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Abstract: Although ubiquitously present, the relevance of cilia for vertebrate development and health
has long been underrated. However, the aberration or dysfunction of ciliary structures or components
results in a large heterogeneous group of disorders in mammals, termed ciliopathies. The majority
of human ciliopathy cases are caused by malfunction of the ciliary dynein motor activity, powering
retrograde intraflagellar transport (enabled by the cytoplasmic dynein-2 complex) or axonemal
movement (axonemal dynein complexes). Despite a partially shared evolutionary developmental
path and shared ciliary localization, the cytoplasmic dynein-2 and axonemal dynein functions
are markedly different: while cytoplasmic dynein-2 complex dysfunction results in an ultra-rare
syndromal skeleto-renal phenotype with a high lethality, axonemal dynein dysfunction is associated
with a motile cilia dysfunction disorder, primary ciliary dyskinesia (PCD) or Kartagener syndrome,
causing recurrent airway infection, degenerative lung disease, laterality defects, and infertility. In
this review, we provide an overview of ciliary dynein complex compositions, their functions, clinical
disease hallmarks of ciliary dynein disorders, presumed underlying pathomechanisms, and novel
developments in the field.

Keywords: cilium; dynein; intraflagellar transport; primary ciliary dyskinesia; short rib poly-
dactyly syndrome

1. Enigmatic Cilia

In 1674, Antoni van Leeuwenhoek, while observing protozoans under his primitive
microscope, saw some intriguing moving structures which he called “thin feet or little legs”.
These enigmatic cilia, discovered centuries, ago still continue to fascinate scientists [1].

Cilia are microtubule-based organelles projecting from almost all cell types. Cilia
are classified into two main groups based on their function—motile and non-motile cilia.
Motile cilia, as the name suggest, help in fluid movement, locomotion of an organism, or
the movement of gametes during fertilization. Non-motile cilia or primary cilia in turn
functions as the main signaling hub of cells. Cilia vary in length (1 µm to 60 µm) [2,3]
depending on the cell type, and have a diameter of approximately 0.25 µm [4]; however,
for each cell type, the cilia length is tightly regulated. Cilia are structurally highly similar
to sperm flagella; however sperm reach a far longer length [5].

The origin of cilia centers around the following three main hypotheses: (1) The
symbiosis relationship theory by Lynn Sagan speculated that amoeboflagellates emerged
via the symbiosis between spirochaetes and ancestral amoeboides, serving as precursor for
the complex eukaryotic flagellum [6]. (2) Cavalier Smith opposed this claim by arguing
that eukaryotic flagella are structurally different from prokaryotic flagella. He proposed
that the loss of the cell wall, a major characteristic of eukaryotes, acted as a selection
pressure, resulting in the development of cytoskeletal structures with actin and tubulin,
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suggesting that the ancient flagellum might have formed via the perpendicular localization
of a microtubule nucleation center in relation to the cell membrane [7]. (3) Satir proposed
that cilia might have originated from a cart wheel shaped enveloped RNA virus invading
the bacterial cytoplasm [8]. Irrespective of the arguments about the origin of eukaryotic
cilia, the ciliary structure is evolutionarily highly conserved from simple organisms like
Chlamydomonas reinhardtii (unicellular algae), Paramecium, Tetrahymena, Trypanosoma, and
Caenorhabditis elegans, to vertebrates like zebrafish, mouse, and humans [9].

Cilia formation in vertebrates is closely linked to cell cycle exit. The mother centriole
is transformed into a basal body acting as an anchoring unit, allowing axonemal exten-
sion [10]. Both motile and non-motile cilia are made up of a microtubule cytoskeleton
arranged in an organized fashion. While basal bodies contain nine triplet microtubules,
the ciliary axoneme is made up of nine doublet microtubules. The doublet axonemal
microtubules consist of a complete “A” microtubule with 13 protofilaments, and a partial
“B” microtubule with 10 protofilaments [11]. In motile cilia, the doublet microtubules
are arranged in 9 + 2 fashion, with nine peripheral and two central microtubules. In
non-motile cilia and the embryonic nodal, motile cilia, the central microtubules are ab-
sent [12]. The protofilaments are made of stable tubulin hetero-dimers [13]. Tubulin further
undergoes various post-translational modifications like acetylation, arginylation, detyrosi-
nation, glycosylation, glutamylation, ubiquitylation, palmitoylation, phosphorylation, and
methylation [14], all of which are important for maintaining the structure and function of
cilia [15].

Cilia do not have a protein synthesis machinery; hence, ciliary proteins need to be
transported to the ciliary base and are constantly shuttled in and out of the cilia. This
applies to structural ciliary components as well as various signaling molecules. The
bidirectional movement along the ciliary axoneme is termed as intraflagellar transport
(IFT) [16]. The plus-end directed kinesin-2 motor enables the transport of proteins to
the tip of the cilia (anterograde transport), and dynein-2 motors or IFT dynein enables
the transport of proteins back to the ciliary base from tip (retrograde transport) [17,18].
Attached to the motors are large multi-protein complexes serving as cargo adaptor bases,
the so-called IFT complexes. IFT-B is a complex made up of 16 subunits (IFT20, 22, 25,
27, 38, 46, 52, 54, 57, 56, 70, 74, 80, 81, 88, and 172) and the IFT-A complex has 6 subunits
(IFT43, 121, 122, 139, 140, and 144) [19]. The BBSome, another large multi-protein complex,
functions as a selective adaptor between the IFT complex and the cargo to be transported
during IFT [20,21].

The entrance and exit of the protein complexes in the cilia are censored at the transition
zone, which acts like a gatekeeper at the border between the cilium and rest of the cell. In
addition to a size filter (proteins above 50 kD cannot pass through the transition zone),
the transition zone also acts as a qualitative filter. The peripheral microtubules here are
connected to the ciliary membrane by Y shaped structures called Y-links. The ciliary
membrane around this region is termed the ciliary necklace. The distal appendages of
the basal body transform into transition zone appendages [22]. Near the base of the cilia,
the plasma membrane forms an invagination, which is termed the ciliary pocket [23]. The
basic structure of the cilium along with the variations seen in different types of cilia are
summarized in Figure 1.
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Figure 1. Structure of the cilia. Primary cilia with a 9 + 0 microtubule arrangement lacking dynein 
arms are usually immotile; respiratory epithelium cilia with a 9 + 2 microtubule arrangement with 
dynein arms, radial spokes, and a nexin dynein regulatory structure generate organized wave 
form movement while nodal cilia with a 9 + 0 microtubule arrangement with dynein arms gener-
ate a propelling rotational movement. Basal bodies show a triplet microtubule pattern. 

2. Primary Cilia 
2.1. Primary (Non-Motile) Cilia Function 

The term “primary cilia” originated from Sorokin in 1968 when he observed a solitary 
appendage or rudimentary cilium emerging on the surface of epithelial cells of mamma-
lian lungs before the onset of multiciliogenesis [24]. Primary cilia were longtime consid-
ered as solitary structures with no function, as they lacked movement. However, an asso-
ciation between primary cilia and polycystic kidney (PKD) disease was established by 
Pazour et al. in 2000 when investigating a mouse deficient for the IFT component IFT88. 
The mouse mutant presented with kidney cysts and the cilia in those kidneys were found 
to be shorter than the cilia in wildtype kidneys [25,26]. This finding opened up a novel 
primary cilia research field. Hence, the apprehension regarding the role of the once for-
gotten vestigial organelle started to change. 

Figure 1. Structure of the cilia. Primary cilia with a 9 + 0 microtubule arrangement lacking dynein
arms are usually immotile; respiratory epithelium cilia with a 9 + 2 microtubule arrangement with
dynein arms, radial spokes, and a nexin dynein regulatory structure generate organized wave form
movement while nodal cilia with a 9 + 0 microtubule arrangement with dynein arms generate a
propelling rotational movement. Basal bodies show a triplet microtubule pattern.

