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Aspirin’s Active Metabolite Salicylic Acid Targets High
Mobility Group Box 1 to Modulate Inflammatory Responses
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Salicylic acid (SA) and its derivatives have been used for millennia to reduce pain, fever and inflammation. In addition, pro-
phylactic use of acetylsalicylic acid, commonly known as aspirin, reduces the risk of heart attack, stroke and certain cancers. Be-
cause aspirin is rapidly de-acetylated by esterases in human plasma, much of aspirin’s bioactivity can be attributed to its primary
metabolite, SA. Here we demonstrate that human high mobility group box 1 (HMGB1) is a novel SA-binding protfein. SA-binding
sites on HMGB1 were identified in the HMG-box domains by nuclear magnetic resonance (NMR) spectroscopic studies and con-
firmed by mutational analysis. Extracellular HMGBT1 is a damage-associated molecular pattern molecule (DAMP), with multiple
redox states. SA suppresses both the chemoattractant activity of fully reduced HMGB1 and the increased expression of proin-
flasnmatory cytokine genes and cyclooxygenase 2 (COX-2) induced by disulfide HMGB1. Natural and synthetic SA derivatives with
greater potency for inhibition of HMGB1 were identified, providing proof-of-concept that new molecules with high efficacy
against sterile inflarsnmation are attainable. An HMGB1 protein mutated in one of the SA-binding sites identified by NMR chemical
shift perturbation studies retained chemoattractant activity, but lost binding of and inhibition by SA and its derivatives, thereby
firmly establishing that SA binding to HMGBT directly suppresses its proinflammatory activities. Identification of HMGB1 as a phar-
macological target of SA/aspirin provides new insights into the mechanisms of action of one of the world’s longest and most used
natural and synthetic drugs. It may also provide an explanation for the protective effects of low-dose aspirin usage.
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INTRODUCTION
The plant-derived phenolic compound
salicylic acid (SA) and its derivatives,

third century B.C. indicate that Hip-
pocrates prescribed willow bark and
leaves, which contain salicylates, to re-
lieve pain and fever (4). The best-known
salicylate is acetylsalicylic acid, com-
monly known as aspirin. In addition to
its antiinflammatory, antipyretic and
analgesic effects (5-7), prophylactic use of
aspirin reduces the risk of heart attack,

known collectively as salicylates, have
long been used to reduce pain, fever, and
inflammation (1-3). Records from the

*These two authors contributed equally.

Address correspondence to Daniel F Klessig, Boyce Thompson Institute for Plant Research,
Ithaca, NY 14853. Phone: 607-254-4560; Fax: 607-254-1242; E-mail: dfk8@cornell.edu, Marco
E Bianchi, San Raffaele University and Research Institute, Milan, Italy. Phone: +39-02-2643-

4765; Fax: +39-02-2643-5544, E-mail: bianchi.marco@hsr.it; Gaetano T Montelione, The
State University of New Jersey, Piscataway NJ 08854. Phone: 732-235-5375; Fax: 732-235-
5779; E-mail: guy@cabm.rutgers.edu.

Submitted June 17, 2015, Accepted for publication June 18, 2015, Published Online
(www.molmed.org) June 18, 2015.

The Feinstein Institute North
for Medlical Research  ShorellJ

Empowering Imagination. Pioneering Discovery.®

526 | CHOI ET AL. | MOL MED 21:526-535, 2015

stroke and certain cancers (3,8,9). As-
pirin’s primary mechanism of action in
mammals has been attributed to disrup-
tion of eicosanoid biosynthesis through
irreversible inhibition via acetylation of
cyclooxygenases (COX) 1 and 2, thereby
altering the levels of prostaglandins, hor-
mones that are involved in inflammation



and pain (7). Aspirin is rapidly deacety-
lated to SA by esterases in human
plasma, with a half-life of conversion of
13-19.5 min (10). SA’s half maximal in-
hibitory concentration (IC,) for COX-2
enzymatic activity in vitro is much higher
(>100 mg/L, or ~500 umol/L) than as-
pirin’s (6.3 mg/L, or ~35 umol/L); yet SA
and aspirin have largely the same phar-
macological effects (7). Thus, aspirin/SA
likely have additional mechanisms of ac-
tion that are only partially understood.

In plants, SA is involved in many
physiological processes, including immu-
nity, where it plays a central role (3). To
decipher SA’s mechanisms of action, we
have identified several plant SA-binding
proteins (SABPs) (3,11,12). By applying
the approaches developed for identifying
plant SABPs to mammalian cells, we
have discovered a new target of SA in
humans, the high mobility group box 1
protein, HMGBI.

HMGBI is an abundant, chromatin-
associated protein that is present in all
animal cells; fungi and plants have re-
lated proteins (13). Structurally, HMGB1
is composed of two basic DNA-binding
domains, designated HMG boxes A and
B, and a highly acidic C-terminal tail that
participates in specific intramolecular in-
teractions (14). In the nucleus, HMGB1
binds DNA to facilitate nucleosome for-
mation and transcription factor binding
(15). HMGBI1 also acts as a DAMP mole-
cule, with chemoattractant and cytokine-
inducing activities upon its release into
the extracellular milieu from necrotic,
damaged or severely stressed cells (16).

Extracellular HMGB1 mediates a
range of biological responses in associa-
tion with multiple receptors, such as the
receptor for advanced glycation end
products (RAGE), Toll-like receptor 2
(TLR2), TLR4 and C-X-C chemokine re-
ceptor type 4 (CXCR4) (16). HMGBI1 has
multiple redox states, which in part de-
pend on a reversible intramolecular
disulfide bond formed between cysteine
residues 23 and 45 (17). Disulfide
HMGBI signaling through TLR4 leads to
activation of nuclaar factor kappa-B (NF-
kB) and transcription of proinflamma-

tory cytokines (17,18), whereas recogni-
tion by CXCR4 of a complex formed by
fully reduced HMGB1 with the C-X-C
motif chemokine 12 (CXCL12) promotes
the recruitment of inflammatory cells to
damaged tissue (19). HMGB1’s diverse
activities and receptors likely account
for its multiple roles in human disease,
including sepsis and arthritis (20,21),
atherosclerotic plaque formation (22)
and cancer (23-25). Consequently,
HMGBI has attracted considerable at-
tention as an important drug target for
various human diseases (13,16,20-25).

