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Polar growth is a fundamental mode of cell morphogenesis observed in nearly all major groups of
organisms. Among polarly growing cells, the angiosperm pollen tubes have emerged as powerful
experimental systems in large part because of their oscillatory growth, which provides a window into
the network of interactions regulating morphogenesis. Empirical studies of oscillatory pollen tubes
have sought to uncover the temporal sequence of cellular and molecular events that constitutes an
oscillatory cycle. Here we show that in lily pollen tubes the distance or wavelength (λ = 6.3 ± 1.7 μm)
over which an oscillatory cycle unfolds is more robust than the period of oscillation (τ = 39.1 ± 17.6 s)
(n = 159 cells). Moreover, the oscillatory cycle is divided into slow and fast phases, with each phase
unfolding over precisely one half of the wavelength. Using these observations, we show that a simple
spatial bi-oscillator predicts the most common modes of oscillation observed in pollen tubes. These
results call into question the traditional view of pollen tube morphogenesis as a temporal succession
of cellular events. Space, not time, may be the most natural metric to inteprete the morphogenetic
dynamics of these cells.
Growth is a fundamental attribute of the living cell. Although this process has been studied extensively, and the
mechanistic basis for growth in specific cell types is now better understood, there are still few models connecting,
quantitatively, specific molecular processes and observed growth dynamics of cells1–3. One important growth
process where substantial progress has been made is tip growth morphogenesis as seen in root hairs, pollen tubes,
and fungal hyphae4–6. Recent models of polar growth have tackled how polarity is achieved and maintained7,8,
how growth may be guided in space2, and how the shape of the growing tip is specified at the subcellular level1,9–11.
The discovery of oscillatory pollen tube growth more than two decades ago has motivated researchers to
exploit this phenomenon to piece together the different feedback interactions that control polar growth12–16.
Although there is still a debate as to whether rhythmic fluctuations in the velocity are part of the normal in vivo
morphogenesis of pollen tubes17, there cannot be any doubt that oscillatory growth is a powerful tool to analyze
the molecular and biophysical control of cell morphogenesis. The opportunity offered by regular growth oscillations was cleverly exploited to order cellular events temporally through cross-correlation analysis18. In a sense,
oscillatory growth is a ready-made pulse-chase experiment whereby slight cycle-to-cycle fluctuations in the elongation rate and other cellular variables can be “chased” through various downstream cellular processes giving a
clear picture of how cytological events succeed each others in time16,18–22.
Many measurable cytological changes associate with oscillatory growth, including changes in calcium and
proton concentrations13,23–25, ions influxes across the plasma membrane18,26,27, apical cell wall thickness28,29, and
the concentrations of enzymes in the cytoplasm30,31. An interesting pattern is now emerging from these analyses:
processes associated with actin polymerisation and secretion25,30,32 precede the maximum in elongation rate, as
do wall-based processes such as the accumulation of wall material at the tip12,28 and the concentration of pectin
methyl-esterase (PME)28. In contrast, the cytosolic concentration of many ions such as calcium and ion influxes
across the membrane13,26,27 follow the maximum in elongation rate. This temporal ordering of events suggests the
following causal sequence: (i) the activitation of actin polymerisation and secretion at the tip causes an increase
in wall deposition (pectins) and the remodelling of wall pectins by the enzyme PME; (ii) the wall remodelling
softens the tip leading to an accelerated elongation rate; (iii) finally, a rapidly elongating tip promotes the flux of
ions into the cytosol perhaps through the action of stretch-activated ion channels33. It is not clear, however, what
other feedback mechanisms maintain the stability of the morphogenetic process. Moreover, oscillations have also
been reported in non-growing pollen tubes suggesting that more than one oscillator might be present in these
cells16,34,35.
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Figure 1. Modes of oscillatory growth in lily pollen tubes. (a, c and e) Cell outlines captured every two seconds.
(b, d and f) The corresponding pole velocity, which can be symmetrical (b), pulsing (d), and even doublyperiodic (f). The wavelength (λ) and period (τ) are defined graphically in (c and d).
Recently, we presented a detailed kinematic analysis of oscillatory growth based on a large dataset of
time-lapse sequences of lily pollen tubes36. Following inspection of this dataset, it became clear that the current
focus on the period of oscillation and related attempts to order cellular events temporally may in fact be neglecting the most salient dynamical feature of oscillating pollen tubes - the surprisingly stable distance or wavelength
over which each oscillatory cycle unfolds. In what follows, we show that oscillatory growth is best interpreted as
a spatial “stepping” process rather than a clock-like process.

Results

The results below were obtained with image analysis tools designed to track the contour of pollen tubes growing
under standard culture conditions (Methods). A total of 159 lily pollen tubes are included in this analysis. Unless
otherwise indicated, images were acquired every 2 s with a spatial resolution of 0.13 μm per pixel. Complementary
observations were also performed on Petunia pollen tubes.

Dynamics of oscillatory growth.

