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Abstract

Background: Members of the periplasmic binding protein (PBP) superfamily utilize a highly conserved inter-domain
ligand binding site that adapts to specifically bind a chemically diverse range of ligands. This paradigm of PBP
ligand binding specificity was recently altered when the structure of the Thermotoga maritima cellobiose-binding
protein (tmCBP) was solved. The tmCBP binding site is bipartite, comprising a canonical solvent-excluded region
(subsite one), adjacent to a solvent-filled cavity (subsite two) where specific and semi-specific ligand recognition
occur, respectively.

Results: A molecular level understanding of binding pocket adaptation mechanisms that simultaneously allow both
ligand specificity at subsite one and promiscuity at subsite two has potentially important implications in ligand
binding and drug design studies. We sought to investigate the determinants of ligand binding selectivity in tmCBP
through biophysical characterization of tmCBP in the presence of varying β-glucan oligosaccharides. Crystal
structures show that whilst the amino acids that comprise both the tmCBP subsite one and subsite two binding
sites remain fixed in conformation regardless of which ligands are present, the rich hydrogen bonding potential of
water molecules may facilitate the ordering and the plasticity of this unique PBP binding site.

Conclusions: The identification of the roles these water molecules play in ligand recognition suggests potential
mechanisms that can be utilized to adapt a single ligand binding site to recognize multiple distinct ligands.
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Background
The periplasmic binding proteins (PBP) are a protein
superfamily that serve as primary receptors for a diverse
group of metabolic solutes in signaling [1], chemotaxis [2]
and metabolite transport systems in bacteria [3], eukary-
otes and archaea. PBP mediated transmembrane transport
of ligands are coupled to either ATP hydrolysis (ABC
transport) [4] or H+/M+ motive force (TRAP transport or
tripartite tricarboxylate transport) [5]. In addition, the PBP
module is also found in enzymes [6], transcriptional con-
trol elements [7] and eukaryotic neurotransmission sys-
tems [8]. PBPs bind multiple ligands that range in size
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from a few Daltons to as large as 1 kDa, including ions [9],
amino acids [10], peptides [11], monosaccharides [12], oli-
gosaccharides [13], polyamines [14], oxidized inorganics
[15]. Many other ligands continue to be discovered through
current genome sequencing technology [16].
Despite the wide variation in PBP cognate ligand size

and chemical functionality, the three-dimensional struc-
ture is highly conserved across all PBPs. PBPs are com-
prised of two α/β domains connected by a flexible linker
region that serves as a pivot point for the ligand induced
hinge-bending motion that this protein superfamily is
known for [17-20]. PBPs were initially classified into three
distinct sub-groups based upon the topology of β-strands
in each domain [21]. Recently, the PBP super-family was
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Figure 1 Carbohydrates accommodated in the tmCBP binding
site. Previous molecular modeling studies of tmCBP identified that
in addition to β(1,4) glucosaccharides (cyan), β(1,3) (blue) and mixed
β(1,3)/β(1,4) (magenta) could be accommodated in the water-filled
(red spheres) non-specific ligand binding subsite. Adapted from [13].
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re-categorized into six distinct clusters by combining
known ligand specificities with the wealth of structural in-
formation available in the Protein Data Bank [22].
PBPs typically bind cognate ligands with exquisite

specificity, discriminating among anomeric/epimeric
carbohydrates or different ions [23,24]. This remarkable
ability to specifically bind their cognate ligands from
pools of similarly related molecules has been attributed
to the localization of the PBP ligand binding site at
the interdomain interface [25]. In the apo form, ligand
binds to a highly adaptable solvent exposed surface
which upon complexation with ligand, and the other
PBP domain, produces an environment similar to a less
adaptable solvent excluded protein core [26,27]. In most
cases PBP function relies on differential recognition of
the apo and ligand bound forms of the protein by
transmembrane-bound proteins [28]. Ligand binding at
the interdomain interface stimulates a conformational
change which is characterized as a rigid body hinge-
bending/twisting motion about the interdomain linker re-
gion. The relative orientation of the two domains changes
by as much as 60-70° [29,30], although the magnitude of
the hinge-bending motion is variable and can be rather
small in some cases [31]. The conformational coupling
of ligand binding and function is also conserved when
the PBP module is found in larger multidomain pro-
teins, such as the eukaryotic glutamate receptor [8] and
the LacI family of transcriptional regulators [7].
This PBP ligand binding paradigm was recently al-

tered when the crystal structure of the Thermotoga
maritima cellobiose binding protein (tmCBP) was
solved [13]. Unlike other PBPs, the tmCBP binding site
is bipartite, being composed of a typical PBP solvent ex-
cluded disaccharide binding site (subsite one) that is ad-
jacent to an atypical large solvent filled cavity (subsite
two) where three additional saccharide rings could be
placed (Figure 1). The structure of tmCBP was solved in
the presence of β(1,4) linked sugars, however the size of
the tmCBP binding cavity and molecular modeling sug-
gested additional glucan sugar linkages could be accom-
modated in both the disaccharide binding site and the
solvent filled cavity (Figure 1). tmCBP is found in an op-
eron that consists of an ABC transport system and an
endoglucanase, the natural substrate of which has been
predicted to be the algae-based storage polysaccharide
laminarin [32-34]. Using a series of laminarin-based
β(1,3) linked carbohydrates we sought to further iden-
tify the molecular mechanisms underlying simultaneous
encoding of specificity and promiscuity in tmCBP sub-
sites. These studies suggests ways that the bound hydro-
gen bonding rich water molecules bound in subsite two
can potentially be used to adapt and expand ligand
binding sites beyond the functionality encoded by the
fixed protein scaffold.
Results and discussion
Thermal stability and ligand binding specificity of tmCBP
Previous molecular modeling of the tmCBP binding [13]
site suggested that in addition to β(1,4) oligosaccharides,
additional linkages such as β(1,3) carbohydrates or mixed
β(1,4)/β(1,3) could be accommodated in the bipartite
binding site (Figure 1). Thermal denaturation of tmCBP,
monitored by the change in circular dichroism (CD) sig-
nal, was used to assess the binding of the xylan-based
β(1,4) linked xylose pentasaccharide, xylopentaose, and
the laminarin-based β(1,3) linked glucose disaccharide,
laminaribiose (LR2), and pentasaccharide, laminaripentaose
(LR5). To bring the thermal melting point (Tm) into a
measurable range, experiments were carried out in the
presence of the chemical denaturant guanidine hydrochlor-
ide at a concentration of 2 M [17,35]. Addition of LR2 and
LR5 shifted the Tm of the protein from 94.8°C to 99.2°C
and 105.2°C respectively (Figure 2). These studies indicate
that the tmCBP binding site accommodates β(1,3)
glucosaccharides ranging in size from two to five sugar
rings, which is consistent with earlier CD binding studies
for the β(1,4) glucosaccharides cellobiose and cellopentaose
[13]. Unexpectedly, the β(1,4) linked xylose-based sugar,
xylopentaose, did not induce a change in the Tm indicating
a lack of a stabilizing or binding interaction with tmCBP
(Figure 2). In the previous molecular modeling of
the tmCBP binding site, the first sugar ring of either the
β(1,3) or β(1,4) glucosaccharides, and in-turn the C6
hydroxyl, is coincident among the two ligand bound forms
(Figure 1). It is likely that the hydrogen bonding interac-
tions of the carbohydrate ring C6 hydroxyl with the
protein are important for the discrimination of xylo-



