis observed in the H. pylori model, indicating that the role
of ODC in regulating macrophage activation responses is con-
served across various bacterial infections. However, differences in
C. rodentium burden were not detected in colonic tissues between
0dc™" and Odc®™* mice (SI Appendix, Fig. S5E); this finding is
consistent with our prior reports that, whereas diminished immune
response can result in increased colonization (14, 44), increased
inflammation does not lead to decreased colonization in this
model (45).

ODC Deletion Augments Proinflammatory Cytokine and Chemokine
Production in Vivo. Our in vivo findings demonstrated that macro-
phage-derived ODC has an antiinflammatory role during bacterial
pathogenesis. Thus, we hypothesized that the loss of ODC in
macrophages leads to enhanced innate immune responses to
H. pylori. We used a Luminex multiplex array to assess 25 distinct
chemokines and cytokines in gastric tissues from chronically in-
fected Od™ Odc™™*, and LysM"’e/‘” mice. Nine analytes were
significantly increased at the protein level in H. pylori-infected
Odc™™* gastric tissues, compared with Odc™ or LysM™*'“’* gastric
tissues. C-C motif ligand (CCL) chemokines, CCL2 (MCP-1),
CCL3 (MIP-1a), CCL4 (MIP-1p), and CCLS (RANTES), and C-X-C
motif ligand (CXCL) chemokines, CXCL1 (GROu, KC), CXCL2
(MIP2), and CXCLI10 (IP-10), were all significantly increased in
Odc™™* gastric tissues (Fig. 2). The enhanced chemokine pro-
duction suggests that the deletion of macrophage ODC has a role in
enhancing immune cell infiltration into the stomach, contributing to
the significantly increased inflammation. Additionally, the cytokines
interleukin (IL)-17 and tumor necrosis factor (TNF)-o were de-
tected at significantly higher levels in Odc®™* gastric tissues at 4 mo
p.. (Fig. 2). IL-17 is a hallmark of the Th17 response (46), especially
in H. pylori infection (14), indicating an enhanced proinflammatory
T-cell response to H. pylori and a diminished ability to control in-
fection (47) under conditions of macrophage Odc deletion. Many
cell types can produce TNF-a, especially M1-activated macrophages
(12). Analytes that were not induced by infection in any of the
genotypes, were not significantly different between genotypes, or
were not detected are listed in SI Appendix, Table S1.

ODC Deletion Leads to Enhanced M1 Macrophage Activation During
Bacterial Infections. The increased TNF-a levels in the context of
myeloid-specific Odc deletion led us to hypothesize that ODC
normally serves to suppress M1 macrophage activation. Thus,
enhanced M1 responses in Odc™™* mice would have the potential
to orchestrate the highly proinflammatory immune response to
both H. pylori and C. rodentium. To test our hypothesis, we ex-
panded upon a previously used panel of genes marking M1 and
M2 macrophage activation (14, 23) and assessed expression levels
of each marker in chronically infected gastric tissues from Odc™”,
Odc®™*, and Lys relere mice. mRNA expression of M1 activation
markers, I11b, 116, 1112a (1112p35), 1112b (1112p40), Tnfa, and nitric
oxide synthase 2 (Nos2), were induced during H. pylori infection in
gastric tissues from each genotype (Fig. 34). Expression of each of
these genes was markedly increased in Odc™™* versus Odc™" or
LysM™*" gastric tissues (Fig. 34). Additionally, C. rodentium-
infected colonic tissues demonstrated an induction of M1 marker
expression that was further increased in Odc™™* colonic tissues
(SI Appendix, Fig. S6A4). Taken together, these data demonstrate
that the loss of ODC in myeloid cells significantly magnifies M1
macrophage activation in response to bacterial enteric pathogens.
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Fig. 2. Cytokines and chemokines are significantly increased in Odc*™¢
gastric tissues. Protein levels of the cytokines and chemokines CCL2 (MCP-1),
CCL3 (MIP-1a), CCL4 (MIP-1p), CCL5 (RANTES), CXCL1 (KC/GRO-a), CXCL2 (MIP-
2), CXCL10 (IP-10), IL-17, and TNF-a were assessed by Luminex multiplex array
in gastric tissues 4 mo p.i. with H. pylori SS1. *P < 0.05, **P < 0.01, ***P < 0.001
by one-way ANOVA with Kruskal-Wallis test, followed by Mann-Whitey u test.
n = 4 uninfected and 8-9 H. pylori SS1-infected mice per genotype. Data are
displayed as mean + SEM.

Markers of M2 activation were also assessed in gastric and
colonic tissues from H. pylori-infected mice. The following panel of
M2 markers was used: arginase 1 (Argl), chitinase-like 3 (Chil3,
Yml), resistin-like a (Retnla, Relma), 1110, transforming growth
factor-b (Tgfb) 1, and tumor necrosis factor (ligand) superfamily
member 14 (Tnfsfl4; Light). H. pylori infection does not typically
induce a robust M2 macrophage response (14, 23). Indeed, M2
genes Argl, Chil3, Retnla, 1110, and Tgfbl were not significantly
induced in Odc™" or LysM“®*" gastric tissues (ZSI Appendix, Fig.
S7A). Tnfsfl4 was significantly induced in Odc™” and LysM<"*“"
gastric tissues, but was significantly decreased in Odc®™* gastric
tissues (SI Appendix, Fig. S7A). Because Tnfsfl4 was the only M2
gene up-regulated in infected gastric tissues, these data indicate
that H. pylori infection does not induce a significant M2 response
in mice during chronic infection.