Although pollen tubes can grow at a steady velocity36, a majority of
lily pollen tubes show some degree of oscillation (Fig. 1). The most frequent type of oscillation (85%) is fairly
symmetrical with a triangular waveform (Fig. 1a,b). The second most common type of oscillation (13%) is best
described as pulsing or bursting because relatively long periods of low elongation rate give rise to short bursts of
high elongation rate (Fig. 1c,d). In some rare cases (2%), cells achieve complex, yet reproducible, oscillatory patterns (Fig. 1e,f). Finally, we note that cells can shift relatively quickly between these different modes of oscillation,
often over a single oscillation cycle (Fig. 2c).
The dynamics of oscillatory cells can be characterised by three variables: the time-dependent tip velocity (v(t)),
as well as the period (τ) and wavelength (λ) of each oscillation. The last two variables are measured independently
by tracking the displacement of the pollen tube in time-lapse sequences and identifying the start and end points
of every oscillatory cycle (Fig. 1c,d, see Methods for details). The point of maximum velocity is the easiest feature
to identify on successive cycles and was therefore selected to mark the beginning and end of each cycle.
We define the mean velocity of cell k as: vk = λk/τk, where λk and τk are the mean wavelength and mean period
recorded for the cell. Since this equation establishes a formal relation between the three kinematic variables, the
plotting of any two variables would be sufficient to describe fully the kinematics. Yet, for pollen tubes, it is not clear
which of the three variables should be eliminated or interpreted in terms of the other two. This choice should be
based on a clear understanding of how these variables are controlled at the cellular or molecular level. Without this
information, we favor a representation that considers the tri-dimensional triplets (λk, τk, vk) and their projections
onto three orthogonal planes to facilitate the visualisation of the relation between every pairs of variables (Fig. 2a).
Inspection of the λ − τ − v state space reveals some interesting features. At the population level, the wavelength fluctuates over a limited range of 2.8 to 10.2 μm while the period ranges from 14.0 to 122.4 s (Table 1).
Correlation analyses between pairs of variables give the following results: R(vk, τk) = − 0.70; R(vk, λk) = − 0.27;
and R(λk, τk) = 0.79 (Fig. 2a). The strong negative correlation between velocity and period is to be expected if the
wavelength is fairly constant. Similarly, a strong positive correlation between wavelength and period is indicative
of a velocity fluctuating over a narrow range. Finally, a strong positive correlation between wavelength and velocity would have been expected if the period was relatively constant. The weak negative correlation recorded for this
pair of variables is thus the first indication that the period may not be the most reliable descriptor of the
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Variables
wavelength (λ) [μm]

Range

Mean

Std (CV)

2.8–10.2

6.3

1.7 (27%)

period (τ) [s]

14.0–122.4

39.1

17.6 (45%)

velocity (v) [μm/s]

0.08–0.37

0.16

0.04 (24%)

Table 1. Statistics of the kinematic variables evaluated at the population level (n = 159 cells). The coefficient of
variation (CV) was computed as (std/mean) × 100%.

Figure 2. Relationship between wavelength, period, and velocity in lily pollen tubes. (a) Wavelength, period,
and velocity in a population of 159 pollen tubes. Each point corresponds to averages for a single pollen tube
recorded for at least four cycles (2.1 min). The results are presented as projections of the points (λk, τk, vk) onto
the planes (λ , τ , 0), (λ , 0, v ), and (0, τ , v ). Inset: 3D representation of the triplets on the surface v = λ/τ where
they are confined. (b) The trajectory of one pollen tube recorded for 27 minutes (red circles) is overlaid onto the
cell averages (blue circles). (c) The full time series for the cell plotted in (b). Of the more than 40 minutes of
recording, 27 min showed a sufficiently clear oscillation to be included in the analysis (Methods).
kinematics of tip growth. According to these population-level observations, the wavelength and velocity are the
least fluctuating kinematic variables while the period shows the largest fluctuations (Table 1).

The morphogenetic dynamics are ergodic. Before pursuing further our analysis, we turn to a question

rarely raised in studies of tip growth morphogenesis but which seems particularly important in the present context: are the dynamics inferred at the population level representative of the dynamics of individual pollen tubes?
The evocative trends observed in Fig. 2a were obtained from a large population of cells where each cell is represented by three variables averaged over a fairly short time interval (typically 5 min). It is in that context that the
period emerges as the most fluctuating variable (Table 1). Thus, as a population, lily pollen tubes seem to have a
better control over their wavelength and velocity than over their period. However, this population-level observation may or may not apply to individual cells. For instance, the trends observed in Fig. 2a could reflect the genetic
variability of the haploid vegetative nucleus controlling the morphogenesis of pollen tubes. Because of their particular allelic make-up, some tubes could be oscillating with longer or shorter periods but with each tube having
a well-defined period. This genetic explanation for the trends in the λ − τ − v space would obviously be quite
distinct from an explanation whereby all tubes are equal in morphogenetic potential and all exert poor control
over their period of oscillation as compared to their wavelength.
To address this question, we tracked several pollen tubes over a long period of time to determine whether the
same behaviour as that reported at the population level would be observed. Interestingly, a single cell tracked over
27 min can reproduce nearly the full range of values and the same trends as those recorded for the population
(Fig. 2b,c). We also looked more specifically at the fluctuations in the velocity-period plane (Fig. 3). The range of
fluctuations at the cell level and population level can be superposed precisely and thus reveals equivalent dynamics at both levels. We conclude that the morphogenetic dynamics are ergodic in the sense that a single cell, if
tracked over a sufficiently long period of time, can reproduce the same dynamics as that inferred by analysing a
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Figure 3. Fluctuation analysis of the velocity and period. The fluctuations computed at the cell level (red dots),
where vki and τki correspond to the velocity and period of cycle i in cell k, are overlaid with the population-level
fluctuations in these variables (blue dots).
large population of cells, with each cell tracked for a much shorter period of time. Since any given pollen has a fix
genome and is unlikely to undergo epigenetic changes within the time scale of our experiments, the distributions
of λ , τ , and v must have a physiological basis rather than a genetic one.