2. Primary Cilia
2.1. Primary (Non-Motile) Cilia Function

The term “primary cilia” originated from Sorokin in 1968 when he observed a solitary
appendage or rudimentary cilium emerging on the surface of epithelial cells of mammalian
lungs before the onset of multiciliogenesis [24]. Primary cilia were longtime considered as
solitary structures with no function, as they lacked movement. However, an association
between primary cilia and polycystic kidney (PKD) disease was established by Pazour et al.
in 2000 when investigating a mouse deficient for the IFT component IFT88. The mouse
mutant presented with kidney cysts and the cilia in those kidneys were found to be shorter
than the cilia in wildtype kidneys [25,26]. This finding opened up a novel primary cilia
research field. Hence, the apprehension regarding the role of the once forgotten vestigial
organelle started to change.
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Primary cilia are dynamic organelles, constantly adapting to intracellular and extra-
cellular signals [27]. They can be found on the surface of nearly all mammalian cells with
the exception of blood cells. Primary cilia lining the kidney tubules, epithelial cells on
biliary duct and ductal cells of pancreas can bend in response to fluid flow, which stimu-
lates various signaling pathways like calcium and purinergic signaling pathways essential
for the optimal physiological function of organs. Dysfunction of primary cilia results in
multiple developmental defects including cyst formations, fibrosis, skeletal abnormalities,
craniofacial defects [4] neural tube defects, cerebellar vermis hypoplasia and photoreceptor
defects [28,29]. The role of primary cilia as a cellular signaling hub is emphasized by their
ability to regulate Hedgehog (Hh), Wnt, Platelet-derived growth factor (PDGF), Notch, G-
Protein coupled receptor (GPCR), Mammalian target of rapamycin (mTOR), Transforming
growth factor beta (TGF-β) and Calcium [2,30] signaling pathways.

Cilia adopt specialized structures when it comes to perception of sensory signals [31].
Vertebrate photoreceptor cells possess a specialized primary cilium restructured as the
so-called outer segment consisting of tightly packed membrane discs. In addition, the
outer segment is connected to the inner segment by a so-called connecting cilium, thought
to represent a modified transition zone. The constant movement of signaling molecules
through the connecting cilium as well as transport of “debris” back to the cell body
is essential for the proper function of photoreceptor cells [31]. Primary cilia in olfactory
neuronal cilia adorned with GPCR signal receptors enable perception of smell by enhancing
the expression of adenylate cyclase III in neurons via GPCR signaling [31]. The single
kinocilium located on mammalian hair cells is important for establishing the polarity of
stereocilia or sterovilli bundles and hence contributing towards the hearing process in
mammals [32]. In the developing mammalian embryo, primary cilia of the peripheral
cells of the embryonic node are thought to respond to the flow generated by motile cilia
and activate calcium signaling essential for nodal pathway regulation, which is crucial
for vertebrate left right body axis determination [33]. There are two main perceptions by
which initial body asymmetry is initiated in the node. The embryonic node contains two
main types of cells, the peripherally located non-motile cilia bearing crown cells and pit
cells, with motile cilia which are located in the center. According to the first model, the
coordinated circular movement of the cilia of the pit cells creates a morphogen gradient
towards the left side. This in turn triggers differential gene expression, hence determining
organ asymmetry [34]. Most of the laterality disorder research is centered on the second
two cilia model. According to this hypothesis, the movement of the motile cilia of the pit
cells activates receptors and ion channels of non-motile cilia including PKD2, resulting in a
calcium ion flux only on left side of the node, which in turn results in asymmetric gene
expression [33].

2.2. Primary Cilia Structure

Primary cilia length varies from 1–10 µm for most cells except for olfactory cells where
cilia can reach 60 µm [2,3]. Primary cilia lack the motility structures like dynein arms,
nexin dynein regulatory complex and radial spokes (Figure 1). Cryo-electron tomography
analysis of primary cilia by Sun et al. suggests that the 9 + 0 arrangement only occurs from
basal body to region where the axoneme reaches the cell surface. From there, two peripheral
microtubules can translocate to center of the cilium and result in a 7 + 2 arrangement, more
rarely also an 8 + 1 arrangement. A fibrous protein network connecting microtubules
between themselves as well as microtubles to the ciliary membrane might play a role for
the reversible bending of primary cilia in response to fluid flow, e.g., in kidney tubules [35].

2.3. Primary Ciliogenesis

Ciliogenesis and cell cycle are tightly connected with centrioles functioning as basal
bodies for growing cilia. Primary ciliogenesis via the intracellular pathway (e.g., in RPE
cells (Retinal Pigment Epithelial), fibroblasts and chondrocytes) is initiated near the nucleus
by attaching presumably golgi-derived cytoplasmic vesicles to the mother centriole to form
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ciliary vesicles. The mother centriole then docks to the plasma membrane and releases the
ciliary vesicles by exocytosis, exposing the budding cilia to the extracellular space, and
a ciliary pocket is formed at the at the fusion site. The primary cilium then continues to
grow from the tip until the predefined cell type specific length is reached and cilia are often
submerged in the ciliary pocket [23,24]. However, kidney tubular cells and cholangiocytes
use the alternative pathway. After cytokinesis, a protein complex rich of ciliary proteins
named midbody remnant is formed and initiates ciliogenesis at the centrosome which
locates at the apical cell surface in polarized cells. Since ciliogenesis is initiated at the
plasma membrane, cilia lack the ciliary pocket, exposing cilia directly to the extracellular
space, potentially enabling better detection of flow and other extracellular changes [36].

3. Dyneins

The term “Dynein force in protein” was coined by Gibbons and Rowe in 1965 after
isolating ATPases similar to the mitotic spindle ATPases by density gradient fractionation
of Tetrahymena pyriformis cilia [37,38]. The isolated giant motor protein complexes with
>1-MDa molecular weight have since been scrutinized by cryo-EM (cryogenic electron
microscopy) and Cryoelectron tomography techniques [39].

Dyneins are minus-end directed ATPases moving along the microtubules. Dynein
complex subunits are classified based on their molecular weight as heavy chains, interme-
diate chains, light intermediate chain, and light chain. Three main classes of dyneins can be
distinguished: axonemal dyneins which power the bending motion of cilia; intra-flagellar
transport dynein (IFT dynein or cytoplasmic dynein-2) driving the retrograde axonemal
transport; and cytoplasmic dynein 1 which powers retrograde transport along cytoplasmic
microtubules [40–42]. All dynein motors are built around a force generating a dynein heavy
chain. The dynein heavy chain has a well conserved motor domain head with an AAA+
ring (ATPase associated with various cellular activities), a stalk which acts as a microtubule
binding domain, a linker, and a variable tail domain where other dynein subunits binds.
The interaction of the dynein heavy chain with other chains is important for its stability,
cargo binding, and also for the coordinated movement [43]. This is highlighted by the fact
that dynein-2 fails to homodimerize in the absence of intermediate chain and light chain
subunits [39]. Specific cargos and adaptors are also attached to the tail domain, which
leaves dynein motors well equipped to perform the specialized function in its operating
environment (Figure 2) [44]. Sixteen genes encode for dynein heavy chains in humans, and
the majority are associated with axonemal dyneins [41]. In this review, we focus on ciliary
dynein motors IFT dynein (cytoplasmic dynein-2) and axonemal dyneins.
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where other dynein subunits bind.
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4. Intraflagellar Transport Dynein (IFT Dynein or Dynein-2)
4.1. IFT Dynein Function

Cytoplasmic dynein-2 or intraflagellar transport dynein (IFT dynein) is the motor for
retrograde transport along the ciliary axoneme from the ciliary tip to the base. A complete
loss of function of retrograde IFT results in stumpy cilia with a bulged tip and disorganized
axoneme, while milder dysfunction manifests itself with the accumulation of proteins at the
tip of the cilia [45–47]. IFT dynein also appears to play a role in assembling the transition
zone components in primary cilia. In Caenorhabditis elegans, dysfunction of the IFT dynein
heavy chain results in the accumulation of transition zone components in the distal end of
the cilia [48]. Likewise, dynein-2 has been implicated in building a functional transition
zone in human retinal pigment epithelium cells (RPE cells) [49].

