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Abstract: Kinesin-1 is a typical motile molecular motor and the founding member of the kinesin family.
The most significant feature in the unidirectional motion of kinesin-1 is its processivity. To realize the
fast and processive movement on the microtubule lattice, kinesin-1 efficiently transforms the chemical
energy of nucleotide binding and hydrolysis to the energy of mechanical movement. The chemical
and mechanical cycle of kinesin-1 are coupled to avoid futile nucleotide hydrolysis. In this paper,
the research on the mechanical pathway of energy transition and the regulating mechanism of the
mechanochemical cycle of kinesin-1 is reviewed.

Keywords: Kinesin-1; nucleotide; microtubule; mechanochemical coupling; neck linker; conformational
change

1. Introduction

Kinesin is a molecular walking motor protein inside cells. The size of kinesin is smaller
than the other two members of motor proteins, myosin and dynein. The kinesin proteins can be
divided into 14 subfamilies according to their structural and functional similarities (from kinesin-1 to
kinesin-14) [1-4]. The kinesin-1 subfamily (also called conventional kinesin) is the founding member
of the kinesin family [5,6] and mainly exists in the nerve axons to transport membranous organelles
along microtubule lattice. Different from the kinesin-3 (monomer, but can also form a dimer [7])
and the kinesin-5 (tetramer) subfamily, the members of kinesin-1 form a dimer structure in vivo to
“walk” toward the microtubule’s plus end. The entire structure of kinesin-1 can be mainly divided
into three domains, i.e., the motor domain, the tail domain and the stalk domain (the motor domain
and a part of stalk domain of kinesin-1 are shown in Figure 1). The motor domain (also called motor
head), which contains the nucleotide-binding and microtubule-binding sites, is highly conserved
among the kinesin family. The tail domain of kinesin-1 is used to bind with the “cargo”. Kinesin-1
proteins have different tail domains, which can bind the light chain to interact with different cargos [8].
The motor domain and the tail domain are connected by a single long «-helix, which is called the
stalk domain. The two stalk domains of two kinesin-1 monomers coil together to form a coiled-coil
structure and constitute a functional dimer. It is worthwhile to note that ~14 residues constitute the
neck linker of kinesin-1, which connects the motor domain and the stalk domain. The conformational
changes of the neck linker in different nucleotide-binding states are the key processes in the walking
movement of kinesin-1 [9-13]. Because the motor domain locates in the N-terminal part of the protein,
kinesin-1 belongs to the N-type kinesin. Kinesins with the motor domain located in the middle and
the C-terminal part of the protein are the M-type and C-type, respectively. The walking directionality
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of kinesin varies with different locations of the motor domain. N-type kinesins (most members of
the kinesin family) walk toward the plus end of the microtubule (some of the kinesin-5 proteins with
N-terminal motor domain show bidirectional motility, as reviewed in Ref. [14]). In contrast, the C-type
kinesin (mainly kinesin-14 subfamily [15]) walks toward the minus end of the microtubule. The M-type
kinesin (mainly kinesin-13 subfamily) is relatively special because it takes one-dimensional diffusion
toward the two ends of the microtubule [16-19].
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Figure 1. Two motor domains of kinesin-1 bind to the microtubule lattice simultaneously. The neck
linkers of the kinesin-1 dimer are colored in green. The leading head is in the nucleotide-free state and
has an undocked neck linker, which points to the minus end of the microtubule. The trailing head is in
the ADP-Pi/ADP-bound state and has a plus-end pointed neck linker. This figure was produced using
Discovery studio 3.5 visualizer.

The kinesin-1 dimer walks along a single protofilament of the microtubule in a hand-over-hand
manner. There are some noteworthy features of kinesin-1 walking movement: (1) Kinesin-1 can
transform chemical energy of the adenosine triphosphate (ATP) binding and hydrolysis to mechanical
energy of the walking along the microtubule with a cargo. (2) The chemical cycle and the mechanical
cycle of kinesin-1 are highly coupled to ensure only one ATP molecule is consumed in one step [20,21].
The futile ATP hydrolysis rarely happens in kinesin-1 normal walking process. (3) The microtubule
not only provides the track for the motility of kinesin-1 but also directly participates in the regulation
of the kinesin-1 chemical cycle. The microtubule can catalyze the release of adenosine diphosphate
(ADP), which is the product of ATP hydrolysis. In this way, the mechanochemical process of kinesin-1
is dramatically accelerated. The key process of energy transformation is from ATP entering the
nucleotide-binding pocket to the docking movement of the neck linker, which pulls the other motor
domain to the next binding site on the microtubule. How the conformational changes induced by the
ATP binding can transmit to the neck linker region and finally drive the neck linker docking is an
essential question in the walking mechanism of kinesin-1. In this paper, research on the conformational
changes from the ATP binding to the neck liner docking and the coupling of mechanochemical cycle of
kinesin-1 is reviewed.

