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Abstract: We have extracted an extensive collection of recurrent structural motifs (RSMs),
which consist of sequentially non-contiguous structural motifs (4–6 residues), each of
which appears with very similar conformation in three or more mutually unrelated protein
structures. We find that the proteins in our set are covered to a substantial extent by the
recurrent non-contiguous structural motifs, especially the helix and strand regions.
Computational alanine scanning calculations indicate that the average folding free energy
changes upon alanine mutation for most types of non-alanine residues are higher for amino
acids that are present in recurrent structural motifs than for amino acids that are not. The
non-alanine amino acids that are most common in the recurrent structural motifs,
i.e., phenylalanine, isoleucine, leucine, valine and tyrosine and the less abundant
methionine and tryptophan, have the largest folding free energy changes. This indicates
that the recurrent structural motifs, as we define them, describe recurrent structural patterns
that are important for protein stability. In view of their properties, such structural motifs are
potentially useful for inter-residue contact prediction and protein structure refinement.
Keywords: Delaunay triangulation; protein fragments; long-range contacts;
protein folding; protein structure; structural motifs; structure comparison/similarity;
structure prediction
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1. Introduction
The sequence of a protein largely determines its fold, but the folding process cannot realistically be
achieved through an exhaustive exploration of the conformational space, and it is believed that proteins
fold through a combination of local structural arrangements, such as helices and long range
interactions that will lead to the formation of compact hydrophobic cores and/or sheets. Protein
structures as we observe them in experimentally determined structures reflect the global energy
minimum for a given protein. Structural genomics initiatives (e.g., Montelione et al. [1]) have made
considerable progress in rapid large-scale determination of protein structures by X-ray crystallography
and nuclear magnetic resonance (NMR) spectroscopy. The main goal of these initiatives has been to
systematically target many large families without structural coverage, as well as very large families
with inadequate structural coverage. As a result, this has both improved our structural leverage [2] and
shown that it has been increasingly difficult to discover previously unobserved protein structures (e.g.,
folds or fragments [3]). However, the ratio of known experimental protein structures to the number of
all sequenced proteins is still less than one in 1,000 [4] and is expected to continue shrinking. Given
the wealth of structural data accumulated to date, the protein structure prediction challenge still
consists in the identification of the best template/fragments/parts to combine to accurately predict a
given protein structure. For the foreseeable future, there will still be a demand for efficient and
accurate prediction of protein three-dimensional (3D) structures and the improvement of existing
methods, as well as the development of new approaches which will be necessary [5].
In the protein structure prediction and protein modeling setting, Bowie and Eisenberg [6] pioneered
the systematic use of sequentially contiguous fragments extracted from known experimentally
determined structures to assemble new structures. In concept, this approach is closely related to the use
of fragments of known structures to speed up experimental structure determination through automated
fitting of measurement data to structure fragments [7–11], but in the former case, no experimental data
is available to guide the choice between different fragment candidates. Over time, a variety of protein
fragment collections with fixed or variable lengths have been assembled, such as the ones described
in [12–17].
The approach of forming complete structures by assembling small fragments from different
experimentally determined structures has subsequently been developed further and constitutes an
essential component of currently successful and generally applicable ab initio protein structure
prediction methods, such as Rosetta [18–21], Fragfold [22], Simfold [23] and TASSER [24–27].
Rosetta, for example, operates by combining small sequential fragments (three and nine residues long)
to build a framework on which side chains are reconstructed using rotamer libraries with idealized
bond lengths and angles, followed by an all-atom coordinate optimization using a classical molecular
mechanics force field as the final step of the method.
Catalogues of fragments of recurring sequence-structure patterns have already proven themselves
useful when identifying catalytic sites [28,29], predicting coiled-coils [30] and detecting different
kinds of structural analogs [12] and structural neighbors [31] and are expected to be useful also for
structure prediction and experimental structure determination, as mentioned above. However, most
catalogues of such patterns essentially only consider sequentially contiguous stretches of amino acid
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residues, and to the best of our knowledge, there is at present no comprehensive catalogue of
sequentially non-contiguous structural motifs that occur repeatedly in unrelated structures.
In this paper, we present an extensive collection of recurring structural arrangements of
4–6 sequentially non-contiguous amino acid residues extracted from 5489 distinct Protein Data Bank
(PDB) chains with at most 20% sequence identity. Our objective with this collection of structural
patterns is not to represent the most probable conformation for a given sequentially non-contiguous set
of residue types, but to capture the entire distribution of conformations that selected combinations of
residue types and residue sequence separations are likely to adopt in protein structures, given that the
residues in question are in close spatial proximity.
Recurring patterns of structural arrangements of sequentially non-contiguous amino acids do not
only represent frequently occurring and, thereby, statistically more likely inter-residue contacts,
making them potentially useful for long-range contact-prediction, they have also previously
demonstrated themselves to be indicative of properties, such as binding affinity [32,33], catalytic
activity [34,35], as well as intrinsic stability, as we have recently pointed out elsewhere [36]. The
present collection of such patterns could therefore prove to be a useful resource for protein structure
modeling, protein structure refinement and a complement to the current flora of protein structure
databases, which focus on sequentially contiguous fragments.
2. Results and Discussion
2.1. Protein Sets
A set of 31,980 protein chains with a maximum pairwise sequence identity of 99% was selected as
described in Section 3.1 and is referred to as the search set. From the search set, a subset of
5489 chains, referred to as the motif set, was selected, such that no chain in the latter set has more than
20% sequence identity with any other chain in it (see Section 3.1 for details). This of course does not
preclude the presence of evolutionarily-related proteins in our motif set (see [37] for an interesting
discussion about evolution with respect to folds). However, given the short discontinuous size of our
motifs (4–6 residues) and the low overall sequence identity ensured between members of our motif set,
we felt that any recurrent instances of strict conservation of our 4–6 residue motifs in other proteins
should have interesting properties with respect to their intrinsic compactness/stability. Furthermore,
given the nature of our motifs, a precise multi-level fold classification, such as Structural Classification
of Proteins (SCOP) [38] or CATH [39], was not required, and to report our results, protein chains were
instead classified as belonging to exactly one of the four categories: helix, strand, helix-strand mixture
and “other”, depending on the fraction of residues in the corresponding secondary structure
conformation in each protein chain, as described in Section 3.2. Given the mentioned classification
scheme, the motif set contains 1483 helix protein chains, 877 strand protein chains, 2061 helix-strand
mixture protein chains and 1068 other protein chains. In the present study, we have not distinguished
between soluble and membrane proteins. The empirical chain-length distribution of protein chains in
the motif set is shown for each of the four classes of protein chains in Figure 1.
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Figure 1. Protein length distributions. The number of protein chains of different lengths in
the motif set, classified by secondary structure content, as described in Section 3.2.

