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Abstract
The modulatory role of whole cardiac myosin binding protein-C (cMyBP-C) on myosin force and
motion generation was assessed in an in vitro motility assay. The presence of cMyBP-C at an
approximate molar ratio of cMyBP-C to whole myosin of 1:2, resulted in a 25% reduction in thin
filament velocity (P<0.002) with no effect on relative isometric force under maximally activated
conditions (pCa 5). Cardiac MyBP-C was capable of inhibiting actin filament velocity in a
concentration-dependent manner using either whole myosin, HMM or S1, indicating that the cMyBP-
C does not have to bind to myosin LMM or S2 subdomains to exert its effect. The reduction in velocity
by cMyBP-C was independent of changes in ionic strength or excess inorganic phosphate.
Cosedimentation experiments demonstrated S1 binding to actin is reduced as a function of cMyBP-
C concentration in the presence of ATP. In contrast, S1 avidly bound to actin in the absence of ATP
and limited cMyBP-C binding, indicating that cMyBP-C and S1 compete for actin binding in an
ATP-dependent fashion. However, based on the relationship between thin filament velocity and
filament length, the cMyBP-C induced reduction in velocity was independent of the number of cross-
bridges interacting with the thin filament. In conclusion, the effects of cMyBP-C on velocity and
force at both maximal and submaximal activation demonstrate that cMyBP-C does not solely act as
a tether between the myosin S2 and LMM subdomains but likely affects both the kinetics and
recruitment of myosin cross-bridges through its direct interaction with actin and/or myosin head.

Introduction
Cardiac myosin binding protein-C (cMyBP-C) is a thick filament associated sarcomeric protein
located in discrete transverse bands in the C zone of the A band. The protein consists of 11
domains (C0–C10), 8 immunoglobulin I-like and 3 fibronectin type 3 motifs, with putative
binding of specific domains to the myosin tail (domain C10) [1], titin (domains C8–C10) [2],
myosin sub-fragment 2 (S2, domains C1–C2) [3,4], and actin (domains C0–C1) [5,6].
Furthermore, while sedimentation studies indicate that cMyBP-C does not bind to myosin
subfragment 1 (S1) [3], the C0–C1 domains may interact with the myosin head and affect
contractile function [7,8]. The importance of cMyBP-C in fiber assembly, maintenance of
structural integrity, and regulation of contraction is highlighted by the fact that mutations in
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cMyBP-C are one of the most commonly identified causes of familial hypertrophic
cardiomyopathy [9–11].

Studies in muscle fibers where cMyBP-C has been either chemically extracted [12] or
transgenically deleted [13] have defined a role of cMyBP-C in decreasing cooperative
activation and unloaded shortening speed. This has lead to the hypothesis that cMyBP-C may
function as a tether restricting the interaction of myosin with actin. However the mechanism
by which cMyBP-C may affect the mechanics and kinetics of myosin as it interacts with actin
is currently not well understood. For example, the effect of cMyBP-C on half maximal calcium
activated tension (i.e. calcium sensitivity) has been reported to be decreased, unchanged or
increased in fibers depending on the experimental approach [12–17].

Fiber studies using N-terminal domain fragments at high stoichiometric concentrations
demonstrate that the addition of the C1–C2 or C0–C2 peptide results in a leftward shift in the
pCa-tension curve with or without the presence of native cMyBP-C [18–20]. When the C0
domain of MyBP-C was deleted in a transgenic model, again a leftward shift in fiber pCa-
tension relation was observed [8]. In contrast, using an expressed C5 domain peptide resulted
in a rightward shift, whereas the C0–C1 peptide had no effect on tension [21]. Recent studies
in an in vitro motility assay have shown that the cMyBP-C domain fragments may activate the
thin filament at low calcium levels but depress thin filament sliding speed at high calcium
levels [22]. Thus individual domains appear to have contrasting effects on contractile function
making interpretation of the overall function of the intact cMyBP-C challenging.

