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ABSTRACT
Stretching of an activated skeletal muscle induces a transient tension
increase followed by a period during which the tension remains
elevated well above the isometric level at an almost constant value.
This excess of tension in response to stretching has been called
‘static tension’ and attributed to an increase in fibre stiffness above the
resting value, named ‘static stiffness’. This observation was originally
made, by our group, in frog intact muscle fibres and has been
confirmed more recently, by us, in mammalian intact fibres. Following
stimulation, fibre stiffness starts to increase during the latent period
well before crossbridge force generation and it is present throughout
the whole contraction in both single twitches and tetani. Static
stiffness is dependent on sarcomere length in a different way from
crossbridge force and is independent of stretching amplitude and
velocity. Static stiffness follows a time course which is distinct from
that of active force and very similar to the myoplasmic calcium
concentration time course. We therefore hypothesize that static
stiffness is due to a calcium-dependent stiffening of a non-
crossbridge sarcomere structure, such as the titin filament.
According to this hypothesis, titin, in addition to its well-recognized
role in determining the muscle passive tension, could have a role
during muscle activity.

KEY WORDS: Static stiffness, Titin, Non-crossbridge stiffness,
Intact muscle fibre, Mouse muscle

Introduction
The first mechanical change induced by stimulation of a skeletal
muscle is an increase in the stiffness that occurs during the latent
period when the muscle is developing zero active force. Muscle
stiffness increases throughout the whole tension rise during a twitch
as in a tetanic contraction due to the formation of crossbridges that
cross-link the myosin and actin filaments in the overlap region of the
sarcomere (Ford et al., 1981; Cecchi et al., 1982). However, as
reported for the first time about 20 years ago in intact frog muscle
fibres, a small portion of the stiffness increase is not due to
crossbridge formation (Bagni et al., 1994, 2002, 2004) but to some
other sarcomere structures whose stiffness increases upon
stimulation. This stiffness is detected from the force response to
stretches (and hold) applied to activated muscle fibres. The stretch
produces a fast force transient followed by a period during which
tension well exceeds isometric tension. This excess of tension is
referred to as ‘static tension’ while the ratio between static tension
and stretch amplitude is termed ‘static stiffness’.
Later static stiffness was observed in intact mammalian skeletal

muscle fibres (Roots et al., 2007; Colombini et al., 2009; Nocella
et al., 2012, 2014) and in permeabilized fibres (Campbell andMoss,
2002; Cornachione and Rassier, 2012). More recently, it has also

been shown in skeletal muscle myofibrils (Cornachione et al.,
2015). Static stiffness starts to rise during the latent period, when
active force has not yet developed, and reaches a maximum value
after a few milliseconds when active tension is still near zero. The
time course of static stiffness is significantly different with respect
to that of active tension development, and is very similar to the
myoplasmic [Ca2+] time course (Baylor et al., 1984; Baylor and
Hollingworth, 2003). Static stiffness persists almost unaltered in the
presence of a crossbridge inhibitor such as 2,3-butanedione
monoxime (BDM) or N-benzyl-p-toluene sulphonamide (BTS;
Colombini et al., 2010), which greatly reduce active tension (Horiuti
et al., 1988; Shaw et al., 2003; Colombini et al., 2010), but it
decreases in the presence of dantrolene sodium, methoxyverapamil
and deuterium oxide, which inhibit calcium release from the
sarcoplasmic reticulum (Bagni et al., 2004). Static stiffness is
independent of stretching amplitude and velocity and dependent on
sarcomere length. It has been hypothesized that static stiffness is due
to a Ca2+-dependent stiffening of a non-crossbridge sarcomere
structure, still unknown at present, which might be titin (Bagni et al.,
1994, 2002, 2004; Rassier et al., 2005; Roots et al., 2007;
Colombini et al., 2009; Nishikawa et al., 2012; Nocella et al.,
2012, 2014; Rassier, 2012).

Titin structure and function
Titin is the largest protein (3–4 MDa) known at present. Titin
filaments span the entire half-sarcomere (Fig. 1) and are anchored to
the Z-line and to the M-line region of the sarcomere (Funatsu et al.,
1993). Each titin molecule is associated with one thin filament in the
I-band and one thick filament in the A-band. Titin preserves the
precise sarcomere arrangement of thick and thin filaments and
maintains myosin filaments centred in the middle of the sarcomere,
avoiding overlap mismatch in the two adjacent overlap zones of the
sarcomere. In the A-band, titin is tightly associated with the thick
filament and is inextensible (Muhle-Goll et al., 2001). In the I-band
region, all titin isoforms present two immunoglobulin (Ig)-like
domains (proximal and distal Ig domain) and one PEVK segment
(a sequence rich in proline, glutamate, valine and lysine residues).
The PEVK region and the linked proximal Ig domain function as
springs in series (Linke et al., 1998; Granzier and Labeit, 2007;
Ottenheijm and Granzier, 2010).

