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Autophagic decline is considered a hallmark of ageing. The activity of this intracytoplasmic degradation pathway decreases with
age in many tissues and autophagy induction ameliorates ageing in many organisms, including mice. Autophagy is a critical
protective pathway in neurons and ageing is the primary risk factor for common neurodegenerative diseases. Here, we describe
that autophagosome biogenesis declines with age in mouse brains and that this correlates with increased expression of the SORBS3
gene (encoding vinexin) in older mouse and human brain tissue. We characterise vinexin as a negative regulator of autophagy.
SORBS3 knockdown increases F-actin structures, which compete with YAP/TAZ for binding to their negative regulators,
angiomotins, in the cytosol. This promotes YAP/TAZ translocation into the nucleus, thereby increasing YAP/TAZ transcriptional
activity and autophagy. Our data therefore suggest brain autophagy decreases with age in mammals and that this is likely, in part,
mediated by increasing levels of vinexin.
Cell Death & Differentiation; https://doi.org/10.1038/s41418-021-00903-y

INTRODUCTION
Macroautophagy (hereafter referred to as autophagy) is a highly
conserved mechanism for maintaining cellular homoeostasis,
which functions by trafﬁcking cytoplasmic material for enzymatic
degradation in the lysosome. In summary, phagophores engulf
cytoplasmic cargo to form double-membraned autophagosomes,
which fuse with lysosomes to form autolysosomes resulting in
substrate degradation [1].
Increasing experimental evidence suggests autophagic decline
is a ‘hallmark of ageing’, as it manifests during normal ageing, and
amelioration extends healthy lifespan, while exacerbation accelerates age-related changes [2]. Autophagy was ﬁrst linked to
lifespan extension in the invertebrate C. elegans, with normal
lifespan restored in long-lived daf-2 mutants when core autophagy genes are silenced [3]. More recently, lifespan extension has
been observed in mice with increased autophagosome biogenesis
driven either by overexpression of the core autophagy gene Atg5
[4] or an activating knockin mutation in the autophagy regulator
Becn1 [5]. Mice with increased autophagy show amelioration of
age-induced phenotypes, including improved glucose sensitivity
and motor function [4], together with reduced ﬁbrosis and
apoptotic DNA fragmentation in the heart and kidney [5].
Reduced autophagosome formation and clearance is reported
in liver tissue from mice aged to 20 months [6] and subsequently
this ﬁnding has been replicated in aged mouse kidney and heart
tissue [5]. However, neither reduced autophagosome biogenesis
nor impaired ﬂux through the autophagy pathway have previously
been demonstrated in aged mammalian brain tissue. Autophagic

decline is especially relevant to neurons, as post-mitotic cells are
not able to segregate dysfunctional proteins and organelles from
daughter cells using mitosis [7], which results in an increased
reliance on autophagy to preserve cytoplasmic homeostasis.
Consistent with this observation, dysfunctional autophagy is
implicated in common, age-related neurodegenerative conditions
such as Alzheimer’s disease and Parkinson’s disease [8]. Autophagy upregulation is therefore considered a potential therapeutic
strategy in these conditions.
Here, we identify reduced autophagosome biogenesis in aged
mouse brains that may be explained, at least in part, by increased
expression of the multi-domain adaptor protein vinexin. We
characterise vinexin (encoded by SORBS3), which modulates the
actin cytoskeleton through various binding partners [9], as a
negative regulator of autophagy and deﬁne the molecular
mechanism. Vinexin depletion increases ﬁlamentous actin (Factin) bundles, which compete with the transcriptional coactivators YAP and TAZ for binding to cytosolic angiomotins (AMOTs).
This releases YAP/TAZ to enter the nucleus and increase
transcriptional activity, thereby upregulating autophagy. We show
SORBS3 mRNA expression increases with age in mouse and human
brain tissue. This corresponds to fewer autophagic vesicles in
cerebral cortex samples from aged mice, as well as reduced mRNA
expression of actin-related genes known to function in autophagosome biogenesis (MLC2 and MYH10) [10] in older mouse and
human brain tissue. Altogether, our data suggest increased
SORBS3 expression in ageing brains contributes to autophagic
decline in mammalian brain ageing.
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RESULTS
Vinexin negatively regulates autophagy in multiple cell lines,
including human neuroblastoma cells and mouse primary
neurons
During ongoing screening for autophagy modulators, we investigated vinexin using siRNA against SORBS3 (siSORBS3) in HeLa
(human cervical cancer), SH-SY5Y (human neuroblastoma) and
RPE (human retinal pigment epithelium) cells. In all immortalised
cell lines, vinexin beta (~37 kDa) was the only vinexin isoform
expressed at the protein level and siSORBS3 treatment caused a
robust reduction in expression (Fig. 1a, Sup. Fig. 1a). We assayed
autophagy by western blotting for the autophagic vesicle marker
LC3-II in the presence and absence of baﬁlomycin A1 (BAF), which
prevents autophagosome-lysosome fusion/LC3-II degradation
[11]. siSORBS3 increased LC3-II (lower band of LC3 doublet) under
basal conditions (DMSO vehicle control) and in cells treated with
BAF at a saturating concentration (Fig. 1a, b; Sup. Fig. 1a, b), which
is consistent with increased autophagosome formation in vinexin
beta-depleted cells [12]. In addition, increased GFP-LC3 positive
vesicles (autophagosomes) were identiﬁed in vinexin betadepleted HeLa cells stably expressing GFP-LC3 in both the
presence and absence of BAF (Fig. 1c). We discriminated nonacidiﬁed autophagosomes from acidiﬁed autolysosomes using
mRFP and GFP tandemly tagged to LC3 (mRFP-GFP-LC3), as the
GFP signal is quenched by the acidic lysosomal pH relative to the
mRFP signal [13]. siSORBS3 increased both autophagosome
(mRFP/GFP-double positive vesicle) and autolysosome (mRFPsingle positive vesicle) numbers in HeLa cells stably expressing
mRFP-GFP-LC3 (Sup. Fig. 1c, d). Similarly, autolysosome (mRFPsingle positive vesicle) numbers and LC3-II levels were increased in
mouse primary neurons treated with shRNA against Sorbs3
(shSorbs3; Fig. 1d–f). This corresponded to a robust reduction in
vinexin alpha (~75 kDa), which comprises vinexin beta plus an
additional N-terminal SoHo domain [14], following treatment with
shSorbs3 oligos 5 and 7, the two oligos that effectively reduce
vinexin alpha levels (Fig. 1e, f). Moreover, consistent with
increased autophagosome biogenesis, the phagophore marker
ATG16L1 [15] was increased in HeLa cells treated with siSORBS3
(Sup. Fig. 1e, f).
We next addressed whether increased vinexin expression
downregulated autophagy. Overexpressing mEmerald-tagged
vinexin alpha decreased LC3-II in both DMSO and BAF-treated
SH-SY5Y cells (Fig. 1g, h). LC3-II was also decreased in HeLa cells
overexpressing mEmerald-vinexin alpha (Sup. Fig. 1g, h). We
attempted to repeat these experiments with ﬂuorescent- and
epitope-tagged vinexin beta, but found the overexpressed vinexin
beta consistently formed non-physiological protein aggregates.
Since almost all vinexin binding partners utilise the three
C-terminal SH3 domains common to both vinexin isoforms (as
opposed to the relatively under characterised N-terminal SoHo
domain unique to vinexin alpha) [9], we did not pursue
experiments overexpressing vinexin beta further.
To allay concerns about possible siRNA off-target effects, HeLa
cells were treated with two independent siRNA oligonucleotides
targeting SORBS3 (Sup. Fig. 2). Both increased endogenous LC3/
CD63 colocalisation, indicating increased autolysosome formation
(Sup. Fig. 2a–c). Moreover, mEmerald-vinexin alpha overexpression ameliorated the increase in endogenous LC3 puncta caused
by siSORBS3 (Sup. Fig. 2d, e).
Finally, we investigated whether vinexin beta depletion impacts
clearance of disease-relevant autophagy substrates. The ﬁrst such
substrate we examined was the aggregate-prone model autophagy substrate GFP-Htt(Q74) (GFP-tagged huntingtin exon 1
fragment containing 74 glutamine repeats) [16]. siSORBS3 treatment reduced the percentage of GFP-positive cells containing
GFP-Htt(Q74) aggregates (which corresponds to autophagy
substrate levels [16]) in autophagy-competent (Cas9 Cntrl) HeLa