Interestingly, Odc®™* mice demonstrated enhanced Argl ex-
pression in whole gastric tissue during H. pylori infection (SI Ap-
pendix, Fig. STA); ARG1 is upstream of ODC and its up-regulation
may potentially represent a response to the loss of putrescine
production by ODC in the myeloid-specific Odc knockout mice.
However, based on previous studies, macrophages are not the
likely source of Argl in these tissues (26, 48). Moreover, Argl
mRNA levels were significantly higher in Odc®™* GECs than in
0dc™" GECs following H. pylori infection (SI Appendix, Fig. STB),
indicating that epithelial cells may be the source of increased Argl.
Taken together, these data indicate that ODC does not have a
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major role in regulating M2 activation, but that Odc deletion in
macrophages allows for enhanced M1 activation.

To confirm the specificity of these findings to macrophages, we
assessed macrophage activation in BMmacs from each of the
genotypes infected ex vivo with either H. pylori or C. rodentium. As
in the gastric tissues, 111b, 116, Il12a, I112b, Tnfa, and Nos2, mRNA
levels were significantly increased in Odc®™¢ BMmacs infected
with H. pylori (Fig. 3B). Representative M1 genes, 1/1b, Tnfa, and
Nos2, were also increased in C. rodentium-infected Odc™™*
BMmacs (SI Appendix, Fig. S8) versus Odc™" or LysM<'"
BMmacs. Moreover, Odc®™* BMmacs had significantly increased
secreted levels of IL-1p, IL-6, IL-12p70, and TNF-a (Fig. 3C), as
well as increased NOS2 protein levels (Fig. 3D) and NO pro-
duction (Fig. 3E) in response to H. pylori infection. Densitometry
further confirmed the significant increase in NOS2 protein levels in
Odc*™° BMmacs (SI Appendix, Fig. 89). These data clearly dem-
onstrate enhanced M1 macrophage activation at the functional
level in Odc-deficient macrophages.

M2 marker gene expression revealed a more complicated pic-
ture in H. pylori-infected BMmacs. Argl, Chil3, Retnla, and Tnfsf14
were not induced by H. pylori infection, regardless of genotype (S
Appendix, Fig. S104). However, H. pylori infection induced 110
and Tgfbl mRNA expression, which was significantly increased in
Odc*™* BMmacs versus the control genotypes (ST Appendix, Fig.
S10A). Protein levels of IL-10 confirmed the mRNA data, whereas
TGF-B1 secretion was not altered between genotypes (SI Appen-
dix, Fig. S10B). As M1 activation was consistently increased in both
gastric tissues and BMmacs from Odc™™* mice, and M2 activation
was not, these data indicate that ODC is a key regulator of M1
macrophage activation during bacterial infections. In contrast, the
potential role of ODC in M2 activation during bacterial infections
is much less apparent.

To determine whether the role of ODC was conserved in
human macrophages, we used THP1 cells, a human monocytic
cell line that can be differentiated into macrophages with
phorbol myristate acetate (PMA). We determined that H. pylori
infection induced ODC expression at the mRNA and protein
levels (SI Appendix, Fig. S11 A and B). We then treated THP1
cells with difluoromethylornithine (DFMO), an irreversible and
specific ODC inhibitor (25), for 3 or 5 d and then infected them
with H. pylori PMSS1 for 6 h. We assessed M1 and M2 activation
by RT-PCR. DFMO-treated, H. pylori-infected THP1 cells had a
significant increase in induction of ILIB, ILI12A, IL12B, and
TNFA compared with untreated, H. pylori-infected cells (ST Ap-
pendix, Fig. S11C). IL10 expression was induced by infection, but
DFMO treatment did not further alter expression (SI Appendix,
Fig. S11D). Importantly, the data related to M1 marker ex-
pression demonstrate that ODC also has a role in regulating M1
activation in human macrophages.

Macrophage activation can occur in many settings beyond the
context of bacterial infection (12, 13, 16, 17). We next sought to
determine the global role of ODC in macrophage activation in
BMmacs by using prototypical stimuli of M1 and M2 activation
that are not dependent upon bacterial infection. An M1 response
was induced by stimulation with IFN (IFN)-y and lipopolysac-
charide (LPS) (12) and an M2 response was elicited via stimula-
tion with TL-4 (12). M(IFN-y/LPS) macrophages from Odc*"*
mice, as with H. pylori- or C. rodentium-infected macrophages,
demonstrated significantly increased 1l1b, Tnfa, and Nos2 expres-
sion compared with Odc™” or LysM*“" BMmacs (SI Appendix,
Fig. S124). Interestingly, M(IL-4) macrophages from Odc*"™*
mice had further up-regulation of Argl and Chil3 (SI Appendix,
Fig. S12B). Thus, ODC has the capacity to regulate subsets of
macrophage activation in a stimulus-dependent manner. These
data demonstrate the central role of ODC in regulating macro-
phage activation in general.
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Fig. 3. Odc deletion in macrophages enhances M1 macrophage activation during H. pylori infection. (A) mRNA levels of proinflammatory cytokines //1b, Il6,
I112a, 1112b, Tnfa, and the gene Nos2 were assessed by RT-PCR in gastric tissues 4 mo p.i. with H. pylori SS1. *P < 0.05, **P < 0.01. n = 3 uninfected and 5
H. pylori SS1-infected mice per genotype. (B) mRNA levels of proinflammatory cytokines Il1b, 116, I112a, II12b, Tnfa, and Nos2 were assessed by RT-PCR in bone-
marrow-derived macrophages (BMmacs) 24 h p.i. with H. pylori PMSS1. *P < 0.05, **P < 0.01. Statistical significance in A and B was calculated by one-way
ANOVA with Kruskal-Wallis test, followed by Mann-Whitney u test. n = 6 mice per genotype. Note that the y axis values for //1b, 16, and Nos2 have been

