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Chlamydomonas PKD2 organizes mastigonemes,
hair-like glycoprotein polymers on cilia
Peiwei Liu1*, Xiaochu Lou2*, Jenna L. Wingfield1, Jianfeng Lin2, Daniela Nicastro2, and Karl Lechtreck1

Mutations in the channel protein PKD2 cause autosomal dominant polycystic kidney disease, but the function of PKD2 in cilia
remains unclear. Here, we show that PKD2 targets and anchors mastigonemes, filamentous polymers of the glycoprotein MST1,
to the extracellular surface of Chlamydomonas cilia. PKD2–mastigoneme complexes physically connect to the axonemal
doublets 4 and 8, positioning them perpendicular to the plane of ciliary beating. pkd2 mutant cilia lack mastigonemes, and
mutant cells swim with reduced velocity, indicating a motility-related function of the PKD2–mastigoneme complex. Association
with both the axoneme and extracellular structures supports a mechanosensory role of Chlamydomonas PKD2. We propose
that PKD2–mastigoneme arrays, on opposing sides of the cilium, could perceive forces during ciliary beating and transfer
these signals to locally regulate the response of the axoneme.

Introduction
Transient receptor potential (TRP) channel proteins are a super-
family of cation channels often with sensory functions, including
members that respond to mechanical cues, such as sound and
touch. Mechanical gating is also proposed for polycystic kidney
disease 2 (PKD2)/polycystin-2/TRPP2, a nonselective TRP channel
located in the ciliary membrane of species ranging from pro-
tists to mammals (Barr and Sternberg, 1999; Huang et al., 2007;
Pazour et al., 2002; Yoder et al., 2002). Mutations in PKD2 or
its binding partner PKD1, an 11-transmembrane helix protein
with a large extracellular domain, cause autosomal dominant
polycystic kidney disease (ADPKD), a monogenic disorder for
which no cure is available (Wu and Somlo, 2000). The PKD1/
2 complex is thought to function as a receptor-channel com-
plex, with PKD1 acting as a receptor for ligands or mechanical
cues, which stimulates PKD2 to open, resulting in Ca2+ influx
into the cilium (Kim et al., 2016; Liu et al., 2018; Praetorius and
Spring, 2001; Su et al., 2018; Yoshiba et al., 2012; Yuan et al.,
2015). However, the nature of the in vivo stimulus of the PKD1/
2 complex and the downstream signaling events in kidney cilia
remain controversial. Similarly, it is unknown how PKD2 in
nodal cilia contributes to the sensing of the nodal flow, which is
required for proper left–right patterning (Pennekamp et al.,
2002). Moreover, the current leading hypothesis, that prima-
ry cilia in the kidney and embryonic node function as me-
chanically sensitive calcium-signaling organelles, has been
challenged by Delling et al. (2016). Thus, further analyses of

PKD proteins within the context of the ciliary membrane are
needed.

Although the role of calcium in primary cilia is unclear,
calcium is known to regulate motile cilia in various ways,
ranging from causing changes in the waveform to modulating
behavioral responses (Collingridge et al., 2013). Several distinct
calcium channels have been identified in the motile cilia of
protists, and loss of such channels has been linked to specific
ciliary motility changes (Dunlap, 1977; Kamiya and Witman,
1984). The voltage-gated calcium channel CAV2, for example,
mediates the photophobic escape behavior of Chlamydomonas;
and TRP11, a V-type TRP channel, is required for cells to avoid
collision with obstacles (Fujiu et al., 2009, 2011). PKD2 is the
onlymember of the TRP polycystin (TRPP) class of TRP channels
in Chlamydomonas; it is a cargo of intraflagellar transport (IFT)
and localizes to the ciliary membrane (Huang et al., 2007).
However, protists lack an apparent homologue of PKD1, raising
the question of whether Chlamydomonas PKD2 has different in-
teraction partners. Partial knockdown of PKD2 in Chlamydomo-
nas decreased gametic fusion during mating; however, a more
rigorous analysis of PKD2 function was prevented by the lack of
more penetrant mutants (Huang et al., 2007). Here, we used a
novel Chlamydomonas pkd2 insertional mutant that lacks PKD2
expression to characterize the function, interactions, 3D struc-
ture, and large-scale organization of PKD2 in cilia. We observed
that PKD2 arrays are anchored along just two of the nine doublet
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microtubules (DMTs) and that PKD2 organizes mastigonemes,
extracellular polymers of the glycoprotein mastigoneme-like
protein 1 (MST1). Mutants in PKD2 and MST1 swim with re-
duced velocity, indicating a motility-related role of the PKD2–
mastigoneme complex in Chlamydomonas cilia.

Results
PKD2 loss reduces the swimming velocity of Chlamydomonas
Strain LMJ.RY0402.204581 from the Chlamydomonas Library
Project (CLiP) collection carries an insertion in exon 8 of the
PKD2 gene (Figs. 1 A and S1, A and B; Li et al., 2016). To test for
the presence of PKD2 in the mutant, we used two previously
characterized antibodies, anti-PKD2-loop and anti-PKD2-Cter,
raised against the extracellular loop and a peptide near the
C-terminus of PKD2, respectively (Fig. 1 A; Huang et al., 2007).
Huang et al. (2007) reported that full-length Chlamydomonas
PKD2 (PKD2-FL; 210 kD) is cleaved into two fragments (PKD2-N
and PKD2-C of 120 and 90 kD, respectively); the fragments enter
cilia while PKD2-FL is excluded. As expected, PKD2 was present
in control samples, whereas both antibodies failed to detect full-
length PKD2 or its fragments in whole-cell and cilia samples
from the CLiP mutant (Fig. S1, C and D). Thus, this strain likely
lacks PKD2, and we refer to it as pkd2CLiP.

To eliminate possible second-site mutations that can occur in
mutants derived by random insertional mutagenesis, we out-
crossed the pkd2CLiP mutant to the wild-type strain g1, resulting
in strain pkd2, and used this strain for most subsequent ex-
periments (Fig. 1, B and C). The outcrossed pkd2 swam with
reduced velocity (∼116 µm/s compared with 140 µm/s for the g1
control; Fig. 1 D). The motility defect cosegregated with the pkd2
mutation in subsequent progeny, and swimming was restored to
near-wild-type velocity when fluorescent protein–tagged PKD2
(PKD2-FP, i.e., PKD2-GFP or PKD2-mNeonGreen [PKD2-mNG])
was introduced into the pkd2 strain (Fig. 1, C and D). The pkd2
mutant displayed normal mating behavior, phototaxis, photo-
phobic backward swimming, and pH shock–induced cilia shed-
ding, most of which require calcium influx into cilia (Fig. S1, F
and G; and not depicted). We conclude that the loss of PKD2
reduces the swimming velocity of Chlamydomonas.

Ciliary PKD2 is anchored in two rows along the cilium
The slow-swimming phenotype of the pkd2 mutant suggests a
motility-related function of PKD2 and raises the question of
where within the cilium PKD2 is located. Using expression in
wild-type Chlamydomonas cells, Huang et al. (2007) showed the
presence of stationary and mobile PKD2-GFP in cilia, the latter
moved by IFT. Total internal reflection fluorescence (TIRF)

Figure 1. Loss of PKD2 reduces Chlamydomonas swimming velocity. (A) Schematic presentation of PKD2. The relative positions of the insertion site of the
AphVIII cassette in pkd2CLiP (triangle), the proteolytic cleavage site (scissors), and the antigens for the two PKD2 antibodies (dashed lines) are marked.
C-terminal FP (GFP or mNG tag). (B) Western blot analysis of whole-cell samples from control and pkd2 probed with anti-PKD2-loop and anti-PKD2-Cter.
Antibodies to NAB1 and IFT81 were used as loading controls. (C)Western blot of cilia isolated from control (CC-5235), pkd2, and pkd2 PKD2-mNG probed with
anti-PKD2-loop and anti-IC2 as a loading control. (D) Swimming velocity of the control (CC-5235), pkd2, pkd2 PKD2-mNG rescue, mst1, and pkd2 mst1 double
mutant strains. The error bars indicate SD, and the number of cells analyzed (n) are indicated. Significance based on two-tailed t test is indicated (**, P ≤ 0.01).
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microscopy additionally identified two distinct compartments of
PKD2-FP along the cilia of cells lacking endogenous PKD2: in the
distal approximately two-thirds of the cilia, PKD2-FPwas largely
stationary (Figs. 2 A and S2 A; and Video 1). In contrast, most
PKD2-FP particles in the proximal part of the cilia moved either
by a slow randomwalk indicative of diffusion or processively by
IFT (Figs. 2 A and S2 A). An exclusion zone of ∼1.5-µm length
largely devoid of PKD2-FP separated the distal and proximal
PKD2-FP regions, except for occasional particles passing through
by diffusion or IFT (Figs. 2 A and S2 A). Notably, TIRF micros-
copy of favorably positioned cells indicated that stationary
PKD2-FP localized along two rows in the distal cilium (Fig. 2, Ba
and Bb; and Video 2). Two rows of PKD2-mNGwere particularly
discernable using structured illumination microscopy (SIM) of
pkd2 PKD2-mNG cells (Fig. 2 Bc). In previous studies, a sizable
portion of PKD2 or PKD2-GFP remained attached to the ax-
onemes when cilia were extracted with nonionic detergents
(Fig. S1 D; Huang et al., 2007; Pazour et al., 2005). Thus, sta-
tionary PKD2-GFP is likely bound to the axoneme.

