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1 Derivations of equations

Below we provide derivations of various equations from the manuscript.

1.1 The variance of bead position: Equation (7)

The force balance Equation (2) from the manuscript can be rewritten as,

day(t) = %(mm(t) —xp(t)) dt +€(7—t) dt, (S1)

where the thermal noise satisfies

(€1) =0, (£@)(t) =2ksTyo(t —t'), t,t'>0.

Equation (S1) can be integrated from time 0 to time ¢ to give,

g Y

o (t) = 2 (0)e k7 4 /dt' e Rt=t)/y (ﬁxm(t') + f(t/)) : (S2)
0

We are interested in calculating how the steady-state variance of the bead position changes over
the time interval At. As we are considering the steady state, the average bead velocity is constant
and equals the average motor velocity v = (v,) = (vn), and we can write

T

var(ay(AD) = Jlim % / At {(an( + At) — 20 (#)) — vAL)?)
= [Azy(t) = zp(t) — vt]
- Jim % / At/ ([Az(t + AF) — Ay ()]2)
= Tlgrolo%/dt’ [(Azp(t' + Ab)) + (Azp () — 2(Azp (' + At) Az (t))] .

As the integrand does not vanish for large times t/, the integral will be dominated by contributions
at large times as T' — oo, and we can write

var(z,(At)) = tlim (At + AL)) + (Axi (1)) — 2(Azyp (¢ + At)Amy (1)),
'—00
To calculate this, it will be useful to know the cross-correlation,
(A () Axy (1)) = (2 (t) — vt) (wp(t) — vt')) = (wp(t)2n(t)) — 0%t
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where

(o) (t)) = (22(0))e REF/T 4
i O/dtlo/dtQ e—kzl(t’—tz)/V—kl(t—h)/’Y<<%$m(t1) n f(fy )) (ljxm(tﬁ) n 5(32))>7

and we have used the fact that neither motor position nor noise depend on the original position of
the bead, x1,(0), and we have defined the coordinates such that z,,(0) = 0, giving (z,(0)) = 0.
To calculate the initial strength of the bead fluctuations we consider the evolution of the bead

before the motor starts,
£(t)

ki
dxy(t) = ——xp(t) dt +>—= dt, S3
b(t) 5 b(t) 5 (S3)

<§(t)> =0, <€(t)§<t/)> = 2kpT 5(t - t,)7 tvt, <0.
Using this we have

0 0

/dt//dt” —ky(—t'—t" /7<£(t/>£(t”)> _ 2kBT/dt/ —2kit' )y _ kBT
2 v ki

If we assume the thermal noise to be independent of motor position, we have (£(t)xn (') =
(€(t))(zm(t')) = 0, and can write

(o S0) (ot S2)) - () it + 221

v Y

As the motor stepping is uncorrelated, and assuming t; > t5, we move to the limit of discrete
stepping, and have

(o () () = / a, / At (v (£ om(E)) = 12102&52& U ()0 (1))
i {3 ARG () + Y AP ®)
t %t #

As the terms in the first sum are regular as t; — t5, we can again take the continuum limit for
this term and arrive at

(1) T(t2)) = / at, / At (0 (1)) (0n(12)) + Tim 3 AP (02,(13))

= ltity + lim ZAR



in the steady state. The instantaneous motor velocity is given by
vm(t) =) ad(t —t;), (S4)

where a is the size of the mechanical step of the motor, ¢; is the time at which the i*" step is
taken, distributed over [0, 00) with density v/a (the number of steps per time). We then have
(we use v = vy,),

AlirBOZAt%?( = lir_r}OZAt%Za S(th — ;) O(th — t; )>
t

The sum within the average has non-zero values only when ¢ = j, giving,

S, STARUAE) = fim S OARCY a0 1) )
th th i

o 2 Uoaga, oy 2
- Al}gglo%:At /dtZ ~a 6% (ty — t;) I%IEOZAt va 0(0
2 0

= lim Atva = vaty
At—0
t/
2

In the above, we have used that when discrete, §(0) = A1%1110 1/At. Thus, the correlation of motor
_>

position is,
(xm(t))zm(te)) = v2tits + va min(ty, ta).

