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The Developmental Process of the 
Growing Motile Ciliary Tip Region
Matthew J. Reynolds  1,2, Tanaporn Phetruen1,3, Rebecca L. Fisher1, Ke Chen  1,  
Brian T. Pentecost1, George Gomez2, Puey Ounjai3 & Haixin Sui  1,4

Eukaryotic motile cilia/flagella play vital roles in various physiological processes in mammals and 
some protists. Defects in cilia formation underlie multiple human disorders, known as ciliopathies. The 
detailed processes of cilia growth and development are still far from clear despite extensive studies. In 
this study, we characterized the process of cilium formation (ciliogenesis) by investigating the newly 
developed motile cilia of deciliated protists using complementary techniques in electron microscopy 
and image analysis. Our results demonstrated that the distal tip region of motile cilia exhibit 
progressive morphological changes as cilia develop. This developmental process is time-dependent 
and continues after growing cilia reach their full lengths. The structural analysis of growing ciliary tips 
revealed that B-tubules of axonemal microtubule doublets terminate far away from the tip end, which 
is led by the flagellar tip complex (FTC), demonstrating that the FTC might not directly mediate the fast 
turnover of intraflagellar transport (IFT).

Eukaryotic motile cilia/flagella are microtubule-based structures responsible for cellular locomotion and move-
ment of extracellular fluids. In mammals, motile cilia are present in ciliated epithelial tissue of the airway, ovi-
duct, or brain ependyma, and they serve as the tails of sperm cells. Defects in the cilium developmental process 
(or so-called ciliogenesis) are associated with medical disorders and dysfunction of related tissues, organs, and 
gametes1–3. Motile ciliogenesis has been studied for a half a century, primarily through investigations of cilium 
length and/or motility as cilia regrow following a deciliation event4–7. During development of the ciliary axoneme, 
microtubule bundles exhibit plus-end directed elongation at the ciliary tip region. The mechanism behind trans-
portation of axonemal precursors to the ciliary tip was unclear until the discovery of intraflagellar transport 
(IFT)8. The current model for motile ciliogenesis involves a complex coordination of protein trafficking, protein 
production, and axonemal assembly9,10. Ciliated cells possess a pool of axonemal precursors localized beneath 
the cilium base11. These precursors can pass through the flagellar pore, and then be transported to the distal end 
of the cilium via anterograde IFT, which ensures a continuous growth event at the ciliary tip. Retrograde IFT is 
responsible for turnover of proteins at the distal ends of axonemal microtubule doublets (MTDs)12,13. Even after 
cilia reach full length, the IFT process and protein turnover continue at the ciliary tip. A dynamic balancing of 
the relative rates of anterograde and retrograde transport controls ciliary length14,15. A recent study determined 
that bi-directional transport on the same microtubule doublet is possible because motor proteins that transport 
IFT particles move in trains along different MTD sub-fibers; kinesin motors walk along the B-tubule, and dynein 
motors walk along the A-tubule16. It remains unknown whether this dynamic activity causes structural remode-
ling of the ciliary tip region during ciliogenesis and maintenance.

Although the processes by which axonemal precursors are transported to and from the ciliary tip region have 
been elucidated, the events of ciliary tip assembly and the transition from anterograde to retrograde IFT at the 
tip region remain unclear. The motile cilium tip has been studied, and its structure was diagrammed, based on 
results from negative staining and conventional electron microscopy (EM)17. There is an amalgamation of pro-
teins at the tip of growing cilia known as the flagellar tip complex (FTC). The FTC remains enigmatic partially 
because few proteins within it have been identified. The proteins that have been identified include the microtu-
bule end-binding protein EB1 and a 97-kDa protein otherwise found exclusively in kinetochores18,19. The FTC is 
proposed to play a role not only in regulation of ciliary beating but also in the transition between anterograde and 
the retrograde IFT20. There is evidence to suggest that IFT particles remodel at the cilium tip13,21. However, no 
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evidence has been provided to support a direct interaction between the FTC and IFT trains, so whether IFT trains 
and the FTC interact to regulate IFT transition remains an open question.

In our pilot studies on cilia isolated from wild-type Tetrahymena thermophila, we noticed that isolated cilia 
displayed at least two distinct morphologies under negative staining EM. It motivated us to hypothesize that the 
morphological differences are related to various re-growth stages of the isolated cilia. In the work reported in this 
paper, we investigated the re-growing motile cilia from Tetrahymena using scanning electron microscopy and 
confirmed that the ciliary tip regions are subjected to morphological changes during ciliogenesis. We isolated 
re-growing motile cilia from deciliated Tetrahymena and Chlamydomonas at different time points, and stud-
ied their tip morphology by negative staining EM and a customized set of diameter profile analysis programs. 
Our results demonstrate that motile cilia tips display a dynamic, time-dependent morphology during re-growth. 
Cryo-electron tomography (cryo-ET) confirmed that these progressive differences are associated with the length 
difference between the central-pair microtubules and the growing ends of the MTDs.

Results
Tips of growing cilia display a morphological progression during cilia development. To investi-
gate ciliary formation and development, Tetrahymena were deciliated using the dibucaine-HCl method, and cells 
recovering their cilia were examined at different time points using scanning electron microscopy. Tetrahymena 
cilia exhibited several distinct morphological features as they developed. During the initial phase of ciliary 
regrowth, cilia were typically less than two microns in length, and they had a hemi-capsule morphology as they 
emerged from the ciliary pocket (Fig. 1(a–c,g–i)). In agreement with previous studies4, somatic cilia regrew uni-
formly along rows following a complete deciliation event. There was also a period of rapid growth between 10 
and 135 minutes.

As early as 20 minutes after deciliation, the distal ciliary region began to extend a pointed tip (Fig. 1c,i). This 
ciliary tip region extension coincided with elongation of the whole cilium (Fig. 1(d,e,j,k)). At later time points, cil-
iary tip regions exhibited shorter lengths (Fig. 1f,l). Proximal to this tip region, the cilia appeared to be of constant 
diameter. Taken together, these observations suggest that the tip region undergoes a consistent remodeling pro-
cess as the cilium grows. However, resolution limits and variations in three-dimensional orientations of the cilia 
made it difficult to characterize this dynamic morphology systematically using scanning electron micrographs. 

