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Kinesin-1 Expressed in Insect Cells
Improves Microtubule in Vitro Gliding

Performance, Long-Term Stability and Guiding
Efficiency in Nanostructures

Till Korten , Samata Chaudhuri, Elena Tavkin, Marcus Braun, and Stefan Diez

Abstract—The cytoskeletal motor protein kinesin-1 has been
successfully used for many nanotechnological applications. Most
commonly, these applications use a gliding assay geometry where
substrate-attached motor proteins propel microtubules along the
surface. So far, this assay has only been shown to run undisturbed
for up to 8 h. Longer run times cause problems like microtubule
shrinkage, microtubules getting stuck and slowing down. This is
particularly problematic in nanofabricated structures where the
total number of microtubules is limited and detachment at the
structure walls causes additional microtubule loss. We found that
many of the observed problems are caused by the bacterial ex-
pression system, which has so far been used for nanotechnological
applications of kinesin-1. We strive to enable the use of this motor
system for more challenging nanotechnological applications where
long-term stability and/or reliable guiding in nanostructures is
required. Therefore, we established the expression and purifica-
tion of kinesin-1 in insect cells which results in improved purity
and—more importantly—long-term stability 24 h and guiding
efficiencies of 90% in lithographically defined nanostructures.

Index Terms—Bionanotechnology, nanobioscience, nanostruc-
tures.

I. INTRODUCTION

K INESIN-1 IS A cytoskeletal motor protein which moves
along microtubules [1]. Because of its small size, energy

efficiency, and relative stability in artificial environments,
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kinesin-1 has been intensively studied for nanotechnological
applications [2], [3]. For example, kinesin-1 has been used
for a smart-dust biosensor [4], for molecular cargo pick-up
and drop-off [5], for the assembly of molecular cargo [6], for
a blood type test [7], for the assembly of microtubule spools
[8], and for the simultaneous detection of several proteins [9].
Typically these assays use the “gliding assay” geometry, where
substrate-attached kinesin-1 motors propel microtubules along
the surface. So far, long-term studies for microtubule gliding
assays have shown that the assay can operate unperturbed (i.e.,
without replenishing microtubules) for several hours [10], [11].
After that time the main problem was that microtubules had
disappeared, which is likely because of photodamage [10] in
combination with molecular wear [12]. While a few hours are
sufficient for the nanotechnological applications mentioned
above, the run-time of the assay is currently preventing the
use of molecular motors for more challenging applications
such as parallel computation [13], [14] or high throughput
screening. Low quality of motility is especially problematic
for assays that use lithographically nanostructured surfaces
that guide microtubules [15], [16]: Microtubules getting stuck
in such structures are prone to block the transport paths,
and cause following microtubules to detach. These problems
have hampered the use of molecular motors in more intricate
nanotechnological devices despite the fact that the tools are
available and well understood for over a decade now [17].
Here, we demonstrate that part of the observed problems stem
from the bacterial expression system which has so far been
used for production of kinesin-1 motors for nanotechnological
applications. Expression of eukaryote proteins in bacteria can
cause problems because important chaperons are missing and
premature translation termination leads to truncated proteins
[18], [19]. To allow more challenging in vitro applications of
motor proteins, we optimized the expression and purification of
kinesin-1. We obtained highly pure and active kinesin-1 protein
by expressing a histidine-tagged kinesin-1 construct from
drosophila melanogaster in insect cells using a baculovirus
vector. Exceptional purity was obtained using a two-step purifi-
cation via an ion-exchange and a Ni-nitrilotriacetic acid (NTA)
column. We compared this kinesin-1 (henceforth called “ki-
nesin expressed in insect cells”) to the same protein sequence
expressed in E. coli (henceforth called “kinesin expressed in
bacteria”) and found greatly improved long-term stability 24
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h and guiding efficiencies of 90% in lithographically defined
nanostructures.

II. METHODS

Unless noted otherwise, all chemicals were obtained from
Sigma-Aldrich, Germany. All concentrations given are final
concentrations.

