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Abstract

Primary cilia are microtubule-based organelles that assemble and protrude from the surface of most mammalian cells
during quiescence. The biomedical relevance of cilia is indicated by disorders ascribed to cilia dysfunction, known as
ciliopathies, that display distinctive features including renal cystic disease. In this report, we demonstrate that vacuolar
protein sorting 39 (VPS39), a component of the homotypic fusion and vacuole protein sorting (HOPS) complex, acts as a
negative regulator of ciliogenesis in human renal cells, by controlling the localization of the intraflagellar transport 20
protein at the base of cilia through autophagy. Moreover, we show that VPS39 controls ciliogenesis through autophagy also
in vivo in renal tubules of medaka fish. These observations suggest a direct involvement of the HOPS complex in the
regulation of autophagy-mediated ciliogenesis and eventually in target selection. Interestingly, we show that the impact of
autophagy modulation on ciliogenesis is cell-type dependent and strictly related to environmental stimuli. This report adds
a further tile to the cilia-autophagy connection and suggests that VPS39 could represent a new biological target for the
recovery of the cilia-related phenotypes observed in the kidneys of patients affected by ciliopathies.

Introduction

Primary cilia protrude from plasma membranes of almost all
mammalian cells and represent highly dynamic organelles
that assemble when cells exit cell cycle (1, 2). These organelles
are composed by a microtubule-based structure, the axoneme,
which forms by nucleation from the basal body that originates
from the mother centriole of the centrosome (3, 4). Primary cilia
lack protein synthesis and rely on the intraflagellar transport
(IFT) and the trafficking machinery to dynamically deliver or to
remove ciliary components to ensure cilia biogenesis, axoneme
elongation and cilia maintenance (5). Cilia play critical roles in

various biological processes such as motility, sensory perception
and signaling (6) by sensing the extracellular environment and
detecting mechanical forces (e.g. fluid flow in kidney tubules),
signaling molecules (e.g. hedgehog ligands and growth factors),
chemical compounds (e.g. olfactory molecules) or physical cues
(e.g.light on the retina) (7). Ciliogenesis is thus highly influenced
by extracellular stimuli and serum starvation is widely used to
induce ciliogenesis in cultured confluent cells (8).

The biomedical relevance of cilia is demonstrated by a
specific class of disorders, known as ciliopathies, due to
mutations in genes encoding proteins localized at cilia and/or
necessary for cilia formation, maintenance and function (9).
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Ciliopathies include rare and more common conditions [e.g. Oro-
Facial-Digital type I (OFDI) syndrome and autosomal dominant
polycystic kidney disease (ADPKD), respectively] with distinctive
features such as cystic disease affecting kidneys, liver, biliary
tract and pancreas, and developmental anomalies (9).

The molecular mechanisms that trigger cilia formation and
axonemal extension are not fully understood. In silico network-
based analysis dissecting the cilia/centrosome complex interac-
tome showed that many ciliary proteins are involved in protein
synthesis, protein folding and degradation (10). Recent studies
showed that primary cilia control macroautophagy, (hereafter
autophagy) and that, conversely, autophagy is one of the main
players in the regulation of ciliogenesis (11-17). Autophagy is
a self-degradative process necessary for balancing sources of
energy during development and in response to nutrient stress.
During autophagy induction, a number of autophagy-related
proteins (ATGs) orchestrate the formation of autophagosomes,
membranous organelles instrumental for this process (18,
19). Membrane targeting of the LC3 protein is essential for
autophagosome formation and LC3 detection is widely used
to monitor autophagy-related processes (20). The final steps of
autophagy include fusion of autophagosomes with lysosomes
to generate autophagolysosomes in which content degradation
results in recycling of nutrients back into the cytoplasm. This
process degrades the cytosolic material such as organelles and
aggregates, whereas selective autophagy involves recognition
and removal of specific targets, and is achieved through
autophagy receptors, such as p62 and NIDP52, that recognize
specific cargoes with whom are then degraded inside lysosomes
(reviewed in 21).

The link between autophagy and primary cilia is not well
defined. It has been shown that autophagy promotes ciliogen-
esis through selective degradation of the centriolar satellites
pool of the OFD1 protein (11). This protein is codified by the
CXORF5 transcript (22), which was subsequently named OFD1
when found to be mutated in the OFD type I syndrome (23).
OFD1 localizes at centrosome/basal bodies (24-26) and displays
a critical role in cilia formation in all tissues analyzed to date
(27-31). Conversely, Pampliega et al. (32) demonstrated that basal
autophagy acts as a negative regulator of ciliogenesis by degrad-
ing IFT20, a protein essential for cilia formation and assembly
(33). However, data published to date report contrasting results
concerning the role of autophagy in ciliogenesis and it has been
hypothesized that specific environmental stimuli could finely
regulate the interplay between autophagy and ciliogenesis in a
cell context dependent manner (see (34) for a review).

Different components are involved in the autophagic cas-
cade including the HOPS complex that, in addition to a well-
established role in the endocytic pathway, is also involved in
autophagolysosomes formation (35, 36). HOPS is a conserved
tethering complex made up of six vacuolar protein sorting (VPS)
proteins (VPS11, VPS16, VPS18, VPS33A, VPS41 and VPS39) (35,
37). In particular, VPS39, found associated to late endosomes
and lysosomes, promotes endosomes/lysosomes clustering and
their fusion with autophagosomes (38-42). In addition, VPS39
has been shown to directly bind LC3 to facilitate autophago-
somes/lysosomes tethering in Caenorhabditis elegans (43).

We recently demonstrated that the OFD1 protein controls
the translation rates of specific mRNAs including VPS39 that
represents the most abundantly enriched translational target
(26). In addition, we showed that VPS39 protein levels increase
in mutant kidneys of two different murine models of inherited
renal cystic disease (i.e. OFDI and ADPKD) (26). These obser-
vations prompted us to investigate the role of VPS39 in cilia
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dynamics. The in vitro and in vivo data, here presented, demon-
strate that VPS39 acts as a negative regulator of ciliogenesis
through autophagy. Moreover, we also show that VPS39 controls
IFT20 and OFD1 localization at the base of cilia in human renal
cells.

Results

Autophagy inhibits cilia elongation in human
renal cells

Ciliogenesis is a dynamic process and is strictly associated with
cell cycle. Serum starvation can induce cell quiescence (G1/GO0)
and thus ciliogenesis (44). Cell cycle timing is cell-type depen-
dent and we thus first defined the timing occurring for cilia
formation and axoneme elongation in Human Kidney (HK)2
cells. We cultured cells to confluence in serum rich medium and
subsequently starved them with serum-deprived medium for 16,
20, 24, 27 and 30 h. We then performed immunofluorescence
(IF) with an antibody against ARL13b to mark primary cilia. In
this system, cilia were visible 16 h after serum deprivation and
elongated up to 24 h (Fig. 1). At later stages (from 24 up to 30 h
of serum deprivation) cilia length remained constant (Fig. 1). We
thus defined 24 h of starvation as the timepoint needed for
HK2 cells to achieve full elongation of cilia. In early starvation
(within 24 h) cilia form and elongate, after 24 h the elongation is
complete and cilia maintenance takes place.