Recent advances in electron microscopy techniques have paved the way for dissecting
the dynein-2 structures to a near atomic level. Through time-resolved correlative fluores-
cence and three-dimensional electron microscopy in Chlamydomonas using GFP-tagged IFT
cargos, Stepanek et al. illustrated the assignment of separate tracks for IFT trains moving
at a speed of 2.5 to 4 µm/s. Anterograde trains use the B microtubule, while retrograde
trains returning to the base travel on the A microtubule track [50]. Interestingly, the B
microtubules seemed shorter and terminate earlier than the A microtubules, which extend
to the tip of the cilium [35]. Dynein-2 is transported in an inactive form by kinesin motors
on the B microtubule track from the ciliary base to towards the tip. During this process, the
microtubule binding domain of the dynein motor is positioned away from the microtubules.
At the ciliary tip, kinesin becomes phosphorylated, rendering it inactive, which in turn
triggers conformational changes in the anterograde train. Dynein-2 then adopts an active
conformation with the microtubule binding domain orienting towards the microtubules,
enabling and functioning as a motor for the transport of ciliary components back to the
base (minus end) of the cilium [51].

4.2. IFT Dynein Complex Structure

Chlamydomonas mutants lacking subunits of IFT dynein paved way for establishing
the role of IFT dynein as a bona fide ciliary retrograde transport motor, and also facilitated
understanding the structure of the complex. Chlamydomonas mutants for the heavy chain
DHC1b show a defective retrograde transport and short flagella, indicating this heavy chain
is essential for retrograde IFT in cilia [52]. In most organisms, two copies of the dynein
heavy chain form a homodimer where the other subunits are attached [53], but in Try-
panosoma brucei, two heavy chains encoded by two different genes form a heterodimer [54].
DYNC2H1 is the mammalian homologue of DHC1b [53]. Only one light intermediate
chain associates with IFT dynein, named D1bLIC in Chlamydomonas [55] and DYNC2LI1
in mammals [56,57]. WDR34 [58,59] and WDR60 [60] are the two intermediate chains of
the IFT dynein in humans, and their Chlamydomonas counter parts are termed D1bIC2 [61]
and D1bIC1 [62], respectively. Light chains associated with the IFT dynein complex are
divided into three groups, namely, the DYNLL/LC8, DYNLT/Tctex, and DYNLRB/LC7
groups [53].

In 2014, using protein interactome studies, Asante et al. showed that the light interme-
diate chain, DYNC2LI1, interacts with WDR34. They also observed the presence of light
chains that were already proven to be associated with cytoplasmic dynein, like TCTEX-1
(DYNLT1), TCTEX-3 (DYNLT3), roadblock-1 (DYNLRB1), roadblock-2 (DYNLRB2), LC8-1
(DYNLL1), and LC8-2 (DYNLL2), in the WDR34 protein network. Additionally, they iden-
tified TCTEX1D2 as the unique IFT dynein specific light chain. WDR60 is a bigger protein
compared with WDR34, and the association of these two intermediate heterodimeric com-
plexes with other subunits in the complex is crucial for the function of IFT dynein [63]. In
2015, Gholkar et al. also ascertained the association of light chain TCTEX1D2 with WRD34
and WDR60 [64]. While Chlamydomonas only has two different dynein motors, axonemal
dynein and cytoplasmic dynein acting in the cell body and along the flagellum, vertebrates
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have an additional cytoplasmic dynein motor, cytoplasmic dynein-1, present only in the
cytosol, and the dysfunction of this motor results in neurological disorders.

Toropova et al. resolved the structure of human dynein-2 to a near atomic level
using cryo-EM in 2019. They purified recombinantly expressed human dynein-2 com-
plex (~1.4MDa). Dynein-2 has a sophisticated stoichiometry: two dynein heavy chain
(DYNC2H1) molecules (possessing a condensed N-terminal tail domain and a C-terminal
AAA+ motor domain) are present in each dynein-2 dimer, with one heavy chain adopting
a zig zag conformation at the tail region. Each heavy chain binds a light intermediate
chain (LIC3\DYNC2LI1). The two different intermediate chains, WDR34 and WDR60,
form a heterodimer, binding DYNC2H1 via the beta propeller domain at the C-terminal
end, while light chains are attached to the N-terminal domains. Light chains consist of
three LC8 dimers, one roadblock (RB) dimer, and a TCTEX−TCTEX1D2 dimer. The zig-zag
conformation of DYNC2H1 enables perfect locking in an inactive conformation during an-
terograde transport via IFT-B trains. The binding of the intermediate chain and light chain
cluster (IC-LC cluster) with the heavy chain and light intermediate chain stabilizes the
IFT dynein complex in its inhibited state for its anterograde transport, and upon reaching
the tip IC-LC cluster, also aids in the confirmation change of the dynein motor for active
retrograde transport [39]. A schematic of the presumed structure of dynein-2 is shown in
Figure 3.
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5. Motile Cilia
5.1. Motile Cilia Function

In mammals, motile cilia usually appear in bunches of 30–300 cilia on the epithelial
cells lining the upper and lower respiratory tract, on brain ependymal cells, and on epithe-
lial cells of the fallopian tubes. During mammalian embryonic development, motile cilia
can also be found in the embryonic node [34,65]. Multiciliated cells in the respiratory tract
are regenerated constantly, in contrast to ependymal cilia, which are solely formed during
embryonic development and cannot be replenished [66,67]. The metachronal wave-like
movement of these hundreds of cilia per cell can generate fluid flow and enable mucus
transport [68,69]. Cerebrospinal fluid movement by ependymal cilia also helps in the dis-
tribution of signaling molecules and clearing of the toxins [66]. The ciliary beat frequency
of the airway cilia reaches approximately 10–30 Hz [4,66,70]. Motile cilia on pit cells within
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the embryonic node generate a clockwise rotational movement [3] resulting in a leftward
fluid flow, enabling the establishment of a signaling molecule gradient causing asymmetric
gene expression and determining the left side of the organism [65]. Sperm cell flagella have
a very similar architecture to motile cilia; however, they are much longer than motile cilia
(50–60 µm) and move in a wave-like or sigmoidal fashion [12,69].

In addition to movements of fluids, motile cilia also have sensory functions. Motile
cilia, for example, express TRPV4 channels, and the ciliary beat frequency is altered in
response to calcium ion levels in the cytosol and extracellular space [71,72]. Microarray
data of differentiated human airway epithelia cultures further suggest the expression of
bitter taste receptors, and the introduction of bitter compounds can increase intracellular
calcium, which in turn increases ciliary beat frequency, potentially so as to expel the harmful
agent [73]. In addition, the membrane of the cilia lining in the fallopian tubes has a high
density of progesterone, estrogen, and the interleukin-6 receptor. The receptor activation
influences ciliary beat frequency, which facilitates egg transport and fertilization [74–76].

5.2. Motile Ciliogenesis

Motile ciliogenesis requires the inhibition of Notch signaling in multiciliated pro-
genitor cells, enabling the differentiation of progenitor cells to multiciliated cells [77,78].
Reduction of BMP (bone morphogenetic protein) signaling has also been recently impli-
cated in multiciliated cell differentiation [79,80]. Multiciliated cell differentiation is initiated
by coiled coil domain containing GEMC1 (geminin coiled-coil containing protein 1) suc-
ceeded by MCIDAS/multicilin (multiciliate differentiation and DNA synthesis associated
cell cycle protein) [78]. MCIDAS interacts with cell repressing transcription factors E2F4,
E2F5, and DP1. This ternary complex regulates the expression of genes responsible for cen-
triole generating, namely PLK4, CEP152, STIL, DEUP1 (CCDC67), MYB, and CCNO [81–83].
Concurrently, major ciliary transcription factors (RFX 1, RFX 2, RF3, RFX 4 (Regulatory
factor X), and FOXJ1 (Forkhead Box J1)) are upregulated [3,84,85]. While RFX factors
activate the transcription of motile and non-motile ciliary genes, FOXJ1 is essential for the
transcription of motility specific ciliary genes [3]. A recent study also showed that GEMC1
interacts with p73 and forms a complex with E2F5, subsequently activating transcription
factors enabling multiciliated cell lineage differentiation centriole generation [86]. The
activation of genes allowing generation of multiple centrioles is crucial, as these will act as
basal bodies for motile cilia.