We show here that SA, as well as syn-
thetic and natural SA derivatives, bind
HMGB] in two distinct binding sites and
inhibit its extracellular chemoattractant
and cytokine-inducing activities. Muta-
tions in one of the SA-binding sites,
which disrupt binding of SA and its de-
rivatives, also suppress inhibition by SA
and its derivatives of HMGB1’s chemoat-
tractant activity.

MATERIALS AND METHODS

Identification of SA-Binding Protein
from Hela Cells

Approximately 3.5 x 10" HeLa cells
were trypsinized and pelleted after neu-
tralization and resuspended in 2 mL of
0.2 mol/L Tris-HCI (pH 7.4) containing
137 mmol/L NaCl, 1 mmol/L EDTA,
0.5% (v/v) Triton X-100, 1 mmol/L
phenylmethanesulfonylfluoride (PMSF)
and a protease inhibitor cocktail (Sigma-
Aldrich). The suspension was then sub-
jected to two freeze—-thaw cycles, and
cells were disrupted by ultrasound. The
solution was clarified by a 10-min spin at
20,000 and dialyzed against loading
buffer, 50 mmol/L KPO, (pH 7.0) con-
taining 50 mmol/L NaCl, a protease in-
hibitor cocktail (Sigma-Aldrich) and 0.1
% (v/v) Triton X-100.

The preparation of SA-immobilized
resin and purification of SABPs with this
resin were previously described (12).
Three enriched proteins from the SA elu-
ate were excised and subjected to elec-
trospray ionization—-tandem mass spec-
trometry (ESI-MS/MS) for peptide
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identification (Donald Danforth Plant
Science Center, St Louis, MO, USA).

Cloning, Expression, and Purification
of HMGB1

The rat HMGBI expression plasmid
pET30 Xa/LIC HMGB1 was kindly pro-
vided by S Lippard (26). Because there
are two amino acid differences between
rat and human HMGBI, we generated a
human HMGBI1 expression clone, pET30
Xa/LIC hHMGBI, by introducing PCR-
based point mutations that converted
residues 189D and 202E to 189E and
202D. Box A (residues 10-80) and Box B
(residues 96-164) domains were ampli-
fied from pET30 Xa/LIC HMGBI and
cloned into Kpnl and EcoRI sites of pET30
Xa/LIC. Recombinant human HMGB1,
Box A and Box B proteins were expressed
in Escherichia coli strain BL21 cells grown
at 37°C to OD,,, = 0.7. HMGBI expres-
sion was induced by adding 0.1 mmol/L
isopropylthiogalactoside (IPTG) for 16 h
at room temperature. Cells were collected
by centrifugation at 6,000¢ for 30 min,
and stored at —20°C. For protein purifica-
tion, cells were resuspended in lysis
buffer, buffer A (20 mmol/L Tris-HC1/8.0,
0.15 mol/L NaCl, 2 mmol/L p-mercap-
toethanol and 10% glycerol) containing
0.2% NP-40, 1 mg/mL lysozyme,
1 mmol/L PMSF and 10 mmol/L imida-
zole. After sonication and centrifugation
at 20,000g for 1 h, soluble 6xHis-tagged
HMGB1 was purified by affinity chro-
matography using nickel nitrilotriacetic
acid (Ni-NTA) agarose resin (Novagen);
after washing the HMGB1-bound resin
with buffer A containing 20 mmol/L imi-
dazole, HMGBI1 was eluted in buffer A
containing 300 mmol/L imidazole. The
6xHis tag was removed by overnight in-
cubation at 4°C with factor Xa (for full-
length HMGB1) and thrombin (for Box A
or Box B). The cleaved HMGB1 was fur-
ther purified using gel filtration chro-
matography on a HiLoad 16/60 Su-
perdex 200 column (GE Healthcare)
equilibrated in buffer A.

To prepare fully reduced HMGBI, pu-
rified HMGB1 was incubated with
5 mmol/L dithiothreitol for 1 h at 4°C,
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and then desalted using a PD-10 desalt-
ing column (GE Healthcare) equilibrated
in 20 mmol/L Tris-HC1/8.0 and

20 mmol/L NaCl plus 0.5 mmol /L DTT.
Disulfide HMGB1 was prepared in the
absence of any reducing agent. Contami-
nating lipopolysaccharide (LPS) were re-
moved from all HMGBI1 preparations
used for biological assays as described
(17). For some experiments, fully reduced
HMGBI and disulfide HMGB1 were pro-
vided by HMGBiotech (Milan, Italy).

SA-Binding Analyses

Analyses of candidate SABPs by pho-
toaffinity labeling with 4-azido salicylic
acid (4-AzSA) and by surface plasmon
resonance (SPR) with 3-aminoethyl SA
(BAESA) were previously described
11,12).

NMR Sample Preparation

All four HMGBI constructs (Box A,
Box B, HMGB1-AC and full length
HMGB1) were cloned in either
pET15Tev_NESG or Avi-NESG expres-
sion vectors, which both include a
Tomato Etch Virus proteas (TEV)-
cleavable N-terminal 6xHis purification
tag, expressed with uniform "°N or
13¢C N-enrichment, and purified using
the published protocols of the Northeast
Structural Genomics Consortium (NESG)
(27,28). Protein constructs were purified
with a 5-mL HisTrap HP Ni-NTA column
(GE Healthcare), cleaved with TEV-
protease, and repurified using a 5-mL
HisTrap HP column. Size exclusion chro-
matography was performed using a
HiLoad 26/600 Superdex 75 column (GE
Healthcare) Q1 with a buffer containing
50 mmol/L Tris-HCI, pH 7.5, 100 mmol/L
NaCl, 0.02% NaN,, and 10 mmol/L DTT.
Samples for nuclear magnetic resonance
(NMR) studies were exchanged into this
same buffer, containing either no SA, SA,
amorfrutin Bl or ac3AESA using a Zeba
96-well spin-desalting plate (Thermo
Scientific).

