






of P. nobilis, its low strength leads to an ultimate load Fmax as little
as 1% of that measured for M. californianus.
Multivariate redundancy analysis (RDA) confirms significant

differences in mechanical properties among species groups, with the
‘species’ factor explaining 74% of the total variance (Fig. 3).
Regarding the similarity of mechanical properties of byssal threads,
the RDA-1 axis, explaining 48% of the total variance, shows two
non-clustered species, i.e. M. californianus having the threads with
the highest mechanical properties and P. nobilis with the lowest
values (Fig. 3, Table 1).

Inorganic content
The total concentration of inorganic elements (referred to as
metals) and their composition in the byssal threads are shown in
Table 2. A total of 31 variables were statistically tested, i.e. the
proportion of each element (in %) and the absolute content
(µmol g−1). The absolute content of each element in µmol g−1 for
the byssal threads of each species is given in Table S1. Overall,
three groups of ions can be distinguished from Table 2. Group I
includes the most abundant inorganic cations. Less abundant
metal ions (<2%) are pooled into group II, whereas trace level
ions (<0.01%) compose group III and are not considered in the
comparison.
According to RDA results obtained from Table 2, the species

factor explains 90% of the total variance (Fig. 4). Threads of M.
trossulus, M. galloprovincialis and X. securis show a similar metal
composition differing from other species by their higher abundance
in Fe and Al (group I), Zn and Cu (group II), as well as their high

total content in multivalent ions. Another distinct cluster is formed
by P. perna, B. solisianus, I. bicolor and P. nobilis with notably
higher proportions of Mg and K (group I), Sr and Sn (group II) as
well as total divalent ions. Mytilus edulis is isolated in the RDA
analysis, but shows some associations with M. trossulus and
M. galloprovincialis based on proportions ofMg and Ca (group I) in
their byssal threads. Threads from M. californianus are clearly
distinct, revealing the highest abundance of B and elevated values of
Ca and V.

The total metal concentration (µmol g−1) of distal byssal threads
varies among species (F8,45=78, P<0.001) with values for I. bicolor
over five times superior to the lowest values determined in
M. californianus, M. galloprovincialis and M. trossulus threads.
Finally, traces of metal (group III) considered as toxic, such as As,
Cd, Pb, U and Hg (<0.01%), are observed in the distal threads of
each species as detailed in Table 2.

Amino acid content
The amino acid composition of byssal threads varies strongly
(P<0.0001) among species with B. solisianus and M.
galloprovincialis containing the highest levels of L-DOPA
(Table 3). Generally, the most abundant amino acid is Gly,
representing between 26 and 41% of the total content, followed
by Ala (8–16%) and Pro (6–11%). In P. nobilis threads, however,
Gly and Pro are equally important (14%). The RDA results show
that the species factor explains 97% of the total variance of the
amino acids composition of the byssal threads (Fig. 5). All species
are mostly clustered together, except I. bicolor and P. nobilis.

Table 1. Summary of morphological and mechanical characteristics of bivalve shell and distal byssal threads

Bivalve species
Shell length
(mm)

Thread diameter
(µm)

Ultimate strain
(%)

Young’s modulus
(MPa)

Ultimate strength
(MPa)

Maximum force
(N)

M. edulis 66±7c 191±37a 85±10a,b 146±29b 58±13b,c 1.7±0.6b

M. trossulus 57±4c 99±23b 101±30a 198±49b 84±29a,b 0.6±0.2c

M. galloprovincialis 35±2d 90±19b,c 65±10b 361±123a 81±23b 0.5±0.2c

M. californianus 81±5b 210±39a 81±10a,b 396±113a 121±29a 4±2a

P. nobilis 500±68a 50±17c 30±7c 186±68b 27±4d 0.05±0.01d

P. perna 56±4c 211±29a 87±20a,b 132±45b 43±13c,d 1.5±0.3b

I. bicolor 25±4e 96±23b 75±20a,b 207±51b 41±19c,d 0.4±0.1c

X. securis 34±2d 13±3d n.e. n.e. n.e. n.e.
B. solisianus 20±2e 45±5c n.e. n.e. n.e. n.e.

Values correspond to means and respective standard deviations. Different letters indicate significant differences between species (P<0.05). ‘n.e.’ indicates that
these measurements could not be estimated.