Two important pathways have been proposed for basal body biogenesis—the centriolar
pathway and the deuterosome pathway. The centriolar pathway allows for less than 10
daughter centrioles to nucleate from the mother centriole [87]. The deuterosome pathway, in
contrast, generates hundreds of centrioles. Deuterosomes consist of fibrogranular material
located in the apical cytoplasm, and mature into centrioles, subsequently forming a basal root
while the axoneme extension occurs from the apical surface [24,87]. DEUP1 plays a key role in
deuterosome mediated centriole amplification, whereas CEP63 (Centrosomal Protein 63) drives
the centriolar pathway [82]. The MICIDAS, E2F, and DP1 ternary complex drives deuterosome
mediated centriole amplification [81]. Massive centriole biogenesis in multiciliated cells could
also occur via a combination of both pathways [88] but interestingly, centriole formation in
multiciliated cells seems to also occur in the absence of deuterosomes and parent centrioles,
through centriole formation from the pericentriolar material, containing PCM1 protein and
fibrogranular material [89]. FoxJ1 controls the basal body docking to the apical region of the
plasma membrane, and multiple motile cilia are then grown from basal bodies by intraflagellar
transport [90]. In summary, the complex molecular process underlying multiciliogenesis is not
fully understood to date.

5.3. Motile Cilia Structure

The axoneme of motile cilia is made up of a microtubule-based cytoskeleton arranged
in an organized 9 + 2 pattern, with the exception of motile nodal cilia largely lacking central
pair microtubules [34,91]. The sliding of the microtubules against each other enables ciliary
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motility and requires additional structural components, namely: inner and outer dynein
arms, the outer dynein arm docking complex, the nexin dynein regulatory complex (N-
DRC), and radial spokes (Figure 4A). N-DRC is a multiprotein complex that links the A
microtubule of one peripheral doublet to the B microtubule of the neighboring doublet.
Outer dynein arms (ODA) and inner dynein arms (IDA) are attached to the peripheral
A microtubule and power the orchestrated movement of the cilia. The outer dynein arm
docking complex enables the efficient docking of ODAs to the surface of the A microtubule.
Radial spokes connect the peripheral microtubules to the central pair microtubules, and
seem to serve as signaling centers. A central pair of microtubules consisting of thirteen
protofilaments are connected by a bridge-like structure and have asymmetric projections
at every 32 nm [92,93]. The interaction of these projections with radial spokes allows
collision-based mechanosignaling, which is vital for the movement of dynein arms [94,95].
Along the axoneme, every 96 nm a repeat unit contains four ODAs, one double headed IDA,
and six single headed IDAs, accompanied by three radial spokes and one N-DRC protein
complex (96 nm ruler) (Figure 4B). As nodal cilia lack the central pair microtubules and
radial spokes, the dynein arms enable a rotational instead of a wavelike movement [4,96].
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Figure 4. Schematic representation of motile cilia. (A) Motile cilia structure showing a 9 + 2 arrangement of microtubules,
inner and outer dynein arms attached to the A microtubule, the nexin dynein regulatory complex (N-DRC) that links the
A microtubule of one peripheral doublet to the B microtubule of the adjacent doublet, and a central pair with associated
projections and radial spokes. (B) Four ODAs, one double headed IDA and six single-headed IDAs, accompanied by
three radial spokes and one N-DRC protein complex, form a 96 nm ruler distributed along the axoneme of the motile cilia.
(C) Immunofluorescence of motile respiratory cilia (green: DNAI1, red: acetylated tubulin, and blue: DAPI). (D) Outer
dynein arm subtypes in human respiratory cilia. Two ODA subtypes defined by the localization of dynein heavy chains can
be distinguished: DNAH11 localizes to the proximal half, while DNAH9 is found in the distal half of human respiratory
cilia.
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6. Axonemal Dyneins

Dynein arms are central to ciliary movement and were first described by Afzelius in
1959 [97]. By fixing sea urchin spermatozoa in a new fixative, he observed protrusions
from peripheral filaments, which he called “arms” [97]. The dynein arm function has been
extensively studied in the green unicellular algae Chlamydomonas reinhardtii, and thanks
to outstanding evolutionary conservation, the mechanistic findings of this multiprotein
motor complex have since been transferred to vertebrates, including humans.

6.1. Axonemal Dynein Movement to Generate Force for Cilia Beating

Dynein arms are arranged around the peripheral microtubules, with their heavy chain
tail domain attached to the A microtubule and a microtubule binding stalk positioned near
the B microtubule of the nearby peripheral microtubule. Microtubule sliding is enabled by
ATP hydrolysis at the AAA+ head domain of the heavy chain. The “switch point” model
by Wais-Steider and Satir proposes that only half of the dynein is active during the active
stroke, while the other half remains in an inactive conformation. The recovery stroke is
created by switching the passive dynein arms to the active form, and vice versa. Organized
repetition of this cycle creates a wave pattern movement [44,98]. More recently, the “switch
inhibition” hypothesis by Lin and Nicastro, however, suggested that most dyneins are
in their active form, as cryo-electron tomography in sea urchin sperm cells showed large
angles between the linker and stalk of the dynein heavy chains. They proposed that where
all dynein arms are active, dynein forces are equally distributed, keeping the flagella
straight. During bend initiation at the flagella transition region, inner dynein arms adopt
an inactive confirmation. The inactive confirmation of the inner dynein arms is then
transferred to the corresponding outer dynein arm located in the same microtubule pair,
exerting a counter force to the active dynein arms on the opposite side of the peripheral
ring microtubules. This inhibition is switched efficiently between opposite sides, with
less than 10 milliseconds to create a wave-like movement in the cilia and flagella. Hence,
switching off the dynein arm activity spatiotemporally at regular intervals could generate
metachronal ciliary movement [99]. Both models agree that the asymmetric distribution of
the dynein motor activity at regularly spaced short intervals along the entire axoneme is an
indispensable element for motile cilia movement.

6.2. Axonemal Motor Complexes

Outer and inner dynein arms project from the peripheral A microtubule, with outer
dynein arm docking aided by the docking complex every 24 nm. Inner dynein arms along
with three radial spokes and the N-DRC component are spaced at a distance of 96 nm.
Inner dynein arms are divided into two groups—the first group with two heavy chains that
form a double headed structure and the second group with one heavy chain. There is one
double headed inner dynein arm, as well as six single headed inner dynein arms. The two
headed inner dynein arm has three intermediate chains and four light chains, in contrast,
only actin or centrin are identified as subunits of the single headed dynein arms [100]. In
Chlamydomonas, the outer dynein arms (ODA) contain three different heavy chains (α, β,
and γ), resulting in a three headed structure; along with these heavy chains, the complex
also has two intermediate chains and nine light chains [101]. In humans, however, ODAs
are double headed, with two types of heavy chains, two intermediate chains (DNAI1
and DNAI2), and several light chains [100,102]. Two different ODA subtypes, defined
by the heavy chains DNAH9 and DNAH11, can be distinguished in human respiratory
cilia (Figure 4C). ODA1 contains DNAH11, while ODA2 contains DNAH9, both of which
are orthologous to the Chlamydomonas β heavy chain. While ODA1 is found only in the
proximal half of the axoneme, ODA2 occurs only in the distal half (Figure 4D). DNAH5,
orthologous to the Chlamydomonas γ heavy chain, is present in both ODA1 and ODA2.
Interestingly, in sperm flagella, DNAH5 is only present in the proximal flagella region,
and DNAH9 in turn shows a panaxonemal distribution [103,104]. The outer dynein arms
generate the force driving ciliary movement. The inner dynein arms are responsible for
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creating the discrete ciliary wave pattern by controlling the size and shape of the ciliary
bend. Along with the inner dynein arms, radial spokes and nexin Dynein regulatory
complexes (N-DRCs) play an important role in regulating metachronal wave formation in
cilia [105]. Dynein arms are assembled in the cytoplasm by dynein preassembly factors [106]
and are transported to the ciliary axoneme by IFT cargo [47].