2.2. Identification of Non-Contiguous Recurrent Structural Motifs
Geometric atom configurations are considered to be replicated when the coordinate root mean
square distance (RMSD) similarity measure falls below predetermined cutoff values. For each chain in
the motif set, we extracted candidate structural motifs composed of two groups of residues, referred to
as pieces of the structural motif, separated along the peptide chain by at least six residues (see
Figure 11). Then, all geometric backbone configurations of 4–6 amino acid residues with sequence
spacing properties, as described in Section 3.3, and that repeat themselves in at least two other
mutually unrelated chains (BLAST [40,41] E-value > 10.0) from the search set, were identified. The
different kinds of candidate structural motifs and recurrent structural motifs are denoted by the number
of residues in their two pieces, separated by a plus sign (e.g., 2 + 2, 2 + 3, etc.). Thus, amino acid
backbone packing patterns that are present in three or more mutually unrelated (BLAST
E-value > 10.0) search set chains are identified and categorized as M + N recurrent structural motifs
(RSMs). The total number of such M + N amino acid residue geometric backbone configurations that
were identified as repeating themselves and, thereby, defining RSMs are shown in Table 1, along with
the corresponding average degree of RSM recurrence observed for different similarity measure cutoff
values. It can be seen that our RSMs are clearly composed mostly of amino acids from secondary
structure elements. For example, a very commonly occurring RSM is shown in Figure 2. It consists of
two pairs of valines and is found in 108 mutually unrelated chains. The RSM shown in Figure 2 is the
one with the highest value of recurrence among all our RSMs. This motif is found in chains classified
into 36 different SCOP families (and 33 superfamilies, 32 folds and four classes). However, only 33%
of the supporting chains have a SCOP classification, but it is nonetheless clear that it is a very widely
spread structural motif. The twist of the beta-sheet in Figure 2 is caused by the interactions between
the side chains of the valines; this was first described by Chou and Scheraga [42].
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Table 1. Summary of recurrent structural motifs (RSMs) with backbone similarity
requirements only. Summary of the number of recurrent non-contiguous structural motifs
of different types and the following slash-symbols: the average degrees of recurrence, for
different backbone root mean square distance (RMSD) cutoff levels (1 to 5) in increasing
order from top to bottom with a step size between rows of 0.1 Å. The cutoff values are 0.4
to 0.8 Å for 2 + 2 RSMs, 0.5 to 0.9 Å for 2 + 3 RSMs and 0.6 to 1.0 Å for 3 + 3 and 2 + 4
RSMs. In parentheses: corresponding lower bounds on the number of distinct recurrent
non-contiguous structural motifs (see end of Section 2.2 for details).
Level

2 + 2 RSM

2 + 3 RSM

3 + 3 RSM

2 + 4 RSM

(0.4–0.8 Å)

(0.5–0.9 Å)

(0.6–1.0 Å)

(0.6–1.0 Å)

RSMs entirely

1

406,720 (127,807)/5.4

103,711 (68,911)/3.0

5,612 (4,802)/2.4

3,896 (3,362)/2.4

composed of

2

648,493 (210,897)/5.6

156,654 (104,859)/3.0

7,202 (6,149)/2.4

4,977 (4,299)/2.4

secondary

3

890,876 (298,048)/5.7

211,128 (142,866)/3.0

8,487 (7,229)/2.4

5,958 (5,161)/2.4

structure

4

1,136,125 (389,668)/5.8

261,410 (178,977)/2.9

9,491 (8,095)/2.4

6,678 (5,792)/2.4

elements

5

1,364,736 (480,393)/5.8

303,198 (209,707)/2.9

10,245 (8,773)/2.4

7,206 (6,258)/2.3

1

8,931 (6,766)/4.8

2,304 (1,978)/3.0

155 (138)/2.4

143 (132)/2.3

2

14,602 (11,599)/4.9

3,169 (2,773)/3.0

189 (171)/2.4

168 (157)/2.3

3

22,178 (18,236)/4.9

4,064 (3,622)/3.0

209 (191)/2.4

198 (186)/2.3

4

32,815 (27,539)/4.8

4,922 (4,446)/3.0

222 (204)/2.4

210 (198)/2.3

5

46,953 (39,806)/4.6

5,702 (5,196)/3.0

240 (222)/2.4

217 (205)/2.3

RSMs containing
coil regions

When calculating an RSM’s level of recurrence, the chain from which the motif has been generated is ignored. The total
number of occurrences in the search set is, thus, at least one higher than the reported level of recurrency.

Figure 2. A very commonly occurring RSM. Structural motifs seen (a) from the side and
(b) rotated 90 degrees about the y-axis. The 2 + 2 RSM with the highest level of recurrence
is shown. It is found in 108 mutually unrelated chains.

The requirement, as mentioned above, that all counted instances of each RSM must derive from
very distant protein sequences is imposed in order to only retain structural similarities that are due to
inherent structural and folding constraints. We investigated the relative proportions of various
secondary structure types present in the RSMs obtained in more detail (Figure 3). The strand-strand
RSM-types are by far the most common (>80%). The helix-helix RSM types are the second most
common, and their relative proportion increases with the size of the motif. The overall proportion of
strand-strand RSMs decreases with increasing RMSD cutoff values and the overall proportion of
helix-helix RSMs increases with increasing RMSD cutoff values (data not shown). For example, for
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2 + 2 RSMs, the helix-helix proportion increases from 3.5% (0.4 Å) to 8.8% (0.8 Å), and for the
2 + 3 RSMs, the helix-helix proportion increases from 5.0% (0.5 Å) to 7.3% (0.9 Å). This indicates
that the low proportion of helix-helix RSMs arises because helix-helix contacts are more sensitive to
RMSD cutoffs for the ranges of such values used here, possibly accommodating a broader range of
relative orientations than strands, rather than it being a consequence of an unsuitably chosen motif set
and/or motif set size (see Section 2.1 for details about how the motif set was chosen).
Figure 3. Relative frequencies of RSMs with residues in their two pieces (see Section 3.3)
adopting various combinations of secondary structure, for different sized RSMs, at the
lowest RMSD cutoff value for each RSM-type (see Table 1).