The role of titin in muscle passive tension has long been known
(Horowits and Podolsky, 1987). Many studies describe similar
passive force–fibre length extension relationships both for
myofibrils and for titin molecules (Linke et al., 1998; Labeit
et al., 2003; Wang et al., 1991). At the shorter sarcomere lengths,
stretching straightens the relatively compliant folded Ig domains of
the I-band titin and there is only a little increase in passive force
(Wang et al., 1991; Granzier and Labeit, 2004). At the longer
sarcomere lengths, force increases steeply because the PEVK region
elongates as a Hookean spring (Linke et al., 1998). The steep
increase in passive force starts at different sarcomere lengths in
muscles (Wang et al., 1991; Gautel and Goulding, 1996) with
different titin isoforms and with PEVK segments of different size.
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Titin extensibility and therefore passive tension depend on the
number and length of spring-like elements present in each isoform.
In fact, passive tension is produced at shorter sarcomere lengths in
the shorter titin isoform.
Cardiac muscles express two titin isoforms (Granzier and

Labeit, 2004). One isoform, called N2B, is expressed with a
single spring-like segment (N2B), whereas the other isoform
presents two spring-like domains (N2B and N2A) and is called
N2BA titin. Skeletal muscles express the N2A titin isoform, but
fast muscles present a shorter N2A isoform than slow muscles
(Neagoe et al., 2003).
The role of titin in active muscle is at present still debated (Pavlov

et al., 2009). It is known that titin N2A is calcium sensitive (Neagoe
et al., 2003) and becomes stiffer in the presence of calcium, but the
mechanism by which calcium regulates titin stiffness is still
unknown.

Aim
This review summarizes the current knowledge regarding static
stiffness from the earliest experiments performed by our group with
frog muscle fibres, which allowed us for the first time to determine
its existence, to our more recent results in mouse skeletal muscle
fibres, which confirm its presence and function. Through the
analysis of the principal characteristics of static stiffness in activated
muscle, this review affirms that static stiffness is independent of
crossbridges. Our aim was also to evaluate the proposed mechanism
through which titin stiffening, during the earliest activation phases
when intracellular calcium concentration is increased but
crossbridges are not yet formed, could be responsible for the
higher force response to stretch compared with passive fibre.

Static stiffness measurements
Static stiffness was detected and measured by applying a rapid
lengthening to the activated intact fibre during twitch or tetanic
contractions (see Bagni et al., 1994, 2002, 2004, 2005; Colombini
et al., 2009; Nocella et al., 2012, 2014).

Fibre dissection, mounting and stimulation
Fibres were dissected with intact membrane from frog (Rana
esculenta) or mouse (C57/BL6) skeletal muscles. The dissection
was performed manually under a stereo-microscope with a fine
pair of scissors and needles. Single intact frog fibres were isolated
from tibialis anterior or lumbricalis digiti IV muscles. Single
intact mouse fibres or small bundles of up to 10 fibres were
dissected from flexor digitorum brevis (FDB), extensor digitorum
longus (EDL) and soleus muscles. Particular care was taken to
avoid excessive stretching and to obtain fibres as clean as possible
from connective tissue. Single fibres or bundles were mounted
horizontally in an experimental chamber by means of aluminium
foil microclips compressed onto the tendons, between the lever
arms of a capacitance force transducer and a fast electromagnetic
motor that could apply stretches of the desired amplitude and
velocity. Stimuli of alternate polarity were applied transversely to
the fibres by means of two platinum-plate electrodes placed
parallel to a preparation. Experiments were performed at about
14°C on frog fibres (Bagni et al., 1994, 2002, 2004) and at 24, 30
or 35°C on mouse fibres (Colombini et al., 2009; Nocella et al.,
2012, 2014).

Experimental protocol
The experimental protocol used to determine the static stiffness was
the same in frog and mouse fibres. The stretches applied for the
measurements were ramp shaped with an amplitude of 2–6% fibre
length (l0) and a stretch time of 0.6–1.0 ms corresponding to a
stretching velocity between 30 and 70 l0 s−1. The use of fast
stretches reduced the crossbridge cycling during the stretch itself
and the time necessary for the tension to reach a constant value after
the stretch to a few milliseconds (<10 ms).

The measurements were made during twitch contraction or short
(2–3 stimuli) or long tetani. The analysis was usually limited to the
initial part of the tetanus rise as fibres developing a tension greater
than 50% of plateau tetanic tension (P0) were quickly damaged by
the fast stretch used. To reduce crossbridge formation and to avoid
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Fig. 1. Schematic diagramof a skeletalmuscle
half-sarcomere in three distinct titin states: at
resting sarcomere length, and after a stretch
applied to a passive fibre and to an activated
fibre during the latent period. For clarity, only
the three main filament systems of the sarcomere
(actin, myosin and titin filaments) are shown. The
titin filament, bound to the actin filament in the
I-band and to the myosin filament in the A-band,
is simply represented, highlighting the regions
proposed to be involved in strain sensing (Ig
domains, PEVK segment, N2A unique
sequence). B and C also show (on the left) the
length change applied and the consequent force
response. (A) Resting sarcomere length.
(B) Passive response due to sequential extension
of titin elastic regions (Linke et al., 1998).
(C) Force response to a stretch applied during the
latent period, when the internal calcium
concentration is increased but crossbridges are
not yet attached. Note that, at the higher calcium
concentration, the force response to stretch is
higher than in the passive fibre, indicating a
stiffening of the half-sarcomere. This could be due
to titin stiffening following calcium binding to
E-rich PEVK that decreases the persistent length
of titin (Labeit et al., 2003). This titin stiffening may
be responsible for the static stiffness.
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fibre damage, BDM (Bagni et al., 2002, 2004) or BTS (Nocella
et al., 2014) was added to the normal solution in some experiments.