2. Interactions Between ATP Molecule and Motor Domain of Kinesin-1

Kinesin-1 can catalyze ATP hydrolysis and use the energy stored in the ATP molecule to realize
directional movement [22]. Since both the nucleotide-binding and the microtubule-binding sites of
the kinesin-1 locate in the motor domain, the research on the conformational changes in different
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nucleotide-bound states of kinesin-1 is focused on the motor domain. The motor domain of kinesin-1
has a typical globular structure with a central (3-sheet of eight strands in the center and three c-helices
on either side of the central (3-sheet [23-25]. The nucleotide-binding and the microtubule-binding sites
of kinesin-1 locate on the opposite sides of the central 3-sheet. Figure 2 shows the structures of the ATP
molecule and the kinesin-1 nucleotide-binding pocket. Similar to other ATPase, the nucleotide-binding
pocket of kinesin-1 consists of four motifs [26,27], which are referred to as the N-1 motif (also called
P-loop or Walker A sequence [28,29], Gly-X-X-X-X-Gly-Lys-Thr/Ser), the N-2 motif (also called switch-I,
Asn-X-X-Ser-Ser-Arg), the N-3 motif (also called switch-II, Asp-X-X-Gly-X-Glu) and the N-4 motif
(Arg-X-Arg-Pro). Table 1 depicts the sequence alignment of the nucleotide-binding site among the
kinesin family members. The four motifs are highly conserved in the kinesin family, especially the
N-3 motif (the switch-II), which is absolutely conservative in the whole family. The entire structure
of nucleotide-binding pocket of kinesin-1 is a perfect match for ATP molecules in both geometry
and interaction (Figure 2). The N-1, N-2 and N-3 motifs form a pocket structure [30]. The three
phosphate groups of the ATP molecule, which have four negative charges, bind tightly into this
pocket and, together with Mg?", form salt bridges, hydrogen bonds and coordination bonds with the
surrounding residues [30-32]. N-4 and N-1 form a geometrically matched hydrophobic pocket for the
adenosine ring of ATP. The hydrophobic stacking between the pocket and the adenosine ring of the
ATP molecule contributes to the binding and recognition of nucleotide with the nucleotide-binding
pocket of kinesin-1.

Figure 2. Structure of kinesin-1 nucleotide-binding pocket and ATP (adenosine triphosphate) molecule.
(a) Kinesin-1 motor domain. The four motifs of kinesin-1 nucleotide-binding pocket are highlighted in
red. The bound ATP molecule and Mg2+ are shown in the ball and stick mode. (b) Structure of ATP
molecule. This figure was produced using Discovery studio 3.5 visualizer.

It has been proved in experiments that the key force-generation step of kinesin-1 in the walking
process, i.e., the neck linker docking to the motor domain, is induced by the binding of ATP molecule to
the nucleotide-binding pocket, not by the hydrolysis of ATP molecule [9]. The microsecond-timescale
all-atomic molecular dynamics (MD) simulations by Hwang et al. [33] show that the conformational
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changes of «0, switch-I (N-2 motif of nucleotide-binding site) and L5 loop of kinesin-1 facilitate the
binding of ATP molecule to the nucleotide-binding pocket. The entrance of the ATP molecule into the
nucleotide-binding pocket can induce a series of conformational changes of the pocket, which can be
amplified and finally transmitted to the neck linker portion to initiate the docking movement of neck
linker to the motor domain [12,34—42]. The first step of this process is the sensing of the existence of the
ATP molecule [43,44]. Analogous to the G protein [26,45], the serines on the N-2 motif (the conserved
fourth and fifth residues on the N-2 motif, see Table 1) and the glycine on the N-3 motif (the conserved
fifth residue on the N-3 motif, see Table 1) of kinesin-1 nucleotide-binding pocket are considered
to sense the existence of ATP molecule through directly interacting with the y-phosphate of ATP
(Figure 3). Therefore, the switch-I and switch-II are the y-phosphate sensors of kinesin-1. Both the
motifs have large conformational changes upon ATP binding into the nucleotide-binding pocket of
kinesin family [46]. Comparison of the structures of the motor domain in different nucleotide-binding
states shows that the switch-I and switch-II are in an open conformation in the nucleotide-free state
(apo state). After ATP entering the binding pocket, the switch-I and switch-II will cover the ATP
molecule and change to the closed state.