Figure 1. Scanning electron microscopy of re-growing motile cilia on deciliated Tetrahymena cells after 
different regrowth periods. Deciliated Tetrahymena cells after (a) 5 minutes, (b) 10 minutes, (c) 20 minutes, (d) 
60 minutes, (e) 135 minutes, and (f) 240 minutes, respectively. The re-growing motile cilia in the local areas of 
(a–f), marked by the rectangles, have been enlarged and displayed in 5 minutes (g), 10 minutes (h), 20 minutes 
(i), 60 minutes (j), 135 minutes (k), and 240 minutes (l), respectively. The tip regions of these re-growing cilia 
display morphologies from relatively blunt (g and h), to beginning to protrude an extension (i and j), and reach 
a maximum at 135 minutes (k). Eventually, the lengths of the tip regions shorten and stabilize.



www.nature.com/scientificreports/

3Scientific REPORTS |  (2018) 8:7977  | DOI:10.1038/s41598-018-26111-2

We next expanded these studies using negative-staining transmission electron microscopy to view developing 
ciliary ultrastructure in greater detail.

The ciliary tip diameter profile progressively transitions during cilium development. We used 
negative-staining EM on re-growing cilia isolated from Tetrahymena (Fig. 2) to validate and further characterize 
this time-dependent morphological transition. The micrographs provided sufficient morphological detail for a 
quantitative description of ciliary ultrastructural features. Typical morphological features of the growing cilium 
include a thin diameter at the distal end, followed by a region of increasing diameter, until the cilium reaches 
full-width (Fig. 2a–g). It appears that the ciliary region intermediate to the absolute tip and the point of full width 
is an immature zone lacking the full complement of axonemal components. Portions distal to the mature regions 
are considered part of the ciliary tip region in our analysis.

We designed a systematic method to define the transition point between the immature zone and the mature 
regions objectively. This was accomplished using a set of customized Java programs as a plug-in package for 
ImageJ22, as briefly described in the method section. Using this method, the length of the ciliary tip region can be 
defined and the progress of the tip growth can be described based on the length of this region. An explanation of 
the theory and implementation of this method is summarized in the supplemental text.

Figure 2 shows representative isolated cilia (Fig. 2a–g), along with their processed images (Fig. 2a’–g’), diam-
eter profiles (Fig. 2h–n), and derivative plots (Fig. 2o–u). The arrows in panels indicate the end of the ciliary tip 
region, as defined above. This quantitative measure clearly showed that the length of the ciliary tip region changes 
over the 8 h regrowth period. In the beginning of cilia growth, the length of the ciliary tip region elongated 
and reached its maximum length after around 135 minutes of regrowth (Fig. 2d). After this maximum length 
was reached, the ciliary tip region slowly decreased in length until the cilia exhibit short-tipped morphologies 
(Fig. 2f,g). This growth process took place over the course of several hours, with the stable, short-tipped morphol-
ogies being present around 5 hours after the initial deciliation.

From these profiles, trends in tip diameter and length could be ascertained. In general, cilia with the longest 
tips (such as those shown at 60, 135, and 180 minutes) had very thin extensions (Fig. 2c–e); oftentimes cilia with 
tip regions around two microns had diameters as narrow as 75 nm. In ciliary tip regions with these very narrow 
extensions, a bulging of the very distal portion was occasionally visible, apparently due to the FTC. Meanwhile, 
cilia with shorter tip regions (such as those shown at 35 and 300 minutes) typically displayed wider, though still 
less than full-width, tip regions. In agreement with typical ciliary diameters, all cilia had full diameters between 
200 nm and 300 nm, suggesting that negative staining produced minimal artifacts affecting ciliary diameter. In all 
of the isolated cilia, the FTC was clearly seen, indicating that the flagellar tip complex assembles at the distal cil-
iary tip region within 20 minutes of ciliary re-growth, and that the FTC persists throughout the cilium’s lifetime. 

Figure 2. Tetrahymena ciliary tip regions remodel during cilia development. Negatively stained, re-growing 
cilia isolated from Tetrahymena at specified times are shown above. Electron micrographs of cilia isolated at 
various re-growth time before (a–g) and after (a’–g’) contrast inversion and band-pass filtering. The arrows 
indicate the end of a cilium’s tip region. (h–n) show the corresponding width profiles for each cilium and an 
interpolating best-fit curve. (o–u) show the first derivative plots of these curves. The tip region length is defined 
using the best-fit curve’s derivative and a cutoff slope at 0.052, corresponding to a 1.5° angle on both sides. 
The growing Tetrahymena ciliary tip region initially increases in length, until it reaches a maximum, then it 
decreases in length. Typically, cilia with longer tip regions had thinner diameters at the thinnest points.
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Lastly, many ciliary diameter profiles exhibited a stepped appearance, which may be due to uneven termination 
of axonemal MTDs in the tip region.

In order to determine whether these observed morphological characteristics of regenerating Tetrahymena 
cilia are conserved among protists, isolation and width profile determination experiments were replicated using 
re-growing cilia from Chlamydomonas reinhardtii, as shown in (Fig. S1). Overall, Chlamydomonas exhibited a 
similar trend of the ciliary tip region growing in length before decreasing in length. However, Chlamydomonas 
cilia did not typically exhibit diameters below 100 nm, and the tip regions were typically less than 20% of the total 
ciliary length. Therefore, Chlamydomonas cilia exhibit a similar, though less dramatic, tip region re-growth trend.

Development of the ciliary tip region continues after the cilium reaches full length. Previous 
investigations into ciliogenesis primarily studied length of the entire cilium during the elongation phase and/
or cell motility4,6,23–25. In order to consider tip region development in the context of the growing cilium’s length, 
we determined both the average ciliary tip length and the average length of the entire cilium at different times of 
regrowth.