Returning to the correlation of bead position, we have,

(p(t)xp(t))) = % +A+B+C,

with,

t

t/
2

A = (@) /dt1 ek’(ttl/”tl/dtzekl(tlt?/”tz

Y , 0

A
B = (_l) Ua/dtl/dtg e R AR =0/ min (£, 1)

f)/

0 0

t
/ / 2kgT
C = /dtl/dtg ekt —t2)/y—ki(t'=t1) /v }; Sty —ta).

Considering the above term by term,

A=1? [t — 1(1 — e’kltm)} [t’ — 1(1 — e Rt/
k?l kl



Assuming ¢t > t’, we can write,

9 t/ to
B = <ﬁ> Ua{/db/dtlekz(t/tz)/vkz(ttl)/'Ytl_i_
7 0 0
¢ t
+ / dt» / dte Rt =ity qp,
0 to
av (¥

_ (1 _ e*kzt'/V)Q _ l(l _ €7kltl/'y>(1 + esz(t*t’)/’Y)).

2k, 2k,
Again assuming t > t/, the integral over ¢; in C contributes nothing for t; > ', as t5 < t’ giving,
t t
C = /dt1/dt2 e—’“(t'—m/v—kl(t—“)”ijTé(tl — ty)
0 0
eikl '+t /v kZT( 2kt [y 1) _ k]]z_lT(ekl(tt/)M o e—kl(t’ﬂ)/y)

Taken together, we have,

(Azy(t + A Az (1)) = (ap(t + At)zy(t) — v*E(t + At)

kel il —k gl _
= 2+ AL (1 — e Rty — 2L (1 — e RHAD /Y
k e+ )kl( ¢ ) v kl( € )
+ v? [1(1 — e‘kl(”At)/W)} [1(1 — e ki)
kl k)l
2l —kit/v\2 Y —kyt/ —k At/ )
- t——(1— wwys - L (1 — (1 — 1 ¥
a( o L) s (I m e —e )
+ kz_T<e—klAt/W _ e—kl(2t+At)/y)'
1

As we are interested in the steady state regime, we take the long-time limit £ — oo to arrive at,

: 1 kgT —k At/ 02 Y VY2
tlgl;(Axb(t + At)Axyp(t)) = tlirgo {Tl(l +e ) — (t + At) k’z tE + <?z>
—av(t + At — l(Q + e_klm/'y))] ,
2k;
as well as,

2kgT VY 2 3
: 2 _ 1 BL 5 27 VTN 9
tliglo(Axb(t + At)) = tlggo [ kl 2v k?l —(t+ At) + ( o > av(t + At o )} ,

and,

L 2kpT 9 Y\ 2 3y
tglgo(rb(t)) B tligg [ kl B 2 k’lt + (k‘l ) N av(t N _) ’



Finally, bringing this all together we have that in the steady state
var(xp(At)) = tlim (Ax(t+ AL)) + (zE(t)) — 2(Axy(t + At) Az (t))
—00

.| 2ksT g
= 1 — 20— (t+ At) + (—)* —av(t + At — ==
ti>123|: h v kl( + )+(k7l> av(t + 2k1)+

gl 072 3y, 2ksT “kA

—2? L+ (L) —av(t— 20 — 1 1AL

" +<k,> av(t = o)~ 7 e

1202 Lt + At) + 207 Lt — 2(SL)2 (S5)
ky ki ki

+2av(t + At — 2,2 (2 + e‘klm/w))}

2kgT
K

vy 3y

!
2kgT
= W(l — e—szt/v) + avAt (S6)
1

where we see that any dependence on ¢ drops out, as expected in the steady state.