NMR Data Collection
NMR samples (50-200 uL) contained
0.25 mmol/L protein in 20 mmol/L

NaPO,, pH 7.5, 100 mmol/L NaCl,
0.02% NaN, and 1 mmol/L tris(2-
carboxyethyl)phosphine (TCEP). Samples
were analyzed with and without SA or
other candidate inhibitors at 25°C. Chem-
ical shift perturbation studies were car-
ried out using either a Bruker Avance
800-MHz NMR system with 4-mm NMR
tubes or a Bruker Avance 600 MHz NMR
spectrometer equipped with a 1.7-mm
micro cryoprobe; 1024 or 2048 complex
points were acquired for each of 80 to 200
increments in the "N dimension with a
recycle delay of 1 s. Each spectrum was
typically acquired for 2-8 h Composite
changes in "H and "°N backbone amide
chemical shifts (29), Aé(N_H), were com-
puted as:

Ay = J(“Aappm Y+ (A, /6)

Assays for Cytokine Induction

Total RNAs were isolated using the
Mlustra RNAspin Mini kit (GE Health-
care), and complementary DNAs
(cDNAs) were obtained by reverse tran-
scription with oligo(dT) primers (Invit-
rogen) and SuperScript II Reverse Tran-
scriptase (Invitrogen) following the
manufacturers’ instructions. Quantita-
tive real-time PCR was performed using
a LightCycler480 (Roche Molecular Di-
agnostics), in duplicates, using SYBR
Green I master mix. The ACt method
was used for quantification, and the
B-actin gene was used for normalization.

Chemotaxis Assay

The downside of polyvinylpirrolidone
(PVP)-free polycarbonate filters (8 um
pores; Millipore) was coated with
50 ug/mL fibronectin (Sigma-Aldrich).
Serum-free Dulbecco modified Eagle
medium (DMEM) (negative control),
DMEM containing 0.1 nmol/L N-formyl-
methionyl-leucyl-phenylalanine (fMLP)
(positive control; Sigma-Aldrich), or
DMEM containing 1 nmol/L fully re-
duced HMGBI1 or disulfide HMGB1
were placed in the lower chamber, to-
gether with different concentrations
of SA (Sigma-Aldrich). Mouse 3T3
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fibroblasts were cultured in DMEM
media supplemented with 10% fetal
bovine serum (FBS) until 90% conflu-
ence, washed twice with phosphate-
buffered saline (PBS) to eliminate any
floating cells and harvested with
trypsin. A total of 50,000 cells in 200 pL
were added to the upper chamber, and
cells were left to migrate for 3 h at 37°C.
Nonmigrating cells were removed with
a cotton swab, and migrated cells were
fixed with ethanol and stained with
Giemsa.

Statistical Analysis

The results are expressed as a mean +
standard deviation (SD). Statistical analy-
sis on the group differences was per-
formed by using a Tukey honest signifi-
cant difference (HSD) test with software
JMP Pro, version 10.0.0 (SAS Institute
Inc.).

All supplementary materials are available
online at www.molmed.org.

RESULTS

Identification of HMGB1 as an
SA-Binding Protein

To identify novel salicylate effectors
and/or receptors, we subjected HeLa
cell extracts to affinity chromatography
on a PharmaLink column to which SA
was linked. After stringent washing
with the biologically inactive SA analog
4-hydroxy benzoic acid, the column
was competitively eluted with SA (Fig-
ure 1A). The released proteins were ana-
lyzed by mass spectroscopy and
HMGBI1 (GI: 4504425) was repeatedly
identified.

SA-binding activity of fully reduced
HMGB1 was then assessed using pho-
toaffinity crosslinking (11,12). Im-
munoblotting of 4-azido SA (4AzSA)
crosslinked products with a-SA anti-
body revealed a band at the expected
molecular weight for HMGB1 when
4AzSA was present in the reaction, but
not in the control reaction without
4AzSA (Figure 1B). Increasing concen-
trations of SA inhibited crosslinking of
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Figure 1. Identification of HMGB1 as an SA-binding protein and its SA-binding sites.

(A) Affinity purification of SABPs fromn human Hela cells. Total protein extracts prepared
from human Hela cells were chromatographed on an SA-immobilized Pharmalink col-
umn. After washing with increasing concentrations of the biologically inactive SA ana-
log, 4-hydroxy benzoic acid (4-HBA), the retained proteins were eluted with 5 mmol/L
SA, fractionated by gel electrophoresis and resolved by silver staining. Subsequent MS
analyses identified band a as HMGB1 (Gl: 4504425). Note that the band denoted by
“b” was identified as soybean trypsin inhibitor, added to inhibit protein degradation.
MWM, molecular weight markers. (B) Photoaffinity labeling of HMGBT using 4AzSA.
HMGB1 was incubated with or without 0.1 mmol/L 4AzSA in the absence or presence
of the indicated concentrations of SA for 1 h, and then treated with UV light (60 mJ).
Proteins labeled with 4AzSA were detected by immunoblot analysis with a-SA antibod-
ies. Proteins stained with Ponceau S served as a loading control. (C) HMGB1 has strong
affinity for 3AESA with an apparent K, of 1.48 nmol/L. Sensorgrams of concentration-
dependent HMGB1 interacting with 3AESA immobilized on the SPR sensor chip. (D and E)
Identification of SA binding sites on HMGBI1. (D) "*N-"H-HSQC spectra for HMGB1-AC
were generated in the presence (blue) or absence (red) of 10 mmol/L SA; expanded
regions of the spectra were then superimposed. Residues that show significant chemi-
cal shift perturbations (CSPs) due to SA binding are labeled. (E) SA-induced CSPs
mapped onto the 3D structure of human HMGBT-AC (PDB id: 2YRQ, residues 6-164).
The colors in the space-filling model correspond to the amplitude of the observed
CSPs (cyan: Ady yyy < 12 ppb; blue: 12 < Ady_y, < 25 ppb; red: Ady > 25 ppb, as indi-
cated by the scale). Residues for which the backbone '*N-"H resonance assignments
are not available due to rapid exchange of surface amide protons and/or proline
residues are shown in white.

4AzSA to fully reduced HMGBI, indi-
cating that this interaction reflects au-
thentic SA-binding activity. To further
confirm HMGB1’s SA-binding activity,
we used surface plasmon resonance
(SPR), which provides sensitive and

quantitative measurements of bimolecu-
lar interactions in real-time (11). An SA
derivative, 3-aminoethyl SA (3BAESA),
was synthesized and affixed to the CM5
sensor chip via an amide bond formed
between the amine group of 3AESA and
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the carboxyl groups on the chip. The
ethylamine group was added at the 3
position of the phenyl ring because sev-
eral SA derivatives with substitutions at
this position could still bind plant
SABPs and induce immune responses
(11) in plants. Binding was detected by
flowing fully reduced HMGB1 over the
3AESA-immobilized sensor chip. A
dose-dependent response was obtained
with nmol/L concentrations of fully re-
duced HMGBI, indicating strong bind-
ing (Figure 1C).

