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Abstract

Background: Many (3-strands are not flat but bend and/or twist. However, although almost all 3-strands have a
twist, not all have a bend, suggesting that the underlying force(s) driving 3-strand bending is distinct from that for
the twist. We, therefore, investigated the physical origin(s) of 3-strand bends.

Methods: We calculated rotation, twist and bend angles for a four-residue short frame. Fixed-length fragments
consisting of six residues found in three consecutive short frames were used to evaluate the twist and bend angles
of full-length (-strands.

Results: We calculated and statistically analyzed the twist and bend angles of (3-strands found in globular proteins
with known three-dimensional structures. The results show that full-length B-strand bend angles are related to the
nearby aromatic residue content, whereas local bend angles are related to the nearby aliphatic residue content.
Furthermore, it appears that 3-strands bend to maximize their hydrophobic contacts with an abutting hydrophobic
surface or to form a hydrophobic side-chain cluster when an abutting hydrophobic surface is absent.

Conclusions: We conclude that the dominant driving force for full-length B-strand bends is the hydrophobic interaction
involving aromatic residues, whereas that for local 3-strand bends is the hydrophobic interaction involving aliphatic residues.

Keywords: Statistical analysis, Protein design, Hydrophobic cluster, B-strand twist

Background

Many [-strands have a right-hand twist and a bend, which
have been suggested to induce a twist in the corresponding
[-sheet [1-3]. For example, the small GTPase Ras homolog
enriched in brain (Rheb)—which belongs to the P-loop-
containing nucleoside triphosphate hydrolase fold as de-
fined in the Structural Classification of Proteins database
(SCOP [4])—has a large twisted p-sheet surrounded by four
a-helices (Fig. 1). Its first three B-strands are highly bent.

In the early 1980s, simple energy minimization calcula-
tions were used to attribute the preference for a right-
handed twist to intra-strand and inter-strand nonbonded
side-chain interactions [5-7]. Specifically, these studies sug-
gested that, for Ala and Val p-sheets, the major driving force
that favors a right-handed twist could be attributed to intra-
strand interactions. Wang et al. used molecular dynamics
simulations to confirm the tendency of isolated [3-strands to
assume a twisted conformation, although they reported a
very small difference in free energy between twisted and
nontwisted conformations of a single strand; this suggested

* Correspondence: fujiwara@soka.acjp
Department of Bioinformatics, Soka University, 1-236 Tangi-cho, Hachioji,
Tokyo 192-8577, Japan

( ) BiolVled Central

that the twist must also be stabilized by inter-strand interac-
tions [8]. Using a calculation based on density functional
theory, Shamovsky et al. showed that the right-handed
twisting of B-strands in proteins is an inherent property of
the peptide backbone of individual B-strands and that
twisting is enhanced by inter-strand hydrogen bonding in
multi-stranded [-sheets [9]. Rossmeisl et al. showed that
hydrogen-bond strength in a given [-sheet increases with
the number of strands in the sheet [10]. Statistical analyses
by Ho et al. showed that the intra-strand O---Cp steric clash
constrains the range of psi angles (y < 116°), resulting in a
bias towards right-handed twisting of B-strands [11]. Fur-
thermore, Koh et al. proposed that the P-sheet surface
structure is mainly determined by the conformation of (-
strand backbones and that the side chains make only small
contributions to the surface structure [12]. Thus, these
studies indicate that 3-sheet structure is mainly determined
by the polypeptide backbone framework consisting of back-
bone atoms and [3-carbons.

Furthermore, we recently showed that the most fre-
quent twist angles defined for sequences of four residues
(short frames) negatively correlate with the proportion
of Ser, Thr, and Asn residues found in the frames [13].
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Fig. 1 3-strand twisting and bending in Rheb. The small GTPase Rheb (Ras homolog enriched in brain) of the P-loop-containing nucleoside
triphosphate hydrolase fold (PDB ID: 1XTQ). a Ribbon diagram showing the secondary and tertiary structures of Rheb. The individual 3-strands of
its twisted sheet are labeled A-E, and its a-helices are labeled A-D. b Each of the five 3-strands is shown in two different orientations

Almost all Ser, Thr, and Asn side-chain oxygen atoms in
[B-strands contact main-chain nitrogens, which are in-
volved in inter-strand hydrogen bonding. We concluded
that these side-chains influence the inter-strand hydro-
gen bonds, thereby suppressing -strand twisting.

Thus, although certain interactions that can influence
the extent to which a B-strand is twisted have been un-
covered, those that influence B-strand bending remain to
be elucidated. For our previous report, we characterized
only the local right or left (RL) bend angles between ad-
jacent residues in B-strands (see below for a definition of
the RL bend angle) and found that these angles strongly
correlate with the local twist angles and the number of
hydrophobic residues in the examined p-strand [13].
However, there are also twisted p-strands that are not
bent, e.g., strands D and E in Fig. 1, suggesting that the
overall bend of a PB-strand may be independent of its
local RL bends and twists.

In this study, we examined how hydrophobic residues
might affect local bends and impact full-length p-strand
bends. We calculated the direction—up or down
(UD)—of local bend angles and also the twist and bend
angles of longer B-strand fragments. We found that the
bends of the fragments are oriented in the UD direction
so as to accommodate nearby hydrophobic residues;
these residues, however, do not affect the RL orientation.
Furthermore, we found little correlation between the
bend and twist angles for six-residue fragments, indicat-
ing that the bend angles in these fragments are inde-
pendent of their twist angles.