7. Ciliopathies

As ubiquitous structures, cilia play a central role in the development and survival of
organisms. Defects in ciliogenesis, as well as in the ciliary structure and function, cause
a diverse range of heterogeneous multisystem disorders with variable phenotypes and
high mortality, termed “ciliopathies”. Most ciliopathies are very rare conditions affecting
less than 1 in 2000 individuals, often less than 1:100,0000 with the exception of autosomal
dominant polycystic kidney disease, which affects up to 1 in 1000–2000 persons [4,107].
Over 30 different ciliopathies have been identified, with more than 200 associated genes
[108–110]. Primary ciliary dysfunction can cause defects in sensory and visceral organs,
including anosmia [111], hearing loss [112], retinal degeneration [29], polycystic kidney
disease [113–115], nephronophthisis [116], renal dysplasias [117], congenital fibrocystic
diseases [118], polydactyly, short bones [119], and primary cilia have been also linked in
the development of certain forms of cancer [104,120]. Motile cilia dysfunction can result
in recurrent airway infections, laterality disorders, fertility issues, and hydrocephalus
[121,122].

Ciliopathies are monogenic disorders most often following an autosomal-recessive
inheritance pattern; more rarely, X-chromosomal, and very rarely, autosomal-dominant,
inheritance patterns are observed. Interestingly, for non-motile ciliopathies, mutations
in the same genes result in phenotypic heterogeneity, to the extent that entirely differ-
ent disease entities can be observed [123]. For example, mutations in WDR35 can cause
short rib-polydactyly syndromes and Sensenbrenner syndrome [119,123], and mutations
in several genes can cause nephronophthisis, Joubert syndrome, Meckel syndrome, and
Bardet-Biedl syndrome [124]. At the same time, overlapping phenotypes are noticed in
different ciliopathies, for example, situs inversus is observed in primary ciliary dyskinesia,
Bardet-Biedl syndrome, and Joubert syndrome [121,125,126]. Similarly, obesity is com-
monly seen in Bardet-Biedl syndrome and Alstrom syndrome [123]. Over 100 genes have
been implicated in ciliopathies to date, imposing additional diagnostic challenges [124].

Dynein related ciliopathies can be subdivided into two groups: IFT dynein dysfunc-
tion, which causes a group of non-motile cilia-based phenotypes summarized under short
rib thoracic dysplasias, and axonemal dynein dysfunction, representing the most common
cause for the ciliary motility defect, also commonly known as primary ciliary dyskinesia
(PCD).

7.1. IFT Dynein Related Ciliopathies

Chlamydomonas with dynein heavy chain defects have short flagella filled with abnor-
mal microtubules and cargo (rafts) [52,127]. Both DYNC2H1 and WDR34 null mutant mice
embryos do not survive beyond mid-gestation. The cause of death is not clear, however
neural tube defects including open brain and spinal bifida, shortened bones, and poly-
dactyly can be observed. Likewise, the accumulation of IFT components in the cilia, as well
as Hedgehog (Hh) signaling defects, occur in both models [46,128] (Figure 5).
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Figure 5. IFT dynein dysfunction results in a complex developmental phenotype in mice. (A) Dync2h1 loss of function
mouse embryo showing a turning defect and CNS defects compared to a control embryo, reprinted with permission from
Ocbina et al. Nat Genet 2011 Jun;43(6):547-53 [46]. (B,C) Wdr34 mutant mouse embryos compared to controls, reprinted with
permission from Wu et al. Hum Mol Genet. 2017 Jul 1;26(13):2386–2397 [128]. White arrows in (B) indicate microphthalmia
Wdr34 mutant embryo compared to control; the arrow head indicates encephalocele in the Wdr34 mutant (D) Shortened
stumpy primary cilia in Dync2h1 mutant mice compared to controls, visualized using electron microscopy. (E) Accumulation
of IFT 88 within the stumpy Dync2h1 mutant cilia compared to controls. (F) Ciliary accumulation of Smo in Dynch1
dysfunctional cells in the absence of Shh, as well as after Shh stimulation, compared with control cells, reprinted with
permission from Ocbina et al. Nat Genet 2011 Jun;43(6):547-53 [46].

No human patients with biallelic null variants in DYNC2H1 or WDR34 have been
identified to date, likely because of embryonic lethality; all reported cases carry at least one
presumably hypomorphic missense allele [58,60,129–133]. In humans, impaired retrograde
IFT motor dysfunction results in a complex developmental, often lethal, phenotype in hu-
mans summarized under the term short-rib thoracic dysplasia, with or without polydactyly
(OMIM #611263, #613091, #263520, # 269860, # 614091, and #208500). Historically, these
phenotypes were also named short rib polydactyly syndrome (SRPS) or Jeune asphyxiating
thoracic dystrophy (JATD)/Jeune syndrome. SRPS can be considered the severe end of
the spectrum here, defined as lethal in utero or during the neonatal period, while survival
beyond the neonatal period is possible although not always achieved for JATD cases.

SRPS and JATD represent so-called ciliary chondrodysplasias, with overlapping skele-
tal and extra-skeletal presentations. The main hallmarks are short ribs, resulting in a
narrowed bell shaped thorax as and variable shortening of the long bones. Thoracic size
is life limiting in the first two years of life, resulting in respiratory insufficiency due to
pulmonary hypoplasia. Further radiological signs include a trident acetabulum with spurs
in some forms of SRPS and JATD, as well as cone-shaped epiphyses in older JATD patients.
Polydactyly is often observed in SRPS, but more rarely in Jeune syndrome (Figure 6).
Nephronophthisis (NPHP) and, more rarely, renal cysts can be observed with JATD and
SRPS. Likewise, retinal degeneration occurs in some forms of Jeune Syndrome, especially
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in individuals with NPHP, while SRPS patients do not survive long enough to develop
retinal symptoms. Furthermore, cardiac and gastrointestinal defects can occur in SRPS.
In Jeune syndrome, altered liver enzymes are observed frequently; however, visible liver
cysts are rarely observed, while liver cyst formation and liver fibrosis are more frequently
found in the autopsies of SRPS cases [134].
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Figure 6. Skeletal features observed in short rib polydactyly syndrome patients. The main hallmark is thoracic narrowing
present, observed in utero or from birth (A–C), becoming less pronounced with increasing age (D), (E) short horizontal ribs
in a JATD case SRPS case with shortened long bones, long narrow thorax, pelvis configuration with acetabular spurs (F, close
up in G, arrows indicate spurs). JATD case with a narrow thorax and shortened ribs, as well as handlebar clavicles, shown in
the thorax X-ray, (A) reprinted with permission from Schmidts et al. J Med Genet 2013 May;50(5):309-23 [135], (B) reprinted
with permission from Halbritter et al. Am J Hum Genet 2013 93, 915–925 [136], (C–E) reprinted with permission from
Schmidts et al. Am J Hum Genet. 2013 Nov 7;93(5):932–944 [131]; (F,G) reprinted with permission from Mc Inerney-Leo
et al. Am J Hum Genet 2013 Sep 5;93(3):515-23 [133]. Polydactyly (H) is more frequently observed in SRPS compared with
JATD, reprinted with permission from Schmidts et al. Nat Commun. 2015 Jun 5;6: 7074 [133].