divided by a factor of 1,000. All samples were analyzed as fold change against Odc

fl uninfected control samples. No differences were observed in the fold

changes for uninfected samples from all genotypes. (C) Secreted levels of IL-1f, IL-6, IL-12p70, and TNF-o were measured by ELISA from supernatants of
BMmacs 24 h p.i. with H. pylori PMSS1. *P < 0.05, **P < 0.01 by one-way ANOVA with Newman-Keuls posttest. n = 3-6 mice per genotype. Note that none of
the cytokines displayed were detected in supernatants from uninfected BMmacs. (D) Representative Western blot of NOS2 levels in BMmacs 24 h p.i. with
H. pylori PMSS1. n = 3 biological replicates. (E) Measurement of NO,~ from BMmac supernatants 24 h p.i. with H. pylori PMSS1. ***P < 0.001 by one-way
ANOVA with Newman-Keuls posttest. n = 4 mice per genotype. Data are displayed as mean + SEM.

The Role of ODC in Macrophages Is Dependent upon the Polyamine,
Putrescine. As the rate-limiting enzyme in polyamine synthesis,
ODC converts L-ornithine to the polyamine, putrescine (2, 25, 38),
which can then be converted into spermidine and spermine. We
determined putrescine, spermidine, and spermine levels by liquid
chromatography-mass spectrometry (LC-MS) using deuterated
ds-polyamines as internal standards. Deletion of Odc resulted in
significantly diminished putrescine and spermidine levels in mac-
rophages at 6 h and 24 h p.i. (Fig. 44). Odc deletion resulted in
modest spermine accumulation (Fig. 44), which has been demon-
strated previously during ODC inhibition with DFMO (11).
Moreover, H. pylori infection resulted in increased putrescine levels
and decreased spermine levels in Odc™" BMmacs at 24 h p.i. (Fig.
44), indicating that infection can modulate polyamine metabolism.

We hypothesized that addition of excess putrescine to the
Odc®™* BMmacs would serve to complement the deletion of Odc
and reverse the enhanced M1 activation during H. pylori infection.
Indeed, H. pylori-stimulated expression of Nos2, Il1b, and Tnfa in
Odc*™° BMmacs was no longer statistically increased compared
with Odc™ BMmacs when putrescine was added to the cells (Fig.
4B). Moreover, the addition of Eutrescine significantly reduced NO
production from infected Odc™""* BMmacs, such that it was no
longer significantly higher than NO production from Odc™
BMmacs (Fig. 4C). Putrescine had no effect on gene expression in
0dc™ BMmacs (Fig. 4 B-D). Intriguingly, the addition of putres-
cine had no effect on M2 macrophage activation (SI Appendix, Fig.
S13), beyond its effect on Tgfbl (Fig. 4D).

ODC Deletion in Macrophages Also Enhances NLRP3-Inflammasome
Activation. IL-1p is the secreted effector protein of the NLR
family, pyrin domain containing (NLRP) 3-driven inflamma-
some (49). As we observed enhanced [//b gene expression, we
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hypothesized that ODC may also affect NLRP3-inflammasome
activation. We first assessed mRNA levels of NLRP3-inflamma-
some markers—Nlp3 and caspase 1 (Caspl)—in both gastric
tissues and BMmacs from Odc™”, Odc*™¢, and Lyst/m mice.
As expected, Nlip3 and Caspl expression was significantly higher
in Odc®™* mice during H. pylori infection than in the control
genotypes in both chronically infected gastric tissue and acutely
infected BMmacs (SI Appendix, Fig. S14 A and C). Additionally,
the levels of total IL-1p in H. pylori-infected gastric tissues were
significantly increased in Odc®™* mice (SI Appendix, Fig. S14B).
Both pro-IL-1f (SI Appendix, Fig. S14D) and secreted IL-1p (Fig.
3C) levels were substantially higher in Odc®™* BMmacs. The role
of ODC in regulating NLRP3-inflammasome activation is also
dependent upon putrescine production, as the addition of excess
putrescine substantially decreased Nlrp3 and Caspl expression in
Odc*™° BMmacs, such that expression was no longer statistically
different from Nlrp3 and Caspl levels in Odc™" BMmacs (SI Ap-
pendix, Fig. S14E). These data indicate that the combination of
increased expression of I//b and NLRP3 inflammasome constit-
uents are contributing to increased IL-1p levels. Moreover, IL-1p
is a potent proinflammatory cytokine (49) and thus may be sub-
stantially contributing to the enhanced histologic gastritis observed
in Odc™™* mice following chronic H. pylori infection.