cells, but not autophagy-deﬁcient HeLa cells lacking ATG16L1
(ATG16L1 CRISPR; Fig. 1i). We next expressed A53T mutant alphasynuclein that causes Parkinson’s disease [17] and is also an
autophagy substrate [18]. siSORBS3 treatment reduced GFPtagged alpha-synuclein A53T levels in Cas9 Cntrl HeLa cells, but
not autophagy-deﬁcient ATG16L1 CRISPR HeLa cells (Fig. 1j, k).
Taken together, these data suggest vinexin negatively regulates
autophagy and impacts autophagic substrate levels in multiple
experimental set-ups, including mouse primary cortical neurons
Vinexin beta depletion upregulates autophagy through YAP/
TAZ
We and others have linked the transcriptional coactivators YAP
and TAZ to both autophagosome formation [10] and autophagic
ﬂux [19, 20]. Moreover, YAP/TAZ transcriptional activity is
inﬂuenced by actin cytoskeleton dynamics [21, 22], which are
modulated by vinexin [9]. We therefore investigated whether
altered vinexin expression impacted YAP/TAZ. Vinexin beta
depletion using siSORBS3 increased nuclear YAP/TAZ in HeLa cells
(wild-type; Fig. 2a, Sup. Fig. 3), which is an accepted proxy
measure of YAP/TAZ transcriptional activity [23]. In order to
address the growing body of literature implicating autophagy
(both directly and indirectly) in YAP/TAZ regulation [24–29], this
result was conﬁrmed in autophagy-deﬁcient HeLa cells (ATG16L1
CRISPR; Fig. 2a, Sup. Fig. 3). This ﬁnding suggests vinexin beta
depletion promotes YAP/TAZ transcriptional activity independent
of upregulating autophagy.
As expected, SORBS3 knockdown also increased nuclear YAP/
TAZ and decreased cytosolic YAP/TAZ levels in HeLa cells when
examined biochemically using nuclear/cytosolic fractionation
(Fig. 2b–d). This corresponded to increased YAP/TAZ transcriptional activity mediated through TEAD transcription factors,
measured using a YAP/TAZ-responsive synthetic TEAD promoter
driving luciferase expression. Luminescence was signiﬁcantly
higher in siSORBS3 treated wild-type HeLa cells, together with
ATG16L1 CRISPR HeLa cells and autophagy-competent controls
(Cas9 Cntrl; Fig. 2e). Expression of the YAP/TAZ-TEAD direct target
gene CTGF also increased at the protein level in vinexin betadepleted cells (Fig. 2f, g). These data support SORBS3 knockdown
promoting YAP/TAZ transcriptional activity independent of
increasing autophagy.
To address whether vinexin regulates autophagy dependent on
YAP/TAZ, HeLa cells were treated with siSORBS3 in the presence
and absence of siRNA against YAP and TAZ. YAP/TAZ knockdown
ameliorated the increase in LC3-II observed in vinexin betadepleted cells in both presence and absence of BAF (Fig. 2h). This
ﬁnding suggests YAP/TAZ upregulation not only occurs upstream
to autophagy in our system, but is necessary for increased
autophagosome formation in vinexin beta-depleted cells.
The canonical autophagy signalling pathways (mTOR and ULK1)
were not altered in siSORBS3 treated cells (Sup. Fig. 4). Moreover,
although vinexin is best known as a focal adhesion protein [9], we
failed to ﬁnd any causal relationship between focal adhesion
changes in siSORBS3 treated cells and autophagy (Sup. Figs. 5 and
6).
Increased YAP/TAZ transcriptional activity and
autophagosome formation upon SORBS3 knockdown are
F-actin dependent
As the Hippo pathway is the principal YAP/TAZ regulatory
mechanism [30], we examined Hippo pathway kinase activity in
our system. To our surprise, siSORBS3 treatment did not
signiﬁcantly alter YAP phosphorylation at the Hippo pathway
kinase LATS1/2 target residue serine 127 (P-YAP; Fig. 3a, b).
Independent of the Hippo pathway, YAP/TAZ transcriptional
activity increases with extracellular matrix stiffness, consequent to
changes in actin cytoskeleton dynamics and independent of
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Hippo signalling [21, 22]. Using ﬂuorophore-labelled phalloidin to
visualise F-actin, we observed that vinexin beta depletion
increased the numbers of F-actin structures per cell and decreased
average F-actin structure size (Fig. 3c, d). The actin cytoskeleton
modulator latrunculin A was used to address how this observation
Cell Death & Differentiation