The method described above was used to measure the average length of the ciliary tip region from at least 
27 cilia isolated at different time points for each cell type. As shown in Fig. 3, the ciliary tip regions of both 
Tetrahymena and Chlamydomonas initially extended outwards reaching a maximum length of over 2 microns at 
135 minutes for Tetrahymena (Fig. 3a) and a maximum length of 1.3 microns at 150 minutes for Chlamydomonas 
(Fig. 3c). After the tip region reached its maximum length, it decreased in length until it asymptotically 
approaches 1070 nm in Tetrahymena and 680 nm in Chlamydomonas. Based on the rate of change, in both spe-
cies, it took approximately six hours to reach full, mature tip length. The results of these flagellar regeneration 
kinetics experiments on the full length of both Tetrahymena and Chlamydomonas cilia closely followed previously 
reported trends6,23. Based on their respective trend profiles, Tetrahymena cilia reached a full length of 6.5 microns, 
while Chlamydomonas cilia reached a full length of 10.7 microns.

Comparing the length profiles for the full length of the whole re-growing cilia (Fig. 3b,d) to that of the tip 
region (Fig. 3a,c), the whole cilia display a fast extension phase initially, followed by a plateau growth phase with 
minimum elongation of the full length. In contrast, the tip region development and maturation continued long 
after the cilia had reached full length. It took approximately six hours for the ciliary tip region to establish a stable 
length. During the initial, fast extension phase, the ciliary tip region made up approximately one third of the total 
cilium length (Fig. S2). This proportion decreased non-monotonically until stabilizing at a species-dependent 
proportion. The time scale of this process was much longer than polymerization rates of tubulin on MTDs26.

Structural features of the growing cilium tip. Conventional EM has revealed the tip structure of 
mature Tetrahymena cilia17,27,28, in which the longest portion is the central pair microtubule singlets capped by a 

Figure 3. Maturation of the ciliary tip region continues after whole cilia reach full length. Plots (a and c) display 
the mean full lengths of growing cilia, with error bars representing standard deviation, which extend rapidly 
during the first phase of growth, reaching a maximum length of approximately 6.5 microns for Tetrahymena 
(after about two hours) and 10.7 microns for Chlamydomonas (after about four hours), respectively. Plots (b and 
d) show the mean tip region lengths, with error bars representing standard deviation, of growing cilia measured 
using our objective method. In both species, the ciliary tip region initially increases in length, with a maximum 
of 2020 nm at 135 minutes in Tetrahymena and 1280 nm at 150 minutes in Chlamydomonas (as denoted with an 
asterisk) before decreasing in length. The tip region length asymptotically decreases to 1070 nm for Tetrahymena 
and 680 nm for Chlamydomonas. Figure S2 displays the ratio of ciliary tip region length to whole cilium length, 
which demonstrates that the length percentile of the ciliary region reaches a peak at a growth time of about 
135 min in both Tetrahymena and Chlamydomonas. Notably, the maturation of the ciliary tip region continues 
for over five hours following deciliation, whereas the whole cilium reaches full-length around two hours after 
deciliation.
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ball-shaped FTC resembling a post-light, and the central pair complex is surrounded by 9 microtubule doublets 
forming a cylindrical configuration. At the distal ends of the microtubule doublets, the complete A-tubule extends 
farther and is stabilized by a globular protein complex that links to the ciliary membrane by fibrous proteins 
known as distal filaments. We performed a cryo-EM study on the cilium tips of re-growing cilia to better under-
stand the tip structure in the regrowth phase. Our EM study demonstrates that the overall structure of the grow-
ing tip is largely similar to the architecture of the mature cilium tip; however, the more proximal portion of the 
ciliary tip region differs from the mature cilium. The growing axoneme’s most distal components are two micro-
tubule singlets of the central pair complex and a FTC that caps the central pair microtubule singlets together.

Previous studies have used splayed cilia as indications of axonemal composition in the tip region29, and during 
specimen preparation, isolated cilia occasionally displayed membrane damage localized to the tip region. This 
resulted in a splaying of the tip region’s contents, while the remainder of the cilium remained intact. These frayed 
tip regions allowed for easier visualization of the ciliary tip region’s components. Figure 4a shows that the zone 
approximately 50 to 400 nm proximal to the FTC is occupied by the central pair microtubules and extended sin-
glet A-tubules. Notably, the A-tubules extended into the ciliary tip region appear undecorated, whereas axonemal 
spacer proteins (radial spokes and outer dynein arms) are usually visible under cryo-EM30–33. This observation, 
along with the absence of B-tubules suggests that the growing ciliary tip region lacks a full complement of axone-
mal proteins.

While splayed ciliary tip regions provide clear visualization of the ciliary tip region’s contents, it is possible 
that these features could be artifacts caused by membrane disruption. A more detailed, native state of the growing 
ciliary tip region was achieved via cryo-ET. Tomograms of growing cilia allowed us to verify that the immature 
ciliary tip region lacks well-organized spacer proteins like those of the mature axoneme, and the FTC is posi-
tioned in the most distal region of the cilium, as marked by the arrow in the longitudinal central section of a 
cryo-tomogram of a 3 h-regrowth cilium tip (Fig. 4b). At the tip of the growing cilium, the FTC-capped central 
pair is surrounded by a set of long microtubule singlets, not the standard nine doublet microtubules. These sin-
glets are extensions of the MTD’s A-tubule. These microtubule singlets are visible in the tomogram (Fig. 4b), and 
they are clearly shown in the frayed tip (Fig. 4a). In the tomogram of Fig. 4b, the B-tubules are separated from the 
tip end, where the FTC is located, by over half a micrometer (ranging from 511 nm to 1,029 nm). In addition, we 
observed that the central pair has a left-handed twist as shown in the model maps in Fig. 4c.

Discussion
In this study, we identified and characterized the growth process of the motile ciliary tip. Mechanistic similari-
ties in the growth process of the ciliary tip were found in both T. thermophila and C. reinhardtii, indicating that 
this process is not species specific. Although the regeneration kinetics of ciliary growth calculated using the 
full-length of isolated cilia from both Tetrahymena and Chlamydomonas are consistent with previously modelled 
regeneration kinetics15, in our observation, ciliogenesis contains two main steps: an initial step where the length 
of the full cilia undergoes rapid extension, followed by a step of plateau phase growth, in which cilium length 
remains almost constant but the tip region continues to develop and mature. Interestingly, the morphology of 