Several studies document the ability of PKD2 to oligomerize,
but the organization of the native PKD2 complex inside the
ciliary membrane has not yet been examined (Shen et al., 2016;
Su et al., 2018). Thus, we analyzed the photobleaching dynamics

of PKD2-mNG signals in cilia at high laser intensities (Figs. 2 C
and S2 B). PKD2-mNG particles in the distal cilium typically
bleached in several discernable steps (average 2.8 steps, n = 23
particles), indicating that each particle contains several copies of
PKD2-mNG. Because of the high density of PKD2-mNG at the
beginning of the experiments, some bleaching steps were likely
missed. The data reveal that PKD2 forms oligomeric particles
with at least three subunits in cilia. FRAP assays showed minor
to no recovery of the PKD2-FP signal in the distal cilium, in-
dicative of stable anchoring with little protein exchange (Fig. S2
C). In contrast, fluorescent PKD2 continued to enter the proxi-
mal ciliary region when observed at high light conditions, in-
dicating a dynamic exchange of PKD2-FP between the cell body
and the proximal ciliary region (Fig. S2 D). In summary, Chla-
mydomonas PKD2-FP is organized into two distinct ciliary com-
partments, a proximal region in which PKD2 is mobile, and a
distal region in which two rows of PKD2 are stably anchored.

PKD2 interacts with MST1, the main protein of mastigonemes
PKD1, which in metazoan cilia interacts with PKD2, is absent
from Chlamydomonas, raising the question of whether Chlamy-
domonas PKD2 has another binding partner. Using anti-GFP
nanobody beads, we captured PKD2-GFP from detergent extracts

Figure 2. Two rows of PKD2 line the cilium. (A) Schematic representation of an adhered Chlamydomonas cell (a), TIRF image (b), and kymogram (c) of a pkd2
PKD2-GFP (b) and a pkd2 PKD2–mNG (c) cell. Arrowheads indicate the exclusion zone. The trajectories of PKD2-FP undergoing IFT (red arrows) and diffusion
(green arrowheads) are marked. Horizontal trajectories indicate stationary PKD2-mNG particles. Bars = 2 s and 2 µm. (B) TIRF (a and b) and SIM (c) images of
live pkd2 PKD2-mNG cells; the inset in c shows the boxed area at higher magnification. Bars = 2 µm. (C) Kymograms showing stepwise bleaching (arrowheads)
of stationary PKD2-mNG particles (a and b) and of a PKD2-mNG particle freshly delivered by IFT (arrow) indicative of the presence of multiple copies of tagged
PKD2 in each particle. The ciliary base (B) and tip (T) are indicated. Bars = 2 s and 2 µm.
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of cilia isolated from a wild-type strain (g1) transformed with
PKD2-GFP (Fig. 3 A). Because this strain expresses both un-
tagged and tagged PKD2, it allowed us to test whether PKD2
interacts with itself as implied by the imaging data; a wild-type
strain (g1) was used as a control (Fig. S1 D). Western blotting
using anti-PKD2-Cter identified two bands in the g1 PKD2-GFP
eluates, representing the C-terminal fragments of the endoge-
nous and of the GFP-tagged PKD2, indicating that PKD2

interacts with PKD2-GFP (Fig. 3 A, top). Silver staining
showed two bands at 250 and 120 kD in the g1 PKD2-GFP el-
uate, which were absent in the control eluate; a band corre-
sponding in size to the endogenous PKD2-C (90 kD) was not
visible, presumably owing to its low abundance in the eluate
(Fig. 3 A, bottom). Mass spectrometry of the 120-kD band
identified peptides of GFP and both the N- and the C-terminal
fragments of PKD2, suggesting that the two fragments remain

Figure 3. PKD2 binds to the mastigoneme protein MST1. (A) PKD2-GFP pull-down assay using a wild-type control strain (g1) and a strain expressing both
endogenous and GFP-tagged PKD2. Shown are the detergent extracts of isolated cilia (Input), the flow-throughs, and the eluates from the anti-GFP nanobody
trap. Top: Western blot (WB) showing pull-down of both the GFP-tagged and the endogenous C-terminal fragment of PKD2 indicating PKD2 oligomers.
Antibodies to IFT81 were used as loading control. Bottom: Silver-stained SDS-PAGE. Mass spectrometry identified the bands marked by arrows as MST1 and a
mix of the PKD2-C-GFP and PKD2-N. (Ba–Bc) Schematic representation of Chlamydomonas with mastigonemes in blue (a), MST1 with the predicted signal
sequence in green (b; trapezoids indicate glycosylation), and a single mastigoneme (c). (Bd) 20-nm-thick tomographic slice of a mastigoneme showing the
periodic substructure (arrowheads) of the main filament and the thinner extended tip (arrow). Bar = 50 nm. (Be and Bf) 1-nm-thick tomographic slice (e) and a
full-volume 3D isosurface rendering representation (f) of the subtomogram average based on 1,977 repeat units from 73 mastigonemes after applying fourfold
symmetry. Bar = 5 nm. (C) Whole-mount negative stain of an intact Chlamydomonas wild-type cilium. Mastigonemes (arrowheads), released vesicle-like
structures (arrows), and cilium (colored in red) are marked in panel a. Enlarged image of the boxed area in panel a showing the vesicle-like structures and
mastigonemes (b). Bar = 500 nm. (D) Anti-GFP whole-mount immunogold staining of mastigonemes released from pkd2 PKD2-GFP cells (a–c) and control cilia
(d). 10-nm gold complexes decorate the base (arrowheads) of many mastigonemes (arrows) of the PKD2-GFP strain. Bars = 200 nm.
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associated within the ciliary PKD2 complex. The 250-kD band
was identified as MST1.

MST1 is the main component of mastigonemes, thin hairs
present in two rows in the distal approximately two-thirds of
Chlamydomonas cilia (Fig. 3 Ba; Witman et al., 1972; Bergman
et al., 1975; Nakamura et al., 1996). The protein is predicted to
possess a cleavable N-terminal ER signal sequence (SignalP5.0)
and to encompass a cysteine-rich EGFR-like fold (Figs. 3 Bb
and S3, A and B). MST1 lacks a transmembrane domain, sug-
gesting that the protein is targeted for secretion (Figs. 3 Bb).
The cryo-electron tomography (cryo-ET) average of mastigo-
nemes indicates a helical substructure formed by two proto-
filaments twisting around each other with a pitch of ∼40 nm;
the mastigonemes terminate with a thin tip (Fig. 3, Bc–f; and
Video 3; Goodenough et al., 1985). To summarize, mastigo-
nemes are helical extracellular polymers predominantly con-
sisting of MST1.

To test if PKD2 is attached to the mastigonemes in vivo, we
used whole-mount immunogold labeling EM. Cells gliding on a
smooth surface typically in a straight line will release vesicular
material with attached mastigonemes from the cilia, resulting
in a straight trail of membranous material (Fig. 3 C; Bergman
et al., 1975). We allowed cells to glide on EM grids, which, after
washing, detergent treatment, fixation, and blocking, were in-
cubated with anti-GFP followed by anti-IgG conjugated to 10-nm
gold particles. Most mastigonemes released from the pkd2 PKD2-
GFP strain were densely decorated with gold particles at one end
(Fig. 3, Da–Dc). The labeled end encompasses an amorphous bulb
and represents where mastigonemes were attached to the cilia.
Only a few randomly distributed gold particles were detected in
the wild-type control samples (Fig. 3 Dd). Therefore, PKD2 is
attached to the base of the mastigonemes, and the two are often
released together from cilia under stress, supporting the notion
that PKD2 and mastigonemes form a stable complex.