Static tension and static stiffness measurements
We used the followingmethod to measure static stiffness: one end of
the activated fibre was rapidly stretched by an electromagnetic
motor and held for a period longer than the stimulation period while
the force response was measured at the other end of the fibre with a
force transducer. Fig. 2 shows an example of the force response to a
fast stretch applied during a short tetanus in a small bundle of fibres
dissected from FDB mouse muscle. After an initial peak,
synchronous with the stretch and mainly due to the crossbridge
response to the stretch, tension settles in a few milliseconds to a
constant value above the isometric level. Static tension is generated
during the stretch, but it cannot be measured immediately after the
stretch because of the presence of the initial force transient. Three
force records were necessary for each measurement: the isometric
response, the response of the active fibres to fast stretches and hold,
and the response of the passive fibres to the same stretch. By
subtracting the isometric and passive forces from the active response
to fast stretch, we obtained the subtracted trace on which
measurements were made (Fig. 2). The subtraction of the
isometric record from the response of the active fibres to stretch
allows the static tension measurements to be on a flat line even when
the stretch is applied on tension rise or relaxation. By subtracting the
passive response, we corrected for the resting tension and stiffness
of the relaxed fibres. The subtracted trace represents the excess of
force induced by the stretch. This excess of tension is the static
tension. As the static tension is constant for some milliseconds, it is
possible to read its valuewithout significant error after the end of the
fast transient (as indicated by the arrow in Fig. 2). The ratio between
static tension and stretch amplitude, measured at the sarcomere or
fibre length level, represents the static stiffness. In order to compare

the results from different experiments and different fibre types, static
stiffness data in this review are reported in the figures as the ratio
between static tension and P0 for 1% l0 stretch amplitude.

Static stiffness in frog muscle fibres
Static stiffness was detected for the first time by our group many
years ago in single intact frog muscle fibres. The first paper was
published in 1994 (Bagni et al., 1994) and in the following years all
the principal characteristics of the static stiffness were identified
(Bagni et al., 2002, 2004, 2005). In this review, static stiffness
characteristics will be analysedmore in detail by presenting the most
recent data obtained in mouse skeletal muscle (Colombini et al.,
2009; Nocella et al., 2012, 2014), but by taking into account the key
role of the previous studies on frog muscle fibres which are briefly
summarized below.

Characteristics of static stiffness
Static stiffness is independent of the active tension in a twitch
contraction (Bagni et al., 1994) or in a tetanus (Bagni et al., 2002); it is
present during the latent period and increases as the overlap between
myofilaments decreases. Static stiffness maintains a constant value
for a long period after the force transient and is independent of stretch
amplitude evenwhen the stretch is great enough to forcibly detach the
crossbridges. Its amplitude is independent of stretching velocity.
Static stiffness is not significantly affected by BDM, which strongly
inhibits crossbridge formation without affecting calcium release.
Conversely, it is reduced by dantrolene sodium, methoxyverapamil
(D600) and deuterium oxide, which depress force development by
inhibiting calcium release (Bagni et al., 2004). The characteristics of
static stiffness are equivalent to those expected from a linear elasticity
located in parallel with the crossbridges, but not to a simple passive
structure as its stiffness increases with activation independently of
force.

Comparison of static and total fibre stiffness
By comparing static and total fibre stiffness (crossbridge plus static
stiffness), it is clear (Fig. 3) that static stiffness contributes little to total
stiffness, being present only during the latent period and the first
phase of tension development when relatively few crossbridges are
attached. However, static stiffness accounts for all the total stiffness
increase during the latent period. In fact, after subtraction of static
stiffness from total stiffness (Fig. 3B), the observed lead of stiffness
over tension (Cecchi et al., 1982) during the latent period disappears,
and the first increase in fibre stiffness becomes coincident with force.

Mechanisms responsible for static stiffness
All these data support the idea that static stiffness is not related to
crossbridges but that its time course resembles that of intracellular
calcium concentration, as measured by calcium indicators (Baylor
et al., 1984). For this reason, it was speculated (Bagni et al., 1994,
2002) that static stiffness could be due to the stiffness increase of a
sarcomere structure following the calcium concentration increase
after fibre stimulation. Although the results obtained in frog muscle
fibres did not provide direct information about the structure
responsible for the static stiffness, they did show that Ca2+ not
only promotes crossbridge formation but also increases the
stiffness of an unidentified elastic structure of the sarcomere
(Bagni et al., 1994, 2002). Based on this knowledge, titin was
thought to be the best candidate and the increased stiffness was
hypothesized as being due to a calcium-dependent change in titin
elasticity (Tatsumi et al., 2001) or to a calcium-dependent titin–actin
interaction (Kellermayer and Granzier, 1996).