Methods

Determining amino acid propensities for B-strands

The propensity, P, of each amino acid, to be found in a
B-strand was calculated as follows:
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Pi=— (1)

where f f; is the frequency of the amino acid i occur-
ring in B-strands, and f; is the frequency of the amino
acid i occurring in proteins. We used f; as reported
by MaCaldon and Argos [14] for 1021 unrelated pro-
teins. If P; =1, the amino acid i is contained in the f-
strand at the same frequency as it appears in the pro-
tein database. If P;> 1, the amino acid i appears more
frequently in the p-strand than in the protein
database.

Definitions of twist angles, rotation angles and UD and RL
bend angles for a short frame

For a short frame (defined by four consecutive Co
atoms), the midpoint between Ca(i) and Ca(i+ 1) is
defined as point L, the midpoint between Caf(i+ 1)
and Ca(i+2) is defined as point M, the midpoint be-

tween Ca(i+2) and Ca(i+3) is defined as point N,
— —
and vector RCa(i+ 1) is perpendicular to vector LM

(Fig. 2a). Then, the midpoint between points L and
M is defined as point P, and the midpoint between
points M and N is defined as point Q. The twist
angle, 0", was defined as the dihedral angle of Ca(i + 1), P,
Q and Ca(i+2). The twist angle in a short frame of the
trans state is 0° and ranges from—180° to 180°. The bend,
0®, in a short frame is defined by the angle between the

— — )
two vectors LM and MN. Then, we represented the direc-

—
tion of vector MN as the rotation angle, 8%, in a short
frame (0° <08 <360°) defined by the angle between the

_—
perpendicular vector RCa(i + 1) and the projection vec-
IR —
tor u of MN on the plane that is perpendicular to vector

H)/I, shown as the dashed circle in Fig. 2b. Each local
bend angle is defined by a set of two signs (Fig. 2b).
For the up or down (UD) direction, U is denoted by
a negative sign (0°< R <90°, 270° < 6% < 360°), and D
is denoted by a positive sign (90° < 8% <270°). For the
right or left (RL) direction, R is denoted by a positive
sign (0°<B%<180°), and L is denoted by a negative
sign (180° < B8 < 360°).

— —
When LM and MN have the same direction, the bend

angle is 0°. When u points to the left side of the circle
(Fig. 2b), the RL sign is negative. Conversely, the RL sign

is positive when # points to the right side of the circle.
When # lies in the top half of the circle, the UD sign is

negative. The UD sign is positive when # lies in the bot-
tom half of the circle.
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Fig. 2 Definitions of twist and bend angles for a four-residue short
[-strand frame. a Schematic of a six-a-carbon B-strand belt containing
three frames. Open circles denoting Ca(i), Ca(i + 1), Ca(i+ 2), and
Ca(i+ 3) represent the frame for which the twist and bend angles are
calculated. The small gray circles represent the C@ carbons. The letters
L, M and N denote midpoints between two Ca carbons. The letters P
and Q denote midpoints between L and M and between M and N,
respectively. The twist angle is defined as the dihedral angle of Ca(i+ 1),
P, Q, and Cafi + 2). The bend, 6% is defined by the angle between the

— —
two vectors LM and MN. The point R is the point at which the vector
—_ -
pointing from line LM to Ca(i+ 1) is perpendicular. Vector u is
—
the projection vector of MN on the plane that is perpendicular

— .
to LM. Note that vector v is not on the plane containing Ca(i + 1), Cali + 2),
and Ca(i+ 3). (B) Schematic showing the possible signs of the
bend angle. The two signs for the RL and UD directions are defined by

5 —
the quadrant in which vector u resides. Vector LM points downward
and is perpendicular to the plane of the dashed circle. The rotation

angle, 8% (0° < BR <360 is defined by the angle between the

perpendicular vector RCa(i+ 1) and the projection vector u of

—
MN on the plane of the circle

The distributions of local bend angles are normalized
by the following equation to account for N, the number
of times each angle is found.

;L N
N = ndeD @

where N is the number of frames in which the com-
ponent of the bend angle is denoted 0 [13]. Note that
N is proportional to the circumference of a circle of
radius sin|0|. The calculation for a twist angle
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between Ca(i+ 1) and Cua(i+2) in a short frame has
been described [13].

B-Strand definition

DSSP (http://swift.cmbi.ru.nl/gv/dssp/) was used for sec-
ondary structure assignment. DSSP assigns secondary
structures as H, a-helix; G, 3;o-helix; I, 5-residue helix
(m-helix); E, extended strand; B, residue in a -bridge; S,
bend; and T, hydrogen-bonded turn. For our study, we
considered members of group E to be B-strands [15].

Selecting protein structures to be included in the dataset
Non-redundant Research Collaboratory for Structural
Bioinformatics Protein Data Bank (PDB: http://
www.rcsb.org/pdb/) entries were prepared as described
[16]. To facilitate the analysis, we extracted monomeric
or homo-oligomeric and single-domain proteins from
PDB. This has been accomplished previously with OLI-
GAMI (http://protein.t.soka.ac.jp/oligami/) [17], which is
a database that combines the SCOPe database [18] with
information pertaining to protein oligomerization [16]
From these coordinates, we created a non-redundant set
of PDB entries in which no pair of structures had >60 %
sequence identity. Initially this set contained PDB data
for analysis of fold dependence of secondary structure
propensity on each amino acid. Therefore, the dataset
included only SCOP folds that contained at least 2000
residues in [-strands. Consequently, we identified 24
(Additional file 1: 1874 PDB entries) SCOP folds for the
dataset, with the number of frames included in our study
being 47,435 [16]. Because there is a relationship be-
tween twist or bend angles and local amino acid com-
position [13, 16], we used this dataset to ensure
consistency between the findings of our current study
and those of previous studies. The residues in the buried
region of B-strands were also identified in our previous
study [16]. Amino acid residues were defined as “buried”
when >80 % of the total accessible surface area was bur-
ied from solvent as described in detail in that previous
study.