The values in parentheses in Table 1 show the number of unique RSMs, when RSMs are not
distinguished using geometric properties (i.e., considering only residue-type, sequence separation and
secondary structure characteristics). These values represent lower bound estimates on the number of
geometrically distinct RSMs of each corresponding type for different similarity measure cutoff values.
2.3. Amino Acid Composition of RSMs
When calculating the amino acid composition of complete protein chains, of candidate structural
motifs and of RSMs, no substantial difference is found between complete protein chains and candidate
structural motifs (Figure 4a,b). For RSMs, on the other hand, Val, Ile, Leu, Phe and Tyr are relatively
more abundant than in both complete chains and candidate structural motifs, whereas the objectively
most abundant residue types in RSMs are Val, Leu, Ile and Ala (Figure 4c). That Val, Ile and Leu are
found in many RSMs is evident from Figure 4d, in which amino acid compositions have been summed
over all RSMs without compensation for the fact that residues present in multiple RSMs are then
counted multiple times. Thus, RSMs appear to be built up from residues commonly found in protein
cores, and we therefore expect them to be useful for protein structure prediction and refinement.
However, evaluation of the usefulness of RSMs for structure prediction and refinement is beyond the
scope of the present paper. The individual values for all amino acid types can be found in Table S1 in
Supplementary Information. From Table S1, for example, it is clear that there is no increased Cys
presence in RSMs compared to protein chains and candidate structural motifs, which exclude a major
contribution of disulfide bridges in our RSMs.
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Figure 4. Amino acid compositions as seen over all residues in (a) all chains, (b) all
candidate structural motifs and (c) all RSMs. In the case of (d), amino acid composition
has been summed overall RSMs, counting each residue as many times as it is present
in RSMs.

2.4. Coverage
When determining the degree of recurrence of each candidate structural motif, mutually related
repeated occurrences have been carefully excluded, and each candidate structural motif that occurs at
least three times in mutually unrelated chains is accepted as an RSM. The residues that are present in a
RSM defined from a given chain are said to be covered by a RSM. According to our definition, a RSM
is a candidate structural motif such that sufficiently similar instances (of the RSM) have been found in
at least two other mutually unrelated chains from the search set. These instances are said to support the
coverage of each residue covered by that RSM.
The coverage distributions of the 5489 chains of our motif set are shown in Figure 5, for the four
different secondary structure classes as defined in Section 3.2. On average, it is clear that strand-class
protein chains are covered to a substantially higher degree than helix-class protein chains and that
protein chains classified as mixed helix-strand or other are typically covered to degrees falling between
the extremes represented by helix- and strand-class protein chains. However, quite a few helix-class
chains consist of a single helix, and in such cases, it is not expected to obtain a large number of RSMs.
Figure 5 also presents the coverage distributions that arise when only residues in helix or strand
conformations are considered to be coverable, and since most RSMs only cover helix and/or strand
residues (see Table 1 and Figure 3), coverage distributions clearly shift toward higher values in
this case.
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Figure 5. Chain coverage distributions. Coverage distribution for chains of different
secondary structure classification with respect to all residues/helix and strand residues
only, at different RMSD cutoff values (level 1, level 3 and level 5 from left to right, as
defined in Table 1) of each RSM type. For helix-class chains, the coverage is shown for all
residues (in red) and for helix and strand residues only (in magenta). For strand-class
chains, the coverage is shown for all residues (in purple) and for helix and strand residues
only (in dark blue). For mixed strand-helix-class chains, the coverage is shown for all
residues (in blue) and for helix and strand residues only (in cyan). Finally, for other-class
chains, the coverage is shown for all residues (in green) and for helix and strand residues
only (in yellow).

If relatedness has been successfully eliminated from configurations of coverage-supporting chains,
it is expected that the coverage of most motif set chains is supported by a heterogeneous collection of
search set chains and, in particular, that coverage-supporting chains only support the coverage of a
relatively small number of residues of a given motif set chain. The protein chain with the largest
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number of covered residues supported by a common chain is 3rgz-A, for which 114 out of
745 theoretically coverable residues are supported by the chain, 3o6n-A. Both proteins adopt a similar
fold, although they share only about 20% identity in a common region, where multiple indels are also
found. This is an extreme example, and the protein chain with the second largest number of residues
supported by a common chain is 2o6s-A, for which 49 out of 208 theoretically coverable residues are
supported by a common chain. Correspondingly, the protein chain with the largest fraction of covered
residues supported by a common chain is 1jm0-A, which contains two antiparallel helices of a
synthetic de novo chemically synthesized four helix bundle protein [43]. For 1jm0-A, 29% out of 48
theoretically coverable residues are supported by the chain, 3ogh-A, which is also a four helix bundle.
Noticeably, these two chains present only about 23% identity once ideally superposed, and the residues
covered by the RSMs stabilize the central part of the helix-helix packing (Figure 6). The just presented
values for coverage support represent extreme values, however, and the average number and fraction
of covered residues supported by a common chain is only 8.5% ± 5.1% and 4.8% ± 3.2%, respectively,
which is compatible with the expectation that chains typically do not support a large number/fraction
of covered residues in any chain and, thus, that the coverage values reported in Figure 5 are not due to
a small number of chains that provide widespread and extensive coverage support.
Figure 6. The protein chain with the largest fraction of covered residues, 1jm0-A (yellow),
supported by a common chain, 3ogh-A (blue). The residues covered by RSMs stabilize the
central part of the helix-helix packing.