relates to increased YAP/TAZ transcriptional activity in cells
treated with siSORBS3. Latrunculin A inhibits actin polymerisation
through G-actin (monomeric actin) sequestration [31] and was
used under conditions previously shown to downregulate YAP/
TAZ (0.5 μM for 6 h) [22]. Latrunculin A treatment destroyed
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Fig. 1 Vinexin negatively regulates autophagy. a HeLa and SH-SY5Y cells were depleted of vinexin beta using an individual siRNA
oligonucleotide against SORBS3 (siSORBS3; oligo 7). Cells were incubated with baﬁlomycin A1 (BAF; 400 nM) or DMSO vehicle control for 4 h.
Endogenous tubulin, GAPDH, LC3 and vinexin beta protein levels were examined by western blotting. Representative blots from three or four
independent experiments per cell line are shown. SE = short exposure; LE = long exposure; molecular weights shown in kDa. b Quantiﬁcation
of 3 (HeLa) or 4 (SH-SY5Y) independent experiments per cell line. LC3-II (lower band of LC3 doublet) levels are expressed relative to loading
control (tubulin or GAPDH) and normalised to LC3-II/tubulin or LC3-II/GAPDH in control siRNA (siCntrl) treated cells. * = p < 0.05; ** = p < 0.01
by two-tailed paired t-test. Error bars indicate SEM. c HeLa cells stably expressing GFP-LC3 were depleted of vinexin beta as in a. Cells were
treated with BAF (400 nM) or DMSO vehicle control for 4 h. GFP-LC3 was examined by confocal microscopy. Representative images from 3
independent experiments are shown. Green = GFP; blue = DAPI. Scale bars indicate 10 µm. (bottom) GFP-LC3 puncta from the experiments
described in c. were counted manually from confocal microscopy images. Quantiﬁcation of three independent experiments is shown. * = p <
0.05; ** = p < 0.01 by two-tailed paired t test. Error bars indicate SEM. d (top) Mouse primary cortical neurons from mRFP-GFP-LC3 (tfLC3)
transgenic mice were infected with either control shRNA (shCntrl) or shRNA against Sorbs3 (shRNA Sorbs3 #5 or #7) lentiviral vector. Scale bars
indicate 20 µm. Representative images from four independent experiments are shown. (bottom) Manual quantiﬁcation of GFP/mRFP-double
positive vesicles (autophagosomes; AP) and mRFP-only vesicles (autolysosomes; AL) from the representative experiment shown in d.
Autophagosomes and autolysosomes were ﬁrst identiﬁed as mRFP positive vesicles. mRFP positive vesicles that overlapped with GFP positive
vesicles were then counted as autophagosomes, while vesicles that were only positive for mRFP were counted as autolysosomes. In total,
25–35 cells analysed per condition per experiment in four independent experiments. ns = p > 0.05; *** = p < 0.001 by two-tailed Student’s t
test. e Mouse primary cortical neurons from wild-type mice were infected with either control or Sorbs3 shRNA (sh#5 or sh#7) lentiviral vector.
Infected cells were incubated with either DMSO or baﬁlomycin A1 (BAF; 400 nM) for 4 h. Endogenous LC3, GAPDH, and vinexin alpha protein
levels were examined by western blotting. Representative blot from four independent experiments is shown. SE = short exposure; LE = long
exposure; molecular weights shown in kDa. f Quantiﬁcation of four independent experiments. LC3-II levels are expressed relative to GAPDH
loading control and normalised to LC3-II/GAPDH in control shRNA (shCntrl) infected cells. * = p < 0.05; ** = p < 0.01 by two-tailed paired t-test.
Error bars indicate SEM. g SH-SY5Y cells were transfected with either mEmerald-empty (mEm-empty) or mEmerlad-vinexin alpha (mEmvinexin α). Transfected cells were treated with baﬁlomycin A1 (BAF; 400 nM) or DMSO vehicle control for 4 h. mEmerald, mEmerald-vinexin
alpha, GAPDH and LC3 protein levels were examined by western blotting. Representative blots from 4 independent experiments per cell line
are shown. SE = short exposure; LE = long exposure; molecular weights shown in kDa. h Quantiﬁcation of four independent experiments. LC3II levels are expressed relative to GAPDH loading control and normalised to LC3-II/GAPDH in control mEmerald-empty (mEm-empty)
transfected cells. * = p < 0.05 by 2-tailed paired t-test. Error bars indicate SEM. i Autophagy-competent (Cas9 Cntrl) and autophagy-deﬁcient
(ATG16L1 CRISPR) HeLa cells were depleted of vinexin beta using an individual siRNA oligonucleotide against SORBS3 (siSORBS3; oligo 7). Cells
were transfected with an aggregate-prone GFP-tagged huntingtin exon 1 fragment containing 74 glutamine repeats [GFP-Htt (Q74)] for 48 h.
GFP-positive (total transfected) cells and cells with GFP-Htt aggregates were counted manually by ﬂuorescence microscopy and the
percentage of the total transfected cells with aggregates was calculated. n ≥ 600 transfected cells per condition. Quantiﬁcation of three
independent experiments is shown. ns = p > 0.05; * = p < 0.05 by two-tailed paired t-test. Error bars indicate SEM. j Cas9 Cntrl and ATG16L1
CRISPR HeLa cells were depleted of vinexin beta as in a, then transfected with both EGFP-tagged mutant alpha-synuclein (pEGFP-A53T α-syn)
and pEGFP-empty vector (Empty-GFP). EGFP, EGFP-A53T α-syn, vinexin beta, GAPDH and LC3 protein levels were examined by western
blotting. LC3-II/GAPDH protein levels are indicated below the corresponding lanes. Representative blot from ﬁve independent experiments
per cell line is shown. SE = short exposure; LE = long exposure; molecular weights shown in kDa. k Quantiﬁcation of 5 independent GFP-A53T
α-syn degradation assays represented in j. The ratio of GFP-A53T α-syn to GFP level (nomalised to GAPDH) is shown for Cas9 Cntrl (left panel)
and ATG16L1 CRISPR (right panel) HeLa cells. ns = p > 0.05; * = p < 0.05 by two-tailed paired t-test. Error bars indicate SEM.

cytoskeletal F-actin in both vinexin beta-depleted cells and
controls (Fig. 3e), which ameliorated the increase in YAP/TAZ
nuclear localisation caused by siSORBS3 (Fig. 3e, f). Similarly,
latrunculin A treatment ameliorated the increase in LC3-II caused
by vinexin beta depletion in HeLa cells in both the presence and
absence of BAF (Fig. 3g). These data suggest that autophagy
upregulation following siSORBS3 treatment results from increased
YAP/TAZ transcriptional activity, which is dependent on increased
F-actin structures.
Increased F-actin structures in vinexin beta-depleted cells
upregulate autophagy by inhibiting YAP/TAZ cytosolic
sequestration by angiomotins
The angiomotin family of proteins (AMOTs) binds YAP/TAZ in the
cytosol, thereby inhibiting YAP/TAZ nuclear translocation, independent of Hippo signalling [32–34]. This interaction utilises
AMOT L/PPxY motifs, which closely ﬂank the AMOT F-actin
binding region [35]. Thus, F-actin and YAP/TAZ compete for AMOT
binding. We examined YAP/TAZ/AMOT binding by endogenous
immunoprecipitation and found much less AMOTL1 (angiomotinlike protein 1) was pulled down with YAP/TAZ from HeLa cells
following siSORBS3 treatment (Fig. 4a). In order to conﬁrm the role
of F-actin, HeLa cells were co-transfected with Flag-tagged YAP
(Flag-YAP) and haemagglutinin-tagged full-length AMOT p130
(HA-AMOT(p130)), then treated with latrunculin A or DMSO
vehicle control. Signiﬁcantly more HA-AMOT(p130) pulled down
with Flag-YAP from latrunculin A treated cells (Fig. 4b, c). These
data suggest increased F-actin structures in vinexin beta-depleted
cells reduce YAP/TAZ/AMOT binding, thereby increasing YAP/TAZ
nuclear translocation.