Characterization of SA-Binding Sites in
HMGBI1

To identify which domain(s) of HMGB1
binds SA, four constructs were gener-
ated: (i) full-length (FL): residues 1-215,
(ii) HMGB1-AC: residues 1-165, (iii)

Box A: residues 8-78, and (iv) Box B:
residues 86-165 (Supplementary Figure
S1A). SPR analysis revealed that all four
constructs exhibited SA-binding activity,
indicating that Box A and Box B both
have an SA-binding site (Supplementary
Figure S1B, C).

The amino acid (aa) residues in fully
reduced HMGBI affected by binding of
SA were identified by "N-"H heteronu-
clear single quantum correlation
(HSQC) 2D NMR spectroscopy at pH
7.5. Under these conditions, some sur-
face amide protons are broadened due
to solvent exchange, and cannot be ob-
served. The sequence-specific resonance
assignments for all observable backbone
amide "N and "H" resonances of
HMGB1-AC were determined using
standard triple-resonance NMR meth-
ods (30,31). A region of the superim-
posed N-"H-HSQC spectra obtained in
the presence or absence of 10 mmol/L
SA is shown in Figure 1D. Analysis of
N-"H HSQC spectra from HMGB1-AC
showed that some backbone amide 'H"
and/or N resonances exhibited signifi-
cant chemical shift perturbations (CSPs)
upon SA binding, including those of
residues Phel8, Thr22, Arg24, Glu25,
His27, Lys28, Glu40, Cys45 and Ser46 in
Box A and Phel03, Ser121, Gly123,
Asp124 and Alal26 in Box B. Similar re-
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Figure 2. AC3AESA and amorfrutfin B1 bind in the SA-binding sites of HMGB1. (A) Chemi-
cal structures of SA and its synthetic and natural derivatives. Conserved hydroxyl (-OH)
and carboxyl (-COOH) groups of salicylates are shown in blue. (B and C) 2D 'SN-H
HSQC spectra for full-length (FL) HMGB1. Spectra were recorded in the absence (black)
or presence of 3 mmol/L ac3AESA (blue) (B) or 2 mmol/L amorfrutin B1 (green) (C). Ex-
panded regions of the spectra were then superimposed. Residues that show significant
CSPs due to ligand binding are labeled. (D-F) ""N-"H A8y, ,, CSPs due to SA (D), ac3AESA
(E). and amorfrutin B1 (F) binding are mapped onto the 3D structure of human HMGB1
(PDB id: 2YRQ, residues 6-164), which is oriented to highlight the similarities and differ-
ences in the SA-binding sites of Box A and Box B. The colors correspond to the ampli-

tude of the observed CSPs (cyan: Ady y,y < 12 ppb; blue: 12 < Ady yy < 25 ppb; red:
Ad 4y > 25 ppb); residues that both exhibit significant Ad ., CSPs and were mutated to

Ala are shown in green.

sults were obtained using Box A or Box
B alone (Supplementary Figures S1D, E),
confirming that both have SA-binding
sites. The Box A and Box B domains of
HMGBI are structurally similar, and the
CSPs due to SA binding are localized in
corresponding regions of the two HMG-
box domains (Figure 1E).

Synthetic and Natural SA Derivatives
Bind to HMGB1 with Higher Affinity
than SA

Dissociation constants (K,) derived by
titrating with SA either Box A or FL
HMGBI1 suggested a K in the range of
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1 to 10 mmol/L. In contrast, fully re-
duced HMGB1 bound to 3AESA immo-
bilized on the SPR sensor chip with
much higher affinity, with an apparent
K, in the nmol/L range (Figure 1C). SA
crosslinking to the PharmaLink column
involves a Mannich reaction, which
adds an alkyl group to SA’s phenyl ring.
Likewise, BAESA has an alkyl group on
the phenyl ring. This suggests that SA
derivatives containing alkyl groups are
better ligands than SA. To test this pos-
sibility, the SA derivative acetyl-3AESA
(acBAESA) was synthesized from
3AESA by converting the charged

| MOL MED 21:526-535, 2015

amino moiety to a neutral acetylated
amide, to resemble 3AESA linked to the
SPR chip (Figure 2A). In addition, we
identified natural SA derivatives, the
amorfrutins, from the medicinal legume
licorice Glycyrrhiza foetida, which also
contains glycyrrhizin, a known inhibitor
of HMGBI (32,33). Amorfrutins have
potent antidiabetic activity, which was
ascribed to their ability to bind and acti-
vate peroxisome proliferator-activated
receptor y (34). Amorfrutins contain a
phenyl ring with free carboxyl and hy-
droxyl groups at positions 1 and 2, re-
spectively (Figure 2A). This is the SA
core, which we have found to be critical
for biological activity of SA derivatives
in plants.

Comparison of the NMR spectra of
FL HMGBI1 in the absence versus pres-
ence of 15 mmol/L SA, 3 mmol/L
ac3AESA, or 2 mmol/L amorfrutin B1
identified aa residues with significant
CSPs in the presence of these com-
pounds (Figures 2B, C and Supplemen-
tary Figure S2A-C). Mapping the
ac3AESA- and amorfrutin Bl-induced
NMR CSPs onto the 3D structure of
human HMGBI1 published in the Pro-
tein Data Bank (PDB id: 2YRQ, residues
6-164) confirmed that SA, ac3AESA,
and amorfrutin Bl share the same bind-
ing sites in Box A and Box B domains of
the FL protein (Figures 2D-F). Further-
more, saturation transfer difference
(STD) analysis (35), which detects mag-
netization transfer from a protein to its
bound ligand, showed that acBAESA is
bound much more tightly than SA by
HMGBI1 (Supplementary Figure S3).

At a ligand concentration of 6 mmol/L,
no STD signal was detected for SA
binding to FL HMGB1 (Supplementary
Figure S3A), whereas significant STD
signal was observed for acBAESA at
concentrations of 0.6-5.8 mmol/L (Sup-
plementary Figure S3B).