ODC Deletion Promotes Histone Modifications Leading to Euchromatin
Formation and Transcription. To this point, our studies have im-
plicated ODC in macrophages as a major regulator of gastric
inflammation, cytokine, and chemokine production and M1
macrophage activation. Overall, our data indicate that mice
with Odc-deficient macrophages exhibit a substantial increase
in proinflammatory gene transcription. Previous studies have
demonstrated that both ODC and the polyamines generated

PNAS | Published online January 13, 2017 | E755

%)
=2
o
a
w
<
=
[

IMMUNOLOGY AND
INFLAMMATION


http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.1614958114/-/DCSupplemental/pnas.1614958114.sapp.pdf
http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.1614958114/-/DCSupplemental/pnas.1614958114.sapp.pdf
http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.1614958114/-/DCSupplemental/pnas.1614958114.sapp.pdf
http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.1614958114/-/DCSupplemental/pnas.1614958114.sapp.pdf
http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.1614958114/-/DCSupplemental/pnas.1614958114.sapp.pdf
http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.1614958114/-/DCSupplemental/pnas.1614958114.sapp.pdf
http://www.pnas.org/lookup/suppl/doi:10.1073/pnas.1614958114/-/DCSupplemental/pnas.1614958114.sapp.pdf

kkk *
1 1
A 2 e 09wk B
wxk —l —|
8

ik

T

%

o E o3 £
8% 5% o gl
&2 04 &g ae 2
£ £, £
Cil_PMSS1 Cirl_PMSS1 Cii_PMSS1 Cirl_PMSS1 * cin_PMSS1 Cin_PMSS1
~®hpi _ 24hpi Ehp. EZET) Shpd. Zahp
|_leto CJode
B 40,0009 - Putrescine 2007 g~ Putrescne  @2@ 300,0007 g - Putrescine ~ @@@
e 1+ Putrescine ae .E |3+ putescine P [+ Pulrescine o
25 23 30
2> 30,0001 2O 1504 5
3= 3g 3 £ 200,000
2 ze
2 2 20,0004 2 1001 34
E2 558 E2 EZ
ES £S5 & O 100,000
22 10,0004 £ 501 2z
£ =g 22
o o o
Cirl_PMSS1 Cirl PMSS1 Ctrl_PMSS1 Cirl PMSS1 Ctl_PMSS1 Ctrl PMSS1
Odc™ Ode™ Odc™™ Qac Odc™ Ode
C 307 - Putrescine @@ D 200 - Putrescine -
[+ Putrescine b e [+ Putrescine s
_ § 3“5
g 209 J¢
S EH
= 2 1004
Z 109 -0
Cirl_PMSST Cirl_PMSS1 Cirl_PMSS1 Cil_PMSS!
Odc™ Odo™ Odc™ Odc ™™

Fig. 4. The effects of Odc deletion in macrophages are due to putrescine
depletion. (A) Measurement of polyamine levels in BMmacs 6 h and 24 h p.i.
with H. pylori PMSS1 by mass spectrometry. ***P < 0.001 by one-way
ANOVA with Newman—Keuls posttest. n = 3-4 mice per genotype. (B) mRNA
levels of M1 cytokines I/1b, Tnfa, and Nos2 were assessed by RT-PCR in
BMmacs 24 h p.i. with H. pylori PMSS1 + 25 uM putrescine added 60 min
before infection. (C) Measurement of NO,™ from BMmac supernatants 24 h
p.i. with H. pylori PMSS1 + 25 pM putrescine added 60 min before infection.
(D) mRNA levels of the M2 cytokine, Tgfb1, were assessed by RT-PCR in
BMmacs 24 h p.i. with H. pylori PMSS1 + 25 pM putrescine added 60 min
before infection. In B-D, **P < 0.01, ***P < 0.001 vs. Odc™" + PMSS1; ®@P <
0.01, ®®®P < 0.001 vs. Odc™ 1+ PMSS1 + putrescine; 55P < 0.01, 555P < 0.001
vs. Odc*™® + PMSS1 by one-way ANOVA with Newman-Keuls posttest. n = 4
biological replicates. Data are displayed as mean + SEM.

have the ability to influence histone modifications and, therefore,
regulate gene transcription (50, 51). To gain an understanding of
the role of ODC in altering macrophage gene transcription in re-
sponse to bacterial infection, we assessed histone modifications at
histone 3, lysine 4 (H3K4), known to be found at enhancer regions
(52), as well as H3K9, which is a specific residue known to mark
global alterations in chromatin structure and gene transcription
levels (53). Specifically, H3K4 monomethylation (H3K4mel) is
associated with primed, active enhancers and up-regulated tran-
scriptional levels (52). H3K9 acetylation (H3K9ac) is associated
with euchromatin formation and increased gene expression,
whereas H3K9 di/trimethylation (H3K9me2/3) is associated with
heterochromatin formation and decreased gene expression (53).
Under conditions of H. pylori infection, Odc®™* BMmacs dem-
onstrated significantly increased H3K4mel and H3KO9ac levels and
decreased H3K9me2/3 levels versus Odc™” BMmacs (Fig. 5 A and
B), indicative of enhanced gene transcription and correlating with
the observed alterations in macrophage activation patterns in the
present study. Importantly, a marked increase in H3K9 acetylation
was noted in CD68" gastric macrophages from H. pylori-infected
Odc®™* mice versus H. pylori-infected Odc™ mice (Fig. 5C).
Similar alterations in H3K9 acetylation and methylation were ob-
served in C. rodentium-infected BMmacs (SI Appendix, Fig. S15).
Intriguingly, these changes in H3K4mel, H3K9ac, and H3K9me?2/
3 levels only significantly occurred upon H. pylori or C. rodentium
infection, implying that the alterations in histone modifications are
specific to the macrophage response to stimulation and not oc-
curring during basal conditions.