Using endogenous YAP/TAZ localisation as a proxy measure of
YAP/TAZ transcriptional activity, we found that overexpression of
AMOT p130 ameliorated the increased nuclear localisation of YAP/
TAZ in siSORBS3-treated HeLa cells (Fig. 4d, e). This indicates that
AMOT p130 overexpression saturates AMOT/F-actin binding (even
in siSORBS3-treated cells with increased F-actin structures), leaving
excess AMOTs free to retain YAP/TAZ in the cytosol.
AMOT p130 overexpression countered the increase in GFP-LC3
puncta resulting from siSORBS3 treatment in HeLa cells stably
expressing GFP-LC3 (Fig. 4f). Furthermore, AMOT p130 overexpression ameliorated the increase in LC3-II caused by vinexin
beta depletion in HeLa cells in both the presence and absence of
BAF (Fig. 4g). Taken together, these data support a molecular
mechanism (summarised in Fig. 4h) in which vinexin beta
depletion increases F-actin structures that compete with YAP/
TAZ for AMOT binding in the cytosol. This facilitates YAP/TAZ
transcriptional activity in the nucleus, leading to autophagy
upregulation.
Autophagy declines in aged mouse cerebral cortex,
corresponding to increased SORBS3 mRNA expression in
mouse and human brain tissue
Although impaired autophagy has previously been described in
aged mouse liver, kidney and heart tissue [5, 6], to our knowledge
autophagic vesicles and ﬂux through the autophagy pathway
have never been directly visualised in aged mammalian brain
tissue. We therefore examined cortical sections from transgenic
mice expressing mRFP-GFP-LC3 [36] aged to 2, 12, 18 and
24 months. Autophagic vesicles decreased with age in the mouse
motor cortex, with signiﬁcant reductions in autophagosomes
Cell Death & Differentiation
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(GFP/mRFP-double positive vesicles) and autolysosomes (mRFPsingle positive vesicles) in mice aged to 18 months and a further
signiﬁcant reduction in autolysosomes in mice aged to 24 months
(Fig. 5a, b). These data indicate autophagic decline in normal
mouse brain ageing.
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We explored whether this ﬁnding corresponded to increased
SORBS3 expression. Regression analysis was used to examine the
relationship between chronological age and vinexin expression
measured by RNA-Seq. Sorbs3 mRNA expression in wild-type
mouse brain tissue (combined motor cortex, somatosensory
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Fig. 2 Vinexin beta depletion upregulates autophagy through YAP/TAZ. a Wild type, Cas9 control (Cntrl) and ATG16L1 CRISPR HeLa cells
were depleted of vinexin beta using an individual siRNA oligonucleotide against SORBS3 (siSORBS3; oligo 7). Endogenous YAP/TAZ were
examined by immunoﬂuorescence and confocal microscopy. Representative images from three independent experiments per cell line are
shown. Green = YAP/TAZ (Alexa Fluor 488); blue = DAPI. Scale bars indicate 20 µm. b Wild type HeLa cell lysate was subject to nuclear/
cytosolic fractionation. Endogenous YAP/TAZ, lamin B and GAPDH protein levels in the nuclear and cytosolic fractions were examined by
western blotting. Representative blot from the two independent experiments is shown. Molecular weights shown in kDa. c HeLa cells were
depleted of vinexin beta using siSORBS3 (oligo 7) and lysates subject to nuclear/cytosolic fractionation and western blotting, as described
in b. Representative blots from the two independent experiments in technical triplicate are shown. Molecular weights shown in kDa.
d Quantiﬁcation of the representative nuclear/cytosolic fractionation experiment in technical triplicate. YAP (upper band of YAP/TAZ doublet)
and TAZ (lower band of YAP/TAZ doublet) are expressed relative to GAPDH (cytosolic fraction) or lamin B (nuclear fraction) loading control.
YAP or TAZ/GAPDH or lamin B was normalised to control siRNA (siCntrl) treated cells. ns = p > 0.05, * = p < 0.05; ** = p < 0.01, ** = p < 0.001 by
two-tailed paired t-test. Error bars indicate SEM. e Wild type, Cas9 control (Cntrl) and ATG16L1 CRISPR HeLa cells were depleted of vinexin
beta, as described in a. Cells were co-transfected with synthetic TEAD (YAP/TAZ-responsive) promoter driving luciferase expression (pGL3b8xGTIIC-luciferase) and Renilla luciferase control reporter for 24 h. Luminescence (ﬁreﬂy luciferase activity relative to Renilla luciferase activity)
was measured by dual-luciferase reporter assay and normalised to control siRNA (siCntrl) treated cells. Quantiﬁcation of 3 (wild type) or 4
(Cas9 Cntrl and ATG16L1 CRISPR) independent experiments is shown. * = p < 0.05 by two-tailed paired t-test. Error bars indicate SEM. f Wild
type HeLa cells were depleted of vinexin beta, as described in a. Levels of CTGF protein (YAP/TAZ/TEAD direct target) and GAPDH (loading
control) were examined by western blotting. Representative blot from the one experiment in biological triplicate is shown. Molecular weights
are shown in kDa. g Quantiﬁcation of 3 independent experiments as shown in f. * = p < 0.05 by two-tailed Student’s t-test. Error bars
indicated SD. h (top) HeLa cells were depleted of vinexin beta using an individual siRNA oligonucleotide against SORBS3 (siSORBS3; oligo 7)
and YAP/TAZ using a pools of four siRNA oligonucleotides against YAP and TAZ (siYAP/TAZ). Cells were incubated with baﬁlomycin A1 (BAF;
400 nM) or DMSO vehicle control for 4 h. Endogenous YAP/TAZ, GAPDH, vinexin beta and LC3 and protein levels were examined by western
blotting. Representative blots from ﬁve independent experiments are shown. SE = short exposure; LE = long exposure; molecular weights
shown in kDa. (bottom) Quantiﬁcation of ﬁve independent experiments described in h. LC3-II (lower band of LC3 doublet) levels are expressed
relative to GAPDH loading control and normalised to LC3-II/GAPDH in siCntrl treated cells. ns = p > 0.05, * = p < 0.05; ** = p < 0.01 by twotailed paired t-test. Error bars indicate SEM.

