View metadata, citation and similar papers at core.ac.uk

Nugent and Jones BMC Bioinformatics 2013, 14:276
http://www.biomedcentral.com/1471-2105/14/276

-

brought to you by .. CORE

provided by UCL Discovery

BMC
Bioinformatics

METHODOLOGY ARTICLE Open Access

Membrane protein orientation and refinement
using a knowledge-based statistical potential

Timothy Nugent and David T Jones’

Abstract

proteins embedded within intact membranes.

discrimination.

Background: Recent increases in the number of deposited membrane protein crystal structures necessitate the use
of automated computational tools to position them within the lipid bilayer. Identifying the correct orientation
allows us to study the complex relationship between sequence, structure and the lipid environment, which is
otherwise challenging to investigate using experimental techniques due to the difficulty in crystallising membrane

Results: We have developed a knowledge-based membrane potential, calculated by the statistical analysis of
transmembrane protein structures, coupled with a combination of genetic and direct search algorithms, and
demonstrate its use in positioning proteins in membranes, refinement of membrane protein models and in decoy

Conclusions: Our method is able to quickly and accurately orientate both alpha-helical and beta-barrel membrane
proteins within the lipid bilayer, showing closer agreement with experimentally determined values than existing
approaches. We also demonstrate both consistent and significant refinement of membrane protein models and the
effective discrimination between native and decoy structures. Source code is available under an open source
license from http://bioinf.cs.uclac.uk/downloads/memembed/.
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Background
Although transmembrane proteins are encoded by ap-
proximately 30% of a typical genome and play vital roles
in a diverse range of essential biological processes, they
constitute only about 2% of structures deposited into the
Protein Data Bank (PDB) [1,2]. This paucity of struc-
tures has meant that the majority of computational tools
developed to analyse transmembrane proteins have fo-
cused on topology prediction [3-7] and de novo struc-
ture prediction [8-14]. Recently however, the increase in
the number of solved crystal structures has led to the
development of a number of automated methods with
which to systematically and objectively analyse trans-
membrane proteins.

Transmembrane proteins differ from globular proteins
in that they are embedded in the anisotropic environ-
ment of the lipid bilayer, composed of a heterogeneous
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mixture of lipid types with a central hydrocarbon core
and a steep polarity gradient. Their positioning within
the membrane is crucial to their folding, stability and
activity yet the difficulties associated with crystallising
transmembrane proteins in intact membranes mean that
experimental orientation data is extremely scarce. While
manual assessment has in the past been used to orientate
transmembrane proteins [15], such strategies are poorly
suited to large scale positioning on a genome-scale, and
therefore automated computational approaches are in-
creasingly important. Current methods include coarse-
grained molecular dynamics simulations which have been
used for large-scale positioning using a semi-quantitative
lipid model [16,17]. While simulations have been shown
to successfully reproduce the behaviour of equivalent
atomistic simulations and peptide insertion experiments,
molecular dynamics simulations are invariably slow and
computationally expensive. The PPM/OPM method uses
an anisotropic solvent model of the lipid bilayer, with
polarity profiles derived from electron paramagnetic res-
onance studies, in combination with a grid search to
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minimise transfer energy from water to the membrane,
with results correlating well with experimentally deter-
mined tilt angles and membrane thickness [18-20]. The
TMDET algorithm calculates the membrane-exposed
water accessible surface area of the target structure,
followed by an exhaustive orientational search using an ob-
jective function which measures the fitness of a given
membrane position to the protein [21-23]. However, in the
absence of comparison with experimental studies, the ac-
curacy of the approach is difficult to ascertain. Ez-3D im-
plements a knowledge-based potential generated from the
distribution of residues at varying membrane depths in 76
alpha-helical and 35 beta-barrel proteins, again employing
a grid search to identify the global energy minimum
[24-26]. Results are comparable to OPM and enable the
generation of complete pseudo-energy topological land-
scapes that underscores positional stability, although the
method is slower with a computation time of approxi-
mately 1 second per 5 residues.

While commonly used in globular protein structure
prediction, the use of statistical potentials derived from
transmembrane proteins is comparatively rare due to the
low number of high-resolution structures deposited in
the PDB. In the absence of structural data, methods such
as FILM [8] attempted to construct a statistical potential
via the analysis of 640 transmembrane helices be-
longing to 133 transmembrane proteins extracted from
SWISS-PROT [27] with experimentally defined topolo-
gies, allowing small transmembrane proteins to be
folded to a reasonable level of accuracy when combined
with standard FRAGFOLD energy terms [28]. Later, an
implicit membrane potential developed using 46 alpha-
helical transmembrane protein structures was tested on
various proteins as well as single transmembrane helices,
demonstrating that in most cases the correctly inserted
conformation was found to be at a clear energy minimum.
These results indicated that the use of transmembrane
amino acid distributions to derive an implicit membrane
representation yielded meaningful residue potentials [29].
More recently, a membrane-specific modification of Ro-
setta included a membrane environment term derived
from the analysis of 28 structures, scoring conformations
by maximising the exposure of surface hydrophobic resi-
dues within the membrane and minimising hydrophobic
exposure outside of the membrane [12-14]. In combin-
ation with additional Rosetta potentials modified to model
the effect of the membrane environment including solv-
ation and hydrogen bond terms, several small transmem-
brane protein domains (<150 residues) could be modelled
to near-atomic accuracy (<2.5 A).