Most SRPS and JATD cases result from mutations in genes encoding for dynein-
2 components: the heavy chain DYNC2H1 [130], intermediate chains WDR34 [58,131]
and WDR60 [60], the light intermediate chain DYNC2LI1 [132], and the light chain TC-
TEX1D2 [133]. Overall, the vast majority of human SRPS/JATD cases are caused by altered
DYNC2H1 function, likely because DYNC2H1 is a very large gene [135]. WDR34 mutations
also cause a significant number of cases, while variants in WDR60, DYNC2LI1, and TC-
TEX1D2 are rarely observed. Interestingly, no causative variants in other light chains such
as LC8 or RB have been identified to date. In accordance with the role of IFT dynein as a
motor for retrograde IFT, patient fibroblasts display an accumulation of IFT components
at the ciliary tip (Figure 7). Recently, biallelic DYNC2H1 full loss of function mutations
affecting the retina specific transcript have been identified in individuals with isolated
retinal degeneration without any other ciliopathy phenotypes [137]. Interestingly, patient



Cells 2021, 10, 1885 14 of 28

fibroblasts showed a normal ciliation but IFT88 accumulation at the ciliary tip, similar to
what is observed in JATD individuals (Figure 7).
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compared with controls. (F) Normal anterograde IFT velocity and unchanged number of anterograde IFT trains, but
a reduction of the retrograde velocity and a strong reduction in the number of retrograde IFT trains in Tctex2b mutant
Chlamydomonas compared with controls, reprinted with permission from Schmidts et al. Nat Commun. 2015 Jun 5;6:
7074 [133].

In contrast with individuals carrying biallelic mutations in genes encoding other
IFT dynein components, individuals with JATD carrying biallelic TCTEX1D2 mutations
may represent true nulls. However, patient fibroblasts show a similar degree of IFT88
accumulation as observed in the fibroblasts from presumably hypomorphic patients with
DYNC2H1 mutations, but still form cilia, suggesting TCTEX1D2 is at least partially redun-
dant for IFT dynein function [133]. This is supported by the observation that retrograde
IFT is only slowed down, but not stopped in Chlamydomonas deficient for the TCTEX1D2
homologue (Figure 7). Mutations in NEK1, a gene encoding for a component localizing to
the ciliary base, as well as the IFT-A component WDR35, have likewise been described in
SRPS cases [138,139].

Causative DYNC2LI1 variants have further been linked to Ellis-van Creveld syndrome,
a ciliary chondrodysplasia with additional ectodermal and cardiac defects [140]. WDR34
mutations can also cause non-syndromic rod−cone dystrophy (a single case reported) [141].
In contrast with JATD patients with IFT-gene mutation related ciliopathies, patients with
dynein gene mutations show a more severe rib and lung phenotypes, often leading to
neonatal death [129,135,136,142]. However, the surviving patients usually do not seem to
develop clinically relevant eye or kidney disease until mid-adulthood; however, because
of the low number of adult patients reported, it is unclear if this may occur later in
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life [129,135]. In contrast, IFT gene mutations seem to cause a mild rib phenotype, but
nearly all JATD patients with IFT gene variants develop renal and retinal degeneration
during childhood or adolescence [129,142]. The pathomechanism behind this observation
has remained elusive.

In vertebrates, Hh signaling is important for tissue homeostasis and organ develop-
ment. Three types of hedgehog proteins, namely Indian hedgehog (Ihh), Sonic hedge-
hog (Shh), and Desert hedgehog (Dhh), play a crucial role in the development of verte-
brates [143]. Dhh is important for the development of the testis and ovaries [144,145].
Central nervous system development, limb patterning, and the determination of digits
are controlled by Shh [143,146]. Ihh is essential for chondrocyte proliferation, maturation,
and osteoblast development, hence playing a vital role in skeletal development [147]. The
Hh signaling receptor patched locates to the primary cilia and inhibits the movement
of smoothened to cilia when it lacks Hh ligand binding. In the absence of smoothened
GLI transcription factors, GLI 2 and GLI 3 are cleaved and degraded by the ubiquitin-
proteasome pathway. Hh binding causes smoothened ciliary entry and the GLIs can
activate gene transcription [27,148,149]. In human ciliary chondrodysplasia patients and
IFT dynein mutant mouse models, the accumulation of hedgehog signaling components
has been observed, including Gli2 accumulation at the base of the stumpy cilia in WDR60
patient fibroblasts and SMO accumulated in cilia of Dync2h1 mutant mouse model [46,60]
(Figure 5).

7.2. Axonemal Dynein Related Ciliopathies

Axonemal dynein related ciliopathies are caused by impairment of the coordinated
movement of cilia. These conditions are summarized under the term primary ciliary
dyskinesia (PCD) (OMIM #244400). PCD is a chronic respiratory disease occurring at a
frequency of approximately 1 in 10,000−20,000 births [121]. Defective mucus and pathogen
transport out of the airways due to impaired cilia motility causes recurrent infections,
subsequently damaging the respiratory tract tissues. Neonatal respiratory insufficiency,
chronic or recurrent sinusitis, middle ear infections, and upper and lower airway infec-
tions including pneumonia, resulting in progressive lung damage and bronchiectasis are
classical symptoms [150]. Lung failure can occur in advanced adulthood. Subfertility
due to dysmotility of the sperm flagella in males and fallopian tube cilia in females is
also frequently observed [4,151]. Approximately half of all PCD patients present with
laterality defects [152–154] (Figure 8), including a complete mirror image of the normal
situs (situs inversus) or random arrangement (situs ambiguous or heterotaxy) of thoracoab-
dominal organs [153–155]. While organ function is not usually compromised with situs
inversus, heterotaxy is associated with a higher rate of congenital heart defects, including
transposition of the great arteries [154]. Laterality defects can further present as left- or
right-isomerism, resulting in polysplenia or asplenia [156]. PCD plus situs inversus is also
referred to as Kartagener’s syndrome [157].
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Figure 8. The clinical phenotype of PCD and the representative EM defects observed. (A) Chest X ray of patient showing 
situs inversus, reprinted with permission from Loges et al. Am J Hum Genet. 2018 Dec 6; 103 (6):995–1008 [158]. (B) PCD 
patient with bronchiectasis of the right and left lower lobes, reprinted with permission from Onoufriadis et al. Am J Hum 
Genet. 2013 Jan 10; 92(1):88–98 [150]. (C–I) Cross section of the cilia with ultra-structural defects in comparison with the 
control. (C) Control with outer and inner dynein arms (red arrows); (D) DNAAF3 patient’s cilia lacking both outer and 
inner dynein arms (arrows), reprinted with permission from Mitchison et al. Nat Genet. 2012 Mar 4;44(4):381–389 [159]. 
(E) Control with central pair appendage (arrow) and (F) Hydin patient cilia with missing central pair appendage (arrow) 
visualized by image averaging, reprinted with permission from Olbrich et al. Am J Hum Genet. 2012 Oct 5; 91(4):672–684 
[160] (G) disorganized peripheral microtubules and (H) acentric central pair, as well as (I) supernumerary central pairs 
seen in the cilia of CCDC40 patients, reprinted with permission from Antony et al.Hum Mutat. 2013 Mar; 34(3):462–472 
[161]. (J) Graphical demonstration of a normal motile cilia movement pattern compared with the pattern observed in 
DNAH9 dysfunction (immotile distal half), DNAH11 dysfunction (immotile proximal half), and DNAH5 dysfunction 
(complete immobility), with recovery strokes shown in black. 

The first proof that ciliary and flagella beating depends on outer dynein arms dates 
back to 1973, when B. H. Gibbons and I. R. Gibbons extracted the sea urchin sperm and 
found that removing outer dynein arms reduced flagella motility and showed that the 
beat frequency reduction was directly proportional to the number of arms removed [162]. 
Sea urchin studies were followed by investigations of Chlamydomonas, laying the indis-
pensable basis for future human PCD studies. Studies on these single celled biflagellate 
also contributed tremendously towards deciphering the structure and function of primary 
cilia. In 1985, Kamiya et al. emphasized the importance of ODAs in creating flagellar 
waveform movement using the Chlamydomonas Oda38 (Oda1) mutant, which lacked outer 

Figure 8. The clinical phenotype of PCD and the representative EM defects observed. (A) Chest X ray of patient showing
situs inversus, reprinted with permission from Loges et al. Am J Hum Genet. 2018 Dec 6; 103 (6):995–1008 [158]. (B) PCD
patient with bronchiectasis of the right and left lower lobes, reprinted with permission from Onoufriadis et al. Am J Hum
Genet. 2013 Jan 10; 92(1):88–98 [150]. (C–I) Cross section of the cilia with ultra-structural defects in comparison with the
control. (C) Control with outer and inner dynein arms (red arrows); (D) DNAAF3 patient’s cilia lacking both outer and
inner dynein arms (arrows), reprinted with permission from Mitchison et al. Nat Genet. 2012 Mar 4;44(4):381–389 [159].
(E) Control with central pair appendage (arrow) and (F) Hydin patient cilia with missing central pair appendage (arrow)
visualized by image averaging, reprinted with permission from Olbrich et al. Am J Hum Genet. 2012 Oct 5; 91(4):672–684
[160] (G) disorganized peripheral microtubules and (H) acentric central pair, as well as (I) supernumerary central pairs seen
in the cilia of CCDC40 patients, reprinted with permission from Antony et al.Hum Mutat. 2013 Mar; 34(3):462–472 [161].
(J) Graphical demonstration of a normal motile cilia movement pattern compared with the pattern observed in DNAH9
dysfunction (immotile distal half), DNAH11 dysfunction (immotile proximal half), and DNAH5 dysfunction (complete
immobility), with recovery strokes shown in black.