To further define the role of autophagy in cilia elongation,
we treated HK2 cells with different autophagy modulators:
BafilomycinAl (BafAl), an inhibitor of the autophagosomes-
lysosomes fusion, and Rapamycin (RAPA) or the Tat-Beclinl
(Tat-B1) peptide, which induce autophagy. Rapamycin is an
inhibitor of the Ser/Thr protein kinase mammalian target of
rapamycin, which regulates cell growth and metabolism in
response to environmental cues (45) while Tat-B1 acts on Beclin
1 (46), an essential autophagy protein involved in autophagic
vesicle nucleation (47). Confluent cells were incubated in serum-
deprived medium; drugs were added after 8 h and cells were then
incubated for additional 16 h. Our results indicate that treatment
with the autophagy inhibitor BafAl results in longer cilia
compared to controls (Fig. 2). Conversely, treatment with both
the autophagy inducers RAPA and Tat-B1 results in shorter cilia
(Fig. 2). The appropriate controls proved effectiveness of drug
treatments and are illustrated in Figure S1A. Contrary to what we
observed in HK2, previous reports demonstrated that suppres-
sion of autophagy results in impaired ciliogenesis in hTert-RPE1
cells (11, 16, 48, 49) and we confirmed that treatment of hTert-
RPE1 cells with BafA1l results in shorter cilia in our experimental
conditions (Figure S1B). All together these results demonstrate
that autophagy inhibits cilia elongation in HK2 cells, confirming
the so far only hypothesized concept that this degradative
process acts both as a negative or positive modulator of cilia
elongation depending on the cellular context (reviewed in 34).

VPS39 modulates cilia formation and elongation
through autophagy

We hypothesized that VPS39 could influence ciliogenesis, since
its overexpression results in autophagy induction, and its silenc-
ing inhibits autophagolysosomes formation and consequently
blocks autophagy in Drosophila larvae and in HeLa cells (38,
50). We first confirmed that VPS39 controls autophagy also in
renal cells by evaluating protein levels of LC3II and p62, in
VPS39-silenced cells and 3XFlag-hVPS39 (ovVPS39) overexpress-



1020 | Human Molecular Genetics, 2020, Vol. 29, No. 6

-FBS 16h

FBS 27h -FBS 30h

\

ARL13b - yTubulin

-FBS 20h

-FBS 24h

Cilia length um

0 16 20 24 27 30 hours

Figure 1. Cilia dynamics under serum deprivation in HK2 cells. ARL13b antibody (green) was used to mark primary cilia. Cilia elongated up to 24 h after starvation.
After this time the ciliary length remained constant. The basal body was marked with an anti-y Tubulin antibody (red). The graph shows the quantification of primary
cilia length. To evaluate significance One-way Anova test analysis of mean (no equal variance) with post hoc analysis was used (p-value < 2.2e-16).

ing cells. Our results indicate that loss of VPS39 blocks autophagy
in HK2 cells, as shown by increased levels of LC3II and p62
protein levels (Figure S2A). Conversely, cells transfected with
ovVPS39 and treated with BafA1l showed increased degradation
rates of LC3II and p62, suggesting that the autophagic flux is
enhanced in VPS39 overexpressing cells compared to controls
(Figure S2B).

We then wondered whether modulation of VPS39 protein
levels influences ciliogenesis in HK2 cells and examined primary
cilia in 24 h-medium starved cells. Our results indicate that
VPS39-overexpression had a strong effect on cilia formation,
as over 80% of cells did not retain primary cilia (Fig. 3A), and
the remaining ciliated cells showed shorter cilia (Figure S3).
Consistent with these observations, cilia length increases in
VPS39-silenced cells compared to controls (Fig. 3B). While the
number of ciliated cells did not vary between controls and
siVPS39 treated cells (Fig.3C). These observations suggest
that VPS39 is involved in cilia formation and elongation in
early phases of starvation (within 24 h) in renal cells. We
then asked whether VPS39 could regulate ciliogenesis through
autophagy. We thus treated VPS39-overexpressing and VPS39-
silenced cells with BafA1 (Fig. 3A) and the Tat-B1 peptide (Fig. 3B),
respectively, and examined cilia by IF. This analysis performed
with anti-ARL13b and anti-ytubulin antibodies revealed that
autophagy modulators BafAl and Tat-B1, which exert their
function in opposite direction in autophagic processes, rescue
the ciliary phenotype in both VPS39-overexpressing and -
depleted cells (Fig.3). Altogether these results demonstrate
that VPS39 controls ciliogenesis and cilia elongation through
autophagy.

VPS39 controls localization of IFT20 and OFD1
at the base of cilia

Recent reports demonstrated that autophagy-mediated degra-
dation in the pericentriolar region of specific ciliary targets (e.g.
IFT20 and OFD1) modulates ciliogenesis (11, 17, 32). We hypoth-
esized that VPS39 could be involved in the dynamic localization
of IFT20 and OFD1 at the base of cilia.

We first analyzed the subcellular localization of IFT20, a
positive regulator of ciliogenesis (51) during serum deprivation,
and performed IF experiments in wild-type (wt) HK2 cells fixed
at 16, 24, 27 and 30 h after serum removal. Our results indicate
that IFT20 accumulates after 16 h and up to 24 h of starvation to
promote ciliogenesis and decreases during prolonged starvation
(after 24 h), to avoid uncontrolled cilia elongation (Fig. 4A). We
then asked whether VPS39 could control the levels of IFT20 at
the basal body through autophagy to influence ciliogenesis.
We first verified by IF in wt cells the accumulation of IFT20
under treatment with BafAl (Fig.4B). The increased levels
of IFT20 were then confirmed after VPS39 silencing which,
similarly to BafAl treatment, blocks the autophagic flux.
Interestingly, IFT20 levels were rescued by Tat-Bl treatment
(Fig. 4B) indicating that VPS39 influences ciliogenesis by
controlling IFT20 localization at the base of cilia through
autophagy.