A. Protein Expression and Purification
1) Purification of Tubulin: Porcine tubulin was purified from

porcine brain (Vorwerk Podemus, Dresden, Germany) using es-
tablished protocols as described previously [20].
2) Expression of Kinesin-1: Both kinesin-1 motor pro-

teins used in this publication are based on the same protein
sequence: A wild type kinesin-1 construct consisting of full
length drosophila melanogaster kinesin-1 heavy chain (Dm
KHC) [21] and a C-terminal histidine-tag. This protein was
expressed either in bacteria as described in [21] or in SF9 insect
cells using a baculovirus vector [22]. Expression in insect cells
is ideal for drosophila kinesin-1 because these cells provide
an environment (particularly chaperons and post-translational
machinery) very similar to the one in which the motor protein is
expressed in vivo. Insect cells were harvested by centrifugation
at 200 g for 15 min in a Heraeus Multifuge 3 S-R (Thermo
Fisher Scientific). The pellet was resuspended in 10 ml phos-
phate buffered saline (total volume 20 ml) and snap frozen by
slowly dropping individual droplets into liquid nitrogen.
3) Purification of Kinesin-1: Kinesin expressed in bacteria

was purified as previously described [21]. The purification of ki-
nesin expressed in insect cells was performed in two steps. First,
the raw lysate was cleaned up on a cation exchange column. The
flow-through from that column was slightly diluted and loaded
onto a Ni-NTA column for affinity purification via the C-ter-
minal histidine tag. The following two base buffers were used
for the respective columns:

a) Cation buffer: 6.7 mM sodium acetate, 6.7 mM
4-(2-hydroxyethyl)-1-piperazineethanesulfonic acid (HEPES),
6.7 mM 2-ethanesulfonic acid (MES), pH 7.0, 20 mM beta mer-
captoethanol (BME), 0.2 mMATP, 0.2% (w/v) polyoxyethylene
(20) sorbitan monolaurate (TWEEN20), 1x protease inhibitor
cocktail (complete, EDTA free, Roche, Mannheim, Germany).

b) Nickel buffer: 50 mM sodium phosphate buffer, pH
7.5, 5% w/v glycerol, 300 mM KCl, 1 mM , 0.2% w/v
TWEEN20, 10 mM BME, 0.1 mM ATP, 1x protease inhibitor
cocktail.
Procedure for cation exchange column: 0.5 g cell pellet was

lysed in 1.5 ml lysis buffer (cation buffer supplemented with
TWEEN20 to a final concentration of 0.5% (w/v) and ben-
zonase nuclease to a final concentration of 25 Units/mL) and
centrifuged at 50000 rpm (MLA130 rotor, Beckman Optima
200 ultracentrifuge) for 30 min at 4 , the supernatant (lysate)
was loaded onto a cation exchange column (HiTrapSP(tm),
17-1151-01, GE Healthcare), washed with washing buffer
(cation buffer supplemented with KCl to a final concentration
of 50 mM) and eluted with elution buffer (cation buffer supple-
mented with KCl to a final concentration of 300 mM).
Procedure for Ni-NTA column: The eluate from the cation ex-

change column was diluted 5x in nickel loading buffer (nickel

buffer supplemented with imidazole to a final concentration of
36 mM) and loaded onto a Ni-NTA column (HisTrap HP(tm),
17-5247-01, GE Healthcare), washed with nickel washing
buffer (nickel buffer supplemented with KCl to a final concen-
tration of 1000 mM and imidazole to a final concentration of
30 mM) and eluted with nickel elution buffer (nickel buffer
supplemented with imidazole to a final concentration of 300
mM).

B. Microtubule Polymerization
1) Double-Stabilized Microtubules for Gliding Assays

on Glass Surfaces: Because of their greater long-term
stability, microtubules stabilized with both guanosine-
5'-[ -methyleno]triphosphate (GMPCPP; Jena Bioscience,
Germany) and taxol were used for long term gliding motility
experiments on glass surfaces. Microtubules were polymerized
from 0.2 mg/ml rhodamine labeled tubulin in BRB80 buffer (80
mM piperazine-N,N'-bis(2-ethanesulfonic acid) (PIPES)/KOH,
pH 6.8, 1 mM ethylene glycol tetraacetic acid (EGTA), 1 mM

) supplemented with to a final concentration of
2 mM and GMPCPP to a final concentration of 1 mM. The
polymerization mix was incubated on ice for 5 min and then for
2 h at 37 . Afterwards, microtubules were centrifuged using
a Beckman airfuge (Beckman, Brea, CA) at 100 000 xg for 5
min. The pellet was resuspended in a volume of 200 BRB80
containing 10 taxol. These microtubules were stable for up
to 4 months at room temperature.
2) Taxol Stabilized Microtubules for Gliding Assays in

Nanostructures: Because of their greater flexibility, micro-
tubules stabilized only with taxol were used for gliding assays
in nanostructures. Microtubules were polymerized from 4
mg/ml rhodamine labeled tubulin in BRB80 supplemented with

to a final concentration of 5 mM, Mg-GTP to a final
concentration of 1 mM and DMSO to a final concentration of
5% (v/v) at 37 for 60 min. Afterwards, microtubules were
stabilized and diluted 40-fold in BRB80 containing 10
taxol at room temperature.

C. Microtubule Gliding Assay
Microtubule gliding assays were performed as previously de-

scribed [23]. Briefly, flow cells were constructed from two clean
glass cover-slips (Menzel, 18 mm 18 mm and 22 mm 22
mm) or a glass coverslip and a structured Si chip, and sepa-
rated by strips of Nescofilm (Roth). Flow cells were perfused
with 15 casein-containing solution (0.5 mg/ml in BRB80)
and left to adsorb for 5 min. Next, 15 of kinesin-1 solution
(12.4 nM full-length kinesin-1 dimer for Figs. 2 and 3 and 25
nM for Fig. 4), was perfused into the flow cells and incubated
for another 5 min. Thereafter, motility solution (1 mM ATP, 20
mM D-glucose, 20 glucose oxidase, 10 catalase,
10 mMDTT, 10 taxol in BRB80) containing rhodamine-la-
beled microtubules was applied. After 5 min, unbound micro-
tubules were washed out with motility solution without micro-
tubules.
For the long-term microtubule gliding assays, the channels

were sealed using vacuum grease to prevent evaporation (which
also prevented subsequent exchange of solutions). These assays
were performed after the temperature of the microscope stage
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had equilibrated to (mean standard deviation)
throughout the duration of the experiment.

D. Preparation of Nanostructured Surfaces

The structures were similar to structures previously de-
scribed in [15]. They consisted of an Au floor coated with
kinesin-1 and 500 nm high walls and pedestals that were
coated with poly(ethyleneoxy)-silane (PEG-silane) to prevent
binding of motor proteins. Briefly, a 105 mm Si wafer was
sputter-deposited with 100 nm-thick Au, sandwiched between
two 10 nm-thick Ti adhesion layers. Next, a 500 nm-thick
quartz layer was deposited, followed by a resist layer. After
exposure in an optical lithography system, the resist was de-
veloped and the quartz layer was dry-etched down to the Au
layer. Afterwards, chips were cleaned for 10 min in acetone
and rinsed with ethanol and nanopure water. The was
PEGylated for 16 h using 2.4 mg/ml 2-[Methoxy(polyethyle-
neoxy)propyl]trimethoxysilane, (PEG-silane; 90%; ABCR,
SIM4492.7) in . Finally, chips were rinsed in
Toluene, Ethanol and nanopure water. All experiments were
performed on chips that were processed identically and cut
from the same wafer.

E. Imaging and Data Analysis

1) Imaging of Gliding Assays on Glass Surfaces: Fluores-
cence imaging was performed on a Nikon Eclipse Ti micro-
scope equipped with a Perfect Focus System (PFS) using a 1.49
PlanApo 100x oil immersion objective. Rhodamine labeled mi-
crotubules were observed by epi-fluoroscence, excited with a
metal arc lamp (Intensilight, Nikon), and a filter set for rho-
damine (exec: 555/25. Dichroic LP 561, em: 609/54). Time-
lapse images were recorded for 12 frames at a rate of 1 frame per
second with an exposure time of 100 ms using an electron mul-
tiplying charge-coupled device (EMCCD) camera (iXon ultra
EMCCD, DU-897U, Andor) in conjunction with NIS-Elements
(Nikon) imaging software.
2) Imaging of Gliding Assays in Nanostructures: Fluo-

rescence images were acquired using a Zeiss Axiovert 200M
inverted optical microscope: Rhodamine labeled microtubules
were observed by epi-fluorescence using a 40x air objective
(Plan-Apochromat NA 0,95, Zeiss). Time-lapse images were
recorded at a rate of 1 frame per second with an exposure
time of 100 ms using an EMCCD camera (iXon+EMCCD,
DU-897E, Andor) in conjunction with Metamorph imaging
software (Universal Imaging Corp.)
Microtubule gliding velocities were evaluated using an auto-

matedMATLAB script based on a tracking algorithm developed
in-house [24]. Guiding efficiencies were determined by hand by
measuring the angle at whichmicrotubules approached the wall,
and then calculating the guiding efficiency as follows:

(1)

where is the guiding efficiency, is the number of
microtubules that were guided at the wall and is the total
number of microtubules (guided microtubules and microtubules

leaving the structure at the wall). The data was binned in 15 in-
tervals. The error for the guiding efficiency was estimated
using the standard error of the mean of a binomial distribution:

(2)

3) Quantification of Protein From Polyacrylamide Gel Elec-
trophoresis (PAGE): Because of the impurity of the bacterial
expression, the amount of full length kinesin-1 had to be mea-
sured by PAGE. First, the concentration of the pure kinesin
expressed in insect cells was determined by advanced protein
assay reagent (Cytoskeleton Inc., Denver, CO, USA). Then both
the kinesin expressed in bacteria and the kinesin expressed in
insect cells were run on the same gel. The intensity of the re-
spective band corresponding to full-length kinesin-1 was mea-
sured using the gel analyzer tool from ImageJ (v.1.50b, National
Institutes of Health, Bethesda, MD, USA). Finally, the amount
of full-length kinesin expressed in bacteria was calculated from
the measured amount of kinesin expressed in insect cells and the
kinesin expressed in insect cells was diluted to match the con-
centration of full-length kinesin expressed in bacteria.

III. RESULTS AND DISCUSSION

A. Microtubules Propelled by Kinesin Expressed in Insect
Cells Stop Less
Direct comparison of kinesin expressed in bacteria and ki-

nesin expressed in insect cells by PAGE (Fig. 1(a)) showed
many impurities in the kinesin expressed in bacteria which have
also been reported by others using the same expression and pu-
rification method (e.g., the band corresponding to full length ki-
nesin-1 was reported to comprise 36% of the total protein in
the supplementary methods of [25]). In contrast, only a single
band was visible for kinesin expressed in insect cells. Encour-
aged by this result, we compared the performance of both ki-
nesin-1 preparations in a gliding motility assay (see Fig. 1(b)
for a schematic representation). In order to reduce molecular
wear [12] and thus improve long-term stability, we used mi-
crotubules that were stabilized both with GMPCPP and taxol.
We imaged these microtubules for the first time after 10 min
(Fig. 2(a), (b)) and evaluated their frame-to-frame velocities
using an automated MATLAB script (Fig. 2(c), (d)). The me-
dian (and 25–75 percentile) velocity of kinesin expressed in bac-
teria (755 (461–825) nm/s) was similar to velocities reported for
double-stabilized microtubules published elsewhere [26], while
microtubules propelled by kinesin expressed in insect cells were
significantly faster (844 (771–898) nm/s, ; Wilcoxon
rank sum test). We noticed that some microtubules tended to
stop intermittently. Therefore, the velocity distributions showed
two peaks: one at nearly zero velocity (3 19 nm/s and 1 18
nm/s for kinesin expressed in bacteria and kinesin expressed in
insect cells, respectively) and one around the full velocity of the
motors (799 74 nm/s and 854 77 nm/s, respectively). The
relative size of the peaks at zero velocity was much larger for ki-
nesin expressed in bacteria than for kinesin expressed in insect
cells. This discrepancy became even more pronounced after 3
h: For kinesin expressed in bacteria (Fig. 2(e), (g)) the stopping
became much more severe and the peak at 2 20 nm/s now
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Fig. 1. Kinesin-1 purity and schematic representations of the motility assays.
(a) PAGE of and kinesin expressed in bacteria compared to kinesin expressed in
insect cells. (b) Schematic representation of a microtubule gliding assay. (c) 3D
rendering of gliding microtubules being guided at a PEG-silane coated
wall.

contained the majority of the frame-to-frame velocities while
only a small fraction of microtubules was still moving (879 57
nm/s). In contrast, the velocity distribution of microtubules pro-
pelled by kinesin expressed in insect cells (Fig. 2(f), (h)) showed
only a negligible peak at 108 75 nm/s and nearly all micro-
tubules were moving with the full velocity of 900 57 nm/s.
During the first 3 h, the mean velocity of the fast populations
of both motor protein expressions increased slightly by 80 nm/s
and 46 nm/s for kinesin expressed in bacteria and insect cells,
respectively. Because of the exponential dependence of micro-
tubule gliding velocity on temperature [27], even a slight in-
crease in temperature could explain an increased microtubule
gliding velocity. While we did not measure an increase of the
temperature at the microscope stage, we cannot exclude that
the objective and sample itself heated up slightly because of
light-absorption during imaging.

B. Microtubules Propelled by Kinesin Expressed in Insect
Cells Move for More Than 24 h
Because we did not see a decline in gliding quality for ki-

nesin expressed in insect cells within 3 h, we extended the assay
time up to 26 h. Fig. 3(a) shows box plots of the velocity distri-
butions of microtubules gliding on kinesin expressed in insect
cells (light green) and kinesin expressed in bacteria (light blue).
Apart from a slight initial increase in velocity, the median veloc-
ities for kinesin expressed in insect cells stayed the same over
the entire experiment time. In contrast, the median velocities for
kinesin expressed in bacteria were constant only for the first 40
min and then dropped rapidly and after 2 h, the majority of mi-
crotubules had stopped.

Fig. 2. Comparison of microtubule gliding assay performance using kinesin
expressed in bacteria [(a), (c), (e), (g): blue bars] and kinesin expressed in in-
sect cells [(b), (d), (f), (g): green bars]. Fluorescence micrographs [(a), (b),
(e), (f)] and velocity distributions [(c), (d), (g), (h)] of kinesin gliding assays
after 10 min [(a)–(d)] and after 3 h [(e)–(h)]. The velocity distributions repre-
sent the frame-to-frame velocities of 74 (c), 30 (d), 120 (c), and 28 (h) micro-
tubules. The median (and 25th–75th percentiles) of the velocity distributions
were: 755 (461–825) nm/s (c); 844 (771–898) nm/s (d); 21 ( 6–806) nm/s (g);
902 (857–943) nm/s (h). The distributions were fitted with a double gaussian
fit [red lines in (c), (d), (g), (h)] The results of the fits were (mean standard
deviation of the fast and slow populations, respectively): 799 74 nm/s and 3
19 nm/s (c); 854 77 nm/s and 1 18 nm/s (d); 879 57 nm/s and 2 20

nm/s (g); 900 57 nm/s and 108 75 nm/s (h).

The observed stopping of microtubules was likely caused by
non-motile motor proteins engaging in a tug-of-war with motile
motors [28]. The stopping was much more pronounced for ki-
nesin expressed in bacteria than for kinesin expressed in insect
cells. We attribute the observed difference in gliding quality to
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Fig. 3. Long-term stability of the microtubule gliding assay. (a) Microtubule
gliding velocities and (b) number of microtubules on kinesin expressed in insect
cells (green diamonds) and kinesin expressed in bacteria (blue triangles). (a), (b)
The markers and the error bars represent the median and the interquartile range,
respectively. In (a) each marker represents 1000–25000 frame-to-frame veloc-
ities, in (b) each marker represents the number of microtubules in 3–6 fields of
view.

truncated kinesin-1 proteins being the result of premature trans-
lation termination in the bacterial expression system [19]. Usu-
ally, truncated proteins can be removed during purification by
placing the histidine tag used for purification at the C-terminus
of the protein (as is the case for our construct used for kinesin
expressed in bacteria). This should prevent the truncated pro-
teins (that miss their C-terminus and thus the histidine tag) from
being retained in the Ni-NTA column. However, kinesin-1 is a
dimer which means that a truncated protein can dimerize with
a full-length chain. This potentially generates an “impaired het-
erodimer,” which will still be purified by the affinity column.
Such heterodimers may have a shorter coiled-coil stalk than
full-length kinesin-1 which likely increases the stiffness of the
remaining coiled-coil stalk after binding to a surface. Moreover,
a computer model [29] and experiments [30] of microtubule
gliding assays with processive kinesin motors have shown, that
a low stiffness of the motor proteins is important so that they
can work together without hindering each other. Furthermore,
impaired dimers could also be generated by misfolding or pro-
teolysis due to chaperones missing in bacteria. This could cause
one of the two motor domains to be inactive which has been
shown to severely impair the ability of kinesin to propel micro-
tubules in gliding assays [31]. Thus, we postulate that impaired
heterodimers are the cause of the aggravated stopping of micro-
tubules propelled by kinesin expressed in bacteria.

The observed stopping of microtubules was probably ag-
gravated by the higher flexural rigidity of double stabilized
microtubules [32], which reduces the probability of micro-
tubules bending under force. When the microtubules are
straight, all stopped motors more or less equally share the load
of the moving motors. Thus in order to detach from the stopped
motors, all have to detach simultaneously. In contrast, when the
microtubule bends under force, individual stopped motors will
experience different local force, which increases the chance
that the stopped motors feeling the highest forces detach one
after another. See [33] and [5] for experimental demonstrations
of such “unzipping” vs. “shearing” mechanisms. The pro-
nounced population of stopped microtubules observed when
using double-stabilized microtubules on kinesin expressed in
bacteria is likely the reason why double-stabilized microtubules
have, so far, not been used more widely for nanotechnological
applications. It is certainly the reason why in the past our
group has not used these microtubules frequently despite their
robustness and shelf-life of several months.

C. Microtubules Propelled by Kinesin Expressed in Insect
Cells Do Not Break
In addition to measuring the gliding velocities of micro-

tubules, we also counted the number of microtubules per
field-of-view (Fig. 3(b)). For kinesin expressed in bacteria,
the number of microtubules rapidly increased during the first
4 h and stayed constant at 117 8 microtubules/field-of-view
for the remainder of the experiment. In contrast, for kinesin
expressed in insect cells, the number of microtubules stayed
constant at 26 5 microtubules/field-of-view for the entire
experiment.
The initial rapid increase in microtubule number observed for

kinesin expressed in bacteria is in agreement with previous re-
ports for taxol stabilized microtubules [10]. However, Brunner
et al. reported that after 4 h their number of microtubules de-
clined, which is likely because of depolymerization of micro-
tubules stabilized only with taxol. Free microtubules in solution
were washed out at the beginning of the experiment. Therefore,
the increase in microtubule number can only be explained by
breakage. Microtubule breakage likely occurs when the forces
during a tug-of-war between moving and stopping motors be-
come higher than the load limit of the microtubule. The absence
of breakage of microtubules propelled by kinesin expressed in
insect cells confirms that there are much less stopping motors
which is in good agreement with the fact that we observed al-
most no stopped microtubules on kinesin expressed in insect
cells. Furthermore, we can rule out photodamage as a reason
for microtubule breakage because this would occur on kinesin
expressed in insect cells as well as kinesin expressed in bacteria.
The assay time of 26 h is less than the 74 h that a micro-

tubule gliding assay was reported to work under inert atmos-
phere [11]. However, Kabir et al. had to regularly replenish mi-
crotubules to compensate for microtubule loss. Because we do
not observe loss or breakage of microtubules propelled by ki-
nesin expressed in insect cells even without inert atmosphere,
kinesin expressed in insect cells is especially promising for ap-
plications such as nanostructured lab-on-a-chip and biocompu-
tation devices where replacing lost microtubules is impossible.
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Even longer assay times are likely achievable by combining ki-
nesin expressed in insect cells with an inert atmosphere.
Note Added in Proof:Currently, we have been observing un-

deteriorated gliding motility in a large-volume chamber sealed
with squalane oil (Mansge GmBH) for more than two weeks
(ATP was refreshed after 9 days) (personal communication with
Bastian Joffroy and Friedrich W. Schwarz).

D. Microtubules Propelled by Kinesin Expressed in Insect
Cells are Guided Better in Nanostructures
Robust gliding performance and low loss of microtubules

is particularly important for motility in nanostructures, where
the total number of microtubules is limited and detachment of
microtubules at guiding walls causes additional microtubule
loss. To test how kinesin expressed in insect cells affects
guiding at walls, we performed microtubule gliding assays in
lithographically defined nanostructures where microtubules
were gliding on kinesin-1 coated gold surfaces and were guided
by 500 nm-high PEG-coated walls (see Fig. 1(c)). A
lower flexural rigidity is expected to improve guiding at walls
[34], [35]. Therefore, guiding experiments were performed
with taxol stabilized microtubules rather than the more rigid
double-stabilized microtubules (see methods section). Upon
encounter of a wall (Fig. 4(a)), we measured the angle at which
the filaments approached the wall and recorded whether they
were guided (Fig. 4(a) top row) or detached (Fig. 4(a) bottom
row). We then calculated the guiding efficiency (see (1) and (2)
in the methods) depending on the approach angle (Fig. 4(b)).
For both kinesin-1 expressions, almost all microtubules were
guided at approach angles below 30 . For kinesin expressed in
bacteria (Fig. 4(b) blue bars), the guiding efficiency dropped
to around 50% at angles greater than 45 . In contrast, for
kinesin expressed in insect cells (Fig. 4(b) green bars) guiding
effieciencies stayed close to 100% up to approach angles of
75 . Even at higher angles (75–90 ), the guiding efficiency was
still at 83%. The overall average guiding efficiencies were 61
3.8% and 95 1.2% for kinesin expressed in bacteria and