Figure 4. The cryo-electron microscopy of growing ciliary tip region after re-growth for 180 minutes. A 
micrograph of a splayed ciliary tip region, shown in (a), suggests that the distal axoneme lacks standard 
axonemal components. Tomograms of the ciliary tip region, shown in (b) (a central slice) and (c) (with added 
model of the central pair), confirm that the FTC sits on the central pair, and the central pair is physically 
constrained by membrane. The central pair twists, is outlined by the model microtubules in blue and yellow 
in (c). The MTD A-tubules extend into the ciliary tip region at least 400 nm farther than the B-tubules do. The 
distal tip therefore composes only microtubule singlets as marked by the red arrow in (d). These extended 
A-tubules are not decorated with axonemal spacer proteins.
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the tip region of growing motile cilia exhibits a characteristic progression. During the rapid growth, cilia appear 
as hemi-capsules of short length, which is consistent with previous studies on the early regrowth of C. reinhardtii 
cilia6. It is likely that the FTC might have not fully assembled at this point. The tip region of motile cilia then 
undergoes a progressive structural modification, which involves an extension of the central pair microtubules 
followed by extension of the A-tubules of MTDs and eventually the B-tubules, on the scale of hours. To gain a 
better understanding of the assembly characteristics, we developed a set of user-friendly programs to measure the 
length of the tip region from negative stained images of growing cilia. Diameter profiles and lengths of each ciliary 
tip region were determined. In the negatively stained micrographs, we can clearly see contrast from individual 
MTDs, but it is difficult to identify how many there are. The diameter profiles allow us to determine that these 
cilia tip regions may be as narrow as 60 nm: an enclosed space that can accommodate either only one MTD or just 
the central pair. This raised the question of whether the central pair or a MTD projects forward. This question is 
answered by our cryo-EM study, which showed that indeed the central pair, not a MTD, leads cilium growth at 
the tip region.

Although cilia continue to exhibit dynamic turnover after they have already reached full length, previous 
investigations of motile ciliogenesis often measured the full length of cilia, and they generally considered cilia 
mature once they reach the slow elongation phase14,15. Our data, however, suggest that the cilia continue to mature 
several hours after they reach full length. Therefore, the slow elongation phase is not just a period of protein 
turnover and overall length maintenance, but it is also a period of continued maturation process in the tip region. 
The overall morphologic changes and the underlying changes in ciliary architecture are diagrammed in Fig. 5a. 
These investigations give insights into organelle size regulation and maturation, because throughout the process 
of tip region development, the overall length of a cilium is very well maintained at an essentially constant length.

Although the architecture of the growing motile ciliary tip region is largely similar to the mature axoneme, 
our cryo-ET investigations revealed important distinctions in composition and structure. It is well established 
that the motile ciliary tip region contains the FTC, which is composed of several proteins not found in the mature 
axoneme18,19. The FTC-capped central pair microtubules appear to push the membrane at the tip of the regener-
ating cilium. The capped central pair reaches the full length before other axonemal microtubules. It is also clear 
that the elongated A-tubules of MTDs do not extend beyond the central pair tip. This makes the FTC-capped 
central pair microtubule the defining factor or the controller of the maximum length of cilia. In our studies, the 
central pair complexes of the Tetrahymena cilia display a left-handed twist, in agreement with previous reports 
that bend propagation during the ciliary beat drives twisting of the central pair in Chlamydomonas reinhard-
tii and Paramecium tetraurelia34,35. Furthermore, our cryo-tomographic study of the membrane-intact, isolated 
Tetrahymena thermophila cilia, demonstrates that central pair complex twisting is also present in the tip regions 
where radial spokes are not mature. This result supports the conclusion that the twist does not depend on the 
interactions between radial spoke heads and the central pair35.

Our structural investigations from cryo-EM of splayed ciliary tip regions and cryo-ET of membrane-intact ciliary 
tip regions of regenerating cilia demonstrated that the growing ciliary tip region lacks the full complement of proteins 

Figure 5. Schematic summary of cilium re-growth following amputation. The previously unidentified 
morphological transition of re-growing cilia is diagrammed in (a) (with Adobe Illustrator). First, the re-growing 
cilium extends from the ciliary pit with a round-tipped morphology (T ∼ 20 min), and the MTDs and central 
pair microtubule singlets are all approximately the same length. Then, when the cilium rapidly grows, the 
central pair microtubule singlets, capped by the FTC extend farther than the neighboring MTDs (T ∼ 60 min 
and 135 min). After the cilium reaches full length at T ∼ 135 min, the ciliary tip region continues to remodel as 
the distal axoneme assembles. The proposed molecular mechanism of distal axoneme assembly is shown in (b). 
In this model, anterograde IFT trains dissociate at the MTD B-tubule terminus several hundred nanometers 
proximal to the FTC and retrograde IFT train assembly occurs on the MTD A-tubules.
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found in the mature axoneme. These differences have consequences for both ciliary assembly and IFT train turnaround. 
The immature ciliary tip region is composed of microtubule singlets, which are long extensions of the A-tubules from 
axonemal MTDs. Such structural features provide important insights into cilium assembly that involves IFT system. It 
has been well established that IFT serves as the primary mechanism for protein transportation across the base and dis-
tal ends of the cilium during both cilium assembly and maintenance. In growing cilia, particularly in the fast-growing 
stage (the first two hours in Fig. 3), the central pair, capped by the FTC, can be over a micrometer from the distal end 
of the B-tubules of MTDs. We know that anterograde IFT trains rely on kinesin motors walking along the B-tubule of 
the MTD16. Our data indicate that in the growing cilium, the normal anterograde IFT may stop at where the B-tubules 
terminates (marked by red arrow in Fig. 4d), far away from the ciliary tip end. Meanwhile, the central pair and the 
A-tubules are tightly wrapped by ciliary membrane as shown in Fig. 4b. This means there is limited room for a fast 
diffusion of large IFT complexes to the very tip of the growing cilium where the FTC caps the central pair microtubules. 
Therefore, it is unlikely that the FTC would play major roles in IFT reorganization and turnover, in contrast to a previ-
ously suggested model20. The proposed molecular mechanisms of distal axonemal assembly that are most plausible in 
the context of our tomographic studies are diagrammed in Fig. 5b.

Diffusion may be required for precursor proteins to reach the growing tip end of the extending central pair 
and the A-tubules of MTDs because anterograde IFT does not directly reach the growing tip ends where the 
extension happens for central pair microtubules and singlet A-tubules (Fig. 4d). However, the small, restricted 
space available, due to the tightly wrapped ciliary membrane around the central pair, does not favor a free fast dif-
fusion of precursor proteins. Therefore, it is unclear how precursor proteins reach the growing tips of the central 
pair complex and the A-tubules of the doublet microtubules.