2.5. More Compact Candidate Structural Motifs Lead to Relatively More RSMs and
Higher Recurrence
One collection of RSMs was calculated while imposing an upper distance limit of 10 Å on
non-local (see Section 3.3) inter-residue contacts, as represented by edges in Delaunay triangulations,
and another collection of RSMs was calculated without imposing any such distance limits. The former
collection only contains 2% fewer RSMs than the latter, even though 25% of all candidate structural
motifs were eliminated by imposing the 10 Å upper distance limit, suggesting that non-compact
candidate structural motifs are less likely to lead to RSMs. Such upper distance limits on inter-residue
contacts have previously been used in other studies [44], and an upper distance limit of 10 Å on
contacts was imposed for all RSMs that we present (e.g., see Table 1).
A further increase of the compactness requirements, on the other hand, obtained by requiring that
every residue in an RSM must be in contact with all residues in the other piece (see Section 3.3) of that
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RSM, leads to rejection of large numbers of candidate structural motifs and, subsequently, to low
levels of coverage, especially for the larger size RSMs. Indeed, with growing numbers of residues in
RSMs, it rapidly becomes structurally impossible for each residue to be in direct contact with every
residue in all other pieces of the RSM. At the lowest RMSD cutoff values (see Table 1), we have
identified a total of 531,472 RSMs, but by requiring that each residue in each RSM be in contact with
all residues in other pieces of the RSM, only 135,582 RSMs are found. Thus, almost 400,000 RSMs
are lost (losses are 71% for size 4 RSMs, 87% for size 5 RSMs 93% for 2 + 4 RSMs and 100%
for 3 + 3 RSMs). Ignoring size 6 RSMs (since they are too few to draw conclusions from), the average
recurrence when requiring that all residues are in contact with each other are: 7.2, 5.3, 3.8 and 3.0, for
size 4 RSMs containing only helices or strands, size 4 RSMs containing coils, size 5 RSMs containing
only helices or strands and size 5 RSMs containing coils, respectively. These values are for the most
part slightly higher and never lower than the corresponding values given Table 1, which were obtained
without imposing the denser inter-residue contact requirements that we have just described. However,
as already mentioned, the slight increase in recurrence carries a high price in terms of reduced
coverage and total number of RSMs.
In Figure 7, the distribution of long delta lengths (e.g., the number of residues that separate the two
pieces, P1 and P2, of the M + N RSMs) and the distribution of differences between long delta values of
the motif set proteins and their associated search-set instances are shown. In (a), 50% of all long delta
values are ≤29, 90% are ≤85, 95% are ≤104 and 99% ≤150. Similarly, in (b), 50% of the absolute
values of all long delta differences are ≤20, 90% are ≤66, 95% are ≤80 and 99% ≤96. In calculating
differences in long delta values between RSMs and the corresponding residues in supporting
chains, each unique long delta value is counted at most once for each group of mutually related
supporting chains.
Figure 7. Long delta properties. (a) Distribution of long delta lengths for the RSMs at the
lowest cutoff value in Table 1; (b) distribution of differences between long delta values for
RSMs in Table 1 (lowest RMSD cutoff) and their associated search-set instances.

2.6. Computational Alanine Scanning
Computational alanine scanning calculations indicate that the average folding free energy changes
upon alanine mutation for most types of amino acids are higher if the amino acid is covered by one or
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more RSMs than if it has never been part of a single non-contiguous candidate structural motif
(Figure 8). This is especially the case for Phe, Ile, Leu, Met, Val, Trp and Tyr, for which the average
∆∆G is significantly (p < 0.001, as determined by a Wilcoxon rank-test) greater than 2 kcal mol−1 in
RSMs (red in Figure 8) and at least 2 kcal mol−1 significantly larger (p < 0.001) than their
corresponding values when not in candidate structural motifs (blue in Figure 8). This suggests that the
RSMs, as we define them, describe recurrent packing patterns that are important for protein stability.
In Figure 8, we also show in magenta the folding free energy changes for residues that take part in
candidate structural motifs, but do not lead to RSMs (i.e., do not appear in three or more mutually
unrelated protein structures). They tend to have intermediary average ∆∆G.
Figure 8. Folding free energies (kcal mol−1) from computational alanine scanning
calculations, shown for each kind of non-Ala residue. Values in red are those for residues
that take part in RSMs. Values in magenta are those for residues that were considered in
RSM candidates, but that turned out to be non-recurrent. Values in blue are for residues
that are never part of any RSM candidate. The tops and bottoms of the boxes indicate the
upper and lower quartiles (i.e., Q3 and Q1, respectively) of each corresponding sample,
and the whiskers indicate the corresponding highest and lowest value inside the bound
given by Q3 + 1.5 · IQR and Q11.5 · IQR, respectively (where IQR denotes the so-called
interquartile range, Q3Q1). The line within each corresponding box indicates the median
of each sample.

2.7. Examples
To check that our RSMs are indeed able to capture recurrent arrangements of conformations that
could be applied in the future in the context of protein structure prediction, we have examined 2dbs-A
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and 2in5-A in more detail. Both structures are structural genomics consortia targets and have
unknown/hypothetical functions. They do not have any sequence similarity to any protein in the RCSB
protein data bank and have at most one structure in the PDB identified as being structurally
similar [45]. For 2dbs-A, the similar structure is 1a79 (max sequence identity: 8%, RMSD 3.16 Å) and
for 2in5-A, the similar structure is 3fzx (max sequence identity: 9%, RMSD 3.29 Å). Both 2dbs-A and
2in5-A belong to the New Fold category in SCOP.
Both structures are covered by RSMs (Figure 9). In total, 2dbs-A is covered by 35 RSMs and
2in5-A is covered by 82 RSMs. The coverage of 2dbs-A is supported by chains belonging to
42 different SCOP families (and 33 superfamilies, 30 folds and four classes) and most of the
supporting chains belong to the SCOP family c.82.1.1. The coverage of 2in5-A is supported by chains
belonging to 67 different SCOP families (and 58 superfamilies, 53 folds and five classes), and of these
SCOP families, most of the supporting chains belong to either b.42.1.1 or d.22.1.1. Furthermore, far
from all chains in the search set have been classified in SCOP. For 2dbs-A and 2in5-A only 34% and
38%, respectively, of the supporting chains have a SCOP classification.
Figure 9. (a) Extent of coverage for 2dbs-A. In total, 17 residues of 2dbs-A (80 residues)
are covered by 35 RSMs, leading to a coverage of 21.3% for the complete chain at
backbone RMSD level 1 (red). At higher backbone RMSD levels, more RSMs cover
2dbs-A. At level 3, seven more residues are covered (orange), and at level 5, one additional
residue is covered (yellow). The coverage increases to 30.0% and 31.3% at levels 3 and 5,
respectively; (b) Extent of coverage for 2in5-A. In total, 81 residues of 2in5-A
(195 residues) are covered by 82 RSMs, leading to a coverage of 41.5% for the complete
chain at backbone RMSD level 1 (red). At higher backbone RMSD levels, more RSMs
cover 2in5-A. At level 3, 22 more residues are covered (orange), and at level 5, seven
additional residues are covered (yellow). The coverage increases to 52.8% and 56.4% at
levels 3 and 5, respectively.