Figure 2 Thermal denaturation of tmCBP in the presence of
laminarin-based carbohydrates. Circular dichroism was used to
monitor that thermal denaturation of tmCBP in the absence (solid
triangle) and presence of 1 mM laminaribiose (square),
laminaripentaose (circle), or xylopentaose (open triangle). Solid lines
are a fit to a two-state model for thermal denaturation that takes
into account the native and denatured baseline slopes.
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and glucosaccharides, as the xylosaccharides lack the
C6 carbon and hydroxyl atoms.

Solution structure of apo and ligand-bound tmCBP
In order to characterize the conformational changes in-
duced upon addition of ligand, small-angle neutron scat-
tering (SANS) data was used to characterize both the
apo and ligand bound forms of tmCBP. Cellobiose was
used for these studies, which based on the previous crys-
tal structures produces a closed state essentially identical
to the laminarin-based carbohydrates. Comparison of
the apo and ligand-bound curves show significant differ-
ences in both the high q and low q data, indicative of a
ligand induced conformational change (Figure 3a). These
raw data can be transformed into a Kratky plot where
geometrical differences, such as compactness and flexi-
bility, in the scattering particles can be highlighted. In
the case of a multi-domain protein connected by flexible
linkers, the Kratky plot would show a broad peak at
lower q-values, with an upturn at the higher q-values.
The Krakty plots for the apo and cellobiose-bound pro-
tein are similar in shape and indicative of a globular pro-
tein rather than two domains connected by a flexible
linker (Figure 3b). This suggests that the tmCBP hinge
does not allow for significant conformational flexibility
in the absence of ligand which is consistent with the pre-
vious small-angle scattering studies of the group II mal-
tose binding protein [36]. It is interesting to speculate as
to whether the flexibility of the PBP hinge may be inher-
ent to a particular PBP group as structures of group I
PBPs in the absence of ligand have been shown to adopt
a series of domain closure angles, perhaps suggesting
flexibility in the absence of ligand [29].
Upon addition of ligand the protein undergoes large

scale conformational changes as evidenced in the decrease
in the radius of gyration and Dmax (Table 1). The large dif-
ferences in these biophysical parameters of the scattering
particles are of a greater magnitude than one would expect
based upon previous small-angle scattering studies of
other group II PBPs [36]. Molecular weight determination,
based upon the intensity at zero scattering angle suggests
that the apo protein forms inter-protein associations that
are alleviated upon addition of cellobiose (Table 1). Inter-
protein associations have previously been reported for this
protein superfamily [37,38]. No molecular modeling of
the apo protein was carried out. The SANS data of the
cellobiose-bound protein is well accounted for by the pre-
viously determined cellobiose-bound tmCBP crystal struc-
ture (Figure 3a). This is also observed in comparison of
the cellobiose-bound crystal structure and the ab-initio
model generated from the SANS data in the presence of
5 mM cellobiose (Figure 3c).

Crystal structure of laminaribiose complex
The crystal structure of tmCBP complexed with LR2 was
solved to a resolution of 2.05 Å by molecular replacement
using the previously determined tmCBP structure [13]
(Figure 4a). The structure was refined to Rwork and Rfree
values of 18.4% and 20.3%, respectively. The final model
consists of 582 amino acids, a larminaribiose molecule and
293 water molecules. The overall fold and conformation of
the protein is similar to the structure of the cellobiose
complexed protein (all atom RMSD= 0.4 Å). Data collec-
tion, stereochemistry and refinement statistics are summa-
rized in Table 2.
An extensive network of polar and non-polar amino

acids and water molecules bind the LR2 ligand (Figure 4b).
A LigPlot+ representation of the LR2 binding pocket is
shown in Additional file 1: Figure S1a [39]. As in other
periplasmic carbohydrate binding proteins, a network of
aromatic amino acids envelops the ligand between the N-
and C-terminal domains. A total of six tryptophan residues
(Trp15, Trp380, Trp383, Trp426, Trp510 and Trp535)
form van der Waals interactions with the two sugar rings.
In total, ten hydrogen bonds can be formed with the first
sugar ring. Two hydrogen bonds are formed with the C3
and C4 hydroxyl each, whereas the C2 and C6 hydroxyls
form three hydrogen bonds each. All but one hydrogen
bond are directly formed with the protein, with the C6 hy-
droxyl being ligated by a single specifically bound water
molecule, W20. For second sugar ring of the laminaribiose,
only the C2 hydroxyl forms a direct hydrogen bond with
the main chain carbonyl of Gly12, which also forms a
hydrogen bond with the C2 hydroxyl of the first ring. The
other six hydrogen bonds with the second ring are with