To date and to our knowledge, the systematic research on the detailed mechanism of ATP
hydrolysis catalyzed by kinesin-1 is still lacking. Parke et al. [32] investigated the ATP-hydrolysis
process of Eg5 protein (belongs to the kinesin-5 subfamily) and proposed a two-water mechanism of
ATP hydrolysis. Based on the structure obtained by Parke et al. [32], McGrath et al. [47] gave more
details about the ATP hydrolysis by using quantum-mechanical/molecular-mechanical (QM/MM)
metadynamics. In this two-water model, two water molecules together with several key residues in the
active site form a proton transfer network, which performs the nucleophilic attack of the y-phosphate
of the ATP molecule and finally causes the cleavage of the 3-y bridging bond of ATP. When the ATP
molecule docks to the nucleotide-binding pocket, Arg234 (amino acid sequence of PDB structure
3HQD [32], corresponding to Arg203 in 1IMK] [12]) on switch-I and Glu270 (Glu236 in 1MK]J) on
switch-II can form a salt bridge. In this way, the switch-I and switch-II connect with each other and the
nucleotide-binding pocket is closed. Closure of the nucleotide-binding pocket after ATP binding can
protect the interactions between ATP and the related residues from the influence of the surrounding
water molecules and ensure the environment for ATP hydrolysis [32]. Considering the highly conserved
nucleotide-binding pocket of kinesin family, the ATP-hydrolysis mechanism proposed by Parke et al.
and McGrath et al. should at least partly apply to the ATP-hydrolysis process of kinesin-1.

Table 1. Sequence alignment of the nucleotide-binding site of the kinesin family.

Kinesin Family ! N-1 N-2 N-3 N-4
Kinesin-1 2 GQTSSGKTH NEHSSR DLAGSE REFRP
Kinesin-2 3 GQTGAGKTY NDTSSR DLAGSE RCRP
Kinesin-3 4 GQTGSGKSY NDTSSR DLAGSE RVRA
Kinesin-4 > GQTGSGKTY NSQSSR DLAGSE RCRP
Kinesin-5 © GQTGTGKTF NAYSSR DLAGSE RCRP
Kinesin-6 7 GVTNSGKTY NQQSSR DLAGSE RIRP
Kinesin-7 8 GQTASGKTY NQRSSR DLAGSE RVRP
Kinesin-8 GPTGCGKTY NQTSSR DLAGSE RVRP
Kinesin-9 10 GQTGAGKTY NKNSSR DLAGSE RVKP
Kinesin-10 11 GQTGTGKSY NSNSSR DLAGSE REAP
Kinesin-12 12 GQTGSGKTF NRESSR DLAGSE RIRP
Kinesin-13 13 GQTGSGKTH NSNSSR DLAGSE RKRP
Kinesin-14 14 GQTGSGKTY NERSSR DLAGSE RIRP

! All the sequences in this table are taken from a representative structure of the corresponding subfamily. The footnotes
denote the structures used (PDB ID). The conserved sites are highlighted in red color. 2 1MK]J [12]; ® 2VVG [48];
4 20WM [49]; 5 3ZFD [50]; ¢ 1116 [51]; 7 5SND2 [52]; ® 1T5C [53]; ? 5GSZ [54]; 10 BNWN [55]; 1 3DC4 [56]; 12 4BN2 [57];
13 5MIO [58]; 1 2NCD [59].
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From the above discussions, the energy of ATP molecule is used by kinesin-1 in two different
forms. First, the binding of charged ATP and Mg?* to kinesin-1 motor domain can lower the energy of
the system and produce a series of conformational changes of kinesin-1 nucleotide-binding pocket [9].
These conformational changes can be transmitted and amplified by other elements and initiate the
force-generation process of kinesin-1. After this step, kinesin-1 catalyzes the ATP-hydrolysis process.
The ATP hydrolysis is an exoergic process. The energy released from the ATP hydrolysis gives
the product Pi a high energy and escapes from the constraint of the surrounding residues of the
nucleotide-binding pocket. This process will induce another series of the conformational changes of
the nucleotide-binding pocket that assists the motor domain to recover its initial conformation before
ATP binding and prepare for the next mechanochemical cycle [49].