Calculation of averaged UD and RL bend angles at each
position in B-strands of the same length

To elucidate the relationship between the signs of the
frame bend angles and their positions on a p-strand, we
calculated the average bend angle at each frame position
on B-strands of the same length after aligning their cen-
tral frames. The p-strands were grouped by length with
the members of each group aligned at the central frame.
In the case of B-strands with an even number of frames,
the central frame was defined as the frame immediately
downstream of half the number of frames in the (-
strand. For example, one strand has bend angles of alter-
nating sign, and the sign of the central frame is positive.
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Another strand also has bend angles of alternating sign,
but the sign of the central frame is negative. Simple
averaging of bend angles at each position between these
two strands will yield a small bend angle. To align these
two strands before averaging the bend angles, if the sign
of the local bend angle of the central frame on a given
B-strand was negative, all local bend angles of its f3-
strand were multiplied by—1. Then, we could calculate
the mean of the absolute values for the center residues.
The average RL and UD bend angles for each position
were calculated for each f-strand of a given length.

Definitions of twist and bend angles for three-frame
B-strand fragments

Fixed-length fragments consisting of six residues found
in three consecutive frames were used to evaluate the
twist and bend angles of full-length B-strands. The twist
angle for each fragment was defined as the average angle
of the three consecutive frames. The bend angles for
the three-frame fragments were defined according to
equation 3.

UD_ UD3 UD
0; ei+2 + ei+2

o> = 3

SRCCS (3)
where 0YP is the UD bend angles of the p-strand
fragments.

Identification of hydrophobic clusters

To identify and classify hydrophobic clusters, we used
CluD [19] (http://mouse.belozersky.msu.ru/). This pro-
gram considers each side-chain carbon or sulfur atom
along with its covalently attached hydrogen atoms as a
hydrophobic unit. We used the “strict atom list” of the
program, where a carbon atom is no longer considered
hydrophobic if it is bound to a hydrophilic group. We
considered hydrophobic groups within 4.5 A of each
other as interacting. Other researchers have used the
same cutoff distance to identify interacting hydrophobic
groups [20, 21].

Results and discussion

Distribution of local bend angles

The local B-strand bend and rotation angles were calcu-
lated separately for 47,639 short frames from 1867 PDB
protein entries. Figure 3 shows the results in polar coor-
dinates. Two clusters of bend/rotation angles are appar-
ent. The main cluster (41,977 frames) is closer to the
center of the circle with bend angles of <30°, with the
majority of its frames (80.2 %, 33,648 frames) bent to the
right, and with 48.5 % of its frames having rotation an-
gles from 60 to 120°, a finding previously reported [13].
However, these observations do not mean that full-
length B-strands will have right-hand bends because the
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Fig. 3 Relationship between the local bend and rotation angles of
individual frames. The number of times a bend-rotation angle pair
was found is represented by the color scale from purple to red
(0-34 times)
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perpendicular vector RCa(i+ 1) of the neighboring
frame will be oriented in the opposite direction, i.e., op-
posite sign, of the bend angle. If all frames in a -strand
have, for example, a 5° bend angle, the B-strand is not
bent. The numbers of frames in the UD direction in the
right half of this cluster are not significantly different
(14,288 and 19,360 frames), but this is not the case for
the RL direction, indicating that frames have UD bends
causing full-length B-strands to bend in the UD direc-
tion as described in detail below.

There is also a cluster of short frames with bend an-
gles and rotation angles of around 60° and 180°, respect-
ively. As previously reported, when a frame has a large
bend, it also has a large twist. The average of the abso-
lute twist angles for frames in our dataset with bend an-
gles >50° is 150° + 24°, indicating that the side chains of
the i+ 1 and i+ 2 residues are oriented in approximately
the same direction (see Ref. 13 for the definition of the
twist angle). Many of these frames, therefore, seem to be
involved in a B-bulge, which is defined as a region be-
tween two consecutive B-type hydrogen bonds formed
by two residues on one strand and one residue on an ad-
jacent strand [22-24].

Comparison of amino acid composition and angles

To investigate the relationship between the amino acid
composition and the UD bends of the frames, the frames
of the main cluster were divided into three groups ac-
cording to their bend and rotation angles: large up bend
(LU; 15°<8%<30°, 0°<6"<85°, 275°< 68 <360°), large
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down bend (LD; 15° < 8% < 30°, 95° < O% < 265°), and small
bend (S; 8° < 4°). The frames with boundary rotation an-
gles for UD directions (0%; 90° +5°, 270 +5°) were not
included in the LU and LD groups. The amino acid
compositions of these groups and the bulge group (BU;
0% >50°, 150° < 6% < 210°) were characterized and then
compared (Table 1).

The propensities for the LU, LD, and S groups show
similar tendencies for B-strands as reported previously
[13, 25]. The LU and LD groups have very similar pro-
pensities and frequencies, indicating that the UD bend
directions are not determined by the amino acid com-
position in a frame. The LU and LD groups have greater
frequencies for the aliphatic residues Val, Ile, and Leu
than do those in the S group, resulting in f“V/f* and f-°/
f> >1.1 and suggesting that these residues are involved in
large bending of a frame to the right as previously re-
ported [13]. Interestingly, the f*V/f* and f-°/f° ratios of
the aromatic residues are around 1.0. The f*Y/f* and 7/
f5 ratios are <0.9 for residues with polar or charged
atoms in their side chains.