cortex and striatum) positively correlated with age (Fig. 5c). We
successfully validated our approach using appropriate positive
(Camk4 and Eda2r) and negative (Tuba1a) controls (Fig. 5c)
[37, 38]. The same approach was applied to RNA-Seq data from
‘neuropathologically normal’ human donors sourced through the
GTEx consortium [39]. SORBS3 mRNA expression positively
correlated with age in human frontal cortex (Fig. 5d) and
hippocampus (Fig. 5e), with the positive (CAMK4 and EDA2R)
and negative (TUBA1A) controls correlating as expected (Fig. 5d, e).
These ﬁndings are consistent with previously published microarray analysis, which found increased SORBS3 mRNA expression in
older (≥70-year-old) human cerebral cortex, compared with
younger (≤40-year old) cortex from an independent brain tissue
set [38, 40].
Finally, we investigated how increased SORBS3 mRNA expression impacted YAP/TAZ transcriptional activity in older mouse and
human brain tissue. In keeping with our molecular mechanism
(summarised in Fig. 6c), while YAP1 and TAZ mRNA expression
correlated positively with SORBS3 expression (Sup. Fig. 7), expression of the known YAP/TAZ-TEAD target genes MLC2, MYH10,
BIRC2, ERBB4, RUNX2, CCND1 and DAB2 [41–44] often correlated
negatively with age in wild-type mouse brain tissue, human
frontal cerebral cortex and human hippocampus, particularly MYH10, BIRC2, and ERBB4 (Fig. 6a, Sup. Fig. 8). Notably, our
lab has previously identiﬁed myosin light chain 2 (encoded by
MLC2), myosin heavy chain 10 (encoded by MYH10) and several
other actin-related genes (MYH9, MYH14, ACTN1 and ACTB) as
downstream targets of YAP/TAZ that function in autophagosome
biogenesis [10].
To conﬁrm the relationship between vinexin-regulated autophagy and actin-related YAP/TAZ target genes, we examined MLC2,
MYH10, MYH9, MYH14, ACTN1 and ACTB mRNA expression by RTqPCR in siSORBS3 treated HeLa cells. mRNA expression of these
genes, known to function downstream to YAP/TAZ in autophagosome biogenesis [10], was signiﬁcantly increased in HeLa cells
treated with siSORBS3 (Fig. 6b). Our data indicate SORBS3 mRNA
expression increases with age across human brain regions (frontal
cortex and hippocampus) and across species (human and mouse).
Given this occurs alongside reduced autophagy (measured in
mouse motor cortex), as well as reduced YAP/TAZ-TEAD target
gene expression in mouse and human brain tissue, vinexin is a

likely contributor to autophagic decline in normal brain ageing via
decreased YAP/TAZ transcriptional activity.
DISCUSSION
Vinexin was previously identiﬁed as a candidate autophagy
regulator from a genome-wide image-based siRNA screen that
suggested siSORBS3 treatment increased autophagosome numbers due to decreased lysosomal processing, implying compromised autophagic ﬂux [45]. While the previous data were not
followed-up, our data in multiple cell lines, including mouse
primary neurons, indicate that vinexin depletion using multiple
reagents increases autophagic ﬂux and substrate clearance by
promoting autophagosome biogenesis. We have deﬁned a
pathway (summarised in Fig. 4h) whereby SORBS3 knockdown
increases F-actin structures, which compete with YAP/TAZ for
binding to AMOTs in the cytosol. This promotes YAP/TAZ
translocation into the nucleus, increasing YAP/TAZ transcriptional
activity and thence autophagy.
We identify fewer autophagosomes and autolysosomes in
motor cortex from mice aged to 18 and 24 months. This sits
alongside increased SORBS3 mRNA and YAP/TAZ target gene
mRNA expression in brain tissue (combined motor cortex,
somatosensory cortex and striatum) from aged mice, as well as
frontal cortex and hippocampus from older human donors. We
therefore hypothesise that increased vinexin expression contributes to autophagic decline via decreased YAP/TAZ transcriptional
activity in normal brain ageing (Fig. 6c). The mechanism driving
increased SORBS3 mRNA expression in older mammalian brains
remains to be explored. Moreover, vinexin is certainly not the only
contributor to brain autophagy decreasing with age, as lower core
autophagy gene (ATG5, ATG7 and BECN1) expression has been
observed in cerebral cortex from older human donors [40, 46].
Impaired autophagy in normal brain ageing is thought to
contribute to an age-related decline in ‘cellular ﬁtness’. Mechanisms
attributable, at least in part, to reduced autophagy include impaired
proteostasis causing toxic protein species to accumulate in the
cytoplasm, genomic instability stemming from crosstalk between
autophagy and DNA repair mechanisms and reduced abnormal
mitochondria clearance by autophagy (mitophagy) leading to
increased oxidative stress [7, 47, 48]. In all cases, neurons (as post-
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mitotic cells) are especially vulnerable, being unable to divide to
relieve proteostatic, genomic or oxidative stress [7]. Impaired
autophagy is implicated in common neurodegenerative conditions
such as Alzheimer’s disease and Parkinson’s disease [8], while ageing
is the primary risk factor for these conditions.
Cell Death & Differentiation