2.8. Side Chain Packing
The RSMs presented so far have only been required to satisfy backbone similarity requirements,
and they thus allow for some leeway in side chain conformations. We expect them to capture the full
distribution of corresponding residue type and sequence separation combinations and, thereby, lead to
more realistic refinement constraints. In Table 2, we report the number of RSMs found and their
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average degrees of recurrence when using similarity measures that involve all heavy atoms of amino
acid residues and not only backbone atoms, as shown in Table 1. Imposing stringent RMSD cutoffs for
all heavy atoms instead of only for backbone atoms leads to noticeably fewer RSMs, and RSMs
satisfying such requirements will most likely not accurately capture the full distribution of possible
side chain conformations. Nonetheless, such RSMs are interesting in themselves, as they identify
residue combinations and backbone geometries that tend to maintain identical side chain packings
(e.g., see Figure 10) and could have uses in the engineering of stable proteins, for example. Note,
however, that no size 6 RSMs of either kind were identified, and the corresponding columns are
therefore not present in Table 2.
Table 2. Summary of RSMs with similarity requirements for all heavy atoms. Summary of
the number of recurrent non-contiguous structural motifs of different types and following
slash-symbols: the average degrees of recurrence, for different RMSD cutoff values, for all
heavy atoms, in increasing order from top to bottom with a step size between rows of 0.1 Å.

RSMs entirely composed of
secondary structure elements

RSMs containing coil regions

2 + 2 RSM (0.4–0.8 Å)
21,452/4.2
49,132/4.6
92,774/4.9
151,704/5.1
229,068/5.2
1,505/4.0
2,655/4.4
4,185/4.5
6,028/4.6
8,399/4.6

2 + 3 RSM (0.5–0.9 Å)
7,133/2.9
14,139/3.1
24,247/3.1
37,851/3.1
56,275/3.1
487/2.8
780/2.8
1,066/2.9
1,437/2.9
1,841/3.0

Figure 10. An RSM with identical side chain packing. The 2 + 2 RSM with the highest
level of recurrence is shown. It is found in 15 mutually unrelated chains. The side chain of
the Asp seems to hydrogen bond to the main chain of the Lys in the other strand.

3. Experimental Section
3.1. Selection of Protein Sets
The PISCES protein sequence culling server [46] (settings: resolution 3.0 Å or better, sequence
length 40–10,000 and ignoring non-X-ray and Cα-only entries) was used to create a subset of all
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protein chains in the RCSB Protein Data Bank [47] (http://www.RCSB.org) on November 2011, such
that the maximum pairwise sequence identity between chains in the subset is 99%. This resulted in a
subset of the PDB containing 31,980 protein chains. Hereafter, this set, essentially representing all
structures present in the PDB, is referred to as the search set. From the search set, a reduced collection
of 5493 PDB chains having a maximum sequence identity of 20% was extracted (again, using PISCES
and with the settings mentioned above). Four PDB chains were removed from the collection of
5,493 chains, because they did not have a complete RCSB BLAST table (described in more detail
below). The remaining 5489 PDB chains are referred to as the motif set, from which the candidate
structural motifs have been generated.
3.2. Protein Chain Classification
Protein chains with 40% or more residues in helix conformation and less than 15% of their residues
in strand conformation are classified as being helix chains. Protein chains with 40% or more residues
in strand conformation and less than 15% of their residues in helix conformation are classified as being
strand chains. Protein chains with more than 20% of their residues in helix conformation and more
than 20% of their residues in strand conformation are classified as mixed helix-strand chains. Finally,
all protein chains not falling into any of the three mentioned classes are categorized as “other”.
3.3. Sequence Properties of Non-Contiguous Candidate Structural Motifs
Swiss-PDBViewer has recently been augmented with the ability to search for structural motifs in
large collections of protein structures [36] and is available for general public use via
http://spdbv.vital-it.ch/. Briefly explained, a so-called motif specification containing constraints on
various aspects of a motif must be provided, and the search machinery then locates and reports
all-atom conformations that satisfy the provided constraints. In a motif specification, it is possible to
state constraints on acceptable amino acid residue-types, acceptable secondary structure (helix, strand,
coil or any combination thereof), acceptable distances between specific pairs of atoms and acceptable
sequence separation between amino acid residues. We have also developed programs external to
Swiss-PDBViewer, whereby motif specifications (as detailed below) can be automatically generated.
These pieces of software are the main tools with which we have generated the collections of
non-contiguous recurrent candidate structural motifs described here.
The main features of our principal set of candidate structural motifs are that they are composed of
two sequentially non-adjacent pieces of amino acid residues, P1 = (r1,1,…,r1,M) and P2 = (r2,1,…,r2,N),
such that each residue is one of the 20 standard amino acids and that its atom-coordinates are defined
by PDB-format ATOM records (i.e., residues with one or more atom coordinates given by HETATM
records are not present in candidate structural motifs, even if these residues are one of the 20 standard
amino acids). As also depicted in Figure 11, each piece of amino acid residues, P1 and P2, comprises
two or three residues (i.e., 2 ≤ M ≤ 3 and 2 ≤ N ≤ 3), such that seqno(r1,i + 1) − seqno(r1,i) ≤ 5 for
1 ≤ i ≤ M − 1 and seqno(r2,j + 1) − seqno(r2,j)  5 for 1 ≤ j ≤ N − 1, where seqno(r) denotes the sequence
number of residue r and such that all residues in the range r1,1,…,r1,M have consistently been assigned
one of either helix or strand secondary structure and all residues in the range r2,1,…,r2,N have also
consistently been assigned one of either helix or strand secondary structure (in both cases, according to
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the secondary structure definitions used by Swiss-PDBViewer [48,49]). In addition, the two pieces of
each candidate structural motif must have a sequence separation of at least six residues (i.e.,
seqno(r2,1) − seqno(r1,M) ≥ 5). During the search for RSMs, residue sequence separations are seen as
being constant within each piece, P1 and P2, of a candidate structural motif (e.g., the structural motifs
found in the search set must present the same sequence separation as the candidate structural motif
defined in the motif set). However, the sequence separation between pieces P1 and P2 is permitted to
vary (e.g., the structural motifs found in the search set do not have to present the same sequence
separation as the candidate structural motif defined in the motif set). Since the sequence separation
between pieces is larger than all other sequence separations, this value is typically referred to as the
long delta of a candidate structural motif and allows capturing long-range interactions. Given the
notation above, candidate structural motifs are grouped based on the number of residues (i.e., M and N)
in each piece of residues comprising the candidate structural motif and are referred to as M + N motif
candidates. In addition to the principal set of non-contiguous candidate structural motifs, where all
residues within each piece, P1 and P2, had to be consistently classified as adopting either helix or
strand conformation, we also created candidate structural motifs sets where one or both of the two
pieces, P1 and P2, was allowed to adopt a coil secondary structure instead of having either a helix
and/or strand secondary structure.
Figure 11. Conceptual motif definition. A graphical illustration of how residues r1,1,...,r1,3
and r2,1,...,r2,2, constituting pieces P1 and P2, respectively, combine to form a 2 + 3
candidate structural motif. The two pieces P1 and P2 must be at least 6 residues apart along
the protein chain (or alternatively expressed, r21 − r13 ≥ 6).