The BU frames often contain a Gly (7.5 %), especially
at the i+ 2 position (17.3 %), which is the greatest fre-
quency found for the 20 amino acids at this position. As
previously reported, Gly, because it lacks a p-carbon,
cannot suppress a left-hand twist [9, 11]. Notably, frames
that have left-hand twist angles have a left bend [13].
Therefore, not surprisingly, Gly appears frequently in
the BU group. In the i+ 2 position of the BU group, the
frequencies of Asp, Asn, Glu, and Lys are also relatively
large, and the frequencies of Phe and the B-branched
residues Val, Ile, and Thr are substantially smaller, as
previously reported [23].

The aforementioned results suggest that the local se-
quences in [B-strands are related to their conformation
and show that aliphatic residues are involved in large
bend angles. However, knowledge of the amino acid se-
quence in a frame cannot be used to determine if the
bend angle is LU or LD.

Relationship between the local aliphatic-residue pattern
and the bend angle in short frames

To examine how aliphatic residues in a short frame in-
fluence its bend and whether local aliphatic-residue pat-
terns can discriminate between the U and D bend
directions, we classified frames according to four
aliphatic-residue patterns. We assigned Val, Leu, and Ile
as aliphatic residues. When both the i and i+ 2 residues
with side chains pointing down in the frame were ali-
phatic, the frame was classified as AP1dw. When both
the i+ 1 and i+ 3 residues with side chains pointing up
in the frame were aliphatic, the frame was classified as
AP1up. If all four residues in a frame were aliphatic, the
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Table 1 Amino acid composition and propensities for each group
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Amino LU LD BU S pere peb
acid 3694 frames 6804 frames 2659 frames 3381 frames
f-(9) f-/F ptv 2 (%) fo/F pto (%) peY (%) P

Val 14.6 1.1 221 14.1 1.1 2.13 137 207 13.0 197 2.00 1.87
Leu 124 13 1.38 104 1.1 1.15 10.1 112 94 1.05 115 122
lle 10.7 1.2 205 9.7 1.1 1.86 10.1 193 89 1.71 1.79 1.67
Ala 7.7 1.1 0.93 6.2 09 0.75 7.5 0.90 6.8 082 0.75 0.72
Phe 6.4 1.0 1.64 6.2 09 1.59 42 1.07 6.6 1.69 140 1.33
Thr 52 0.7 0.90 6.3 09 1.09 5.1 0.88 73 1.26 1.21 117
Tyr 5.1 1.1 1.61 4.8 1.0 1.51 35 1.10 48 149 1.37 145
Gly 49 1.0 0.68 6.9 14 0.96 7.5 1.05 48 0.67 0.67 0.58
Ser 43 0.7 0.63 46 0.7 0.66 48 0.70 6.5 0.94 0.81 0.96
Glu 4.0 0.8 0.64 44 09 0.71 49 0.78 52 083 0.65 0.52
Lys 39 0.9 0.68 4.0 0.9 0.69 46 0.81 44 0.76 0.76 0.69
Arg 36 0.8 0.64 4.0 09 0.71 39 0.68 46 0.80 0.85 0.84
Asp 30 12 0.57 26 1.0 0.50 4.7 0.88 2.5 048 0.55 0.39
Asn 28 12 0.64 29 1.2 0.65 35 0.78 24 0.55 0.63 048
GIn 23 0.8 0.58 26 0.9 0.65 24 0.60 3.1 0.76 0.72 0.98
Met 2.2 1.1 091 19 1.0 0.78 1.5 0.63 19 0.81 1.01 1.14
His 2.1 0.8 0.96 2.1 0.8 0.97 24 1.08 25 1.14 0.99 0.80
Trp 1.7 0.9 1.32 1.8 1.0 141 14 1.10 1.8 1.39 1.23 1.35
Cys 1.7 1.0 0.98 20 12 118 1.6 0.96 1.7 1.00 1.36 140
Pro 09 0.7 0.17 20 16 0.39 2.2 043 1.3 0.25 040 0.31

aph1, B-Sheet propensities reported by Fujiwara et al. [25]
bpB2, B-Sheet propensities reported by Williams et al. [25]

frame was classified as AP2. All other frames were clas-
sified as APO.

Figure 4a shows the RL bend angle distributions
for AP2, AP1dw, APlup, and APO (8°<30°). All dis-
tributions display a single peak. The AP2 distribu-
tion, for which the frames contain the most aliphatic
residues, has its peak at the largest angle, as previ-
ously reported [13]. The APlup and AP1dw distribu-
tions are similar, indicating that the positions of the
aliphatic-residue pairs are not important for the
magnitude of the RL bend, although this conclusion
does not apply to the number of aliphatic residues
in a frame. The APO distribution has its peak at the
smallest angle.

Conversely, with the exception of the UD bend angle
distribution for APO, the UD bend angle distributions
for the other three groups are bimodal regardless of the
local aliphatic residue pattern (Fig. 4b). It is clear that a
local interaction involving aliphatic residues i.e., a hydro-
phobic interaction, is not a determinant for the sign of
the UD bend angle because local pairs of aliphatic resi-
dues residing on the same side of a -strand allow for a
bimodal distribution of UD bend angles. Therefore, the

determinant for the sign of a UD bend angle probably is
dependent on long-range interactions.