Our ﬁndings are also interesting to consider from an
evolutionary standpoint. If increased vinexin expression does
contribute to a deleterious reduction in autophagy in ageing
brain tissue, why does this persist across species (mouse and
human) and over evolutionary time? The simplest explanation is
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Fig. 3 Vinexin depletion upregulates YAP/TAZ through a Hippo pathway-independent, ﬁlamentous actin-dependent mechanism. a HeLa
cells were depleted of vinexin beta using an individual siRNA oligonucleotide against SORBS3 (siSORBS3; oligo 7). Endogenous total YAP/TAZ,
YAP phosphorylated at serine 127, tubulin and vinexin beta protein levels were examined by western blotting. Representative blot from three
independent experiments is shown. Molecular weights in kDa. b Quantiﬁcation of three independent experiments. P-YAP and YAP (upper
band of YAP/TAZ doublet) are expressed relative to tubulin loading control, the ratio of P-YAP/tubulin: YAP/tubulin taken and then normalised
to P-YAP/YAP in siCntrl treated cells. ns = p > 0.05 by two-tailed paired t-test. Error bars indicate SEM. c. HeLa cells were depleted of vinexin
beta as in a. Endogenous ﬁlamentous actin (F-actin) was visualised using Alexa Fluor 488-conjugated phalloidin and confocal microscopy.
Confocal images (F-actin) were analysed using ImageJ software; F-actin structures were identiﬁed by thresholding (threshold). Representative
images from ﬁve independent experiments are shown. Scale bars indicate 20 µm. d Quantiﬁcation of F-actin structures per cell and F-actin
structure size (pixels) from ﬁve independent experiments described in c. * = p < 0.05; ** = p < 0.01 by two-tailed paired t-test. Error bars
indicate SEM. e HeLa cells were depleted of vinexin beta as in a. Cells were treated with latrunculin A (0.5 μM) or DMSO vehicle control for 6 h.
Endogenous F-actin was visualised using Alexa Fluor 488-conjugated phalloidin and YAP/TAZ was examined by immunoﬂuorescence.
Representative confocal images from three independent experiments are shown. Green = F-actin (Alexa Fluor 488); purple = YAP/TAZ (Alexa
Fluor 647); blue = DAPI. Scale bars indicate 20 µm. f Cells with predominantly nuclear YAP/TAZ (N > C), YAP/TAZ equally distributed between
nucleus and cytosol (N = C) and predominantly cytosolic YAP/TAZ (C > N) where manually quantiﬁed. Quantiﬁcation of the representative
experiment shown in a. ns = p > 0.05; ** = p < 0.01; *** = p < 0.001 by two-tailed Student’s t-test. Red asterisks represent p value for N > C; blue
asterisks represent N < C p value. n = 122 (siCntrl; DMSO); 75 (siSORBS3; DMSO); 165 (siCntrl; latrunculin A); 96 (siSORBS3; latrunculin A). Error
bars indicate SD. g (top) HeLa cells were depleted of vinexin beta as in a. Cells were treated with latrunculin A (0.5 μM) or DMSO vehicle
control for 2 h and then incubated with BAF (400 nM) or DMSO vehicle control for 4 h (total of 6 h treatment with latrunculin A or DMSO in the
presence or absence of BAF). Endogenous GAPDH, LC3 and vinexin beta protein levels were examined by western blotting. Representative
blots from four independent experiments are shown. SE = short exposure; LE = long exposure; molecular weights shown in kDa. (bottom)
Quantiﬁcation of four independent experiments described in g. LC3-II (lower band of LC3 doublet) levels are expressed relative to GAPDH
loading control and normalised to LC3-II/GAPDH in DMSO treated siCntrl cells. * = p < 0.05; ** = p < 0.01 by two-tailed paired t-test. Error bars
indicate SEM.

that the strength of natural selection declines dramatically with
respect to genes inﬂuencing outcomes subsequent to an
organism’s reproductive years. Another intriguing possibility is
that SORBS3 exhibits antagonistic pleiotropy and causes a
‘ﬁtness trade-off’ [49]. Speciﬁcally, SORBS3 has been identiﬁed
as a tumour suppressor in hepatocellular carcinoma [50, 51],
while our ﬁndings indicate increased SORBS3 expression could
promote an age-related decline in cellular (and especially
neuronal) ﬁtness.
MATERIALS AND METHODS
Antibodies
The following primary antibodies were used for western blot and
immunoﬂuorescence: rabbit polyclonal vinexin (alpha and beta isoforms)
(ab126971, WB 1:500), rabbit monoclonal AMOTL1 (ab171977, WB 1:1000),
mouse monoclonal GAPDH (ab8245, WB 1:3000), rabbit polyclonal Lamin B
(ab16048, 1:1000), mouse monoclonal CD63 (ab8219, IF 1:100) from
Abcam, Goat polyclonal CTGF (sc-14939, WB 1:200), mouse monoclonal
YAP/TAZ (sc-101199, WB 1:200, IF 1:50) from Santa Cruz. Rabbit polyclonal
ERK1/2 (9102, WB 1:1000), rabbit polyclonal p70S6K (9202, WB 1:1,000)
rabbit polyclonal P-p70S6K (T389) (9205, WB 1:1,000), rabbit polyclonal
ULK1 (4773, WB 1:1000), rabbit polyclonal P-ULK1 (S556) (5869, WB
1:1,000), rabbit polyclonal P-ULK1 (S758) (14202, WB 1:1000), rabbit
monoclonal P-YAP (S127) (13008, WB 1:1000), rabbit monoclonal ATG16L1
(8089, IF 1:100) from Cell signalling. Rabbit polyclonal actin (A2066, SigmaAldrich, WB 1:2000), mouse monoclonal Flag (A2220, Sigma-Aldrich,
1:1000), rabbit polyclonal HA (H6908, Sigma-Aldrich, WB 1:1000, IF 1:100),
mouse monoclonal tubulin (T9026, Sigma-Aldrich, 1:10000), rabbit polyclonal GFP (632592, Clontech, 1:10000), rabbit polyclonal LC3 (NB100-2220,
Novus Biologicals, WB 1:10000), mouse monoclonal paxillin (610619, BD
Biosciences, WB 1:1000, IF 1:100), mouse monoclonal vinculin (MAB3574,
Millipore, IF 1:100).
The secondary antibodies for immunoﬂuorescence were conjugated to
Alexa Fluor 488, 568, 594 or 647 (Invitrogen). For western blotting, the
following horseradish peroxidase (HRP)-conjugated secondary antibodies
were used: anti-mouse (NA931V, GE Healthcare), anti-rabbit (NA934V, GE
Healthcare) and anti-goat (611620, Invitrogen-Life Technologies). Alternatively, the following LICOR secondary antibodies were used: anti-mouse
680 and anti-rabbit 800. F-actin was visualised with Phalloidin-Alexa Fluor
546 (A22283, Invitrogen-Life Technologies) and 488 (A12379, InvitrogenLife Technologies).