Finally, we wished to test whether the
free hydroxyl group at position 2 of the
salicylate moiety is important for bind-
ing to HMGB1. WaterLogsy ligand de-
tection experiments clearly show reso-
nance transfer to SA, but no resonance
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WT versus R24A/K28A mutant FL HVIGB1 by '*N-"H HSQC 2D NMR spectroscopy. (A) R24A/K28A
has a 3D structure similar to the WT HMGB]1. This is demonstrated by superimposed '*N-'H HSQC
spectra of WT HMGBI1 (blue) and of R24A/K28A (red). Most NH sites exhibit little or no CSP due
o this double mutation. (B) Amide NHs that show significant CSPs in R24A/K28A (red) com-
pared with the WT (blue) are all localized in or near the SA-binding sites in both Box A and Box
B of FLHMGBT1 and include many of the NH sites that exhibit CSP due to SA binding, which are
labeled in this expanded region of the superimposed spectra. (C-F) Mutant HMGB1 does not
bind SA. (C) '*N-"H HSQC spectra for FL WT HMGB1 (~0.1 mmol/L) were generated in the pres-
ence (blue) or absence (red) of 15 mmol/L SA. (D) Residues that show significant CSPs due to
SA binding are labeled in expanded regions of the superimposed spectra. (E) '*N-'H HSQC
spectra for R24A/K28A (~0.1 mmol/L) were generated in the presence (green) or absence
(red) of 15 mmol/L SA. (F) Residues that show significant CSPs due fo SA binding of WT, but not
of R24A/K28A, are labeled in the expanded regions of the superimposed spectra.

transfer to aspirin (where the 2-OH tion 4 instead of 2) (Supplementary Fig-
group is acetylated) nor to 4-HBA ure S4). Likewise, °"N-"H HSQC 2D
(where the hydroxyl group in is in posi- NMR spectroscopy indicates that SA,
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but neither aspirin nor 4-HBA, binds
HMGBI1 (Supplementary Figure S5).

Identification of an HMGB1 Mutant
Unable to Bind SA or Its Derivatives

To confirm the identity of the SA-
binding site, we mutated potentially key
residues in HMGB1’s Box A domain, in-
cluding Arg24 and Lys28, which undergo
CSPs in the presence of SA, acBAESA,
and amorfrutin B1l. Because modeling
(36) suggests that these residues form
hydrogen bonds with SA and its deriva-
tives, they were mutated to Ala to form
the double mutant Arg24Ala/Lys28Ala
(R24A/K28A). NMR analysis revealed
that R24A /K28A mutant HMGB1 has a
similar ""N-"H HSQC spectrum as wild-
type (WT) HMGBI1, with small changes
in chemical shifts localized mostly to
residues near the mutation sites. Thus,
this mutant protein appears to be folded
properly (Figures 3A, B). Neither the
presence of SA (Figures 3C-F), nor that
of its two derivatives (Supplementary
Figures S6A-D and S7A-D), induced
CSPs in the residues of R24A /K28A
HMGB1’s Box A domain. Thus,
R24A /K28A HMGBI1 has lost SA-
binding activity in its Box A domain.

SA and lts Derivatives Inhibit the
Chemoattractant Activity of HMGBI1
Fully reduced HMGB1 forms a com-
plex with the chemokine CXCL12 (19),
which acts as a chemoattractant by
binding to and activating the CXCR4
receptor. Thus, fully reduced HMGB1
mediates the migration of several cell
types, including monocytes, fibroblasts,
mesoangioblasts, smooth muscle cell,
and cancer cells (17). Using a chemo-
taxis assay with mouse 3T3 fibroblasts,
we tested whether SA and/or its deriv-
atives alter HMGB1’s chemoattractant
activity. SA strongly inhibited HMGB1-
elicited migration of fibroblasts in a
dose-dependent manner, with an IC, of
approximately 3-4 umol/L (Figure 4A).
By contrast, SA did not affect fibroblast
migration induced by the well-known
chemoattractant fMLP. Thus, SA ap-
pears to specifically inhibit HMGB1-
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Figure 4. SA specifically inhibits fully reduced HMGB1's chemoattractant activity. (A-C)
Dose-dependent inhibition of HMGB1’s chemoattractant activity by SA (A), ac3AESA
(B) and amorfrutin B1 (amo B1) (C). Migration of mouse 3T3 fibroblasts in the presence
of 1 nmol/L fully reduced HMGBI1, but not of 0.1 nmol/L fMLRE was blocked by indi-
cated concentrations of SA, ac3AESA and amo B1. (D) Arg24 and Lys28 are required
for binding SA and its derivatives and for their inhibition of HMGB1’s chemoattractant
activity by SA, ac3AESA and amo B1.The data represent the mean + SD (n = 3).
Means that are statistically different (Tukey HSD test, P < 0.05) are indicated by differ-
ent letters over the bar. Means that are not statistically different are indicated by the

same letter.

elicited migration, rather than suppress
all cell migration per se. 4-HBA was in-
effective in inhibiting migration (not
shown), whereas aspirin could not be
analyzed because it was readily hy-
drolyzed to SA during the experiment
(not shown). The two SA derivatives
also were found to suppress HMGB1’s
chemoattractant activity (Figure 4B, C):
Ac3AESA was 40-60 times (IC;, of
~70 nmol/L) more potent than SA,
while amorfrutin B1 was ~50-70 times
(IC,, of ~60 nmol/L) more potent. To-
gether these results suggest that syn-
thetic and natural SA derivatives con-
taining an additional alkyl group at
position 3 bind more tightly to HMGB1
than SA, and as a result are more potent
inhibitors.

Analysis of the R24A /K28A HMGB1
mutant revealed that it retained its

532 | CHOI ET AL.

chemoattractant activity which could no
longer be inhibited by SA or its more
potent derivatives (Figure 4D). This
finding is consistent with its inability to
bind these compounds (Supplementary
Figures S6A-D and S7A-D).

Two more Box A double mutants were
constructed—H27A /R48A and
K12A/K68A. K12A /K68A retained
SA-inhibitable chemoattractant activity
(Supplementary Figure S8), demonstrat-
ing that only specific mutations in Box
A disrupt SA binding and inhibition of
HMGB1’s chemoattractant activity.
Mutant H27A /R48A no longer had
chemoattractant activity, thus SA’s effect
on this activity could not be tested (Sup-
plementary Figure S8).

The fact that a mutation that disrupts
SA binding to the Box A domain of
HMGBI in NMR studies also abrogates

| MOL MED 21:526-535, 2015

SA inhibition of chemoattractant activity
demonstrates that a site identified by
NMR studies is functional in SA regula-
tion of HMGB1’s chemoattractant activ-
ity and strongly argues that SA directly
affects HMGB1's proinflammatory
activity.