PKD2 anchors mastigonemes on the ciliary surface
Because PKD2 was found at the base of mastigonemes, we
wondered if Chlamydomonas PKD2 is required to anchor masti-
gonemes on the ciliary membrane. Mastigonemes were readily
detected on cilia of control cells by whole-mount EM but were
not observed on the cilia of the pkd2 mutant (Fig. 4, Aa, Af, Ab,
and Ag). Introduction of PKD2-FP into pkd2 bymating (Fig. 4 Ac)
or transformation (Fig. 4, Ad and Ah) restored mastigonemes on
cilia. Thus, PKD2 is required for the assembly of mastigonemes
onto the cilia surface. Immunofluorescence staining using a
previously characterized antibody to MST1 confirmed the ab-
sence of mastigonemes from pkd2 cilia (Fig. 4, Bc and Bd;
Nakamura et al., 1996). In addition to the signal along the cilia,
anti-MST1 stained a cellular pool of MST1 near the basal bodies
in control and pkd2 PKD2-GFP rescue cells (Fig. 4, Ba, Bb, Be, and
Bf; Nakamura et al., 1996). In pkd2, the pool was absent; instead,
small puncta of MST1 were dispersed throughout the cell, in-
dicating that targeting of MST1 to the ciliary base was affected
(Fig. 4 Bc). PKD2-FP was also present near the basal bodies,
where it could colocalize with MST1 (Fig. S3 C). While not ob-
served for the thin mastigonemes of Chlamydomonas, the large
and complex mastigonemes of Ochromonas are present inside

secretory vesicles near the ciliary base (Bouck, 1971). Moreover,
Chlamydomonas PKD2 is present in intracellular vesicles (Wood
and Rosenbaum, 2014). We propose that MST1 polymerizes in-
side such vesicles into mastigonemes onto PKD2 located in the
vesicular membrane. The cytoplasmic portions of PKD2 direct
such vesicles to the ciliary base for fusion, which will expose
the mastigonemes to the extracellular environment; PKD2–
mastigoneme complexes then move laterally from the plasma
membrane into the cilium. Thus, PKD2 is required to recruit
MST1/mastigonemes to the ciliary base and to mount mastigo-
nemes onto the ciliary membrane. The data indicate a novel role
for PKD2 in targeting extracellular components to the ciliary
surface.

Mastigoneme loss affects the assembly of ciliary PKD2 rows
The extracellular domain between transmembrane helix 1 and
2 of mammalian PKD2 is a hotspot for disease-related mutations,
likely because of its role in PKD2 oligomerization (Su et al.,
2018). MST1 binding likely involves the large extracellular do-
main of Chlamydomonas PKD2, raising the question of whether
mastigonemes contribute to the formation of PKD2 complexes
(Fig. 1 A). We obtained CLiP strain LMJ.RY0402.052413, which
carries an insertion in theMST1 gene that deletes 75 bp encoding
the start and parts of the signal peptide, indicating that the
strain may be a null mutant for MST1 (Fig. S4 A). Staining with
anti-MST1 or whole-mount EM failed to detect mastigonemes on
the mutant cilia; therefore, we named this strainmst1 (Fig. 4, Ae,
Ai, Bg and Bh). An MST1 pool or puncta observed in control and
pkd2 cell bodies, respectively, were absent in mst1 (Fig. 4 B).
Nakamura et al. (1996) reported a ∼10% reduction in swimming
velocity after mastigonemes were removed from wild-type cilia
by treatment with anti-MST1. In agreement, the mst1 mutant
also swam with a reduced velocity (112 µm/s or ∼15% slower
than wild-type), resembling the swimming defect of pkd2
(Fig. 1 D). Both mutant strains had near-wild-type ciliary beat
frequencies (54 and 50 Hz for pkd2 andmst1, respectively; Fig. S1
E). A similar reduction in swimming velocity was also observed
for the pkd2 mst1 double mutant (Fig. 1 D), providing genetic
support that PKD2 and MST1 act in the same pathway. We
conclude that both MST1 and PKD2 are required to achieve a
high, wild-type swimming velocity in Chlamydomonas.

The amount of endogenous PKD2 was normal in whole-cell
samples of the mst1 strain. In mutant cilia, however, PKD2 was
reduced to ∼34% of the amount present in control cilia (Fig. 4, C
and D). Thus, the loss of MST1 impacts the entry and/or incor-
poration of PKD2 into cilia. In vivo imaging of an mst1 pkd2
PKD2-mNG strain showed that the amount of PKD2-mNG in the
distal ciliary segment was generally reduced but varied between
individual cells (Fig. 4 E). Residual stationary PKD2-mNG in the
distal region of mst1 cilia was still organized into two rows (Fig.
S4 B). However, a considerable portion of PKD2-mNG remained
mobile, suggesting that the presence of mastigonemes promotes
axonemal anchoring of PKD2 (Fig. 4, Ee–Eh; and Video 4). IFT of
PKD2-mNG inmst1 cilia was less frequent and less processive (1.7
vs. 3.5 µm run length in control cilia), suggesting that PKD2-
MST1 complexes are better IFT cargoes than PKD2 alone (Fig. S4,
C and D). However, PKD2-mNG remained abundant in the

Liu et al. Journal of Cell Biology 5 of 14

The PKD2–mastigoneme complex https://doi.org/10.1083/jcb.202001122

https://doi.org/10.1083/jcb.202001122


proximal region of mst1 cilia, which also lacks mastigonemes in
wild-type cilia (Fig. 4 E; Nakamura et al., 1996). Thus, mastigo-
nemes are not required for the entry and accumulation of PKD2
into the proximal ciliary region. On short regenerating cilia,

mastigonemes were of similar length (∼700–900 nm) as those
on full-length cilia, indicating that mastigonemes do not form by
stepwise assembly on the ciliary surface (Fig. S3 D). Because
mastigonemes are primarily absent from the proximal region of

Figure 4. PKD2 organizes ciliary mastigonemes. (A)Whole-mount EM of control (CC-5235; a and f), pkd2 (b and g), pkd2 PKD2-GFP (c), and pkd2 PKD2-mNG
(d and h) rescue strains andmst1 (e and i). Mastigonemes are indicated by brackets. f, g, h, and i are enlarged images of the boxed areas in a, b, d, and e. Bars =
800 nm. (B) Immunofluorescence staining with anti-MST1 and the corresponding bright-field images of formaldehyde-fixed control (CC-5235; a and b), pkd2CLIP

(c and d), pkd2 PKD2-GFP (e and f), andmst1 (g and h) mutant cells. Note that a pool of MST1 is present near the basal bodies (large arrows) of control cells, but
absent in pkd2 and restored in pkd2 PKD2-GFP. In pkd2, anti-MST1 signals were dispersed throughout the cell body (c, small arrows); these were absent inmst1
(g). Arrowheads indicate the position of the cilia. Bar = 2 µm. (C)Western blot analysis of control (CC-5235) andmst1whole-cell (WC) samples and isolated cilia.
Anti-IC2 and Coomassie staining were used as loading controls. (D) Relative amount of PKD2 inmst1 cilia. Ciliary PKD2 protein levels were normalized for anti-
IC2 staining. The SD (error bar) and the number of independent biological replicates (n) are indicated. Significance based on two-tailed t test is indicated (**, P ≤
0.01). (E) PKD2-mNG distribution in pkd2 PKD2-mNG (a–d) andmst1 pkd2 PKD2-mNG (e–h) cells. Bright-field (a and e), TIRF (b and f), merged images (c and g),
and the corresponding kymograms (d and h) are shown. Bars = 2 s and 2 µm.
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growing and full-length cilia (Fig. S3 D; Nakamura et al., 1996),
we propose that full-length mastigonemes bound to PKD2 enter
the cilium and then pass quickly through the proximal region to
be captured in the distal region of the cilium.

PKD2–mastigoneme complexes are anchored perpendicular to
the plane of the ciliary beating
PKD2 anchors mastigonemes in two rows along the distal two-
thirds of the cilium. We used cryo-ET to determine the structure
of themastigoneme base and the position of the PKD2–mastigoneme
complexes with respect to the axonemal core structure in 3D at
high resolution (Fig. 5 and Video 5). In Chlamydomonas, the nine
axonemal DMTs are structurally and functionally different.
DMT1, for example, lacks outer dynein arms and is located in
the plane of the ciliary beating (Hoops and Witman, 1983; Lin
et al., 2012). Using such doublet-specific structural features, we
identified the nine DMTs and determined that the mastigo-
nemes are positioned near DMTs 4 and 8 (Fig. 5, A, B, and E–G;
and Fig. S5, C–E). Thus, mastigonemes project from the ciliary
surface perpendicular to the plane of the ciliary beat (Fig. 5, B,
F, and G). The spacing and distribution of the mastigonemes
along the ciliary length were somewhat variable, and we did
not detect a significant preference for either DMT4 or DMT8
(Fig. S5, A and B).