The first proof that ciliary and flagella beating depends on outer dynein arms dates
back to 1973, when B. H. Gibbons and I. R. Gibbons extracted the sea urchin sperm and
found that removing outer dynein arms reduced flagella motility and showed that the beat
frequency reduction was directly proportional to the number of arms removed [162]. Sea
urchin studies were followed by investigations of Chlamydomonas, laying the indispensable
basis for future human PCD studies. Studies on these single celled biflagellate also con-
tributed tremendously towards deciphering the structure and function of primary cilia. In
1985, Kamiya et al. emphasized the importance of ODAs in creating flagellar waveform
movement using the Chlamydomonas Oda38 (Oda1) mutant, which lacked outer dynein arms.
Oda38 mutants displayed only a subtle change in the flagellar beta amplitude, however
when stimulated with intense light, the mutants did not swim backward, in contrast with
wildtype algae [163]. An Oda1 follow up study from 1987 using a range of outer dynein
arm mutants (Oda38, Oda41, pfl3A, and supPfl) and inner dynein arm mutants (ida98 and
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pf30) further confirmed that outer dynein arms are critical for flagellar beat frequency, with
a greater reduction of the beat frequency observed in ODA mutants, but IDA mutants
showing a reduction in the wave amplitude, affecting the sliding velocity [164]. Ic78, the
intermediate chain Chlamydomonas mutant, had missing outer dynein arms and showed
slow irregular movement [165]. A candidate gene screen based on this mutant led to the
identification of its human homologue DNAI1 and to the association of this gene with
PCD [166]. Oda2 mutant Chlamydomonas facilitated the identification of the DNAH5 locus
in PCD patients with missing outer dynein arms [167]. Pf22, a dynein assembly factor
Chlamydomonas mutant that was non-motile, with short flagella, ODA assembly defects,
and also with missing inner dynein arms, assisted in proving the association of human
DNAAF3 with PCD [159].

To date, genetic defects in more than 40 genes have been found to cause PCD or
mucociliary clearance disorders (Table 1), explaining 50−80% of the cases, depending
on the investigated population [168,169]. PCD can be caused by defects in any of the
motility apparatus component (Figure 4); however, dynein arm defects account for the
majority of cases [169]. Among the PCD genes identified to date, 12 genes cause only
ODA defects, disrupting the ODA complex or by inhibiting the attachment of the outer
dynein arm to the microtubules. In contrast, 11 genes that encode the dynein assembly
factor, as well as CCDC103, a dynein arm attachment gene, show defects in both dynein
arms [169] while the term primary ciliary dyskinesia originates from observations of
dyskinetic cilia in patients with dynein arm defects [169,170]. Ciliary motility defects and
ultra-structural defects are variable, depending on the underlying gene defect. Mutations
in the components of the same complex can cause different beating defects, depending on
the severity of the loss of function defect. For example, mutations in DNAH5, an ODA
heavy chain, cause immotile cilia [171]. However, the loss of function of NME8, an ODA
intermediate chain, does not change the ciliary beat frequency significantly [172]. The loss of
function of DNAH9 affects the distal localization of ODA components with defective distal
movement of the cilia. In contrast, DNAH11 loss of function results in, defective proximal
ODA subunits and proximal ciliary movement impairment [158] [103,104]. Mutations
in ODA docking complex genes usually cause a complete absence of outer dynein arms
and static cilia [168]. Mutation in CFAP57, an inner arm assembly component, causes a
mild respiratory phenotype, where ciliary movement shows heterogeneous waveforms
with reduced frequency, and patients do not show any defect in the ultra-structure of the
cilia [173]. PCD patients with only inner dynein arm defects are difficult to diagnose; often,
repeat collection of samples for EM and ciliary beat pattern analysis is required [174]. A
lack of function of several different dynein assembly factors causes the absence of inner and
outer dynein arms in respiratory cilia, resulting in a static cilia phenotype in this cohort of
PCD patients [168]. Mutations in the axonemal 96 nm rulers CCDC39 and CCDC40 result
in a disorganized arrangement of microtubules, reduction or absence of inner dynein arms,
and defective radial spokes, and nexin links patients have non-coordinated movement
of the cilia [161,175,176]. The absence of C2b projections of the central pair observed in
patients with HYDIN mutations can be visualized only by EM tomography, and ciliary
movement defects due to loss of HYDIN are subtle, causing diagnostic difficulties [160].
Representative EM images of ciliary defects observed in axonemal dynein related ciliopathy
are given in Figure 8.
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Table 1. Known PCD genes with ciliary defects observed.

Sl. No Gene Name Protein Function EM Description and Beat Pattern of
Respiratory Cilia

Laterality
Defects OMIM

1 DNAH5 ODA Heavy Chain Absence of ODAs
Immotile cilia yes 603335

2 DNAH11 ODA Heavy Chain

Partial reduction of ODAs in the proximal
region

Stiffness and reduced beating in the
proximal region of the cilia

yes 603339

3 DNAH9 ODA Heavy Chain

Partial reduction of ODAs in the distal
region

Impaired ciliary bending at the distal end
the of cilia

yes 603330

4 DNAI1 ODA Intermediate
Chain

Absence or truncated ODAs
Immotile cilia yes 604366

5 DNAI2 ODA Intermediate
Chain

Absence of ODAs
Minimal residual motility yes 605483

6 DNAL1 ODA Light chain Absence of ODAs
Reduced/absent motility yes 610062

7 NME8 ODA Intermediate
Chain

Shortened or absent ODAs
Normal beat frequency yes 607421

8 CCDC114 ODA docking
complex

Absence of ODAs
Large areas of static cilia with 1–2 cilia

showing stiff movement
yes 615038

9 ARMC4 ODA docking
complex

Reduction of ODAs
Reduce beat frequency and amplitude or

static cilia
yes 615408

10 CCDC151 ODA docking
complex

Absence of ODAs
Static cilia yes 615956

11 TTC25 ODA docking
complex

Absence of ODAs
Static cilia yes 617095

12 MNS1 * ODA docking
complex

Slight reduction of ODAs
Ciliary motility is not altered significantly Yes 610766

13 CCDC103 Dynein arm
attachment

Absent or defective ODAs and IDAs
Static cilia yes 614677

14 DNAAF1 Dynein
preassembly factor

Absent or defective ODAs and IDAs
Static cilia yes 613190

15 DNAAF2 Dynein
preassembly factor

Absent or defective ODAs and IDAs
Static cilia yes 612517

16 DNAAF3 Dynein
preassembly factor

Absent or defective ODAs and IDAs
Static cilia yes 614566

17 DNAAF4 Dynein
preassembly factor

Absent or defective ODAs and IDAs
Static cilia yes 608706

18 DNAAF5 Dynein
preassembly factor

Absent or defective ODAs and IDAs
Static cilia yes 614864

19 LRRC6 Dynein
preassembly factor

Absent or defective ODAs and IDAs
Static cilia yes 614930

20 ZMYND10 Dynein
preassembly factor

Absent of ODAs and IDAs
Static cilia yes 607070

21 SPAG1 Dynein
preassembly factor

Absent or defective ODAs and IDAs
Static cilia yes 603395
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Table 1. Cont.

Sl. No Gene Name Protein Function EM Description and Beat Pattern of
Respiratory Cilia

Laterality
Defects OMIM

22 C21ORF59 Dynein
preassembly factor

Absent or defective ODAs and IDAs
Static cilia yes 615494

23 PIH1D3 Dynein
preassembly factor

Absent or defective ODAs and IDAs
Static cilia yes 300933

24 CFAP300 Dynein
preassembly factor

Absent or defective ODAs and IDAs
Static cilia yes 618058

25 CCDC164
Nexin Dynein

Regulatory
Complex (N-DRC)

Missing N-DRC links
Reduced amplitude and stiff compared

with the control
no 615288

26 CCDC65
Nexin Dynein

Regulatory
Complex (N-DRC)

Normal ODAs, reduction in IDAs and
nexin links, and MT disorganization

Dyskinetic or hyperkinetic cilia
no 611088

27 GAS8
Nexin Dynein

Regulatory
Complex (N-DRC)

Misaligned outer doublet MTs
Subtle reduction in the beating amplitude

compared with the control
no 605178

28 CCDC39 96-nm Axonemal
ruler

Axonemal disorganization with
mislocalized peripheral MTs, absence of the
central pair, supernumerary central pairs,

reduction or absence of inner dynein arms,
and defective radial spokes and nexin links
Reduced amplitude with rigid axonemes
that showed fast, flickery movements and

defective beat regulation

yes 613798

29 CCDC40 96-nm Axonemal
ruler

Axonemal disorganization with
mislocalized peripheral MTs, absence of the
central pair, supernumerary central pairs,

reduction or absence of inner dynein arms,
and defective radial spokes and nexin links
Reduced amplitude with rigid axonemes
that showed fast, flickery movements and

defective beat regulation

yes 613799

30 CFAP57 Important for
assembly of IDAs

Normal EM
Heterogeneous waveforms in ciliary
movement with reduced frequency

Single case, no
laterality defect

reported
614259

31 MCIDAS Transcription
factor

Reduced number of cilia and basal bodies,
and immotile cilia No 614086

32 FOXJ1 Motile ciliogenesis

Reduced number of cilia, and mislocalized
basal bodies

Stiff beating pattern with a reduced beat
amplitude

yes 602291

33 CCNO Amplification of
centrioles

Reduced number of cilia and the few cilia
present are motile No 607752

34 RSPH1 Radial spoke head

Central complex and radial spoke
abnormalities, different ciliary beating

patterns (cilia with a normal beat frequency
combined with abnormal motion, immotile

cilia and cilia with a slowed beat
frequency)

No 609314
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Table 1. Cont.

Sl. No Gene Name Protein Function EM Description and Beat Pattern of
Respiratory Cilia

Laterality
Defects OMIM

35 RSPH4A Radial spoke head Central complex abnormality and
abnormal circular movement No 612647

36 RSPH9 Radial spoke head Central complex abnormality and
abnormal circular movement No 612648

37 RSPH3 Radial spoke stalk

Central complex abnormality, absence of
radial spokes,

coexistence of immotile cilia, and motile
cilia with movements of a reduced

amplitude

No 615876

38 DNAJB13 Radial spoke neck Central complex abnormality, lower
beating frequency with reduced amplitude No 610263

39 HYDIN Central apparatus
Lacking C2b projection of the central pair,

central pair number abnormality, and
reduced beating amplitudes

No 610812

40 STK36
Between central
pair and radial

spoke

Central complex and basal foot
abnormality, lacked coordinated beating,
and stiff beating pattern with a reduced

amplitude

No 607652

41 SPEF2 Central apparatus Central complex abnormality and
reduced beating amplitudes No 610172

42 CFAP221
Central pair
projection

component

Normal ciliary structure and reduced beat
frequency with abnormal circular

movement
No 618704

43 RPGR Transitional zone

Mixture of motile and immotile cilia and
absence of various axonemal structures

(dynein arms, the central pair, and nexin
links)

No 312610

44 OFD1 Basal body Normal ciliary structure
Impaired ciliary motility No 300170

45 GAS2L2
Basal body, basal
feet, rootlets, and

actin filaments

Normal ciliary structure, and
defects in the orientation of cilia with
asynchronous and hyperkinetic beat

patterns

No 611398

46 LRRC56 Intraflagellar
transport

Normal ciliary structure and
severely dyskinetic cilia Yes 618227

*—laterality defect and male infertility, no PCD; ODAs—outer dynein arms; IDAs—inner dynein arms; EM—electron microscopy;
NA—not available.

Embryonic nodal cilia differ from other motile cilia, as they lack the central pair and
therefore also radial spokes. The embryonic node is the main left-right organizing center
in mammals, including humans; hence, mutations in the genes encoding central pair or
radial spoke components result in a PCD phenotype, but no laterality defects. Vice versa,
laterality defects can also be caused by mutations in genes unrelated to cilia motility, but
instead encoding for components of sensory cilia or signaling pathways crucial for left-
right patterning such as PKD2, NPHP, ZIC3, and NODAL [156]. Heterotaxy can result
in complex heart defects requiring extensive surgical measures, leading to symptoms
which may cover up an underlying PCD phenotype [153,155]. Unfortunately, by far not all
laterality defect patients are investigated for PCD, and it is likely that many PCD cases are
missed. This is tragic, as the early start of supportive therapy such as antibiotics, inhalation,
and physiotherapy can slow down lung damage progression dramatically.
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Mouse mutants of both dynein heavy chains DNAH5 and DNAH11 show heterotaxy
and congenital heart defects. DNAH5 mutant mice also present with reduced ependymal
flow and frequently develop hydrocephalus [177–179]. Interestingly, DNAH11 mutant mice
have immotile respiratory cilia in contrast to humans, where cilia motility is not entirely
abrogated but a rather stiff high frequency beating pattern can be observed [103,180].
Likewise, while the majority of PCD mouse models develop hydrocephalus causing high
lethality, human PCD patients rarely do [181].

Air−liquid interphase culture of primary epithelial cells from PCD patients are a
useful additional tool to study the ciliary beating pattern and ciliary structure abnormalities
aseffects caused by recent viral or bacterial infections mimicking PCD confounding PCD
diagnostics can be excluded [182].

PCD diagnosis is complicated, and ideally should be based on a combination of
several different tests, namely: low nasal nitric oxide (nNO) levels (<77 nL/min) [183],
electron micrograph (EM) of ciliary sections, and high speed video microscopy (HSVM)
recordings of ciliary movement [184]. Nonetheless, the practice of using EM and HSVM is
impeded by the requirement of specialized microscopes. In addition, approximately 30%
of PCD patients show a normal ultrastructure in EM [185]. Diagnosis should therefore be
complemented by the immunofluorescence analysis of the nasal motile cilia in order to
visualize potentially missing motility components or demonstrate mislocalization [186].
This is particularly helpful in cases with subtle motility defects in video microscopy or
normal EM findings. As a gold standard, PCD diagnostics should also contain genetic
analysis. Genetic screening is particularly helpful to secure a PCD diagnosis in cases with
subtle or no motility or EM defects, as well as generally to classify the underlying molecular
defect.

8. Conclusions and Future Prospects

Enabling fluid propelling by motile cilia movement and cargo transport in non-motile
cilia, dynein motors power the development, survival, and wellbeing of human beings.
Hence, understanding the structure and function of these ciliary motors has made a
great impact on understanding vertebrate development and human ciliopathy diseases.
While the genetic basis of IFT dynein related conditions is clear by now, there will likely
be additional axonemal dynein defects to be unraveled in the future, aiding in a swift
diagnosis for PCD patients. For IFT dynein defects, the neonatal or intra uterine death of
the affected human individuals hinders the availability of the patient material necessary for
studying the pathomechanism of the phenotype. Recreating hypomorphic patient alleles
in cell models could help in delineating the molecular mechanism underlying this disease.
Ameliorating ciliary dynein defects is an ultimate aim—here, gene therapy approaches and
pharmacological approaches could hold promising outlooks.
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