1.2 PSD of the speed of the bead: Equation (8)
The power-spectral density (PSD) of the function f(t) is defined by,

PSD; () = Jim ~(|F[f](w)P) (57)

T—o00
where the Fourier transform of f(t) is,

T/2

Flf)w) = / dt f(t)e ", (s8)

~T/2

The equation of motion for the bead position x},, given the position of the motor x,, and the
thermal noise £(t) is given by Equation (S1). The Fourier transform of Equation (S1) is,

iwyFlep|(w) = kF[zm] — kF[rp] + FIE], (S9)
giving, - -
Flnw) = LT



The PSD of the velocity of the bead v, = dxy,/dt is then (where vy, = dx,,/dt is the velocity of
the motor),

o1 dx .1,

PSDy, () = lim (| F[-*1@)?) = Jim —({liwFla]’) (S10)
B 1| kFlen] + FEP 1| kFom] +iwFE]|?
N Ilg%oT<'Zw k + dwry >_71520T k + dwy ) (1)
L KF.] . FlE
- TIEEOT<'/§+¢M+’“/€+¢W ) (512)
R R e N o
= %E%ﬁ“'mm >+<‘Wm ) (513)

k2 w?

where we have used the fact that motor position and noise is uncorrelated in the second to last
step.

1.3 PSD of motor velocity for more than one rate-limiting step: Equa-
tion (12)

The power spectrum of a stationary signal f(t) can be written in terms of the two-time correlation
function (Wiener-Khinchin theorem),

o0

PSD(w) = /dTeme(T), Re(r) = (f(t)f(t — 7))

—00



For a discrete stepping motor, vy, (t) =

(v="1um)

&)

> ad(t — t,), in steady state we can thus write

n=—oo

PSD, (w) = / dre™ R, (1) = / dr e (v(t)u(t — 7))

= Thm —/dt/dTe“” v(t —T))

= %EEOT Z: /e (0(ty —tm — 71))dT
a? > T :
= Jim = > / e“T(§(Atay — 7))dT

where An = m —n, Ata, = t, — tm, and
Zvonzl qAn(w), and qAn(w) — <€iwAtAn>-

characterized by a Q(w) according to,

qan(w) =

At Ay s the number of steps in time T', Qw) =
Th|s general formula applies to any stepping motor

<eiWAtAn >

Pan(At)e™AdAL.

0\8

For a Poisson process taking An identical sequential chemical steps, each taking an average
duration of 79, the completion time At is described by the Gamma distribution [1],

Prn(At) =

(An — 1)I7pn ’

An—1
At ~at/ (S15)
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and
Qw)+Q(—w)+1=1.

If instead we have a stepping motor that takes m exponential sub-steps of average duration 79/m,
the probability is now

P (A AglmanY —(At/(ro/m)) Si6
) An t To/m))
2l &) = o R~ D)oy (516)
With this we have
QAn(W) — zwAtAn /PmAn At zwAtdAt
0

(mAn—1
— At : efAt/(To/m) eiwAtdAt

(mAn — 1)! (1o /m)man

0

(1-— szo/m)mA”

which can be summed to yield

W)= A%l tanl) = A;l (1 — iwry/m)mAn B (1 —iwrg/m)™ — 1
and 1 1
Qw)+Q(—w) +1= ; + ~ +1

(1 —iwrg/m)™ —1 (1 +idwry/m)™ — 1

From this we have )

PSD,. = “a(w) = d{vg)a(w),

70
where

a(w)z(l—i—( ! T ! m—1)' (S17)

1 —iwTy/m) (14 iwTry/m)

2 Comparison to time domain dwell time analysis

For the process where m "hidden” identical sequential chemical steps (rate k), the time 7 to
complete the m steps is distributed according the the Gamma distribution
kam—l

pm(T) = (

—kT

Thus, fitting experimentally measured dwell time distributions to Equation (S18) allows the
determination of the number of sequential steps, assuming the rate constants for each step

9



are comparable [1-4]. In a scenario where the signal to noise allows resolution of individual
mechanical steps, this analysis provides the number of rate-limiting biochemical processes per
mechanical step. For experiments in which individual mechanical steps are not resolved, this
analysis may be applied on an arbitrary distance Ax over which the dwell time can be reliably
measured, thereby yielding the number of rate-limiting biochemical and mechanical steps over
this distance [5,6]. In case the experimental dwell time distribution differs from the one provided
by Equation (S18), its shape can be used to suggest and build a more complete kinetic model
for the motor [7,8]. On the other hand, this treatment does not provide a way to measure or
estimate the stiffness of the system.