Tomograms of intact Chlamydomonas cilia show that each
mastigoneme is attached to amembrane-embedded base structure
(Fig. 5 C), which likely encompasses several copies of PKD2, as
indicated by the immunogold labeling and photobleaching ex-
periments. In agreement with the biochemical data, some masti-
gonemes remained attached to the axonemes after the membrane
was removed with detergent. Subtomogram averages of 53 base
complexes from cilia (Fig. 5 C) and 17 from axonemes (Fig. 5 D)
show that the mastigoneme base has a trapezoid-shaped structure
with a maximum diameter of ∼160 Å and a total length of ∼240 Å
(Fig. S5 F). The base structure consists of a membrane-embedded
disc and a ∼170-Å-long collar. The membrane-embedded portion
of the complex has dimensions of ∼130 by 70 by 130 Å, which is
similar in size to the human PKD1-PKD2 complex but larger than
the PKD2 homotetramer (Shen et al., 2016; Su et al., 2018). The
collar encloses a central vestibule and holds themastigoneme via a
neck region at the beginning of the glycocalyx (Fig. 5, C and D).
The absence of the ciliary membrane and glycocalyx allowed us to
visualize additional structural details of the averaged mastigo-
neme base, including a thin linker that connected each mastigo-
neme base to the axonemal DMT4 and DMT8 near their outer
junction between the A- and B-tubules (Figs. 5 E and S5, C–E). Our
biochemical, genetic, and microscopic data strongly indicate that
the trapezoid particle revealed by cryo-ET encompasses several
copies of PKD2, providing the first structural details of a native
PKD2 channel complex within the ciliary membrane.

Discussion
Chlamydomonas PKD2 links extracellular structures to
the cytoskeleton
Our data show two major interactions of the PKD2 complex in
Chlamydomonas cilia: it binds to the axonemal DMT4 and DMT8,

and it anchors mastigonemes, large extracellular polymers of the
glycoprotein MST1, to the ciliary membrane. Association with
the cytoskeleton and the ECM is characteristic from many me-
chanosensory channels, raising the question of whether the
PKD2 complex in other systems also functions as a link between
the cytoskeleton and extracellular components. Ciliary masti-
gonemes, including the structurally more complex tripartite
mastigonemes, are present in various groups of protists, but
homologues of MST1 are limited in distribution to green algae
(Bouck, 1971; Bouck et al., 1978). However, several lines of evi-
dence suggest a relationship between cilia, PKD2, and the ECM
(Drummond, 2011; Seeger-Nukpezah and Golemis, 2012). For
example, the ciliated endings of mechanosensory neurons in
Caenorhabditis elegans and the modified cilia in mechanosensory
insect sensilla, the sense organs for hearing and tactile sensa-
tion, are embedded in the ECM (Garcia-Anoveros and Corey,
1997; Keil, 2012). In mammals, the tips of certain motile cilia
carry a crown of bristles that is not well characterized (Dirksen
and Satir, 1972). Furthermore, ADPKD includes extrarenal
phenotypes such as abdominal hernias, suggesting a role of
the PKD1-PKD2 complex in ECM secretion and cell adhesion
(Mangos et al., 2010). Similar to MST1, many transmembrane
and ECM proteins encompass EGFR-like domains, and mam-
malian PKD2 displays EGF-induced conductance, which is likely
because of its possible interaction with the EGF receptor (Ma
et al., 2005). In C. elegans, the localization and function of PKD2
are affected by mutations in several mec genes encoding ECM
proteins with EGFP repeats (De Vore et al., 2018). Thus, a yet-to-
be-identified extracellular protein or polymer chain could
transiently or permanently binds to PKD2 in primary cilia.
Alternatively, PKD1, which is absent from protists, possesses
a large extracellular domain that could perform a mechano-
transductory role in the mammalian PKD1-PKD2 complex sim-
ilar to that of mastigonemes in the PKD2-MST1 complex of
Chlamydomonas.

Chlamydomonas PKD2 forms linear arrays in cilia
The PKD2–mastigoneme complex is physically linked to just two
of the nine axonemal DMTs. An organization into two rows and
association with the axoneme is also typical for mastigonemes in
other protists (Markey and Bouck, 1977). PKD2 could bind di-
rectly or indirectly to the DMTs. In C. elegans and mammalian
cells, the level of tubulin glutamylation regulates the abundance
of PKD2 in cilia, but direct binding of PKD2 to microtubules has
not been demonstrated (He et al., 2018; O’Hagan et al., 2011).
In Chlamydomonas, several other circumferential asymmetries
in axonemal structure exist, including the absence of outer
dynein arms from DMT1, doublet specific linkers, and mi-
crotubule inner proteins; the basis for this remarkably spe-
cific targeting of protein complexes in cilia remains unknown
(Hoops and Witman, 1983). Anchoring of PKD2 likely involves
the thin linker observed between the Chlamydomonas PKD2
complex and the DMTs. In mechanosensory sensilla, a linker
composed of both channel and nonchannel components con-
nects the TRPN channel NOMPC to microtubules (Sun et al.,
2019). In addition to positioning channels, linkers that con-
nect channel proteins to the cytoskeleton or ECM can also
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function as gating springs to open the channels (Markin and
Hudspeth, 1995).

The DMTs are not only structurally distinct but also con-
tribute differentially to axonemal bending (Lin and Nicastro,
2018). Thus, the anchoring of channels to specific doublets
could ensure a spatially defined axonemal response to channel

activity. Although not directly linked to the axoneme, the
voltage-gated calcium channel CatSper, which is required for
the hyperactivation of sperm flagella, is arranged in four rows
along the principal piece of human and mouse sperm flagella.
Mutations in several CatSper subunits disrupt this order and
cause male infertility (Chung et al., 2014, 2017; Hwang et al.,

Figure 5. The PKD2–mastigoneme complexes associatewith DMT4 and DMT8. (A and B) Tomographic slices of an intact Chlamydomonaswild-type cilium
viewed in longitudinal section (A, thickness = 25 nm) and cross section (B, thickness = 5 nm). Mastigonemes (red arrowheads) are positioned closest to DMT4
and DMT8. The white lines labeled B in A indicate the position of the cross section shown in B. The cross section (B) shows the relative positions of the two
rows of mastigonemes to the ciliary beating direction (small white arrows). For clarity, DMTs 4 and 8 are highlighted by cloning the subtomogram average of
the 96-nm DMT repeat back into the raw tomogram for all axonemal repeats along DMT4 and 8. Bar = 100 nm. (C) Tomographic slices of the averaged
mastigoneme base (left, thickness = 2 nm; bar = 10 nm) and after applying threefold symmetry (right, thickness = 2 nm; bar = 5 nm) from intact Chlamydomonas
cilia. The averaged structure is based on 53 particles extracted from six tomograms. The ciliary membrane (M) and glycocalyx (G) are indicated. The red arrow
indicates variable positions of the mastigonemes with respect to the base in our samples. (D) Tomographic slice (left, thickness = 2 nm; bar = 5 nm) and 3D
isosurface rendering representation (right) of the averaged mastigoneme base from demembranated cilia (axonemes) after applying threefold symmetry. The
dashed lines on the left indicate the levels of the membrane (M) and glycocalyx (G); the dashed lines on the right mark the trans-membrane (M), collar, and neck
(N) subregions of the mastigoneme base and the attached mastigoneme filament (F). The dimensions of the averaged base complex are shown in Fig. S5 F.
(E) Tomographic slices (thickness = 5 nm; bar = 50 nm) of demembranated cilia showing thin linkers (arrowheads) between the mastigoneme bases and DMTs;
the DMT number is indicated. See Fig. S5, C–E for further details of contact site between the base complex and the DMTs. (F and G) 3D isosurface rendering of
a representative region of an intact Chlamydomonaswild-type cilium (same as shown in A and B). Subtomogram averages of the mastigoneme filaments, 96-nm
axonemal DMT repeats, and the mastigoneme base complexes were cloned back into the positions of individual repeat units in the raw reconstruction; selected
substructures were segmented and colored as indicated for better visualization.
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2019). Additionally, specific positioning of TRP channels has
also been found for the Drosophila PKD2 homologue Almost
there (AMO), which localizes to the tip of sperm flagella. Mu-
tant amomales have motile sperm but remain infertile because
the spermatozoa fail to hyperactivate, which is required for
them to exit from the female spermatheca (Köttgen et al., 2011).
Distinct patterns of TRP channels in the ciliary membrane
could reflect species- and cell-specific adaptations to regulate
the diverse bending patterns of motile cilia (Fujiu et al., 2011).