The growth dynamics conserve the wavelength and the spatial symmetry of the velocity
distribution. To quantify how the wavelength and period fluctuate within a cell, we used the coefficient of

variation CV(x )k = std(x )k 100% of variable x for pollen tube k. For nearly all cells, the wavelength shows a lower
mean(x )k
internal coefficient of variation than the period (Fig. 4a). Moreover, a detailed error analysis establishes that the
greater fluctuation in the period did not arise from some methodological bias in the measurement of these variables (Methods). Yet the most striking illustration of the superiority of the wavelength as a metric for analysing
oscillatory growth comes from the observation of oscillatory patterns in specific pollen tubes. For example, the
growth dynamics of Petunia pollen tubes are characterised by short pulses of growth separated by long intervals of
near-zero growth (Fig. 4b–d). The period in those cells can fluctuate widely (Fig. 4c). However, when the velocity
is plotted as a function of distance, the oscillatory cycles show a near constant wavelength (Fig. 4d). Another compelling example supporting the superiority of wavelength comes from pollen tubes with “doubly-periodic” elongation rates (Fig. 4e). In such cells, the period can alternate between two distinct values (Fig. 4f) while the wavelength
remains surprisingly constant (Fig. 4g). Thus, analyses of oscillatory dynamics at the population level (Fig. 2), at the
cell level (Fig. 4a), and in specific cases of more complex oscillatory patterns (Fig. 4b–g) all converge to the same
conclusion: the growth dynamics of pollen tubes are characterised by a stable wavelength and a fluctuating period.
Inspection of the cell contours (Fig. 1) reveals that pollen tubes do more than maintain a relatively constant
wavelength, they also appear to divide every oscillatory cycle into symmetrical slow and fast phases, each phase
unfolding over a half-wavelength. This feature is most striking when looking at the contours of Petunia pollen
tubes whose near symmetrical spatial banding of high and low velocities (Fig. 4b) contrasts sharply with the
ephemeral nature of their growth bursts (Fig. 4c). In order to establish firmly this conclusion, we quantified the
symmetry of the velocity by sampling its distribution both in time and in space using the following ratios:
Stime =

{ t : v( t ) < v }
{s: v(s) < vˆ}
and Sspace =
{ t : v( t ) ≥ v }
{s: v(s) ≥ vˆ}

(1)

where v (t ) = ∫ v(t )dt /τ is the mean velocity sampled in time and vˆ(s) = ∫ v(s)ds/λ is the mean velocity samτ
λ
pled in space. The temporal velocity ratio, Stime, is the time spent at velocities below the mean velocity divided by
the time spent at velocities exceeding the mean velocity (Fig. 5a). The spatial velocity ratio, Sspace, can be intepreted
similarly as the distance traveled at below average velocities divided by the distance traveled at above average
velocities (Fig. 5b). Note that both parameters are computed over complete cycles.
The velocity ratios were computed for the 2865 cycles available both in the space and time domains (Fig. 5c).
The velocity ratio in the space domain maintains a “low-high” symmetry for the entire range of periods observed
while the velocity ratio computed in the time domain is always biased towards low velocities, much more so for
long periods. Thus, Fig. 5c confirms that cells advance near equal distances during the slow and fast phases of
their oscillatory cycles.

A simple spatial bi-oscillator predicts observed modes of growth. The results of the previous sections

were obtained without grouping cells based on their waveform or mode of oscillation; yet these modes are diverse
and complex (Fig. 1). Can we therefore assume that all modes of oscillation in lily pollen tubes share the features of
a stable wavelength and equal distances traveled at low and high velocities? We explore this question by studying
simple spatial oscillators of the form: v(s) = vˆ[a sin(2πs/λ) + 1]. This functional form has built in a constant wavelength divided into equal phases of low and high velocities. If these velocity functions are projected back in the time
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Figure 4. Fluctuation analysis of the period and wavelength. (a) Coefficient of variation of the wavelength and
period recorded within individual cells. The period is systematically more variable (CV(τ ) = 22%) than the
wavelength (CV(λ) = 15%). (b–d) A Petunia pollen tube showing a steadily increasing period (c) while the
wavelength remains nearly constant (d). (e–g) Lily pollen tube growing with a clear double period (f) but nearly
constant wavelength (g).