3. Motor-Domain Rotation Induced by ATP Binding Initiates the Force-Generation Process
of Kinesin-1

A key question of kinesin-1 working mechanism is how kinesin-1 transforms the chemical energy
stored in the ATP molecule to the mechanical energy for its movement along the microtubule [60].
The answer to this question starts from the study of the effect of ATP binding to kinesin-1.
The conformational changes induced by ATP binding can be identified through the comparison
of the conformations before and after ATP binding. The N-1 motif (the P-loop) is treated as the ‘finger
print” of the nucleotide-binding site of ATPase. When comparing the motor-domain structures in
different nucleotide-bound states, it is used to keep the N-1 motifs of these structures coincided [27,30].
Taking the lever-arm motion of myosin in the different nucleotide-bound states as an analogy,
Vale et al. [10] proposed that the x4 helix (also called switch-II helix) of kinesin-1 is similar to the
“relay helix” of myosin. The piston-like motion of the «4 helix in different nucleotide-binding states
could realize the long-range communication between the nucleotide-binding pocket and the neck linker.
However, the cryo-electron microscope (cryo-EM) and X-ray structures of the kinesin—tubulin complex
indicate that o4 helix is the main microtubule-binding site of kinesin-1 [12,27,39,61,62]. Comparison of
structures of kinesin-1 in the nucleotide-free and ATP-bound state confirms that in the process of ATP
entering the nucleotide-binding pocket, the o4 helix is fixed on the microtubule (Figure 4) [38,63-65].

switch-11 O
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Figure 3. Interactions of Ser201, Ser202 on switch-I and Gly234 on switch-II with the y-phosphate of
the ATP molecule. The side chain of Ser202 interacts directly with Mg?*. This figure is produced based
on the crystal structure 4HNA [61]. The residue numbering of structure 1IMK] [12] is used. This figure
was produced by using Discovery studio 3.5 visualizer.
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Figure 4. Superposition of the X-ray crystal structures of kinesin-1 and tubulin complex in nucleotide-free
(colored in green, PDB ID: 4LNU [62]) and ATP-bound state (colored in blue, PDB ID: 4HNA [61]).
The tubulins (represented in the gray line ribbon mode) and o4 helices of the two structures coincide in
the superimposed structure. The nucleotide-binding side of the central 3-sheet shows a large rotation
due to the ATP binding. The microtubule-binding side is relatively stable except for a6, which has a
large conformational change. The ATP molecule and the Ile325 (buried in the “docking cleft” when the
neck linker is in the docked state) are explicitly shown to depict the position of the ATP-binding site
and the “docking cleft” of kinesin-1. This figure was produced by using Discovery studio 3.5 visualizer.

The superimposed structure of the kinesin—tubulin complex in kinesin-1 nucleotide-free and
ATP-bound states shows that the ATP-binding process induces a rotation of the central 3-sheet relative
to the fixed o4 helix (Figure 4). Sindelar et al. [12,37-39] proposed a “seesaw” model to describe
the mechanical transition from the nucleotide-binding pocket to the neck linker. In this model,
the interactions between Asn255 (the amino acid sequence of PDB structure 1IMK] [12]) of the motor
domain and tubulin stabilize the N-terminal part of x4 helix. The whole motor domain is analogous
to a seesaw with the central (3-sheet as the board (Figure 5). The fulcrum of the seesaw consists of
Leu258, Leu261 on a4 and Phe82, Tyr84 on the central 3-sheet. Tilting of the central 3-sheet controls
the opening of the nucleotide-binding pocket and the neck linker docking pocket located at the two
ends of the “seesaw”, respectively. The binding of the ATP molecule to the nucleotide-binding pocket
pulls one end of the “seesaw” and induces the tilting of the other end, which opens the neck linker
docking pocket. The entrance of I1e325 into the neck linker docking pocket finally triggers the docking
movement of neck linker to the motor domain.



Int. J. Mol. Sci. 2020, 21, 6977 7 of 18

docked neck
linker

Hocking cleft
nucleotide cleft S

o« LTt a4 helix
4 .) | A

Figure 5. Diagram of the “seesaw” model (PDB ID: 4HNA [61]). The “fulcrum” is composed of Phe82,
Tyr84, Leu258 and Leu261. The x4 helix (red) provides the support for the “seesaw”. The 4HNA
structure is in the ATP-bound state, with an ATP analogue (ADP-AIF;") in the nucleotide-binding
pocket. In this state, the nucleotide cleft is in the closed state and the docking cleft is in the open state.