The Chlamydomonas PKD2–mastigoneme complex functions in
cilia motility
Mutants in pkd2 and mst1 share a slow-swimming phenotype,
indicating a motility-related role of the PKD2–mastigoneme
complex in cilia. Mastigonemes, which fan out from the ciliary
surface, likely increase the efficiency of the ciliary beat (Jahn
et al., 1964). Thus, one interpretation is that PKD2’s role is to
anchor the mastigonemes, and the loss of mastigonemes in the
pkd2 mutant is responsible for the reduction of swimming ve-
locity. However, an alternate or additional function of PKD2 is
probable because mammalian PKD2 shows ion conductivity,
and, based on sequence conservation, Chlamydomonas PKD2 is
likely also a functional channel (Huang et al., 2007; Liu et al.,
2018; Shen et al., 2016). It has been hypothesized that mechan-
ical gating of mammalian PKD2 as a result of flow-induced
passive bending of primary cilia is an important feedback
mechanism in kidneys, and that when it goes amiss it results in
PKD disease (Nauli et al., 2003; Praetorius and Spring, 2001).
However, the change in membrane tension during passive
ciliary bending is likely too small to be detected by mechano-
sensitive channels (Ferreira et al., 2019). Instead, if such a
channel is linked to extracellular structures (such as the
ECM), the axoneme, or both, the tension produced by me-
chanical forces acting on these associated structures is more
likely sufficient to activate the channel. Ferreira et al. (2019)
suggested that even flows that are too weak to bend a primary
cilium could still generate sufficient drag on long extracellular
polymer chains to activate an associated mechanosensitive
channel. Indeed, ECM association, cytoskeletal anchoring, or
both are hallmarks of many mechanosensitive channels such
as that used for hearing (Gillespie and Müller, 2009). Thus,
mastigonemes could mediate mechanical opening of PKD2 in
Chlamydomonas cilia.

As Chlamydomonas cilia oscillate with ∼60-Hz frequency,
mastigonemes will pull on PKD2, which is secured to the axo-
neme. The forces acting on the ciliary surface will vary in
strength and direction depending on the stage of the beat cycle
and the position on the cilium. The stereotypical orientation of
PKD2–mastigoneme complexes on cilia could specify the timing
of PKD2 opening, which in turn could locally regulate motor
protein activity. In nonmotile cilia, microtubule anchoring and
ECM association could underlie mechanical gating of PKD2 in
response to flow-induced shear forces. Therefore, our observa-
tion that PKD2 is attached to mastigonemes and the axoneme
suggests a mechanosensory role of PKD2 in motile cilia and
points at a possible general functional mechanism that could also
play a role in primary cilia.

Materials and methods
Strains, culture conditions, and genotyping
Chlamydomonas strains used in this study are listed in Table 1.
The pkd2 (LMJ.RY0402.204581) and mst1 (LMJ.RY0402.052413)
mutants are available from the Chlamydomonas Library Project
(CLiP; https://www.chlamylibrary.org/allMutants). Cells were
grown in modified minimal medium (M medium; https://www.
chlamycollection.org/methods/media-recipes/minimal-or-m-
medium-and-derivatives-sager-granick/) and maintained at
22°C with a light/dark cycle of 14:10 h; large cultures used for
cilia isolation were aerated with air enriched with 0.5% CO2.

PCRwas used to verify the insertions in the CLiPmutants and
track the insertional alleles in mating progeny. In brief, genomic
DNA was isolated from control, pkd2 (LMJ.RY0402.204581), and
mst1 (LMJ.RY0402.052413). To identify the insertional alleles,
primers 1–3 were used for pkd2, and primers 3–5 for mst1
(Table 2). To control for DNA quality, primers 6 and 7 were used
to amplify parts of the g-β gene, and primers 8–11 were used to
determine the mating type (Zamora et al., 2004).

Transgenic strain generation
To express PKD2-GFP in the pkd2 mutant, the aph7" gene con-
ferring resistance to hygromycin was amplified by PCR with
primers 12 and 13 and inserted into pHK52, a plasmid encom-
passing PKD2 fused at its C-terminus to GFP; the final construct
was named pHK52-Hyg (Huang, et al., 2007). SpeI-linearized
pHK52-Hyg was used to transform into the pkd2 mutant. To
replace the GFP with mNG, the PKD2 genomic sequence was
amplified by PCR with primers 14 and 15 and cloned into the
pBR25-mNG plasmid linearized with HindIII and BamH1 using
In-Fusion (Clontech). Similarly, the bleomycin resistant gene
was PCR amplified with primers 16 and 17 and inserted into the
unique Kpn1 site of the pBR25-PKD2-mNG plasmid. The re-
sulting plasmid pPL-PKD2-mNG was linearized with PsiI and
transformed into the pkd2 and mst1 mutants by electroporation
(NEPA21 Super Electroporator Type II). Transformants were
selected on TAP plates containing 5 µg/ml zeocin (Invitrogen)
or, in the case of the pHK52-Hyg transformants, 20 µg/ml hy-
gromycin (Bio Basic). Clones expressing FP-tagged PKD2 were
identified by TIRF microscopy. Typically, 1 in ∼150 transgenic
clones expressed tagged PKD2.

Mating experiments
For mating experiments, 100 ml of the vegetative cells were
aerated in M medium at a light/dark cycle of 14:10 h for 4–5 d to
reach a concentration of 2 × 106 cells/ml. The evening before the
mating experiment, cells were transferred to 15mlM-Nmedium
(Mmediumwithout nitrogen; https://www.chlamycollection.org/
methods/media-recipes/minimal-or-m-medium-and-derivatives-
sager-granick/) and aerated overnight in constant light. In the
morning, cells were transferred to 2 ml of 1/5 M-N supple-
mented with 10 mM Hepes and incubated for an additional
30 min. Then, gametes of the opposite mating type were mixed,
incubated for 4–6 h in light, transferred to M medium 4% agar
or 1.8% Phytogel (Sigma-Aldrich) plates, air-dried, and incu-
bated overnight in light and then for ≥10 d in the dark. Plates
were transferred to −20°C for 2 d and defrosted, and zygotes
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were allowed to germinate and grow in constant light for ∼10 d.
After streaking for single cells, progeny were identified by PCR,
TIRF imaging, and Western blotting.

To quantify the mating efficiency, we counted biflagellate
and quadriflagellate cells in samples fixed 30min after mixing of
equal numbers ofmt+ andmt− gametes and applied the following
formula: % fusion = (2 quadriflagellate × 100)/(2 quadriflagellate
+ biflagellate). Mating efficiency was also tested in a population
assay based on the feature that zygotes initially lack a cell wall
and are easily lysed by detergent treatment. After mixing of the
gametes, cells were stored in the dark for 45 min and treated

with 0.2% NP-40 Alternative (Calbiochem, 492016) to release
the chlorophyll. After 10 min, the cell suspension was centri-
fuged (tabletop, top speed, 5 min, RT), and the absorbance of the
supernatant was measured at 440 nm in a spectrophotometer
(BioTek SynergyII). For each strain tested, the absorbance was
normalized using the mating between the wild-type control
strains CC-620 and CC-621 (100%).

Isolation of cilia
To isolate cilia, cells were concentrated and washed with 10 mM
Hepes (pH 7.4), resuspended in 10 ml of Hepes-Magnesium-
Sucrose (HMS; 10 mM Hepes, pH 7.4, 5 mM MgSO4, and 4%
sucrose wt/vol), and deciliated by addition of 2.5 ml of
dibucaine-HCl (25 mM in H2O; Sigma-Aldrich) and vigorous
pipetting (King, 1995). Next, 20 ml of 0.7 mM EGTA in HMSwas
added, and the cell bodies were removed by centrifugation
(1,150 g, 3 min, 4°C; Sorvall Legend XTR, Thermo Fisher Scien-
tific). The supernatant was underlain with a sucrose cushion
(10 ml of 25% sucrose in HMS) and centrifuged (1,700 g, 4°C,
10 min) to remove the remaining cell bodies. The cilia in the
upper phase were sedimented by centrifugation (27,000 g, 4°C,
20 min; Beckman Coulter, Avanti JXN-26) and resuspended
in Hepes-Magnesium-EGTA-Potassium (HMEK; 30 mM Hepes,
5 mM MgSO4, 0.5 mM EGTA, and 25 mM KCl) supplemented
with 1% protease inhibitor cocktail (Sigma-Aldrich, P9599), and
extracted for 20 min on ice with NP-40 Alternative (1% final
concentration). The axonemal and membrane + matrix fractions
were separated by centrifugation (27,000 g, 4°C, 15 min).