Figure 5. Symmetry in the distribution of velocity. (a and b) Temporal and spatial evolution of the velocity
for the cell illustrated in Fig. 1b. The time and distance spent at low velocities are marked as red and blue line
segments in (a and b). The cell is seen to spend more time at low velocities (a), with the net result that nearly
equal distances are covered at low and high velocities (b). (c) Analysis of 2865 cycles recorded in 159 cells for the
time spent at low and high velocity (red curve) versus the distance covered at low and high velocity (blue curve).
Complete symmetry between low and high velocities is given by a ratio of 1 (black line).
domain using the relation t = ∫ v(s)−1ds, we observe a distortion of the oscillations reminescent of the velocity
series recorded in pollen tubes (Fig. 6a), in particular, low mean velocities (v or v̂ ) are associated with longer oscillation periods as observed in our dataset (Fig. 2a). In the case of a single sine function, however, the waveform maintains a left-right symmetry while actual cells often show asymmetrical waveforms (e.g. Fig. 1b). To account for this
feature, a second in-phase oscillator could be added to get the function: v(s) = vˆ[a sin(2πs/λ) + b sin(4πs/λ) + 1].
This equation is arguably the simplest mathematical model that fixes the wavelength, maintains equal displacements
at low and high velocities, and allows waveforms with left-right asymmetry (Methods). Despite its simplicity (only
the a and b parameters are not fixed by observations), the “bi-oscillator” equation reproduces accurately a wide
spectrum of oscillatory modes commonly observed in pollen tubes (Fig. 6b). These include asymmetric waveforms,
double peaks, and the bursting growth seen in Petunia (Fig. 6b).

Discussion

A striking picture emerges from our analysis - much of the perceived complexity of oscillatory tip growth vanishes when the observed time series are interpreted in terms of a velocity specified as a function of distance
instead of time. Within the space domain, a two-parameter bi-oscillator accounts for the growth dynamics and
the richness of waveforms observed in pollen tubes, including species with very distinct dynamics such as lily
and Petunia. Although these observations do not point directly to a specific mechanism of polar growth, they
do impose strong constraints on any putative mechanism for the morphogenesis these cells. Concretely, future
morphogenetic mechanisms must lead to oscillations that:
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Figure 6. Prediction of observed velocity time series with a bi-oscillator in the space domain. (a) Examples
of the distortion of the waveform associated with the mapping from the space domain to the time domain.
Note that a low mean velocity is associated with a longer period, as seen experimentally. (b) Prediction of
six waveforms with a simple bi-oscillator equation. For each time series, the left panel shows the two sine
components and the resulting waveform in the space domain while the right panel shows a time series of an
observed waveform (red curve) and its fit with the bi-oscillator equation (blue curve). The central panel shows
where each of the waveforms is located in the a–b parameter space.

(i) show greater stability (Fig. 4a) and symmetry (Fig. 5) in the space domain than in the time domain.
(ii) can quickly transit between different modes (Fig. 2b,c).
(iii) include, at the very least, single and double oscillation modes (Fig. 6).
We add that the wavelength and the period of oscillation are unlikely to be under direct cellular control since
both are “integrals” over an entire growth cycle. Presumably, these features of the growth dynamics are emergent
properties of molecular processes such as the rate of actin polymerisation, the rate of secretion and wall chemistry over which the cell has more direct control. Perhaps then, the wavelength is relatively constant not because
it is under direct homeostatic control by the cell but because it is one of the emergent dynamical features better
buffered against the noise inherent to the molecular processes controlling morphogenesis. Therefore, much like
oscillatory growth itself, the significance of the stable and symmetrical wavelength is not as a newly discovered
adaptive feature of pollen growth in vivo but rather as one more quantitative tool at our disposal to elucidate the
sequence of events controlling morphogenesis.
The greater robustness of the spatial dynamics over the temporal dynamics reported here is not unique to
pollen tubes. In fact, a parallel can be drawn between our observations and recent studies of cell division in bacteria37. Cell cycle control has been commonly thought of as a timing mechanism. Yet, it is now known that some
bacteria, including E. coli, can divide according to a “adder” mechanism; that is, these cells incorporate a fixed
increment of material over each cell cycle38. As a corollary to this control mechanism, the duration of the cell cycle
(equivalent to the period in our study) must be adjusted by the cell to correct for fluctuations in cell size at birth.
In other words, cell length at division seems more important than the duration of the cell cycle. Related observations were made on the branching pattern of Neurospora hyphae whose branching density is robust against
treatments affecting hyphal growth rate39. As a result, the median distance between branches is conversed while
the time interval between successive branching events can vary greatly. Although the molecular bases for these
processes are likely to be distinct, the broad similarities may underscore the superiority of “measuring” mechanisms over “timing” mechanisms for controlling certain aspects of cell morphogenesis.
Finally, our conclusions call for a re-interpretation of previously published results. First, given the greater
stability of the wavelength, it would be informative to report the phase relationships between cellular events and
growth in terms of their relative spatial position within the oscillation wavelength rather than their timing of
arrival during the oscillation period. Although this change of metric will not alter the sequential ordering of cellular events, it may reveal other invariant features that get blurred when using the more variable period as a metric.
Second, a number of earlier studies have reported various experimental treatments of pollen tubes that slow the
elongation rate and concomitantly increase the period of oscillation40–43. The inverse relation between velocity
and period suggests, as for our own dataset, a robust wavelength. Unfortunately, the wavelength of oscillation is
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rarely reported so it is impossible at this stage to determine the robustness of the dynamical features under various experimental treatments. We hope that our results will motivate future studies to consider both the period
and wavelength when analysing the oscillatory dynamics of pollen tubes.

Methods

Sample preparation and microscopy.