-

This figure was produced by using Discovery studio 3.5 visualizer.

With the recent progress of experimental methods, the high-resolution cryo-EM structures and
X-ray crystal structures of the kinesin-tubulin complex in different nucleotide-bound states have been
obtained [61,62,66-69]. These structures provide much more information about the conformational
changes induced by the binding of the ATP molecule into the nucleotide-binding pocket. Based on
these structures, experimental [66,67,70-72] and theoretical [33,73,74] research confirms that the whole
motor domain can be divided into three subdomains. The conformational changes induced by ATP
binding can be more exquisitely described as the conformational changes and relative motion of
the subdomains. The “alternating cleft” model is proposed on the basis of the above results [67,72].
In this model, there are several clefts on the motor domain in different nucleotide-bound states. In the
nucleotide-free state, there is a nucleotide cleft between P-loop (N-1 motif) and switch-II (N-3 motif).
The ATP molecule can enter the binding pocket through this cleft and consequently pull the P-loop
~4 A toward the microtubule. Interactions between P-loop and switch-II in this state can close the
nucleotide cleft and induce the rotation of the «2 helix and the central (3-sheet to open another cleft, i.e.,
the “docking cleft”, for the neck linker. Opening of the docking cleft permits the docking movement
of the neck linker to the motor domain. In the process of nucleotide-cleft closing and docking-cleft
opening, the central 3-sheet has torsion and twisting (Figures 4 and 5) [33,67,74]. Distortion of the
central 3-sheet was analogous to an archery bow by Shang et al. [67]. In the nucleotide-free state,
the P-loop and switch-II stay apart and the “bow” is in the relaxed state. After ATP binding, interactions
between P-loop and switch-II result in the distortion of the central 3-sheet and initiate the neck linker
docking process. The amphipathic nature of the x4 helix facilitates this subdomain movement [75].
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Besides the kinesin-1 subfamily, the rotation of the central (3-sheet of Kif1A (belonging to the kinesin-3
subfamily) was investigated using structure-based coarse-grained simulations [76] and showed similar
conformational changes to that of kinesin-1.

4. Docking Movement of Kinesin-1 Neck Linker to Motor Domain

In 1999, Rice et al. [9] proved that the conformational change of the neck linker region is a key step in
the “walking” process of kinesin-1. Subsequent experimental and theoretical research [10,12,35,77-79],
reviewed in [80], show that the conformational change of the neck linker from the undocked state to the
docked state can pull the other head to its next binding site on the microtubule (the relative position of
the two motor domains is shown in Figure 1 and the walking pattern of kinesin-1 is shown in Figure 6).
In this way, kinesin-1 “walks” one step on microtubule lattice (the hand-over-hand manner) [81-86].
The subdomain movements discussed in the above section can be transmitted to the neck linker and
initiate the neck linker docking process.

A

trailing
head

B

trailing
head

neck linker
C dockin,
new
new //_\ leading
trailing [ head

microtubule
ADP
D catalyzed
new ADP release new_
: leading

head

Figure 6. Walking and mechanochemical coupling mechanisms of kinesin-1. (A) Both motor domains
bind strongly to the microtubule (the same as Figure 1). In this state, the internal strain between the two
motor domains and the backward-orientated neck linker of the leading head inhibit the binding of the
ATP molecule to this motor domain. (B) Detachment of the trailing head from the microtubule releases
the internal strain and the restriction to the orientation of the neck linker of the leading head. The ATP
molecule can bind to the leading head. (C) The neck linker docking induced by the ATP binding pulls
the trailing head to the next binding site on the microtubule. (D) The ADP-bound state new leading
head binds to the microtubule. The ADP molecule releases from this head quickly due to the catalysis
of the microtubule.
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The neck linker of kinesin-1 consists of 14 residues and can be divided into three parts according to
their different conformational changes in the docking movement. From the N-terminal end of the neck
linker, the first part is three residues (Lys323, Thr324 and I1e325, amino acid sequence of 1IMK] [12]),
which connect to the a6 helix of the motor domain. After these three residues is the 39 portion of the
neck linker. In the docked state of the neck linker, the 9 can form a 3-sheet with the motor domain.
The 39 consists of six residues, Lys326, Asn327, Thr328, Val329, Cys330 and Val331. The C-terminal
end of the neck linker is the 310 portion. Five residues, Asn332, Val333, Glu334, Leu335 and Thr336,
constitute the 310, which, similar to 9, forms a 3-sheet with the motor domain in the docked state.
The docking of the neck linker to the motor domain is realized through interactions of these residues
with the motor domain [87]. However, the docking mechanisms of these three parts are different.