As with the expression of markers of M1 macrophage and
NLRP3-inflammasome activation, the addition of putrescine re-
versed the histone modifications in Odc®™¢ BMmacs, such that
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they then resembled the H3K9ac and H3K9me2/3 levels in Odc™"
BMmacs during H. pylori infection (SI Appendix, Fig. S16). The
addition of excess spermidine or spermine, the other two principal
polyamines, did not change H3K9ac or H3K9me2/3 levels in
either Odd™" or Odc®™* BMmacs (SI Appendix, Fig. S16), in-
dicating that putrescine plays a more critical role in regulating
histone modifications during H. pylori infection in macrophages.

To verify that the loss of ODC in macrophages was directly af-
fecting transcription of the proinflammatory M1 markers through
H3KO9 alterations, namely enhanced acetylation and diminished
methylation, we performed chromatin immunoprecipitation
(ChIP), followed by RT-PCR in Odc™" and Odc*™° BMmacs.
ChIP was performed with both anti-H3K9ac and anti-H3K9me3
antibodies to assess gene expression during both chromatin mod-
ifications. Immunoprecipitation with an anti-H3K9ac antibody
resulted in significantly increased glyceraldehyde 3-phosphate de-
hydrogenase (Gapdh) expression in H. pylori-infected Odc™™*
BMmacs (Fig. 5D). Gapdh expression is a marker of transcrip-
tionally active euchromatin (54). Gapdh was not substantially
immunoprecipitated with an anti-H3K9me3 antibody (SI Appendix,
Fig. S17A4), consistent with this gene representing a marker of
euchromatin rather than heterochromatin. Inversely, immunopre-
cipitation with an anti-H3K9me3 antibody demonstrated signifi-
cantly decreased expression of inhibitor of apoptosis (Iap), a
marker indicative of heterochromatin (55), in H. pylori-infected
Odc™™* BMmacs versus H. pylori-infected Odc™ BMmacs (Fig.
5D). Moreover, Iap was not markedly immunoprecipitated with an
anti-H3K9ac antibody (SI Appendix, Fig. S164). Myodl is in-
dicative of transcriptionally inactive euchromatin (54) and was
unchanged between genotypes with immunoprecipitation with ei-
ther antibody (S Appendix, Fig. S17B). Taken together, these data
demonstrate that the loss of ODC leads to an enhancement in
transcriptionally active euchromatin levels during infection and a
decrease in heterochromatin levels, which would result in en-
hanced gene transcription.

To test whether alterations in chromatin modifications were
specifically modulating proinflammatory gene expression, we also
assessed I11b, 116, Tnfa, and Nos2 promoter levels by ChIP-PCR.
1l1b, 116, Tnfa, and Nos2 promoter levels were significantly in-
creased in Odc®™° BMmacs versus Odc™' BMmacs during
H3K9ac immunoprecipitation (Fig. SE) and were not significantly
immunoprecipitated with an anti-H3K9me3 antibody (S Appen-
dix, Fig. S18). Taken together, these data verify that chromatin
alterations during Odc deletion in macrophages drive enhanced
proinflammatory gene expression, which then contributes to in-
creased immune cell activation, exhibited as enhanced histologic
gastritis that leads to diminished H. pylori bacterial burden.

0DC-Driven Histone Modifications Are Essential for Alterations in M1
Macrophage Activation. Finally, to determine whether histone
modifications, specifically methylation and acetylation events,
are the mechanism by which the loss of ODC alters M1 mac-
rophage activation, we used pharmacol%gical inhibitors of his-
tone methylation and acetylation in Odc™ and Odc®™° BMmacs
and assessed expression of M1 macrophage activation markers.

BIX 01924 is a selective inhibitor of euchromatic histone lysine
methyltransferase 2 (EHMT2; also known as G9a histone meth-
yltransferase), which is known to interact specifically with H3K9
(56). We hypothesized that inhibition of EHMT2 would remove
the inhibitory methylation present in Odc™ BMmacs, leading to
increased expression of M1 macrophage activation markers. In-
deed, BIX 01924 treatment resulted in significantly increased I/1b,
Tnfa, and Nos2 expression in Odc™ BMmacs during H. pylori
infection (Fig. 64). As expected, treatment with BIX 01924 did not
significantly alter M1 marker expression in Odc®™* BMmacs (Fig.
64). Moreover, BIX 01924 treatment did not alter M2 macro-
phage activation marker expression in either genotype (SI Ap-
pendix, Fig. S194). These data further support the concept that the
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Fig. 5. Odc deletion in macrophages alters H3K4 and H3K9 modifications during H. pylori infection. (A) Representative Western blot of H3K4me1, H3K9ac,
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3 biological replicates. In D and E, statistical significance was calculated by one-way ANOVA with Newman-Keuls posttest on square-root transformed data.