Relationship between aliphatic-residue content and frame
length

The distributions of the RL bend angles have a single
positive peak, i.e., a right bend angle, indicating that the
Ca atoms in [-strands zigzag and suggesting that p-
strands are shorter than an extended polypeptide chain,
a well-known and intuitive conclusion. Because the bend
angle values increase with an increasing number of
aliphatic-residue pairs as described above, a frame with
an aliphatic-residue pair should be shorter than a frame
without one. To examine the relationships between the
length and bend of the frames, for frames that have
small (8% <4°) or large (15°<0®<30°) bend angles, the
average length between Caf(i) and Ca(i+3) in frames
with eight inter-strand hydrogen bonds was calculated
for the four groups. As expected, the average frame
lengths with larger bend angles are shorter than those
with smaller bend angles for all four groups (Table 2).
Furthermore, the AP2, APldw, and APlup frame
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Fig. 4 Relationships between distributions of short-frame bend angles and aliphatic-residue pattern. Normalized distributions for the RL and UD
bends of the short frames according to their aliphatic-residue pattern classification. a The distributions for the RL bend angles were each fit with
a Cauchy distribution, y = A/((x - 6)’+B) + Yo The peak angles for AP2, APTup, AP1dw, and APO are 84 +0.2°, 6.6 +0.1°, 6.2 +0.1°, and 4.2 £ 0.1°,
respectively. b The distributions for the UD bend angles were fit with double Cauchy distributions, y = A/((x - 0,2 +By) +A/((x-6,)* + Bo)yo,
except for the APO distribution, which was fit with a single Cauchy distribution. The peak angles (6, and 6,) for AP2 are =85 +0.6° and 8.5 + 0.4°.
The peak angles for AP1up are-7.4 +0.5° and 5.7 + 0.3°. The peak angles for AP1dw are-6.1 +0.7° and 6.4 + 0.2°. The peak angle for APO
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lengths are shorter than those of APO frames, which do
not have at least one set of aliphatic side chains on the
same side of the B-strand in close contact. Consequently,
contraction of p-strands is apparently controlled by
hydrophobic interactions within a frame such that the
local bending of the frame is enhanced.

Bending direction for a full-length p-strand
A full-length B-strand does not have a large bend if the
bend angles of consecutive frames have the same sign,
but it is bent when its adjacent frames have bend angles
of alternating signs. The distributions of the RL bend an-
gles for the four groups peak unimodally at relatively
small positive values (Fig. 4a), indicating that full-length
strands should be approximately straight. For the four
aliphatic—residue patterns, the distributions of their UD
bends are bimodal except for those of APO, suggesting
that the B-strand frames for AP2, AP1dw, and APlup
have alternating signs and therefore induce bent [-
strands (Fig. 4b).

To elucidate the relationship between the signs of
the frame bend angles and their positions on a p-

strand, we calculated the average bend angles at each
frame position on B-strands of the same length after
aligning their central frames. As shown in Fig. 5a,
the average RL bend angles for all positions are posi-
tive, indicating that full-length pB-strands do not have
a large bend induced by the RL local bends. Con-
versely, as shown in Fig. 5b, the signs of the UD
bend angles for the individual positions alternate be-
tween negative and positive values, indicating that
the strands should be bent in the UD direction of
each B-strand.

The average UD and RL angle values of the central
frames are more positive than are those of the other
frames because the angles of all central frames were
assigned positive values (see Methods). Conversely, the
averaged values for the other positions can be negative
or positive. Straight and bent strands are found for the
AP2 group. As noted above, consecutive frames have
UD bend angles of alternating sign in bent strands,
whereas straight strands contain frames with only posi-
tive bend angles. Therefore, the peak for frames with
positive bend angles will be higher than that for negative
bend angles (Fig. 4b).

Table 2 Average distances between Ca(i) and Ca(i + 3) in local frames

Small bend (68 < 4°)

Large right bend (15° < 6% < 30

Group No. of frames Average distance Average angle No. of frames Average distance Average angle
AP2 5 10.10+0.05 30+£06 22 9.66 +0.05 17806
AP1dw 107 10.12+0.02 1.8+£0.2 167 9.72 £0.02 194+03
AP1up 56 1020+0.03 20+03 222 9.74+0.02 184+0.2
APO 401 10.27 £0.01 1.6 £0.1 900 9.85+0.01 194+0.1
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respectively. Symbols (triangle or square) represent 3-strands with an

odd or even number of frames

Relationship between the twists and bends of full-length
B-strands

The alternating signs of the UD bend angles for con-
secutive frames produce the large bends found for full-
length B-strands. We defined 8", the bend angle with
the three consecutive frames containing six residues.
The frames of the Rheb strands B and C (Fig. 1b) have
alternating signs, and consequently the strands have
large bends (Table 3), causing them to coil around the
D-helix. The values of all three-frame fragments of the
C strand are 212.9°. For the B strand, the last two three-
frame fragments have large VP values (12.0°, 16.2°).
The N-terminus of the A strand has a gentle curve, and
the 8YP* value of the first three-frame fragment is 10.0°.
Conversely, strands D and E are almost straight and
have only small BYP: values (D: 3.9° and 2.2° E: 3.6°).
Table 3 also shows the average twist angles, 8", of the
three-frame fragments.