Plasmids and siRNAs
The following pre-designed siRNAs (On-Target Plus SMART pool and/or set
of deconvoluted oligos) were used: control (siCntrl, D-001810-10), SORBS3

SMARTpool (siSORBS3 pool, L-015415-00), siSORBS3 oligo 5 (J-015415-05)
and oligo7 (J-015415-07), paxillin SMARTpool (siPXN; L-005163-00), YAP
SMARTpool (siYAP; L-012200-00) and TAZ SMARTpool (siTAZ; L-016083-00).
All siRNA was purchased from Dharmacon (GE Healthcare). siRNA was
resuspended in siRNA buffer (Dharmacon B-002000-UB) to a ﬁnal
concentration of 20 μM, as per the manufacturer’s instructions.
The following constructs were used in this study: the EGFP-tagged
huntingtin exon 1 fragment containing 74 glutamine repeats (EGFP-Htt
(Q74)) was produced by our group [52], as was the EGFP-tagged mutant
alpha-synuclein (pEGFP-A53T α-syn) [53]. EGFP-empty (EGFP-C1) was
purchased from ClonTech. pcDNAempty (pcDNA3.1) was purchased from
ThermoFisher (V79020). mEmerald-empty (mEmerald-C1; 53975) and
mEmerald-vinexin alpha (mEmerald-Vinexin-C-14; 54305)[54], Flag-YAP
(p2xFlag CMV2YAP2; 19045) [55], pcDNA-HA-AMOT(p130) (HA-AMOT
p130; 32821) [34], pGL3b-8xGTIIC luciferase (8xGTIIC-luciferase; 34615)
[22] were obtained from Addgene. The Renilla luciferase control reporter
(pRL-CMV) was purchased from Promega (E2261).
Pre-designed pLKO.1 shRNAs vectors were acquired from The RNAi
Consortium (TRC) (empty vector control; #RHS4080, Dharmacon; mouse
Sorbs3 shRNAs (sh#5; TRCN0000112956, sh#6: TRCN0000112957, sh#7;
TRCN0000112958, sh#8; TRCN0000112959). Although all the shRNAs
provided by TRC were validated, two single shRNAs were selected and
used to perform the autophagic ﬂux experiments in tfLC3 neurons
(Sorbs3 sh#5; TRCN0000112956, sh#7; TRCN0000112958).

Reagents
Baﬁlomycin A1 (BAF; Sigma-Aldrich 19-148) was resuspended in DMSO
from Sigma-Aldrich and used at 400 nM for 4 h to block ﬂux through the
autophagy pathway. Latrunculin A (Santa Cruz, sc-202691) was resuspended in DMSO. In order to inhibit actin polymerisation, cells were
treated with latrunculin A at 0.5 µM (diluted in complete media) for 6 h. In
experiments using BAF and latrunculin A an equivalent volume of DMSO
was used as the vehicle control.

Cell culture
HeLa (human cervical adenocarcinoma) cells (validated by STR proﬁling
and purchased from ATCC [American Type Culture Collection]), SH-SY5Y
(human neuroblastoma; ATCC), RPE (human retinal pigment epithelium;
ATCC) and HEK293T (human embryonic kidney 293T; ATCC) cells were
maintained in high glucose (4500 mg/L) DMEM (Dulbecco’s Modiﬁed Eagle
Medium; Sigma-Aldrich D6546) completed with 10% foetal bovine serum
(Sigma-Aldrich F7524), 100 units/mL penicillin-streptomycin (Sigma-Aldrich
P0781) and 2 mM L-glutamine (Sigma-Aldrich G7513) at 37 °C, 5% carbon
dioxide. HeLa cells stably expressing GFP-LC3 and GFP-mRFP-LC3 have
been described previously [13]. These cells were cultured in high glucose,
complete DMEM (as described above) supplemented with 500 μg/mL G418
(Gibco 1181-031). Autophagy-deﬁcient ATG16L1 CRISPR HeLa cells,
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together with autophagy-competent controls (Cas9 Cntrl HeLa), were
generated by our group following previously published protocols [56, 57].
These cells were maintained in high glucose, complete DMEM (as
described above). All cell lines were incubated at 37 °C and 5% CO2,
humidiﬁed atmosphere and were regularly tested for mycoplasma
contamination every two weeks.
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mRFP-GFP-LC3 (tfLC3) transgenic mice
The mRFP-GFP-LC3 reporter mouse line was generated in our lab as
previously described [36]. All studies and procedures were performed with
the jurisdiction of appropriate UK Home Ofﬁce Project and Personal animal
licences and with the approval of the University of Cambridge Animal
Welfare and Ethical Review Body for animal study.
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Fig. 4 Vinexin depletion upregulates YAP/TAZ by countering YAP/TAZ cytosolic sequestration by angiomotins. a HeLa cells were depleted
of vinexin beta using an individual siRNA oligonucleotide against SORBS3 (siSORBS3; oligo 7). Endogenous YAP/TAZ were immunoprecipitated
using an antibody raised in mouse (YAP/TAZ IP). Normal mouse IgG was used as a negative control (IgG). Endogenous angiomotin-like protein
1 (AMOTL1), YAP/TAZ and tubulin were examined by western blotting. AMOTL1/YAP IP values are the ratio of AMOTL1 (both bands in doublet)
to YAP in the in YAP/TAZ IP calculated after normalising AMOTL1 in YAP/TAZ IP to AMOTL1 in the input and YAP in the YAP/TAZ IP to YAP/TAZ
in the input. TAZ is not quantiﬁed as obscured by IgG heavy chain in the IP. SE = short exposure; LE = long exposure; molecular weights
shown in kDa. b HeLa cells were co-transfected with Flag-YAP and HA-AMOT(p130) for 48 h. Cells were treated with latrunculin A (0.5 μM) or
DMSO vehicle control for 6 h. Exogenous Flag-YAP was immunoprecipitated using a mouse antibody against Flag (Flag IP). Normal mouse IgG
was used as a negative control (IgG). Flag-YAP and HA-AMOT(p130) were examined by western blotting. Representative blot from three
independent experiments is shown. Molecular weights shown in kDa. c Quantiﬁcation of three independent experiments described in b.
Amount of Flag-YAP and HA-AMOT(p130) in Flag IP are expressed relative to Flag-YAP and HA-AMOT(p130) in Input and HA-AMOT(p130) IP
normalised to Flag-YAP IP. Independent experiment 1 is illustrated with green data points, experiment 2 with red data points and experiment
3 with blue data points. * = p < 0.05 by two-tailed paired t-test. Error bars indicate SEM. d HeLa cells were depleted of vinexin beta as in a.
siCntrl and siSORBS3 treated cells were transfected with pcDNA-HA-AMOT(p130) or empty vector control (pcDNA-empty) for 24 h.
Haemagglutinin (HA) and endogenous YAP/TAZ were examined by immunoﬂuorescence. Representative confocal images from three
independent experiments are shown. Red = HA (Alexa Fluor 568); green = YAP/TAZ (Alexa Fluor 488); blue = DAPI. Scale bars indicate 20 µm.
e Cells with predominantly nuclear YAP/TAZ (N > C), YAP/TAZ equally distributed between nucleus and cytosol (N = C) and predominantly
cytosolic YAP/TAZ (C > N) where manually quantiﬁed. Quantiﬁcation of the representative experiment shown in d. ns = p > 0.05; ** = p < 0.01
by two-tailed Student’s t-test. Red asterisks represent p value for N > C; blue asterisks represent N < C p value. n = 56 (pcDNA-empty; siCntrl);
68 (pcDNA-empty; siSORBS3); 70 (pcDNA-HA-AMOT; siCntrl); 45 (pcDNA-HA-AMOT; siSORBS3). Error bars indicate SD. f. HeLa cells stably
expressing GFP-LC3 were depleted of vinexin beta. siCntrl and siSORBS3 treated cells were transfected with pcDNA-HA-AMOT(p130) or empty
vector control (pcDNA-empty) for 24 h. GFP-LC3 vesicles were counted manually. Quantiﬁcation of 4 independent experiments is shown. ns =
p > 0.05; * = p < 0.05 by two-tailed paired t-test. Error bars indicate SEM. g (top) HeLa cells were transfected with either siCntrl or siSORBS3 and
then transfected with pcDNA-HA-AMOT(p130) or empty vector control (pcDNA-empty) for 24 h. Cells were treated with BAF (400 nM) or DMSO
vehicle control for 4 h. Haemagglutinin (HA), GAPDH and LC3 protein levels were examined by western blotting. Representative blots from
four independent experiments are shown. SE = short exposure; LE = long exposure; molecular weights shown in kDa. (Below). (bottom)
Quantiﬁcation of the four independent experiments is shown below. LC3-II (lower band of LC3 doublet) levels are expressed relative to
GAPDH loading control and normalised to LC3-II/GAPDH in control siRNA (siCntrl) treated cells. ns = p > 0.05; * = p < 0.05; *** = p < 0.001 by
two-tailed paired t-test. Error bars indicate SEM. h Schematic of proposed mechanism. In cells with reduced SORBS3 expression (↓ SORBS3
expression) relative to baseline (baseline SORBS3 expression) increased F-actin structures compete with YAP/TAZ for binding to angiomotins
(AMOTs). Therefore, more YAP/TAZ is free to enter the nucleus and upregulate autophagy via increased YAP/TAZ/TEAD transcriptional activity.