M.e.

P.p. I.b. X.s. B.s.

M.t. M.g. M.c. P.n.

Fig. 1. Scanning electronmicroscopy images of the distal section of byssal threads of different species. Insets correspond to inner cores after longitudinal
and cross-section cutting. M.e., Mytilus edulis; M.t., Mytilus trossulus; M.g., Mytilus galloprovincialis; M.c., Mytilus californianus; P.n., Pinna nobilis; P.p., Perna
perna; I.b., Isognomon bicolor; X.s., Xenostrobus secures; B.s., Brachidontes solisianus.
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Indeed, I. bicolor threads have a particular amino acid composition
characterized by remarkably high content of His, Pro, Lys and Gly,
and lower proportions of most of the amino acid residues with polar
or charged side chains, such as Thr, Arg, Ser, Glx and Asx (Table 3).
Contrary to the other species, P. nobilis fibres are particularly rich in
Asx, Pro, Tyr, Val, Met, Leu and Lys, but poor in Gly, Ala and
L-DOPA.

DISCUSSION
Mechanical properties versus morphology
The biomechanical evaluation of byssal threads produced by
various bivalve species suggests that morphological characteristics
of the fibres have an important impact on their mechanical
properties. The diameter explained 62% of the ultimate force of
the threads, independent of the species. As we explored a large
variety of bivalve species, whose byssal threads diameters ranged

from 30 to 240 µm, mechanical differences were expected.
Multivariate redundancy analyses on mechanical properties
revealed that threads of M. californianus and P. nobilis had a
more distinguishable mechanical behaviour. Mytilus californianus
fibres having diameter values of 200 µm had the highest strength,
stiffness and ultimate force, whereas P. nobilis threads with
diameters of only 50 µm were characterized by the lowest values
among the pool. The byssus thread diameter depends on the
anatomy of the pedal groove (Babarro and Lassudrie, 2011; Price,
1981), which is in turn dependent on the species and on the body
size (Bell and Gosline, 1997). Mechanical properties of byssus
threads may also be influenced by other factors that could not
be evaluated in the field, such as the age and history of the
threads as demonstrated by Carrington and Gosline (2004) in
M. californianus, or by differential byssal thread degradation
considering the large temperature differences between the coastal
sites sampled (Moeser and Carrington, 2006).

The impact of other morphological patterns on mechanical
properties is difficult to determine, but the undistinguishable cuticle
from I. bicolor could contribute to weak mechanical performance.
In addition, I. bicolor sampled in a marine environment in Brazil
produces homogenous filaments without distinction between the
proximal and distal sections. Accordingly, the structural
specialization of the two sections is likely to be specific for
marine mytilid species, confirming the observations of Brazee and
Carrington (2006) and Pearce and LaBarbera (2009).

Common mechanical properties in relation to metal ions
The mechanical behaviour, i.e. the general shape of the stress–
strain curve, was conserved among species, suggesting common
molecular features and organization. Although bivalves investigated
in this work came from very different environments – from tropical
to north-temperate areas – the same groups of metals were present in
similar concentration ranges in all species. Inorganic ions such as K,
Ca, Mg, Mn, Fe, B and Al were found in similar proportions,
enabling us to pool these elements in a same group (I) for all nine
bivalve species studied. A second group (II) of elements including
Cu, Zn, Ti and V for example, were abundant in all the byssi
investigated. This observation is consistent with the work of
Jaworski et al. (2015) on X. securis andM. galloprovincialis, which
showed that the metal profile in the byssus depends on the species
more than the site.