At the growing tip regions, both the central pairs and the A-tubule are singlet microtubules with tubulin as the 
primary component protein. If their extension is simply limited by the available tubulins that reach the tip region, 
the singlet A-tubules and the central pair should be of a similar length. However, our data have demonstrated that 
central pair microtubules are always longest at the growing ciliary tip with a significant length difference from 
that of the A-tubules. It could also be possible that the FTC plays a role in promoting central pair microtubule 
extension. However, the microtubule growth at the tip is not a simple extension limited by availability of tubulins. 
The time required for ciliary tip region maturation is on the scale of hours, which also suggests that tip region 
maturation is not limited by microtubule-doublet polymerization kinetics26. The nature of factors limiting the 
ciliary tip maturation process is unclear. Likely factors include post-translational modification of the microtubule 
complexes36,37, and/or the availability of MTD-specific intralumenal microtubule associated proteins38–41.

In this study, we discovered that tip regions of growing motile cilia are subject to a process of structural remod-
elling and maturation, which completes long after a cilium reaches its mature length. This new finding is not 
species specific, and therefore it is an important complementary knowledge to what we have known about cilia 
generation and maturation. Using a customized set of programs, we analyzed the morphologies of growing cilia 
tips at different growth times and clearly revealed the trend of ciliary tip growth and maturation. Cryo-electron 
tomographic studies of the growing ciliary tips determined that the growing ends of MTD B-tubules are signifi-
cantly far away from the tip end led by the FTC. The trend profiles and the structural information from our elec-
tron tomographic study provided important insights into the relationship between IFT and FTC in ciliogenesis 
and the maintenance of cilia length.

Materials and Methods
Cell culture. Standard Tetrahymena and Chlamydomonas cell culture conditions were followed to main-
tain cell lines and to prepare cells for deciliation. Room-temperature stock cultures of the non-exocytozing 
Tetrahymena thermophila strain SB711, a gift from Prof. Eduardo Orias, were grown in modified Neff ’s media. To 
prepare cells for cilia isolation, stock culture cells were inoculated in SSP media and allowed to grow for 24 h at 
30 °C, with shaking. The volume of SSP media was then increased eight-fold and cells were cultured for another 
24 h under these conditions. Cells were then spun down at 700xg and then transferred to an equal volume of star-
vation media (10 mM Tris-HCl, pH = 7.5) and cultured for 18 to 20 h before deciliation.

Chlamydomonas reinhardtii algae, strain CC-137+, a gift from Prof. George Witman, were cultured in TAP 
media at room temperature. A light/dark cycle of 18/6 h was used. Cells were grown to approximately 1 × 106 cells/
ml, and approximately 150 ml of cells were used for each deciliation.

Tetrahymena cilia isolation. To ensure that cilia from the same sample were at the same stage of growth, an 
initial deciliation was performed. It was determined through pilot studies that cells deciliate most completely using a 
modified version of the dibucaine method42. Briefly, cells were spun down at 600xg for 7 minutes and re-suspended 
in half of their growth volume of starvation media, and dibucaine-HCl was added to a concentration of 300 µM for 
a 5-minute incubation. Then, fresh starvation media was added to double the volume immediately before pelleting 
cells at 1200xg for 5 minutes. The deciliated cells were suspended in the original volume of fresh starvation media for 
the regrowth period. After allowing the cilia to regrow for a specified time between 35 minutes and 6 h, the second 
deciliation was performed. The second deciliation was identical to the first deciliation, except the dibucaine concen-
tration was 450 µM. After the 5-minute dibucaine-HCl incubation, glutaraldehyde was added to 0.025% and EGTA 
was added to 0.5 mM for a 30 s incubation. Then, an equal volume of 4% sucrose in ice-cold starvation media was 
added to dilute the dibucaine, and all subsequent steps were performed at 4 °C. The sample was centrifuged at 1550xg 
for 7 minutes to pellet cell bodies. The supernatant was recovered and centrifuged at 1550xg for 7 minutes again. 
The supernatant was recovered and centrifuged at 17,000xg for 40 minutes to pellet cilia. The final pellet containing 
isolated cilia was suspended in a minimal volume of starvation media for plunge-freezing.
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Chlamydomonas flagella isolation. Chlamydomonas cultures could not survive the dibucaine deciliation 
method, so the pH-shock method was employed for the first deciliation43. Briefly, cells were centrifuged at 600xg 
for 5 minutes and re-suspended in one-tenth their growth volume in fresh TAP media, and acetic acid was used 
to rapidly drop the pH from neutral to 4.5 for 60 s. Then, the media’s pH was rapidly neutralized with aqueous 
KOH. Fresh TAP media was added to double the volume, and cells were pelleted before resuspension in fresh TAP 
media. After allowing the cilia to regrow for a specified time between 35 minutes and 3 h, the second deciliation 
was performed using the dibucaine method, with the following modifications. The cells were concentrated to 
one-eighth the original volume in modified HMES buffer (10 mM HEPES, 5 mM MgSO4, 0.5 mM EGTA, and 2% 
sucrose, pH = 7.4), plus 0.025% glutaraldehyde, and 625 µM dibucaine was used for deciliation. The cilia were 
isolated in the same manner as the Tetrahymena, except the final centrifugation was at 31,000xg for 30 minutes.

Negative staining. Preparation of isolated cilia for negative staining TEM observation was carried out using 
400-mesh copper grids with a thick, continuous carbon coating that had been glow-discharged for 60 s imme-
diately before sample deposition. A 3.0 µl aliquot of specimen was applied to the grid for 90 s. The specimen was 
blotted, and 1% uranyl acetate was applied to the grid for 90 s. The grid was then blotted and allowed to dry for at 
least 1 h before transferring into a JEOL-JEM1400 electron microscope operating at 100 keV. For each of the areas 
of interest, the z-height was adjusted to eucentric position before taking images to ensure magnification accuracy. 
Micrographs were taken at 8000X magnification and were analyzed using ImageJ.