To delineate the effect of whole cMyBP-C on contractile function we have employed a
simplified molecular approach, using purified contractile proteins in the in vitro motility assay.
Through this approach we directly characterized the effect of intact cMyBP-C on thin filament
activation with respect to velocity of thin filament sliding and isometric force. Moreover, the
specific functional significance of cMyBP-C binding to light meromyosin (LMM), myosin S2,
and actin was investigated using in vitro motility and cosedimentation assays.

Materials and Methods
Protein Isolation and Characterization

Chicken pectoralis myosin and its subfragments, S1 and HMM, were isolated as previously
described [23]. Skeletal myosin was used for it long term stability thus decreasing variability
between experiments. Chicken skeletal actin was isolated by standard techniques [24] with
further purification obtained through gel filtration chromatography [25]. Beef cardiac troponin
and tropomyosin were isolated as previously described [26], with further purification of
tropomyosin achieved through hydroxyapatite chromatography. Beef cardiac MyBP-C was
isolated per the methods of Hartzell and Glass [27] employing hydroxyapatite and anion
exchange chromatography. Regulated thin filaments were reconstituted in a low salt buffer (25
mM KCl, 25 mM imidazole, 5 mM MgCl2, 10 mM DTT and 2 mM EGTA, pH 7.4) with a
molar ratio of actin: troponin: tropomyosin of 4:1:1 [28]. Actin and reconstituted thin filaments
were labeled with rhodamine-phalloidin (1:1 molar ratio) to allow visualization with
epifluorescence microscopy.

As cMyBP-C contains three known phosphorylation sites in the C1–C2 linker [29], the extent
to which the isolated cMyBP-C was phosphorylated was determined using the Pro-Q Diamond
phosphoprotein gel dye (Invitrogen). Aliquots of cMyBP-C were treated with either protein
phosphatase 2A1 (PP2A1, Calbiochem) or protein kinase A (PKA, p2645 Sigma) per previously
reported methods [30,31] and compared to untreated cMyBP-C. SDS-PAGE of the treated and
untreated cMyBP-C was performed with subsequent Pro-Q Diamond staining per
manufacturer’s instructions. The same gel was later stained with Coomassie Blue to confirm
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similar protein loading between groups. Treatment of cMyBP-C with PKA resulted in a
substantial increase in phosphostaining when compared to untreated cMyBP-C (Figure 1). In
contrast, treatment of the isolated cMyBP-C with protein phosphatase 2A1 did not result in a
reduction in the extent of phosphostaining, indicating that the cMyBP-C used in our
experiments was largely dephosphorylated.

In Vitro Motility Assay
The in vitro motility assay has been previously described in detail by Spudich and colleagues
[32]. We have adopted this approach with modification as follows, myosin or its subfragments
(100 μg/ml (217 nM for whole myosin)) was applied for one minute to a nitrocellulose coated
coverslip unless otherwise specified in 300 mM KCl, 25 mM imidazole, 5 mM MgCl2, 2 mM
EGTA and 10 mM DTT. The surface was then washed with bovine serum albumin (0.5 mg/
ml) in low salt buffer (25 mM KCl, 25 mM imidazole, 5 mM MgCl2, 2 mM EGTA and 10 mM
DTT) to block non-specific protein interactions with the motility surface. Cardiac MyBP-C
(cMyBP-C: 100 nM unless otherwise specified) was added to the final motility buffer and
compared to controls without cMyBP-C. Employing epifluorescence microscopy, rhodamine-
labeled thin filaments were observed moving across the myosin coated surface in the presence
of ATP (2 mM) and as a function of the free calcium in the motility solutions (25 mM KCl
(unless otherwise specified), 25 mM imidazole, 5 mM MgCl2, 2 mM EGTA and 10 mM DTT,
glucose oxidase 0.1 mg/ml, catalase 1.8 μg/ml, glucose 2.3 mg/ml, and 0.38% methylcellulose).
Free calcium and ionic strength of the motility solution was determined as previously described
[33]. In experiments with actin alone (i.e. no troponin or tropomyosin), the final motility
solution is as above with no added calcium. Where noted, KCl and inorganic phosphate
(PO4