Data are displayed as mean + SEM.

loss of ODC in the Odc®™° BMmacs allowed for potentiation
of M1 marker expression by relieving the methylation of
H3K09, therefore leading to increased immune response and
gastric inflammation.

Anacardic acid is a selective inhibitor of lysine acetyltransferase
2A (KAT2A; also known as GCNS), which has been previously
shown to interact with H3K9 (5§7). Inhibition of KAT2A signifi-
cantly reduced M1 marker expression in Odc®”* BMmacs, such
that expression was similar to M1 marker expression in Odc™”
BMmacs during H. pylori infection (Fig. 6B). Anacardic acid
treatment did not alter M1 marker gene expression in H. pylori-
infected Odc™" BMmacs (Fig. 6B). Additionally, anacardic acid did
not alter the expression of M2 macrophage markers, again in-
dicating that the role of ODC in regulating histone modifications is
specific to the M1 response (SI Appendix, Fig. S19B).

Taken together, these studies demonstrate that loss of ODC in
macrophages leads to an M1 response that is driven by ODC/
putrescine-mediated histone modifications that alter chromatin
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structure and the capacity for active gene transcription. This in-
creased M1 response is a key orchestrator of the increased gastric
inflammatory response.

Discussion

ODC and polyamines have been well studied in epithelial cells
within the context of cancer and in macrophages within the context
of parasitic and fungal infections. The present study now reveals a
mechanism by which ODC and its product, putrescine, regulate
M1 macrophage activation via alterations of histone modifications
to directly alter proinflammatory gene expression during bacterial
infection. We demonstrate that loss of ODC in macrophages has
profound effects on M1 macrophage activation and thus, on the
pathogenesis of both H. pylori and C. rodentium in mice. We fur-
ther demonstrate that deletion of ODC leads to alterations in
H. pylori survival during gastric infection, implicating ODC in
macrophages as a mediator of bacterial persistence within a host.
This is a critical advancement of our understanding of the immune
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Fig. 6. Alterations in histone modifications and chromatin structure in ODC-
fection. (A) mRNA levels of proinflammatory cytokines //1b, Tnfa, and Nos2 w

deficient macrophages alters M1 macrophage activation during H. pylori in-
ere assessed by RT-PCR in BMmacs 24 h p.i. with H. pylori PMSS1 + 5 uM BIX

01924 added 60 min before infection. *P < 0.05, **P < 0.01, ***P < 0.001 by one-way ANOVA with Kruskal-Wallis test, followed by Mann-Whitney u test. n =

5 mice per genotype. (B) mRNA levels of proinflammatory cytokines //1b, Tnfa,

and Nos2 were assessed by RT-PCR in BMmacs 24 h p.i. with H. pylori PMSS1 +

10 pM anacardic acid added 60 min before infection. ***P < 0.001 by one-way ANOVA with Kruskal-Wallis test, followed by Mann-Whitney u test. n =5 mice

per genotype. Data are displayed as mean + SEM.

privilege that is associated with this particular infection, as long-
term persistence is the hallmark of H. pylori infection and is di-
rectly linked to damaging inflammation and increased cancer risk
(31, 33, 34).

ODC is detectable in abundance in human gastric myeloid cells
during H. pylori infection, indicating the potential importance of
the enzyme in regulating the host response to the pathogen (25).
Previous studies demonstrated that pharmacologic inhibition of
ODC with DFMO diminished both inflammation and H. pylori
colonization in mice (25, 38), although it should be noted that we
have shown that DFMO can have direct inhibitory effects on
H. pylori (38). Based on the robust induction of ODC in macro-
phages during H. pylori infection (24), we anticipated that myeloid-
specific deletion of ODC might result in decreased inflammation
and decreased colonization. However, we observed significantly
increased inflammation, accompanied by a reduction in H. pylori
colonization. We attribute this finding to dramatically enhanced
M1 macrophage activation, up-regulated cytokine and chemokine
expression, and significantly increased production of NO, which is
a potent antimicrobial mediator. Clearly, ODC expression in
macrophages actually impairs the host response. The ability of
H. pylori to up-regulate ODC, via ERK and MYC signaling
(6, 24), is advantageous for the creation of a less inflammatory
environment in which the pathogen can establish a persistent
infection. However, even in the tolerant environment, persistent
infection is still accompanied by chronic inflammation, leading to
increased risk for gastric cancer (32-34). Thus, inhibition of
ODC may prove to be a potential target to enhance the clearance
of long-term infection.

C. rodentium-infected Odc™™* mice also had substantially in-
creased disease severity, again attributable to increased M1 mac-
rophage activation. Several previous studies have demonstrated
that the severity of colitis is positively correlated with C. rodentium
colonization (26, 45, 58, 59). The fact that colonization was not
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different in our model, despite increased colitis, potentially indi-
cates that colonization was actually impaired, as we would have
expected increased colonization accompanying increased colitis.
The concordance in macrophage activation patterns and histologic
inflammation between the H. pylori and C. rodentium models in
our study, combined with the studies with classical M1 and M2
stimuli, indicate that the role of ODC in macrophages is broadly
applicable across various models of mucosal inflammation and is
an important mediator of general macrophage activation and bi-
ology in mice and humans.