Most of the elements from group I correspond to those reported to
be coordinated with mussel foot proteins mfp-1 in the cuticle of the
threads (Benedict and Waite, 1986; Sun and Waite, 2005; Taylor
et al., 1996). This mainly includes iron (Holten-Andersen et al.,
2011; Sun and Waite, 2005; Zeng et al., 2010), aluminium (Holten-
Andersen et al., 2005; Holten-Andersen and Waite, 2008), and
calcium (Holten-Andersen and Waite, 2008). DOPA residues are
known to have a particular affinity for Fe3+ with which they form a
tris-catechol in the byssus (Holten-Andersen et al., 2009a; Holten-
Andersen et al., 2011; Sun and Waite, 2005). Copper and zinc in
group II were detected at concentrations in the same range as those
reported by Coombs and Keller (1981), and are known for their high
affinity with histidine in the byssus (Harrington and Waite, 2007;
Waite et al., 2004; Xu, 2013). Therefore the occurrence of an
inorganic ion in byssus fibres does not only depend on its
availability (Zhao and Waite, 2006) but also on the possibility of
chemical interactions with amino acids – the biological ligands.
Intrinsic properties such as oxidation state, coordination number and
geometry are important parameters (Holm et al., 1996) when it
comes to the selection of a metal ion cross-linking with DOPA in the
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cuticle or histidine in the core of the fibre. Yet the uptake and
trafficking of specific metal ions in molluscs is controlled through
complex physiological pathways (Marigomez et al., 2002). Indeed,
a radiolabelling study by George et al. (1976) on M. edulis showed
that the iron present in the threads first passes through the soft tissue,
while Schmitt et al. (2015) showed that M. californianus can
opportunistically use some different metal ions to stabilize the
byssus cuticle.
All species used in this study seem to rely on the metal cross-

linking strategy for byssal thread biosynthesis. The relative
abundance of the inorganic ions varies from one species to
another. Traces of metal considered as toxic, such as As, Cd, Pb,
U and Hg (<0.01%) have been observed in the distal threads of each
species. As metal concentrations were reported to be higher in
byssal threads in comparison with soft tissues, these results seem to
confirm the hypothesis of Yap (2012), suggesting that byssus
production may be a means of detoxification.

Common mechanical properties in relation to amino acid
composition
In general, for all species studied, glycine, alanine and proline are
the most abundant amino acid residues in native byssal threads.
Their relative proportion is similar to that found in type 1 collagen
which typically contains 35%Gly, 11%Ala and 12% Pro (Zhao and
Chi, 2009), suggesting the presence of collagen in the fibres studied,
in agreement with other work on mytilids (Arnold et al., 2013;
Lucas et al., 2002; Qin and Waite, 1995). Glycine of the collagen-
like domains is generally considered as being involved in
strengthening the protein complexes of the distal section (Waite
et al., 2002). An exception is found in P. nobilis, which produces
anchoring threads containing 14% Gly, 4% Ala and 14% Pro
(Table 2).
The amino acid profile in the noble pen shell P. nobilis suggests a

paucity of collagen components in its byssus. The low proportion of
DOPA and histidine, and the elevated proportion of Asx, Glx and
Lys that is similar to PTMP1 (thread matrix protein from the
proximal region of M. edulis byssal threads which is believed to
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cross-bind collagen without metal) (Sun et al., 2002), suggest that
the byssus protein assembly could be principally driven by
electrostatic interactions. This would explain the lowest
mechanical performances of P. nobilis threads. Indeed, materials
made from byssus protein hydrolysate self-assembled through
electrostatic interactions showed much lower mechanical properties
when compared with the nativeM. edulis byssus fibres (Byette et al.,
2014). Although the byssus of P. nobilis is a dense bundle of long
threads, single fibres were characterized by a low diameter (50 µm
in average), and the lowest extensibility and toughness (as revealed
by the area under the stress–strain curves shown in Fig. 2). These
observations suggest that P. nobilis is probably relying on thread
quantity over thread quality – a behaviour similar to X. secures,
which secretes up to 1000 thin and weak threads (Babarro and
Lassudrie, 2011). For P. nobilis, this byssal thread production
strategy may be an advantageous means to achieve attachment in
quiescent sandy habitats of the Mediterranean Sea, where this
species is commonly found (García-March et al., 2007). We suggest
that, collectively, all those fibres entrap sand in three dimensions
and essentially make a ball-shaped anchor in the sand.
The amino acid composition of I. bicolor threads was