This analysis method was applied to the simulations described in Materials and Methods. A
dwell time window was defined as three times the estimated step size. For each trace, dwell times
were calculated as the time to traverse the dwell time window. A normalized histogram of dwell
times was fit with a gamma function, as per Equation (S18). The step size of the motor a was
then calculated from the rate constant from the fit. Errors were calculated by performing 50
simulations with input parameters which matched the fit parameters of each of the experimental
motors, then calculating the mean error of a over all the simulations. The results are shown in
Fig S3.

We emphasize that the results shown in Fig 2 and Fig S3 are highly dependent upon the
characteristics of both the motor and the experimental measurement. For example, the time
domain dwell time analysis shows improved recovery of the step size for larger window sizes,
given an infinitely long trace. For finite traces, a larger window size yields fewer points to
fit Equation (S18), so there exists an optimal window size. For the parameters used in these
simulations, both the time domain analysis of positions fluctuations and the frequency domain
analysis of speed fluctuations show better accuracy and precision in the recovery of the motor
step size.
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3 Figures

Frequency domain analysis of velocity fluctuations
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Figure S1: Demonstration of the theory for the two analysis methods presented in the manuscript
as well as the time domain dwell time analysis discussed in SI. A-E) Frequency domain analysis
of velocity fluctuations, F-I) Time domain analysis of position fluctuations, J-K) Time domain
analysis of dwell times. For comparison, the black line in each subplot represents a 1 um bead
translocated at a speed of 400 nm/s by a motor which takes 10 nm steps, and a torsional hook
stiffness of 1-107° N/m. Each subplot varies a single variable from this standard, either linear or
log-spaced, as shown and labeled by the colorbar on the right of the legend. Plot (E) shows the

affects of the number of kinetic states for a 60 nm bead.
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Figure S2: Experimental data (points) and fits (dashed lines) of the three molecular motors
presented in Fig 3 of the manuscript, analyzed with the time domain analysis of dwell times and
time domain analysis of position fluctuations. A) The length of the kinesin trace does not enable
a fit to the dwell time data. B) time domain analysis of position fluctuations of kinesin yields a
step size of 4.4 4+ 0.9 nm and a stiffness of (1.0 + 0.3 )-1072 N/m. C) The dwell time analysis of
the BFM yields a step size of 22 4 3 degrees D) The time domain analysis of position fluctuations
of the BFM yields a step size of 38 + 2 degrees and a stiffness larger than can be reliably fit
(greater than 300 pN nm/rad for the experimental conditions, as determined via simulation, not
shown). E) The same analysis as in (D), but performed on four non-overlapping subsections of
the trace, yielding step sizes of 15-18 degrees. The concavity in (D) arises from changes in motor
speed. F) Dwell time analysis of F;-ATPase yields a step size of 127 + 11 degrees and 35 + 8
degrees at low [ATP] (blue) and high [ATP] (green), respectively. G) Time domain analysis of
position fluctuations of F; yields a step size of 132 £+ 14 degrees and 50 + 12 degrees at low
[ATP] (blue) and high [ATP] (green), respectively. The stiffness is too high to be reliably fit
(greater than 1 pN nm/rad for the experimental conditions, as determined via simulation, not
shown). H) The same analysis as in (G), but performed on four non-overlapping subsections of
the trace, yielding step sizes of 116-220 and 25-55 at low and high [ATP], respectively.
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Figure S3: The performance of the frequency domain analysis of velocity fluctuations (blue) and
time domain analysis of position fluctuations (red), compared to the time domain analysis of
dwell times (green, Equation (518)) on simulated traces of a linear motor driving A-C) a 1 um
bead at 400 nm/s or D-F) a 30 nm bead at 400 nm/s with step size and stiffness as labeled.
A,D) Ratio of the extracted step size to the simulated step size as a function of the signal to
noise ratio (SNR), defined as the simulated step size divided by the standard deviation of the
difference between the bead position and motor position. B,E) Ratio of the extracted step size to
the simulated step size as a function of the simulated step size. C,F) Ratio of the fit stiffness to
the simulated stiffness as a function of the simulated stiffness. The dashed black lines represent
perfect recovery of the input parameters. Points and error bars represent mean and standard
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