In this paper, we present a computational approach for
orientating both alpha-helical and beta-barrel transmem-
brane proteins in the lipid bilayer, employing a knowledge-
based potential developed using the largest data set of
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transmembrane protein crystal structures yet assembled
for statistical analysis. By using a combination of genetic
(GA) and direct search algorithms to efficiently optimise
positioning, our method is able to quickly and accurately
identify native tilt angles, with results showing closer
agreement with experimentally determined values than
existing methods. We also report the ability of the poten-
tial to guide structure prediction by demonstrating con-
sistent improvement in transmembrane protein model
refinement and the effective discrimination between na-
tive from decoy structures.

Results

Comparison with OPM

Table 1 shows the cross-validated performance of a range
of search strategies in positioning targets to within the
published error margin of OPM. For GA searches, targets
were positioned five times with the lowest energy orienta-
tion reported. The GA achieved best performance with
86.9% (159) of alpha-helical chains positioned to within the
published error margin of OPM, with a mean tilt angle
delta of only 1.07 degrees and a mean z-coordinate shift of
2.12 A (Figure 1), suggesting good agreement with OPM.
Using both direct and grid searches, results were similar al-
though in the case of direct search the maximum observed
tilt error was significantly larger (28.44 degrees compared
to 7.61 degrees) indicating that local minima may have
been encountered.

Despite the substantially lower number of structures
used to generate the beta-barrel potential, 83.3% of tar-
gets were positioned to within the published error mar-
gin of OPM using direct search, reflecting the limited
diversity of beta-barrel folds in contrast to alpha-helical
structures. The mean z-coordinate shift of 3.03 A indi-
cates that beta-barrels are slightly harder to position
along the z-axis although this could be a consequence of
the larger translation per residue (~3.5 A) in beta-strands
compared to alpha helices (~1.5 A) [30], suggesting that
z-axis positioning of beta-barrels could benefit from a po-
tential composed of thicker z-slices. Performance using the
GA was similar (80.6%) with the maximum observed tilt
error slightly lower at 20.02 degrees. For both alpha-helical
and beta-barrel targets, results using a grid search were
slightly worse than GA or direct searches, suggesting that
the rotation and translation step size is preventing a lower
energy from being found. We also tested a naive approach
which orientated structures by tilting them such that the
longitudinal axis was parallel to the z-axis, and the mean
z-coordinate set to z =0. Only 2.2% of alpha-helical struc-
tures were correctly positioned to within the published
error margin of OPM, with a large mean tilt angle delta
of 15.7 degrees and a maximum error of 54.5 degrees, al-
though the mean z-coordinate shift of 2.63 A was more
reasonable.
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Table 1 Cross-validated results showing the performance of the three search strategies in positioning targets to within

the published error margin of OPM

Within OPM error Outside OPM error All targets
Search type Type Within OPM error Mean tilt Max tilt Mean tilt Max tilt Mean tilt Max tilt
GA Alpha 86.9% 0.56 298 358 761 1.07 212
Direct Alpha 80.3% 0.77 4.83 6.94 2844 1.98 2.66
Grid Alpha 79.2% 0.74 3.74 5.04 14.68 1.63 1.67
GA Beta 80.6% 1.03 3.62 925 20.02 377 382
Direct Beta 83.3% 1.76 6.90 13.71 29.97 3.75 3.03
Grid Beta 77.7% 2.35 10.03 14.12 37.64 497 2.74

Type indicates alpha-helical or beta-barrel. Tilt angles are the deltas compared to OPM and are measured in degrees. Mean z-shift is the mean z-coordinate delta
compared to OPM calculated using all transmembrane segment boundary residues, measured in angstroms.

Comparison with experimentally determined tilt angles

The use of detergents for membrane solubilisation dur-
ing transmembrane protein crystallisation means that in-
formation regarding the positions of lipid molecules in
crystallographic data is extremely rare, making compari-
son with experimentally determined tilt angles difficult.
A small number of transmembrane proteins have had
their tilt angles determined using Attenuated Total Re-
flectance Fourier Transform Infrared (ATR-FTIR) spec-
troscopy. We assessed performance of the potential,
using GA search, and 4 other methods — OPM, TMDET,
Ez-3D and a potential derived from experimental measure-
ments of free energy of membrane insertion described by
Hessa et al. [31] combined with a grid search - with these
structures, comparing the mean absolute tilt angle of all
transmembrane segments with the experimentally deter-
mined values (Table 2). Hessa et al. used systematically
designed hydrophobic segments to quantitatively analyse
the position-dependent contribution of all 20 amino acids
to membrane insertion efficiency. Results show that in all
cases, tilt angles calculated by our potential correlate well
with ATR-FTIR values. Given the large experimental error,
we suspect that all five methods produce more or less

equivalent estimates. In most cases the experimentally
determined values are systematically larger, possibly due
to orientational disorder under experimental conditions,
suggesting that these experimental values represent the
upper limits of the actual tilt angles [18].

We also tested the potential against the recently crys-
tallised proton-gated urea channel HpUrel from Helico-
bacter pylori, a structure consisting of six protomers
assembled in a hexameric ring surrounding a central bi-
layer plug of ordered lipids [32]. Applying the potential
and GA to the unaligned structure, it was possible to pos-
ition the channel such that the lipid vector average, formed
by the vectors connecting the terminal carbon atoms in
each of the lipid molecules in the cytoplasmic leaflet, was
tilted from the z-axis by only 1.54 degrees. We also applied
the potential in combination with a slow exhaustive search
of all possible orientations, resulting in a lowest energy
orientation where the lipid vector average was exactly par-
allel to the z-axis.

Assessment of calculated membrane thickness
We compared our estimates of membrane thickness with
OPM calculated and experimentally determined values for

position of the membrane, are placed at z=15 A and z=-15 A.