Since it is not verified that there is an interruption of the secondary structure element between P1
and P2, a structural motif can, in principle, be created from a single secondary structure element, a
helix with a kink, for example. However, because of recurrence requirements (described in more detail
below), only packings that reappear several times will be present in the results. Note also that the two
pieces of secondary structures do not need to follow directly after each other; they can be far apart in
the sequence and separated by other helices, strands or coil regions that do not take part in the
recurrent candidate structural motif. Each of the two pieces P1 and P2 consist of two or three residues,
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that can themselves be separated by up to five amino acids and such that each piece is exclusively and
entirely in a helix, a strand or a coil.
3.4. Structure Properties of Non-Contiguous Candidate Structural Motifs
As mentioned earlier, the residue separation(s) within each piece, which we refer to as “short
delta(s)”, are forced to remain constant in the searches, while the residue separation between two
pieces, which we refer to as “long delta”, are allowed to vary. Such long deltas are allowed to deviate
from their original value by ±100, but may, in doing so, never be less than six. Pieces must appear in
the same sequential order as in the corresponding structural motif. For each of the residues in one
piece, there should be at least one so-called non-local contact to the other piece, where contacts
between residues are considered to exist whenever a shorter than 10 Å edge is present in a
corresponding Delaunay triangulation [50,51] of the atom coordinates of the protein structure in
question. For this purpose, Delaunay triangulations were calculated for point-sets containing the
coordinates of Cα-atoms only and for point-sets containing the coordinates of all heavy atoms in each
PDB-file. The following combinations of candidate structural motifs were created: 2 + 2, 2 + 3, 3 + 3
and 2 + 4. Other motif definitions will be investigated in future studies. All possible Cα–Cα, NH–NH,
CO–CO, NH–Cα, CO–Cα, NH–CO and O–NH distances between residues were used to specify the
conformation of each candidate structural motif, so that only constraints involving the backbone are
used in this first step. During the search to retrieve comparable arrangements of residues in other
structures, distance tolerances were set to ±20% of the original distance (minimum 2.0 Å, maximum 4.0 Å).
3.5. Identification of Recurrent Non-Contiguous Structural Motifs
For all non-contiguous RSM candidates satisfying these coarse distance constraints, the RMSD is
automatically calculated; therefore, the exact value of the distance tolerance is not critical. The main
purpose of the distance tolerance is to discard hits as soon as one distance deviates significantly from
the corresponding motif in the candidate structural motif to save time and excessive printouts of results
for meaningless hits. The combination of distance tolerances and RMSD cutoff ensures that the
obtained RSMs are well defined with respect to the backbone. The type of amino acid has not been
allowed to change in the searches presented in this paper (but, it is possible to do so for
SwissPDBViewer searches). Although candidate structural motifs are created from pieces of
exclusively helix, strand or coil conformation (to keep the number of candidate structural motifs within
an acceptable range), the secondary structure is allowed to vary freely in the searches (as long as the
distance constraints are not violated). All proteins that have a chain related to the one used to define
the candidate motif (BLAST E-values less than 10, according to tables downloaded from RCSB
protein data bank (www.rscb.org)) were omitted in the searches, so as to collect only hits from proteins
unrelated to the protein used to define the candidate structural motif. In addition, a subsequent filtering
is done after the searches, so that for each candidate structural motif, only hits coming from mutually
unrelated proteins are kept when calculating the recurrence level of a motif. This is done so as to
simulate a situation where no homology modeling templates are available or where the templates that
can be identified are so distant that it is difficult to build a high confidence model. In other words, we
want to exclude similarities due to common origin and focus on favorable ways of packing
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non-contiguous residues. Since we want to have as many reusable RSMs as possible, we prefer
searching in a large database (99%) and do subsequent filtering instead of reducing the number of
proteins beforehand.
The recurrence level of a RSM is calculated by ordering supporting chains in decreasing order by
how many times each chain supports the RSM, eliminating every chain that is related to any previously
occurring in an un-eliminated chain and then counting all chains that remain.
3.6. Computational Alanine Scanning
Computational alanine scanning calculations were performed using the empirical force field, FoldX
(version 6.0) [52,53]. For three protein chains (1o75-A, 1s9r-A and 3jzm-A) out of the 5,489-element
motif set, no results could be obtained, and these are excluded from the results for the sections that
report amino acid compositions and folding free energy changes. Aside from the three excluded
chains, calculations were performed for all standard amino acid residues of all chains in the motif set.
4. Conclusions
We have presented a large collection of non-contiguous structural motifs that have reoccurred in
multiple unrelated protein structures. The repeated occurrences of these motifs in unrelated structures
suggests that they are intrinsically stable, as supported by the in silico alanine mutations results, and
that they represent nearly ideal spatial packing patterns. By their nature, these motifs thus correspond
to statistically more likely geometrical arrangements of sequentially non-contiguous amino acid
residues and may therefore be of value for inter-residue contact prediction and protein structure
refinement and, more particularly, for the refinement of structures using sparse and/or low-resolution
data. Detection and identification of structural similarities, as shown in Section 2, is a concrete area in
which these recurrent structural motifs have demonstrated their usefulness. We also envision that the
design of more stable proteins could be facilitated by the utilization of the recurrent structural motifs
presented here.
Acknowledgments
The computations were performed at the Vital-IT (http://www.vital-it.ch) Center for
high-performance computing of the SIB (Swiss Institute of Bioinformatics). We thank the director of
Vital-IT, Ioannis Xenarios and Olivier Michielin for being encouraging and supportive of the project.
We also thank the Vital-IT system administration team for timely resolving various problems that
arose during the course of this project. This work was supported by the Swiss National Science
Foundation (grant number 31003A_125098).
Conflict of Interest
The authors declare no conflict of interest.