Pollen grains were obtained from asiatic lily cultivars (Lilium sp.)
purchased at local florists. Pollen grains were germinated in growth medium containing 15 mM MES buffer,
1.6 mM H3BO3, 0.1 mM CaCl2, 0.1 mM KCL, and 7.5% sucrose, adjusted to pH 5.3 with KOH. Petunia pollen
grain were germinated in growth medium containing 1.6 mM H3BO3, 1.3 mM Ca(NO3)24H2O, 1 mM KNO3,
0.8 mM MgSO47H2O, and 12% sucrose.
For microscopic observations, a square chamber made with dental polymer was afixed to a glass slide. A thin
layer of growth medium supplemented with 1% low melting point agarose was deposited inside these chambers.
While the agarose was still in a molten state, pollen grains were deposited onto the surface. After approximately
40 minutes, the chamber was filled with growth medium and covered with a cover slip. In this way, pollen tubes
grew along the gel-liquid interface rather than in-and-out of the imaging plane, which was ideal for imaging. All
cells were imaged through a 40x objective with bright-field microscopy on an inverted microscope (Olympus IX81)
equiped with a Thorlabs camera (DCC1545M-GL). The microscope and camera were controlled with the ImageJ
Micromanager software. Lily and Petunia pollen tubes were imaged at time intervals of 2 seconds (in some case 3 or
4 seconds) and 1 to 5 seconds respectively starting at different times after inoculation. All time-lapse sequences and
the velocity time-series used for this manuscript are available upon request (jacques.dumais@uai.cl).

Image analysis.

Image analysis was performed using ImageJ and Matlab10,36. Custom Matlab routines were
written to extract the cell outlines and compute from them the position of the pole of the pollen tube and the
elongation rate. First, a bright-field image sequence was loaded into Matlab. Then approximate contour points on
the first image were manually selected. A cubic spline interpolation was used to obtain regularly spaced points
around the cell outline. Afterwards, the routine maximised the fit between the splined contour and the cell edges
in the image and then tracked the evolution of the cell edge over the entire stack. To this end, the normal vectors
were computed for each point of the outline. These normal vectors were then used to take small steps orthogonal
to the cell contour in order to predict the position of the next contour.
To determine the pole of the cell, orthogonal paths were drawn from the last cell outline to the first one in such
a way that the distances to the next outline were minimised. The growth axis (pole) was defined as the longest
trajectory between the first and the last cell outline. The tip velocity (rate of elongation) was computed based on
the displacement of a five-point neighbourhood around the pole of the cell. The width of the cell was measured by
averaging the shortest distance between opposing sides of the cell at fixed distances from the pole.
As an alternative way to obtain quantitative information about the growth dynamics of pollen tubes, we prepared kymographs from image sequences using the function “reslice” of ImageJ. The “line” tool was used to select
a 1-pixel-wide line centered on the growth axis of the cell. The stack of the time-lapse sequence was then resliced
into a single image so that the rows represented the cell’s growth axis at successive time points. The kymographs
were prepared either on the raw images captured by the camera or after using the “find edges” filter and inverting
the histogram to enhance the contrast of the cell outline (Fig. 7a). The wavelength and period values extracted
directly from the kymographs were nearly identical to those computed by tracking the cell outline in time and
space (Fig. 7a), thus validating the two protocols.

Time series analysis. The period of oscillation was defined as the time interval between successive growth
rate maxima. The maximum of velocity is used to define the periods because it is much more precisely defined
than the minimum or other points in the pulsatile cycle. The growth rate data were first smoothed and then
Matlab’s findpeaks function was used to determine growth rate maxima. The best smoothed time series were
obtained by combining the Savitzky-Golay filter and a moving average filter. The Savitzky-Golay filter performs,
by means of least squares, a local polynomial regression of degree k, with at least k + 1 points equally spaced. The
resulting polynomial is used to produce a smoother curve. The main advantage of this method is that it tends to
preserve the maxima and minima44. To reduce the noise further, a moving average filter was applied. The average
filter reduces the amplitude of the signal by leaves the period of oscillation unchanged.
For the time series analysis, we selected time windows with clear oscillations; that is, windows where the
amplitude of oscillation was sufficient to identify isolated maxima and minima and where a given waveform was
repeated at least two or three times. For most oscillatory cells (73%), this criterion excluded none of the information collected. In 27% of the cells, an average of 38% of the recording was removed for lack of a clear oscillatory
pattern. The two groups of cells were first analysed separately and shown to have overlapping distributions of
velocity, period, and wavelength. The two datasets were subsequently merged. In all cases, the velocity time series
were truncated at the begining and/or the end of the series to eliminate incomplete oscillations.
Error analysis.

Two compounded errors affect the precision of our period and wavelength measurements:
(i) the resolution used to measure space and time (resolution errors) and (ii) the choice of the start and end
points for segmenting the time series into distinct oscillatory cycles (segmentation errors). The effect of these
potential methodological errors can be tested graphically from kymographs prepared from our time-lapse
sequences (Fig. 7a). In these image sequences, time and space are discretised with 1 pixel = 2 s for time and
1 pixel = 0.1339 μm for space. To measure the wavelength and period, we chose the point of maximum velocity
for the purpose of defining where each cycle starts and ends because these points are the easiest to pinpoint on
the time series of the velocity.
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Figure 7. Precision estimates for the measurement of period and wavelength. (a) Kymograph of an oscillating
lily pollen tube illustrating the relatively stable wavelength (CV(λ) = 6%) and fluctuating period (CV(τ) = 25%).
The kymograph was prepared by adjoining a single row of pixels lifted from the growth axis of the cell at each time
point (Methods). The total number of pixels is 974 for the spatial dimension and 300 for the temporal dimension.
The wavelength (top) and period (right) for each cycle are indicated in pixel number. Inset: magnified view of the
first cycle to reveal the individual pixels of the kymograph. (b) Contours of the cell captured at a 2 s time interval.
(c) The velocity plotted as a function of time. The period of individual cycles is indicated in seconds. (d) The
velocity plotted as a function of distance. The wavelength of individual cycles is indicated in microns.