SA and ac3AESA Suppress Disulfide
HMGB1’s Induction of PTGS2 and
Cytokine Genes

Disulfide HMGBI1 interacts with the
myeloid differentiation factor 2 (MD-2)
subunit of the TLR4 receptor and acti-
vates NF-kB-driven transcription of
proinflammatory cytokine genes (17,18).
Disulfide HMGBI1 exhibited strong bind-
ing to immobilized 3AESA in our SPR
analysis (Supplementary Figure S9). Be-
cause LPS interaction with MD-2/TLR4
induces the expression of the PTGS2
gene (coding for the COX-2 enzyme,
which is inducible) (37,38), we tested
whether disulfide HMGB1 induces
PTGS2 expression. Indeed, disulfide
HMGBI1 induced PTGS2 expression in
human macrophages, along with that of
classical inflammatory cytokine genes
IL6 and TNF (Figure 5A). SA and
ac3AESA strongly inhibited induction of
these genes by disulfide HMGB1 but
had no effect in the absence of disulfide
HMGBI (Figure 5B). Notably, ac3AESA
was efficient at concentrations 100-fold
lower than that of SA (Figure 5B). In
contrast, SA and acBAESA did not sup-
press LPS-induced expression of these
genes, but rather enhanced it slightly
(Figure 5B), indicating that these salicy-
lates specifically inhibit the cytokine-
inducing activity of disulfide HMGBI,
rather than suppressing all cytokine in-
duction per se.

DISCUSSION

Although SA and aspirin are widely
used as nonsteroidal antiinflammatory
drugs, their cellular targets and mecha-
nisms of action are still being discov-
ered. In this study, we identified
HMGBI as a novel SA-binding protein
from HeLa cell extracts using affinity
chromatography. Photoaffinity labeling,
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Figure 5. Effects of salicylates on disulfide HMGB1's cytokine-inducing activities in human
macrophages. (A) Dose-dependent (left panels) and time-course (right panels) expres-
sion of PTGS2 gene (coding for COX-2) and inflammatory cytokine genes (IL6 and TNF) by
following exposure to disulfide HMGBI1. For the dose-effect experiment, macrophages
were activated for 3 h with the indicated concentrations of HMGB1. For the time-course
experiment, 10 ug/mL HMGB1 (~300 nmol/L) or 10 ng/mL LPS were used. (B) Inhibition of
the cytokine-inducing activity of HMGBT, but not of LPS, by SA and ac3AESA. Human
macrophages were activated for 3 h with 1 ug/mL HMGB1 (~30 nmol/L) (left panels) or

10 ng/mL LPS (right panels) in the absence or presence of 100 umol/L SA or 1 umol/L
ac3AESA. The data are the mean + SD (n = 3). Means that are statistically different (Tukey
HSD test, P < 0.05) are indicated by different letters over the bar. Means that are not statis-
fically different are indicated by the same letter.

SPR, and NMR analyses confirmed SA
binding to HMGB1. NMR analyses re-
vealed that CSPs upon SA binding are
localized to residues in the HMG-box
domains of both Box A and Box B. The
SA-binding site in Box A identified by
these NMR studies was confirmed by
demonstrating that conversion of Arg24
and Lys28 to Ala did not affect HMGB1
folding or chemoattractant activity, but
suppressed binding by SA and its two
more potent derivatives and abrogated
SA inhibition of its chemoattractant
activity.

Despite weak binding of SA to
HMGBI in the conditions used for NMR
experiments, SA inhibited the proinflam-
matory activities of HMGB1 at low
umol/L concentrations. We speculate
that in vivo the conformation of HMGB1
is modified by the interaction with an-
other molecule, so that the binding of
salicylates is facilitated. Whereas this
“missing molecule” has yet to be identi-
fied, several lines of evidence show that
SA’s effects on cells are due to direct in-
teraction of SA with HMGBI. First, SA,
but neither aspirin nor 4-HBA, binds
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HMGBI. Conversion of the hydroxyl of
SA to an acetyl group (aspirin) or alter-
ing the position of the hydroxyl group
on the phenyl ring (4-HBA) compro-
mised HMGB1 binding. In contrast,
ac3AESA and amorfrutin B1, which have
additional groups on position 3, 4 or 6,
were bound by HMBGI. These findings
suggest that the SA core (free carboxyl
and hydroxyl groups at position 1 and 2
of the phenyl ring) is critical for specific
binding with HMGB1. Second, the SA
derivative ac3AESA binds in HMGB1’s
SA-binding sites more tightly than SA
and is a stronger inhibitor of its proin-
flammatory activities. Third, the binding
sites for glycyrrhizin, a known HMGB1
inhibitor (32), and SA overlap (Supple-
mentary Figure S10). Finally and most
importantly, a mutant protein with alter-
ations in the SA-binding site not only
failed to bind SA and its more potent de-
rivatives, but also failed to exhibit inhibi-
tion of its chemoattractant activity by SA
and these derivatives. These results fur-
ther confirm the identity of the SA-
binding site and the direct effect SA ex-
erts on the immune-related activities of
HMGSB proteins.

Moreover, we found that SA sup-
presses both HMGB1’s proinflammatory
activities, as it inhibits cell migration re-
quired for the recruitment of inflamma-
tory cells, and the activation of the
MD-2/TLR4 receptor for induction of
cytokine and PTGS2 gene expression
(Figure 6). The concentration of SA in
human plasma reaches ~140 umol/L
(~20 mg/L) within 1 h after intake of
500 mg of aspirin (39). This concentra-
tion should effectively inhibit HMGB1-
induced chemotaxis, because it is far
above the IC,, (34 umol/L or
0.45-0.6 mg/L), as well as the cytokine-
inducing effect of disulfide HMGBI,
which was strongly inhibited by
100 umol/L SA. Notably, SA inhibits
HMGB1’s chemoattractant and cytokine-
inducing activities, as well as the expres-
sion of the PTGS2 gene coding for
COX-2, at concentrations 10- to 50-fold
below that required to inhibit COX-2’s
enzymatic activity in vitro (40). Thus, SA
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Figure 6. Schematic representation of SA's mechanisms of suppression of HMGB1's
proinflamnmatory activities. Extracellular HMGB1 is recognized by two different recep-
tors, CXCR4 and TLR4 (16). The fully reduced HMGB1 induces CXCR4-mediated cell mi-
gration. SA inhibits cell migration induced by HMGB1. The disulfide HMGB1 induces
TLR4-mediated activation of the NF-«xB signaling pathway (16,17), resulting in franscrip-
tional activation of genes coding for COX-2 (PTGS2) and proinflammatory cytokines
(IL6 and TNF). SA suppresses disulfide HMGB1-induced PTGS2, IL6 and TNF expression.

is one of the most potent inhibitors of
HMGBI described so far, and it inter-
feres with both redox forms, contrary to
other widely used inhibitors, which in-
hibit only its chemoattractant activity,
such as some antibodies to HMGBI1 (17).