distinguished by high proportions in lysine and histidine
compared with the other species, in addition to an overall lower
content in DOPA and charged or potentially charged residues Arg,
Asx, Glx and Lys (total of 12%). However, the relative percentages
of Gly, Ala and Pro (41:9:11) are comparable to the byssus of the
other mussels, suggesting the presence of collagen in the fibre, with
a slightly higher content in proline residues. Overall, the amino acid
profile of I. bicolor threads suggests a macromolecular organization
consisting of collagen and histidine-rich domains, as for mytilids
(Arnold et al., 2013; Waite et al., 2004). Indeed, the high abundance
of lysine seems to be correlated to the high proportion of histidine,
as Lys is present in the His-rich domains of both preCol-NG and
preCol-D (Qin et al., 1997). Moreover, the metal analysis suggests
that this species preferentially selects divalent elements such as Ca,
Mg, Cu and Zn in its byssal threads compared with P. perna and B.
solisianus sampled in the same environment. Waite et al. (2004)

have shown that the content of divalent transition metals such as Cu
and Zn correlated to the abundance of histidine residues. A high His
content could provide the highest potential for building metal cross-
linking strategies (Waite et al., 1998) as the proportion of DOPA is
low.

In terms of mechanical properties, I. bicolor threads were as
extensible as those of mytilid species, although much weaker. They
were also as stiff as those of P. perna, M. edulis and M. trossulus.
However, I. bicolor threads yielded at a relatively low strain (5%)
and stress, which reduces thread toughness as well the collective
strength of a byssus consisting of numerous threads (Bell and
Gosline, 1996). The yield point also represents the limit beyond
which permanent plastic deformation and molecular changes occur
in a material, such that a specimen cannot support a subsequent load
cycle in the same manner as the previous one. However, plastic
deformation in the byssal threads of Mytilus species is not
permanent; threads show a fascinating self-healing capability and
can gradually recover their original mechanical properties with time
– a clear advantage for survival in environments swept by repetitive
waves (Carrington and Gosline, 2004; Harrington et al., 2009;
Harrington and Waite, 2007; Krauss et al., 2013; Vaccaro and
Waite, 2001). Hagenau et al. (2009) have explained the plateau
section following the yield point as a consequence of molecular
conformational relaxation after the breakage of hydrogen bonds in
the byssus fibres. The role of sacrificial bonds and hidden length in
the flanking and histidine-rich domains has recently been suggested
to explain mechanical performance of byssus (Harrington et al.,
2009; Holten-Andersen and Waite, 2009a; Krauss et al., 2013). The
reversible nature of these various non-covalent interactions helps
explain the self-healing behaviour of byssal threads. A similar
recovery of the mechanical properties was recently reported for
films derived from the byssus of M. edulis in the presence of
multivalent metal ions or salt-bridges acting as sacrificial bonds
(Byette et al., 2016). The absence of a DOPA-rich cuticle could
explain the lowmechanical performances of I. bicolor threads as the
hardness and rigidity of the coating are ensured by the DOPA–metal
ion bonds, and are one order of magnitude greater than the thread
core (Messersmith, 2010). Thus as for P. nobilis and X. securis
threads, the low DOPA content could have an important
contribution to weakening mechanical performance. Other post-
translationally modified amino acids could play a role in metal ion
binding, as reported for the glycosylated hydroxyl-tryptophan in the
cuticle protein pvfp-1 in Perna viridis byssal threads (Zhao et al.,
2009); however, the amino acid analysis method used in our study
could not detect other post-translational modifications.

Contrary to mytilids, I. bicolor produces threads with no evident
proximal portion, which is known to provide extensibility to the
threads. The important post-yield extensibility observed in the case
of I. bicolor threads (with viscoelastic behaviour up to a maximum
strain of 75±20%) suggest that broken bonds are not the only
mechanism involved. Considering that the extensibility of preCol
does not exceed 2% (Harrington et al., 2009), disruption of the
metal–histidine bridges linking adjacent preCols could also occur.