Analysis of ciliary tip region diameter. The analysis of the tip region of isolated cilia in negatively stained 
micrographs was performed using a set of custom-written Java programs. A detailed description is provided in 
the supplementary material. Briefly, micrographs were contrast-inverted and then bandpass-filtered to enhance 
the cilium’s edge contrast. Then, a polyline was drawn along the central axis of each cilium, starting from the abso-
lute tip, and a width-determination program generated a diameter profile. An interpolating polynomial curve of 
degree six was fit to the diameter profile, and the location where the slope decreased below 0.0532 (equivalent 
to a 1.5° incline on each side) is used to define the position separating the mature full diameter region with the 
cilium tip region of an increasing diameter (shown as the arrows in Fig. 2). Then potential lengths were reported. 
From these potential lengths, the cilium’s tip region length was measured by determining which potential length 
agreed with the original micrograph. Parameters for the best-fit curves were determined using the nonlinear 
least-squares Marquardt-Levenberg algorithm implemented in Gnuplot. With the above strategy, a set of Java 
programs were written as a plug-in package for ImageJ22 and used for this analysis of approximately 900 electron 
micrographs of cilia. The diagrams of the tip architecture changes during cilium growth, shown in Fig. 5, were 
prepared using Adobe Illustrator (Adobe Systems In., San Jose, CA).

Characterization of growing cilia and ciliary tip regions. In order to characterize ciliary development 
using the length of the entire cilium and the length of the tip region, average lengths of these features were plotted 
as functions of time. The ciliary tip region measurements appeared to exhibit the following characteristics: the 
ciliary tip region started at length zero, and it then sequentially reached a local maximum, an inflection point, and 
asymptotically approached a final length. Based on these conditions, a curve of best fit was determined using a 
quotient of two trinomials of the form (ax3 + bx2 + cx)/(dx3 + ex2 + fx + g). From these curves, the local maxima 
and horizontal asymptotes were determined. In order to characterize the length of the entire cilium as a function 
of time, we fit our data to the solution to the differential equation described in15.

Cryo-EM sample preparation. Preparation of isolated cilia for cryo-EM observation was carried out using 
300-mesh copper grids with a thin, continuous carbon coating that had been glow-discharged for 30 s immedi-
ately before sample preparation. A 2.5 µl aliquot of 0.1% poly-L-lysine (w/v in water) was applied to the grid for 
1 minute. The grid was blotted, and subsequently washed twice in water. Then, water was applied to the grid a 
third time, and the grid was loaded into the Gatan CryoPlunger3. The grid was blotted, and a 2.5 µl aliquot of cilia 
specimen that had been mixed 3:1 with 15 nm gold particles was applied to it for 20 s. Then, single-side blotting 
was used to blot the grid for 6.0 s before plunging into liquid ethane at −174 °C. The frozen grids were stored in 
liquid nitrogen until loaded into a JEOL-JEM3200FSC/PP electron microscope. Data were acquired using either 
a CCD camera or a Gatan K2 Summit direct-electron detector.

Cryo-ET data collection and processing. All electron tomographic tilt series data sets were collected 
using SerialEM44 with a tilt increment of 2 or 3 degrees. The JEM-3200FSC was operated at 300 keV with 
zero-loss energy filtering, slit width 24 eV. The pixel size on the specimen was 0.36 nm and the total electron 
dose was about 70 e−/A2. Images were recorded at a target underfocus between 4 and 8 µm on a K2 Summit 
direct-electron-detection camera (Gatan, Pleasanton, CA) with 5 to 8 frames per second during an exposure 
time of 1 to 1.5 sec. Frame alignment was carried out with the “Unblur & Summovie” package45–47. Tomographic 
reconstruction were carried out using Etomo/IMOD48. Bilateral filtering was applied to denoise the reconstructed 
tomograms with functions provided in EMAN2 package49,50.

Scanning electron microscopy. Tetrahymena samples collected from different time points of regrowth 
after deciliation were fixed by 1% glutaraldehyde and placed in pre-processed aluminum carriers from the M. 
Wohlwend GmbH, Engineering office. Before adding Tetrahymena cells, the carriers were carbon coated and 
glow discharged (two minutes) followed by treatment of poly-L-lysine coating to increase cell attachment. The 
Tetrahymena cells in the carriers were subjected to a six-step gradient dehydration of ethyl alcohol (10%, 20%, 
40%, 70%, 90%, and 100%) followed by critical-point drying using Samdri-795 with a 15 minutes purging pro-
cess. Afterwards, the samples in the carrier were fixed on conductive stubs with silver glue and gold-coated for 
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45 seconds using a CRESSINGTON Sputter Coater. SEM images were captured at 2 kx, 5 kx, and 10 kx magnifica-
tions using Secondary Electrons Secondary Ions detector of a ZEISS NEON 40EsB High Resolution Dual Beam 
Scanning Electron Microscope.

References
 1. Pazour, G. J. & Rosenbaum, J. L. Intraflagellar transport and cilia-dependent diseases. Trends Cell Biol. 12, 551–555 (2002).
 2. Brown, J. M. & Witman, G. B. Cilia and diseases. BioScience 64, 1126–1137 (2014).
 3. Braun, D. A. & Hildebrandt, F. Ciliopathies. Cold Spring Harb. Perspect. Biol. 9, a028191 (2017).
 4. Rannestad, J. The regeneration of cilia in partially deciliated Tetrahymena. J. Cell Biol. 63, 1009–1017 (1974).
 5. Rosenbaum, J. L. & Carlson, K. Cilia regeneration in Tetrahymena and its inhibition by colchicine. J. Cell Biol. 40, 415–425 (1969).
 6. Rosenbaum, J. L., Moulder, J. E. & Ringo, D. L. Flagellar elongation and shortening in Chlamydomonas. The use of cycloheximide 

and colchicine to study the synthesis and assembly of flagellar proteins. J. Cell Biol. 41, 600–619 (1969).
 7. Auclair, W. & Siegel, B. W. Cilia regeneration in the sea urchin embryo: evidence for a pool of ciliary proteins. Science (New York, 