Figure 3 Small-angle neutron scattering of apo and ligand bound tmCBP. (a) I(q) SANS scattering data of tmCBP in the presence (red
squares) and absence (black squares) of 5 mM cellobiose. Solid black line is the CRYSON generated theoretical scattering curve based on the
previously determined tmCBP cellobiose complex. (b) Krakty plot of apo (black) and cellobiose bound (red) tmCBP. Error bars omitted for clarity.
(c) Ab-initio model of cellobiose bound tmCBP (surface representation) superimposed with the crystal structure of the cellobiose complex
(ribbon representation).
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water molecules. The C1 hydroxyl of second ring forms
hydrogen bonds with specifically bound water molecules,
W47 and W150, whereas the C4 and C6 hydroxyls form
hydrogen bonds with W39 and W6 water molecules. C2
hydroxyl also forms hydrogen bonds with W47, which
forms another hydrogen bond with the main chain car-
bonyl of Ala13. The O5 hemiacetal oxygen of second ring
Table 1 SANS data analysis

Sample Concentration Io Io/C

(mg/mL)

Apo 4.2 0.47± 0.001 0.1

8.4 1.0± 0.001 0.1

12.5 1.5± 0.002 0.1

16.7 1.9± 0.002 0.1

Sat (5 mM Cellobiose) 4.2 0.39±0.001 0.09

8.4 0.72±0.0007 0.09

12.5 1.05±0.001 0.08

16.7 1.34±0.001 0.08

*No model available for apo form.
forms a hydrogen bond with another water molecule,
W179 (Figure 4b).
Unlike the other tmCBP structures that have been

solved thus far, both the LR2 complex and the LR5 com-
plex contain a pentagonal bipyrimidally-bound calcium
ion (Figures 4a and 5). This calcium ion was bound from
the crystallization precipitant solution that contained
MW (kDa) Rg(exp) (Å) Rg(calc) (Å) Dmax (Å)

Calculated Expected

73.9 68.7 30.6± 0.04 * 88

73.9 68.7 31.4± 0.03 * 90

73.9 68.7 31.5± 0.03 * 90

73.9 68.7 31.5± 0.015 * 90

66.5 68.7 24.1± 0.09 23.4 68

66.5 68.7 24.1± 0.02 23.4 67

59.1 68.7 24.1± 0.01 23.4 67

59.1 68.7 24.0± 0.01 23.4 67
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Figure 4 The X-ray crystal structure of ligand bound tmCBP. (a) Ribbon representation of the overall structure of the laminaribiose bound
tmCBP. The laminaribiose ligand is shown in ball and stick representation and the calcium ion is represented as a green sphere. (b) Close-up view
of the tmCBP amino acids involved in hydrogen bonding (black dashed lines) and van der Waals interaction. The laminaribiose ligand and the
amino acids interacting with the ligand are shown in ball and stick representation. (c) Ribbon representation of the overall structure of the
laminaripentaose bound tmCBP. The laminaripentaose ligand is shown in ball and stick representation and the calcium ion is represented as a
green sphere. (d) Close-up view of the tmCBP amino acids involved in hydrogen bonding (black dashed lines) and van der Waals interaction. The
laminaripentaose ligand and the amino acids interacting with the ligand are shown in ball and stick representation.
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calcium acetate. The carbonyl of Tyr37, the side-chain
Gln142, and the main carbonyl and side chain carboxylate
of Asp33 fill four of the seven coordination sites, while the
remainders are filled by a network of specifically bound
water molecules (Figure 5).

Crystal structure of laminaripentaose complex
The crystal structure of tmCBP complexed with la-
minaripentaose (LR5) was solved to 2.07 Å resolution by
molecular replacement using the previously determined
tmCBP structure [13] (Figure 4c). This structure was re-
fined to Rwork and Rfree values of 18.7% and 22.1%, respect-
ively. The final model consists of 582 amino acids, a
laminaripentaose molecule, and 237 water molecules. A
calcium ion is also bound in an identical manner as the
LR2 complex. The overall fold of the protein is similar to
the structure of the cellopentaose complexed protein (all
atom RMSD= 0.2 Å). Data collection, stereochemistry and
refinement statistics are summarized in Table 2.
Like the LR2 complex, an extensive network of polar and

non-polar amino acids and water molecules also bind the
LR5 ligand (Figure 4d). A LigPlot+ representation of the
LR5 binding pocket is shown in Additional file 1: Figure
S1a [39]. The first and second LR5 sugar rings are bound
in an identical manner as the LR2 sugar rings. However,
The O5 hemiacetal oxygen of the second LR5 sugar ring
forms an intra-molecular interaction with the third sugar
ring C4 hydroxyl, which replaces the water molecule
W179 of LR2. All the hydroxyls of ring 3 of LR5 have only
water mediated hydrogen bonds. The C2 hydroxyl and the



Table 2 Data collection and refinement statistics

LR2 LR5

Data collection

Space group P212121 P212121

Cell parameters (Å) a=56.6 b=89.6
c=108.2

a=56.9 b=89.8
c=108.3

Resolution range (Å) 50.0-2.05 50.0-2.07

Unique reflections 34613 33022

Redundancya 3.4 (3.2) 4.3 (4.2)

Mean I/σa 15.4 (2.5) 16.6 (3.5)

Completeness (%)a 98.1 (98.3) 95.9 (98.5)

Rmerge (%)
a 6.2 (48.8) 5.2 (49.4)

Refinement

Num. of reflections
(working /test set)

32549/2000 30944/1996

Rwork/Rfree (%) 18.4/20.3 18.8/22.1

Non-hydrogen atoms in refinement

Protein 4831 4833

Water 293 237

Metal Ion 1 1

Carbohydrate 23 56

r.m.s.d.b from ideal

Bond lengths (Å) 0.007 0.005

Bond angles (°) 1.7 1.1

B-factors (Å2)

Protein 33.5 38.7

Ligand 26.2 40.9

Metal Ion 28.6 29.0

Solvent 35.8 40.7

Ramachandran

Ramachandran favored (%) 96.0 95.9

Ramachandran allowed (%) 99.5 99.3
aNumber in parentheses represent values in the highest resolution shell.
br.m.s.d. indicates root mean square deviation.
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Q42
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Y37