Figure 6 shows the relationship between the 6 and
8P values for 14,877 of the fragments surveyed, none

of which have abnormally large bends (8% <30°). The
majority of the 8™ values are positive, and the most fre-
quent value is 13°, which is the same as the most fre-
quent 8" value reported previously [13]. There are two
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Table 3 Twist and bend angles of the local frames and the
three-frame B-strand fragments in Rheb

Strand  Frame No.  Residue No. 8™ e of pygo

A 1 5 4.1 6.4 120 10.0
2 6 322 -18.0 214 33
3 7 79 56 19.1 27
4 8 24.2 135 163 28
5 9 253 16.0
[§ 10 -0.5 1.0

B 1 41 156 10.1 16.1 03
2 42 35.0 188 19.5 16
3 43 24 78 2.1 120
4 44 26.0 -16.0 143 16.2
5 45 -17.3 123
6 46 342 -203

C 1 52 158 105 172 14.8
2 53 215 -185 16.0 15.8
3 54 143 153 138 13.1
4 55 123 -135 15.7 129
5 56 14.7 106
6 57 20.2 -14.6

D 1 80 194 -146 134 39
2 81 133 9.0 42 22
3 82 77 1.8
4 83 -82 -39

E 1 114 25.0 150 18.0 3.6
2 115 109 90
3 116 18.0 -16.9

F 1 144 -26.0 10.5

29", twist angle of the frame

6, bend angle of the frame

<1, twist angle of the three-frame B-strand fragment
99Y°, bend angle of the three-frame B-strand fragment

peaks at 8VP% around 4° and 9°, which are similar to the
peak angles of APO and AP2, respectively. As seen in
Fig. 6, the 8" values are not related to the 8™ values
(correlation coefficient = 0.25), although the local bend
angles correlate with the local twist angles [13]. These
results indicate that the bending of a full-length -strand
is independent of its twist, which is different from the
relationship between the short-frame bend and twist
angles.

Origin(s) of bends in full-length B-strands

We reported that the local RL bend angle correlates
with the local twist angle in a given short frame [13].
Furthermore, the local RL bend angle correlates with
the number of aliphatic residues in a frame in a



Fujiwara et al. BVIC Structural Biology (2015) 15:21

40F T T T T T_]
o
>
D
T30k
g 30
©
~
+2
i
Q90|
220
(o]
o
&
c 10
©
c
)
m
0 -I
-60 -40 -20 0 20 40 60
. T
Twist angle of B—strand, 6 :
Fig. 6 Relationships between the twist and bend angles of the
three-frame fragments. The number of times a bend-twist angle pair
was found is represented by the color scale from purple to red
(0-88 times) shown in the figure

manner different from that of the twist angle, which
correlates negatively with the number of hydrophilic,
but not hydrophobic, residues [13]. For this study, we
found that P-strand contraction is a consequence of
hydrophobic interactions within at least one frame, which
enhances the local bending of the frame. This leaves us
with the question: what causes the bending of a full-length
[B-strand?

Rheb strands B and C have large bends and pack
against the surface of helix D, which has its long axis
perpendicular to those of the B-strands. A similar inter-
action is found for the thioesterase/thiol ester dehydrase-
isomerase fold (Fig. 7a). The four B-strands in this fold
bend over an o-helix. The five pB-strands of the oligo-
nucleotide/oligosaccharide binding fold—an example of a
fold containing only pB-strands—form a small barrel struc-
ture with a small hydrophobic core (Fig. 7b), and the three
longer B-strands of the fold roll around this small hydro-
phobic core.

Conversely, the Rheb strands D and E do not have
large bends. The common feature of these two B-strands
is that the a-helices that abut them are oriented parallel
to the B-strands. A second example of a fold with paral-
lel helices and B-strands is the TIM p/a barrel fold. This
fold has six straight p-strands surrounded by «-helices
oriented in parallel, and, notably, the only -strand that
does not interact with an o-helix has a large bend
(Fig. 7c). The lipocalin fold has two large B-sheets that
overlap and do not contact the two a-helices (Fig. 7d).
Except for the two edge p-strands, the B-strands of the
lipocalin fold are not bent. The B-strands of one -sheet
cross three or four B-strands of the other p-sheet, with a
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wide, flat hydrophobic area between the two sheets. Not-
ably, the hydrophobic cluster around the C-terminal re-
gion of [-strand F in the thioesterase/thiol ester
dehydrase-isomerase fold is not large enough to cause it
to bend (Fig. 8). Because the surface of the N-terminal
region of the a-helix that interacts with B-strand F is
populated with only Gly and Ser side chains, the C-
terminal region of B-strand F, which contains Leu, Val,
and Arg residues, does not have a hydrophobic inter-
action partner. Instead, the hydrophobic cluster of the
C-terminal region of B-strand F folds back on itself in an
upward direction. These observations suggest that p-
strands bend to maintain hydrophobic interactions with
the abutting hydrophobic surface. However, when a
hydrophobic surface can completely or almost com-
pletely abut the long axis of a B-strand, the B-strand is
expected to be almost straight. f-strands are more flex-
ible than are a-helices and can bend perpendicular to
their long axes to interact with an abutting hydrophobic
surface, or they can bend to form a hydrophobic side-
chain cluster when an abutting hydrophobic surface is
absent.