ODC serves as such a potent mediator of macrophage function
via its role in the alteration of chromatin structure and gene
transcription. ODC and polyamines are known to modulate chro-
matin modifications, DNA stability, and gene expression (3-5).
However, we have now demonstrated that ODC and polyamines
have the ability to directly regulate the expression of proin-
flammatory genes within the context of bacterial infections. This is
a critical expansion of our understanding of macrophage activation
and function. Putrescine is the product of the enzymatic conversion
of L-ornithine by ODC. In our study, putrescine, but not spermi-
dine or spermine, was capable of reversing the activation patterns
observed in Odc™™* BMmacs infected with either H. pylori or
C. rodentium. These studies indicate that putrescine is a potent
regulatory molecule in macrophage activation. Further studies are
required to determine the mechanism by which putrescine modu-
lates histone modifications.

In summary, our work outlines a role for ODC in regulating
macrophage activation during bacterial infections. ODC is a well-
known mediator of cancer risk across various types of cancer, in-
cluding gastric and colorectal cancers (7-11). Importantly, chronic
inflammation contributes to the process of carcinogenesis and we
now implicate ODC as having a role in the establishment of
chronic inflammation by tempering the M1 macrophage response
to bacterial pathogens. A finding in the current study is that these
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phenotypes are due to the alteration of chromatin structures by
modifications of putrescine levels within macrophages. These
studies provide further impetus for studies related to the role
of ODC in macrophages as a potential pathway to better un-
derstanding the etiology, prevention, and treatment of in-
flammatory diseases and associated cancer risk.

Methods

Materials/Reagents. All reagents used for cell culture were from Invitrogen. Re-
agents for RNA extraction are from Qiagen. Reagents for cDNA synthesis and RT-
PCR were purchased from Bio-Rad. The following reagents were obtained from
PeproTech: murine recombinant M-CSF, murine recombinant IFN-y, and murine
recombinant IL-4. The following reagents were obtained from Sigma-Aldrich: LPS
from E. coli O111:E4, anacardic acid (2-hydroxy-6-pentadecylbenzoic acid, 6-pen-
tadecylsalicylic acid), putrescine, spermine, spermidine, putrescine-d; (1,4-dia-
minobutane-2,2,3,3-d, dihydrochloride), spermidine-dg [spermidine-(butane-dg)
trihydrochloride], and spermine-dg [spermine-(butane-dg) tetrahydrochloride].
Dansyl chloride was obtained from Acros Organics. BIX 01924 {2-(hexahydro-4-
methyl-1H-1,4-diazepin-1-yl)-6,7-dimethoxy-N-[1-(phenylmethyl)-4-piperidinyl]-4-quina-
zolinamine trihydrochloride} was obtained from Fisher Scientific.

Antibodies. See S/ Appendix, Table S2 for information regarding antibodies
used for this study.

Bacteria, Cells, Culture Conditions, and Infections. H. pylori PMSS1 and SS1
were cultured as previously described (25, 42). PMSS1 was used for acute in
vivo and ex vivo infections because it is the original clinical isolate and re-
tains its ability to translocate the oncoprotein, CagA. SS1 was used for
chronic infections in vivo because of its ability to induce robust gastritis in
mice. C. rodentium was cultured as previously described (35).

Bone-marrow-derived macrophages were isolated and differentiated as pre-
viously described (14). Upon completion of differentiation, cells were placed in
complete DMEM, supplemented with 10% (50 mL FBS/500 mL DMEM) FBS, 2 mM
L-glutamine, 25 mM Hepes, and 10 mM sodium pyruvate for studies with H. pylori
or C. rodentium infection. THP1 cells were maintained in complete DMEM, sup-
plemented with 10% (50 mL FBS/500 mL DMEM) FBS, 2 mM L-glutamine, 25 mM
Hepes, and 10 mM sodium pyruvate. No antibiotics were present in media during
bacterial infections.

All pharmacological inhibitors (except DFMO) or polyamines were added

1 h before infection. Cells were infected at a multiplicity of infection (MOI) of
100 for H. pylori studies and at a MOI of 10 for C. rodentium studies. All
infection studies were performed with live bacteria.
Animal Studies. Odc™" mice were generated and provided by J.L.C. Odc*™* mice
were generated by crossing Odc” mice with LysM“®® mice from our stock of
breeding colonies. Animals were used under protocol M/10/155, approved by the
Institutional Animal Care and Use Committee at Vanderbilt University.

Male mice between the ages of 6 and 12 wk were used for all studies within
this paper. Mice were not removed from the cages into which they were
weaned. Male mice were selected because previous studies have demonstrated
that female mice are protected from gastric damage during H. pylori infection
(60). Sample sizes were based on previous studies (14, 25, 42, 61). No other
selection criteria were used in these studies. Mice were infected orogastrically
with 5 x 108 cfus of H. pylori SS1 every other day for three total inoculations
for the 4-mo infections or with 5 x 108 cfus of H. pylori PMSS1 once for 48-h
infections. Mice were infected orogastrically with 5 x 108 cfus of C. rodentium
once for 14-d infections. All bacteria were in log phase for infections. Animals
were killed at indicated time points. Colonization, histologic gastritis, and
histologic colitis were assessed as previously described (14, 23), as appropriate
to the infection model. All histologic assessments were made in a blinded
manner by a gastrointestinal pathologist (M.B.P.).