The magnitude of the error on the selection of each endpoint is ετ = ±1 pixel = ±2 s. Therefore, in the case of the
first cycle for the cell shown in Fig. 7a (inset), the precision of our measurement of period is Pτ = 2 × ετ/τ = 2 pixel/29
pixel = 6.9% and the precision for the measurement of wavelength is Pλ = 2 × ετv*/λ = 2(17/4)/73 = 12%, where v*
is the characteristic velocity at the start and end points of the oscillatory cycle (Fig. 7a (inset)). At the population
level, the characteristic precision in the measurement of the period is Pτ = E[2 × ετ /τk] = 10%. The characteristic
velocity v* at the start and end of the oscillatory cycles can be calculated as a function of the mean velocity vk. We
found that v* is on average: (1.5 ± 0.3) × vk (n = 159). Using this factor, the precision in the measurement of the
wavelength is Pλ = E[2 × ετ v ⁎/λk] = E[2 × 1.5ετ vk/λk]= E[2 × 1.5ετ /τk] = 1.5Pτ = 15%. Clearly, our measurement precision is better for the period than for the wavelength; thus excluding a potential methodological bias as an
explanation for the greater fluctuations in the period.

Choice of fitting function. We elected to fit the velocity using two in-phase sine functions, one with wavelength λ and a second with wavelength λ/2. Although other functional forms are possible and could perhaps give
better fits, the functions we selected have the advantage of being the solutions to the simplest oscillatory system
- the harmonic oscillator. Beyond the initial choice of the functional form, other assumptions on the fitting functions are based on the following observations:
i) positive and negative signs for parameter a correspond only to a phase shift in the solution by a factor π
without any change to the waveform. Given this, we simply selected the positive quadrant.
ii) the sign of the parameter b corresponds to a left-right reflection of the waveform. Both positive and negative values of b are potentially useful for fitting the observed waveforms although a majority of waveforms
calls for negative b values.
iii) the phase between the two sine functions must be zero so that equal distances are covered at high and low
velocities (Fig. 5c).
iv) finally, for simplicity we included only the first two sine modes in the fitting function although many more
could have been added to provide better fits.