We compared the amino acid propensities on the
two sides of the large bend fragments (9 < 8% < 19°) with
the condensed side (CS) represented by dark-gray
spheres and the extended side (ES) represented by
light-gray spheres (Fig. 9). The amino acid propen-
sities for both sides of small bend fragments (SF; aUPs < 4°)
were also calculated. As shown in Table 4, large values
for the propensities, P<%, PSF, and P** were obtained
for the hydrophobic and aromatic residue. Addition-
ally, Val, Tyr, Phe, and Trp are preferred at CS than
ES, resulting in P*/P®S values >1.1. Leu and Ile have
large P“® and P*® values, but these values are approxi-
mately equal, indicating that Leu and Ile are equally
preferred at CS and ES and, therefore, do not contrib-
ute to the bending of a full-length (B-strand. These
results show that the driving force for full-length (-
strand bending is different from that for the local
bending. Using the knob-socket model, Joo and Tsai
showed that aromatic residues are favored for tertiary
packing in structures such as inter-B-sheets, whereas
aliphatic residues are frequently involved in intra-p-
sheet interactions between the i and i+ 2 residues of a
strand or as inter-strand residues forming backbone
hydrogen bonds [26]. In fact, 58 proteins of the OB
fold (Fig. 7b), which has highly bent [-strands, have a
remarkably high content of the aromatic residues Tyr,
Phe, and Trp (21.8 %) in buried regions of -strands,
although the TIM B/a barrel fold (261 proteins) and
lipocalin fold (41 proteins) (Fig. 7c and d), which have
slightly bent B-strands, have a low content of aromatic
residues (12.4 % and 10.8 %, respectively) in buried re-
gions of B-strands. In particular, it is interesting that
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colored pink

Fig. 7 B-strand conformations for four different protein folds. Ribbon diagrams of the (a) thioesterase/thiol ester dehydrase-isomerase, (b) OB, (c)
TIM B/a barrel, and (d) lipocalin folds (PDB ID: 15CO, 1LMO, 1SFS, and 1KQW, respectively). The 3-strand regions that are bent and straight are
colored green and blue, respectively. Because the B-strands colored white have only one frame, 8°°2 could not be calculated. The a-helices are

both the OB and TIM B/a barrel folds have large local
twist and bend angles as shown in our previous study
[13]. These findings also support the conclusion that
the bending of a full-length B-strand is caused by ter-
tiary interactions of aromatic residues. Furthermore,
both the OB and lipocalin folds have antiparallel p-
sheets, indicating that structural features such as par-
allel or antiparallel do not influence the bending of
full-length p-strands.

Robustness of the dataset

We checked the robustness of our results using a
sub-dataset of SCOP folds that contained less than
2000 residues, which was not included in the dataset
we used in our present study (1916 entries). The

amino acid propensities P<5, PSf, PES from the sub-
dataset were very similar to those listed in Table 4 in
that the deviation was <0.2, except for P*S values for
Cys and Trp residues. P*S values are 0.83 and 0.97
for Cys and Trp, respectively, in the case of the sub-
dataset, which did not affect our conclusions. There-
fore, our results seem to be independent of dataset
selection.

Conclusions

This work, for the first time, presents a detailed ana-
lysis of the bend angle of full-length p-strands in
globular proteins with known three-dimensional struc-
tures. We conclude that the dominant force that
drives the bending of a full-length p-strand in the UD
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Fig. 8 Hydrophobic clusters in the thioesterase/thiol ester
dehydrase-isomerase fold. Hydrophobic clusters in thioesterase/
thiol ester dehydrase-isomerase (PDB ID: 15C0) viewed from two
orientations. The N-terminus of the a-helix is visible in (a), and
its C-terminus is visible in (b). The spheres denote the hydrophobic
carbon or sulfur atom clusters as identified by Clud (http://mouse.belo
zersky.msu.ru/). The hydrophobic strand F atoms colored dark gray
may induce the bend in strand F

.9

Fig. 9 Schematic of the condensed and extended sides in (3-strands
with large bends. The dark- and light-gray spheres represent the side
chains of the condensed and extended sides in 3-strands with large
bends, respectively
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Table 4 The amino acid propensities for 3-strands with large

bends

Amino acid pe pF pE
Val 2.15 203 1.76
lle 191 1.84 1.85
Tyr 1.74 1.71 1.51
Phe 1.73 1.63 1.58
Trp 156 1.28 141
Leu 124 1.09 1.25
Cys 1.19 119 121
His 1 1.07 113
Thr 1.01 123 1.19
Met 0.91 0.78 0.80
Ala 0.90 0.75 0.65
Glu 0.71 0.75 0.86
Ser 0.71 081 0.75
Gly 0.67 0.67 0.68
Gln 0.66 0.74 0.71
Asn 0.63 0.67 0.63
Arg 0.62 0.79 0.90
Lys 0.61 0.83 0.93
Asp 046 0.51 0.62
Pro 0.27 0.25 023

direction is hydrophobic interactions involving aromatic
residues, whereas that for local B-strand bends is hydro-
phobic interactions involving aliphatic residues. These find-
ings will be applicable for the detailed design of -strands,
which have far more structural diversity than o-helices. For
example, aromatic residues can be inserted into specific
sites within a polypeptide to engineer a bent -strand, and
a straight strand can be engineered by substituting with ali-
phatic residues such that they can interact hydrophobically
with a partner structure such as a long a-helix.
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Additional file 1: List of PDB codes. The file contains a list of all the
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Abbreviations
RL: Right-and-left; UD: Up-and-down; LU: Large up; LD: Large down; S: Small;
BU: Bulge; CS: Condensed side; ES: Extended side; SF: Small bend fragment.

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

Authors’ contributions

KF conceived the project and wrote the manuscript. HF prepared the
dataset. YW and SE calculated the twist and bend angles, respectively. MI
participated the discussion of the project and was involved in the revision of
the manuscript. All authors read and approved the final manuscript.


dx.doi.org/10.1186/s12900-015-0048-y
http://mouse.belozersky.msu.ru/
http://mouse.belozersky.msu.ru/

Fujiwara et al. BMIC Structural Biology (2015) 15:21

Received: 16 June 2015 Accepted: 6 October 2015
Published online: 22 October 2015

References

1.
2.

3.

20.

21.