Figure 1 Orientation of alpha-helical chains 3rceA, 307gA, 1dxrM and beta-barrel 3kvnA. The grey lines, indicating the approximate
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Table 2 Cross-validated results showing the performance of the potentials in positioning five targets with

experimentally determined tilt angles

Protein PDB Type TM Subunits MP tilt OPM tilt TMDET tilt Ez-3D tilt Hessa tilt Experimental tilt
Lactose permease 1 pv6 Alpha 1 249 22.7 22.1 222 33

FhuA Tafg Beta 1 40.0 388 39.2 - - 46

OmpA 1gjp Beta 1 396 383 385 - - 445

KcsA channel 1r3j Alpha 4 318 315 315 313 305 33
Phospholamban 1zl Alpha 5 249 225 238 14.0 244 28+6

Our potential is ‘MP". Tilt angles are the average of the absolute tilt angles of all transmembrane segments, measured in degrees. Missing values indicate the

method is unsuitable for beta-barrel proteins.

12 alpha-helical and beta-barrel targets (Table 3). Ex-
perimental values were obtained from site-directed spin
labelling studies, cryo-electron microscopy data, X-ray
scattering or hydrophobic matching experiments [18].
Calculated values agree well with both experimental
values and OPM. Compared to OPM on the targets in
our dataset, there is generally good agreement, with an
average discrepancy in membrane thickness of 1.8 A
across 125 alpha-helical complexes and 0.9 A across 37
beta-barrels.

Refinement of alpha-helical transmembrane

protein models

Table 4 summarises the performance of the combinator-
ial refinement algorithm incorporating the membrane
potential when tested on 28 models generated by FILM3,
showing TM-scores calculated over all helical Ca resi-
dues. The TM-score is intended to be a more accurate
measure of structural alignment compared to RMSD or
GDT. Scores are in the range (0,1], with 1 indicating a

Table 3 Calculated membrane thickness for 12 targets
where experimentally determined values are available

Protein PDB MP OPM Experimental
thickness  thickness thickness
FepA 1fep 23.00 243+1.1 2231
Gramicidin A grm  22.25 233+40 ~22
Rhodopsin 1gzm  36.75 322+15 ~30
OmpF Thxx  23.50 242+08 ~21
Calcium AT Pase Tiwo  29.50 308+14 ~27
BtuB Tnge 2350 234+10 2202
Bacteriorhodopsin Tpy6  31.25 240+80 ~32
KcsA channel 1r3j 3350 348+12 ~34
Photosynthetic reaction  1rzh 3125 316+14  ~30
centre
Cytochrome c oxidase ~ 1v55  30.00 278+09 ~27
Nodium AT Pase Tyce 3425 37005 2345
Mechanosensitive 20ar 3225 364+22 24
channel

Our potential is ‘MP’. Thickness is measured in Angstroms.

perfect match between two structures, scores below 0.20
typically correspond to randomly chosen unrelated pro-
teins, while scores >0.5 are roughly the same fold [33].
Ten different weights were used for the membrane poten-
tial term, with a value of 1.6 producing the most consist-
ent results. Compared to models generated using the
standard combinatorial refinement procedure (column 2),
models generated with the membrane potential (column 3)
show an improved TM-score (>=0.01) in 18 cases, with
an average improvement across these 18 targets of 0.05.
While increases in TM-score were generally modest, eight
targets have TM-score increase of over 0.06, while two
are over 0.1 (PDB IDs 2nq2A and 3dhwA). Only three
targets have lower TM-scores after refinement with a
decrease of 0.03 in the worst case, while seven targets
remain unchanged. Across all 28 targets, the average
TM-score change is 0.03. We also performed a second
round of refinement using MODELLER following re-
finement using the membrane potential, comparing the
resulting models to the final FILM3 models which had
also been refined using MODELLER (columns 5-7). Re-
sults are similar with 16 targets improved, 6 unchanged
and 6 made worse, again by only 0.03 in the worst case,
and an average TM-score change is 0.03. These results in-
dicate that different aspects of the structure are refined by
the membrane potential and by MODELLER, suggesting
that using both in combination should produce the best
quality models. Across all Ca residues, performance is
slightly less pronounced with 16 targets improved and 3
made worse, with an average TM-score change of 0.02. In
terms of the positional accuracy lost by reducing the GA
pool size, the maximum observed tilt error with a pool
size of 500 was typically double that observed with a pool
size of 10000.

Decoy discrimination performance

Table 5 shows the performance of the membrane poten-
tial at discriminating homology models of the 28 FILM3
native structures from the 200 candidate models. Results
indicate that the native structure model is correctly
identified as the lowest energy structure in 32.1% of
cases, while it is amongst the 10 lowest energy structures
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Table 4 TM-scores of models refined using the membrane potential