Of particular note is the fact that SA
targets a DAMP, which provides a new
mechanism to explain the efficiency of
aspirin in limiting sterile inflammation.
Notably, SA did not suppress migration
of cells to fMLP, which mimics
N-formylated peptides characteristic of
bacteria, or the induction of proinflam-
matory cytokines or COX-2 in macro-
phages exposed to LPS. Thus, SA might
preferentially suppress sterile inflamma-
tion over pathogen-initiated inflamma-
tion. This is desirable because clinical
management of injury requires specific
attenuation of sterile inflammation,
without compromising innate immunity
against pathogens. Likewise, SA inhibits
the cancer-promoting activities of
HMGBI1 in mesothelioma, whose cells
are addicted to HMGBI1 for growth and
survival (41).

The identification of HMGBI as
another pharmacological target of
SA/aspirin provides new insights into
the mechanisms of action of the most

widely used drug for reducing inflam-
mation and inflammation-associated
diseases. Moreover, together the identi-
fication of HMGB1’s SA-binding sites
by both NMR and site-directed mutage-
nesis and the discovery of natural and
synthetic SA derivatives with greatly
enhanced potency compared with SA in
suppressing HMGB1’s proinflammatory
activities hold great promise for the de-
velopment of improved SA-based
drugs.

ACKNOWLEDGMENTS

This work was supported by grants
from (i) the Arabidopsis 2010 Initiative of
the National Science Foundation USA
(IOS-0820405 to DF Klessig ), (ii) the Pro-
tein Structure Initiative of the National
Institutes of Health USA (NIH; U54-
GMO094597 to GT Montelione ), (iii) NIH
(GM040654 to RA Cerione ), the Triad
Foundation (to FC Schroeder ), and (iv)
Associazione Italiana Ricerca sul Cancro
(IG-14233 to ME Bianchi).

DISCLOSURE

Several of the authors (DF Klessig,
S-W Park, HW Choi, FC Schroeder,
GT Montelione, K Hamilton, F Song,
ME Bianchi) have applied for a patent

534 | CHOI ET AL. | MOL MED 21:526-535, 2015

based in part on the work described
within. This does not alter our adherence
to all Molecular Medicine policies on shar-
ing data and materials.

REFERENCES

1.

10.

11.

12.

13.

14.

15.

16.

17.

18.

Vane J. (1971) Inhibition of prostaglandin synthe-
sis as a mechanism of action for aspirin-like
drugs. Nat. New Biol. 231:232-5.

Weissmann G. (1991) Aspirin. Sci. Am. 264:84-90.
Vlot AC, Dempsey DA, Klessig DF. (2009) Sali-
cylic Acid, a multifaceted hormone to combat
disease. Annu. Rev. Phytopathol. 47:177-206.
Aboelsoud N. (2010) Herbal medicine in ancient
Egypt. J. Med. Plants Res. 4:82-6.

Mitchell AG, Broadhead JF. (1967) Hydrolysis of
solubilized aspirin. J. Pharm. Sci. 56:1261-6.
Rowland PM, Riegelman S, Harris PA, Sholkoff
SD, Eyring EJ. (1967) Kinetics of acetylsalicylic
acid disposition in man. Nature 215:413—4.

Ekinci D. (2011) Salicylic acid derivatives: synthe-
sis, features and usage as therapeutic tools. Ex-
pert Opin. Ther. Pat. 21:1831-41.

Rothwell PM, et al. (2010) Long-term effect of as-
pirin on colorectal cancer incidence and mortal-
ity: 20-year follow-up of five randomised trials.
Lancet. 376:1741-50.

Armitage J, et al. (2012) Aspirin for the older per-
son: report of a meeting at the Royal Society of
Medicine, London, 3rd November 2011. Ecancer-
medicalscience. 6:245.

Costello PB, Caruana JA, Green FA. (1984) The
relative roles of hydrolases of the erythrocyte
and other tissues in controlling aspirin survival
in vivo. Arthritis Rheum. 27:422—6.

Tian M, et al. (2012) The combined use of pho-
toaffinity labeling and surface plasmon reso-
nance-based technology identifies multiple sali-
cylic acid-binding proteins. Plant ]. 72:1027-38.
Manohar M, et al. (2015) Identification of multi-
ple salicylic acid-binding proteins using two high
throughput screens. Front. Plant Sci. 5:777.

Lotze MT, Tracey KJ. (2005) High-mobility group
box 1 protein (HMGB1): nuclear weapon in the
immune arsenal. Nat. Rev. Immunol. 5:331-42.
Stott K, Watson M, Howe FS, Grossmann ]G,
Thomas JO. (2010) Tail-mediated collapse of
HMGB1 is dynamic and occurs via differential
binding of the acidic tail to the A and B domains.
J. Mol. Biol. 403:706-22.

Celona B, et al. (2011) Substantial histone reduc-
tion modulates genomewide nucleosomal occu-
pancy and global transcriptional output. PLoS
Biol. 9:1001086.

Andersson U, Tracey KJ. (2011) HMGBI is a ther-
apeutic target for sterile inflammation and infec-
tion. Annu. Rev. Immunol. 29:139-62.

Venereau E, et al. (2012) Mutually exclusive redox
forms of HMGB1 promote cell recruitment or
proinflammatory cytokine release. J. Exp. Med.
209:1519-28.

Yang H, et al. (2015) MD-2 is required for disul-



19.

20.

21

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

fide HMGB1-dependent TLR4 signaling. . Exp.
Med. 212:5-14.

Schiraldi M, et al. (2012) HMGB1 promotes re-
cruitment of inflammatory cells to damaged tis-
sues by forming a complex with CXCL12 and
signaling via CXCR4. |. Exp. Med. 209:551-63.
Yang H, Ochani M, Li J. (2004) Reversing estab-
lished sepsis with antagonists of endogenous
high-mobility group box 1. Proc. Natl. Acad. Sci.
U. S. A. 101:296-301.