Int. J. Mol. Sci. 2013, 14

7812

References
1.
2.

3.
4.
5.
6.

7.
8.
9.
10.

11.

12.
13.

14.
15.
16.
17.

Montelione, G.T. The protein structure initiative: Achievements and visions for the future.
F1000 Biol. Rep. 2012, 4, 7.
Nair, R.; Liu, J.; Soong, T.-T.; Acton, T.B.; Everett, J.K.; Kouranov, A.; Fiser, A.; Godzik, A.;
Jaroszewski, L.; Orengo, C.; et al. Structural genomics is the largest contributor of novel
structural leverage. J. Struct. Funct. Genomics 2009, 10, 181–191.
Liu, J.; Montelione, G.T.; Rost, B. Novel leverage of structural genomics. Nat. Biotechnol. 2007,
25, 849–851.
Moult, J.; Fidelis, K.; Kryshtafovych, A.; Tramontano, A. Critical assessment of methods of
protein structure prediction (CASP)—Round IX. Proteins 2011, 79, 1–5.
Ben-David, M.; Noivirt-Brik, O.; Paz, A.; Prilusky, J.; Sussman, J.L.; Levy, Y. Assessment of
CASP8 structure predictions for template free targets. Proteins 2009, 77, 50–65.
Bowie, J.U.; Eisenberg, D. An evolutionary approach to folding small alpha-helical proteins that
uses sequence information and an empirical guiding fitness function. Proc. Natl. Acad. Sci. USA
1994, 91, 4436–4440.
Jones, T.A.; Thirup, S. Using known substructures in protein model building and crystallography.
EMBO J. 1986, 5, 819–822.
Blundell, T.L.; Sibanda, B.L.; Sternberg, M.J.; Thornton, J.M. Knowledge-based prediction of
protein structures and the design of novel molecules. Nature 1987, 326, 347–352.
Kraulis, P.J.; Jones, T.A. Determination of three-dimensional protein structures from nuclear
magnetic resonance data using fragments of known structures. Proteins 1987, 2, 188–201.
Jones, T.A.; Zou, J.Y.; Cowan, S.W.; Kjeldgaard, M. Improved methods for building protein
models in electron density maps and the location of errors in these models. Acta Crystallogr. A
1991, 47, 110–119.
Kontaxis, G.; Delaglio, F.; Bax, A. Molecular fragment replacement approach to protein structure
determination by chemical shift and dipolar homology database mining. Meth. Enzymol. 2005,
394, 42–78.
Cheng, H.; Kim, B.-H.; Grishin, N.V. MALISAM: A database of structurally analogous motifs in
proteins. Nucleic Acids Res. 2008, 36, D211–D217.
Vanhee, P.; Verschueren, E.; Baeten, L.; Stricher, F.; Serrano, L.; Rousseau, F.; Schymkowitz, J.
BriX: A database of protein building blocks for structural analysis, modeling and design. Nucleic
Acids Res. 2011, 39, D435–D442.
Bradley, P.; Kim, P.S.; Berger, B. TRILOGY: Discovery of sequence-structure patterns across
diverse proteins. Proc. Natl. Acad. Sci. USA 2002, 99, 8500–8505.
Unger, R.; Harel, D.; Wherland, S.; Sussman, J.L. A 3D building blocks approach to analyzing
and predicting structure of proteins. Proteins 1989, 5, 355–373.
Bystroff, C.; Baker, D. Prediction of local structure in proteins using a library of
sequence-structure motifs. J. Mol. Biol. 1998, 281, 565–577.
Kolodny, R.; Koehl, P.; Guibas, L.; Levitt, M. Small libraries of protein fragments model native
protein structures accurately. J. Mol. Biol. 2002, 323, 297–307.