Byssal threads from M. edulis, M. trossulus and M.
galloprovincialis obtained in this study could be grouped together
as they are generally considered to be close congeners (McDonald
et al., 1991). The similarity was striking not only according to amino
acid composition but also to mechanical features, in agreement with
previous reviews (Bell and Gosline, 1996; Carrington and Gosline,
2004; Harrington and Waite, 2007; Lucas et al., 2002). However,
despite its lower thread diameter, M. galloprovincialis excelled
at the beginning of stress–strain curve with a modulus similar to

–6 –2 –1 0 1 2 3

–6

–2

–1

0

1

2

3

RDA-1 (45%)

R
D

A
-2

 (3
0%

)

Asp

GluSer

Gly

His

Arg
Thr

Ala

Pro

L-Dopa

Tyr

Val
Met

Cys
Ile

Leu
Phe

Lys

–0.25 0 0.25

–0.25

0

0.25

I. bicolor

M. edulis
M. trossulus
M. galloprovincialis
M. californianus

P. perna
X. securis
B. solisianus

P. nobilis

R2: 0.99
R2 adj: 0.98
F: 139
P-value: 0.001

Fig. 5. Ordination biplot resulting from redundancy analysis (RDA)
representing the significant effect of the factor species on amino acid
composition of byssal distal threads from different bivalve species. Lines
represent response variables.

991

RESEARCH ARTICLE Journal of Experimental Biology (2017) 220, 984-994 doi:10.1242/jeb.141440

Jo
u
rn
al

o
f
Ex

p
er
im

en
ta
lB

io
lo
g
y



M. californianus as well as with a similar curve shape characterized
by a short plateau before undergoing strain stiffening. This could be
explained by a comparable cuticle thickness (Holten-Andersen
et al., 2009b). However,M. californianus threads remained stronger
and more extensible. This mechanical difference could be related in
part to the difference in the degree of protection coating against
abrasion and degradation. Holten-Andersen et al. (2009b) reported
that cuticle granular size gives threads of M. californianus more
surface area contact and interaction with the matrix than those of
M. galloprovincialis.
The behaviour of the threads of Mytilidae (Mytilus and Perna

genus) under tension was highly conserved, but the intensities of
their properties were much different. For instance, the mechanical
properties ofM. californianus byssal threads were superior to those
obtained from other bivalves and particularly from Mytilus species
as previously reported (Bell and Gosline, 1996; Harrington and
Waite, 2007; Lachance et al., 2008; Lucas et al., 2002). This could
be explained not only by its adaptation to highly exposed shores, but
also by its taxonomic affiliation. According to the genetic tree
proposed by Santaclara et al. (2007), M. californianus is
phylogenetically distant from the other three Mytilus species, and
even more distant from P. perna. Therefore the mechanical
properties of byssal threads probably reflect a combination of
habitat and phylogenetic relationships between species.
The threads of P. perna shared several properties with those of

other mytilids, i.e. common diameters and morphology as well as
similar proportions of amino acid residues, although it showed a
higher content in inorganic ions, in particular divalent ones.
Mechanically, P. perna threads were as extensible as those of
M. californianus and they were as stiff as those of M. edulis, but
their strength was much lower compared with the rest of the
Mytilidae. The coexisting species P. perna and I. bicolor had byssal
threads with similar strength and extensibility. These results could
explain much about their ability to coexist and to compete for space
in the same intertidal zone, from where they had been collected.
Further structural analyses would be necessary to better understand
the differences at a molecular level.

Biochemical profiles of other species
Although the mechanical properties of X. securis and B. solisianus
threads could not be evaluated, their amino acid and metal ion
profiles allowed interesting comparisons with other bivalves.
Brachidontes solisianus is part of the Mytilidae family and shared
similar amino acid content – with a slightly higher proportion in
DOPA – suggesting a common strategy for byssal thread formation.
Its inorganic ion content resembled that of the other species sampled
in Brazil, indicating again that the selection of metals would depend
both on the valence and occurrence in the local environment.
The invasive species X. securis was collected in Spain, in the