Autophagy-mediated degradation of the pericentriolar pool
of OFD1 induces cilia formation in hTert-RPE1 cells and mouse
embryonic fibroblasts (MEFs) demonstrating that the pericen-
triolar pool of OFD1 acts as negative regulator of ciliogenesis
(11, 17, 32). We thus evaluated the centriolar satellites distri-
bution of OFD1 in HK2 cells. We first analyzed the dynamic
localization of OFD1 during serum deprivation and found that, as
expected, the OFD1 pool at centriolar satellites decreases in early
starvation to allow cilia formation and accumulates later on to
avoid uncontrolled cilia elongation (Fig. 5A). We then quantified
the levels of pericentriolar OFD1 in VPS39-silenced cells and
found it decreased compared to control cells suggesting that
VPS39 controls also the pericentriolar levels of OFD1 in HK2 cells
(Fig. 5B). All together our results indicate that VPS39 controls the
subcellular localization of both positive and negative effectors of
ciliogenesis.

VPS39 influences ciliogenesis in renal tissue
through autophagy

Cilia dysfunction is commonly observed in models of renal cystic
disease and has been described in mutant kidneys of different
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Figure 2. Autophagy negatively regulates ciliogenesis in HK2 cells. Serum-deprived cells were treated with autophagy modulators: Bafilomycin A1 (BafA1), Rapamycin
(RAPA), Tat-Beclinl peptide (Tat-B1). In the graphs below the influence of autophagy on cilia length is represented as fold change. In all graphs, white bars correspond
to untreated (NT) cells, while black bars represent cells treated with autophagy modulators. Bars =10 pum. Hoechst (blue) was used to stain nuclei. Data are presented
as the mean + SEM. To evaluate significance t-test (graph in B, ***P-value < 0.005) was used. n=number of replicates.

Ofd1-inactivated in vivo models (26-28). We asked whether VPS39
could have a role in ciliogenesis in vivo and we overexpressed
VPS39 in medaka fish (Oryzias latipes) by transiently injecting the
human VPS39 (hVPS39) mRNA into 1/2 cell stage (st) embryos.
Fish were sacrificed at st36 since VPS39 overexpression is not
maintained after hatching stage (Fig. 6A); moreover, at this stage
pronephron differentiation is complete (52). We marked primary
cilia with an antibody against the acetylated-tubulin previously
shown to stain cilia in fish models (53, 54) and IF analysis
revealed impaired ciliogenesis in renal tubules of VPS39-injected
fish compared to controls (Fig. 6B). We finally treated VPS39-
injected fish with Chloroquine (CQ), a negative regulator of
the autophagic flux. CQ-treated fish did not display any gross
abnormalities and the treatment did not have evident effect on
cilia (data not shown). However, CQ-treated VPS39-injected fish
showed a partial rescue of the ciliated cells (Fig. 6B) indicating

that also in vivo VPS39 is able to control ciliogenesis through
autophagy.

Discussion

Recent experimental evidence indicates that ciliogenesis
and autophagy are reciprocally regulated (11, 13, 16, 32).
However, the identity and defined role of the main players,
the timing of action and the conditions in which the intricated
cilia-autophagy crosstalk takes place need to be established
(34). In this report, we demonstrate for the first time that VPS39
a component of the HOPS complex, with a well characterized
function in late endosome-lysosome fusion (38-42), and
more recently also implicated in autophagosomes/lysosomes
tethering, directly influences ciliogenesis through autophagy
both in human renal cells and in Orizias latipes renal tubules.
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Figure 3. VPS39 controls cilia formation and elongation in HK2 cells through autophagy. (A) HK2 cells overexpressing 3XFlag-hVPS39 (red) stained with Arl13b antibody
(green) do not display primary cilia. Treatment with Bafilomycin (BafA1) recovered cilia. Quantification of ciliated cell is reported in the graph on the right. In total, 15% of
cells overexpressing 3XFlag-hVPS39 (ovVPS39) retained the primary cilium (gray bar) compared to the number (60%) of ciliated untransfected cells (white bar). Analysis
of untransfected and ovVPS39-treated cells was performed on cells plated on the same slide. Treatment with BafA1 recovered the presence of primary cilia in cells
overexpressing 3XFlag-hVPS39 (black bar). (B) VPS39-silencing resulted in longer cilia (right upper panel) quantified in the graph (gray bar). Cilia length was rescued by
treatment with Tat-Beclin1 (Tat-B1, left lower panel and black bar in the graph). The basal body was marked with an anti-y Tubulin antibody (red). Bars = 10 pm. Hoechst
(blue) was used to stain nuclei. (C) Histograms show the quantification of percentage of ciliated cells. No differences were observed between VPS39-silenced cells and
control. Data are presented as the mean +SD (graph in A and C) and mean + SEM (graph in B). Proportion-test (A) and two-way Anova test (B) with post hoc analysis
were used to evaluate significance ***P-value < 0,005; *P-value < 0.05. n=number of cells (graph in A and C) and number of replicates (graph in B). ns =not significant.

The first and so far, only example of an autophagy
component that directly controls ciliogenesis is represented
by VPS15 encoding for a regulatory subunit of the class III
phosphatidylinositol 3-phosphate lipid kinase VPS34. VPS15 is
essential for the formation of UVRAG/Beclinl and Atgl14L/Beclinl
complexes, which are required for membrane trafficking and
autophagy, respectively (55, 56). Mutations in the VPS15 gene
result in cilia abnormalities, due to defective formation and/or
release of IFT20 positive vesicles from the cis-Golgi (57).

Different reports suggest that autophagy positively controls
primary cilia formation and elongation in a number of cell lines
(RPE, MEFs and human lung cancer cells) (11, 13, 49, 58, 59).
In contrast, it has been shown in MEFs that autophagy is not
required for cilia formation as Atg5 depleted cells do not display
defective cilia that instead developed faster and appeared longer

compared to controls upon serum removal (32). Moreover,
Struchtrup and colleagues described increased cilia length
upon autophagy inhibition in MEFs and reduction of this cilia
parameter after autophagy activation in the same cells (48).
On the same line, it was demonstrated that exposure to
cigarette smoke with consequent enhanced autophagy results
in decreased length of epithelial motile cilia (60). Here we
show that blocking of the final steps of autophagy promotes
cilia elongation in human renal cells, and conversely inhibits
ciliogenesis in retinal cells. Altogether these observations
suggest that autophagy may have a cell context depen-
dent role in cilia formation and maintenance implying that
autophagy players and ciliary cargoes may differ according to the
cell-type under study and to the experimental conditions used.
Analysis of tissue-specific expression of autophagy players and
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Figure 4. VPS39 controls localization of the pericentriolar pool of IFT20 trough autophagy. (A) IFT20 centrosomal dynamics in serum deprivation. IFT20 (green)
accumulates up to 24 h after serum deprivation and decreases during prolonged starvation around the centrosome, marked with ytubulin (red). (B) IFT20 (green)
accumulates around the centrosome in VPS39-silenced (siVPS39) cells (top middle panel and dark gray bar in the graph) and in cells treated with Bafilomycin (BafA1l,
lower panel and light gray bar in the graph) compared to controls (top first panel and white bar in the graph). The accumulation is rescued in siVPS39 cells treated with
Tat-Beclin1 (TatB-1). Bars = 10 pm. Hoechst (blue) was used to stain nuclei. Data are presented as the mean = SEM. Two-way Anova test was used to evaluate significance