The first step of the neck linker docking is the large conformational change of the three residues
on the N-terminal end. In the docked conformation of the neck linker, the three residues (Lys323,
Thr324 and Ile325) form a half turn of x-helix structure along the C-terminal end of the «6 helix.
This structure formed by the three residues is called the “extra turn” [88,89]. Formation of the extra
turn is induced by the rotation of the central 3-sheet. This step initiates the subsequent docking of the
9 to the motor domain. The main driving force of 39 docking movement comes from the bending of
a special structure formed by 30 and 39, i.e., the “cover-neck bundle” (CNB) [90]. The function of the
CNB structure was firstly proposed by Hwang et al. [90]. In the MD simulations of Hwang et al. [90],
the CNB structure has the spontaneous tendency of bending to the motor domain. This result was
also proved by subsequent experimental research [91]. It is worthy to note that this CNB mechanism
is shared by Eg5 protein, which belongs to the kinesin-5 subfamily [41,92,93]. The CNB-induced
neck linker docking may be a universal mechanism applied to the majority of the kinesins. To date,
the mechanism of the third step of the neck linker docking, the docking of the 310 to the motor
domain, is still unclear. Hwang et al. [90] proposed that the key event of the 310 docking should be the
formation of a backbone hydrogen bond between Asn332 and Gly76. They call this hydrogen bond the
Asn latch (Figure 7). In the steered molecular dynamics (SMD) simulations of Geng et al. [87], the Asn
latch portion had a high strength. The high strength of this part originates from the cooperation of the
hydrophobic residues around the Asn latch, which effectively protect the backbone hydrogen bond of
the Asn latch [94]. Unfortunately, the formation mechanism of this Asn latch is still unclear. After the
docking of 39, the distance between Asn332 and Gly76 is still far beyond the effective force range
of a hydrogen bond (Figure 7). We speculate that, at this moment, the trailing head has detached
from the microtubule since the motor-domain rotation of the leading head is sufficient to detach the
trailing head [42]. The extra-turn formation and the 39 docking movement can pull the trailing head
to the region near the next binding site on the microtubule. Interactions between the trailing head
and microtubule or between the two heads [95] could pull the 310 to the plus end of the microtubule
and facilitate the formation of the Asn latch. Consistent with this hypothesis, recent experimental
results showed that the full neck linker docking process is completed upon ATP hydrolysis, not ATP
binding [96-98]. There may be two factors affecting the formation of the Asn latch and the subsequent
10 docking. One is the binding of the trailing head to the next binding site on the microtubule and
another is the conformational changes of the motor domain upon the ATP hydrolysis. However,
we still cannot confirm which one is the dominant factor.

Geng et al. [88,89] proposed another function of the CNB structure, which participates in the
initiation of the neck linker docking. In the MD simulations of Geng et al. [88], they constructed a model
to represent the structure of the motor domain at the beginning of the neck linker docking (the undocked
position of the neck linker in Figure 7). Using this structure as the starting point, Geng et al. realized
the neck linker docking process in the MD simulation. According to their simulation trajectories,
formation of the extra-turn structure is driven by the rotation of the central 3-sheet. The mechanical
pathway from the central (3-sheet to the extra turn is through an initial CNB structure. However,
the simulations of Geng et al. cannot show the complete rotational movement of the central (3-sheet
around o4 helix. An artificial force is exerted on the central 3-sheet to mimic its rotation effect in their
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simulations. The results will be more persuasive if the complete process from ATP binding to neck
linker docking is realized in the MD simulations instead of adding an artificial force.

intermediate
position

undocked
position

fully dacked
position

R Gly76

Figure 7. Diagram of the neck linker docking process. The neck linker in the initial (pink), intermediate
(light red), and fully docked positions (red) are shown. In the intermediate position, the distance
between the Asn332 and the Gly76 is beyond the force range of a hydrogen bond. The inset is the
Asn latch structure in the fully docked state of the neck linker. This figure was produced using VMD
(version 1.9.3) [99] and the inset was produced using Discovery studio 3.5 visualizer.