N.Y.) 154, 913–915 (1966).
 8. Kozminski, K. G., Johnson, K. A., Forscher, P. & Rosenbaum, J. L. A motility in the eukaryotic flagellum unrelated to flagellar 

beating. Proc. Natl. Acad. Sci. U. S. A. 90, 5519–5523 (1993).
 9. Sloboda, R. D. & Rosenbaum, J. L. Making sense of cilia and flagella. J. Cell Biol. 179, 575–582 (2007).
 10. Broekhuis, J. R., Leong, W. Y. & Jansen, G. In International Review of Cell and Molecular Biology Vol. Volume 303 (ed. W. Jeon 

Kwang), 101–138 (Academic Press, 2013).
 11. Deane, J. A., Cole, D. G., Seeley, E. S., Diener, D. R. & Rosenbaum, J. L. Localization of intraflagellar transport protein IFT52 

identifies basal body transitional fibers as the docking site for IFT particles. Curr. Biol. 11, 1586–1590 (2001).
 12. Qin, H., Diener, D. R., Geimer, S., Cole, D. G. & Rosenbaum, J. L. Intraflagellar transport (IFT) cargo: IFT transports flagellar 

precursors to the tip and turnover products to the cell body. J. Cell Biol. 164, 255–266 (2004).
 13. Pigino, G. et al. Electron-tomographic analysis of intraflagellar transport particle trains in situ. J. Cell Biol. 187, 135–148 (2009).
 14. Marshall, W. F., Qin, H., Rodrigo Brenni, M. & Rosenbaum, J. L. Flagellar Length Control System: Testing a Simple Model Based on 

Intraflagellar Transport and Turnover. Mol. Biol. Cell 16, 270–278 (2005).
 15. Marshall, W. F. & Rosenbaum, J. L. Intraflagellar transport balances continuous turnover of outer doublet microtubules: implications 

for flagellar length control. J. Cell Biol. 155, 405–414 (2001).
 16. Stepanek, L. & Pigino, G. Microtubule doublets are double-track railways for intraflagellar transport trains. Science (New York, N.Y.) 

352, 721–724 (2016).
 17. Dentler, W. L. Structures linking the tips of ciliary and flagellar microtubules to the membrane. J. Cell Sci. 42, 207–220 (1980).
 18. Miller, J. M., Wang, W., Balczon, R. & Dentler, W. L. Ciliary microtubule capping structures contain a mammalian kinetochore 

antigen. J. Cell Biol. 110, 703–714 (1990).
 19. Pedersen, L. B., Geimer, S., Sloboda, R. D. & Rosenbaum, J. L. The Microtubule Plus End-Tracking Protein EB1 Is Localized to the 

Flagellar Tip and Basal Bodies in Chlamydomonas reinhardtii. Curr. Biol. 13, 1969–1974 (2003).
 20. Sloboda, R. D. Intraflagellar transport and the flagellar tip complex. J. Cell. Biochem. 94, 266–272 (2005).
 21. Iomini, C., Babaev-Khaimov, V., Sassaroli, M. & Piperno, G. Protein particles in Chlamydomonas flagella undergo a transport cycle 

consisting of four phases. J. Cell Biol. 153, 13–24 (2001).
 22. Schneider, C. A., Rasband, W. S. & Eliceiri, K. W. NIH Image to ImageJ: 25 years of image analysis. Nat. Methods 9, 671–675 (2012).
 23. Hadley, G. A. & Williams, N. E. Control of initiation and elongation of cilia during ciliary regeneration in Tetrahymena. Mol. Biol. 

Cell 1, 865–870 (1981).
 24. Jarvik, J. W. & Rosenbaum, J. L. Oversized flagellar membrane protein in paralyzed mutants of Chlamydomonas reinhardrii. J. Cell 

Biol. 85, 258–272 (1980).
 25. McVittie, A. Flagellum mutants of Chlamydomonas reinhardii. J. Gen. Microbiol. 71, 525–540 (1972).
 26. Binder, L. I., Dentler, W. L. & Rosenbaum, J. L. Assembly of chick brain tubulin onto flagellar microtubules from Chlamydomonas 

and sea urchin sperm. Proc. Natl. Acad. Sci. U. S. A. 72, 1122–1126 (1975).
 27. Dentler, W. L. & Rosenbaum, J. L. Flagellar elongation and shortening in chlamydomonas. III. Structures attached to the tips of 

flagellar microtubules and their relationship to the directionality of flagellar microtubule assembly. J. Cell Biol. 74, 747–759 (1977).
 28. Gaertig, J., Wloga, D., Vasudevan, K. K., Guha, M. & Dentler, W. In Methods in Enzymology Vol. 525, 265–284 (2013).
 29. Sale, W. S. & Satir, P. Splayed Tetrahymena cilia. A system for analyzing sliding and axonemal spoke arrangements. J. Cell Biol. 71, 

589–605 (1976).
 30. Oda, T., Yanagisawa, H., Yagi, T. & Kikkawa, M. Mechanosignaling between central apparatus and radial spokes controls axonemal 

dynein activity. J. Cell Biol. 204, 807–819 (2014).
 31. Pigino, G. et al. Cryoelectron tomography of radial spokes in cilia and flagella. J. Cell Biol. 195, 673–687 (2011).
 32. Lin, J., Heuser, T., Carbajal-Gonzalez, B. I., Song, K. & Nicastro, D. The structural heterogeneity of radial spokes in cilia and flagella 

is conserved. Cytoskeleton (Hoboken, N.J.) 69, 88–100 (2012).
 33. Kishchenko, G. P. et al. Effect of fringe-artifact correction on sub-tomogram averaging from Zernike phase-plate cryo-TEM. J. 

Struct. Biol. 191, 299–305 (2015).
 34. Omoto, C. K. & Kung, C. Rotation and twist of the central-pair microtubules in the cilia of paramecium. J. Cell Biol. 87, 33–46 

(1980).
 35. Mitchell, D. R. & Nakatsugawa, M. Bend propagation drives central pair rotation in Chlamydomonas reinhardtii flagella. J. Cell Biol. 