Figure 5 The tmCBP calcium binding site. Close-up view of the
molecular interactions of tmCBP with an endogenously bound
calcium ion (green sphere). Water molecules are shown as red
spheres and amino acids involved in hydrogen bonding are
represented as ball and stick models. Direct metal hydrogen bonds
are represented as black-dashed lines whereas the remainder of the
hydrogen bonding network is red. The LR5 crystal structure was
used for this analysis.
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LR5 ring 3/4 hemiacetal each form two hydrogen bonds
with three water molecules, while C4 and C6 hydroxyls
form single hydrogen bond with W73 and W15, respect-
ively. Unlike the ring three of LR5, ring four forms direct
hydrogen bonds with the protein. The C6 hydroxyl forms
two hydrogen bonds, while the C4 hydroxyl and O5 oxy-
gen each form a single hydrogen bond with the protein.
An additional water molecule, W129, hydrogen bonds
with the C4 hydroxyl of the LR5 ring 4. The C4 hydroxyl
of the fifth LR5 ring forms two hydrogen bonds, while the
C6 hydroxyl forms a single hydrogen bond with the pro-
tein. Three specifically bound water molecules hydrogen
bond with the C1, C2 and C4 hydroxyls; two of these wa-
ters also separately hydrogen bond with the ring 4/5 O3
hemiacetal oxygen and the O5 oxygen of ring 5. Ring 4 is
essentially occupying the positions of W49, W87 and
W171 of LR2 complex while ring 5 replaces the W119
water of the LR2 complex.
The calcium ion of the LR5 complex (Figure 4c), with

slight variation in coordination distances, has identical co-
ordination geometry as the calcium ion present in the LR2
structure. It is interesting to note that the Asp33, which
primarily coordinates the calcium ion also forms hydrogen
bonds to C6 hydroxyl of LR5 ring 4 and a water molecule
that hydrogen bonds to the C2 hydroxyl of the fifth sugar
ring (Figure 5). Moreover, the side chain of Gln34, of which
the main chain carbonyl interacts with a water molecule
that coordinates with the calcium ion, also forms two
hydrogen bonds with the C4 hydroxyl of the LR5 ring four.
The localization of this calcium ion suggests it may poten-
tially have a functional role in ligand binding, rather than a
structural role as found in other PBPs [22].

Comparison of laminarin and cellodextrin
bound structures
Comparison of the laminarin and cellodextrin bound
tmCBP structures allow for the identification of the mo-
lecular details of ligand selectivity in this semi-specific
periplasmic binding protein. Superposition of the lami-
naripentaose (LR5) and cellopentaose (CP5) complexes
demonstrates that the conformation of almost every
amino acid that forms van der Waals interactions or
hydrogen bonds with the LR5 or CP5 in both subsites is
in an identical conformation (Figure 6). A single amino
acid in subsite two, Gln142, adopts an alternate rotamer
between the two structures. As the ligands occupy



Q142Q142

Figure 6 The tmCBP cellopentaose and laminaripentaose binding site. Stereo view of the superposition of tmCBP bound with cellopentaose
(magenta) and laminaripentaose (cyan). All amino acids that interact with either ligand are shown in line representations.

Munshi et al. BMC Structural Biology 2013, 13:18 Page 7 of 11
http://www.biomedcentral.com/1472-6807/13/18
distinct regions of the binding pocket, which remain
fixed in position regardless of which ligand is bound, we
postulate that the identical conformation of the hydro-
gen bonding and van der Waals ligand interaction net-
work suggests the protein binding pocket is pre-ordered
for binding of either ligand.

Role of water molecules in organizing the tmCBP
binding site
The tmCBP binding site accommodates both β(1,3) and
β(1,4) carbohydrates by utilizing the non-specific, subsite
two, binding site [13]. Although the ligands occupy differ-
ent regions of the non-specific subsite, there is significant
overlap of the amino acids involved in the recognition of
either ligand. We sought to understand how this occurs
when the protein amino acid network remains in a fixed
conformation. Superposition of the LR5 and CP5 bound
structures suggest the bound water network may play an
important role in the plasticity of the tmCBP binding site
(Figure 7). Five distinct classes of water molecules that are
specifically bound to either the N or C-terminal domain
are found potentially mediating and modulating ligand se-
lectivity in the tmCBP ligand binding site.

1. Waters in identical positions coordinating identical
atoms on different ligands (Figure 7, red water
molecule): The first LR5 and CP5 sugar rings are
in identical positions and the water molecule
coordinating the C6 hydroxyl is also found in an
identical position. This water simultaneously forms
hydrogen bonds with both the N and C-terminal
domains of the protein, the C6 hydroxyl of the ligand,
and another bound water molecule that interacts with
the second sugar ring. As five membered β-xylan
carbohydrates do not bind to tmCBP it is possible that
the positioning and the bonding network of this water
molecule make it important in transducing to the
protein that a six membered ring is bound in subsite
one. The combination of the lack of this water
molecule, and the lacking of the molecular interactions
with the C6 carbon and hydroxyl group, potentially
impede formation of the closed ligand bound state of
the protein in the presence of xylans. These types of
bridging, ligand-binding-induced interdomain contacts
have been postulated to be important in stimulating
the PBP conformational change [27].

2. Waters in identical positions coordinating different
ligand atoms (Figure 7, green water molecules): Beyond
the first sugar ring, the conformation or localization of
the sugars in the binding pocket significantly differ.
Although coordinating distinct ligand atoms which are
located in different regions of subsite two, several
water molecules are found conserved in the LR5 and
CP5 bound structures. Water molecules that hydrogen
bond with ring 2, 3, or 5 of the LR5 ligand are also
found in the CP5 bound structure. The conservation
of water molecules is also observed in the water
molecules interacting with ring 2, 3, or 5 of the CP5
ligand. The rich hydrogen bonding potential of water
molecules allows for conservation of water position in
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Figure 7 The network of water molecules modulating the ligand selectivity of tmCBP. (a) View of the LR5 water network. Water molecules
found interacting with the LR5 are shown as blue spheres. The different classes of conserved water molecules also found in the CP5 binding site
are colored as follows: red, waters in identical positions coordinating identical atoms; green, waters identical positions coordinating different
ligand atoms; black, waters in identical positions forming ligand contacts in one form and not the other; orange, waters mimicking hydroxyl
atoms of ligand. (b) View of the CP5 water network. Water molecules found interacting with the CP5 are shown as magenta spheres. The
different classes of conserved water molecules also found in the LR5 binding site are colored as in (a).
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both the CP5 and LR5 forms and thereby potentially
permits the preordering of the hydrogen bonding
potential of subsite one for either type of ligand.