ScIentIFIc REPOrTS | (2018) 8:12135 | DOI:10.1038/s41598-018-30635-y

8

www.nature.com/scientificreports/

References

1. Abenza, J. F. et al. Wall mechanics and exocytosis define the shape of growth domains in fission yeast. Nat. Commun. 6, 8400, https://
doi.org/10.1038/ncomms9400 (2015).
2. Luo, N. et al. Exocytosis-coordinated mechanisms for tip growth underlie pollen tube growth guidance. Nat. Commun. 8, 1687,
https://doi.org/10.1038/s41467-017-01452-0 (2017).
3. Davì, V. et al. Mechanosensation dynamically coordinates polar growth and cell wall assembly to promote cell survival. Dev. Cell 45,
170–182, https://doi.org/10.1016/j.devcel.2018.03.022 (2018).
4. De Keijzer, M. N., Emons, A. M. C. & Mulder, B. M. Modeling tip growth: pushing ahead. In Root Hairs, 103–122, https://doi.
org/10.1007/978-3-540-79405-9_7 (Springer, 2009).
5. Kroeger, J. H. & Geitmann, A. Pollen tube growth: getting a grip on cell biology through modeling. Mech. Res. Commun. 42, 32–39,
https://doi.org/10.1016/j.mechrescom.2011.11.005 (2012).
6. Bidhendi, A. J. & Geitmann, A. Finite element modeling of shape changes in plant cells. Plant Physiol. 176, 41–56, https://doi.
org/10.1104/pp.17.01684 (2018).
7. Harrison, L. G., Wehner, S. & Holloway, D. M. Complex morphogenesis of surfaces: theory and experiment on coupling of
reaction–diffusion patterning to growth. Faraday Discuss. 120, 277–293, https://doi.org/10.1039/B103246C (2002).
8. Mogilner, A., Allard, J. & Wollman, R. Cell polarity: quantitative modeling as a tool in cell biology. Sci. 336, 175–179, https://doi.
org/10.1126/science.1216380 (2012).
9. Dumais, J., Shaw, S. L., Steele, C. R., Long, S. R. & Ray, P. M. An anisotropic-viscoplastic model of plant cell morphogenesis by tip
growth. Int. J. Dev. Biol. 50, 209–222, https://doi.org/10.1387/ijdb.052066jd (2006).
10. Rojas, E. R., Hotton, S. & Dumais, J. Chemically mediated mechanical expansion of the pollen tube cell wall. Biophys. J. 101,
1844–1853, https://doi.org/10.1016/j.bpj.2011.08.016 (2011).
11. Campàs, O., Rojas, E., Dumais, J. & Mahadevan, L. Strategies for cell shape control in tip-growing cells. Am. J. Bot. 99, 1577–1582,
https://doi.org/10.3732/ajb.1200087 (2012).
12. Plyushch, T. A., Willemse, M., Franssen-Verheijen, M. & Reinders, M. Structural aspects of in vitro pollen tube growth and
micropylar penetration in Gasteria verrucosa (Mill.) H. Duval and Lilium longiflorum Thunb. Protoplasma 187, 13–21, https://doi.
org/10.1007/BF01280228 (1995).
13. Pierson, E. S. et al. Tip-localized calcium entry fluctuates during pollen tube growth. Dev. Biol. 174, 160–173, https://doi.
org/10.1006/dbio.1996.0060 (1996).
14. Feijó, J. A. et al. Cellular oscillations and the regulation of growth: the pollen tube paradigm. Bioessays 23, 86–94,
10.1002/1521-1878(200101)23:1¡86::AID-BIES1011¿3.0.CO;2-D (2001).
15. Hepler, P. K., Rounds, C. M. & Winship, L. J. Control of cell wall extensibility during pollen tube growth. Mol. Plant 6, 998–1017,
https://doi.org/10.1093/mp/sst103 (2013).
16. Damineli, D. S., Portes, M. T. & Feijó, J. A. Oscillatory signatures underlie growth regimes in Arabidopsis pollen tubes: computational
methods to estimate tip location, periodicity, and synchronization in growing cells. J. Exp. Bot. 68, 3267–3281, https://doi.
org/10.1093/jxb/erx032 (2017).
17. Iwano, M. et al. Fine-tuning of the cytoplasmic Ca2+ concentration is essential for pollen tube growth. Plant Physiol. 150, 1322–1334,
https://doi.org/10.1104/pp.109.139329 (2009).
18. Holdaway-Clarke, T. L., Feijó, J. A., Hackett, G. R., Kunkel, J. G. & Hepler, P. K. Pollen tube growth and the intracellular cytosolic
calcium gradient oscillate in phase while extracellular calcium influx is delayed. The Plant Cell 9, 1999–2010, https://doi.org/10.1105/
tpc.9.11.1999 (1997).
19. Holdaway-Clarke, T. L. & Hepler, P. K. Control of pollen tube growth: role of ion gradients and fluxes. New Phytol. 159, 539–563,
https://doi.org/10.1046/j.1469-8137.2003.00847.x (2003).
20. Chebli, Y. & Geitmann, A. Mechanical principles governing pollen tube growth. Funct. Plant Sci. Biotechnol. 1, 232–245 (2007).
21. Michard, E., Simon, A. A., Tavares, B., Wudick, M. M. & Feijó, J. A. Signaling with ions: the keystone for apical cell growth and
morphogenesis in pollen tubes. Plant Physiol. 173, 91–111, https://doi.org/10.1104/pp.16.01561 (2017).
22. Bascom, C. S., Hepler, P. K. & Bezanilla, M. Interplay between ions, the cytoskeleton, and cell wall properties during tip growth.
Plant Physiol. 176, 28–40, https://doi.org/10.1104/pp.17.01466 (2018).
23. Messerli, M. A., Creton, R., Jaffe, L. F. & Robinson, K. R. Periodic increases in elongation rate precede increases in cytosolic Ca2+
during pollen tube growth. Dev. Biol. 222, 84–98, https://doi.org/10.1006/dbio.2000.9709 (2000).
24. Cárdenas, L., Lovy-Wheeler, A., Kunkel, J. G. & Hepler, P. K. Pollen tube growth oscillations and intracellular calcium levels are
reversibly modulated by actin polymerization. Plant Physiol. 146, 1611–1621, https://doi.org/10.1104/pp.107.113035 (2008).
25. Lovy-Wheeler, A., Kunkel, J. G., Allwood, E. G., Hussey, P. J. & Hepler, P. K. Oscillatory increases in alkalinity anticipate growth and
may regulate actin dynamics in pollen tubes of lily. The Plant Cell 18, 2182–2193, https://doi.org/10.1105/tpc.106.044867 (2006).
26. Messerli, M. A. & Robinson, K. R. Cytoplasmic acidification and current influx follow growth pulses of Lilium longiflorum pollen
tubes. The Plant J. 16, 87–91, https://doi.org/10.1046/j.1365-313x.1998.00266.x (1998).
27. Messerli, M. A., Danuser, G. & Robinson, K. R. Pulsatile influxes of H+, K+ and Ca2+ lag growth pulses of Lilium longiflorum pollen
tubes. J. Cell Sci. 112, 1497–1509 (1999).
28. McKenna, S. T. et al. Exocytosis precedes and predicts the increase in growth in oscillating pollen tubes. The Plant Cell 21,
3026–3040, https://doi.org/10.1105/tpc.109.069260 (2009).
29. Rounds, C. M., Lubeck, E., Hepler, P. K. & Winship, L. J. Propidium iodide competes with Ca2+ to label pectin in pollen tubes and
Arabidopsis root hairs. Plant Physiol. 157, 175–187, https://doi.org/10.1104/pp.111.182196 (2011).
30. Hwang, J. U., Gu, Y., Lee, Y. J. & Yang, Z. Oscillatory ROP GTPase activation leads the oscillatory polarized growth of pollen tubes.
Mol. Biol. Cell 16, 5385–5399, https://doi.org/10.1091/mbc.E05-05-0409 (2005).
31. Cárdenas, L., McKenna, S. T., Kunkel, J. G. & Hepler, P. K. NAD(P)H oscillates in pollen tubes and is correlated with tip growth.
Plant Physiol. 142, 1460–1468, https://doi.org/10.1104/pp.106.087882 (2006).
32. Hwang, J.-U., Vernoud, V., Szumlanski, A., Nielsen, E. & Yang, Z. A tip-localized RhoGAP controls cell polarity by globally
inhibiting Rho GTPase at the cell apex. Curr. Biol. 18, 1907–1916, https://doi.org/10.1016/j.cub.2008.11.057 (2008).
33. Dutta, R. & Robinson, K. R. Identification and characterization of stretch-activated ion channels in pollen protoplasts. Plant Physiol.
135, 1398–1406, https://doi.org/10.1104/pp.104.041483 (2004).
34. Parton, R. M., Fischer-Parton, S., Trewavas, A. J. & Watahiki, M. K. Pollen tubes exhibit regular periodic membrane trafficking
events in the absence of apical extension. J. Cell Sci. 116, 2707–2719, https://doi.org/10.1242/jcs.00468 (2003).
35. Damineli, D. S., Portes, M. T. & Feijó, J. A. One thousand and one oscillators at the pollen tube tip: the quest for a central pacemaker
revisited. In Pollen Tip Growth, 391–413, https://doi.org/10.1007/978-3-319-56645-0_15 (Springer, 2017).
36. Van Hemelryck, M., Bernal, R., Rojas, E., Dumais, J. & Kroeger, J. H. A fresh look at growth oscillations in pollen tubes: Kinematic
and mechanistic descriptions. In Pollen Tip Growth, 369–389, https://doi.org/10.1007/978-3-319-56645-0_14 (Springer, 2017).
37. Willis, L. & Huang, K. C. Sizing up the bacterial cell cycle. Nat. Rev. Microbiol. 15, 606, https://doi.org/10.1038/nrmicro.2017.79
(2017).
38. Campos, M. et al. A constant size extension drives bacterial cell size homeostasis. Cell 159, 1433–1446, https://doi.org/10.1016/j.
cell.2014.11.022 (2014).
39. Watters, M. K., Humphries, C., De Vries, I. & Griffiths, A. J. A homeostatic set point for branching in Neurospora crassa. Mycol. Res.
104, 557–563, https://doi.org/10.1017/S0953756299001598 (2000).