MP refined MP and MODELLER refined

Target FILM3 recombined Post-refinement Delta TM-score FILM3 recombined Post-refinement Delta TM-score
1fftC 067 0.76 0.08 067 0.77 0.10
1gzmA 0.80 0.82 0.02 0.79 0.82 0.03
1IdiA 0.71 0.72 0.02 0.74 0.75 0.00
TpW4A 0.71 0.74 0.03 0.72 0.75 0.03
1xgfA 0.79 0.79 0.00 0.79 0.79 0.00
2abmH 0.78 0.81 0.02 0.80 0.83 0.03
2b2fA 0.72 0.78 0.06 073 0.79 0.06
2d2cN 0.67 0.71 0.04 0.69 0.75 0.06
2d57A 0.81 0.79 -003 0.82 0.79 -0.02
2f2bA 0.77 0.76 -001 0.79 0.79 —0.01
2feeB 0.63 0.70 0.07 0.65 071 0.06
2ng2A 0.65 0.76 0.10 0.66 0.74 0.08
2nr9A 0.66 073 0.06 0.68 0.75 0.07
20ccA 0.81 0.81 0.00 0.83 0.83 0.00
2onkC 0.68 0.66 -0.03 0.68 067 -0.01
2q7rA 047 050 0.03 037 0.55 0.18
2gfiA 057 0.57 0.00 0.58 0.58 0.00
2r6gG 0.57 0.60 0.04 0.56 063 0.07
2witA 038 038 0.00 038 039 0.01
2WSWA 0.50 0.59 0.09 0.56 0.62 0.06
2ydvA 0.71 0.71 0.00 0.72 0.70 -0.02
2z73A 073 081 0.08 0.75 0.80 0.06
3b9wA 0.65 0.65 0.00 0.67 0.67 0.00
3dhwA 0.58 0.68 0.10 0.60 067 0.07
3mk7A 053 0.58 0.05 0.58 0.60 0.01
3mktA 0.73 0.73 0.00 0.73 0.73 0.00
3pjzA 0.78 0.79 0.01 0.80 0.78 -0.02
3gngA 061 062 001 063 0.60 —-0.03

Scores were calculated using helical Ca residues only. Columns 2-4 compare models refined using the membrane potential with the recombined FILM3 models.
Columns 5-7 compare models refined using the membrane potential and MODELLER with the final FILM3 models, which were also refined using MODELLER.

in 60.7% of cases. The potential is unable to rank two
targets effectively, although in both cases they are well
positioned in the membrane. Target 2qfiA, the zinc
transporter YiiP, is a homodimer held together by four
Zn** jons in its native state, possibly explaining why the
potential is unable to reliably identify the monomeric
native structure, while 3mktA, the multiple-drug resist-
ance efflux pump, undergoes significant conformational
change during transport with the outward-facing form
showing high affinity for monovalent cations, suggesting
the native form here may not be at its lowest energy
state [34,35]. The correlation coefficient between mem-
brane potential energy and TM-score is always negative,
with a maximum of —-0.63 where the native model is also
ranked first (2occA, Figure 2).

Discussion

In this paper we have developed a knowledge-based mem-
brane potential, calculated from a statistical analysis of
transmembrane protein structures, coupled with a genetic
and direct search algorithms, and demonstrated its use in
positioning proteins in membranes, estimating membrane
thickness, refinement of transmembrane protein models
and in decoy discrimination. Given the recent increase
in the number of high resolution transmembrane protein
crystal structures, computational tools which allow pro-
teins to be positioned in membranes are increasingly
important as they allows us to study protein-lipid inter-
actions and provide insight into the relationship be-
tween sequence, structure and the lipid environment, in
a way that isn’t possible using experimental techniques
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Table 5 Decoy discrimination results

Target Min Max Pearson’s r Native
TM-score TM-score model rank
1fftC 041 0.68 -043 23
1gzmA 051 0.69 -0.22 20
1IdiA 0.35 0.71 -0.29 59
Tpw4A 039 0.69 -047 1
1xgfA 0.31 0.71 -0.54 1
2abmH 040 0.78 -0.06 2
2b2fA 0.35 0.77 -0.50 1
2d2cN 0.27 061 -041 28
2d57A 041 0.78 -0.38 1
2f2bA 038 0.75 -0.34 5
2feeB 023 063 -0.54 1
2ng2A 0.29 0.68 -0.20 2
2nr9A 047 067 -0.23 63
20ccA 0.15 0.69 -063 1
2onkC 042 0.68 -0.27 26
2q7rA 0.20 0.50 -036 10
2gfiA 025 052 -0.25 182
2r6gG 0.35 0.62 -0.44 1
2witA 0.19 046 -049 1
2WsWA 022 0.55 -048 1
2ydvA 0.56 0.73 -0.23 6
2773A 0.50 0.68 -0.02 93
3b9wA 0.33 0.62 -043 2
3dhwA 043 0.64 -0.25 2
3mk7A 0.23 0.62 -0.48 8
3mktA 046 0.75 -0.01 142
3pjzA 032 0.68 -0.44 13
3gngA 0.24 0.59 -0.17 22

Minimum and maximum TM-scores indicate the range of TM-scores amongst
the 200 candidate models per target. PCC is the Pearson’s r correlation
coefficient. Native rank is the ranking of the native structure homology model.

due to the difficulty in crystallising both membrane pro-
teins and lipid molecules.

Compared to other computational approaches such as
OPM that are capable of orientating membrane proteins,
our method is in extremely good agreement with gener-
ally only very small differences in tilt angle, z-coordinate
shift and membrane thickness. Although the scarcity of
experimental data with which to validate such methods
remains an issue, calculated tilt angles are in close agree-
ment with ATR-FTIR spectroscopy determined values
and are actually closer to these experimental values than
the three other methods tested, while calculate mem-
brane thickness also correlate well with experimental
values. However, perhaps the most significant improve-
ment over other methods is the use of GA and direct
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searches to orientate structures and the consequential
speed increase which allows the method to be incorpo-
rated into folding or refinement simulations, with up
to ~150 orientation calculations per second possible on
a single CPU. While our approach provides the option
to perform a slower grid search of rotation and trans-
lation parameters, both genetic algorithm and direct
searches are fast and sufficiently accurate in positioning
structures. In a typical case, we can orientate target 4ea3
(278 residues) to within the error of OPM positioning
in ~1 second using direct search, under ten seconds using
a GA and compared to 231 seconds using a grid search. It
is not straightforward to assess the speed of methods such
as TMDET and PPM since they run as web servers, al-
though it seems that results are available in ~20 seconds
for a typical protein, while Ez-3D takes about 1 second for
each 5 residues. The speed of the method, in combination
with the freely available source code, should facilitate a
wide range of applications for which the other server-
based methods are unsuitable. These include the large
scale pre-positioning of both alpha-helical and beta-barrel
structures into membranes prior to both coarse-grained
[16,17] and atomistic molecular dynamics simulations
[16,36], for which the computational expense of orientat-
ing structures is significant. The method should also be
useful for guiding membrane protein design experiments
by allowing quantitative predictions to be made regard-
ing the membrane insertion favourability, tilt angle and
z-coordinate shift of a sequence, allowing rapid iterative
optimisation of stability [24,37-40], while the asymmet-
ric nature of the potential should allow the influence of
point mutations on transmembrane topology to be investi-
gated as in the case of the dual topology protein EmrE
[41]. Although results obtained using the GA are more ac-
curate, the direct search can be used to obtain a reasonably
good orientation but significantly faster. For certain use
cases where only an approximate orientation is sufficient
(ie. assessment of topology during a folding simulation),
this accuracy/speed trade off may be preferable.