3. Waters in identical positions forming ligand contacts
in one form and not the other (Figure 7b, black water
molecules): Beyond the first two sugar rings found
in subsite one, the localization of the LR5 and the
CP5 in the tmCBP subsite two differ significantly.
However, several water molecules that are involved
in forming hydrogen bonds with LR5 are still
present when CP5 is bound in subsite two. The
same is also true for subsite two waters that
hydrogen bond with CP5 and not LR5. This class of
water molecule is involved in pre-ordering the
rotameric state of subsite two hydrogen bonding
residues. Although crystal structure of apo form of
tmCBP protein could not be obtained, it is possible
the same water-mediated hydrogen bonding network
pre-orders subsite 2 for binding of β(1,3) or β(1,4)
ligands in the apo state.

4. Waters that mimic hydroxyls/hemiacetals of other
ligand (Figure 7, orange water molecules): Several
water molecules are present in either the LR5 or
CP5 bound structure that mimic the localization in
subsite two of ligand hydroxyl groups of the other
ligand. Similar to the class 3 water molecules, this
class of water molecules preforms both the water
and protein hydrogen bonding interactions for either
ligand, the role of which is potentially important for
promiscuous ligand recognition of the apo protein.

5. Secondary shell waters involved in coordinating
primary shell waters (and/or involved coordinating
preordering of binding pocket): Beyond the primary
shell water molecules that directly interact with the
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ligands, a conserved network of at least twelve water
molecules is found ordering either the primary shell
waters or the amino acids that are involved in
interacting with the ligands.

Conclusions
Depending on biological function, PBPs ligand selectivity is
modulated through a combination of binding pocket adap-
tations that mediate ligand positioning, alter ligand size se-
lection, or alter the free energy of ligand binding in such a
manner that excludes incorrect ligands [35,40]. The novel
bipartite tmCBP binding site represents an additional, in-
teresting alteration of PBP ligand recognition, exemplifying
how both specificity and promiscuity are encoded in a
single binding site. Comparison of the tmCBP structures
bound to laminarin-based and cellodextrin-based carbohy-
drates allows for identification of the novel binding select-
ivity determinants found in this binding site.
The structural changes accompanying ligand binding in

PBPs typically involves a re-organization of side-chain
rotamers or the protein backbone. Although in some cases
one of the two binding half sites in each domain undergoes
conformational changes upon ligand binding and this has
been suggested as a mechanism of ordering ligand binding
[19]. Although lacking the apo crystal structure, analysis of
the tmCBP ligand bound state suggests the binding site
may be pre-ordered for binding of either laminarins or
cellodextrins. Essentially no structural differences are ob-
served among the amino acids in the ligand recognition
sphere of either class of ligands. It should be pointed out that
no side-chain movement is observed even when the same resi-
due forms direct or indirect interactions with either ligand.
The conservation and positioning of water molecules

trapped in the tmCBP binding pocket suggest they poten-
tially play a role in tuning tmCBP ligand selectivity. Several
classes of water molecules, playing distinct functional roles,
are found in the tmCBP binding site. This network of
water molecules preforms the ligand hydrogen bonding
network and side chain conformations of ligand interacting
amino acids, and thereby reduces the entropic penalty of
ligand binding. Additionally, these water molecules are rich
in hydrogen bonding potential, allowing for conservation
of water placement while facilitating the plasticity of this
bipartite binding site.
The mode of ligand binding found in tmCBP represents

an interesting adaptation mechanism not previously ob-
served in other PBPs. The downstream carbohydrate trans-
port systems have a narrow, predefined limit to the size and
type of carbohydrate that can be processed. The tmCBP
binding cavity pre-filters this pool of ligands, potentially op-
timizing the transport process and in-turn eliminating the
energetic penalty of presentation of incorrect carbohydrates
to the transport machinery. In E. coli maltose binding pro-
tein ligands that do not fit within the binding site are still
bound and presented to the transport machinery [4].
However, with tmCBP a single protein is used to promis-
cuously select a molecular class of ligands while at the
same time sterically restricting the number of rings that
can be placed within the constraints of the tmCBP binding
cavity. Larger ligands are likely not bound as they would
impede the hinge bending motion and in-turn specific lig-
and recognition.
Seven additional oligosaccharide binding proteins with

varying substrate specificities are found in the T. maritima
genome [32]. It remains to be observed whether the mode
of ligand recognition in tmCBP is unique or found across
this subset of periplasmic carbohydrate binding proteins.
The adaptation mechanisms observed in tmCBP allow for
expansion of binding site selectivity while maintaining spe-
cificity for a molecular class of ligands. These types of adap-
tation mechanisms could potentially be recapitulated in
drug design studies where the rich hydrogen bonding po-
tential of water molecules can be utilized to expand binding
sites, or enable multiple drugs to bind to a single target site.

Methods
Protein expression and purification
The tmCBP plasmid was transformed into BL21-RIL
cells for heterologous expression in either terrific broth
media, M9 minimal media or Enfor’s minimal media
supplemented with carbennicillin and chloramphenicol.
Growth on terrific broth or M9 minimal media produced
protein that was bound with a disaccharide ligand as de-
termined by circular dichroism (CD) and X-ray crystallog-
raphy (data not shown). Ligand-free protein was produced
by growth on the glycerol based medium, Enfor’s minimal
media. In all cases, tmCBP was purified as previously de-
scribed [13,32], with slight modifications. Cell pellets were
lysed by sonication. The resulting lysate was clarified by
centrifugation (34,000 × g) for 20 minutes. Following
nickel chelation chromatography purification of the lysate,
the protein was loaded on to a Superdex S75 26/60
(Amersham) gel filtration column that was equilibrated with
20 mM Tris, pH 8.0, 150 mM NaCl. This purified material
was used for all other experiments.