22.

23.

24.

25.

26.

Chothia C. Coiling of beta-pleated sheets. J Mol Biol. 1983;163(1):107-17.
Salemme FR. Structural properties of protein beta-sheets. Prog Biophys Mol
Biol. 1983;42(2-3):95-133.

Chothia C. Conformation of twisted beta-pleated sheets in proteins. J Mol
Biol. 1973,;75(2):295-302.

Hubbard TJ, Ailey B, Brenner SE, Murzin AG, Chothia C. SCOP: a Structural
Classification of Proteins database. Nucleic Acids Res. 1999,27(1):254-6.
Chou KC, Nemethy G, Scheraga HA. Role of interchain interactions in the
stabilization of the right-handed twist of beta-sheets. J Mol Biol.
1983;168(2):389-407.

Chou KC, Scheraga HA. Origin of the right-handed twist of beta-sheets of
poly(LVal) chains. Proc Natl Acad Sci U S A. 1982;79(22):7047-51.

Chou KC, Pottle M, Nemethy G, Ueda Y, Scheraga HA. Structure of
beta-sheets. Origin of the right-handed twist and of the increased stability
of antiparallel over parallel sheets. J Mol Biol. 1982;162(1):89-112.

Wang L, O'Connell T, Tropsha A, Hermans J. Molecular simulations of
beta-sheet twisting. J Mol Biol. 1996;262(2):283-93.

Shamovsky IL, Ross GM, Riopelle RJ. Theoretical Studies on the Origin of
B-sheet Twisting. J Phys Chem B. 2000;104:11296-307.

Rossmeisl J, Norskov JK, Jacobsen KW. Elastic effects behind cooperative
bonding in beta-sheets. J Am Chem Soc. 2004;126(40):13140-3.

Ho BK, Curmi PM. Twist and shear in beta-sheets and beta-ribbons. J Mol
Biol. 2002;317(2):291-308.

Koh E, Kim T, Cho HS. Mean curvature as a major determinant of beta-sheet
propensity. Bioinformatics. 2006;22(3):297-302.

Fujiwara K, Ebisawa S, Watanabe Y, Toda H, lkeguchi M. Local sequence of
protein beta-strands influences twist and bend angles. Proteins.
2014,82(7):1484-93.

McCaldon P, Argos P. Oligopeptide biases in protein sequences and their
use in predicting protein coding regions in nucleotide sequences. Proteins.
1988:4(2):99-122.

Kabsch W, Sander C. Dictionary of protein secondary structure: pattern
recognition of hydrogen-bonded and geometrical features. Biopolymers.
1983,22(12):2577-637.

Fujiwara K, Toda H, lkeguchi M. Dependence of alpha-helical and beta-sheet
amino acid propensities on the overall protein fold type. BMC Struct Biol.
2012;,12:18.

Fujiwara K, lkeguchi M. OLIGAMI: OLIGomer Architecture and Molecular
Interface. Open Bioinforma J. 2008;2:50-3.

Fox NK, Brenner SE, Chandonia JM. SCOPe: Structural Classification of
Proteins-extended, integrating SCOP and ASTRAL data and classification of
new structures. Nucleic Acids Res. 2014;42(Database issue):D304-9.
Alexeevski A, Spirin S, Alexeyevsky D, Klychnikov O, Ershova A, Titov M, et al.
Club, a Program for Determination of Hydrophobic Clusters in 3D
Structures of Protein and Protein-Nucleic Acid Complexes. Biophysics
(Moscow). 2004;48(Suppl):1-146.

Arunachalam J, Gautham N. Hydrophobic clusters in protein structures.
Proteins. 2008;71(4):2012-25.

Heringa J, Argos P. Side-chain clusters in protein structures and their role in
protein folding. J Mol Biol. 1991,220(1):151-71.

Craveur P, Joseph AP, Rebehmed J, de Brevern AG. beta-Bulges: extensive
structural analyses of beta-sheets irregularities. Protein Sci. 2013;22(10):1366-78.

Page 12 of 12

Chan AW, Hutchinson EG, Harris D, Thornton JM. Identification, classification, (
and analysis of beta-bulges in proteins. Protein Sci. 1993;2(10):1574-90.
Richardson JS, Getzoff ED, Richardson DC. The beta bulge: a common small
unit of nonrepetitive protein structure. Proc Natl Acad Sci U S A.
1978;75(6):2574-8.

Williams RW, Chang A, Juretic D, Loughran S. Secondary structure
predictions and medium range interactions. Biochim Biophys Acta.
1987,916(2):200-4.

Joo H, Tsai J. An amino acid code for beta-sheet packing structure. Proteins.
2014;82(9):2128-40.

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
	Methods
	Results
	Conclusions

	Background
	Methods
	Determining amino acid propensities for β-strands
	Definitions of twist angles, rotation angles and UD and RL bend angles for a short frame
	β-Strand definition
	Selecting protein structures to be included in the dataset
	Calculation of averaged UD and RL bend angles at each position in β-strands of the same length
	Definitions of twist and bend angles for three-frame β-strand fragments
	Identification of hydrophobic clusters

	Results and discussion
	Distribution of local bend angles
	Comparison of amino acid composition and angles
	Relationship between the local aliphatic-residue pattern and the bend angle in short frames
	Relationship between aliphatic-residue content and frame length
	Bending direction for a full-length β-strand
	Relationship between the twists and bends of full-length β-strands
	Origin(s) of bends in full-length β-strands
	Robustness of the dataset

	Conclusions
	Additional file
	Abbreviations
	Competing interests
	Authors’ contributions
	References