5. Coupling Regulation of Kinesin-1 Mechanochemical Cycle

Kinesin-1 can walk unidirectionally and processively along the microtubule lattice. The backward
step rarely happens for kinesin-1 in the normal condition, and only one ATP molecule is consumed
to walk one step. These features in the walking process of kinesin-1 require that the chemical cycle
and the mechanical cycle of the motor domain are highly coupled and regulated [100-105]. Since the
conformations of the motor domain vary with the different nucleotide-bound states, the binding
strength of the motor domain of kinesin-1 with the microtubule is different. The motor domain in the
ADP-bound state binds weakly to the microtubule lattice and, in the other nucleotide-bound states,
the motor domain binds to the microtubule strongly. The chemical-cycle regulation of kinesin-1 mainly
has two aspects.

When kinesin-1 dissociates from the microtubule lattice, the two motor domains are in the
ADP-bound state. The interactions between the motor domain and the tail domain effectively inhibit
the release of an ADP molecule from the nucleotide-binding site [106-110]. In the walking process of
kinesin-1, the spontaneous release of the ADP molecule is also very slow (~0.005-0.009 s~ [111,112])
though the inhibition effect of the tail domain is absent. One of the mechanochemical regulations
comes from the walking track of kinesin-1, i.e., the microtubule lattice [113]. Binding of the motor
domain in the ADP-bound state with the microtubule accelerates the ADP-dissociation rate of this
motor domain (~9 s~! [111,112], increasing ~1000 fold compared with the spontaneous release rate).
The microtubule-catalyzed ADP release can rapidly turn the motor domain into the nucleotide-free
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state to wait for the entrance of a new ATP molecule. The information-transition pathway from
microtubule binding to the release of ADP molecule is still unclear. Shang et al. [67] found that the
Asn255 of motor domain (the “linchpin”) plays a key role in the motor domain’s microtubule-response
pathway. The MD simulations of Jin et al. [65] proposed that, besides Asn255, Lys237 on the switch-II
has interactions with a charged group consisting of Glu414, Glu417 and Glu420 on the x-tubulin.
This direct contact between the nucleotide-binding pocket and microtubule may also participate
in sensing the existence of the tubulin. The nucleotide-bound state of kinesin directly influences
the binding strength of the motor domain with a microtubule. The ADP release catalyzed by the
microtubule ensures that the motor domain converts to the nucleotide-free state rapidly and then binds
strongly with the microtubule lattice. In this way, the rapid and processive movement of kinesin-1
along the microtubule is guaranteed.

The second regulation of the kinesin-1 mechanochemical cycle is the gating of ATP binding to the
nucleotide-binding pocket. The ATP molecule can bind with the motor domain in the nucleotide-free
state. However, to avoid the futile hydrolysis of ATP, the ATP molecule can only enter the binding
pocket and be hydrolyzed under specific conditions. As discussed in the above section, the binding of
ATP into the binding pocket of the motor domain can induce a series of conformational changes of
the motor domain and finally trigger the neck linker docking movement. The neck linker docking
of one motor domain can pull the other motor domain forward to the next binding site on the
microtubule [85,86]. The motor domain, which is pulled forward, becomes the new leading head and
the other one becomes the new trailing head (Figure 6). The ADP molecule rapidly releases from the
new leading head due to the catalyzed effect of the microtubule that converts the motor domain into
the nucleotide-free state. At this moment, both motor domains of the kinesin-1 dimer bind to the
microtubule with the leading head in the nucleotide-free state (strong microtubule-bound state) and
trailing head in the ATP/ADP-Pi-bound state (strong microtubule-bound state) (Figures 1 and 6) [72].
This state in the walking process of kinesin-1 is called the “ATP-waiting state” [114]. Experiments had
confirmed that the coiled coil keeps in the coiled conformation in the walking cycle of kinesin-1 [115].
Because the length of the neck linkers of the two motor domains is approximately equal to the distance
between the two kinesin-binding sites on the microtubule (~8 nm), in the ATP-waiting state, there is an
internal strain between the two motor domains through the neck linkers [116-123]. Due to the existence
of the internal strain, the ATP molecule cannot bind stably with the motor domain and the hydrolysis
of ATP will not occur [124]. Subsequent experiments [121,125] proposed that the direction of the neck
linker plays a key role in the regulation of the ATP binding rather than the internal strain. As a matter
of fact, these two factors are not contradictory. When the internal strain exists, the neck linker of the
leading head naturally points to the minus direction of the microtubule, which is considered to prevent
the ATP binding. When the ATP hydrolysis and the Pi release complete, the trailing head gets into the
ADP-bound state. In this state, the trailing head will bind with the microtubule weakly or detach from
the microtubule [64,95,126,127] and the internal strain between the two motor domains disappears.
With the release of the restriction from the internal strain, the neck linker of the leading head cannot
maintain the backward orientation and, thus, the inhibition to ATP binding is relieved. Only in this
way can the ATP molecule bind with the nucleotide-free motor domain and the next mechanochemical
cycle start. Therefore, the gating of ATP binding is another regulation of the kinesin-1 chemical cycle.
Without the regulation of the ATP-binding process, the leading head in the nucleotide-free state would
bind and hydrolyze the ATP molecule when the trailing head is still in the strong microtubule-bound
state and a futile ATP hydrolysis cycle would occur.