The use of the potential in refinement of alpha-helical
transmembrane protein models demonstrates that it is
capable of making both significant and consistent contri-
butions to structure prediction. Results from previous
CASP refinement experiments indicate that very few
groups are capable of making consistent improvements
across all targets, and in many cases more harm is done
than good [42,43]. Here we have shown that the majority
of targets can be improved, by up to 0.1 TM-score units
in best cases, with only three targets made worse, and
on average by less than 0.03 TM-score units. In addition
to directly improving the model, the orientation achieved
and the implicit positioning of the membrane provides the
foundation for the application of additional membrane-
associated terms likely to assist in de novo folding. For
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Figure 2 Scatter plot showing membrane potential energy against TM-score for cyotochrome c oxidase (PDB ID 2occA), Pearson’s r = —0.63.
The model of the native structure is shown as a black square.

example, the positioning of a candidate structure during
a folding simulation can be used to determine if the
model satisfies its predicted transmembrane topology. A
topogenic term can thus be used to score models and
therefore encourage them towards adopting the correct
topology — an approach equivalent to the use of pre-
dicted z-coordinates [44] and likely to be more inform-
ative than applying distance constraints from simple
linearly extrapolated z-coordinate approximations, which
was previously shown to be useful in only 6 out of 28
cases [10], while the application of a lipid exposure po-
tential derived from sequence-based machine learning
approaches may also help guide folding to higher reso-
lutions [45]. However, despite the positive contribution
towards modelling the transmembrane region, modelling
of extra membranous loops regions still requires specific
strategies tailored to the physicochemical properties of
the membrane-water interface region [46-49]. Future mod-
ification of the potential to capture these features may
address this issue, while also enabling the positioning of
peripheral membrane proteins.

Conclusions

Overall, we have demonstrated that the potential can be
used to accurately position proteins within the mem-
brane, make important contributions to folding simula-
tions and effectively discriminate between native and

decoy structures. This approach can be used to gain in-
sights into protein-lipid interactions while assisting in a
variety of studies including molecular dynamics, protein
design, mutagenesis experiments and transmembrane pro-
tein structure prediction.

Methods

Membrane potential definition

Alpha-helical and beta barrel membrane potentials were
calculated by the statistical analysis of transmembrane
protein structures that had been pre-positioned with re-
spect to the bilayer. We used OPM [19,20] to assemble a
data set of alpha-helical and beta-barrel proteins, using
rotational and translational positions with respect to the
membrane as defined by PPM [20]. Chains were hom-
ology reduced using the PISCES server [50,51] at the
40% sequence identity level, leaving 183 alpha-helical
and 37 beta-barrel chains with a resolution below 3.5 A.
The membrane was modelled as an infinite slab, 48 A in
thickness, divided along the z-axis (perpendicular to the
Cartesian plane formed by the membrane surface) into
32 1.5 A slices — corresponding to the approximate
translation per residue in alpha helices - with z =0 lying
at the centre of the membrane, and the cytoplasm in the
negative z direction. The frequency of occurrence of
each residue’s CB (Ca for glycine) atom within a mem-
brane slice was then calculated, adding pseudocounts of
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one where no residues of a given type were found in a
slice, allowing membrane pseudo-energy to be computed
for a structure by summing the log likelihood ratios
(Equation 1). We also tried alternate formulations based
on the inverse Boltzmann equation but in each case they
resulted in slightly lower performance [8,24].

fﬂ (Z)
f(2)

E.(z) = -in (1)

Equation 1. Membrane pseudo-energy for residue a at
depth z, where f,(z) is the observed relative frequency of
occurrence of amino acid type a at depth z, and f(z) is the
observed relative frequency of occurrence of all amino
acids found at depth z.