Subtracted trace

Fibre length

Tetanus with stretch

Isometric tetanus

Passive

500 ms
5 ms  

10% I0
15% P0

Fig. 2. Static stiffness measurement. Force response to a stretch applied
with 3 ms delay after a stimulus at 1.65% plateau tetanic tension (P0) on the
rise of a short tetanus (three stimuli) in flexor digitorum brevis (FDB) mouse
fibres. The subtracted trace is obtained by subtracting the passive force
response and isometric tetanus from the tetanus with stretch, and represents
the excess of tension induced by the stretch. The static tension is measured
after the end of the fast transient, as indicated by the arrow. The ratio between
static tension and stretch amplitude is the static stiffness. Stretch amplitude,
3.1% fibre length (l0); stretch duration, 630 µs; sarcomere length, 2.65 µm.
Sampling time is 10 μs between the vertical dotted lines (calibration bar value:
5 ms) and 1 ms outside the lines (calibration bar value: 500 ms). The horizontal
dashed line indicates zero tension. Temperature, 30°C.
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Static stiffness in mouse muscle fibres
The results obtained from frog muscle fibres indicate that non-
crossbridge calcium-dependent static stiffness is a small fraction
of the total activated fibre stiffness. However, its physiological
role could be vital for improving the mechanical stability of the
sarcomere during the initial phases of muscle contraction when
the tension developed is small and only a few crossbridges are
attached. Considering the relevant function of static stiffness, we
decided to ascertain whether the static stiffness is also present in
mammalian skeletal muscle and whether it has the same
characteristics as in frog fibres. The importance of extending
the static stiffness measurements to mammalian fibres is that,
whereas the titin isoform expressed in frog muscle is less certain,
it is known that mouse skeletal muscles express the calcium-
sensitive N2A titin isoform (Neagoe et al., 2003). Static stiffness
was detected and characterized for the first time in single intact
skeletal muscle fibres isolated from FDB mouse muscle
(Colombini et al., 2009). Subsequently, the analysis was
extended to fast and slow mouse muscles such as EDL and
soleus (Nocella et al., 2012) that express a short and a long titin
isoform, respectively, with different mechanical properties (Prado
et al., 2005; Fukuda et al., 2008).

Static stiffness time course
One of the most important results obtained from the static stiffness
studies in frog muscle fibres in support of the independence of this
stiffness from crossbridge formation was the evidence that the time
course of static stiffness development was significantly different
from that of isometric tension (Fig. 3).

To describe static stiffness development after activation, we
applied stretches in fibres at different times following the beginning
of stimulation (Colombini et al., 2009; Nocella et al., 2012, 2014).

In fact, static tension remains almost constant for the whole
tension record, as expected from the stretching of a pure elastic
structure, while active tension increases (Fig. 2). This means that the
parallel stiffness of the sarcomeres is increased by the activation, but
sarcomere length is not changed and, therefore, sarcomere stiffening
does not affect the force and can be detected only by stretching, as
we did. If sarcomere stiffness increases further after the stretch,
again no changes in force will occur and a new stretch would be
needed to detect it.

Fig. 4 shows the average time course of static stiffness and
isometric tension during the rise of a series of short tetani
determined in single intact FDB muscle fibres by applying
stretches at rest and at various delays from the start of stimulation.
The amplitude of static stiffness is strongly dependent on the
duration of the delay between the stimulation and the stretch
application time. As in frog fibres, the static stiffness time course is
completely different from that of active tension. The development of
static stiffness clearly precedes the active tension, as it is already
detectable in the latent period 1–2 ms after the stimulus, when active
tension has not yet developed. Static stiffness reaches the first peak
at about 4 ms after the first stimulus when the isometric tension has
just started to rise. Static stiffness starts to fall while isometric
tension is still growing. Note that the static stiffness time course is
strongly modulated by the stimulation frequency while the tension
rise is relatively smooth. The frequency dependence of static
stiffness is clearly shown in Fig. 5. Here, measurements were taken
during a short tetanus at stimulation frequencies of 70 and 150 Hz.
At low frequency, there are two separated peaks corresponding to
the effect of the individual stimuli. At higher frequency, only a small
drop shows the separation between stimuli.
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muscle fibre. (A) Total and static stiffness are expressed relative to the
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value. (B) Expanded portion of A. The dashed line is the difference
between total and static stiffness. Stimulus starts at 0 ms delay. Stretch
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Fig. 4. Average time course of static stiffness and isometric tension
during the initial rise of a short tetanus in FDB mouse fibres. Tension
values are expressed relative to P0. Static stiffness values are reported as the
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at 0 msdelay. Stimulation frequency, 80 Hz.Mean values are presented ±s.e.m.
(N=5). Temperature, 24°C.
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All these results affirm that static stiffness is independent of active
tension development and show that its time course is very similar to
the internal calcium transient time course. In fact, as reported by
Baylor and Hollingworth (2003), during a tetanus at 67 Hz
stimulation frequency, the internal calcium concentration
measured with fast calcium indicators showed separated peaks for
each individual stimulus, similar to the static stiffness time course
(Figs 4, 5).
Mouse fibres static stiffness was greater and faster than that of

frog fibres. FDB static stiffness peak value was about 3% P0 for 1%
l0 stretch amplitude at 4 ms after the stimulus (Colombini et al.,
2009), while in frog fibres the highest value was about one-half of
that and was reached about 6 ms later.