. Schierbeck H, et al. (2011) Monoclonal anti-

HMGBI (high mobility group box chromosomal
protein 1) antibody protection in two experimen-
tal arthritis models. Mol. Med. 17:1039—44.

Porto A, et al. (2006) Smooth muscle cells in
human atherosclerotic plaques secrete and prolif-
erate in response to high mobility group box 1
protein. FASEB ]. 20:2565-6.

Choi YR, et al. (2003) Overexpression of high mo-
bility group box 1 in gastrointestinal stromal tu-
mors with KIT mutation. Cancer Res. 63:2188-93.
Tang D, Kang R, Zeh HJ, Lotze MT. (2010) High-
mobility group box 1 and cancer. Biochim. Bio-
phys. Acta. 1799:131-40.

Jube S, et al. (2012) Cancer cell secretion of the
DAMP protein HMGBI1 supports progression in
malignant mesothelioma. Cancer Res. 72:3290-301.
Ohndorf U, Rould M, He Q, Pabo C, Lippard S.
(1999) Basis for recognition of cisplatin-modified
DNA by high-mobility-group proteins. Nature.
399:708-12.

Xiao R, et al. (2010) The high-throughput protein
sample production platform of the Northeast
Structural Genomics Consortium. J. Struct. Biol.
172:21-33.

Acton TB, et al. (2011) Preparation of protein
samples for NMR structure, function, and small-
molecule screening studies. Methods Enzymol.
493:21-60.

Farmer B 2nd, et al. (1996) Localizing the NADP+
binding site on the MurB enzyme by NMR. Nat.
Struct. Biol 3:995-7.

Biamonti C, Rios C, Lyons B, Montelione G. (1994)
Multidimensional NMR experiments and analysis
techniques for determining homo- and heteronu-
clear scalar coupling constants in proteins and nu-
cleic acids. Adv. Biophys. Chem. 4:51-120.

Moseley HNB, Monleon D, Montelione GT.
(2001) Automatic determination of protein back-
bone resonance assignments from triple reso-
nance nuclear magnetic resonance data. Methods
Enzymol. 339:91-108.

Mollica L, ef al. (2007) Glycyrrhizin binds to
high-mobility group box 1 protein and inhibits
its cytokine activities. Chem. Biol. 14:431-41.

Sitia G, lannacone M, Miiller S, Bianchi ME,
Guidotti LG. (2007) Treatment with HMGB1 in-
hibitors diminishes CTL-induced liver disease in
HBV transgenic mice. . Leukoc. Biol. 81:100-7.
Weidner C, et al. (2012) Amorfrutins are potent
antidiabetic dietary natural products. Proc. Natl.
Acad. Sci. U. S. A. 109:7257-62.

Mayer M, Meyer B. (2001) Group epitope mapping

36.

37.

38.

39.

40.

41.

by saturation transfer difference NMR to identify
segments of a ligand in direct contact with a pro-
tein receptor. J. Am. Chem. Soc. 123:6108-17.
Grosdidier A, Zoete V, Michielin O. (2011) Swiss-
Dock, a protein-small molecule docking web ser-
vice based on EADock DSS. Nucleic Acids Res.
39:W270-7.

Silver RM, et al. (1995) Bacterial lipopolysaccha-
ride-mediated fetal death. Production of a newly
recognized form of inducible cyclooxygenase
(COX-2) in murine decidua in response to
lipopolysaccharide. J. Clin. Invest. 95:725-31.
Hwang D. (2001) Modulation of the expression
of cyclooxygenase-2 by fatty acids mediated
through toll-like receptor 4-derived signaling
pathways. FASEB ]. 15:2556—64.

Proost J, Imhoff G Van, Wesseling H. (1983)
Plasma levels of acetylsalicylic acid and salicylic
acid after oral ingestion of plain and buffered
acetylsalicylic acid in relation to bleeding time
and thrombocyte function. Pharm. Weekbl. Sci.
5:22-7.

Mitchell JA, Saunders M, Barnes PJ, Newton R,
Belvisi MG. (1997) Sodium salicylate inhibits
cyclo-oxygenase-2 activity independently of tran-
scription factor (nuclear factor kB) activation: role
of arachidonic acid. Mol. Pharmacol. 912:907-12.
Yang H, et al. (2015) Aspirin delays mesothelioma
growth by inhibiting HMGB1-mediated tumor
progression. Cell Death Dis. 6:€1786.

Cite this article as: Choi HW, et al. (2015) Aspirin’s
active metabolite salicylic acid targets high mobil-

ity group box 1 to modulate inflammatory re-
sponses. Mol. Med. 21:526-35.

MOL MED 21:526-535, 2015

RESEARCH ARTICLE

CHOI

ET AL.

535




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize false
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage false
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile (Color Management Off)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 266
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages false
  /ColorImageDownsampleType /Average
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 266
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages false
  /GrayImageDownsampleType /Average
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 900
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages false
  /MonoImageDownsampleType /Average
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck true
  /PDFX3Check false
  /PDFXCompliantPDFOnly true
  /PDFXNoTrimBoxError false
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <>
    /CHT <>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA (Utilizzare queste impostazioni per creare documenti Adobe PDF che devono essere conformi o verificati in base a PDF/X-1a:2001, uno standard ISO per lo scambio di contenuto grafico. Per ulteriori informazioni sulla creazione di documenti PDF compatibili con PDF/X-1a, consultare la Guida dell'utente di Acrobat. I documenti PDF creati possono essere aperti con Acrobat e Adobe Reader 4.0 e versioni successive.)
    /JPN <>
    /KOR <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die moeten worden gecontroleerd of moeten voldoen aan PDF/X-1a:2001, een ISO-standaard voor het uitwisselen van grafische gegevens. Raadpleeg de gebruikershandleiding van Acrobat voor meer informatie over het maken van PDF-documenten die compatibel zijn met PDF/X-1a. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 4.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents that are to be checked or must conform to PDF/X-1a:2001, an ISO standard for graphic content exchange.  For more information on creating PDF/X-1a compliant PDF documents, please refer to the Acrobat User Guide.  Created PDF documents can be opened with Acrobat and Adobe Reader 4.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /HighResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice




