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Chapter 1 - Introduction to Rotary Motor, V,V,-ATPase

1.1 ATPase Superfamily

1.1.1 V,V,-ATPase

Rotary ATPases are a family of enzymes that couple synthesis or hydrolysis of ATP
(adenosine triphosphate) with transporting solutes across membrane down or against their
electrochemical gradient. One of the member of ATPase family is vacuolar type ATPase,

VoVi.

V,V, is found in both eukaryotes and prokaryotes (Figure 1.1.1). In eukaryotes this enzyme
functions as an ATP-driven proton pump in a wide range of cellular membranes, such as
lysosomes, endosomes, secretory vesicles, Golgi-derived vesicles and the plasma membrane
of various cell kinds (2,3). Low pH is required to activate the degradative enzymes in the
lysosome, therefore transport of small solutes and ions across the lysosome membrane is
coupled with ATP hydrolysis. Acidification of endosomes helps the dissociation of receptor-
ligand complexes and recycling of unoccupied receptors to plasma membrane. Acidification
in endosome is required for budding of endosomal carrier vesicles which move cargo
proteins from early to late endosom.es. A similar acid-activated dissociation occurs in Golgi-
derived vesicles for transporting the lysosomal enzymes from trans-Golgi to lysosome.
Plasma membrane embedded V-ATPases in renal intercalated cells secrete protons into
urine, having a role in regulation of plasma pH. In osteoclasts this enzyme transports
protons to degrade the bone. V-ATPase is also found in the plasma membrane of
macrophages and neutrophils, participating in regulation of pH homeostasis. In epididymus

and vas deferens, it serves for sperm maturation and storage.



In prokaryotes, this enzyme is found in plasma membrane of some eubacteria, such as
Enterecoccus hirae, Thermus thermophilus and archaea (Figure 1.1.1). These are sometimes
classified as another member of ATPase family, archaeal -type ATPase (A-ATPase) or AA;

though we prefer to refer them as prokaryotic V-type ATPases (4).

Prokaryotic

ADP +Pi  ATP ADP +Pi ATP

ADP +Pi  ATP

Figure 1. Structure of V,V;-ATPase from eukaryotes (left) and prokaryotes (right). Eukaryotic
V,V,-ATPase has additional subunits which are not shown here. In eukaryotes, V,V;-ATPase
functions as a proton pump by hydrolyzing ATP, and in archaea and some of eubacteria, it

functions as ATP synthase with pumping protons along the electrochemical potential.

In archaea and Thermus thermophilus, this enzyme functions as an ATP synthase while
transporting protons through the membrane down their electrochemical potential (5). For
coupling these two functions, this enzyme is composed of two distinct motor domains;
hydrophilic, cytoplasmic portion V,, which catalyzes ATP synthesis and hydrophobic,
membrane-embedded V,, which transports ions through the membrane. These domains are

coupled via the rotation of a central stalk against the surrounding stator complex.



V, motor generates the rotary torque upon proton translocation driven by electrochemical
potential through the membrane. And V, part, in response to rotary torque from V, motor,

synthesizes ATP (Figure 1).

V, motor consists of 4 different subunits with a stoichiometry of A3B3DF (6). A3B3 makes
up the hexameric ring, where A and B subunits are alternately arranged. D and F subunits

make up the central rotary shaft, and fills in the cavity of A3B3 ring.

V, motor is composed of L ring, C, | subunits and EG peripheral stalks (7,8). L ring in Thermus
thermophilus is composed of 12 subunits. On top of the ring there is the C subunit
interacting with DF rotary shaft of V, motor. L ring rotates against the membrane-
embedded portion of | subunit, in the opposite direction of DF shaft rotation in V,. So, in the

whole complex, V, and V, push each other in opposite direction.

When V, motor is isolated from the hydrophobic V, motor, it acts as an independent motor,
rotating the central shaft for hydrolyzing ATP into ADP (adenosine diphosphate) and Pi

(inorganic phosphate) (6). Due to its function, it is called as V,-ATPase.

1.1.2 F.F,-ATPase

Another member of ATPase family is famous F,F,-ATPase. F,F-ATPase is found in
mitochondrial inner membrane, thylakoid membranes and bacterial plasma membrane
(Figure 2). F,F,-ATPase catalyzes ATP synthesis coupled with transmembrane proton flow
(9). When there is enough electrochemical potential of the protons in the membrane, then
this enzyme synthesizes ATP from ADP and Pi. It converts the electrochemical potential into

its chemical form in ATP (10). But when the electrochemical potential is insufficient, then



this enzyme works in reverse direction to generate electrochemical potential across the

membrane by catalyzing the pumping of protons with hydrolysis of ATP into ADP and Pi.

This enzyme, similar to V,V;-ATPase, is composed of two motor domains, water-soluble part

F.-ATPase and memrane-embedded F, motor.

Bacterial F, motor is composed of five different subunits with a stoichiometry of a3p3yde.
Alternately arranged 3 a and 3 B subunits make up the hexameric stator ring. y subunit,
rotor shaft, fits into the central cavity of a3f3 ring. € subunit binds to the protruding
portion of y shaft, and makes a connection between rotor parts of F, and F, domains. €
subunit is the endogenous inhbitor of F,, by blocking the rotation of y due to steric
hindrance via changing its conformation from closed to extended structure (11). & subunit

acts a connection between stator parts of F, and F,. The minimum ATPase active F, complex

is a3p3y.
F, motor
F,F,-ATPase - B H+H*
o f
H* §
i F, motor
ADP + Pi| i ATP
ADP + Pi

Figure 2. Schematic drawing of structure of F,F,-ATPase. Similar to V,V,-ATPase, F,F-ATPase
is also composed of two domains, membrane-embedded F, motor and cytoplasmic part F,

motor.



F, motor consists of ab,c,0.s. The number of ¢ subunits varies among species. In E. coliit is 12
(12), and in Bacillus PS3 it is 13 (13). ¢ subunits make up the ring structure, cavity of which is

filled by y shaft. c ring rotates against ab2 stator complex.

Similar to V,, F, also acts as an ATP-driven rotary motor, when isolated from the membrane

portion F,. Free F, motor rotates y shaft to hydrolyze ATP.

1.2 Rotary Catalytic Mechanism of V, and F,

1.2.1 Rotation of V, - so far revealed

V,-ATPase, when isolated from the whole complex, catalyzes ATP hydrolysis while rotating
the central shaft. So far, V, has been studied both in biochemical and single-molecule
experiments (Figure 3). In 1998, a biochemical experiment (5) showed that after several min
of hydrolyzing ATP, all the V, molecules lost their activities (Figure 4). Moreover when V,
molecules were pre-incubated with ADP, losing the activity was hurried. In the same study,
ATP binding of isolated subunits were determined: B subunit did not bind ATP, however A
subunit showed a strong affinity for ATP. So, the catalytic reaction center resides at the A-B

interface, mainly on A subunit (5).

ADP+Pi  ATP ADP +Pi  ATP

VoV4-ATPase V,; motor
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Figure 3. V-ATPase, when separated from the whole complex, acts as an independent

motor: Though its physiological role is to synthesize ATP, when isolated, it hydrolyzes ATP.

The direct observation of rotation of V, was achieved on 2003 by Dr. Imamura (14). To
visualize the rotation of the shaft, a probe was attached to D or F subunits of central shaft,
where the stator A3B3 ring was immobilized on glass by 10xHis tags (Figure 4). It was
shown that central shaft rotates in counterclockwise direction when viewed from
membrane side. In a later single-molecule study (15), V, was observed to rotate in 3 step
behavior, where each step (120°) was taken with hydrolysis of a single ATP molecule.
Torque for rotating one step was calculated from the angular velocity of the bead and the
frictional load (bead) (16). Torque of V, due to hydrolysis of one single ATP molecule was 35
pN-nm (Figure 6). In the same study, by using a slowly hydrolyzable ATP analogue, authors

showed that ATP hydrolysis takes place at the same angle with ATP binding (Figure 5).

2

Bead

5 At 1uM ATP

0.2 mM ATP

—_
o

Streptavidin

Revolution

.

Revolution

Hisg-tag

Time (sec)

Figure 4. A, Rotation of V;-APase was first observed in 2003 by using this experimental
setup (14). The probe used for as a rotation marker was attached to D or F subunit. B, Graph
shows the trajectories of several rotating molecules at 0.2 mM ATP. C, 3-step rotation of V;-

ATPase was observed under non-saturating [ATP] (14).
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A recent study confirmed binding and hydrolysis events occur at the same position, by
observing the rotation with a drag-free 40 nm gold colloid as a probe, under high-speed
camera (17). The authors concluded the dwell time between each step at saturating [ATP] is
around 5 ms, sum of two events’ dwell. One event was defined as ATP hydrolysis and the

other could be release of one of the products (ADP or Pi), or both of them.

Hydrolysis Binding

12

angle angle 3
3or__— e i Hydrolysis

< 20?— T . / : A

3 | ”

% 10t_ L » . 12‘<

&} * 8 Binding
0' 5‘ ” 1 ‘
— 4‘.

0 20 40 0 20 40
Time (sec) Time (sec)

. . 07120 240 360
At Saturating At Non-saturating Angle (degree)

ATPYS ATP

Figure 5. Angular position for ATP hydrolysis and binding were compared, by performing a
buffer-exchange experiment (15). First rotation was observed under saturating ATPyS
concentration, which is a slowly-hydorlyzable analogue of ATP. After assigning the angular
positions for ATP hydrolysis, buffer was exchanged to non-saturating ATP concentration,

where ATP-binding reaction becomes rate limiting step.

1.2.2  Rotation of F,
F,-ATPase is, so far, the best-studied ATPase. And the studies done on F-ATPase paved the

way for other ATPases, like V,-ATPase.

The first crystal structure of F, was revealed in 1994 (18). The famous ‘binding-change

mechanism’” model was suggested based on this structure: Three  subunits work

12



cooperatively, where each subunit sequentially shifts from closed to open conformation.

(19). Based on this structure, the unidirectional rotation of y in F, was hypothesized.

120 ¢

Angle (degree)

Time

400

Figure 6. Torque generated by hyrolysis of a single ATP molecule was calculated from the

stepping angular velocity and frictional coefficient of the bead (15).

After this study, many researchers tried to show the rotation of F.. The direct observation of

rotation of F, (thermophilic Bacillus PS3) under microscope was achieved in 1997 (20). A

single F, protein was fixed onto glass from the N termini of beta subunits. The y subunit was

attached a fluorescently-labelled actin filament (several pm length), to magnify the rotation

orbit which was in 2 nm diameter. The rotation was always in counterclockwise direction

when viewed from F, motor or membrane side. The rotation was too slow due to huge

viscous load, but this helped to determine the torque from one single step (120°). Torque

was calculated as 40 pN-nm.

13



<O

Actin filament

Streptavidin
Fi (10 nm) §F
Coverglass

Figure 7. A, Rotation of F,-ATPase was first observed by éttaching an actin filament to rotary
shaft (20). B, In this scheme, a single turn of shaft was shown. Circles and red arrows
represent the catalytic states of beta subunits and angular positions of gamma subunit (21).
The hydrolysis of a single ATP molecule which binds to top beta subunit occurs as follows:

ATP binding at 0°; hydrolysis, 200°; ADP release 240° and Pi release 320°.

Later on, 3-step rotation consistent with the presence of 3 catalytic sites were observed,
when ATP was supplied under K, (1 pM). The mean dwell between steps corresponded to
binding of a single ATP molecule (22). To observe the hydrolysis dwell, a much smaller
probe (40 nm gold colloid) was used. Under K, two substeps of 80° and 40° were detected
to occur in a single 120° step (23,24). Dwells at 0° and 80° occurs due to binding and
hydrolysis reactions, respectively. Further single molecule studies revealed the scheme of
rotation and single ATP catalysis as follows: ATP binding, 0° ; hydrolysis, 200° ; ADP release,

240° and Pirelease 320° (23,25-29).

In 2001, a single molecule study showed that F, molecules lapse into 30-sec scale pause,
which corresponds to ADP-inhibited state of F, (30). F; molecule shows this inhibitory

pausing state because it could not release its reaction product, ADP-Mg (31).

14



1.3  Mechanochemical Coupling in V,

V,-ATPase and also F;-ATPase works as ATPase when isolated from the whole complex.
However, in some species, physiological function of these motors is to synthesize ATP, not
to hydrolyze. For example, T.thermophilus has V,V,-ATPase for synthesizing ATP (6), even

though E. hirae has it for proton pump (32).

An impressing feature is the switching of function in V;-ATPase (or in F,) in parallel with the
direction of rotation. Let’s consider the case of T. thermophilus V,V;-ATPase (Figure 8). In
the whole complex, shaft is rotated in clockwise direction due to enforcement by V, motor,
though it is reversed in the case of isolated V,-ATPase. When V, motor synthesizes ATP,
shaft rotates clockwise; and when it hydrolyzes ATP, shaft rotates counterclockwise. This
relationship between the mechanical rotation and chemical reaction is called as

mechanochemical coupling (25).

Clockwise Counterclockwise

ADP + Pi ATP

ADP +Pi  ATP
VV,-ATPase V; motor

ADP Binding ATP Binding
ATP synthesis ATP hydrolysis

15



Figure 8. Mechanochemical coupling scheme of V,V,-ATPase. Rotation direction of the shaft
is related with the chemical reaction being held. When the shaft rotates clockwise obeying
the V, domain, V, motor synthesizes ATP. However, when V, motor is separated from the
whole complex, it just hydrolyzes ATP while the shaft is rotating in counterclockwise

direction.

This reversibility in mechanochemical coupling implies that chemical reactions are regulated
by rotation of shaft (Figure 9). The chemical equilibirum in each individual reaction of ATP
hydrolysis (ATP binding, hydrolysis and product release) should be modulated by shaft’s
rotation in V,-ATPase. So, exploring the kinetics of transient conformational states achieved
during shaft’s rotation could enlighten us about the mechanochemical coupling mechanism

inV..

So far, several studies were performed for understanding the reversibility of
mechanochemical coupling mechanism in F, (21,29,33), which will be covered in following

chapters as a means of comparison with data of V,-ATPase.

ATP K : , Vl v >’A‘1‘P§y‘ﬁ|%ﬁes»ls ATP Synthesis > ATP Hydrolysis

Figure 9. Chemical reactions are regulated by rotary angle of the shaft. The equilibirum

between ATP hydrolysis and synthesis is balanced via the rotation direction of the shaft.

16



When the shaft rotates in clockwise direction, ATP synthesis is favored over hydrolysis; and

when it rotates counterclockwise, the opposite happens.

1.3  Objective of this study

This study aimed to uncover the mechanochemical coupling mechanism in V,-ATPase. As
stated in previous section, the reversibility of mechanochemical coupling is an important
feature of both V, and F,-ATPase. Even though several studies was performed for F,-ATPase,
V,-ATPase still awaits being analyzed. One way to study this coupling mechanism passes
through the understanding of the kinetics and chemical equilibrium of individual reaction
steps of ATP hydrolysis. With this purpose in mind, | started to analyze the kinetics and
equilibrium of ATP binding event by using a mechanical manipulation method, which is

explained in next section, ‘Experimental Techniques’.

However, during attempts of mechanical manipulation of ATP binding event, V, molecules
were observed to frequently lapse into some pauses and after a while to stop rotation
completely. To prevent the interference of these pauses to our analysis of ATP binding
event, we decided to characterize these two pauses first. The results related to these
pauses were explainéd in Chapter 2. The frequently observed second-scale pause was
named as short pause. And the final, irreversible one was called as long pause. The angular
positions and the kinetics of these pauses were determined. Finally, the long pause state
was mechanically manipulated to check whether the molecule can resume rotation. This
technique was proved to be successful because V, molecules in long pause state resumed
rotation upon our manipulation. The suppressing effect of ADP on exit from long pause

implied that long pause represents the ADP-inhibited state of V,-ATPase.

17



After characterization of pausing behavior of V,-ATPase, mechanical manipulation of ATP
binding event was studied. Results for this part of my study were covered in Chapter 3.
Manipulation was performed at non-saturating ATP concentrations, where clear ATP-
waiting dwells were observed. ATP binding rate increased when tf;e molecule was
manipulated in the direction of rotation. The torque generated by ATP binding event was
calculated from the slope of rotary potential of ATP-bound state. The contribution of

torque by ATP binding is less signicant in V, compared with F,.

In the final chapter, the future works which should be following this study were discussed.
Mechanical manipulation of other reaction steps should be performed to complete the

whole puzzle of mechanochemical coupling mechanism.

1.4  Experimental techniques

The following methods were used for single molecule observation and manipulation,

results of which were covered in Chapter 2 and 3.

1.4.1  Wild type V, vs TSSA mutant V,
During my PhD study, | used V,-ATPase from Thermus thermophilus. This bacteria does not
have F,F-ATPase, instead it has large amount of V,V-ATPase located on its plasma

membrane (34).

Single molecule biophysicists, who worked with T. thermophilus V,-ATPase, used either wild
type or TSSA mutant of this protein. In 2003, direct observation of the rotation of V,-ATPase

was shown using TSSA mutant (14).

18



Wild type V,-ATPase has strong tendency to lapse into ADP-inhibited state during catalytic
turnovers (31). V, molecules stopped rotation within =5 min after addition of ATP (14). This
led scientists to search for mutations which can prevent or postpone ADP inhibition. A
double substitution (S$232A/T235S) in A subunit suppressed ADP inhibition to allow
observation of rotation around 1 hr after introducing ATP. So far, most of the single
molecule works focused on TSSA mutant of V,-ATPase (14,15,35-37), though there are also

works done with wild type V,-ATPase (17,36,38).

In my PhD course, | preferred to use wild type V,-ATPase due to that our final goal is to
understand the working mechanism of V,V,-ATPase under physiological conditions. We
would like to compare the characteristics of wild type V, with that of wild type F, to have a

better understanding about general features of ATPase superfamily.

1.4.2 Rotation assay

Coverslips coated with Ni-NTA were prepared as described in Appendix section. A flow cell
of 5-10 pl in volume was made of two coverslips (bottom, 24 x 36 mm’ and top, 24 x 24
mm?) separated by two spacers of 50-um thickness. Biotinylated V,-~ATPase in buffer A (50
mM Tris-HCl (pH 8.0); 100 mM KCI) was infused into a flow cell and incubated for 5 min. V-
ATPase had tags of 10 Histidine residues attached to the N-terminus of A subunits. These His
tags interacted with Ni-NTA moieties on the surface of bottom coverslip (top coverslip was

not coated with Ni-NTA). Unbound V, was washed out with 50 pl of buffer A.

Then buffer A containing 1% BSA was infused into the flow cell to reduce nonspecific binding
of the beads or colloid particles. After incubation for several minutes, the solution of a

rotation marker particle, magnetic beads (Seradyn, Thermo Scientific, USA), or the custom

19



colloidal gold beads was infused into the flow cell. After incubation for 20 min or more,
unbound beads were washed out with 70 pl buffer A. Observation of rotation was initiated
after infusion of 140 pl buffer B (50 mM Tris-HCl pH 8.0, 100 mM KCl, 2 mM MgCl,)

containing an indicated amount of Mg-ATP.

For ADP-free experiments, ATP regenerating system (50 pg ml pyruvate kinase, 1 mM
phosphoenol pyruvate) was added to buffer B. Rotation of the bead was observed under
phase-contrast microscopy (IX70, Olympus) using a 1oov>< objective lens (Figure 10). Images
were captured with a charge-coupled device camera (FC300M; Takenaka) at 30 frames per
sec (fps). Analysis of rotation was performed using custom software (Digimo). Time-
averaged rotation speed was calculated over 5 consecutive revolutions. All experiments

were carried out at 23-25°C.

Streptavidin

Figure 10. Side view of the experimental setup for observing rotation. The size of V,-ATPase
is around 10 nm, though the diameter of magnetic bead we used is app. 300 nm. Because of
the huge viscous load, rotation of V, was impeded; rotation rate drastically decreased. For
one experiment, we also used 40 nm colloidal gold as a rotation marker to reduce the

viscous friction caused by the load.

20



1.4.3 Maechanical manipulation with magnetic tweezers

A simplified diagram for magnetic tweezers is shown in Figure 11. Detailed explanation can
be found in Appendix section. Tweezers is composed of 2 pairs of crossed electromagnets,
which is made of an iron core (10, 10, 40 mm) and a copper wire which surrounds the core
for 100 turns. The electromagnets in one pair are separated by 15 mm, and this setup is
placed 10 mm above the microscope stage. The electromagnets are connected with
electricity in series. The microscope stage and magnetic tweezers are made of antimagnetic
materials. The magnetic field is generated as explained: One pair (y axis) of electromagnets
is applied current of having sine components, and the other (x axis) is current of having

cosine components. Magnetic field strength can be changed by current amplitude.

Figure 11. Magnetic tweezers setup’for mechanical manipulation of the rotary shaft. With

this setup, we can stall the bead at a desired angle or rotate it in desired direction.

With this magnetic tweezers setup, we could manipulate the shaft’s rotation via the
attached magnetic bead. With the custom software, we could input the desired magnetic
field’s direction and the time period for manipulation. For instance, we can rotate the bead

to a certain angle, and make it stay there for certain time and then cut the magnetic field. In

21



this case to reach the desired angle takes around 0.1 sec, from the original angle. Or we can
rotate the bead for several revolutions where the speed of forcible rotation could be user-
input. In both studies covered in Chapter 2 and 3, the prior example of manipulation was
employed for studying the response of transient conformational statés regarding the
chemical reaction of interest. This results obtained by using this manipulation technique will

be covered in more detail in the related sections of the Chapter 2 and 3.

Magnetic moment of some magnetic beads was not parallel to the microscope stage,
therefore when magnetic field was applied, they were inclined. These molecules were not

analyzed.

Whether the angle of rotary shaft is same as the angle of magnetic bead is not clear. There
are some studies performed for calculating the stiffness of the setup for F, motor (39). It
was shown that system has some elastic components, implying that the effect of applied
magnetic field could not be transmitted to the shaft in the same magnitude (39-41). For F,,

the corrected angle of the shaft deviated from that of magnetic bead in 1:4 ratio.

The angle values for V, also need to be corrected. However, we could be sure about the
transmission of magnetic field effect, because rotary fluctuation of V, during the pausing
state does not greatly differ from that of F,-ATPase (15), implying that rigidity of the shaft in

both proteins should be somehow similar.
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Chapter 2. Two pauses of V,-ATPase and mechanical modulation of

long pause state

Main objective during my PhD study was to mechanically manipulate the individual reaction
steps during ATP hydrolysis (Figure 12). However, we observed that V,-ATPase shows some
pauses during rotation and after a while stops rotation completely. Therefore, as a first step,
we decided to analyze these pausing states of V, for determining the interference from
these pauses in the individual reaction steps. Then we could continue with our main

objective of mechanical manipulation of individual reaction steps.

MAIN

OBJECTIVE: ATP Hydrolysis cycle of V,
Mechanical N

Modulation of
ATP Binding / 0 ‘\
Affinity &’ y
(CHAPTER 3) . \ Xy ADE )
@ @ CHAPTER 2:
Two Pauses of V,

and Mechanical
Modulation of
Inhibitory Long
Pause state

Figure 12. My main objective during PhD study was to mechanically manipulate the ATP
binding reaction for a better understanding of mechanochemical coupling mechanism of V..
However during rotation assay we observed that V-ATPase lapses into some inhibitory
pausing states. Before continuing with the real objective, we decided to analyze these

pauses.

2.1 Inhibitory Pauses during rotation of V,

Rotation of V, was observed at single-molecule level by attaching a magnetic bead of 200-

500 nm in diameter as a probe to D subunit of the rotary shaft (Figure 13) (38). A3B3 ring
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was immobilized on glass surface through the His-tags introduced at A subunits. Rotary
motion of the V, motor was visualized as the rotation of the magnetic bead, under phase-

contrast microscope.

AN

 irreversible pause
400}

300}
200}
100}

Revolution

140 180 220
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Figure 13. Rotation assay scheme (not to scale) with magnetic bead (38). Rotation
trajectory of a single rotating molecule where both reversible short pauses and irreversible
long pause were displayed. Short pauses are second-scale transient pauses that were
frequently encountered during rotation. After several min of rotation, every molecule
entered into an irreversible pause which we named as long pause, to distinguish it from

short pause.

First we drew the Michaelis-Menten curve of the V, motor with attached probe of magnetic
bead (Figure 14). Previous literature showed Michaelis-Menten curves of TSSA V, with
duplex polystyrene beads of 220 (36) and 340 nm (15) diameter, and of WT V, with gold
colloid of 40 nm diameter (17). Due to high viscous friction against the big magnetic bead,
rotation rate was limited to approximately 8 rps. Rotational velocity was determined at
varying ATP concentrations from 0.5 uM to 4 mM. Vmax and Km were determined to be 3.8

rps and 8.1 uM, giving the apparent rate constant of ATP binding as 1.39 x 10° M's™, which
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was consistent with k4" values obtained from using 40 nm gold colloid (17) and ATP
hydrolysis activity (36).

A typical time course of V, rotation at 4 mM ATP (saturating) can be seen in Figure 13. Time
constants of ATP-binding dwell and ATP-cleavage dwell are 0.3 ms and 2.5 ms (17),
respectively, which are negligible as compared to time for a single 120° rotation (~42 ms).
Therefore, V, molecules generally followed smooth rotation. However, at saturating [ATP]
such as 4 mM, rotation of the molecule was frequently interrupted for several seconds,
which is too long to be related with ATP binding or catalytic dwell of 0.3-2.5 ms. These

pauses were transient, so V, molecules spontaneously resumed rotation with the

completion of pause.
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Figure 14. Michaelis-Menten curve of V,-ATPase based on rotation assay with magnetic bead
(38). Due to high-viscous load, Vm.x was found to be 3.8 rps, and kfnTP was calculated as 1.39

x 10° Ms™. Vinax Obtained from rotation assay with 40 nm gold colloid was 64 rps, almost

same as that obtained from viscous-free ATPase assay.

These transient pauses always occurred in one of 3 angular positions separated by 120°,
which are consistent with the pseudo-3-fold symmetrical structure of V;-ATPase. This

suggests that the pause was due to a slow transition to a catalytically inactive state. This
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‘rotate — pause - rotate’ type of activity was observed until the V, molecule completely
stopped.

The V, molecules never reactivated from this final pause, even if several hours passed. At
maximum 6 hours was waited to observe if there will be any spontaneous reactivation;
however, molecules didn’t resume rotation. So, this final pause was practically irreversible.
The angular position of this final pause always coincided with one of the 3 angular positions
of short pause. This suggests that final pause is also caused due to an intrinsic inactivation
process.

From now on, for simplicity, we will call the final, irreversible pause as long pause (LP), and

second-scale, reversible pause as short pause (SP).

2.2 Angular position of the pauses

For charictsrization of SP and LP states, we first wanted to determine the angular positions
of SP and LP in relation to the ATP-waiting angle. For this purpose, we carried out a buffer-
exchange experiment during rotation assay.

First, rotation was observed under ATP-limiting conditions to determine the ATP-waiting
angles for individual molecules. At 4 pM ATP, which is well below the K,, 8.1 uM, the overall
reaction rate is determined by the ATP binding step, and V, mostly spends time in an ATP-
waiting pause.

Before continuing with the buffer exchange experiment, | want to clarify one important
issue at ATP-limiting conditions: Does short pause occur even at non-saturating ATI$
concentrations?

We noticed the presence of short pause state, for the first time under ATP-saturating

conditions (4 mM). However, if short pause was observed even under at non-saturating
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ATP concentrations, then we cannot say that the rate-limiting reaction at [ATP] below Kp, is
ATP-waiting pause. To check this point, we determined the dwell time of all transient
pauses including both ATP-waiting pause and short pause, at several ATP concentrations.
The transient pause even as short as 1 frame, 0.033 sec, was counted. Figure 15 shows the
dwell time histograms of transient pauses, under [ATP] from 0.05 pM till 4 mM. The time
constants derived from the single exponential fitting of the histograms were plotted
against corresponding [ATP]. The time constants including 10 pM ATP showed clear
dependence on [ATP], though above 10 pM ATP was almost constant around 4 sec (Figure
16). The values until 10 pM, close to Kn, were consistent with theoretical time constants

calculated by using kA" . This implies the occurrence of short pause was much lower than

that of the ATP-waiting pause at non-saturating [ATP]. However, we could not precisely
indicate the occurrence frequency of short pause at non-saturating [ATP]. Based on this

dwell time analysis, we concluded that the pauses observed at 4 pM ATP mainly occur due

to waiting for ATP.
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Figure 15. Dwell time analysis of transient pauses at varying ATP concentrations that are
displayed on the side of graphs (38). Except 10 pM ATP, all conditions were fitted with
single exponential. Data from 10 pM ATP (=K,) was fitted with double exponential, which
gave two time constants, representing ATP binding dwell and short pause. Until K, time
constants simply showed [ATP] dependence. Though above K, time constants were almost

same around 4 sec.
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Figure 16. ATP dependence of transient pauses, including both short pause and ATP-waiting
pause (38). After K, = 10 uM, time constants remained constant around 4 sec, implying that
effect of short pause at non-saturating [ATP] is negligible. However, it becomes significant

at high [ATP].

So, ATP-waiting angles (Figure 17A) were simply determined as three peaks found in the
histogram of the angular pogition during the rotation (Figure 17B, top) (38). After we found
the molecules that showed 3-fold symmetry pausing equally at three ATP-waiting angles,
the buffer was exchanged with buffer containing 4 mM ATP, where the ATP-waiting pause
diminished and short pause became prominent. Angular histogram during rotation at 4 mM

showed the three positions of short pause (Figure 17B, below). It is quite clear that angular
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positions of SP coincided well with those of the ATP-waiting angles. The angular difference
of SP from the ATP-waiting angle was only 0.6 * 12° (mean * SD; n = 48) (Figure 17C). Thus,
we can conclude that short pause share the same angular positions with ATP-waiting angles.
Later, we wanted to determine the angular position of long pause. For this, we simply
monitored the molecules’ rotations until lapsing into long pause, at saturating [ATP], 4 mM
(38). Until final LP state, the molecules show frequent short pauses. And we are already
clear about the short pause’s angular position relative to ATP-waiting angle. Therefore we
could determine the angular position of LP by comparing with short pauses’ angular
positions. As shown in Figure 18A and B, the angular position of LP was approximately
identical to one of the three angles of SP. The angular deviation determined from statistical
analysis (Figure 18C) was —0.1 * 7.2° (mean #* SD; n = 29). Thus, LP also shares the same

angular position with ATP-waiting angle.
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Figure 17. Short pause and ATP-waiting pause share the same angular position (38). By
performing a buffer-exchange experiment, we determined the angular positions for both
kinds of pauses. First rotation of a single molecule was observed at non-saturating ATP
concentration, where ATP-binding is rate-limiting step. Then buffer of chamber was
exchanged to saturating ATP concentration, where short pause becomes significant. ATP-
binding event cannot be observed at saturating [ATP] due to very small time constant and

low time resolution of camera.

2.3  Kinetic Analysis of Pauses

Next we wanted to determine the kinetic parameters of short and long pauses. Regarding
the short pause, Figure 19 shows the histograms of the duration time of short pause and
rotation time between two successive short pauses, respectively. The histograms were

fitted with single exponential decay, providing time constants of the inactivation into short

SP

pause and activation from short pause, Tpouion (0-9 S) and Thm i (4-2 S), respectively.

Thus, V, remained in the active state (rotation state) for only 18% of the observation time.
The free energy difference of the inactive state (SP state) from the active state (rotation
state) was estimated from the equilibrium constant (0.21) of the active state to be -1.5 kgT,
where kgT represents the thermal energy.

Biochemical studies have reported vthat T. thermophilus V, lapses into the ADP-inhibited
form during ATP hydrolysis (14), the time constant of the inactivation in the literature (~3
min) is too long to reflect SP (5). However, the literature value is rather close to the rotation
time until lapsing into'LP.

Figure 20 shows the histogram of the rotation time before LP including both the rotation

time and the duration time of SP. Fitting of the histogram with single exponential decay

gave the time constant of inactivation into LP state, 7., of 17.6 min.
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Figure 18. Long pause shares the same angular position with short pause (38). By observing
rotation of a single molecule until it lapses into long pause, angular positions of both pauses

were compared. Until the molecules lapse into long pause, short pauses were noticed at

saturating [ATP].
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Figure 19. Time constants of short pause and rotation time between two successive short
pauses were determined from dwell time analysis. V, molecule rests for = 4 x rotation time

(38). V, molecule rests more than works.

As a means of comparison, we measured the time-dependent inactivation in bulk ATPase
assay under the presence of ATP-regenerating system. As previously reported, (5,36), the
ATPase activity was gradually inactivated and finally reached nearly zero in 80 min. This
time-dependent inactivation is explained by ADP inhibition: V; fails to release ADP produced
upon hydrolysis and transforms into the stable inhibitory state. Fitting ‘the time course with

a single exponential function gave the time constant of 3.4 min. Although this time

constant is in the range of minutes, similar to z.. ... (17.6 min), it is evidently faster than

T i HOWeEVer, if we look carefully to the time course of inactivation in bulk ATPase
assay, we can see there are two phases, fast inactivation process which is followed by slow
inactivation (cyan-dotted line). This finding suggests that there are two independent
pathways for reaching ADP inhibition. When we fitted the time course from bulk ATPase
assay with double exponential, we obtained two time constants of 2.13 min and 15.7 min.

From the equilibrium level of fitting, the equilibrium constant of inactivation was calculated

to be 0.018, which gives the energy difference between active state and LP as -4.0 kgT.

Rotation time constant determined from dwell time analysis of single molecule analysis is
17.6 min. However, the bulk ATPase assay gave us a different value for rotation time, 3.4
min (from single exponential fitting). Even though the units are matching, the values are
quite different. When we lpok~at the bulk ATPase assay graph carefully, we could
distinguish that there are two populations, fast-living V, and slowly (long)-living V,. Double
exponential fitting gave a time constant for long-living V, as 15.7 min similar to that obtained

from single molecule analysis (17.6 min). The later time constant (15.7 min) is quite close to
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T which implies that the slow inactivation process leading to the LP state

nactivation ?

corresponds to the slow inactivation observed in the bulk ATPase assay. One reasonable
explanation for why we could not observe fast-inactivating molecule during rotation assay
could be that the molecules inactivated via the fast pathway stopped rotation before being
identified under optical microscope; because the probability of finding actively rotating
wild-type V, particles is quite low compared with the TSSA mutant of V, that was often used
for kinetic analysis of V, rotation (4,14,35-37,42,43). In case of wild-type V1, over 5 min was

usually required to find the first rotating particle after ATP infusion into the flow cell.
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Figure 20. Rotation time of single V, molecules until lapsing into long pause, determined

from single molecule assay and bulk ATPase assay (38).

2.4 - Viscous load effect on pausing behavior

So far, we demonstrated the existence of short and long pause, and analyzed their

characteristics in rotation assay by using a quite big magnetic bead. However, we need to
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check the effect of viscous drag on kinetics of these pauses. For this purpose, we decided
to use a really small bead (40 nm gold colloid) which shows negligible viscous drag much
lower than that of the magnetic beads (17). However, even in drag-free condition, V,

showed transient, second-scale short pauses and final long pause (Figure 21).
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Figure 21. Rotation of a single molecule attached to 40 nm gold colloid (38). Due to the big
file size, we recorded the molecules at every 3-4 min for min of 10 sec. Rotation was
recorded with high-speed camera. Here, recording rate was 250 frame/sec. Transient pauses
which last for several seconds were observed, these represent the short pauses that we
have observed in case of magnetic bead. The long pause was also observed, after several

times of recording the same molecule.
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Figure 22. Short pause share the same angular position with catalytic dwell (38). The above
histogram was obtained by analyzing the very short dwells observed during rotation time.

And short pauses were defined as longer than one second.

Because of the smaller load size, V, motor reached max speed of 64 rps, at saturating, 4 mM
ATP. To catch-up with the rotation speed of V,, we used high speed camera for recording.
The min time resolution that we used during recording was 4 msec. At this resolution, we
could distinguish the sum of two dwells (5 ms) due to ATP-cleavage (2.5 ms) and one (or
both) of product release (2.5 ms) (17). ATP-waiting dwell was 0.3 msec, indistinguishable
under-this resolution. The angular distribution of rotating time between two successive
short pauses should reflect this 5 msec interval, and indeed we saw 3 angular positions

separated by 120°. Then we compared the angular positions of this 5 msec joint dwell with
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that of short pause, the positions of these two events overlapped (Figure 22). Previous
literature reported that ATP hydrolysis occur at the same angle with ATP waiting (15,17).
This observation again supported our finding that short pause and ATP binding share the
same angular position.

Then we calculated the mean time constant for short pause and rotation time between two

SP
z-Activation

successive short pauses as 3.50 * 0.54 s (48 events) for and 0.55 + 0.24 s (36 events)

for 7, ...on - These values are consistent with those obtained from magnetic bead case.

We attempted to determine the rotation time until lapsing into long bause. However, due
to the big file size, we could not record rotation with fast framing camera over 5 min.
Therefore we performed a time-lapse rotation assay; every 3—-4 min, we recorded the rotary
motion of the targeted molecule with a fast-framing camera for at least 10 s. With this
method, the final long pause was observed. Even though the time resolution was around 3
min, the average rotation time before LP was calculated to be 16.7 + 7.8 min (6 molecules).
This observation is also consistent with our previous calculation based on magnetic bead
rotation assay.

Herein, we confirmed that the viscous drag does not affect the kinetics of pauses. From
now on, we again used the magnetic bead as the rotation marker in the single-molecule

rotation assay.

2.5 Effect of solution ADP and inorganic phosphate on the pauses

Previous studies about F,-ATPase showed that addition of ADP into reaction mixture of
rotation assay caused immediate stop of rotation due to being trapped in ADP-inhibited
state (30). We wanted to investigate whether a similar effect would be seen for V,, so we

injected 200 yM ADP into chamber solution together with ATP. This amount of ADP was
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reported be enough to inactivate V, after pre-incubation with ADP (5). To our surprise, a

clear effect of ADP was not observed on the rotation behavior of V,. Kinetic parameters of

short pause, Ti,immo” and ijmﬁo,, were not essentially affected by ADP (Table 1). The

duration time of rotation until LP, r,ff;ctivation also did not change (Table 2).

4mM 3omM 200 UM
ATPY NaPiY ADP

Short Pause
(sec) 4.2+0.3 4.4 0.4 4%0.3
Rotation Time

(sec) 0.9 + 0.04 1.7 £0.1 0.8 £ 0.02

*All experiments are performed in the presence of 4 mM ATP.

YATP regenerating system is supplied.

TABLE 1. Dwell times of Short Pause and Rotation Time obtained from single exponential
fitting of dwell histograms. Number of molecules and number of events used in this analysis

were as follows: 4 mM ATP: 7 mols, 250 events; 30 mM NaPi: 3 Mols, 130 events and 200 pM

ADP: 4 mols, 170 events.

4 mM ATP' 30 mM NaPi¥ 200 UM ADP

Life Time of
Rotation* (min) 176215 14.8£1.7 15.8 £2.6

* Mean * Std. error

YATP regenerating system is supplied.

TABLE 2. Rotation time until LP under saturating [ATP], [ADP] or [Pi]. All experiments were
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done in the presence of saturating [ATP], 4 mM. The number of molecules used and the
total number of events for different conditions were as follows: 4 mM ATP: 98 mols, 164

trials; 30 mM NaPi: 43 mols, 72 trials; 200 pM ADP: 35 mols, 67 trials.

Next, we wanted to test the effect of inorganic phosphate (Pi) because solution Pi
somewhat rescues F, from ADP-inhibited state. However, solution Pi neither affected the

kinetics of the pauses.

These data suggest that short pause state is irrelevant to the ADP-inhibited state. Against
our expectation, rotation time until LP was similarly not affected by solution ADP. One
remaining possibility is that the reverse reaction rate, the activation from LP could be
dependent on solution ADP. However, the duration time of long pause is too long to be
analyzed without disturbance. So, we tested this possibility by using magnetic tweezers

(next section).

2.6 Mechanical Activation from LP State

The kinetic features of LP do not match perfectly with those of ADP-inhibited state of V,
from bulk ATPase measurement (5). However the basic characteristics of LP such as its time
scale and apparent irreversibility support the contention that LP corresponds to ADP-
inhibited state of V,.

In the case of F,, ADP-inhibited state was mechanically activated by applying external force:
when F, in the ADP-inhibited state is forcibly rotated in forward direction by 80°, it always
resumes active rotation immediately after release from the external force (1).

We were curious whether V, in LP could be also activated by external force similar to ADP-

inhibited F,. A schematic image of the experimental setup for applying magnetic field was
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shown in Figure 11: In this experiment, magnetic bead was not only used as the rotation
marker but also as the handle to control angular position of rotary shaft of V,. The torque
for external control was generated with magnetic tweezers which is composed of crossly
located two pairs of electromagnets and is mounted 1 cm above the microscopic stage.
Magnetic tweezers generated a magnetic field parallel to the stage, and the magnitude and
orientation of the magnetic field could be controlled by the electric current on each
electromagnet.

Before applying a magnetic field to V,, we had to ascertain that molecule lapsed into LP
state. So far-observed, the longest short pause was around 4 min. Therefore, we set our
criteria for LP as a pause longer than 5 min while dwelling at one of the three SP angles.
After waiting for 5 min, a magnetic field was applied to forcibly rotate the V,molecule in LP
and stall it at a target angle. After the set time period passed, we switched off the current
to release the molecule from magnetic field. Similar to the mechanical activation of ADP-
inhibited F, (1), V, showed essentially two behaviors. One is the reactivation from LP state.
V; resumed active rotation immediately after released from the magnetic tweezers. Once
reactivated, V, made a continuous rotation until being trapped in the SP state. The rotation
velocity after reactivation was same as that before entering into LP state. These findings
imply that v, reactivated from the LP state completely resumed the catalytic activity of ATP
hydrolysis. The other type of response to the manipulation was the return to the original
pausing angle after release from the magnetic field. In this case, V, again showed LP unless
activated by another manipulation. Examples for typical time courses of the reactivation

and the failure of reactivation were shown in Figure 23.
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Figure 23. Typical behaviors of V, upon release from the tweezers (38). One is failure (left)

and the other is success (right) in reactivation.

Unclassifiable behaviors were also observed (less than 1%). The typical behavior of the
minor events was that the molecule returned to the original angle after release from the
magnetic field and resumed rotation spontaneously within 30 s, which is too short to be
classified as LP. In this case, V, most probably changed the pausing state from LP to SP

upon the manipulation. This type of data was omitted from the data analysis.

2.6.1 Angle dependency of Mechanical reactivation

We stalled V, in the LP state at angles ranging from —110° to +110° for 10 sec, at 4 mM ATP
(38). Based on these manipulations, we calculated the reactivation probability (%) defined
as the ratio of reactivation events to the total number of trials. As seen in Figure 24,
reactivation was never observed in clockwise direction. Even in the counterclockwise
direction, until 50°, none of the molecules were reactivated. Manipulation over +50° induced

reactivation. When the magnetic bead was rotated +110°, most molecules resumed active
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rotation just after being released. With this experiment, we confirmed that V, paused in the

LP state can be reactivated with forcible forward rotation similar to F, under ADP inhibition.

100

Reactivation Prob. (%)

-120 90 -60 -30 0O 30 60 90 120
Angle (degree)

Figure 24. Reactivation probability against stall angle (degree) (38). In counterclockwise
direction, reactivation from LP was never observed. Starting from +50 degree in clockwise

direction, reactivation probability increased and reached its max value at +110 degree.

2.6.2 Suppression by ADP

Next, we wanted to test the effect of solution ADP on the reactivation of V, in the LP state
(38). We previously showed that solution ADP didn’t affect any of the following
parameters: SP, rotation time between SPs and rotation time until LP. Subsequently, we
would like to see if the reactivation rate from LP will be affected.

And in the case of F,, solution ADP was shown to suppress the reactivation of F, under ADP

inhibition.
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The reactivation probability was determined in the presence of 200 uM ADP and 4 mM ATP.
The suppressive effect of ADP was evident at +110° and +90°, but was not observed at +70°
(Figure 25). The reactivation probability at +110° decreased from 90% to 31%. Thus,
reactivation from the LP state was also found to be sensitive to solution ADP, as we

expected from the contention that LP represents the ADP-inhibited form of V..
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Angle (degree) Figure 25. Reactivation
probability against stall angle in the presence of saturating [ADP] (38). Effect of ADP was
clearly observed at stall angles of 9o and 110 degree. At 110 degree, reactivation probability

decreased from 90% to 31%.

2.7 Discussion: Comparison with F,

2.74  SPinV,andF,

Bulk ATPase assay of T. thermophilus V, suggested that V, decreases ATPase activity with

time constant of 3.4 min until the activity almost reached zero. Inactivated V, tightly binds
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ADP at the catalytic site and it does not resume activity until bound ADP is removed.
Actually during the purification process of V,-ATPase, we apply a method to remove the
bound ADP, which results in drastic increase of mean ATPase activity. However, even after
repetition of this method for several times, a significant portion (17%) of the molecules were
still bound ADP. The SP state was the most frequently observed pause during the rotation.

However SP cannot represent the biochemically suggested ADP inhibition because its time

SP

constants of inactivation and activation (7, .in= 0-9 S and Ty = 4-2 ) are both too

short. So, SP is a newly identified inhibitory state of V..

SP can neither be an artifact possibly caused by viscous drag of the big rotation probe
(magnetic bead), because rotation with essentially drag-free probe (40 nm gold colloid) still
showed SP. The occurrence frequency and its lasting time were both consistent with those
obtained from magnetic bead case. Actually a similar short pause of a second-scale dwell
time (1.7 sec) was reported for F,-ATPase (30). But the physiological role and the mechanism

of short pause in both motors are not identified (Figure 26). Further study should be done.
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Figure 26. Two types of pauses observed in F,-ATPase (left) (30). 30-sec pause corresponds
to ADP-inhibited state of F,. The trajectories on right show the 30-sec pauses (colored
parts). However, the 2-sec pause was not attributed to any catalytic state of APT hydrolysis.
Further research is necessary to deduce the role of SP and 2-sec pause in V, and F,

respectively.
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Another interesting point is that we didn’t see clear second-scale inactivation or activation
caused by SP in bulk ATPase assay. Actually a slight activation was observed at the
beginning of ATPase activity assay (5), however degree of activation ‘is quite small as
compared to activation rate from short pause. These findings imply that SP state involves
some conformational rearrangement that is not related to catalysis. So, V, probably is in
equilibrium between the active state and SP state before being injected into assay mixture
for bulk ATPase measurement. Actually this assertion somehow éxplains the marked
discrepancy of the bulk ATPase rate and rotation speed from single molecule rotation assay.
Rotation speed is clearly faster than that expected based on bulk ATPase rate. Even though
the rotational rate of V, at V.« condition was reported to be 64 rps, the value estimated
from bulk ATPase rate (1/3 of ATPase rate) was only 12 rps. Based on activation rate from SP
state, estimated fraction of active V, at any time is only 18%. If we correct bulk ATPase rate
assuming that only 18% of the V, molecules are in active state, then the genuine rotation
rate would be 67 rps, which is almost same as the actual rotation speed from single-
molecule assay. This calculation is in favor of above assertion mentioning the pre-existing
equilibrium between the active and inactive states.

Moreover, we showed that solution ADP does not have any effect on either SP or rotation
time between SPs. This finding also supports that SP state is irrelevant to catalysis, and very

clearly not related to ADP binding.

2.7.2 LPofV,is more stable than that in F,
Bulk ATPase assay pointed out that LP state has an expected minutes-scale inactivation time
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constant. The extremely long duration time of the LP state obtained from single-molecule
assay is consistent with the prediction from the bulk ATPase assay. Actually, ADP-inhibited
state is so stable that V, almost completely lost its catalytic activity, suggesting that the
time constant of reactivation is very big. This finding is in contrast to the ADP-inhibited form
of F-ATPase (Figure 27), which spontaneously resumes active rotation after 30 s under the
assistance of thermal agitation (30).

During the mechanical manipulation, LP of V, required stalling over >50° for reactivation,
though F, reached almost 70% reactivation probability at 50° (Figure 28). This suggests that

activation energy for the activation of ADP-inhibited V, is much larger than that for F..

ks Vi
100 LA 2 ie LN AR S5 LG AR O R = r. 100_
1 < 80
_. 80 [ - S
S} ) < 60
w [ k >‘—
E ! . 5 “of
(] - b >
< i ] >
= i T LP
i i h1] < ol
20 -l Liat ia g il sa lllLLL,L‘ . & 1
0 100 200 0 1000 2000 3000 4000 5000
T ey - Time (sec)

Figure 27. Time course of activity of F, (left) and V, (right) (30,38). Even though all V,
molecules finally lapse into long pause state, only 60% of F, molecules gained ADP-inhibited

state.
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Figure 28. Reactivation probability against stall angle under varying buffer conditions: For F,,
0.2 UM ATP, 2 mM ATP and 20 mM ADP (+33 pM ATP) (1). For V,, 4 mM ATP and 200 pM ADP
(+ 4 mM ATP) (38). Reactivation probability achieved at 70° is almost 100% in case of F,,

though less than 10% in case of V..

2.7.3 Physiological role of SP and LP
The energy differences of SP and LP state from active states are -1.5 and -4.0 kBT,
respectively. These states are significantly stable as compared to that of ADP inhibition of F,

(-0.6 kBT). This finding implies that free V, takes a longer rest than F, during pausing of the

catalytic turnover.

Based on current findings of this study, we could not determine the physiological role of SP.
However, we could simply hypothesize that both SP and LP states are dual suppression
mechanisms for free V, motor to escape from wasteful consumption of cellular energy
source, ATP. Isolated V, was found in the T. thermophilus cytosolic fraction. And it is well
known that yeast V, domain detaches from the whole complex upon glucose starvation,

and upon detaching, isolated V, somehow lost its ATPase activity. We don’t have any
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knowledge whether yeast V, has similar pausing states, SP and LP, like T. thermophilus does.

Further study on rotation of eukaryotic V, is necessary.

2.8 Conclusion

For studying the individual reaction steps during ATP hydrolysis, single-molecule rotation
assay was held. Some pausing behavior of V, was observed, during rotation assay. To be
able to continue with our goal of manipulating individual reaction steps, first we needed to
characterize these pauses.

V;-ATPase indicated two types of pauses during rotation, one was a reversible, second-scale
‘short pause’, and the other one was an irreversible ‘long pause’ which marks the end of
rotation.

Short pause was a newly found inhibitory state, though long pause was previously
predicted from bulk ATPase assay. Our single molecule analysis supported that long pause
represents the ADP-inhibited state of V,. In case of F,, ADP-inhibited state is reversible,
which suggests that V,-ATPase is more strictly controlled than F-ATPase.

V,;-ATPase in long pause was reactivated when the shaft was forcibly rotated above 50° in
forward direction via' the magnetic bead. The observed angle dependence of long pause
was distinctive from that of F-ATPase, implying that energetic and kinetic features of

mechanochemical coupling of V, are different from those of F,.

47



Chapter 3. Mechanical Modulation of ATP Binding Affinity

After characterization of the pausing states of V,, we wanted to focus on ATP binding event
in ATP hydrolysis cycle (Figure 12). By using the magnetic tweezers setup like in case of LP
state, we applied magnetic field to central shaft during the waiting time for binding ATP.
Results of mechanical manipulation were explained below. The contents of this chapter

will be soon submitted to a journal for publication.

3.1 3-step rotation at non-saturating [ATP]

Same setup from Chapter 2 was used here for rotation assay and mechanical manipulation:
For rotation assay, a streptavidin-coated magnetic bead was attached to D subunit of
central shaft. Here, magnetic bead was used also as a handle for manipulating the rotary
shaft. Rotation assay was conducted under ATP-limiting conditions (1 or 1.5 pM), well below
the Michaelis-Menten constant (K,,) of the rotation assay with magnetic beads (8.1 uM). At
these ATP concentrations, V,-ATPase demonstrated a 120° stepping rotation (Figure 29). The
mean times of the ATP-waiting pause were 0.57 and 0.32 sec at 1 and 1.5 uM, respectively.
We should keep in mind that mean time for catalysis on V;-ATPase was 2.5 msec, which is
much shorter than ATP-waiting dwell and mean time for 120° rotation of the beads. So,

catalytic pause was undetectable in this condition.

3.2  Mechanical Manipulation during ATP binding dwell

Under non-saturating ATP concentrations such as 1 pM ATP, occurrence frequency of
second-scale short pause was less than 0.4% of the total pause and therefore its effect is

negligible as compared to ATP-waiting dwell.
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Figure 29. Rotation trajectory of a single molecule, in the presence of 1 uM ATP. The pauses
are the ATP-waiting dwells. Inset shows the X vs Y trajectory of this molecule. 120° stepping

behavior was clearly observed under [ATP] less than K,.

When V,-ATPase paused for binding ATP, magnetic tweezers was turned on to stall
magnetic bead at a target angle. After the set period of time passed, magnetic tweezers
was turned off to release the magnetic bead and therefore the shaft of the molecule. Upon
our manipulation, in general two behaviors were observed, similar to in case of long-pause
state (38). One type of response was going to next ATP-waiting angle immediately after
release. V,-ATPase cannot rotate to the next stepping angle unless it binds ATP. This means
that when the molecule was released, it was already bound to ATP. This response was
named as ‘on’ event. The other response was going back to the original waiting angle just
after release from the tweezers. In this case, the molecule was not bound ATP at the time
of release, therefore it couldn’t generate the torque needed for rotating to the next step
and just returned back to the angular position where it came from. This second response
was named as ‘off’ event. Some unclassifiable responses were also observed; for instance

the molecule went back to the original angle after release from the magnetic field, like in
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the case of an ‘off’ event however didn’t resume the rotation anymore. In this case maybe

the molecule lapsed into long pause state. This type of behaviors was rarely encountered

(less than 5%), therefore discarded from analysis.

The waiting times just after manipulation were analyzed to check whether our mechanical

manipulation results in change of any kinetic or catalytic properties of the enzyme. In case
of an ‘off’ event, dwell time after coming back to original angle until spontaneously binding
ATP was analyzed (Figure 30). And for the ‘on’ event, dwell time of ATP binding on the next
stepping angle was analyzed (Figure 30). In both cases, the dwell time histograms gave
close values to original ATP waiting time constant (0.57 sec) from free rotation at 1 uM ATP.
This implies that stall-and-release type of mechanical manipulation affected neither catalytic
nor kinetic properties of V,-ATPase, suggestive of the high robustness of this enzyme.

After many trials of manipulation, the probability of ATP binding was measured as the

robability of an “on” event, P,
p y
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Figure 30. Two typical behaviours of V,-ATPase upon mechanical manipulation during ATP
binding dwell. One is the molecule returns back to the original angular position after release
from the tweezers, ‘off’ event. The other is the molecule jumps to the next stepping angle

directly from the stall angle position upon release, called as ‘on’ event.
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3.2.1  Angle and Time dependency of P,

Pon Obtained at non-saturating 1 uM ATP was plotted against the stall angle, for stall times
of 0.5, 1, 3 and 6 sec (Figure 31). Stall angles were varied between -100° and +100°, with
increment size of 40°. Here, 0° was assigned as the mean angle for ATP-waiting pause and
the plus direction, same as direction of free rotation (counterclockwise). P, increased as
the stall angle increased, reaching its maximum value at 100degree. In the angle range of [-
60°, +60°], stalling longer than 0.5 sec resulted in a significant increase in Py, (%). However,
above 1 sec stalling, Po, values did not significantly change depending on stall time. This
result was in good agreement with our expectation such that at stalling above =0.6 sec, Po,
values should reach saturation. Time constant for ATP binding during free rotation is 0.57

sec. So stalling longer than the threshold, 0.57 sec, should give saturated values for P,,.

Stall Time 100

-1 sec
—@-3 sec 80
—@-6 sec

SN N S
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40 ........... .......... B/ ........ ......... .......... .....

20

0 J = i i i
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Figure 31. P,, against stall angle, at different stall time conditions under 1 uM ATP. Stall
times used in this experiment were displayed next to the graph. A clear difference between

the P,, values of 0.5 sec and above 0.5 sec could be seen.

To see the time course of P,, for varying stall angles, the data points were re-plotted

against the stall time (Figure 32). From the graph, we omitted data of -100°, because they
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were extremely low to provide a reliable time-dependent progress for P,,. As seen in the
Figure, time courses reached saturation at around 3 sec. Another important point is that
saturation was below 100%, at all stall angles except +100°. This suggests that ATP binding
during stalling was reversible. If we stall the molecule for long time period, during our
stalling, the molecule not only binds ATP but it also releases bound ATP into environment.
This was also observed in case of stall-and-release experiment performed for ATP binding

event in F-ATPase (21).

100 2 &—— 400
o
- 20°
_. 60 .
- 0
o 40 -20°
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Time (sec)

V1+ATP<—kL>V1-ATP

koff
k on

Pon = (———)(1 - -( kon + koft) - t
(kon + koft )( eXp[ ( tt) ])

Figure 32. Probability of ‘on’ event against stall time. The same dataset from Figure 31 was
used to draw this graph. Time course of ATP binding depending on stall angle can be clearly
observed. After 3 sec, P,, seemed to saturate regardless of stall angle. Except +100°, P, of
other stall angles saturated below 100%, implying that ATP was also released during our

mechanical manipulation.
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3.2.2 Rate constants of ATP binding and release

We fitted the time course of P,, based on a reversible reaction scheme. From the fitting, we
determined the rate constants of ATP binding and release. The dissociation constant of ATP
was also determined from the ratio of ko to kon. We plotted these rate constants against
stall angle in semi-log scale (Figure 33). kon increased exponentially upon V,-ATPase rotation,
whereas k. reduced exponentially. Between [-60, +60] angle range, ko, increased by

approximately 22 fold, while k. decreased by 8 fold, which resulted in the decrease of K4 by

approximately 173 fold.
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Figure 33. Rate constants of ATP binding (k.n) and release (kos) were determined from the
fitting of Pon vs time graph. Kq was derived from the ratio of ko and kon. F; data is courtesy

of Dr. Rikiya Watanabe (21).
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As seen from the graph, ATP-binding rate determined from free rotation is slightly higher
than k,, at 0° which was determined from stall-and-release experiment. This situation was
also observed in case of F,-ATPase. This observation could be explained by rate
enhancement due to the thermal agitation; rotary shaft is subject to rotary fluctuation due
to thermal noise. When an infrequent large rotary fluctuation occurs in forward direction

(counterclockwise), ATP binding event takes place.

3.2.3 Calculation of torque generated by ATP binding

Angle dependency of kinetic parameters could give us information about torque generation
driven by ATP binding. Rather than the individual data points, general tendency of kinetic
parameters over an angle range is important. The study done on F,-ATPase estimated the
torque contribution by ATP binding from the angle dependency of ko (21). Then they
compared this value with that of ATP-hydrolysis event.

Torque generated by ATP binding corresponds to slope of rotary potential of ATP-bound
state (Figure 34) (16). Relative energy difference between the ATP-bound state and the

transition state for ATP binding/release was given by the formula, _kBTlnkaﬁ‘(e)'

Differentiation of this formula with respect to angle, _, Ta[lﬂk(g)] , gives us the torque
Y

generated by ATP binding. Here we assume that only free energy of ground state changes
upon rotation, while activation energy remains constant over defined angle range. So, by
using this formula, we calculated the torque generated by ATP binding as 4 pN-nm for V;-
ATPase. The whole torque by hydrolysis of a single ATP molecule is 35 pN-nm. So,
contribution by ATP binding event to whole torque is only 11%. However, we should keep in
mind that these torque values must be underestimated due to the elasticity of the

experimental setup.

54



4

Torque ATP
pNnm binding
radian) Total 40 ¢35

2Noji, et al. (1999) BBRC
YImamura, et al. (2005) PNAS
*Watanabe, et.al. (2011) Nat.Chem. Bio.

Figure 34. Torque generated by ATP binding was calculated from the slope of rotary
potential of ATP-bound state. Torque by ATP binding in V, was found to be 4 pN-nm, which
is 1% of whole torque (35 pN-nm) by hydrolysis of a single ATP molecule (15).

3.3  Discussion and Comparison with F,

3.3.1 Is ATP binding not the primary torque generating step?

A previous study, by performing the same stall-and-release experiment, determined the
rate constants, ko, kot and Kq for ATP binding event of F-ATPase (Figure 33). From the
comparison of kinetic parameters of V, and F,, we could deduce 2 important assertions. One
is that ATP-binding site of V, has lower affinity to ATP than that of F.. ko, values of V; over all
stall angles are lower than those of F,, while ko and Kq are higher.

The second one is that ATP binding does not contribute to torque generation in V; as much
as it does in F, (Figure 33 and 34). Previous study determined the torque contributed by ATP
binding in F, as 11 pN-nm (21). Here we assume that the torsional rigidity of rotary shaft of V,
estimated from the rotary potential during pausing state is not so different from that of F,
(though precise estimation of torsional rigidity of V, is required). Based on our experimental

data, conformational changes in A subunit induced upon ATP binding are expected to be
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smaller as compared to those in B subunit of F,. For a better understanding of the effect of

ATP binding, crystal structures of A subunit with and without bound ATP are awaited.

3.3.2 Implications about ATP synthesis

By using the kinetic parameters determined for ATP binding event, we can also interpret
about ATP synthesis. Ky at 0° was 0.7 pM, which is too low to release ATP into cellular
medium where ATP concentration is in millimolar range. When we rotate over -162°, then K4
reaches to the millimolar range and V, is able to release ATP. In addition, k¢ at 0°was 0.46 s
' is quite slow to explain the maximum turnover rate of ATP synthesis (67-73 s) (36).
However, if we rotate the shaft over -277°, then k. could reach the maximum turnover rate.
These results suggest that ATP synthesis is not simply the reverse of ATP hydrolysis reaction.
Therefore the angular dependence of kinetic and thermodynamic parameters should be
considered to have an accurate interpretation of ATP synthesis event. We should not forget
that these parameters were most probably overestimated, due to the elasticity of the

experimental setup.

3.4 Conclusion

ATP binding event was modulated mechanically using the magnetic tweezers. Strong angle
dependency of ATP binding event shows that chemical reactions are modulated by rotation
of the shaft. Torque generated by ATP binding event was calculated to be 4 pN-nm, which is

quite small compared with the whole torque (35 pN-nm) of V, in one single step.
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Chapter 4. General Conclusion and Future Work

4.1 General Conclusion

This study was an attempt to shed light on the mechanochemical coupling mechanism of V.-
ATPase by comparison with F,-ATPase. Even though both V,- and F,-ATPases are rotary
motor proteins, their subunit arrangements and so far revealed-rotation schemes are
different. This study emphasizes their significant differences more, by focusing on the
mechanochemical coupling and torque generation mechanism.

We successfully analyzed the ATP binding reaction regarding its angular dependency and
kinetic rate constants. We showed that V,-ATPase displays a strong angular dependency
during ATP binding reaction. Moreover, we compared our results with that of F, data, which
was available from literature. This comparison pointed out that mechanochemical coupling
mechanism of V, is different from that of F, based on the observation that ATP binding
reaction is not primary torque-generating step in case of V.. As a following step for this
study, ATP hydrolysis and product release events should be analyzed with mechanical
manipulation method to complete the picture of mechanochemical couling mechanism of
V-ATPase (refer to section 4.2).

Furthermore, we characterized two pauses of V;-ATPase which were frequently observed
during our manipulation of V,-ATPase in ATP-binding reaction. We wanted to clarify that
these pauses do not interfere with the ATP-binding dwell of V,-ATPase and we did so. One
pause, named as ‘short pause’, lasted for several seconds. Our analysis wasn’t able to reveal
its physiological role, however, discovering this pause, itself, was a new finding of this study.
Further research ‘is necessary for uncovering the still unknown points about this pause

(refer to section 4.3). We also revealed that the other pause, named as ‘long pause’,
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represents the ADP-inhibited state of V,-ATPase. Comparison with F-ATPase showed that

larger activation energy is required for exit from long pause in case of V,-ATPase.

4.2  Future Work

4.2.1  Mechanical Modulation of ATP hydrolysis

In previous studies, ATP binding, ATP hydrolysis and ADP-inhibited events of F, were studied
by employing stall-and-release experiment (1,21). As to V,-ATPase, only ATP binding and long
pause (ADP-inhibited state) reactions were studied (38). Based on our results from stall-
and-release experiment, ATP binding does not seem to be main torque-generating step in
V;-ATPase. Though, the effect of ATP binding is crucial in case of F,-ATPase. It was also
shown that ATP hydrolysis contributes to whole torque less than ATP binding does.

To our surprise, ATP binding event does not have a role in V, as significant as in F,. To have a
general view of torque generation mechanism in ATPase superfamily, further research
should be performed on V,-ATPase. By comparing the rotation mechanism of V, with that of

F,, a better understanding on ATPase superfamily could be gained.

4.2.2 Mechanical manipulation of Short Pause State

By performing stall-and-release experiment, we showed that long pause state corresponds
to ADP-inhibited state. Yet the physiological role of short pause hasn’t been determined.
Based on obtained results, we hypothesized that short pause could be an additional
suppression mechanism for V, to escape from hydrolyzing ATP in case V, is detached from
the whole complex.

There is a possibility that short pause could be the transition state for lapsing into long

pause — ADP-inhibited state. To check this possibility, short pause could be studied using
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stall-and-release experiment. V, could be stalled for long period of time during short pause,
and confirmed whether it will lapse into ADP-inhibited state upon release. By this way, we

can expand our knowledge about short pause.

4.2.3 Application Point of View

From the application point of view, this study could inspire ideas for using V,;-ATPase in new
technologies, such as blocking the invasion of the cells by viruses and toxins or use V;-
ATPase as a stepping motor to induce a desired biologiéal reaction and so on. Following are

some possible ideas for employing V,-ATPase in applied technologies.

4.2.3.1 Blocking Entry of Viruses and Toxins

Eukaryotic V,V;-ATPases are shown to have a role in normal physiology at various
intracellular sites and also at a number of disease-related processes, one of which is entry of
toxins and viruses. Enveloped viruses such as influenza virus enter cells through acidic
endosomal compartments, where low pH triggers pore formation in the membrane.
Through these pores viral mMRNA or cytotoxic portions of the toxin molecules are
translocated into the cytoplasm. pH in endosomes are regulated by the proton pumping
V,V,;-ATPases. Our ide;a is to engineer eukaryotic V,-ATPases to have the long pause like their
homolog prokaryotic V;-ATPases. Because pumping by V, domain is coupled to ATPase
activity by V, domain, if V, domain stops rotation, theoretically V, will also stop pumping
protons. By this way, pH will not be regulated by V,V-ATPase anymore, and the entry of
toxin and virus will be inhibited. So, engineering the eukaryotic V,-ATPases to have a long

pause could save the cells from the invasion of viruses and toxins. However, whether
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eukaryotic V,-ATPases have the same ‘pause’ type of regulation as prokaryotic V,-ATPases is
ry p 4 g

not clear. So, further single-molecule research on eukaryotic V,-ATPase is necessary.

4.2.3.2 Treatment of Osteoporosis

Osteoporosis is a disease in which bone resorption exceeds bone formation, and results in
weakening of the bones. Osteoclasts generate an acidic microenvironment necessary for
bone resorption by using V,V,-ATPases to pump protons into the resorption area. If V,V,-
ATPases’ pumping protons can be stopped, then osteoporosis could bg largely prevented.
The way to stop pumping protons could be to prolong short pause state or to induce
entering into long pause state. So, engineering V,V,-ATPases in this way could be enough

for fighting with osteoporosis.

4.2.3.3 As astepping motor

Another application could be to use the V,V,-ATPase like a stepping motor, to induce a
biological reaction while the V,-ATPase is rotating and to block the reaction when the motor
stopped during short pause. If the reason for short pause is revealed, we could manipulate
Vi-ATPase to enter into short pause and resume rotation again at desired time intervals. This

type of regulation could reveal insights about the biological reactions.
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Appendix Protocols for Experiments

A.1  Purification of Wild Type V,-ATPase from E.coli

Materials

Buffers

Buffer A 100 mM NaPi (pH 8.0), 300 mM Nadl, 20 mM Imidazole (pH 8.0)
Buffer B 100 mM NaPi (pH 8.0), 300 mM Nacl, 200 mM Imidazole-HCl (pH
8.0)

Buffer C 20 mM Tris-HCI (pH 8.0), 1mM EDTA

Buffer D 20 mM Tris-HCI (pH 8.0), 1mM EDTA, 1 M Nadcl

ADP Removal Buffer 100 mM NaPi (pH 8.0), 10 mM EDTA

Biotinylation Buffer = 20 mM MOPS-KOH (pH 7.0), 150 mM Nadl

Filters&Columns
Amicon Ultra Centrifuge Filters (Millipore)
Ni-NTA Column

UNOQ Column (Bio-Rad)

PD-10 gel filtration column

Superdex HR200 GL column (Amersham-Tricorn)

Methods

A.a.1 Preparation of Glycerol Stock of V,-ATPase Expressing E.coli

} Transform WT V, plasmid (expressing Thermus thermophilus V,-ATPase) into E.coli BL21 DE3
strain.
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| Streak the transformed cells into LB plate + Amp + Cam. Incubate overnight.
| Pick 8 colonies from the plate, inoculate 4 ml 2xYT medium (+ amp + cam).
| Incubate overnight at 37°C.

} Culture

1) Glycerol stock: 600 ul culture + 400 ul from 80 % glycerol
stock. Store at -80 °C (either freeze in liquid N, or not before
storing.)

2) Expression Check: 100 ul culture in 10 ml in 2xYT media (+ Amp

| To find the best V,-ATPase expressing colony, incubate the samples from 2) at 37 °C until
0.D. 600 of 0.6 is reached.

| Add IPTG (final 1 mM) to induce expression.

| Incubate at 37 °C for expression.

| Centrifuge the sample at 5000 rpm 10 min at 4 °C.

| Discard the supernatant.

| Add 1 ml Buffer A, to dissolve the cells.

| Sonicate the samples, to break the cell walls of E.coli. | total = 2 or 5 min, on time = 1 sec, off time = 2 sec

| Incubate the broken cell suspension at 65 °C for 30 min, to degrade the thermo-sensitive
proteins of E.coli.

| Centrifuge suspension at 15000 rpfn for 10 min.

| Analyze the supernatant, by using Native PAGE.

| According to expression result, keep only the best expressing colony, discard the others.

A1.2  Preculture
|Take 1 or 2 strokes from the V, glycerol stock and dissolve it in 15 ml of 2XYT medium

(autoclaved) + ampicillin (Diluted 1000x) + chloramphenicol (Diluted 1000x)
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JShake it in the incubator at 37 °C at max speed

A.1.3  Main Culture

lInoculate the mass culture.

lShake in the incubator at 37 °C.

IWhen O.D. is = 0.6, add IPTG (final conc. 1 mM).

|Let the cells express V,-ATPase for about 20 hrs (>16 hrs) at 37°C.

A1.4 Harvesting Cells

JHarvest the cells at 7000 g, 10 min.

JDiscard the supernatant.

| Dissolve the pellet in =100 ml buffer A. Keep the cell suspension on ice.

|Add one tablet of protease inhibitor cocktail (staying in the 4°C refrigerator). Mix it to

dissolve the tablet.

A.a.5  Breaking Cells - Sonication

JAdjust the tuning of the sonicator to level 4.5.

total = 5 min, on time = 1 sec, off time = 2

1Set the conditions of the sonicator to

A..5 Heat Treatment - Degrading Thermo-sensitive Proteins except temperature
resistant V,-ATPase

| Keep at 65 °C for 30 min in water bath.

Centrifuge
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JCentrifuge at 10,000 rpm, 90 min at 4 °C.

JTake the supernatant containing V,-ATPase, discard the pellet.

A.1.6  Affinity Chromatography

1Wash with MilliQ twice or 3 times.

JEquilibrate the column with buffer A.

JApply your sample. Let it flow through the column.

| Wash with buffer A.

| Elute with buffer B.

lCheck the presence of protein by Bradford Assay.

}Collect all the fractions where colour change took place.

JCondense the fractions to 3 ml, by using 50 k amicon centrifugal filter tubes.

lExchange the buffer of your sample to buffer C, which is used as wash buffer in AKTA

HPLC.

A.1.7  Anion Exchange Chtromatography

IWash the pumps with MilliQ.

[Attach the column.

1 Wash the column with MilliQ.

JEquilibrate the column and also the pumps with buffer C.
lAttach the sample loop.

JApply your sample.

JRun the program, collect the fractions containing V,-ATPase.

JCondense the fractions to multiples of 2.5 mi by using amicon centrifugal filters.
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A.1.8 Removal of Bound ADP
|Repeat ADP removal protocol (below) for =5 times

(reaching ATPase activity of 50 s™ would be enough).

V, in 100 mM NaPi (pH 8.0), 10 mM EDTA

|

Heating at 65° for 10 min

l 5 times 1 cycle

Cooling on ice for 30 min

|

Gel filtration with PD-10 column

A.1.9 Reducing Disulfide Bonds with DTT
lIncubate sample with DTT (final conc. 1 mM) at room temp for =2 hrs.

JCondense sample to 500 ul.

A..10 Gel Filtration Chromatography
1 Do the washing with MilliQ and equilibration with biotinylation buffer.

lInject your sample, collect fractions.

A.1.11  Biotinylation

lIncubate sample with maleimide-PEG,-biotin in ratio of [V,] : [Biotin] =1:5
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lIncubate at room temp for 2-3 hrs.
|Remove excess biotin using PD-10 column.

| Make aliquots. Freeze in liquid N,. Store in -80 °C.

A.2  ATPase Activity Measurement

By using ATP regeneration system, ATPase activity Qf V-ATPase is measured (44). This
system allows us to measure ATPase activity at constant [ATP]. Absorbance at 340 nm is
monitored by UV/VIS spectrophotometer (VP-550, Jasco), as a measure of ATP hydrolysis
rate. As seen in the reaction scheme below (Fig. 35), synthesis of 1 ATP molecule results in

oxidation of 1 NADH molecule.

T— V,-ATPase
~—— A
absorban ATP ADP+Pi
ce at » k_/
=Hnm Faats PK PEP (PhosphoEnolPyruvate)
\ (Pyruvate Kinase)
NADH
LDH
NAD'* \ 4

Lactate

Figure 35. V,-ATPase activity measurement by decay in NADH oxidation.

slope(dAbs/min)
60 x 6220* x [V1(M)]

ATPase(turnover/s) =
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"NADH molar extinction coefficient at 34o0nm

A.3 Rotation Assay

A.3.1  Preparation of Ni-NTA-Glass

Materials

Glass coversllips (24 x 32 mm)

Glass holder
3-mercaptopropyltrimethoxysilane(MPTMS)
Maleimido-C3-NTA (Dojindo)

DTT, Chloroform, Toluene, Ethanol

Methods

Cleaning the Surface of the Coverslips

- Put the 24 x 32 mm glasses into glass holder, and soak it into ethanol (99.5 %).

Bath sonicate for 15 min, to remove dust from the glass surface.

Forming Hydroxyl Groups on the Glass Surface (O, Etching)

- Dry the glasses with nitrogen gas.

- Locate the glass holder into reactive ion etcher.

- Perform (52 plasma treatment for 5 mins.

Silanization (Using organic solvents)
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- Incubate the glass holder for 1 hr in toluene + MPTMS solution, in ratio of toluene :
MPTMS = 100 : 1, with constant stirring.

- Wash with chloroform, ethanol and MilliQ, in order.

- Soakin DTT solution (100 mM Tris-HCl, 1 mM EDTA, 10 mM DTT) for‘3 hours.

- Washin MilliQ.

- Incubate glasses with maleimido-C3-NTA solution (5 mg dissolved in 600 ul pH 7.0
solution) at RT.

- Washin MilliQ.

- Store in MilliQ at 4 °C.

Incubation with Ni** solution
- Just before using the glass for rotation assay, incubate the glass with solution =50
mM NiSO, for >5 mins.

- Wash with MilliQ again, dry with air blower.

A.3.2 Magnetic Bead Preparation
Materials

Streptavidin coated magnetic beads, average diameter of =500 nm (Seradym seramag)

Method
1) Take 30 ul from the bead stock.
2) Sonication(just very short: 5 sec-10 sec)

3) Dilute beads in 1 ml of MilliQ.

4) Centrifuge at 3000 rpm, 2 min at 4 °C.
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5) Take supernatant, discard pellet.

6) Centrifuge at 15k rpm, 60-90 sec at 4 °C.

Repeat if needed.

7) Ppt. (Discard the sup.)

8) Add 200 pl of 0.5x Buffer(-ATP buffer).
9) Add 50-70 pl of 0.5x Buffer(respectively for 30-50 pl)

10) Store at 4 °, until usage.

11) Before usage, pipette, and sonicate for very short; and then rotate in table-top

centrifﬁge for very short (20 - 30 secs).

A.3.3 Rotation Assay
Materials

Ni-NTA glass

Parafilm

Grease

Coverslip(18 x 18 mm)

BSA
-ATP buffer (0.5x Buffer) +ATP Buffer
e 25 mMTris-HCIpH 8.0 e 50 mM Tris-HCI pH 8.0
1x Buffer
e 50mMKCI e 100 mM Kl

e 2mM MgCl2
e PEP,PK
e ATP-Mg (0.5uM - non-saturating [ATP] =4 mM -

Saturating [ATP])
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Method

1)

3)
4)
5)
6)
7)

8)

9)

10)

1)

A.4

Cut from parafilm in 2.5 x 25 mm size. Expose it in grease. Then place these
parafilms on the glass, making sections having size of =(3-5) x 25 mm size.

Put a coverslip (18 mm x 18 mm) on top of Ni-NTA glass. Press it :so that coverslip,
greased parafilms and Ni-NTA glasses will be sticked to each other, tightly.

Sample was diluted in —ATP buffer (final conc. 1 nM to 4 nM).

Infuse V,-ATPase into the chamber 2 5’

Wash once with 45 pl —-ATP buffer.

Infuse 20 pl (- ATP buffer + BSA(5-10 mg/ml)) buffer.

(Sonicate the beads for 1 sec.) Beads directly apply 5 pl into the chamber (20’ to 30’).
Move to the microscope stage towards the end of the bead incubation time. Check
the beads.

Wash with —~ATP buffer (70 pl).

Infuse = 140 pl of +ATP buffer.

Observe rotation.

Mechanical Manipulation with Magnetic Tweezers

! A magnetic tweezers composed of 2 pairs of electromagnets were attached to the

microscope stage, as seen in Fig. 36.

| Tweezers is controlled with a custom-made software.

| For example, during the pause at binding angle, i.e. when the molecule is waiting for ATP

to bind, the tweezers is turned on to stall the molecule at a certain angle for a certain

period of time.
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*Under the condition that ATP binding is the rate-limiting step, 3-step rotation of V.-
ATPase can be observed. Pauses at each step correspond to dwell time for one A
subunit from A;B; ring of V,-ATPase to bind ATP.

| After certain time period lapsed; the tweezers is turned off to release the molecule from

the magnetic field.

|Before, during and after this stalling, the molecule’s rotation is recorded at 30 fps.

| The behavior of the molecule upon release from the magnetic field is analyzed by image

analysis software, Digimo.

Figure 36. Magnetic Tweezers and

Manipulation of the Bead by applied

Magnetic Field (1)

A.4.1  Analysis of the Manipulation Data

| Mainly two behaviors were observed, as summarized in Fig. 37.
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Figure 37. Forward and backward step upon release from the tweezers

- Forward step: Upon release from the tweezers, therefore from the magnetic field,
molecule goes to next binding angle, implying that molecule was bound ATP when
it was released from tweezers.
- Backward step: Upon release from the magnetic field, molecule goes back to
original binding angle, implying that molecule was not bound ATP when it was
released from tweezers.
| Probability of occurrence of forward step is calculated as a measure of effect of
mechanical manipulation on ATP binding event. Using KaleidaGraph graphing software,

graphs of forward step probability (FSP) vs stalling angle or stalling time is drawn.

ForwardStep

ForwardStep Probabilty (FSP)=
ForwardStep + BackwardStep
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