***p-value < 0.005. n=number of replicates.

co-factors could help in understanding why the same biological
process has opposed effects in different tissues and could give
information about the cell-dependent role of autophagy in
mediating protein degradation to regulate ciliogenesis.
Moreover, different experimental culturing conditions could

influence the reproducibility of experiments and explain the
discrepancy of results generated in different laboratories. On
the basis of our experience, we propose and recommend that
detailed information on the experimental culturing conditions
and of the stage of cilia development under study (formation,
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Figure 5. Loss of VPS39 decreases the satellite pool of OFD1. (A) OFD1 centrosomal dynamics in serum deprivation. OFD1 (green) decreases in the pericentriolar region
up to 24 h after serum deprivation and increases during prolonged starvation. (B) OFD1 (green) levels decrease around the centrosome in VPS39-silenced (siVPS39)
cells (left panels and black bar in the graph) Bars =10 pm. Hoechst (blue) was used to stain nuclei. Data are presented as the mean + SEM. t-test was used to evaluate

significance ***P-value < 0.005. n=number of replicates.

elongation or maintenance) should always be described in
such studies. This would be the only condition to ensure
reproducibility of experiments and comparison of results
generated in different laboratories.

Cilia impairment and unbalanced autophagic flux have been
associated to renal cystic disease (34, 61), one of the commonest

inherited disorders for which an effective therapy is still not
available. Data generated in vivo from different laboratories indi-
cate a role for autophagy in renal physiology. It has been reported
that basal autophagy represents a key homeostatic mechanism
to maintain proximal tubules/podocyte integrity (62-64). In
addition, autophagy, which is upregulated by stress stimuli such
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Figure 6. VPS39 influences ciliogenesis in vivo. (A) Expression of human (h) VPS39 mRNA transiently injected in medaka fish embryos (1/2 cell stage). Fish were collected
at stage36 and 9-(hatching), 11- and 13-days post-injection and mRNA levels were analyzed by real-time PCR. Expression levels of hVPS39 were maintained up to day 9
(hatching stage) in injected fish (black bars) compared to controls (white bars). (B) IF with acetylated tubulin (red) revealed that hVPS39 overexpression (middle panels)
results in fewer ciliated renal tubule cells compared to controls (upper panels). When fish are treated with CQ an increased number of ciliated cells was detected. DAPI
was used to stain nuclei. One tail t-test was used to evaluate significance. Data are presented as the mean & SEM. **P-value < 0.01.

as renal ischemia and nephrotoxins, has been described as a
surveillance sensor for renal cells (49, 65). Moreover, unbalanced
autophagy has been associated to different renal cystic disease
mutants. Decreased autophagy has been described in mutant
kidneys of an autosomal recessive polycystic kidney disease
(ARPKD) murine model (66), and increased autophagy was
shown to improve the phenotype in ADPKD zebrafish models
(67). On the other hand, increased autophagy has been reported
in precystic kidneys in aqua-porin11 null mice (68) and an ARPKD
rat model in which pharmacological inhibition of autophagy
significantly reduced cysts growth (69). Finally, we now report
that impaired ciliogenesis occurs after autophagy induction
mediated by VPS39 overexpression in in vivo and in vitro renal
models. Our study now provides a novel player of the cilia-
autophagy axis in kidneys, VPS39, whose expression levels are
significantly increased in two different murine models of renal
cystic disease (26). To the best of our knowledge, this is the first
report of a component of the HOPS complex directly involved in
ciliogenesis and possibly in renal function.

In conclusion, we now report the characterization of an
additional player in the field of autophagy-mediated control
of ciliogenesis, the VPS39 protein, which could represent a
new biological target for the recovery of the cilia-associated
phenotypes observed in kidneys of ciliopathy patients. Moreover,
the data here presented open new questions with regards to
tissue specificity and selective target degradation in the fine
regulation of autophagy-mediated ciliogenesis.

Material and Methods
Cell lines

HK2 cells were cultured in DMEM/F-12 (Dulbecco’s modified
Eagle’s Medium: Nutrient Mixture F-12; Thermofisher) medium
supplemented with 5% of fetal bovine serum (FBS), 1% penicillin

and streptomycin (P/S), 1% ITS (Insulin, Transferrin and Sodium
Selenite media supplement, from SIGMA 11884), 1% Glutamine.
hTert-RPE-1 (Retinal Pigmented Epithelial Cells) were grown in
D-MEM/high glucose medium (Thermofisher) with 10% FBS, 1%
Glutamine and 1% P/S.

Nutrient deprivation was achieved by growing cells in
DMEM/F-12 or D-MEM/high glucose 1% P/S. Cells were cultured
at 37°C in a 5% CO, atmosphere. Throughout the paper when
we refer to starved cells, we mean 24 h starved cells.

Constructs and cell transfection

The hVPS39 coding sequence was cloned in the p3XFlag-CMV-
14 plasmid. For Medaka experiments, hVPS39 was cloned in the
pCS2+ vector, as described in (70). HK2 cells were transfected
using TransIT®-LT1 transfection reagent from Mirus, following
manufacturing instructions. Cells were plated, transfected and
reached 100% confluency after 24 h. Cells were then brought to
quiescence by serum deprivation for 24 h, and thus collected
after 48 h (24 h + 24 h) after transfection.

Drug treatments

To induce ciliogenesis, HK2 cells were grown to 100% density
and brought to quiescence by adding FBS-deprived medium for
24 h. To modulate autophagy cells were treated with drugs for
16 h in FBS-deprived medium (for a total time of 24 h of serum
starvation). Drug concentrations: 50 nM Bafilomycin A1l (B1793,
Sigma-Aldrich), 4 pM Tat-Beclinl D11 (NBP2-49888 NovusBio)
and 100 nM Rapamycin (R0395 from SIGMA).

RNA interference

HK2 cells were transfected with the ON-TARGET plus smart
pool siRNAs against the hVPS39 transcript (L-014052-01 Dhar-
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macon) or ON-TARGETplusNon-Targeting Pool (D-001810-10-20;
Thermo Scientific Dharmacon), using INTERFERIN from Polyplus
following manufacturing instructions. Cells were incubated in
complete medium for 72 h and grown to 100% density, then they
were starved with FBS-deprived medium for 24 h. Cells were then
collected 96 h after transfection for western blot (WB) analyses,
or they were fixed for IF staining.