Orientation using genetic and direct search algorithms
We used a GA to position structures within the mem-
brane, optimising x and y-axis rotation and z-axis trans-
lation such that the membrane potential energy of the
structure was minimised. The GA is initialised with a
population of 10000 randomly generated individuals.
In each generation, the fittest individuals are identified
and used as parents for subsequent generations, which
are then subject to crossover and mutation operations.
Using a GA to efficiently search a large space of pos-
sible orientations generally allows an optimal solution
to be found relatively quickly, while performance can be
further increased as necessary for folding or refinement
simulations by reducing the initial population size or lim-
iting the maximum number of energy function calls, at
minimal cost to orientation accuracy. However, the final
solution may not be the global optimal as GAs can be-
come trapped in local minima, and results can also be in-
consistent, even when re-running a GA with the same
target or parameters, due to the stochastic nature of the
process [52]. We also made use of the Hooke and Jeeves
direct search algorithm [53], which is a simple numerical
optimisation algorithm that does not require the deriva-
tive of the function, thus allowing functions that are not
continuous or differentiable to be optimised. The algo-
rithm proceeds by varying one parameter at a time by
steps of the same magnitude. When no further increase
or decrease in energy is achieved, the step size is modi-
fied by a resizing parameter and the process repeated
until a termination condition is met. Similarly to GAs,
local minima can prevent the optimum solution from be-
ing found, particularly where the resizing parameter is
set low. We also performed a slow grid search of all rota-
tion and translation parameters, tilted to the nearest de-
gree and translated to the nearest 0.5 A. While the
results of the grid search are always consistent, location
of the global energy minimum isn’t guaranteed due to
the step size of these parameters.
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In order to compare positioning with OPM, targets
were first subjected to random rotation about the x and
y axes and random translation along the z-axis prior to
orientation using the membrane potential and genetic
algorithm. Based on OPM topology, the longitudinal axis
was then calculated as the vector average of all transmem-
brane segment vectors, while the mean z-coordinate was
calculated using all transmembrane segment boundary res-
idues, and both values compared with OPM. When gener-
ating and testing potentials, stringent cross-validation was
performed with any structures with greater than 25% se-
quence identity to the target, or members of the same
OPM super family, excluded from the dataset. Potentials
were also generated using a range of resolution thresholds
in order to assess whether the use of higher resolution
structures improved positional accuracy.

Estimating membrane thickness

Once orientated, we make an estimate of the hydrophobic
thickness of the membrane by applying a split potential
model of variable thickness. The regions of the potential
that encompass the lipid head groups (10 A<z<20 A
and -10 A>z>-20 A) are translated independently
along the Z-axis, with residues in between and outside
these regions given the average membrane core and
extra-membranous propensity scores for that residue
type, respectively. The effects of applying these transla-
tions is to sample the pseudo-energy landscape as a func-
tion of variable lipid tail lengths. By identifying the
translations for each of the two regions that in combin-
ation result in the lowest pseudo-energy, membrane thick-
ness can be estimated by measuring the distance between
them, based on a standard hydrophobic thickness of 30 A.

Membrane protein structure refinement

We tested the contribution of the membrane potential to
structure refinement by incorporating it as a second energy
term in the combinatorial refinement algorithm we have
described previously in our de novo modelling method
FILM3 [10]. In FILM3, an ensemble of 200 models was
generated for each of 28 alpha-helical membrane protein
targets using the standard FILM/FRAGFOLD approach
[8,28] though with the energy function replaced by a dis-
tance constraint function based solely on residue contacts
predicted by PSICOV [54], and Replica Exchange Monte
Carlo in place of simulated annealing for the conform-
ational search using structural fragments. The combina-
torial refinement protocol involves superposing the 100
lowest energy models onto the lowest energy model, before
selecting random fragments from each model and transfer-
ring these onto the equivalent chain segment in the lowest
energy structure. Where a lower energy model is produced,
this is retained and the greedy search procedure repeated
until no further improvement in energy is observed. In
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most cases, this procedure allowed a final model to be gen-
erated with an energy value lower than any of the 200 can-
didate structures. Here, we generated ensembles for each
of the 28 targets but using the recombined structures as
the lowest energy model onto which the 100 lowest energy
models were superposed, therefore minimising the possi-
bility that any subsequent improvement in model quality
could be attributed to further satisfaction of predicted con-
tacts. The membrane potential term was weighted and
combined with the distance constraint term and a total of
5 million fragment swaps carried out, with the genetic al-
gorithm population size reduced from 10000 to 500 in
order to improve compute time (Equation 2).

E tota1 = Econtact + W-EMembrane (2)

Equation 2. Total pseudo-energy for a structure,
Econtact is the FILM3 distance constraint term [10] and
w is an adjustable weight in the range 0.1 to 2.0.

Decoy discrimination

Finally, we examined the ability of the potential to dis-
criminate near native from decoy alpha-helical membrane
protein targets, again using the 200 models generated
for each of 28 targets generated by FILM3. Since our
knowledge-based potential is “trained” using experimen-
tally determined structures, it may well capture the in-
trinsic properties of native conformations well but often
such potentials fail to evaluate the quality of near-native
and misfolded conformations appropriately [55]. Rather
than using the experimental structures, we therefore built
homology models with MODELLER [56] using the native
crystal structures as templates. We then evaluated the
performance of the potential at discriminating these hom-
ology models from the 200 decoys, assessing the frequency
with which lowest energy conformation having the highest
TM-score [33], the frequency with which the lowest energy
conformation was amongst the top 10 TM-scores and the
correlation coefficient between membrane potential energy
and TM-score.

Availability of supporting data

Source code is available under an open source license

from the URL below. In order to compile and run, the g++

compiler and Boost C++ libraries are required.
http://bioinf.cs.ucl.ac.uk/downloads/memembed/

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

Authors’ contributions
TN designed and performed research. Both authors drafted the manuscript,
revised it critically and read and approved the final version.

Acknowledgements
This work was supported by the UK Medical Research Council (MRC).

Page 9 of 10

Received: 3 May 2013 Accepted: 5 September 2013
Published: 18 September 2013

References

1. Berman HM, Westbrook J, Feng Z, Gilliland G, Bhat TN, Weissig H,
Shindyalov IN, Bourne PE: The protein data bank. Nucleic Acids Res 2000,
28:235-242.

2. Fagerberg L, Jonasson K, von Heijne G, Uhlén M, Berglund L: Prediction of
the human membrane proteome. Proteomics 2010, 10:1141-1149.

3. Viklund H, Elofsson A: OCTOPUS: improving topology prediction by
two-track ANN-based preference scores and an extended
topological grammar. Bioinformatics 2008, 24:1662-1668.