For cryo-electron tomography, cilia of strain CC-4533 were de-
tached from the cells using the pH-shock method (Witman, 1986)
and purified by two centrifugations (2,400 g for 10 min) over su-
crose cushions (20% sucrose, 1 mM SrCl2, 10 mMHepes, and 1 mM
DTT). The cilia-containing layer was collected and supplemented
with IGEPAL CA-630 (Sigma-Aldrich; final convention 1%) to re-
move the ciliary membrane by a 20-min incubation at 4°C with
mild agitation. The axonemes were collected by centrifugation
(10,000 g for 10 min) and resuspended in 30 mM Hepes, pH 7.4,
5 mM MgSO4, 1 mM EGTA, 0.1 mM EDTA, and 25 mM KCl.

Table 1. List of strains

Name Genotype Reference or source

CC-621 (wild-type) nit1, nit2, mt− Chlamydomonas Genetics Center

CC-620 (wild-type) nit1, nit2, mt+ Chlamydomonas Genetics Center

g1 (wild-type) nit1, agg1, mt+ Pazour et al., 1995

CC-5235 and CC-4533 cw15, mt− CLiP

pkd2CLiP (LMJ.RY0402.204581) cw15, pkd2, mt− CLiP

pkd2 (progeny selected from pkd2CLiP backcrossed twice with g1) pkd2 (both mating types) This study

mst1 (LMJ.RY0402.052413) cw15, mst1, mt− CLiP

PKD2-GFP mt+ Huang et al., 2007

pkd2 PKD2-mNG pkd2, mt− This study

pkd2 PKD2-GFP pkd2, mt− This study

mst1 pkd2 mst1, pkd2 This study

mst1 pkd2 PKD2-mNG mst1, pkd2 This study

Table 2. List of primers

No. Sequence (59 to 39)

1 ACCACCAACGAGGAGATTGC

2 GATGACACGGTTGGTGAG

3 TGTCGCTGAAAGTGGAGGTC

4 GGACGTCTCCTTGGCCTTAT

5 AAGGCAGCTCCACACTCACT

6 CAAGCTGAAGAACAACCTGGTG

7 CTTGCTGGTGATGTTGAACTCG

8 TCCAACGCATAGCCATCAAC

9 TGTTTGCTAGGGGTGCAATG

10 ACCGGTGTTTACCGTCGAGT

11 CCTTTCTGTAGGGCCACCTG

12 GGACTAGTCTTTCTTGCGCTATGACACTTC

13 GCTCTAGACCATGGGATGACGGGCCCG

14 CGCCTCGAGGGCGCCTCCGGCCAGGGCGCCTCCGGCGCGATGCGAACC
TTCGGGCCCA

15 CGCGGATCCCGCGCCGGAGGCGCCCTGGCCGGAGGCGCCCTGGGGCGG
GGTCTCATTC

16 GCGTATTTGAAGCGGGTACCATCGATACCGTCGACCTCG

17 TATAGGGCGAATTGGGTACCCAAATACGCCCAGCCCGC
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Antibodies and Western blotting
Isolated whole cells, cell bodies, and cilia samples were incu-
bated for 10 min at 95°C in Laemmli SDS sample buffer. Protein
samples were separated by SDS-PAGE using precast gels (Bio-
Rad TGX) and transferred to PVDFmembrane. Membranes were
blocked in 4% milk (4% BSA for anti-PKD2-Cter) and stained
according to standard protocols, then incubated in the diluted
primary antibodies overnight at 4°C with agitation and the
secondary antibodies for ∼60 min at RT. The following anti-
bodies were used in this study: rabbit polyclonal anti-PKD2-Cter
(1:2,000), anti-PKD2-loop (1:2,000; Huang et al., 2007), mouse
monoclonal anti-IFT81 (1:500; Cole et al., 1998), anti-acetylated
tubulin (1:10,000, Sigma-Aldrich 6-11-B), anti-IC2 (1:100; King
and Witman, 1990), and anti-NAB1 (1:5,000; Agrisera). Sec-
ondary antibodies (anti-mouse or anti-rabbit IgG conjugated to
horseradish peroxidase; Invitrogen) were diluted 1:2,000 and
visualized using Femto Glow Western PLUS (Michigan Diag-
nostics) as a substrate. A ChemiDoc MP imaging system and
Image Lab software (Bio-Rad Laboratories) were used for doc-
umentation and quantification of signals.

Immunoprecipitation
Cilia isolated from a wild-type expressing PKD2-GFP and an
untransformed control strain were resuspended in HMEK +
protease inhibitor cocktail, lysed by addition of 1% NP-40 (final
concentration), and adjusted to 100 mM NaCl (final concentra-
tion) using a 2-M NaCl stock. The axonemes were removed by
centrifugation (27,000 g, 4°C, 15min) and the supernatants were
incubated with anti-GFP nanobody agarose beads (Allele Bio-
technology) for 1 h at 4°C using a rotisserie. The beads were
washed twice with 150 mMNaCl, twice with 200 mMNaCl, and
once with HMEK. Proteins were eluted using 200 mM glycine,
pH 2.5. The eluate, input, and flow-through were then analyzed
by Western blotting and SDS-PAGE; bands of interest were cut
from silver-stained gels (Silver Stain Plus Kit, Bio-Rad Labora-
tories) and subjected to mass spectroscopy using an Orbitrap
Elite system at the Proteomics and Mass Spectrometry Core
Facility at the University of Georgia.

Whole-mount negative stain and immunogold EM
For whole-mount immunogold labeling EM, 10 µl of concen-
trated cells (∼2 × 107 cells/ml in M medium) were applied to
formvar-coated EM grids and allowed to settle for 3 min. The
specimens were then inverted onto a drop of HMEK supple-
mented with 0.3% NP-40 for 20 s, washed twice with HMEK,
and fixed for 3 min with 1% formaldehyde in HMEK. After
washing in PBS (2 × 5 min) and PBS-T (PBS + 0.05% Tween-20;
2 × 5 min), specimens were blocked for 20 min with blocking
buffer (PBS-T + 1% BSA [Akron, AK8909] + 0.1% cold water fish
gelatin [Sigma-Aldrich, G7765]). After blocking, grids were in-
cubated overnight at 4°C in rabbit polyclonal anti-GFP antibody
(Abcam, 6556; diluted 1:100 in blocking buffer). After washing
(4× 5 min in PBS-T), grids were incubated in 10 nm gold con-
jugated to goat anti-rabbit IgG (Pelco, 1:20 in blocking buffer) for
1.5 h at RT. Then, grids were washed in PBS-T (3× 5 min), PBS
(2× 5 min), and H2O (2× 5 min). For negative staining of im-
munolabeled specimens or whole cells, grids were blotted near

dry and stained with 2% aqueous uranyl acetate for 90 s. Images
were collected using a JEOL JEM1011 electron microscope.

Immunofluorescence
For immunofluorescence microscopy of mastigonemes, cells
were fixed for 30 min at RT with freshly prepared 3.7% form-
aldehyde, allowed to settle onto poly-L-lysinemultiwell slides for
5 min, washed three times with PBS for 10 min each, and air
dried. The specimens were treated with 0.5% Triton X-100 in
PBS for 5 min, blocked in PBS with 1% BSA and 0.05% Tween20,
and incubated in anti-MST1 (1:500; Nakamura et al., 1996)
overnight at 4°C in blocking buffer. After incubation in the
secondary antibodies (anti-mouse IgG conjugated to Alexa Fluor
488 or 568; 1:1,000; Invitrogen; 90–120min; RT) specimenswere
mounted with ProlongGold (Invitrogen). An Axio Imager.Z1
equipped with a 100×/1.3-NA EC Plan-Neofluar objective, an
ApoTome, an axiocam MRm camera, and Axiovision (Zeiss)
were used for imaging and image acquisition. To detect PKD2-
GFP, we used anti-GFP 1:1,000 (mouse; Sigma-Aldrich; G 6539).
Image brightness and contrast were adjusted using Photoshop
(CC2018; Adobe), and figures were assembled using Illustrator
(CC2018; Adobe). Acquisition conditions and adjustments of
brightness and contrast were similar for images mounted
together.

Swimming velocity
To determine the swimming velocity, cells were resuspended in
fresh M medium, placed in a chambered plastic slide (Fish-
erbrand, 14-377-259) and observed using an inverted light mi-
croscope (TMS, Nikon). Images were recorded using a MU500
camera (Amscope) and Topview software at a fixed exposure
time of 1 or 2 s. The length of the swimming trajectories was
manually analyzed in ImageJ (National Institutes of Health) and
converted into μm/s. The cilia beating frequency was deter-
mined as follows: swimming cells were recorded at 500 fps, and
kymograms generated in ImageJ were used to analyze the dis-
placement of the cell body. To measure the cilia length, cells
were fixed in ∼4% formaldehyde, bright-field images were re-
corded using the Nikon Eclipse Ti-U microscope, and images
were analyzed in ImageJ. Excel was used for statistical analysis
of the data.

In vivo TIRF and SIM
Samples for in vivo imaging were prepared as follows: at RT,
10 µl of cells were placed inside of a ring of petroleum jelly or
vacuum grease onto a 24 × 60-mm No. 1.5 coverslip and allowed
to settle for ∼1–3 min. Then, a 22 × 22-mmNo. 1.5 coverslip with
5 µl of 10 mMHepes and 5 mM EGTA, pH 7.4, was inverted onto
the larger cover glass to form a sealed observation chamber. For
TIRF imaging, we used a Nikon Eclipse Ti-U inverted light mi-
croscope equipped with a 60×/1.49-NA objective lens and a 40-
mW 488-nm diode laser (Spectraphysics; Lechtreck, 2013). A
focused 488-nm laser beam or high laser intensities were used
for photobleaching. If not mentioned otherwise, images were
recorded at 10 fps using the iXon X3 DU897 EMCCD camera
(Andor) and the Elements software package (Nikon). Still im-
ages mostly represent 10 frame walking averages. ImageJ with

Liu et al. Journal of Cell Biology 11 of 14

The PKD2–mastigoneme complex https://doi.org/10.1083/jcb.202001122

https://doi.org/10.1083/jcb.202001122


the Multiple Kymogram plug-in was used to analyze the re-
cordings and generate kymograms. Kymograms, individual
frames, and videos were cropped and adjusted for brightness
and contrast in ImageJ and Photoshop CC 2018 (Adobe); Illus-
trator CC 2018 (Adobe) was used to assemble the figures.

For FRAP analysis, TIRF videos were opened in ImageJ FIJI,
and the region of interest (ROI) was selected using the rect-
angle or line tool. The fluorescence intensity along the ROI
was determined using the Plot Z-axis tool, and the data were
exported into Excel. The fluorescence intensity in the ROI was
corrected for the background fluorescence using ROI of the
same size place next to the cell in SIM. The highest intensity
value before the bleaching event was set to 100%, and the
recovery of fluorescence in percentage of the prebleached
value was calculated.

An Elyra S1 (Zeiss) microscope equipped with a 488-nm
Argon laser and a 100×/1.46-NA oil-immersion objective was
used for SIM imaging of pkd2 PKD2-mNG cells. Image stacks
consisting of 110-nm optical sections were obtained at three
different rotation angles, and SIM was processed using Zen
software. The SIM image in Fig. 2 B represents a maximum-
intensity projection of the entire Z-stack.

Cryo-ET and image processing
Cryosamples were prepared, imaged by cryo-ET, and processed
as previously described (Nicastro et al., 2011). In brief, Quantifoil
holey carbon grids (R2/2, 200 mesh; Quantifoil Micro Tools)
were glow discharged and loaded onto a homemade plunge-
freezing device. 3 µl of Chlamydomonas cells or isolated ax-
onemes and 1 µl of fivefold concentrated BSA-coated 10-nm
colloidal gold solution were applied to the grid (Lin and Nicastro,
2018). After brief mixing, grids were blotted from the back with
filter paper for 1.5–3 s and immediately plunge frozen in liquid
ethane. Vitrified specimens were transferred into a Titan Krios
transmission electron microscope (Thermo Fisher Scientific) op-
erated at 300 kV. Intact cilia or axonemes that appeared well
preserved by EM inspection were imaged under low-dose con-
ditions and using an energy filter in zero-loss mode (Gatan,
Pleasanton, CA; 20-eV slit width) with −0.5 µm defocus and a
Volta-Phase-Plate (Danev et al., 2014) at amagnification of 26,000×
corresponding to a pixel size of ∼5.5 Å. Tilt series were collected
using SerialEM with continuous series of tilt images or a dose-
symmetric tilting scheme (Hagen et al., 2017) and recorded on a
K2 camera (Gatan) with an electron dose rate of eight electrons/
pixel/second. At each tilt angle, a video stack of 15 frames was
collected with a total exposure time of 6 s. The cumulative electron
dose per tilt series was limited to ∼100 e/Å2.

Frames of each video stack were aligned using a script ex-
tracted from IMOD (Kremer et al., 1996). The resulting images of
a tilt series were assembled into a motion-corrected tilt series
stack, which was further reconstructed into a 3D tomogram
using fiducial alignment and weighted back projection in the
IMOD software package (Kremer et al., 1996). To enhance the
signal-to-noise ratio and improve the resolution, subtomograms
that contained the mastigoneme filament repeats and mastigo-
neme base complexes, respectively, were extracted from the
raw tomograms, aligned, and averaged with missing wedge

compensation using the Particle Estimation for Electron To-
mography (PEET) program to obtain subtomogram averages
(Nicastro et al., 2006). Approximately 2,000 mastigoneme fila-
ment repeats and 53 mastigoneme base particles were selected
from intact cilia tomograms, and 17 mastigoneme base particles
were selected from demembranated cilia tomograms. After
subtomogram averaging, a threefold symmetry was applied to
the mastigoneme base, and a helical symmetry of four subunits
per turn with a 400-Å pitch was applied to the mastigoneme
averages. Subtomogram averaging was also performed of the 96-
nm axonemal repeats from individual DMTs, and the nine DMTs
of individual cilia were identified based on DMT-specific fea-
tures (Bui et al., 2012; Lin et al., 2012). The structures were vi-
sualized as 2D tomographic slices and 3D isosurface renderings
using the IMOD package (Kremer et al., 1996) and UCSF Chimera
(Pettersen et al., 2004). To improve clarity of the 3D visualiza-
tion in Fig. 5 (F and G) and Video 5, the raw tomogram was first
denoised using a smoothing Kernel filter and a modulation
transfer function filter, and then structural features were seg-
mented and colored to generate the 3D isosurface rendering
representation.

Online supplemental material
Fig. S1 shows PCR and Western blot analyses of the pkd2CLiP

strain and mating assays. Fig. S2 shows in vivo imaging and
photobleaching experiments of PKD2-FP. Fig. S3 shows the
Phyre2 structure and repeat analysis of the EGFR-like domain of
MST1 andmastigonemes on regrowing cilia. Fig. S4 shows amap
and PCR analysis of the mst1 mutant locus and compares IFT
transport of PKD2 in control and mst1 cells. Fig. S5 shows the
distribution of mastigonemes on cilia and the dimensions of the
PKD2-encompassing base complex based on cryo-EM tomogra-
phy. Video 1 shows the distribution of PKD2-mNG in cilia. Video
2 shows the organization of ciliary PKD2-mNG into two rows.
Video 3 shows the 3D structure of the mastigonemes. Video 4
shows the behavior of PKD2-mNG in mst1 mutant cilia. Video 5
shows a tomogram and the 3D representation of a ciliary seg-
ment with attached mastigonemes.
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Figure S1. CLiP strain LMJ.RY0402.204581 is a pkd2 null mutant. (A) Schematic representation of the PKD2 gene and of the insertion in pkd2. The positions
of PCR primers used in B are indicated. (B) Agarose gel of PCR products using wild-type and pkd2CLiP genomic DNA as templates; g-β primers are used as
control. (C) Western blot analysis of whole cell (WC) and isolated cilia (CIL) of control (CC-5235) cell samples using anti-PKD2-loop (top) and anti-PKD2-Cter
(bottom). Note that only the two proteolytic fragments of PKD2 are present in cilia. (D) Western blot analysis of cilia (CIL), axonemes (AX), and the ciliary
membrane + matrix (M+M) isolated from control (CC-5235), pkd2CLiP mutant, pkd2 PKD2-GFP, and g1 PKD2-GFP. Duplicate membranes were stained with anti-
PKD2-loop and anti-PKD2-Cter as indicated; antibodies to IFT81, acetylated tubulin (ac-tubulin), and the axonemal protein IC2 were used as loading controls.
(E) Average ciliary beat frequency of control (CC-5235), pkd2, and mst1 mutant cells. The SDs (error bars) and the number of cells analyzed (n) are indicated.
Based on a two-tailed t test, the differences are not significant (n.s.). (F) Mating efficiency is shown by the percentage of mating cells in the mixture of two
populations of gametes of the opposite mating types. The SDs (indicated by error bars)s (indicated by error bars) and the number of independent biological
replicates (n) are indicated. Based on a two-tailed t test, the differences are not significant (n.s.). (G) Zygotes are initially cell-wall deficient and susceptible to
cell lysis by detergent. Thus, the release of chlorophyll from detergent-treated cells can be used to assess mating efficiency in a population assay (Huang et al.,
2007). The absorbance at 440 nm is displayed in percentage of that measured for the supernatant of the CC-620 plus × CC-621 minus control mating; a
suspension of CC-620 gametes was used as a negative control; note green pellet of unlysed cells. The SDs (error bars) and the number of biological replicates
(n) are indicated. The significance is based on two-tailed t test (**, P ≤ 0.01).
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Figure S2. Compartmentalization of PKD2-FP in cilia. (A) Galleries of still images (a–c) and kymograms (d–f) of the cilia of pkd2 PKD2-GFP cells. The mobile
and stationary regions of PKD2-GFP are indicated. Arrowheads, PKD2-GFP exclusion zone. Bars = 2 µm (a–c); 2 s and 2 µm (d–f). (B) Kymogram (top) and signal
quantification (bottom) of one PKD2-mNG particle in the cilium of a pkd2 PKD2-mNG rescue cell during bleaching; arrowheads and dashed lines mark the
bleaching steps. (C) FRAP analysis of ciliary PKD2-mNG in pkd2 PKD2-mNG. Top: Kymogram of the pre- and postbleach signals. The regions used to quantify the
intensity in the bleached area (orange diamond) and an unbleached control area (blue dot) are marked. Bottom: Plot of signal intensity in percentage of
the prebleach intensity of the bleached and the control region. Bars = 2 s and 2 µm. (D) Kymogram showing the dynamics of PKD2-mNG in the proximal cilium.
The cilium was partially photobleached to better visualize PKD2-mNG moving in the mobile region. Green arrowheads indicate diffusing PKD2-mNG. Bars = 2 s
and 2 µm.
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Figure S3. MST1 has an EGF-like extracellular fold. (A) Phyre2 homology-based structures of the C-terminal domain of MST1 and the extracellular domain
of the receptor tyrosine-protein kinase ErbB4/Her4 showing the conservation of the EGFR extracellular domain fold (Kelley et al., 2015). (B) Weblogo of the
22 cysteine-rich repeats from MST1 and 7 similar motifs of the extracellular domain of Spondin/Notch3 (Crooks et al., 2004). (C) Staining of methanol-fixed
pkd2 (a) and pkd2 PKD2-GFP (b) cells with anti-GFP. Arrowheads in b indicate PKD2-GFP signals near the basal bodies. TIRF live image of a pkd2 PKD2-GFP cell
(c). Arrowhead in c indicates x-shaped localization of PKD2-GFP near the basal bodies. Brackets, cilia. Bar = 2 µm. (D)Whole-mount negative staining of wild-
type cells showing mastigonemes of similar length on full-length and regenerating cilia. Arrowheads, mastigonemes. Bars = 1 µm.
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Figure S4. Loss of MST1 interferes with PKD2 assembly and transport. (A) Diagram showing the insertion in the mst1 mutant strain. The triangle marks
the insertion site. Arrows indicate the positions of the primers used for PCR. Insert: Agarose gel of PCR products using wild-type and mst1 genomic DNA as
templates. G-β amplified with primers 6 and 7 was used as control for DNA quality. (B) Detail of anmst1 pkd2 PKD2-mNG cilium showing the organization of the
residual PKD2-mNG in two rows. Arrowhead, ciliary tip. Bar = 2 µm. (C) IFT frequency (anterograde and retrograde combined) of PKD2-mNG in pkd2 PKD2-
mNG and mst1 pkd2 PKD2-mNG cilia. The SDs (error bars) and number of cilia analyzed (n) are indicated; n.s., difference is not statistically significant based on
two-tailed t test. (D) IFT processivity (anterograde and retrograde, respectively) as measured by average run length of PKD2-mNG particles in pkd2 PKD2-mNG
and mst1 pkd2 PKD2-mNG cilia. The SDs (error bars) and number of events analyzed (n) are indicated. **, P ≤ 0.01; significance based on two-tailed t test.
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Video 1. Mobile and stationary PKD2-mNG in Chlamydomonas cilia. TIRF video and kymogram of a pkd2 PKD2-mNG cilium. PKD2-mNG is mostly stationary
in the distal region of the cilium but mobile in the proximal region. Transport of PKD2-mNG by IFT is shown toward the end of the video. The cilium tip points
toward the top. T, cilium top; B, cilium base. Images were acquired at 10 fps and are replayed at 4×; the video corresponds to Fig. 2 A.

Video 2. PKD2-mNG is positioned in two rows along the distal region of Chlamydomonas cilia. TIRF video showing the organization of PKD2-mNG in two
rows along the distal region of the cilium; PKD2-mNG was expressed in the pkd2 mutant. Images were acquired at 10 fps. To generate the final video, we
converted the original image stack using the “walking average” command in ImageJ set to 10 frames. The video corresponds to Fig. 2 Bb and is displayed at 50
fps (5× speed).

Figure S5. Mastigonemes are linked to the outer A-B-tubule junction. (A) The numbers of mastigonemes associated with DMTs 4 and 8, respectively (red
and blue dots), and their difference (gray bars) in each of 14 tomograms of intact wild-type Chlamydomonas cilia. (B) The distribution of mastigoneme numbers
associated with DMT4, DMT8, and their sum in tomograms from intact wild-type Chlamydomonas cilia. n.s., not significant; n = 14 cilia; two-tailed t test.
(C–E) Tomographic slices of a representative demembranated wild-type Chlamydomonas cilium, as viewed in longitudinal section (C, which is an enlarged
version of an image shown in Fig. 5 E; thickness: 5 nm) and cross sections (D, thickness: 0.5 nm; and E, thickness: 50 nm). A mastigoneme with its base (white
arrowheads) is clearly visible, and the anchor site of the thin linker that connects the mastigoneme base to DMT4 is highlighted by yellow arrowheads. For
clarity of the DMT structure, DMTs 4 and 8 are highlighted in E by cloning the subtomogram average of the 96-nm DMT repeat back into the raw tomogram for
all axonemal repeats along DMT4 and 8. Bars = 50 nm. (F) Dimensions and named regions of the averaged mastigoneme base (also shown in Fig. 5 E) complex
in demembranated cilia. The transmembrane disk (M), collar, neck, and mastigoneme filament are marked. Bar = 5 nm.
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Video 3. 3D visualization of Chlamydomonas mastigonemes. At the beginning of the video, cross-sectional and longitudinal tomographic slices of a
mastigoneme average show the helical substructure of the mastigoneme filament; a 3D isosurface rendering representation of the averaged mastigoneme
filament is shown at the end. The video plays at 20 fps and corresponds to Fig. 3, Bd–Bf.

Video 4. Increased mobility of PKD2-mNG in the absence of mastigonemes. TIRF video of PKD2-mNG in cilia of a mst1 pkd2 PKD2-mNG cell and cor-
responding kymogram. Images were acquired at 10 fps, and the video is replayed at 2× speed. The video is related to Fig. 4, Ee–Eh.

Video 5. Tomographic slices and 3D visualization of a representative region of an intact wild-type Chlamydomonas cilium. The video starts with cross-
sectional and longitudinal tomographic slices through a 3D reconstructed wild-type Chlamydomonas cilium. This is followed by a 3D isosurface rendering
visualization of the cilium, in which selected structures are highlighted by different colors, such as the central pair complex (CPC), DMTs 1–9, membrane,
glycocalyx, mastigonemes base, and the mastigonemes. The video plays at 20 fps and corresponds to Fig. 5, F and G.
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