Circular dichroism
CD experiments were performed on a Jasco CD spectro-
photometer. Thermal denaturations were determined by
measuring the CD signal at 225 nm as a function of
temperature using 0.5 μM protein in 10mM Tris–HCl pH
8.0 and 40 mM NaCl. In the absence of guanidinium chlor-
ide, tmCBP is too stable to exhibit temperature-induced de-
naturation and all measurements were carried out in the
presence of 2 M guanidine hydrochloride and 1.0 mM
ligand. CD measurements were fit to a two-state model that
takes into account the slope of the native and denatured
baselines [41].
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Small angle neutron scattering data collection
and analysis
Small-angle neutron scattering (SANS) experiments were
performed on the extended Q-range small-angle neutron
scattering (EQ-SANS, BL-6) beam line at the Spallation
Neutron Source (SNS) located at Oak Ridge National
Laboratory (ORNL) [42]. Protein was concentrated to 16.7
mg/mL and dialyzed in to 20 mM Tris pH 8.0, 40 mM
NaCl in 100% D2O for SANS measurements that were
performed at 20°C. Cellobiose was added to the apo protein
at a concentration of 5 mM for measurements of the ligand
bound form. Data reduction followed standard procedures
using MantidPlot (http://www.mantidproject.org/) [43].
Upon verifying a Guinier regime [44] in the SANS pro-

files, the pair distance distribution function, P(r), was calcu-
lated from the scattering intensity using the indirect
Fourier transform method implemented in the GNOM
program [45] (Table 1). The real-space radius of gyration,
Rg, and scattering intensity at zero angle, I(0), were de-
termined from the P(r) solution to the scattering data.

The molecular mass, M, was calculated by I 0ð Þ ¼ M

Δρð Þ2�υ2=NA , where Δρ = contrast in scattering length
density between protein and D2O buffer solution (= ρprot –
ρbuf), �υ ¼ protein partial specific volume ¼ 0:73 ml=gð Þ ,
and NA = Avogadro’s number. The GASBOR program [46]
was used to generate ab initio shape reconstructions.
Crystallization and X-ray data collection
tmCBP was concentrated to 20 mg∕mL and dialyzed into 10
mM Tris, 40 mM NaCl 0.5 mM TCEP for crystallization.
Laminaribiose (LR2) or laminaripentaose (LR5) was added
to a final concentration of 1 mM prior to crystallization tri-
als. Crystals were grown by hanging drop vapor diffusion
in drops containing 2 μL of the protein solution mixed
with 2 μL of 0.2–0.3 M magnesium acetate or calcium acet-
ate, 20–30% (wt/vol) PEG 3350 equilibrated against 900 μL
of the same solution. Crystals were transferred to 35%
(wt/vol) PEG 3350 for cryoprotection, mounted in a nylon
loop, and flash frozen in liquid nitrogen. All X-ray diffraction
data were collected at 100 K on a Rigaku 007HFmicromax
X-ray generator with a Raxis IV++ detector. The diffrac-
tion data were scaled and indexed using HKL3000 [47].
The data collection statistics are listed in Table 2.
Structure determination, model building and refinement
The LR2 bound and LR5 bound tmCBP structures were
solved by molecular replacement using the Phaser pro-
gram [48]. The crystal structure of the previously deter-
mined tmCBP was used as the initial model for fitting
the X-ray data ([13], PDB code 3I5O). Manual model
building was carried out in COOT [49] and refined using
REFMAC5 [48] and PHENIX [50]. The models exhibit
good stereochemistry as determined by MolProbity [51];
final refinement statistics are listed in Table 2.

Accession numbers
Atomic coordinates and structure factors have been de-
posited in the Protein Data Bank [52] under the accession
codes 4JSD and 4JSO for the LR2 complex and LR5 com-
plex, respectively.

Additional file

Additional file 1: Figure S1. Interaction network of tmCBP laminarin
ligands. The polar and non-polar contacts of the LR2 (a) and LR5 (b)
ligands as generated by LigPlot [39]. The interaction network that is
coincident among the LR2 and LR5 structures are highlighted in red,
hydrogen bonding interactions are represented as black dashed lines and
water molecules as red spheres.

Abbreviations
tmCBP: Thermotoga maritima cellobiose binding protein; CD: Circular
dichroism; SANS: Small-angle neutron scattering; LR2: Laminaribiose;
LR5: Laminaripentaose.

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

Authors’ contributions
MJC, PM and DAM designed the research and drafted the manuscript. MJC
and CBC performed small-angle scattering experiments. MJC, PM, SG, and XL
performed CD and X-ray crystallography experiments. All authors read and
approved the final manuscript.

Acknowledgments
A portion of this research was performed at Oak Ridge National Laboratory's
Spallation Neutron Source, sponsored by the U.S. Department of Energy,
Office of Basic Energy Sciences. PM was funded in part through a research
grant from the National Science Foundation (Award 0922719).

Author details
1Neutron Sciences Directorate, Oak Ridge National Laboratory, Oak Ridge, TN
37831, USA. 2Department of Chemistry, Middle Tennessee State University,
Murfreesboro, TN 37132, USA. 3Current address. Shiv Nadar University,
Department of Chemistry, Oak Ridge National Laboratory, Uttar Pradesh,
India.

Received: 21 June 2013 Accepted: 27 September 2013
Published: 4 October 2013

References
1. Neiditch MB, Federle MJ, Miller ST, Bassler BL, Hughson FM: Regulation of

LuxPQ receptor activity by the quorum-sensing signal autoinducer-2.
Mol Cell 2005, 18(5):507–518.

2. Aksamit RR, Koshland DE Jr: Identification of the ribose binding protein as
the receptor for ribose chemotaxis in Salmonella typhimurium.
Biochemistry 1974, 13(22):4473–4478.

3. Iida A, Harayama S, Iino T, Hazelbauer GL: Molecular cloning and
characterization of genes required for ribose transport and utilization in
Escherichia coli K-12. J Bacteriol 1984, 158(2):674–682.

4. Shuman HA: Active transport of maltose in Escherichia coli K12. Role of
the periplasmic maltose-binding protein and evidence for a substrate
recognition site in the cytoplasmic membrane. J Biol Chem 1982,
257(10):5455–5461.