RNA extraction and real-time PCR

Total RNA from whole HK2 lysates was purified on RNeasy
Columns (Qiagen). Total RNA from whole medaka embryos
was purified using QIAzol Lysis Reagent (79306, QIAGEN) and
the miRNeasy Mini Kit (217 004, QIAGEN). cDNAs were obtained
using the SuperScript First-Strand kit (Invitrogen). Real-time PCR
methods were previously described (71). Primers used to amplify
the hVPS39 transcript were: Fw ACCACAGCAAACTCCACACC and
Rv AAATCCGCTCTTCCTGGACC. The Hypoxanthine-guanine
phosphoribosyltransferase (HPRT) transcript was used as
reference for experiments in both human and medaka systems.
Primers for hHPRT and Medaka olHprt were described in (71).
For each experiment, three technical replicates were performed.
Analyses were performed at least three times.

WB analysis

HK2 cells were collected in a lysis buffer, composed by 20 mM
TrisHCI at pH 8, 5% v/v glycerol, 138 mM NacCl, 2.7 mM KCl,
1% NP40, supplemented with proteases inhibitor (P8340, Sigma-
Aldrich). The antibodies used for the analysis were: LC3B (NB100-
2220, Novus Biologicals 1:1000), Phospho-S6 (2211, Cell Signal-
ing 1:10000), B-Actin (A5441, Sigma-Aldrich 1:1000), GAPDH
(sc-515381, Santa Cruz Biotechnology 1:2000), FLAG (F1804,
Sigma-Aldrich 1:1000), SQSTM1 (H00008878-M01, Abnova 1:500),
VPS39 (S-14) (sc-104761, Santa Cruz Biotechnology 1:200).
Secondary antibodies were from GE Healthcare Life Sciences.
Analyses were performed at least three times.

Immunofluorescence

Cells were fixed with cold methanol for 5 min. VPS39-
silenced cells were fixed 96 h after the silencing while VPS39-
overexpressing cells were fixed 72 h after transfection, blocking
and permeabilization were achieved in 0.2% Triton X-100,
10% FBS in PBS. For LC3 detection blocking/permeabilization
solution was performed with 0.5% bovine serum albumin (BSA),
0.05% saponin, 50 nM NH4Cl, 0.02% NaN3, in PBS 1X, pH 7.2-
7.4). Primary antibodies were: ARL13b (17711-1-AP, Proteintech
1:1000), y-tubulin (GTU-88, Sigma-Aldrich 1:5000), FLAG-M2
(F3165, Sigma-Aldrich 1:250), IFT20 (13615-1-AP, Proteintech
1:100), OFD1 (HPA031103, Sigma-Aldrich 1:800), LC3B (NB100-
2220, Novus Biologicals 1:400). Secondary antibodies Alexa
Fluor® IgG were from Thermo Fisher Scientific (1:800). Hoechst
33342 (14522, Sigma-Aldrich 1:1000) was used to stain nuclei.
Confocal fluorescence microscopy and image processing were
performed, as described in (72). The significance of the results
was calculated by Student’s t-test or Anova and reported as

P-value.

Definition of the pericentriolar region. We acquired images by
confocal microscopy and drew a cube of 2 pm?® around the cen-
trosome to define the pericentriolar region, as described in (73).
The acquisition of z-stack imagines was performed collecting 6
slices for sample.

Medaka fish stocks

Medaka fish (O. latipes) of the cab strain were maintained in
the in-house TIGEM facility (28°C on a 14/10 h light/dark cycle).
Embryos were staged, as described in (52).

Ethical statement: All studies on fish and mice were
conducted in accordance with ARRIVE guidelines for animal
research and approved by the Italian Ministry of Health;
Department of Public Health, Animal Health, Nutrition and Food
Safety in accordance to the law on animal experimentation
(article 7; D.L. 116/92; protocol number: 389/2015-PR and
575/2017-PR). All animal treatments were reviewed and approved
in advance by the Institutional Ethics Committee at the Telethon
Institute of Genetics and Medicine (Pozzuoli, Italy).

mRNAS injections

hVPS39 mRNA was transcribed in vitro from pCS2+ plasmids
using the mMESSAGE mMACHINE® High Yield Capped RNA Tran-
scription Kit (SP6 Kit, 1340, Ambion) according to the manufac-
turer’s instructions. Three hundred nanograms of hVPS39 mRNA
was injected into medaka fertilized embryos at the one/two-cell
stage, as described in (70).

Drug treatments in medaka fish

Stage 32 embryos were dechorionated and incubated for 24 h
in 100 pM CQ (Sigma-Aldrich), as described in (74). Drugs were
diluted in the embryo medium. Control embryos were grown in
the embryo medium. At least 3 independent experiments were
performed for each condition.

Immunofluorescence on medaka fish

The animals were subjected to anesthesia at st36 and then
fixed with 4% Paraformaldehyde (PFA) in PTW (PBS and 0.1%
TWEEN®20). The samples were included in 15% sucrose and 7.5%
gelatin and rapidly frozen with N-Pentane and liquid nitrogen.
Sections were incubated with 10% FBS, 2% BSA, 0.2% Triton X-
100 in PBS and IF were performed, as described in (74). Pri-
mary antibody: acetylated-tubulin (T6793, Sigma-Aldrich 1:100).
Secondary antibodies were Alexa Fluor® IgG (Thermo Fisher
Scientific 1:500). Hoechst 33342 (14522, Sigma-Aldrich 1:1000)
was used to stain nuclei.

Statistical analysis

The number of experimental replicates is indicated in each
figure legend. In all experiments, significance of differences
between groups was evaluated by one-way or two-way ANOVA
with post hoc analysis, one-tailed or two-tailed Student’s t-test,
proportion-test with post hoc analysis. P <0.05 was considered
significant. Quantitative data are presented as the mean + SEM
(standard error of the mean).

Supplementary material

Supplementary Material is available at HMG online.

Acknowledgements

We thank Dr Gennaro Napolitano for critical reading the
manuscript. We thank the TIGEM Bioinformatics, Microscopy



and Medaka Facilities. This work was supported by the Italian
Telethon Foundation [under Grant number TGM11CB3 to BF] and
the PKD foundation [under Grant number 203gl16a to BF].

Conflict of Interest statement: None declared.

References

1.

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

Quarmby, L.M. and Parker, J.D. (2005) Cilia and the cell cycle?
J. Cell Biol., 169, 707-710.

. Malicki, JJ. and Johnson, C.A. (2017) The cilium: cellular

antenna and central processing unit. Trends Cell Biol., 27,
126-140.

. Nigg,E.A. and Stearns, T. (2011) The centrosome cycle: centri-

ole biogenesis, duplication and inherent asymmetries. Nat.
Cell Biol., 13, 1154-1160.

. Kobayashi, T. and Dynlacht, B.D. (2011) Regulating the tran-

sition from centriole to basal body. J. Cell Biol., 193, 435-444.