A recent review by Hancock [105] discussed in detail the relationship between the gating and
the processivity of kinesin-1. In our view, the disruption of the processivity is due to the kinesin-1
binding with the microtubule weakly, in which state the motor domains bound with microtubule are
all in ADP-bound states. Since the disruption of the above two gating processes may lead to this
state, they would raise the possibility of the detachment of kinesin-1 from the microtubule. However,
the impact of the impaired gating on the processivity of kinesin-1 is determined by the possibility
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of the appearance of the weak microtubule-bound state, not directly by the introduced inhibition of
the gating.

The mechanochemical coupling of kinesin-1 is realized through the regulation of the ATP-binding
and ADP-dissociation processes. It is worthwhile to note that the regulation mechanisms of kinesin
subfamilies are different [128]. For example, though the motor domains are similar, the mitotic
centromere-associated kinesin (MCAK, a typical kinesin-13 member) shows a large difference in the
mechanochemical regulation with kinesin-1. As described above, the motor domain of dissociated
kinesin-1 is in the ADP-bound state and ADP dissociation is the rate-limiting step of kinesin-1 [112].
In contrast, the motor domain of dissociated MCAK is in the ATP-bound state and accordingly
ATP hydrolysis is the rate-limiting step of MCAK [129]. The ATP hydrolysis of MCAK requires the
binding of the motor domain with the microtubule and is a tubulin-catalyzed process. The MCAK
depolymerizes the microtubule end. Thus, the ADP molecule will not be catalyzed to dissociate from
the motor domain by microtubule lattice unless the motor domain arrives at the microtubule end.
This is also different with the regulation of ADP release of kinesin-1.

6. Conclusions

After ~35 years of investigation, the walking mechanism and the mechanochemical coupling
of kinesin-1 is much clearer now. The energy for mechanical walking of kinesin-1 comes from ATP.
Because the ATP molecule is charged, the binding of ATP molecule into the nucleotide-binding site on
the motor domain of kinesin-1 can induce a series of conformational changes in the motor domain.
These conformational changes are finally transmitted to the neck linker and, thus, trigger the docking
movement of the neck linker. In this paper, we try to combine the research results on the conformational
changes and the mechanical pathway of this process to give a detailed description at the residue level.
However, there are still some problems unresolved. For example, how is the 310 docking accomplished
in the neck linker docking process? Most of the attractive features of kinesin-1 (e.g., unidirectional
and processive movement on the microtubule lattice; one ATP molecule one step) need tight coupling
between the mechanical cycle and the chemical cycle of kinesin-1. We discussed the regulations of two
chemical processes, the ATP binding and the ADP release. However, detailed regulation mechanisms
of these two processes are still unclear to date.

The discussions of this paper are restricted to the conformational changes of only one kinesin-1
protein. In vivo, the kinesin-1 proteins often interact with some microtubule-associated proteins
or other proteins to work effectively [130]. To transport large organelles along the microtubules,
the kinesin-1 proteins often cooperate to achieve a high moving speed. Besides the regulation of the
ADP release of kinesin-1 by the microtubule, the post-translational modifications of the microtubules
can also affect the activity of the kinesin-1 [131-133]. The detailed mechanisms of all these aspects at the
residue level are still unknown and we still have a long way to go to achieve a complete understanding
of kinesin mechanism.
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Abbreviations

ATP adenosine triphosphate
ADP adenosine diphosphate

MD molecular dynamics

SMD steered molecular dynamics

QOM/MM  quantum-mechanical/molecular-mechanical

PDB protein data bank

EM electron microscope

CNB cover-neck bundle

MCAK mitotic centromere-associated kinesin
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