5. Kelly DJ, Thomas GH: The tripartite ATP-independent periplasmic (TRAP)
transporters of bacteria and archaea. FEMS Microbiol Rev 2001, 25(4):405–424.

6. Campobasso N, Costello CA, Kinsland C, Begley TP, Ealick SE: Crystal
structure of thiaminase-I from Bacillus thiaminolyticus at 2.0 A
resolution. Biochemistry 1998, 37(45):15981–15989.

http://www.mantidproject.org/
http://www.biomedcentral.com/content/supplementary/1472-6807-13-18-S1.pdf


Munshi et al. BMC Structural Biology 2013, 13:18 Page 11 of 11
http://www.biomedcentral.com/1472-6807/13/18
7. Friedman AM, Fischmann TO, Steitz TA: Crystal structure of lac repressor
core tetramer and its implications for DNA looping. Science 1995,
268(5218):1721–1727.

8. Frandsen A, Pickering DS, Vestergaard B, Kasper C, Nielsen BB, Greenwood
JR, Campiani G, Fattorusso C, Gajhede M, Schousboe A, et al: Tyr702 is an
important determinant of agonist binding and domain closure of the
ligand-binding core of GluR2. Mol Pharmacol 2005, 67(3):703–713.

9. Bruns CM, Nowalk AJ, Arvai AS, McTigue MA, Vaughan KG, Mietzner TA, McRee
DE: Structure of Haemophilus influenzae Fe(+3)-binding protein reveals
convergent evolution within a superfamily. Nat Struct Biol 1997, 4(11):919–924.

10. Sun YJ, Rose J, Wang BC, Hsiao CD: The structure of glutamine-binding
protein complexed with glutamine at 1.94 A resolution: comparisons
with other amino acid binding proteins. J Mol Biol 1998, 278(1):219–229.

11. Berntsson RP, Thunnissen AM, Poolman B, Slotboom DJ: Importance of a
hydrophobic pocket for peptide binding in lactococcal OppA. J Bacteriol
2011, 193(16):4254–4256.

12. Chaudhuri BN, Ko J, Park C, Jones TA, Mowbray SL: Structure of D-allose
binding protein from Escherichia coli bound to D-allose at 1.8 A
resolution. J Mol Biol 1999, 286(5):1519–1531.

13. Cuneo MJ, Beese LS, Hellinga HW: Structural analysis of semi-specific
oligosaccharide recognition by a cellulose-binding protein of
thermotoga maritima reveals adaptations for functional diversification of
the oligopeptide periplasmic binding protein fold. J Biol Chem 2009,
284(48):33217–33223.

14. Sugiyama S, Vassylyev DG, Matsushima M, Kashiwagi K, Igarashi K, Morikawa
K: Crystal structure of PotD, the primary receptor of the polyamine
transport system in Escherichia coli. J Biol Chem 1996, 271(16):9519–9525.

15. Tirado-Lee L, Lee A, Rees DC, Pinkett HW: Classification of a Haemophilus
influenzae ABC transporter HI1470/71 through its cognate molybdate
periplasmic binding protein, MolA. Structure 2011, 19(11):1701–1710.

16. Mauchline TH, Fowler JE, East AK, Sartor AL, Zaheer R, Hosie AH, Poole PS,
Finan TM: Mapping the Sinorhizobium meliloti 1021 solute-binding
protein-dependent transportome. Proc Natl Acad Sci USA 2006,
103(47):17933–17938.

17. Cuneo MJ, Beese LS, Hellinga HW: Ligand-induced conformational changes
in a thermophilic ribose-binding protein. BMC Struct Biol 2008, 8:50.

18. Magnusson U, Chaudhuri BN, Ko J, Park C, Jones TA, Mowbray SL: Hinge-
bending motion of D-allose-binding protein from Escherichia coli: three
open conformations. J Biol Chem 2002, 277(16):14077–14084.

19. Magnusson U, Salopek-Sondi B, Luck LA, Mowbray SL: X-ray structures of
the leucine-binding protein illustrate conformational changes and the
basis of ligand specificity. J Biol Chem 2004, 279(10):8747–8752.

20. Shilton BH, Flocco MM, Nilsson M, Mowbray SL: Conformational changes
of three periplasmic receptors for bacterial chemotaxis and transport:
the maltose-, glucose/galactose- and ribose-binding proteins. J Mol Biol
1996, 264(2):350–363.

21. Fukami-Kobayashi K, Tateno Y, Nishikawa K: Domain dislocation: a change
of core structure in periplasmic binding proteins in their evolutionary
history. J Mol Biol 1999, 286(1):279–290.

22. Berntsson RP, Smits SH, Schmitt L, Slotboom DJ, Poolman B: A structural
classification of substrate-binding proteins. FEBS Lett 2010, 584(12):2606–2617.

23. Borrok MJ, Kiessling LL, Forest KT: Conformational changes of glucose/
galactose-binding protein illuminated by open, unliganded, and ultra-
high-resolution ligand-bound structures. Protein Sci 2007, 16(6):1032–1041.

24. Bagaria A, Kumaran D, Burley SK, Swaminathan S: Structural basis for a
ribofuranosyl binding protein: insights into the furanose specific
transport. Proteins 2011, 79(4):1352–1357.

25. Marvin JS, Hellinga HW: Manipulation of ligand binding affinity by
exploitation of conformational coupling. Nat Struct Biol 2001, 8(9):795–798.

26. Toth-Petroczy A, Tawfik DS: Slow protein evolutionary rates are dictated by
surface-core association. Proc Natl Acad Sci USA 2011, 108(27):11151–11156.

27. Dwyer MA, Hellinga HW: Periplasmic binding proteins: a versatile
superfamily for protein engineering. Curr Opin Struct Biol 2004, 14(4):495–504.

28. Gould AD, Telmer PG, Shilton BH: Stimulation of the maltose transporter
ATPase by unliganded maltose binding protein. Biochemistry 2009,
48(33):8051–8061.

29. Bjorkman AJ, Mowbray SL: Multiple open forms of ribose-binding
protein trace the path of its conformational change. J Mol Biol 1998,
279(3):651–664.

30. Alicea I, Marvin JS, Miklos AE, Ellington AD, Looger LL, Schreiter ER:
Structure of the Escherichia coli phosphonate binding protein PhnD and
rationally optimized phosphonate biosensors. J Mol Biol 2011,
414(3):356–369.

31. Karpowich NK, Huang HH, Smith PC, Hunt JF: Crystal structures of the BtuF
periplasmic-binding protein for vitamin B12 suggest a functionally
important reduction in protein mobility upon ligand binding. J Biol Chem
2003, 278(10):8429–8434.

32. Nanavati DM, Thirangoon K, Noll KM: Several archaeal homologs of
putative oligopeptide-binding proteins encoded by Thermotoga
maritima bind sugars. Appl Environ Microbiol 2006, 72(2):1336–1345.

33. Zverlov VV, Volkov IY, Velikodvorskaya TV, Schwarz WH: Highly
thermostable endo-1,3-beta-glucanase (laminarinase) LamA from
Thermotoga neapolitana: nucleotide sequence of the gene and
characterization of the recombinant gene product. Microbiology 1997,
143(Pt 5):1701–1708.

34. Conners SB, Montero CI, Comfort DA, Shockley KR, Johnson MR, Chhabra SR,
Kelly RM: An expression-driven approach to the prediction of
carbohydrate transport and utilization regulons in the hyperthermophilic
bacterium Thermotoga maritima. J Bacteriol 2005, 187(21):7267–7282.

35. Cuneo MJ, Changela A, Beese LS, Hellinga HW: Structural adaptations that
modulate monosaccharide, disaccharide, and trisaccharide specificities
in periplasmic maltose-binding proteins. J Mol Biol 2009, 389(1):157–166.

36. Telmer PG, Shilton BH: Insights into the conformational equilibria of
maltose-binding protein by analysis of high affinity mutants. J Biol Chem
2003, 278(36):34555–34567.

37. Cuneo MJ, Changela A, Miklos AE, Beese LS, Krueger JK, Hellinga HW:
Structural analysis of a periplasmic binding protein in the tripartite ATP-
independent transporter family reveals a tetrameric assembly that may
have a role in ligand transport. J Biol Chem 2008, 283(47):32812–32820.

38. Gonin S, Arnoux P, Pierru B, Lavergne J, Alonso B, Sabaty M, Pignol D:
Crystal structures of an Extracytoplasmic Solute Receptor from a TRAP
transporter in its open and closed forms reveal a helix-swapped dimer
requiring a cation for alpha-keto acid binding. BMC Struct Biol 2007, 7:11.

39. Wallace AC, Laskowski RA, Thornton JM: LIGPLOT: a program to generate
schematic diagrams of protein-ligand interactions. Protein Eng 1995,
8(2):127–134.

40. Millet O, Hudson RP, Kay LE: The energetic cost of domain reorientation
in maltose-binding protein as studied by NMR and fluorescence
spectroscopy. Proc Natl Acad Sci USA 2003, 100(22):12700–12705.

41. Cohen DS, Pielak GJ: Stability of yeast iso-1-ferricytochrome c as a
function of pH and temperature. Protein Sci 1994, 3(8):1253–1260.

42. Zhao JK, Gao CY, Liu D: The extended Q-range small-angle neutron
scattering diffractometer at the SNS. J Appl Cryst 2010, 43:1068–1077.

43. Wignall GD, Bates FS: Absolute calibration of small-angle neutron
scattering data. J Appl Cryst 1987, 20:28–40.

44. Guinier A, Fournet G: Small-angle scattering of X-rays. New York: Wiley; 1955.
45. Svergun DI: Determination of the regularization parameter in indirect-

transform methods using perceptual criteria. J Appl Cryst 1992, 25:495–503.
46. Svergun DI, Petoukhov MV, Koch MH: Determination of domain structure of

proteins from X-ray solution scattering. Biophys J 2001, 80(6):2946–2953.
47. Otwinowski ZaM W: Processing of X-ray diffaction data collected in

oscillation mode. Methods Enzymol 1997, 276A:307–326.
48. Collaborative Computational Project N: The CCP4 suite: programs for

protein crystallography. Acta Crystallogr D Biol Crystallogr 1994,
50(Pt 5):760–763.

49. Emsley P, Cowtan K: Coot: model-building tools for molecular graphics.
Acta Crystallogr D Biol Crystallogr 2004, 60(Pt 12 Pt 1):2126–2132.

50. Adams PD, Afonine PV, Bunkoczi G, Chen VB, Davis IW, Echols N, Headd JJ,
Hung LW, Kapral GJ, Grosse-Kunstleve RW, et al: PHENIX: a comprehensive
Python-based system for macromolecular structure solution.
Acta Crystallogr D Biol Crystallogr 2010, 66(Pt 2):213–221.

51. Davis IW, Murray LW, Richardson JS, Richardson DC: MOLPROBITY: structure
validation and all-atom contact analysis for nucleic acids and their
complexes. Nucleic Acids Res 2004, 32:W615–619. Web Server issue.

52. Berman HM, Westbrook J, Feng Z, Gilliland G, Bhat TN, Weissig H,
Shindyalov IN, Bourne PE: The Protein Data Bank. Nucleic Acids Res 2000,
28(1):235–242.

doi:10.1186/1472-6807-13-18
Cite this article as: Munshi et al.: Molecular details of ligand selectivity
determinants in a promiscuous β-glucan periplasmic binding protein.
BMC Structural Biology 2013 13:18.


	Abstract
	Background
	Results
	Conclusions

	Background
	Results and discussion
	Thermal stability and ligand binding specificity of tmCBP
	Solution structure of apo and ligand-bound tmCBP
	Crystal structure of laminaribiose complex
	Crystal structure of laminaripentaose complex
	Comparison of laminarin and cellodextrin bound structures
	Role of water molecules in organizing the tmCBP binding site

	Conclusions
	Methods
	Protein expression and purification
	Circular dichroism
	Small angle neutron scattering data collection and analysis
	Crystallization and X-ray data collection
	Structure determination, model building and refinement
	Accession numbers

	Additional file
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgments
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /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 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /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 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /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 <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 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 /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