On rare occasions, Odc*™® and LysM“®™® mice would develop a substantially
enlarged spleen that was not attributable to H. pylori or C. rodentium infection,
as control mice would also manifest this condition. If marked splenomegaly was
observed at time of killing, that mouse was excluded from further analysis.

Real-Time PCR. RNA was isolated from cells and tissues, cDNA was prepared,
and PCR was performed as previously described (14, 23). See SI Appendix,
Table S3 for primers used in this study.

Western Blot Analysis. Western blot analysis was performed as previously

described (14). See S/ Appendix, Table S2 for all antibodies used in this study
with accompanying information regarding dilutions used.
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Luminex Multiplex Array. Luminex multiplex array was performed as pre-
viously described (14).

ELISAs. The following R&D DuoSet ELISA kits were used for cytokine measure-
ments: IL-1B (DY401), TNF-a (DY410), IL-6 (DY406), IL-12p70 (DY419), IL-10 (DY417),
and TGF-B1 (DY1679). All ELISAs were performed according to kit instructions.

Measurement of Nitric Oxide. The concentration of the oxidized metabolite of NO,
nitrite (NO,") was assessed by the Griess reaction as previously described (14).

DFMO Studies in THP1 Cells. THP1 cells were treated with 5 mM DFMO in T-75
flasks for 3 or 5 d. Cells were then counted, plated, and treated with 10 ng/mL
PMA for 18 h to differentiate the cells into macrophages. A total of 5 mM
DFMO was maintained in the media during PMA treatment. Following dif-
ferentiation, cells were place in antibiotic-, PMA-, and DFMO-free media and
infected with H. pylori PMSS1 (MOI, 100) for 6 h. All RNA and protein assays
were performed as described above.

Immunofluorescence Staining for ODC, CD68, and H3K9ac in Murine Tissues.
Immunofluorescence staining for ODC, CD68, and H3K9ac in murine tis-
sues was performed using a staining protocol that was previously described
(14), with the following alterations. As the source for each of the three
antibodies is rabbit, tissues were blocked with 5% goat serum and rabbit Fab
fragment for 30 min at room temperature following incubation in primary
and secondary antibodies for either ODC or H3K9ac before incubation with
anti-CD68. A secondary anti-rabbit antibody with an Alexa 488 tag was used.
Slides were imaged using a SPOT RT slider camera system (Diagnostic In-
struments) on a Nikon E800 microscope (Nikon). Images were all modestly
adjusted in ImageJ with the brightness and contrast tool.

Immunoperoxidase Staining for ODC. Staining for ODC in human gastric bi-
opsies was performed as previously described (25).

Immunofluorescence Staining for ODC and CD68 Human Tissues. Immunoflu-
orescence staining for ODC and CD68 in human tissues was performed using a
staining protocol that was previously described (14). Quantification of CD68*
ODC* and CD68"ODC cells was performed by four blinded observers and
the scoring was averaged.

Human Tissues. Deidentified human gastric samples from Colombia were
obtained and used as previously described (14). All patients participating in
studies in Colombia were enrolled with informed consent, and the deiden-
tified coded tissues were provided under nonhuman exemptions approved
by the Vanderbilt University Institutional Review Board.

Purification of Gastric Epithelial Cells and Gastric Macrophages. Purification of gastric
epithelial cells and gastric macrophages was performed as previously described (14).

Measurement of Polyamines. All studies related to polyamine measurements
were conducted in serum-free media. Putrescine, spermidine, and spermine
were quantified by LC-MS using a Thermo TSQ Vantage Triple Quadrupole
instrument operated in positive ion mode. Cell pellets were extracted using
acetonitrile/20 mM NH4OAc pH 8 (70:30). Extracts were derivatized by re-
action with 20 mM dansyl chloride in 100 mM NaHCOs pH 10 for 20 min.
Polyamines were quantified using deuterated internal standards d,-putres-
cine, dg-spermidine, and dg-spermine.

ChIP-PCR. ChIP was performed using the EpiTect Chip ChIP-Grade Antibody Kit
(H3K9ac) (Qiagen, cat. no. GAM-1209) and the EpiTect Chip ChIP-Grade
Antibody Kit (H3K9me3) (Qiagen, cat. no. GAM-6204). All reagents were
provided in the EpiTect Chip One-Day Kit (Qiagen, cat. no. 334471). All kit
instructions were followed as stated, including PCR master mix set-up and
recommended PCR protocol. Primers for Gapdh and Myod1 were provided
with the ChIP antibody kits listed above. Primers for //1b, 116, Tnfa, and Nos2
promoter sites are listed in S/ Appendix, Table S3.

Statistical Analysis. All of the data shown represent the mean + SEM. At least
three biological replicates were performed for all studies using cell culture.
Where data were normally distributed, two-tailed Student’s t test was used
to determine significance in experiments with only two groups, and one-
way ANOVA with the Newman-Keuls test was used to determine significant
differences between multiple test groups. In cases where data were not
normally distributed, a one-way ANOVA with Kruskal-Wallis test, followed
by a Mann-Whitney u test, was performed, unless otherwise noted. All
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statistics were performed in GraphPad Prism 5.0 (GraphPad Software). A P
value of <0.05 was considered to be significant.
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