−2) were adjusted in the final motility solutions [28]. These experiments were conducted
a minimum of two times. Thin filament motility was recorded on videotape, and subsequently
analyzed using the Motion Analysis System VP110 (Motion Analysis Corporation). Typically
>300 individual filament velocities were averaged to determine the mean velocity for each
motility experiment. The pCa–velocity experiments were conducted three times with the means
of individual experiments fit to the Hill equation.

Isometric Force Assay
Relative force was determined by adding increasingly higher concentrations of α-actinin to the
motility surface in repeated experiments until thin filament motility was arrested [25]. As α-
actinin avidly binds actin, it functions to impede the movement of actin filaments in a
concentration dependent manner. To determine isometric force at a single pCa value at least
five α-actinin concentrations were used in separate motility experiments to determine the
minimum concentration of α-actinin needed to completely arrest thin filament motility. This
concentration of α-actinin is a relative measure of isometric force. Force was determined at
eight different free calcium concentrations. The pCa–force experiments were conducted twice
with the means fit to the Hill equation. For these experiments, α-actinin (Sigma Ltd.) was
dialyzed into low salt buffer prior to use. To examine the effects of cMyBP-C on isometric
force, 100 nM of cMyBP-C was added to the final motility solution.

Co-Sedimentation Experiments
To determine the effect of cMyBP-C on myosin binding to actin, co-sedimentation experiments
were designed where the amount of myosin S1 and cMyBP-C pelleted with actin was
determined as a function of cMyBP-C solution concentration. The sedimentation experiments
were done in the presence and absence of ATP. This set of experiments was repeated three
times. The experiments in which ATP was added, an initial sedimentation spin of equimolar
actin and S1 with 5mM ATP was performed (393,000 × g for 20 minutes) and the supernatant
was collected. This step removed myosin cross-bridges that strongly bind to actin independent
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of ATP. Subsequently, increasing concentrations of cMyBP-C (up to 0.6μM) were added to
an equimolar mixture of actin and S1 in a high salt buffer (300 mM KCl, 25 mM imidazole, 5
mM MgCl2, 2 mM EGTA and 10 mM DTT). Sedimentation of actin and associated S1 and
cMyBP-C was performed through centrifugation at 56 K (137,000 × g) for 20 minutes in the
presence and absence of ATP. The pellet was collected and run on SDS-PAGE. Quantification
of S1, cMyBP-C and actin in the pellet was performed by densitometric analysis of the gels
(Quantity One, Bio-Rad).

Statistical Analysis
The Hill equation was fit to the means of the data [25]. Comparisons between both groups were
performed by paired t-test or one-way ANOVA with a Tukey adjustment for multiple
comparisons. Data are expressed as mean ± S.E. unless otherwise noted.

Results
Cardiac MyBP-C affects pCa:velocity and force in the motility assay

The addition of cMyBP-C to the motility assay significantly affected thin filament sliding
speeds at both maximal and submaximal calcium levels (Figure 2A). Adding 100 nM cMyBP-
C at ~ 2:1 molar ratio of whole myosin/cMyBP-C, resulted in a 25% slowing of thin filament
velocity at maximal calcium when compared to regulated thin filaments without cMyBP-C
(4.6 ± 0.4 μm/s vs. 6.3 ± 0.3 μm/s, respectively, P <0.002). Preincubating cMyBP-C with
myosin or adding cMyBP-C prior to adding actin to the motility assay resulted in a similar
reduction in thin filament velocity (data not shown). In contrast, cMyBP-C increased thin
filament velocity at submaximal calcium levels as demonstrated by a leftward shift in the
pCa:velocity relation (pCa50 6.64 ± 0.06 vs. 6.44 ± 0.02, respectively, P = 0.003). The presence
of cMyBP-C did not affect the cooperativity of thin filament activation for velocity when
compared to control experiments (Hill coefficient 2.4 ± 0.7 vs. 3.6 ± 0.7, respectively, P= 0.18).

Relative isometric force was determined in the motility assay through the use of the actin
binding protein, α-actinin (see Methods; Figure 2B). At maximal calcium activation, cMyBP-
C had no effect on the relative actomyosin force generation (1.00 ± 0.08 vs. 0.94 ± 0.05, with
and without c-MyBP-C, respectively, P=0.64). However, at submaximal calcium, the presence
of cMyBP-C resulted in a rightward shift in the pCa:force relation when compared to control
experiments (pCa50 6.25 ± 0.09 vs. 6.55 ± 0.02, respectively, P=0.004). The Hill coefficient
was more than four fold lower in the presence of cMyBP-C when compared to controls (1.2 ±
0.3 vs. 5.3 ± 1.4, respectively, P = 0.004) demonstrating a negative effect of cMyBP-C on
cooperativity. Thus at maximal activation cMyBP-C lowered velocity, while not affecting
maximal force, however at submaximal activation, it exerted opposite effects with an increase
in thin filament velocity and a decrease in isometric force.

Effect of ionic strength and inorganic phosphate on cMyBP-C function
cMyBP-C may slow thin filament sliding by acting as a load against which the myosin must
operate. Such loads are possible if cMyBP-C acts as a tether by binding one end of the molecule
to the motility surface, the myosin rod, or myosin S2 and the other end to either the myosin
head/neck and/or to the actin filament [29]. To determine the role of this putative effect, we
have assumed that the cMyBP-C tether would be non-covalently bound and thus susceptible
to changes in ionic strength. In addition, excess inorganic phosphate (Pi) is known to decrease
force by limiting the force-generating weak to strong binding cross-bridge transition [34,35]
so that Pi can be used to vary the force generated by the myosin population that interacts with
the actin filament. We investigated the effect of both ionic strength and elevated Pi on actin
filament velocity in the presence and absence of cMyBP-C. Here we assumed that under these
experimental conditions that either the load presented by cMyBP-C would be reduced as a
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function of ionic strength or the force generating capacity of myosin would be reduced as a
function of Pi, leading to a change in actin filament velocity as predicted by the force:velocity
relation.

Ionic strength was adjusted by varying the KCl concentration in the final motility buffer from
25 mM to 100 mM, corresponding to ionic strengths of 51 mM to 127 mM, respectively. As
with regulated thin filaments, the addition of 100 nM cMyBP-C resulted in a lowering of actin
filament velocities (Figure 3A). However when the ionic strength of the motility buffers was
increased to near physiologic levels no effect on velocity was observed for actin or actin plus
cMyBP-C. In addition, 16 mM excess Pi, which would be sufficient to reduce myosin force
generation by 50% [35], had no effect on thin filament velocity with or without cMyBP-C
(Figure 3B). The ionic strength and Pi experiment results suggest that cMyBP-C does not impart
a load on thin filament motility as a result of weak non-specific ionic interactions with either
the myosin molecule or actin filament.

cMyBP-C modulates motility generated by myosin proteolytic fragments
With cMyBP-C capable of binding to the myosin LMM and S2 regions [29], we investigated
whether this binding is required for cMyBP-C to induce its functional effect. Accordingly, the
effect of cMyBP-C on actin filament velocity generated by whole myosin, HMM and myosin
S1 was studied. Cardiac MyBP-C reduced actin filament velocity in a concentration-dependent
manner for myosin and the two proteolytic subfragments. For whole myosin and HMM,
complete inhibition of actin filament motility occurred at 400 nM cMyBP-C (Figure 4A, B).
These experiments were repeated using regulated thin filaments at pCa 5 where similar results
were observed (data not shown). Myosin subfragment-1 is capable of sustaining thin filament
motility but at much lower velocities than what is observed for either HMM or whole myosin
[36]. Similar to the above experiments, myosin S1 actin filament motility was inhibited by
cMyBP-C but at lower cMyBP-C concentrations (Figure 4C). These data indicate that the
binding of cMyBP-C to LMM or myosin S2 is not required for whole cMyBP-C to exert its
inhibitory effect on thin filament motility. Harris and colleagues demonstrated a reduction in
thin filament sliding velocity with the C1–C2 domain fragment for both HMM and myosin S1
in the motility assay [22,37]. In these experiments a ten-fold higher concentration of C1–C2
was used to see this effect suggesting that either the binding affinity of this domain fragment
is less than intact cMyBP-C protein and/or that whole cMyBP-C affects contractile function
in a somewhat different manner than the C1–C2 peptide.

cMyBP-C is competitive for myosin S1 binding to actin
The potential that cMyBP-C competes with myosin S1 for actin binding was characterized by
co-sedimentation experiments. In these experiments cMyBP-C co-sedimented with actin in a
concentration dependent manor (Figure 5A, B), and thus demonstrates cMyBP-C’s ability to
bind to actin. In contrast, the amount of myosin S1 that binds to actin was reduced as a function
of cMyBP-C. These experiments were done in the presence of ATP where myosin weakly
binds to actin [38]. Next, to determine if cMyBP-C can also affect myosin strong binding to
actin (i.e. rigor), experiments were performed in the absence of ATP (Figure 5C, D). Under
these conditions, cMyBP-C did not affect myosin S1 binding to actin. Moreover, the amount
of cMyBP-C that co-sedimented with actin was reduced nearly 3-fold. These data indicate that
cMyBP-C and myosin compete for actin binding but the extent of competition is dependent
on the myosin binding state.

cMyBP-C alters actomyosin kinetics
The reduction in thin filament velocity by cMyBP-C could be due to cMyBP-C limiting the
number of myosin cross-bridges interacting with the thin filament or that cMyBP-C directly
affects the mechanokinetics of actomyosin. The cosedimentation experiment indicates that
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cMyBP-C is capable of limiting myosin binding to actin and could in part affect thin filament
motility. Thin filament velocity is limited by the number of cross-bridges that interact with the
actin filament, reaching an asymptote at high cross-bridge numbers (i.e. >20 for muscle
myosins having ~5% duty ratios [39]). This was observed in Figure 6 where thin filament
velocities at pCa 5 increase as a function of thin filament length, given that longer filaments
can interact with a greater number of cross-bridges on the motility surface. If it assumed that
cMyBP-C slows thin filament velocities solely by limiting the number of cross-bridges that
can interact with the thin filament, then velocities for the longest thin filaments should approach
the asymptote observed in the absence of cMyBP-C (see legend for Figure 6). This was not
the case, suggesting that a more likely scenario is that cMyBP-C directly modulates the cross-
bridge detachment rate, which is the rate limiting step for filament sliding velocity when cross-
bridge number is not limiting [40].

Discussion
In this study we used the in vitro motility assay, a molecular model system for muscle
contraction, to define the mechanism by which cMyBP-C modulates actomyosin function. An
advantage of this approach is that the effect of cMyBP-C on regulated thin filament motility
generated by myosin and its proteolytic fragments can be studied at any desired stoichiometry.
With the use of monodispersed myosin molecules devoid of thick filament associated proteins
most notably titin, we demonstrate that cMyBP-C does not require an organized filament lattice
to exert its effects on force and velocity. Moreover whole cMyBP-C is able to reduce thin
filament velocity and myosin binding to actin independent of binding to LMM and myosin S2.
These data in conjunction with the ionic strength and inorganic phosphate experiments suggest
that cMyBP-C is capable of exerting its effects on thin filament motility independent of a
putative tether-like mechanism involving the simultaneous binding of cMyBP-C to LMM and
myosin S2. A similar conclusion was drawn by Harris et al. [19] studying the effect of
exogenous C1-C2 peptide fragments in muscle fibers. Given that cMyBP-C is capable of
binding to multiple proteins within the sarcomere it is conceivable that cMyBP-C can bind to
two proteins or locations simultaneously thus creating a tether-like link. However, based on
our results, we propose that cMyBP-C can affect muscle contractility by directly modulating
actomyosin binding and kinetics. Thus, these data suggest that cMyBP-C binding to the thin
filament may play a role in the modulatory capacity of cMyBP-C.

At maximal calcium activation, cMyBP-C caused a decrease in the sliding velocity of regulated
thin filaments when compared to control (Figure 2A). These results are consistent with previous
published experiments in muscle fibers where an increase in the unloaded shortening velocity
was demonstrated with either chemical extraction [41] or transgenic deletion of cMyBP-C
[13,42]. Compared to the skinned fiber studies, the motility assay allowed us to characterize
the effect of cMyBP-C on unloaded shortening over the full physiologic calcium concentration
range. In contrast to the decrease in velocity seen at high calcium levels, we demonstrate an
increase in velocity with cMyBP-C at submaximal calcium concentrations. While the molar
ratio of cMyBP-C to whole myosin (1:2) used in these experiments is close to that observed
in the C-zone of the myofilament (1:3), the magnitude of the cMyBP-C effects on velocity may
be accentuated in this study when compared to intact muscle where the molar ratio of cMyBP-
C to myosin is 1:7.

Several investigators have proposed that the reduced unloaded shortening velocity in fiber
studies is the result of cMyBP-C functioning either as a tether restricting myosin’s interactions
with actin [15,29,43–45] and/or imparting a viscous load to thick-thin filament sliding [46].
Our data would indicate that neither of these mechanisms can account for the functional effects
observed with cMyBP-C in this study. For example, cMyBP-C could hypothetically tether the
myosin head/neck or actin filament to the motility surface via cMyBP-C non-specifically
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binding to the motility surface. This is unlikely since the motility surface is blocked with bovine
serum albumin prior to the addition of cMyBP-C. However, cMyBP-C does bind in vitro to
both the myosin LMM and S2 segments [3], providing a more physiologically relevant point
of attachment. The fact that cMyBP-C can reduce actin filament velocities independent of
LMM and myosin S2 binding (using HMM and myosin S1, respectively; see Figure 4) indicates
that the reduction in velocity is not likely the result of a tether involving the binding of cMyBP-
C to LMM or myosin S2. Moreover, if thin filaments were moving under a load due to the
presence of cMyBP-C, then changing the ratio of force generating myosin molecules to
cMyBP-C should have led to significant changes in thin filament velocity, which was not
observed when excess Pi [35] was used in the motility assay (Figure 3B). Finally, an internal
load created by cMyBP-C does not appear to exist in the motility assay where an increase rather
than a decrease in thin filament velocity was observed at low calcium levels with the addition
of cMyBP-C compared to controls. Moreover, in the force experiments a similar concentration
of α-actinin was used to arrest thin filament motility at high calcium concentrations which
would not be anticipated if cMyBP-C was imposing a load on the system.

Alternatively, it has been proposed that cMyBP-C may bind directly to actin [6] and through
this interaction affect contractile function. Since myosin S1 does not bind cMyBP-C [3], the
inhibition of actin velocities observed using myosin S1 would suggest that this effect is
mediated via cMyBP-C binding to actin. In fact, the co-sedimentation experiments demonstrate
that cMyBP-C and myosin compete for actin binding as a function of ATP (Figure 5). However,
a reduced number of cross-bridges interacting with actin cannot solely account for the cMyBP-
C induced reduction in velocity, as long actin filaments, which interact with greater number
of cross-bridges on the motility surface, do not exhibit faster velocities (see Results; Figure 6).
Thus, cMyBP-C, presumably through its interaction with the thin filament, modulates either
the inherent mechanics and/or kinetics of the myosin cross-bridge [22]. Specifically, cMyBP-
C could reduce the displacement generated by the myosin motor and/or the rate at which the
cross-bridge detaches from actin following the powerstroke, both of which govern actin
filament velocity at the molecular level [47]. Evidence for a kinetic effect already exists given
that MyBP-C slows the rate of actomyosin ATP hydrolysis [48,49] and is consistent with a
slower cross-bridge detachment rate being the most likely effect of cMyBP-C on thin filament
velocity.

No change in maximal isometric force is observed with the addition of cMyBP-C, which is in
agreement with results from fiber studies where cMyBP-C is either extracted [41] or
transgenically knocked out [42]. If cMyBP-C decreases the rate of cross-bridge detachment as
suggested above this would result in an increased cross-bridge attachment time [47]. A
determinant of isometric force is the duty ratio, defined as the myosin attachment time divided
by the total cycle time (i.e., time of the ATP hydrolysis cycle). As maximal isometric force is
unaffected by cMyBP-C, this would suggest that the ATP hydrolysis rate is likely slowed [5]
accordingly so that the duty ratio is preserved in the presence of cMyBP-C. Why this is not the
case at submaximal calcium levels where force is reduced in the presence of cMyBP-C is a
matter of speculation. As crossbridge kinetics are differentially affected by load and the degree
of calcium activation [50], these data would suggest that cross-bridge number and kinetics are
likely responsible for the differential effect of cMyBP-C on both force and velocity at
submaximal calcium.

In conclusion, these motility studies demonstrate that cMyBP-C can exert its modulatory role
on actomyosin force and motion generation without the spatial constraints that normally exist
within the sarcomere. While the effects seen in the motility assay may not completely reflect
the binding and function of cMyBP-C in the intact lattice, where structural organization and
the presence of other sarcomere proteins may affect contractile performance, we have
demonstrated that cMyBP-C elicits the same effect on calcium-activated force and velocity as
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previously demonstrated in muscle fibers. Within the sarcomere, the cMyBP-C to myosin
molar ratio of 1:7 and its location being limited to the C zone suggests that cMyBP-C exerts
its effect either directly on those cross-bridges with which it interacts or that its effects are
cooperative and must be communicated to other cross-bridges within the thick filament either
through the thick filament backbone or through the thin filament. Distinguishing between these
two possibilities will be difficult based on fiber studies, whereas the in vitro approaches
described here in combination with native thick filaments that maintain the in vivo
stoichiometry and spatial relationships may provide an answer to this important question
[51–53]. Presently, with the use of monodispersed myosin at a 2:1 whole myosin/cMyBP-C
molar ratio, we have demonstrated that cMyBP-C directly affects actomyosin kinetics with the
effect being independent of cMyBP-C binding to the LMM and S2 domains of myosin. These
results raise the possibility that cMyBP-C exerts its modulatory role via its interaction with
actin, which may be a regulated property depending on cMyBP-C’s phosphorylation state
[6]. It should be noted that neither the specific cMyBP-C binding site on actin nor the
physiologic relevance of such binding in muscle fibers (if present) has been defined. Thus,
future studies characterizing the effect of cMyBP-C on the inherent mechanics and kinetics of
the individual cross-bridge in the laser trap [54] using intact native thick filament [51] should
offer insight into the molecular mechanisms by which cMyBP-C exerts its effect on
contractility and its regulation by cMyBP-C phosphorylation.
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Figure 1.
A) ProQ Diamond staining of untreated cMyBP-C (control) and cMyBP-C treated with PKA
or PP2A. B) Corresponding Coomassie Blue staining demonstrating similar protein loads for
the three groups. C) Densitometry of the ProQ Diamond stain demonstrating increased cMyBP-
C phosphorylation with PKA treatment but no decrease in phosphorylation with PP2A
treatment indicating that the cMyBP-C used in this study is largely dephosphorylated.
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Figure 2.
A) pCa-velocity relations for calcium regulated thin filaments in the presence (diamonds,
dashed line) and absence of cMyBP-C (circles, solid line). The addition of cMyBP-C to the
motility assay resulted in a 25% decrease in maximal velocity and a leftward shift in the
pCa:velocity relation (6.64 ± 0.06 vs. control, 6.44 ± 0.03, P=0.003). B) pCa-force relations
for calcium regulated thin filaments in the presence (diamonds, dashed line) and absence
(circles, solid line) of cMyBP-C. The addition of cMyBP-C had no significant effect on
maximal force but caused a rightward shift in the pCa:force relation (6.25 ± 0.09 vs. 6.55 ±
0.02, respectively, P=0.008). Cooperative activation of the thin filament was also reduced in
the presence of cMyBP-C as indicated by the Hill coefficients of 1.2 ± 0.3 and. 5.3 ± 1.4,
respectively, P=0.005.

Saber et al. Page 13

J Mol Cell Cardiol. Author manuscript; available in PMC 2009 June 1.

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript

N
IH

-PA Author M
anuscript



Figure 3.
A) Actin filament velocity as a function of ionic strength in the absence (circles, solid line)
and presence of cMyBP-C (diamonds, dashed line). No effect of ionic strength was observed
indicating that the inhibition of velocity by cMyBP-C was not the result of weak non-specific
binding. B) Actin filament velocities as a function of excess inorganic phosphate (Pi) in the
absence (circles, solid line) and presence of cMyBP-C (diamonds, dashed line). No effect of
excess Pi was observed demonstrating that the reduction in velocity observed cMyBP-C is not
the result of cMyBP-C imparting a mechanical load to the system. See text for discussion.
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Figure 4.
Actin filament velocity as a function of cMyBP-C concentration, using whole myosin (A),
HMM (B), and myosin S1 (C). Cardiac MyBP-C caused a concentration dependent reduction
in velocity for myosin and its subfragments. These data demonstrate that the inhibition of
velocity by cMyBP-C is not the result binding of cMyBP-C LMM or myosin S2.
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Figure 5.
Co-sedimentation of myosin S1 and cMyBP-C with actin. Representative SDS PAGE (A) and
composite densitometric ratios (B) of cMyBP-C (circles) and myosin S1 (squares)
cosedimented with actin in the presence of ATP. As is demonstrated the amount of myosin S1
cosedimented with actin is reduced with the addition of cMyBP-C. In contrast, in experiments
where ATP was not added (C and D), myosin rigor binding to actin is not affect by cMyBP-C
but cMyBP-C binding to actin is reduced nearly 3 fold. These data demonstrate that cMyBP-
C competes with myosin S1 for actin binding.
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Figure 6.
Thin filament velocity of individual thin filaments as a function of thin filament length with
(diamonds, dashed line) and without (circles, solid line) cMyBP-C using a sparsely populated
myosin-coated motility surface (myosin loading buffer concentration of 25μg/ml). The number
of myosin cross-bridges interacting with the thin filament is a function of its length. This
relation can be expressed mathematically [39]: v = vmax[1−(1−fxb)n], where v is the filament
velocity, vmax is the maximum filament velocity, fxb is the cross-bridge duty ratio, and n is the
number of cross-bridges available to interact with the thin filament. For the purposes of the fit
we assume that the duty ratio was 5% [39]. Accordingly, at short filament lengths (e.g. <6μm)
thin filament velocity is dependent on the number of cross-bridges with which it interacts (i.e.
filament length). At longer filament lengths (e.g. >6μm) thin filament velocity is independent
of filament length. As depicted in this figure with filaments > 6μm, cMyBP-C caused a
reduction in thin filament velocity. If cross-bridge number was the sole determinant of the
cMyBP-C reduction in velocity at long filament lengths, then velocity should recover to that
observed in the absence of cMyBP-C, which is not the case. This is hypothetically represented
by the dash-dot curve where it was assumed that the number of cross-bridges interacting with
the thin filament is reduced by 50% and vmax is unchanged with the addition of cMyBP-C.
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