4. Viklund H, Bernsel A, Skwark M, Elofsson A: SPOCTOPUS: a combined
predictor of signal peptides and membrane protein topology.
Bioinformatics 2008, 24:2928-2929.

5. Nugent T, Jones DT: Transmembrane protein topology prediction using
support vector machines. BMC Bioinforma 2009, 10:159.

6. Nugent T, Jones DT: Detecting pore-lining regions in transmembrane
protein sequences. BVC Bioinforma 2012, 13:169.

7. Bernsel A, Viklund H, Falk J, Lindahl E, von Heijne G, Elofsson A: Prediction
of membrane-protein topology from first principles. Proc Natl Acad Sci
US A 2008, 105:7177-7181.

8. Pellegrini-Calace M, Carotti A, Jones DT: Folding in lipid membranes (FILM): a
novel method for the prediction of small membrane protein 3D structures.
Proteins 2003, 50:537-545.

9. Hurwitz N, Pellegrini-Calace M, Jones DT: Towards genome-scale structure
prediction for transmembrane proteins. Philos Trans R Soc Lond B Biol Sci
2006, 361:465-475.

10.  Nugent T, Jones DT: Accurate de novo structure prediction of large
transmembrane protein domains using fragment-assembly and correlated
mutation analysis. Proc Natl Acad Sci U S A 2012, 109:E1540-E1547.

11. Hopf TA, Colwell LJ, Sheridan R, Rost B, Sander C, Marks DS: Three-
dimensional structures of membrane proteins from genomic
sequencing. Cell 2012, 149:1607-1621.

12. Yarov-Yarovoy V, Schonbrun J, Baker D: Multi-pass membrane protein
structure prediction using Rosetta. Proteins 2006, 62:1010-1025.

13. Barth P, Schonbrun J, Baker D: Toward high-resolution prediction and
design of transmembrane helical protein structures. Proc Natl Acad Sci
US A 2007, 104:15682-15687.

14. Barth P, Wallner B, Baker D: Prediction of membrane protein structures
with complex topologies using limited constraints. Proc Natl Acad Sci U S A
2009, 106:1409-1414.

15.  Lee AG: Lipid-protein interactions in biological membranes: a structural
perspective. Biochim Biophys Acta 2003, 1612:1-40.

16. Sansom MSP, Scott KA, Bond PJ: Coarse-grained simulation: a high-throughput
computational approach to membrane proteins. Biochem Soc Trans 2008,
36:27-32.

17. Bond PJ, Holyoake J, Ivetac A, Khalid S, Sansom MSP: Coarse-grained
molecular dynamics simulations of membrane proteins and peptides.

J Struct Biol 2007, 157:593-605.

18.  Lomize AL, Pogozheva ID, Lomize MA, Mosberg HI: Positioning of proteins
in membranes: a computational approach. Protein Sci 2006, 15:1318-1333.

19.  Lomize MA, Lomize AL, Pogozheva ID, Mosberg HI: OPM: orientations of
proteins in membranes database. Bioinformatics 2006, 22:623-625.

20. Lomize MA, Pogozheva ID, Joo H, Mosberg HI, Lomize AL: OPM database
and PPM web server: resources for positioning of proteins in
membranes. Nucleic Acids Res 2012, 40:D370-D376.

21. Tusnady GE, Dosztanyi Z, Simon I: TMDET: web server for detecting
transmembrane regions of proteins by using their 3D coordinates.
Bioinformatics 2005, 21:1276-1277.

22. Tusnady GE, Dosztanyi Z, Simon |: PDB_TM: selection and membrane
localization of transmembrane proteins in the protein data bank. Nucleic
Acids Res 2005, 33:D275-D278.

23, Kozma D, Simon |, Tusnddy GE: PDBTM: protein data bank of transmembrane
proteins after 8 years. Nucleic Acids Res 2013, 41:D524-D529.

24. Senes A, Chadi DC, Law PB, Walters RFS, Nanda V, Degrado WF: E(z), a
depth-dependent potential for assessing the energies of insertion of
amino acid side-chains into membranes: derivation and applications to
determining the orientation of transmembrane and interfacial helices.

J Mol Biol 2007, 366:436-448.


http://bioinf.cs.ucl.ac.uk/downloads/memembed/

Nugent and Jones BMC Bioinformatics 2013, 14:276
http://www.biomedcentral.com/1471-2105/14/276

25.

26.

27.

28.

29.

30.

31

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

43.

44,

45.

46.

47.

48.

49.

50.

Schramm CA, Hannigan BT, Donald JE, Keasar C, Saven JG, Degrado WF,
Samish |: Knowledge-based potential for positioning membrane-associated
structures and assessing residue-specific energetic contributions.
Structure 2012, 20:924-935.

Hsieh D, Davis A, Nanda V: A knowledge-based potential highlights
unique features of membrane o-helical and B-barrel protein insertion
and folding. Protein Sci 2012, 21:50-62.

Bairoch A, Apweiler R: The SWISS-PROT protein sequence database: its
relevance to human molecular medical research. J Mol Med 1997,
75:312-316.

Jones DT, McGuffin LJ: Assembling novel protein folds from super-
secondary structural fragments. Proteins 2003, 53(Suppl 6):480-485.
Ulmschneider MB, Sansom MSP, Di Nola A: Properties of integral
membrane protein structures: derivation of an implicit membrane
potential. Prot: Struc, Func Bioinform 2005, 59:252-265.

Petsko GA, Ringe D: Protein structure and function (Primers in Biology).
Oxford: Oxford University Press; 2008.