Int. J. Mol. Sci. 2013, 14

7813

18. Simons, K.T.; Kooperberg, C.; Huang, E.; Baker, D. Assembly of protein tertiary structures from
fragments with similar local sequences using simulated annealing and Bayesian scoring functions.
J. Mol. Biol. 1997, 268, 209–225.
19. Leaver-Fay, A.; Tyka, M.; Lewis, S.M.; Lange, O.F.; Thompson, J.; Jacak, R.; Kaufman, K.;
Renfrew, P.D.; Smith, C.A.; Sheffler, W.; et al. ROSETTA3: An object-oriented software suite
for the simulation and design of macromolecules. Meth. Enzymol. 2011, 487, 545–574.
20. Han, K.F.; Bystroff, C.; Baker, D. Three-dimensional structures and contexts associated with
recurrent amino acid sequence patterns. Protein Sci. 1997, 6, 1587–1590.
21. Das, R.; Qian, B.; Raman, S.; Vernon, R.; Thompson, J.; Bradley, P.; Khare, S.; Tyka, M.D.;
Bhat, D.; Chivian, D.; et al. Structure prediction for CASP7 targets using extensive all-atom
refinement with Rosetta@home. Proteins 2007, 69, 118–128.
22. Jones, D.T. Predicting novel protein folds by using FRAGFOLD. Proteins 2001, Suppl 5, 127–132.
23. Fujitsuka, Y.; Chikenji, G.; Takada, S. SimFold energy function for de novo protein structure
prediction: Consensus with Rosetta. Proteins 2006, 62, 381–398.
24. Zhang, Y. I-TASSER server for protein 3D structure prediction. BMC Bioinformatics 2008, 9, 40.
25. Roy, A.; Kucukural, A.; Zhang, Y. I-TASSER: A unified platform for automated protein structure
and function prediction. Nat. Protoc. 2010, 5, 725–738.
26. Zhang, Y.; Skolnick, J. Automated structure prediction of weakly homologous proteins on a
genomic scale. Proc. Natl. Acad. Sci. USA 2004, 101, 7594–7599.
27. Wu, S.; Skolnick, J.; Zhang, Y. Ab initio modeling of small proteins by iterative TASSER
simulations. BMC Biol. 2007, 5, 17.
28. Stark, A.; Sunyaev, S.; Russell, R.B. A model for statistical significance of local similarities in
structure. J. Mol. Biol. 2003, 326, 1307–1316.
29. Porter, C.T.; Bartlett, G.J.; Thornton, J.M. The catalytic site atlas: A resource of catalytic sites and
residues identified in enzymes using structural data. Nucleic Acids Res. 2004, 32, D129–D133.
30. Alva, V.; Remmert, M.; Biegert, A.; Lupas, A.N.; Söding, J. A galaxy of folds. Protein Sci. 2010,
19, 124–130.
31. Budowski-Tal, I.; Nov, Y.; Kolodny, R. FragBag, an accurate representation of protein structure,
retrieves structural neighbors from the entire PDB quickly and accurately. Proc. Natl. Acad. Sci.
USA 2010, 107, 3481–3486.
32. Swindells, M.B.; Orengo, C.A.; Jones, D.T.; Pearl, L.H.; Thornton, J.M. Recurrence of a binding
motif? Nature 1993, 362, 299.
33. Torrance, J.W.; Macarthur, M.W.; Thornton, J.M. Evolution of binding sites for zinc and calcium
ions playing structural roles. Proteins 2008, 71, 813–830.
34. Fetrow, J.S.; Siew, N.; Skolnick, J. Structure-based functional motif identifies a potential disulfide
oxidoreductase active site in the serine/threonine protein phosphatase-1 subfamily. FASEB J.
1999, 13, 1866–1874.
35. Huan, J.; Bandyopadhyay, D.; Prins, J.; Snoeyink, J.; Tropsha, A.; Wang, W. Distance-based
identification of structure motifs in proteins using constrained frequent subgraph mining.
Comput. Syst. Bioinformatics Conf. 2006, 227–238.
36. Johansson, M.U.; Zoete, V.; Michielin, O.; Guex, N. Defining and searching for structural motifs
using DeepView/Swiss-PDBViewer. BMC Bioinformatics 2012, 13, 173.

Int. J. Mol. Sci. 2013, 14

7814

37. Lupas, A.; van Dyke, M.; Stock, J. Predicting coiled coils from protein sequences. Science 1991,
252, 1162–1164.
38. Murzin, A.G.; Brenner, S.E.; Hubbard, T.; Chothia, C. SCOP: A structural classification of proteins
database for the investigation of sequences and structures. J. Mol. Biol. 1995, 247, 536–540.
39. Orengo, C.A.; Michie, A.D.; Jones, S.; Jones, D.T.; Swindells, M.B.; Thornton, J.M. CATH—A
hierarchic classification of protein domain structures. Structure 1997, 5, 1093–1108.
40. Altschul, S.F.; Madden, T.L.; Schäffer, A.A.; Zhang, J.; Zhang, Z.; Miller, W.; Lipman, D.J.
Gapped BLAST and PSI-BLAST: A new generation of protein database search programs.
Nucleic Acids Res. 1997, 25, 3389–3402.
41. Altschul, S.F.; Wootton, J.C.; Gertz, E.M.; Agarwala, R.; Morgulis, A.; Schäffer, A.A.; Yu, Y.-K.
Protein database searches using compositionally adjusted substitution matrices. FEBS J. 2005,
272, 5101–5109.
42. Chou, K.C.; Scheraga, H.A. Origin of the right-handed twist of beta-sheets of poly(LVal) chains.
Proc. Natl. Acad. Sci. USA 1982, 79, 7047–7051.
43. Di Costanzo, L.; Wade, H.; Geremia, S.; Randaccio, L.; Pavone, V.; DeGrado, W.F.; Lombardi, A.
Toward the de novo design of a catalytically active helix bundle: A substrate-accessible
carboxylate-bridged dinuclear metal center. J. Am. Chem. Soc. 2001, 123, 12749–12757.
44. Taylor, T.J.; Vaisman, I.I. Discrimination of thermophilic and mesophilic proteins. BMC Struct.
Biol. 2010, 10, S5.
45. Prlic, A.; Bliven, S.; Rose, P.W.; Bluhm, W.F.; Bizon, C.; Godzik, A.; Bourne, P.E. Pre-calculated
protein structure alignments at the RCSB PDB website. Bioinformatics 2010, 26, 2983–2985.
46. Wang, G.; Dunbrack, R.L. PISCES: A protein sequence culling server. Bioinformatics 2003, 19,
1589–1591.
47. Berman, H.M.; Westbrook, J.; Feng, Z.; Gilliland, G.; Bhat, T.N.; Weissig, H.; Shindyalov, I.N.;
Bourne, P.E. The protein data bank. Nucleic Acids Res. 2000, 28, 235–242.
48. Guex, N.; Peitsch, M.C. SWISS-MODEL and the Swiss-PDBViewer: An environment for
comparative protein modeling. Electrophoresis 1997, 18, 2714–2723.
49. Guex, N.; Peitsch, M.C.; Schwede, T. Automated comparative protein structure modeling with
SWISS-MODEL and Swiss-PDBViewer: A historical perspective. Electrophoresis 2009, 30,
S162–S173.
50. Delaunay, B. Sur la sphère vide. Izv Akad Nauk SSSR 1934, 6, 793–800.
51. Poupon, A. Voronoi and Voronoi-related tessellations in studies of protein structure and
interaction. Curr. Opin. Struct. Biol. 2004, 14, 233–241.
52. Guerois, R.; Nielsen, J.E.; Serrano, L. Predicting changes in the stability of proteins and protein
complexes: A study of more than 1000 mutations. J. Mol. Biol. 2002, 320, 369–387.
53. Schymkowitz, J.W.H.; Rousseau, F.; Martins, I.C.; Ferkinghoff-Borg, J.; Stricher, F.; Serrano, L.
Prediction of water and metal binding sites and their affinities by using the Fold-X force field.
Proc. Natl. Acad. Sci. USA 2005, 102, 10147–10152.
© 2013 by the authors; licensee MDPI, Basel, Switzerland. This article is an open access article
distributed under the terms and conditions of the Creative Commons Attribution license
(http://creativecommons.org/licenses/by/3.0/).