166, 709–715 (2004).
 36. Sloboda, R. D. Posttranslational protein modifications in cilia and flagella. Methods Cell Biol. 94, 347–363 (2009).
 37. Schneider, M. J., Ulland, M. & Sloboda, R. D. A protein methylation pathway in Chlamydomonas flagella is active during flagellar 

resorption. Mol. Biol. Cell 19, 4319–4327 (2008).
 38. Nicastro, D. et al. The molecular architecture of axonemes revealed by cryoelectron tomography. Science (New York, N.Y.) 313, 

944–948 (2006).
 39. Sui, H. & Downing, K. H. Molecular architecture of axonemal microtubule doublets revealed by cryo-electron tomography. Nature 

442, 475–478 (2006).
 40. Downing, K. H. & Sui, H. Structural insights into microtubule doublet interactions in axonemes. Curr. Opin. Struct. Biol. 17, 

253–259 (2007).
 41. Amos, L. A. Articulated Tubes. Structure 18, 892–894 (2010).
 42. Thompson, G. A. Jr., Baugh, L. C. & Walker, L. F. Nonlethal deciliation of Tetrahymena by a local anesthetic and its utility as a tool 

for studying cilia regeneration. J. Cell Biol. 61, 253–257 (1974).
 43. Craige, B., Brown, J. M. & Witman, G. B. Isolation of chlamydomonas flagella. Curr. Protoc. Cell Biol. 48, 1–6 (2013).
 44. Mastronarde, D. N. Automated electron microscope tomography using robust prediction of specimen movements. J. Struct. Biol. 

152, 36–51 (2005).
 45. Grant, T. & Grigorieff, N. Measuring the optimal exposure for single particle cryo-EM using a 2.6 A reconstruction of rotavirus VP6. 

Elife 4, e06980 (2015).



www.nature.com/scientificreports/

1 0Scientific REPORTS |  (2018) 8:7977  | DOI:10.1038/s41598-018-26111-2

 46. Campbell, M. G. et al. Movies of ice-embedded particles enhance resolution in electron cryo-microscopy. Structure 20, 1823–1828 
(2012).

 47. Brilot, A. F. et al. Beam-induced motion of vitrified specimen on holey carbon film. J. Struct. Biol. 177, 630–637 (2012).
 48. Kremer, J. R., Mastronarde, D. N. & McIntosh, J. R. Computer visualization of three-dimensional image data using IMOD. J. Struct. 

Biol. 116, 71–76 (1996).
 49. Tang, G. et al. EMAN2: An extensible image processing suite for electron microscopy. J. Struct. Biol. 157, 38–46 (2007).
 50. Jiang, W., Baker, M. L., Wu, Q., Bajaj, C. & Chiu, W. Applications of a bilateral denoising filter in biological electron microscopy. J. 

Struct. Biol. 144, 114–122 (2003).

Acknowledgements
We thank Prof. Eduardo Orias at UC Santa Barbara for the gift of Tetrahymona strain SB711, and Prof. George 
Witman at University of Massachusetts Medical School for the gift of Chlamydomaonas strain CC-137+. We are 
also in debt to Drs. Jie He and Yongping Wu for discussion on cryo-EM specimen preparation, to Chyongere 
Hsieh for assistance and suggestion on SEM operation, and to Mr. Shufeng Sun for advice and help on SEM 
specimen preparation. This work is supported by the National Institutes of Health grants GM101026 and 
GM097010 to H.S. In addition, M.J.R. was partially supported with National Science Foundation funding in 
the Wadsworth Center’s Research Experience for Undergraduates (REU) program (grant DBI1062963). P.O. 
is supported by Thailand Research Funds (RSA5980078). T.P. worked on this project under the support of the 
undergraduate oversea-training fellowship from the Faculty of Science, Mahidol University.

Author Contributions
P.O. and H.S. initialized the project. T.P., under the assistance from R.L.F. on TEM, discovered the morphological 
difference at the tip region of isolated Tetrahymena cilia. H.S. and P.O. discussed and hypothesized that the 
difference may be related to different regrowth times. T.P. performed initial experimental work and confirmed 
that the morphology of the ciliary tip region changes with re-growth time. M.J.R. optimized deciliation and 
regrowth conditions, isolated cilia, prepared EM specimens (negatively staining and vitreously frozen), collected 
negatively staining EM images, and worked with H.S. together for cryo-electron tomographic data collection, 
reconstruction and analysis. M.J.R. and H.S. designed the method of image processing and the algorithm for 
analyzing ciliary tip morphology. M.J.R. composed the Java modules as plug-ins for ImageJ, and carried out the 
analysis for the ciliary tip morphology under the supervision of G.G. and H.S.; Under the supervision of B.T.P. 
and H.S., R.L.F. contributed to cell culture, cilia specimen preparation, data collection of negatively staining EM, 
specimen preparation for SEM, and determination of cilium full-length at various time points. K.C. optimized 
SEM specimen preparation, performed SEM data collection and analysis, and contributed to negatively staining 
EM data collection, cilia full length profile determination, and performed segmentation of tomograms. M.J.R., 
G.G. and H.S. prepared the original manuscript. B.T.P., and P.O. participated in manuscript writing with critical 
review and editing. All authors have reviewed and approved the manuscript.

Additional Information
Supplementary information accompanies this paper at https://doi.org/10.1038/s41598-018-26111-2.
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 Cre-
ative 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 per-
mitted 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

http://dx.doi.org/10.1038/s41598-018-26111-2
http://creativecommons.org/licenses/by/4.0/

	The Developmental Process of the Growing Motile Ciliary Tip Region
	Results
	Tips of growing cilia display a morphological progression during cilia development. 
	The ciliary tip diameter profile progressively transitions during cilium development. 
	Development of the ciliary tip region continues after the cilium reaches full length. 
	Structural features of the growing cilium tip. 

	Discussion
	Materials and Methods
	Cell culture. 
	Tetrahymena cilia isolation. 
	Chlamydomonas flagella isolation. 
	Negative staining. 
	Analysis of ciliary tip region diameter. 
	Characterization of growing cilia and ciliary tip regions. 
	Cryo-EM sample preparation. 
	Cryo-ET data collection and processing. 
	Scanning electron microscopy. 

	Acknowledgements
	Figure 1 Scanning electron microscopy of re-growing motile cilia on deciliated Tetrahymena cells after different regrowth periods.
	Figure 2 Tetrahymena ciliary tip regions remodel during cilia development.
	Figure 3 Maturation of the ciliary tip region continues after whole cilia reach full length.
	Figure 4 The cryo-electron microscopy of growing ciliary tip region after re-growth for 180 minutes.
	Figure 5 Schematic summary of cilium re-growth following amputation.