. Gerdes,].M., Davis, E.E. and Katsanis, N. (2009) The vertebrate

primary cilium in development, homeostasis, and disease.
Cell, 137, 32-45.

. Satir, P, Pedersen, L.B. and Christensen, S.T. (2010) The pri-

mary cilium at a glance. J. Cell Sci., 123, 499-503.

. Eggenschwiler, J.T. and Anderson, K.V. (2007) Cilia and devel-

opmental signaling. Annu. Rev. Cell Dev. Biol., 23, 345-373.

. Ishikawa, H. and Marshall, W.F. (2011) Ciliogenesis: building

the cell’s antenna. Nat. Rev. Mol. Cell Biol., 12, 222-234.

. Reiter, J.F. and Leroux, M.R. (2017) Genes and molecular

pathways underpinning ciliopathies. Nat. Rev. Mol. Cell Biol.,
18, 533-547.

Amato, R., Morleo, M., Giaquinto, L., di Bernardo, D. and
Franco, B. (2014) A system biology approach to dissect the
cilia/centrosome complex interactome. BMC Genomics, 15,
658.

Tang, Z., Lin, M.G,, Stowe, T.R,, Chen, S., Zhu, M., Stearns, T.,
Franco, B. and Zhong, Q. (2013) Autophagy promotes primary
ciliogenesis by removing OFD1 from centriolar satellites.
Nature, 502, 254-257.

Orhon, I, Dupont, N., Pampliega, O. Cuervo, AM. and
Codogno, P. (2015) Autophagy and regulation of cilia function
and assembly. Cell Death Differ., 22, 389-397.

Wang, S., Livingston, M.J,, Su, Y. and Dong, Z. (2015) Recip-
rocal regulation of cilia and autophagy via the MTOR and
proteasome pathways. Autophagy, 11, 607-616.

Pampliega, O. and Cuervo, A.M. (2016) Autophagy and pri-
mary cilia: dual interplay. Curr. Opin. Cell Biol., 39, 1-7.
Avalos, Y., Pena-Oyarzun, D., Budini, M., Morselli, E. and
Criollo, A. (2017) New roles of the primary cilium in
autophagy. Biomed. Res. Int., 2017, 4367019.

Maharjan, Y., Lee, J.N., Kwak, S., Lim, H., Dutta, R.X,, Liu, Z.Q.,
So, H.S. and Park, R. (2018) Autophagy alteration prevents
primary cilium disassembly in RPE1 cells. Biochem. Biophys.
Res. Commun., 500, 242-248.

Hsiao, CJ., Chang, C.H,, Ibrahim, R.B,, Lin, L.H., Wang, C.H,,
Wang, WJ. and Tsai, J.W. (2018) Gli2 modulates cell cycle re-
entry through autophagy-mediated regulation on the length
of primary cilia. J. Cell Sci., 131, pii: jcs221218.

Puri, C., Vicinanza, M. and Rubinsztein, D.C. (2018)
Phagophores evolve from recycling endosomes. Autophagy,
14, 1475-1477.

Zhao, Y.G. and Zhang, H. (2018) Formation and maturation
of autophagosomes in higher eukaryotes: a social network.
Curr. Opin. Cell Biol., 53, 29-36.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34,

35.

Human Molecular Genetics, 2020, Vol. 29, No. 6 | 1027

Mizushima, N., Yoshimori, T. and Levine, B. (2010) Methods
in mammalian autophagy research. Cell, 140, 313-326.
Stolz, A, Ernst, A. and Dikic, I. (2014) Cargo recognition and
trafficking in selective autophagy. Nat. Cell Biol., 16, 495-501.
de Conciliis, L., Marchitiello, A., Wapenaar, M.C., Borsani, G.,
Giglio, S., Mariani, M., Consalez, G.G., Zuffardi, O., Franco,
B., Ballabio, A. et al. (1998) Characterization of Cxorf5
(71-7A), anovel human cDNA mapping to Xp22 and encoding
a protein containing coiled-coil a-helical domains. Genomics,
51, 243-250.

Ferrante, M.1,, Giorgio, G., Feather, S.A,, Bulfone, A., Wright, V.,
Ghiani, M., Selicorni, A., Gammaro, L., Scolari, F., Woolf, A.S.
et al. (2001) Identification of the gene for oral-facial-digital
type I syndrome. Am. J. Hum. Genet., 68, 569-576.

Romio, L., Fry, A.M., Winyard, P.J., Malcolm, S., Woolf, A.S. and
Feather, S.A. (2004) OFD1 is a centrosomal/basal body pro-
tein expressed during mesenchymal-epithelial transition in
human nephrogenesis. J. Am. Soc. Nephrol., 15, 2556-2568.
Giorgio, G., Alfieri, M., Prattichizzo, C., Zullo, A, Cairo, S. and
Franco, B. (2007) Functional characterization of the OFD1
protein reveals a nuclear localization and physical interac-
tion with subunits of a chromatin remodeling complex. Mol.
Biol. Cell, 18, 4397-4404.

laconis, D., Monti, M., Renda, M., van Koppen, A., Tammaro,
R., Chiaravalli, M., Cozzolino, F,, Pignata, P, Crina, C., Pucci,
P. et al. (2017) The centrosomal OFD1 protein interacts with
the translation machinery and regulates the synthesis of
specific targets. Sci. Rep., 7, 1224.

Ferrante, M.I,, Zullo, A., Barra, A., Bimonte, S., Messaddeq, N.,
Studer, M., Dolle, P. and Franco, B. (2006) Oral-facial-digital
type I protein is required for primary cilia formation and left-
right axis specification. Nat. Genet., 38, 112-117.

Zullo, A., Iaconis, D., Barra, A., Cantone, A., Messaddeq, N.,
Capasso, G., Dolle, P, Igarashi, P. and Franco, B. (2010) Kidney-
specific inactivation of Ofd1 leads to renal cystic disease
associated with upregulation of the mTOR pathway. Hum.
Mol. Genet., 19, 2792-2803.

Singla, V., Romaguera-Ros, M., Garcia-Verdugo, JM. and
Reiter, J.F. (2010) Ofd1, a human disease gene, regulates
the length and distal structure of centrioles. Dev. Cell, 18,
410-424.

Bimonte, S., De Angelis, A., Quagliata, L., Giusti, F., Tammaro,
R.,Dallai, R., Ascenzi, M.G., Diez-Roux, G. and Franco, B. (2011)
Ofd1 is required in limb bud patterning and endochondral
bone development. Dev. Biol., 349, 179-191.