kinesin expressed in insect cells, respectively.
The overall guiding efficiency of 95 1.2% observed for ki-

nesin expressed in insect cells is higher than most other guiding
efficiencies published for microtubules so far [15], [34], [36],
[37] and only surpassed by more complex geometries such as a
structure that allowed only small approach angles [38] and chan-
nels with undercut walls [39]. In contrast, the guiding efficiency
we measured for microtubules propelled by kinesin expressed
in bacteria was suboptimal and—particularly at high approach
angles—performed less well than previously published results
which showed an overall guiding efficiency of 87% and no angle
dependency [34]. The reason for this is likely a combination of
factors:
a) Wall height: The walls used in our chips are only half the

height compared to [34].
b) Wall-angle: Simulations have shown that wall-angles of

less than 90 with respect to the surface can lead to an
angle dependency at high approach angles [40]. The re-
sults we obtained with kinesin expressed in insect cells
agree very well with these simulations, if we assume a
wall-angle of 85 . This could indicate that the wall-angle

Fig. 4. Guiding efficiencies in lithographically defined nanostructures. (a) Rep-
resentative fluorescence micrographs of rhodamine labeled microtubules being
guided (top row of images) or detaching (bottom row of images) at a PEG-silane
coated wall. The position of the wall is indicated by an orange dotted line in the
first frame of each row of images. (b) Angle dependence of guiding probabili-
ties of microtubules encountering a wall. Angles were binned in 15 intervals.
Microtubules were propelled either by kinesin expressed in insect cells (green
bars with diagonal stripes) or kinesin expressed in bacteria (blue, filled bars) Er-
rorbars represent the standard error of the mean of a binomial distribution (see
(2) in the Methods section).

of our structures was not 90 but closer to 85 . However,
a lower wall angle cannot explain the difference we ob-
served between kinesin expressed in insect cells and ki-
nesin expressed in bacteria: Our chips were all processed
identically and cut from the same wafer. Also, we con-
sistently observed a worse guiding efficiency for kinesin
expressed in bacteria compared to kinesin expressed in in-
sect cells on several different chips in several independent
experiments.

c) Wall-bound kinesin-1: The strong angle dependency we
observe for kinesin expressed in bacteria may indicate that
in our case the PEGylation of the walls was not perfect and
allowed some motors to bind to the wall, potentially de-
creasing the guiding performance significantly [34], [40].
Thus, the lower guiding efficiency observed with kinesin
expressed in bacteria may originate from a higher prob-
ability of these motors to bind to the wall than kinesin
expressed in insect cells. One reason for the different
binding probability could be that—in case of kinesin ex-
pressed in bacteria—mainly the impaired heterodimers
are binding to the wall.

IV. CONCLUSION
We demonstrated that kinesin-1 expressed in insect cells per-

forms far superior to the same protein sequence expressed in
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bacteria, when used for in vitro gliding motility assays. We ob-
served a constant quality of the gliding motility assay over a pe-
riod of more than 24 h without having to replenish microtubules
or ATP. This expression system also showed improved guiding
efficiencies of 95% in lithographically defined nanostructures.
Presumably because there are less inactive motors, kinesin ex-
pressed in insect cells provides good gliding motility quality
even with stiffer, double-stabilized microtubules which elimi-
nates problemswith microtubule depolymerization. Because we
simply exchanged the expression system to improve the quality
of the motor protein, our system is fully compatible with es-
tablished nanotechnological applications of molecular motors.
If necessary, the improved protein expression can also be com-
bined with other methods that prolong the lifetime of motility
assays such as immersing the assay in inert gas [11], freeze-
drying, or critical point-drying [41], which will most likely re-
sult in even further prolonged lifetimes of the assay. Reliability
and long-term stability is of practical importance for any nan-
otechnological device. Therefore, kinesin expressed in insect
cells will likely enable the development of bio-nanotechnolog-
ical devices that performmore complex tasks and are practically
useful beyond the proof of principle. Thus we conclude that ki-
nesin-1 expressed in insect cells will enable the use of these
motor proteins for more challenging nanotechnological appli-
cations than have been demonstrated so far.
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