same environment as M. galloprovincialis. They have similar
concentrations of divalent (e.g. Ca, Mg, Cu, Zn) and multivalent
inorganic ions (e.g. B, Al, Fe, Ti, V, Mo), although the proportion of
iron in X. securis threads is twice that of the mytilid. This is
consistent with a previous study (Jaworski et al., 2015) that related
this to the different microstructures of the threads. The Gly:Ala:Pro
proportion (30:10:7) compared well with the Mytilidae, suggesting
the presence of collagen in the threads. Also, a high content (∼26%)
in charged or potentially charged amino acids (Arg, Asx, Glx, Lys)
was measured. These data suggest that X. securis would rely on
collagen, DOPA–metal and His–metal cross-links as well as
electrostatic interactions in its byssal thread formation. However,
the extreme thinness of the threads prevented the structural studies

that are necessary to better understand the macromolecular
organization of threads.

Conclusions
Similarities in mechanical features provide crucial information on the
evolution and distribution of these bivalve species. Given the large
size differences of animals and thread materials collected in diverse
coastal areas around the world, interspecific variations in mechanical
features are expected to be observed.Of the nine specieswe examined,
I. bicolor and P. nobilis threads showed the most distinct response
to tensile tests. Taxonomically close species such as P. perna,
M. galloprovincialis,M. trossulus andM. edulis demonstrated similar
morphological and biochemical characteristicswhileM.californianus
– adapted to environments exposed to highwave action– produced the
most robust fibres, in agreement with previous studies.

The comparison of byssus threads from a variety of species
collected in different parts of the world showed that mechanical
performance depends on the interrelation between morphometric
characteristics as well as the amino acid and metal ion content. The
fibre organization, such as the presence of a cuticle, of distal and
proximal parts, and oriented fibrils in the core, is an important
parameter. The analysis of the amino acid and metal ion content –
which is related to the molecular structure of the fibres – indicated
that the mechanical properties would depend on the strategy used by
the bivalves in their byssal thread biosynthesis. Except for
P. nobilis, which had a particular content of Gly, Ala and Pro, all
species seemed to rely on the use of collagen as well as amino acid
cross-linking with metals, but to different extents. Pinna nobilis and
X. securis would, however, at least partially rely on a byssal protein
assembly via electrostatic interactions. The data showed that the
metal profile was mostly conserved, and that the metal selection
would depend on its ability to cross-link with histidine and DOPA.
Variations would depend on the surrounding environment, and
other factors such as the molecular organization, not characterized
in this study, could play a prominent role.
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Jaworski, J. S., Karasiński, J., Bulska, E. and Babarro, J. M. F. (2015). Effects of
species and sites on metal concentrations in byssal threads of two mytilids.
Int. J. Environ. Anal. Chem. 95, 657-664.

Krauss, S., Metzger, T. H., Fratzl, P. and Harrington, M. J. (2013). Self-repair of a
biological fiber guided by an ordered elastic framework. Biomacromolecules 14,
1520-1528.

Lachance, A. A., Myrand, B., Tremblay, R., Koutitonsky, V. and Carrington, E.
(2008). Biotic and abiotic factors influencing attachment strength of blue mussels
Mytilus edulis in suspended culture. Aquat. Biol. 2, 119-129.

Lamarck, J. B. M. (1819). Histoire naturelle des animaux sans verte ̀bres. Les
Mollusques 7, 1-343.

Legendre, P. and Legendre, L. (2012). Developments in Environmental Modelling,
Vol. 24. Numerical Ecology. 3rd edn. Amsterdam: Elsevier Science.

Lin, Q., Gourdon, D., Sun, C., Holten-Andersen, N., Anderson, T. H., Waite, J. H.
and Israelachvili, J. N. (2007). Adhesion mechanisms of themussel foot proteins
mfp-1 and mfp-3. Proc. Natl. Acad. Sci. 104, 3782-3786.

Linnaeus, C. (1758). Systema Naturae. Editio decima. 1. Regnum Animale
Holmiae, Laurentii Salvii. 824 pp.

Lucas, J. M., Vaccaro, E. and Waite, J. H. (2002). A molecular, morphometric and
mechanical comparison of the structural elements of byssus from Mytilus edulis
and Mytilus galloprovincialis. J. Exp. Biol. 205, 1807-1817.
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