D’Angelo, A., De Angelis, A., Avallone, B., Piscopo, I., Tam-
maro, R., Studer, M. and Franco, B. (2012) Ofd1 controls
dorso-ventral patterning and axoneme elongation during
embryonic brain development. PLoS One, 7, €52937.
Pampliega, O., Orhon, I, Patel, B., Sridhar, S., Diaz-Carretero,
A., Beau, I, Codogno, P, Satir, B.H., Satir, P. and Cuervo,
AM. (2013) Functional interaction between autophagy and
ciliogenesis. Nature, 502, 194-200.

Follit, J.A., Tuft, R.A., Fogarty, K.E. and Pazour, G.J. (2006) The
intraflagellar transport protein IFT20 is associated with the
Golgi complex and is required for cilia assembly. Mol. Biol.
Cell, 17, 3781-3792.

Morleo, M. and Franco, B. (2019) The autophagy-cilia axis: an
intricate relationship. Cell, 8.

Jiang, P, Nishimura, T.,, Sakamaki, Y., Itakura, E., Hatta, T,
Natsume, T. and Mizushima, N. (2014) The HOPS complex
mediates autophagosome-lysosome fusion through interac-
tion with syntaxin 17. Mol. Biol. Cell, 25, 1327-1337.



36.

37.

38.

39.

40.

41.

42.

43.

44.

45.

46.

47.

48.

49.

50.

51.

52.

53.

1028 | Human Molecular Genetics, 2020, Vol. 29, No. 6

Zhen, Y. and Li, W. (2015) Impairment of autophagosome-
lysosome fusion in the buff mutant mice with the
VPS33A(D251E) mutation. Autophagy, 11, 1608-1622.

Corona, A.K. and Jackson, W.T. (2018) Finding the middle
ground for autophagic fusion requirements. Trends Cell Biol.,
28, 869-881.

Caplan, S., Hartnell, L.M., Aguilar, R.C., Naslavsky, N. and
Bonifacino, J.S. (2001) Human Vamép promotes lysosome
clustering and fusion in vivo. J. Cell Biol., 154, 109-122.
Valbuena, N., Guan, K.L. and Moreno, S. (2012) The Vamé6 and
Gtrl-Gtr2 pathway activates TORC1 in response to amino
acids in fission yeast. J. Cell Sci., 125, 1920-1928.

Brocker, C., Kuhlee, A., Gatsogiannis, C., Balderhaar, HJ.,
Honscher, C., Engelbrecht-Vandre, S., Ungermann, C. and
Raunser, S. (2012) Molecular architecture of the multisubunit
homotypic fusion and vacuole protein sorting (HOPS) teth-
ering complex. Proc. Nat. Acad. Sci. USA, 109, 1991-1996.
Balderhaar, H.J. and Ungermann, C. (2013) CORVET and HOPS
tethering complexes - coordinators of endosome and lyso-
some fusion. J. Cell Sci., 126, 1307-1316.

Hyttinen, J.M., Niittykoski, M., Salminen, A. and Kaarniranta,
K. (2013) Maturation of autophagosomes and endosomes:
a key role for Rab7. Biochim. Biophys. Acta, 1833,
503-510.

Manil-Segalen, M., Lefebvre, C., Jenzer, C., Trichet, M,
Boulogne, C., Satiat-Jeunemaitre, B. and Legouis, R. (2014)
The C. elegans LC3 acts downstream of GABARAP to degrade
autophagosomes by interacting with the HOPS subunit
VPS39. Deuv. Cell, 28, 43-55.

Hsu, K.S.,, Chuang, J.Z. and Sung, C.H. (2017) The biology of
ciliary dynamics. Cold Spring Harb. Perspect. Biol., 9.

Saxton, R.A. and Sabatini, D.M. (2017) mTOR Signaling in
growth, metabolism, and disease. Cell, 168, 960-976.
Shoji-Kawata, S., Sumpter, R., Leveno, M., Campbell, G.R,,
Zou, Z., Kinch, L., Wilkins, A.D., Sun, Q., Pallauf, K., Mac-
Duff, D. et al. (2013) Identification of a candidate therapeutic
autophagy-inducing peptide. Nature, 494, 201-206.

Sinha, S. and Levine, B. (2008) The autophagy effector Beclin
1: a novel BH3-only protein. Oncogene, 27, S137-5148.
Struchtrup, A., Wiegering, A., Stork, B., Ruther, U. and
Gerhardt, C. (2018) The ciliary protein RPGRIPIL gov-
erns autophagy independently of its proteasome-regulating
function at the ciliary base in mouse embryonic fibroblasts.
Autophagy, 14, 567-583.

Liu, Z.Q., Lee, J.N,, Son, M., Lim, ].Y., Dutta, R K., Maharjan, Y.,
Kwak, S., Oh, G.T., Byun, K., Choe, S.K. et al. (2018) Ciliogenesis
is reciprocally regulated by PPARA and NR1H4/FXR through
controlling autophagy in vitro and in vivo. Autophagy, 14,
1011-1027.

Takats, S., Pircs, K., Nagy, P., Varga, A., Karpati, M., Hegedus,
K., Kramer, H., Kovacs, A.L., Sass, M. and Juhasz, G. (2014)
Interaction of the HOPS complex with Syntaxin 17 mediates
autophagosome clearance in drosophila. Mol. Biol. Cell, 25,
1338-1354.

Jonassen, J.A., San Agustin, J., Follit, J.A. and Pazour, G.J. (2008)
Deletion of IFT20 in the mouse kidney causes misorientation
of the mitotic spindle and cystic kidney disease. J. Cell Biol.,
183, 377-384.

Iwamatsu, T. (2004) Stages of normal development in the
medaka Oryzias latipes. Mech. Dev., 121, 605-618.

Liu, Y, Pathak, N., Kramer-Zucker, A. and Drummond, L.A.
(2007) Notch signaling controls the differentiation of trans-
porting epithelia and multiciliated cells in the zebrafish
pronephros. Development, 134, 1111-1122.

54.

55.

56.

57.

58.

59.

60.

61.

62.

63.

64.

65.

66.

67.

68.

69.

Zhang, Q,, Liu, Q., Austin, C., Drummond, I. and Pierce, E.A.
(2012) Knockdown of ttc26 disrupts ciliogenesis of the pho-
toreceptor cells and the pronephros in zebrafish. Mol. Biol.
Cell, 23, 3069-3078.

Volinia, S., Dhand, R., Vanhaesebroeck, B., MacDougall, L.X.,
Stein, R., Zvelebil, M.]., Domin, J., Panaretou, C. and Water-
field, M.D. (1995) A human phosphatidylinositol 3-kinase
complex related to the yeast Vps34p-Vps15p protein sorting
system. EMBO J., 14, 3339-3348.

Lindmo, K., Brech, A, Finley, K.D., Gaumer, S., Contamine, D.,
Rusten, T.E. and Stenmark, H. (2008) The PI 3-kinase regu-
lator Vps15 is required for autophagic clearance of protein
aggregates. Autophagy, 4, 500-506.