ScIentIFIc REPOrTS | (2018) 8:12135 | DOI:10.1038/s41598-018-30635-y

9

www.nature.com/scientificreports/
40. Geitmann, A. & Cresti, M. Ca2+ channels control the rapid expansions in pulsating growth of Petunia hybrida pollen tubes. J. Plant
Physiol. 152, 439–447, https://doi.org/10.1016/S0176-1617(98)80261-7 (1998).
41. Holdaway-Clarke, T. L. et al. Effect of extracellular calcium, pH and borate on growth oscillations in Lilium formosanum pollen
tubes. J. Exp. Bot. 54, 65–72, https://doi.org/10.1093/jxb/erg004 (2003).
42. Zerzour, R., Kroeger, J. & Geitmann, A. Polar growth in pollen tubes is associated with spatially confined dynamic changes in cell
mechanical properties. Dev. Biol. 334, 437–446, https://doi.org/10.1016/j.ydbio.2009.07.044 (2009).
43. Rounds, C. M., Hepler, P. K., Fuller, S. J. & Winship, L. J. Oscillatory growth in lily pollen tubes does not require aerobic energy
metabolism. Plant Physiol. 152, 736–746, https://doi.org/10.1104/pp.109.150896 (2010).
44. Savitzky, A. & Golay, M. J. Smoothing and differentiation of data by simplified least squares procedures. Anal. Chem. 36, 1627–1639,
https://doi.org/10.1021/ac60214a047 (1964).

Acknowledgements

We thank Conicyt (Chile) for graduate funding to M.V.H. and Dr. Enrique Rojas (New York University) for
valuable comments and sharing some of his movies. This research was funded by Fondecyt under grant #1180906.

Author Contributions

M.V.H. and J.D. conceived the experiments. M.V.H. conducted the experiments with guidance from R.B. and
J.D. M.V.H. and J.D. analysed the results. M.V.H., J.D. and Y.I. developed the model. J.D. and M.V.H. wrote the
manuscript with help from R.B. and Y.I. All authors reviewed the manuscript.

Additional Information

Competing Interests: The authors declare no competing interests.
Publisher's note: Springer Nature remains neutral with regard to jurisdictional claims in published maps and
institutional affiliations.
Open Access This article is licensed under a Creative Commons Attribution 4.0 International
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or
format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Creative Commons license, and indicate if changes were made. The images or other third party material in this
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the
material. If material is not included in the article’s Creative Commons license and your intended use is not permitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
© The Author(s) 2018

ScIentIFIc REPOrTS | (2018) 8:12135 | DOI:10.1038/s41598-018-30635-y

10