Hessa T, Meindl-Beinker NM, Bernsel A, Kim H, Sato Y, Lerch-Bader M,
Nilsson |, White SH, von Heijne G: Molecular code for transmembrane-
helix recognition by the Sec61 translocon. Nature 2007, 450:1026-1030.
Strugatsky D, McNulty R, Munson K, Chen C-K;, Soltis SM, Sachs G, Luecke H:
Structure of the proton-gated urea channel from the gastric pathogen
helicobacter pylori. Nature 2013, 493:255-258.

Xu J, Zhang Y: How significant is a protein structure similarity with
TM-score = 0.5? Bioinformatics 2010, 26:389-895.

Lu M, Fu D: Structure of the zinc transporter YiiP. Science 2007,
317:1746-1748.

He X, Szewczyk P, Karyakin A, Evin M, Hong WX, Zhang Q, Chang G:
Structure of a cation-bound multidrug and toxic compound extrusion
transporter. Nature 2010, 467:991-994.

Stansfeld PJ, Sansom MSP: From coarse grained to atomistic: a serial multi

scale approach to membrane protein simulations. J Chem Theory Comput
2011, 7:1157-1166.

Senes A: Computational design of membrane proteins. Curr Opin Struc
Biol 2011, 21:460-466.

Whitley P, Nilsson 1, von Heijne G: De novo design of integral membrane
proteins. Nat Struc Mol Biol 1994, 1:858-862.

Barth P, Schonbrun J, Baker D: Toward high-resolution prediction and
design of transmembrane helical protein structures. PNAS 2007,
104:15682-15687.

Bowie JU: Understanding membrane protein structure by design.

Nat Struc Mol Biol 2000, 7:91-94.

Seppdld S, Slusky JS, Lloris-Garceré P, Rapp M, von Heijne G: Control of
membrane protein topology by a single C-terminal residue. Science 2010,
328:1698-1700.

MacCallum JL, Hua L, Schnieders MJ, Pande VS, Jacobson MP, Dill KA:
Assessment of the protein-structure refinement category in CASP8.
Proteins 2009, 77(Suppl 9):66-80.

MacCallum JL, Pérez A, Schnieders MJ, Hua L, Jacobson MP, Dill KA:
Assessment of protein structure refinement in CASP9. Proteins 2011,
79(Suppl 10):74-90.

Granseth E, Viklund H, Elofsson A: ZPRED: predicting the distance to the
membrane center for residues in -helical membrane proteins.
Bioinformatics 2006, 22:2191-e196.

Nugent T, Jones DT: Predicting transmembrane helix packing
arrangements using residue contacts and a force-directed algorithm.
PLoS Comput Biol 2010, 6:21000714.

Liang J, Adamian L, Jackups R Jr: The membrane-water interface region of
membrane proteins: structural bias and the anti-snorkeling effect.
Trends Biochem Sci 2005, 30:355-357.

Choi Y, Deane CM: FREAD revisited: accurate loop structure prediction
using a database search algorithm. Proteins 2010, 78:1431-1440.

Kelm S, Shi J, Deane CM: MEDELLER: homology-based coordinate
generation for membrane proteins. Bioinformatics 2010, 26:2833-2840.
Granseth E, von Heijne G, Elofsson A: A study of the membrane-water
interface region of membrane proteins. J Mol Biol 2005, 346:377-385.
Wang G, Dunbrack RL Jr: PISCES: a protein sequence culling server.
Bioinformatics 2003, 19:1589-1591.

Wang G, Dunbrack RL Jr: PISCES: recent improvements to a PDB
sequence culling server. Nucleic Acids Res 2005, 33:W94-W98.

Page 10 of 10

52. Manning T, Sleator RD, Walsh P: Naturally selecting solutions: the use of
genetic algorithms in bioinformatics. Biogeosciences 2012, 4(5):1-13.

53. Hooke R, Jeeves TA: “Direct search” solution of numerical and statistical
problems. J ACM 1961, 8:212-229.

54, Jones DT, Buchan DWA, Cozzetto D, Pontil M: PSICOV: precise structural
contact prediction using sparse inverse covariance estimation on large
multiple sequence alignments. Bioinformatics 2012, 28:184-190.

55. Wang K Fain B, Levitt M, Samudrala R: Improved protein structure selection
using decoy-dependent discriminatory functions. BMC Struc Biol 2004, 4:3.

56.  Marti-Renom MA, Stuart AC, Fiser A, Sanchez R, Melo F, Sali A: Comparative
protein structure modeling of genes and genomes. Ann Rev Biophys
Biomol Struc 2000, 29:291-325.

doi:10.1186/1471-2105-14-276

Cite this article as: Nugent and Jones: Membrane protein orientation
and refinement using a knowledge-based statistical potential. BMC
Bioinformatics 2013 14:276.

Submit your next manuscript to BioMed Central
and take full advantage of:

¢ Convenient online submission

¢ Thorough peer review

* No space constraints or color figure charges

¢ Immediate publication on acceptance

¢ Inclusion in PubMed, CAS, Scopus and Google Scholar

* Research which is freely available for redistribution

Submit your manuscript at
www.biomedcentral.com/submit

( BiolVied Central




	Abstract
	Background
	Results
	Conclusions

	Background
	Results
	Comparison with OPM
	Comparison with experimentally determined tilt angles
	Assessment of calculated membrane thickness
	Refinement of &b_k;alpha-&e_k;&b_k;helical&e_k; transmembrane protein models
	Decoy discrimination performance

	Discussion
	Conclusions
	Methods
	Membrane potential definition
	Orientation using genetic and direct search algorithms
	Estimating membrane thickness
	Membrane protein structure refinement
	Decoy discrimination
	Availability of supporting data

	Competing interests
	Authors’ contributions
	Acknowledgements
	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