Static stiffness dependence on amplitude and stretch velocity
The properties of static stiffness were investigated by analysing the
dependence on static tension of stretching amplitude and velocity.
As in frog muscle fibres (Bagni et al., 1994, 2002, 2004), the data
obtained in single intact FDB fibres (Colombini et al., 2009) during
tetanic contraction by applying stretches of different amplitude and
the same duration show that static stiffness is independent of
stretching amplitude. Static tension increases almost linearly with
the stretch amplitude, while the mean static stiffness, represented
by the slope of the line fitted to the experimental data, is constant for
the whole range used (Fig. 6). Also, the passive response increases
linearly with the stretch amplitude but the slope of the regression
line is much smaller than in activated fibres, indicating that
stimulation increases passive stiffness of the fibre in a significant
way (Fig. 6).
The dependence of static stiffness on stretching velocity was

studied by applying stretches of different velocity but the same
amplitude. The results indicate that stretching velocity does not
affect static stiffness and that, within the limits of our experiments,
the elasticity of the structure responsible for the static stiffness is
Hookean and undamped.

Effects of temperature on static stiffness
We studied static stiffness in mouse muscle initially at room
temperature (21–24°C) (Colombini et al., 2009). Considering that
the in situ normal temperature is higher, we also performed

successive studies at 30–35°C (Nocella et al., 2012, 2014). The
presence of static stiffness at body temperature means that this non-
crossbridge calcium-dependent stiffening is a general physiological
characteristic of skeletal muscle.

Static stiffness measured at a higher temperature maintains the
same characteristics as at lower temperature. Its amplitude is not
affected by the temperature, but the time course is faster as for active
force development and calcium kinetics. In FDB fibres, static
stiffness peaks at 4–6 ms after the stimulus at 24°C and at 2–3 ms at
physiological temperature.

Static stiffness dependence on sarcomere length
One of the most important characteristics of static stiffness
determined in frog muscle fibres is that its value depends on the
overlap between myofilaments differently from isometric twitch or
tetanic tension. Recently, the complete relationship between static
stiffness and sarcomere length has been reported in FDB mouse
fibres (Nocella et al., 2014). The static stiffness–sarcomere length
relationship and the active tension–sarcomere length relationship
were studied over a sarcomere range between 2.6 and 4.4 µm,
beyond the theoretical zero overlap length. Fig. 7A shows that the
tension–sarcomere length curve reaches a maximum at about
3.3 µm and falls to zero at about 4 µm sarcomere length. The static
stiffness–sarcomere length relationship is different (Fig. 7B): static
stiffness increases from 2.6 µm to about 3.5 µm, and then starts to
decrease. Static stiffness is almost 50% of the maximum at 4 µm and
reaches zero at about 4.5 µm (extrapolated value), well above the
zero overlap length. This confirms the non-crossbridge nature of
static stiffness. The active-tension relationship illustrated in Fig. 7A
differs from that expected on the overlap between myofilaments
(which is maximum at about 2.6 µm), because tension is measured
on tetanus rise (3 ms after the stimulus). Compared with the tetanus
plateau, the force development measured during tetanus rise is
modulated both by myofilament overlap and by changes to
myofibrillar calcium sensitivity with sarcomere length (Williams
et al., 2013).
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To test for any interaction between crossbridges and static
stiffness, the above-mentioned relationships were further studied by
adding BTS, a crossbridge inhibitor that reduces active tension
without affecting calcium release, to the normal solution (Pinniger
et al., 2006). Fig. 7 shows that BTS reduces the active tension by
about 3.5 times at any sarcomere length, but does not significantly
decrease the static stiffness.
All these data support the idea that static stiffness is calcium-

dependent and crossbridge-independent.

Static stiffness in slow and fast skeletal muscles
The presence of static stiffness in FDB fibres (Colombini et al.,
2009; Nocella et al., 2014) expressing the N2A Ca2+-sensitive titin
isoform (Neagoe et al., 2003) supports our hypothesis that this
stiffness could be due to a calcium-induced stiffening of titin. To
better investigate the role of titin, we measured static stiffness in
soleus and in EDL (Nocella et al., 2012), which express the N2A
titin isoform with long and short PEVK segments and lower and
higher proportions of E-rich motifs, respectively (Neagoe et al.,

2003; Prado et al., 2005; Fukuda et al., 2008). It is well known that
the I-band portion of titin, especially the PEVK segment, has elastic
properties that act as a molecular spring whose bending stiffness
increases upon Ca2+ binding to E-rich motifs in the PEVK segment
(Labeit et al., 2003). After birth, progressive muscle development
includes titin modification. In adulthood, titin is shorter and stiffer
compared with soon after birth. The rearrangement is principally
due to a reduction in the PEVK region length, suggesting that this
leads to an increase in the calcium responsiveness of titin
(Ottenheijm et al., 2009).

As in FDB muscle fibres, both in the EDL and soleus, static
tension or stiffness and active tension have completely different
time courses (Fig. 8A). However, there are some differences in the
static stiffness characteristics of fast and slow muscles. In the EDL,
the static stiffness time course has a sharp peak at 4 ms after the
stimulus and then rapidly decays. In the soleus, in contrast, there is
no clear peak. The static stiffness amplitude is 5 times greater in
EDL than in soleus muscle and 2 times greater than in FDB
(Fig. 8B). This is in agreement with a previous study on rat EDL and
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soleus muscles (Ramsey et al., 2010). The higher amplitude of static
stiffness in fast muscles has been recently confirmed in experiments
on psoas and soleus rabbit myofibrils (Cornachione et al., 2015).
All these data point out that static stiffness is a physiological

characteristic of skeletal muscle but with different properties in slow
and fast fibres. This is in agreement with different calcium kinetics
(Baylor and Hollingworth, 2003) and different PEVK segment
length (Neagoe et al., 2003; Prado et al., 2005; Fukuda et al., 2008).

Physiological role of static stiffness
Studies carried out on frog muscle fibre and slow and fast mouse
muscle fibre at various experimental as well as physiological
temperatures have demonstrated that static stiffness is a general
characteristic of skeletal muscle and plays a fundamental role in its
function. Static stiffness is only a small percentage of the total
crossbridge fibre stiffness at tetanus plateau. However, it has
important effects mainly during the latent period and the initial
phases of muscle contraction when only a few crossbridges are
attached.
All data reviewed here underline that static stiffness is a calcium-

dependent stiffening of the activated fibres independent of
crossbridge formation. Considering that the titin filament is
mechanically distributed in parallel with the crossbridges (Fig. 1)
and that calcium modulates the bending stiffness of the PEVK
fragments (Labeit et al., 2003), titin seems to have all the
characteristics required to explain the static stiffness properties.
There are two possible mechanisms: the first is a direct effect of
calcium on titin stiffness via calcium binding to the E-rich motifs
(Tatsumi et al., 2001; Labeit et al., 2003; Cornachione and Rassier,
2012; Rassier et al., 2015), which could stabilize the PEVK
segment, making it stiffer (Fig. 1C); the second involves an effect of
calcium on titin–actin interactions that induces an increase in the
binding between thin filament and titin, increasing sarcomere
stiffness (Kellermayer and Granzier, 1996; Linke et al., 1997, 2002;
Bianco et al., 2007; Leonard and Herzog, 2010; Nishikawa et al.,
2012). The first mechanism could lead to a reduction in the
persistent length of titin and a potential increase in passive force and
stiffness. In this case, calcium binding to titin could be the only
mechanism necessary for the increase in force induced by titin
(Labeit et al., 2003). In support of the second mechanism, some
in vitro motility assays have shown that in the presence of calcium,
titin strongly inhibits the sliding of the actin filaments, suggesting an
increase in titin binding to actin (Kellermayer and Granzier, 1996).
However, more recently, other studies using recombinant titin
fragments have failed to detect binding between actin and PEVK
segments of titin (Kulke et al., 2001; Yamasaki et al., 2001).
Another study has reported that an increase in calcium concentration
reduced rather than increased titin–actin interaction (Stuyvers et al.,
1998). In agreement with these results, Cornachione and Rassier
(2012) observed that static tension was preserved after depletion
with gelsolin of actin filaments, suggesting that titin–actin binding
is not involved.
These hypotheses, however do not exclude other possible

mechanisms, involving C-protein, nebulin or other known and
unknown sarcomeric structures.
On the basis of the experimental data and evidence in the

literature, our hypothesis is that during activation, Ca2+ binding to
the glutamate-rich PEVK region of titin decreases the persistent
length of protein (Labeit et al., 2003), potentially increasing its
stiffness. When activated muscle fibres are stretched, the stiffer titin
contributes to an increased tension (Fig. 1C) that persists for as long
as intracellular calcium remains elevated. This could explain the

calcium dependence of static stiffness. The greater peak amplitude
of the calcium transient in EDLmuscle and/or a higher sensitivity to
calcium of EDL titin could justify the higher static stiffness increase
upon stimulation in EDL compared with soleus or FDB fibres. This
could occur because EDL has a greater proportion of the calcium-
sensitive E-rich motifs in the PEVK segment, compared with the
other muscles.

Conclusions
Although not directly demonstrated, we have shown that static
stiffness reflects the Ca2+-dependent stiffening of the titin filament
following stimulation. In skeletal muscle, the titin filament not only
is fundamental for the regulation of passive force but also may play
an important physiological role during activation. The increased
stiffening of titin and the consequent increase in fibre stiffness could
be important to stabilize the ordered arrangement of myofilaments
in the sarcomere during the latent period and during the initial
phases of force development, when fibre activation is not uniform
among different sarcomeres. The higher static stiffness in EDL
suggests that a stiffer titin is better suited to maintain sarcomere
organization during rapid force development in the fast muscle
fibres, confirming the important physiological and protective role of
this non-crossbridge stiffness in skeletal muscle.
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W. A. (2005). Isoform diversity of giant proteins in relation to passive and active
contractile properties of rabbit skeletal muscles. J. Gen. Physiol. 126, 461-480.

Ramsey, K. A., Bakker, A. J. and Pinniger, G. J. (2010). Fiber-type dependence of
stretch-induced force enhancement in rat skeletal muscle. Muscle Nerve 42,
769-777.

Rassier, D. E. (2012). The mechanisms of the residual force enhancement after
stretch of skeletal muscle: non-uniformity in half-sarcomeres and stiffness of titin.
Proc. R. Soc. B. Biol. Sci. 279, 2705-2713.

Rassier, D. E., Lee, E.-J. and Herzog, W. (2005). Modulation of passive force in
single skeletal muscle fibres. Biol. Lett. 1, 342-345.

Rassier, D. E., Leite, F. S., Nocella, M., Cornachione, A. S., Colombini, B. and
Bagni, M. A. (2015). Non-crossbridge forces in activated striated muscles: a titin
dependent mechanism of regulation? J. Muscle Res. Cell Motil. 36, 37-45.

Roots, H., Offer, G. W. and Ranatunga, K. W. (2007). Comparison of the tension
responses to ramp shortening and lengthening in intact mammalianmuscle fibres:
crossbridge and non-crossbridge contributions. J. Muscle Res. Cell Motil. 28,
123-139.

Shaw, M. A., Ostap, E. M. and Goldman, Y. E. (2003). Mechanism of inhibition of
skeletal muscle actomyosin by N-benzyl-p-toluenesulfonamide. Biochemistry 42,
6128-6135.

Stuyvers, B. D., Miura, M., Jin, J.-P. and ter Keurs, H. E. D. J. (1998). Ca(2+)-
dependence of diastolic properties of cardiac sarcomeres: involvement of titin.
Prog. Biophys. Mol. Biol. 69, 425-443.

Tatsumi, R., Maeda, K., Hattori, A. and Takahashi, K. (2001). Calcium binding to
an elastic portion of connectin/titin filaments. J. Muscle Res. Cell Motil. 22,
149-162.

Wang, K., McCarter, R., Wright, J., Beverly, J. and Ramirez-Mitchell, R. (1991).
Regulation of skeletal muscle stiffness and elasticity by titin isoforms: a test of the
segmental extension model of resting tension. Proc. Natl Acad. Sci. USA 88,
7101-7105.

Williams, C. D., Salcedo, M. K., Irving, T. C., Regnier, M. and Daniel, T. L. (2013).
The length-tension curve in muscle depends on lattice spacing. Proc. Biol.
Sci. B. Biol. Sci. 280, 20130697.

Yamasaki, R., Berri, M., Wu, Y., Trombitás, K., McNabb, M., Kellermayer,
M. S. Z., Witt, C., Labeit, D., Labeit, S., Greaser, M. et al. (2001). Titin-actin
interaction in mouse myocardium: passive tension modulation and its regulation
by calcium/S100A1. Biophys. J. 81, 2297-2313.

160

REVIEW Journal of Experimental Biology (2016) 219, 153-160 doi:10.1242/jeb.124370

Jo
u
rn
al

o
f
Ex

p
er
im

en
ta
lB

io
lo
g
y

http://dx.doi.org/10.1152/ajpcell.00355.2011
http://dx.doi.org/10.1152/ajpcell.00355.2011
http://dx.doi.org/10.1152/ajpcell.00355.2011
http://dx.doi.org/10.1113/jphysiol.1981.sp013582
http://dx.doi.org/10.1113/jphysiol.1981.sp013582
http://dx.doi.org/10.1113/jphysiol.1981.sp013582
http://dx.doi.org/10.2170/physiolsci.RV005408
http://dx.doi.org/10.2170/physiolsci.RV005408
http://dx.doi.org/10.2170/physiolsci.RV005408
http://dx.doi.org/10.1083/jcb.120.3.711
http://dx.doi.org/10.1083/jcb.120.3.711
http://dx.doi.org/10.1083/jcb.120.3.711
http://dx.doi.org/10.1083/jcb.120.3.711
http://dx.doi.org/10.1016/0014-5793(96)00338-9
http://dx.doi.org/10.1016/0014-5793(96)00338-9
http://dx.doi.org/10.1161/01.RES.0000117769.88862.F8
http://dx.doi.org/10.1161/01.RES.0000117769.88862.F8
http://dx.doi.org/10.1002/mus.20886
http://dx.doi.org/10.1002/mus.20886
http://dx.doi.org/10.1007/BF01773737
http://dx.doi.org/10.1007/BF01773737
http://dx.doi.org/10.1007/BF01773737
http://dx.doi.org/10.1083/jcb.105.5.2217
http://dx.doi.org/10.1083/jcb.105.5.2217
http://dx.doi.org/10.1083/jcb.105.5.2217
http://dx.doi.org/10.1016/0014-5793(96)00055-5
http://dx.doi.org/10.1016/0014-5793(96)00055-5
http://dx.doi.org/10.1161/hh2201.099453
http://dx.doi.org/10.1161/hh2201.099453
http://dx.doi.org/10.1161/hh2201.099453
http://dx.doi.org/10.1161/hh2201.099453
http://dx.doi.org/10.1073/pnas.2235652100
http://dx.doi.org/10.1073/pnas.2235652100
http://dx.doi.org/10.1073/pnas.2235652100
http://dx.doi.org/10.1152/ajpcell.00049.2010
http://dx.doi.org/10.1152/ajpcell.00049.2010
http://dx.doi.org/10.1152/ajpcell.00049.2010
http://dx.doi.org/10.1016/S0006-3495(97)78123-2
http://dx.doi.org/10.1016/S0006-3495(97)78123-2
http://dx.doi.org/10.1016/S0006-3495(97)78123-2
http://dx.doi.org/10.1073/pnas.95.14.8052
http://dx.doi.org/10.1073/pnas.95.14.8052
http://dx.doi.org/10.1073/pnas.95.14.8052
http://dx.doi.org/10.1006/jsbi.2002.4468
http://dx.doi.org/10.1006/jsbi.2002.4468
http://dx.doi.org/10.1006/jsbi.2002.4468
http://dx.doi.org/10.1006/jmbi.2001.5017
http://dx.doi.org/10.1006/jmbi.2001.5017
http://dx.doi.org/10.1006/jmbi.2001.5017
http://dx.doi.org/10.1006/jmbi.2001.5017
http://dx.doi.org/10.1023/A:1026053530766
http://dx.doi.org/10.1023/A:1026053530766
http://dx.doi.org/10.1023/A:1026053530766
http://dx.doi.org/10.1098/rspb.2011.1304
http://dx.doi.org/10.1098/rspb.2011.1304
http://dx.doi.org/10.1098/rspb.2011.1304
http://dx.doi.org/10.1007/s10974-011-9274-5
http://dx.doi.org/10.1007/s10974-011-9274-5
http://dx.doi.org/10.1007/s10974-011-9274-5
http://dx.doi.org/10.1152/ajpcell.00290.2014
http://dx.doi.org/10.1152/ajpcell.00290.2014
http://dx.doi.org/10.1152/ajpcell.00290.2014
http://dx.doi.org/10.1007/978-1-4419-6366-6_6
http://dx.doi.org/10.1007/978-1-4419-6366-6_6
http://dx.doi.org/10.1016/j.bpj.2009.07.041
http://dx.doi.org/10.1016/j.bpj.2009.07.041
http://dx.doi.org/10.1016/j.bpj.2009.07.041
http://dx.doi.org/10.1016/j.bpj.2009.07.041
http://dx.doi.org/10.1152/ajpcell.00233.2009
http://dx.doi.org/10.1152/ajpcell.00233.2009
http://dx.doi.org/10.1152/ajpcell.00233.2009
http://dx.doi.org/10.1113/jphysiol.2005.095448
http://dx.doi.org/10.1113/jphysiol.2005.095448
http://dx.doi.org/10.1113/jphysiol.2005.095448
http://dx.doi.org/10.1085/jgp.200509364
http://dx.doi.org/10.1085/jgp.200509364
http://dx.doi.org/10.1085/jgp.200509364
http://dx.doi.org/10.1002/mus.21744
http://dx.doi.org/10.1002/mus.21744
http://dx.doi.org/10.1002/mus.21744
http://dx.doi.org/10.1098/rspb.2012.0467
http://dx.doi.org/10.1098/rspb.2012.0467
http://dx.doi.org/10.1098/rspb.2012.0467
http://dx.doi.org/10.1098/rsbl.2005.0337
http://dx.doi.org/10.1098/rsbl.2005.0337
http://dx.doi.org/10.1007/s10974-014-9397-6
http://dx.doi.org/10.1007/s10974-014-9397-6
http://dx.doi.org/10.1007/s10974-014-9397-6
http://dx.doi.org/10.1007/s10974-007-9110-0
http://dx.doi.org/10.1007/s10974-007-9110-0
http://dx.doi.org/10.1007/s10974-007-9110-0
http://dx.doi.org/10.1007/s10974-007-9110-0
http://dx.doi.org/10.1021/bi026964f
http://dx.doi.org/10.1021/bi026964f
http://dx.doi.org/10.1021/bi026964f
http://dx.doi.org/10.1016/S0079-6107(98)00018-2
http://dx.doi.org/10.1016/S0079-6107(98)00018-2
http://dx.doi.org/10.1016/S0079-6107(98)00018-2
http://dx.doi.org/10.1023/A:1010349416723
http://dx.doi.org/10.1023/A:1010349416723
http://dx.doi.org/10.1023/A:1010349416723
http://dx.doi.org/10.1073/pnas.88.16.7101
http://dx.doi.org/10.1073/pnas.88.16.7101
http://dx.doi.org/10.1073/pnas.88.16.7101
http://dx.doi.org/10.1073/pnas.88.16.7101
http://dx.doi.org/10.1098/rspb.2013.0697
http://dx.doi.org/10.1098/rspb.2013.0697
http://dx.doi.org/10.1098/rspb.2013.0697
http://dx.doi.org/10.1016/S0006-3495(01)75876-6
http://dx.doi.org/10.1016/S0006-3495(01)75876-6
http://dx.doi.org/10.1016/S0006-3495(01)75876-6
http://dx.doi.org/10.1016/S0006-3495(01)75876-6


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles false
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize false
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage false
  /PreserveDICMYKValues true
  /PreserveEPSInfo false
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Remove
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 200
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.32000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 200
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.32000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 400
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.00000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError false
  /PDFXTrimBoxToMediaBoxOffset [
    34.69606
    34.27087
    34.69606
    34.27087
  ]
  /PDFXSetBleedBoxToMediaBox false
  /PDFXBleedBoxToTrimBoxOffset [
    8.50394
    8.50394
    8.50394
    8.50394
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