Stoetzel, C., Bar, S., De Craene, J.0., Scheidecker, S., Etard, C.,
Chicher, J.,, Reck, J.R., Perrault, 1., Geoffroy, V., Chennen, K.
et al. (2016) A mutation in VPS15 (PIK3R4) causes a ciliopathy
and affects IFT20 release from the cis-Golgi. Nat. Commun., 7,
13586.

Kim, E.S,, Shin, J.H,, Park, SJ, Jo, YK, Kim, J.S,, Kang, L.H,,
Nam, J.B., Chung, D.Y,, Cho, Y., Lee, E.H. et al. (2015) Inhibi-
tion of autophagy suppresses sertraline-mediated primary
ciliogenesis in retinal pigment epithelium cells. PLoS One, 10,
€0118190.

Bao, Z. and Huang, W. (2017) Thioridazine promotes primary
ciliogenesis in lung cancer cells through enhancing cell
autophagy. Int. J. Clin. Exp. Med., 10, 13960-139609.

Lam, H.C,, Cloonan, S.M., Bhashyam, A.R., Haspel, J.A,, Singh,
A., Sathirapongsasuti, J.E, Cervo, M., Yao, H., Chung, AL,
Mizumura, K. et al. (2013) Histone deacetylase 6-mediated
selective autophagy regulates COPD-associated cilia dys-
function. J. Clin. Invest., 123, 5212-5230.

Kathem, S.H., Mohieldin, AM. and Nauli, S.M. (2014) The
roles of primary cilia in polycystic kidney disease. AIMS Mol.
Sci., 1, 27-46.

Hartleben, B., Godel, M., Meyer-Schwesinger, C., Liu, S., Ulrich,
T., Kobler, S., Wiech, T., Grahammer, F, Arnold, S.J., Linden-
meyer, M.T. et al. (2010) Autophagy influences glomerular
disease susceptibility and maintains podocyte homeostasis
in aging mice. J. Clin. Invest., 120, 1084-1096.

Kimura, T., Takabatake, Y., Takahashi, A., Kaimori, J.Y., Mat-
sui, I., Namba, T, Kitamura, H., Niimura, F,, Matsusaka, T,
Soga, T. et al. (2011) Autophagy protects the proximal tubule
from degeneration and acute ischemic injury. J. Am. Soc.
Nephrol., 22, 902-913.

Jiang, M., Wei, Q., Dong, G., Komatsu, M., Su, Y. and Dong, Z.
(2012) Autophagy in proximal tubules protects against acute
kidney injury. Kidney Int., 82, 1271-1283.

Takabatake, Y., Kimura, T., Takahashi, A. and Isaka, Y. (2014)
Autophagy and the kidney: health and disease. Nephrol. Dial.
Transplant., 29, 1639-1647.

Belibi, F,, Zafar, I, Ravichandran, K., Segvic, A.B., Jani, A.,
Ljubanovic, D.G. and Edelstein, C.L. (2011) Hypoxia-inducible
factor-1lalpha (HIF-1alpha) and autophagy in polycystic kid-
ney disease (PKD). Am. J. Physiol. Renal Physiol., 300, F1235-
F1243.

Chang, M.Y,, Ma, T.L., Hung, C.C,, Tian, Y.C., Chen, Y.C,, Yang,
C.W. and Cheng, Y.C. (2017) Metformin inhibits cyst forma-
tion in a zebrafish model of Polycystin-2 deficiency. Sci. Rep.,
7,7161.

Tanaka, Y., Watari, M., Saito, T., Morishita, Y. and Ishibashi, K.
(2016) Enhanced autophagy in polycystic kidneys of AQP11
null mice. Int. J. Mol. Sci., 17.

Masyuk, A.L, Masyuk, T.V,, Lorenzo Pisarello, M.J., Ding, J.F,,
Loarca, L., Huang, B.Q. and LaRusso, N.F. (2018) Cholangiocyte



70.

71.

autophagy contributes to hepatic cystogenesis in polycystic
liver disease and represents a potential therapeutic target.
Hepatology, 67, 1088-1108.

Indrieri, A., van Rahden, V.A,, Tiranti, V., Morleo, M., Iaco-
nis, D., Tammaro, R, D’Amato, I, Conte, I, Maystadt,
I, Demuth, S. et al. (2012) Mutations in COX7B cause
microphthalmia with linear skin lesions, an unconven-
tional mitochondrial disease. Am. ]J. Hum. Genet., 91,
942-949.

Indrieri, A., Carrella, S., Romano, A., Spaziano, A., Marrocco,
E., Fernandez-Vizarra, E., Barbato, S., Pizzo, M., Ezhova, Y.,
Golia, FM. et al. (2019) miR-181a/b downregulation exerts a
protective action on mitochondrial disease models. EMBO
Mol. Med., 11, e8734.

72.

73.

74.

Human Molecular Genetics, 2020, Vol. 29, No. 6 | 1029

Massa, F, Tammaro, R., Prado, M.A., Cesana, M., Lee, B.H.,
Finley, D., Franco, B. and Morleo, M. (2018) The deubiquiti-
nating enzyme USP14 controls ciliogenesis and hedgehog
signalling. Hum. Mol. Genet., 28, 764-777.

Dictenberg, J.B., Zimmerman, W., Sparks, C.A., Young, A.,
Vidair, C., Zheng, Y., Carrington, W, Fay, E.S. and Doxsey, S.J.
(1998) Pericentrin and gamma-tubulin form a protein com-
plex and are organized into a novel lattice at the centrosome.
J. Cell Biol., 141, 163-174.

Indrieri, A., Conte, I, Chesi, G., Romano, A., Quartararo, J.,
Tate, R., Ghezzi, D., Zeviani, M., Goffrini, P, Ferrero, I. et al.
(2013) The impairment of HCCS leads to MLS syndrome by
activating a non-canonical cell death pathway in the brain
and eyes. EMBO Mol. Med., 5, 280-293.



	The HOPS complex subunit VPS39 controls ciliogenesis through autophagy
	Introduction
	Results
	Autophagy inhibits cilia elongation in human renal cells
	VPS39 modulates cilia formation and elongation through autophagy
	VPS39 controls localization of IFT20 and OFD1 at the base of cilia
	VPS39 influences ciliogenesis in renal tissue through autophagy

	Discussion
	Material and Methods
	Cell lines
	Constructs and cell transfection
	Drug treatments
	RNA interference
	RNA extraction and real-time PCR
	WB analysis
	Immunofluorescence
	Medaka fish stocks
	mRNAs injections
	Drug treatments in medaka fish

	Immunofluorescence on medaka fish
	Statistical analysis
	Supplementary material