Isolation and culture of primary mouse cortical neurons
For primary mRFP-GFP-LC3 (tfLC3) cortical neurons, transgenic mice were
crossed with C57BL/6 mice (Jackson laboratories) and females which are at
E16.5 gestation were sacriﬁced and embryos were harvested. Isolated
cortices from all embryos (regardless of genetic status) were combined to
create mixed cultures). Brieﬂy, brains were harvested and placed in Hank’s
Balanced Salt Solution (HBSS) where the meninges were removed and the
cerebral cortices were dissected. After incubation in HBSS with 0.25%
trypsin (Gibco) for 20 min at 37 °C, dissociated neurons were resuspended
in HBSS and seeded on poly-D-lysine-coated MatTek glass-bottom culture
dish (P35G-1.0-14-C) or 12 well plates. Cells were maintained in
Neurobasal-A medium (#12349015, Thermo Fisher Scientiﬁc) supplemented with 2 mM GlutaMAX, 200 mM B27 supplement and 1%
Penicillin–Streptomycin) at 37 °C and 5% CO2 in a humidiﬁed incubator.
One-half of the culture medium was replenished with pre-warmed fresh
medium every 2 days until infection. After 5 days of in vitro culturing, the
differentiated neurons were infected with lentiviral particles for knockdown experiments.

siRNA and DNA transfection
For siRNA transfection, HeLa and RPE cells were seeded in 6 well plates and
cells were transfected with 80 nM of siRNA using Lipofectamine 2000
(ThermoFisher 11668019) and cells were post-transfected with 80 nM of
siRNA using Lipofectamine 2000. SH-SY5Y cells were transfected with 80
nM of siRNA using Lipofectamine RNAiMAX (13778150 Invitrogen) for 4 h
per well in six well plates. After a day, cells were post-transfected with 80
nM of siRNA using Lipofectamine RNAiMAX. After transfections, cells were
incubated with full growth medium for 2 days. Transfected cells were split
into 6 or 12 well plates as per experimental requirements.
For DNA transfection, HeLa and SH-SY5Y cells were plated in six well
plates and cells were transfected with 1 μg DNA using TransIT 2020
reagent (Mirus MIR5400) according to the manufacturer’s instructions. SHSY5Y cells were post-transfected with 1 μg DNA using TransIT 2020 reagent
after 24 h. On the following day, cells were re-seeded in the 6 or 12 well
plates as per experimental requirements.

shRNA lentivirus production and infection
shRNA lentiviral particles were produced and transduced following the
RNAi Consortium (TRC) protocols. Brieﬂy, HEK293T packaging cells in 100

mm dishes were transfected at 50–60% of conﬂuence with a mix of 2.5 μg
psPAX2 vector (packaging vector), 270 ng pMD2.G vector (envelope
vector) and 2.7 µg hairpin-pLKO.1 vector using TransIT-LT1 (Mirus)
transfection reagent according to the manufacturer’s instructions. Transfected cells were cultured in high-serum medium. After 40 h, cell culture
medium was harvested and replaced by high-serum medium at three
times repeatedly for 24 h intervals. Viral preps were then concentrated by
centrifugation at 160,100 g for 90 min.
For infection in primary neurons, viral titres were added to the cells in
the presence of 6 μg/ml polybrene (Sigma Aldrich) and incubated
overnight. On a following day, medium was replaced by full medium
and cells were further incubated for an additional 3-4 days before testing
the knockdown effects.

Immunoﬂuorescence microscopy
Cells were cultured on glass coverslips for experimental requirements. For
immunostaining of ATG16L1, HA, paxillin and YAP/TAZ, cells were ﬁxed
with PFA (paraformaldehyde) at 37 °C: 2 min in 2% PFA (4% PFA in PBS
mixed 1:1 with complete media), then 5 min in 4% PFA in PBS. For
immunostaining of LC3 and CD63, cells were ﬁxed with cold methanol for
5 min. In both cases, ﬁxation was followed by permeabilisation using 0.1%
Triton X-100 in PBS for 5 min at room temperature. Coverslips were then
incubated in BSA (bovine serum albumin) blocking buffer (0.5% BSA in PBS,
50 mmol ammonium chloride) for at least 30 min at room temperature. For
vinculin immunostaining, coverslips were ﬁrst washed in Buffer C (100 mM
PIPES pH 6.9, 0.5 mM MgCl2, 0.1 mM EDTA, 0.01 M EGTA), then ﬁxed with
Buffer D for 15 min at room temperature (1.4% PFA, 0.2% Triton X-100, 2 M
Glycerol in Buffer C). Blocking was performed with 0.5% BSA in Buffer C
(supplemented with 50 mmol ammonium chloride) for at least 30 min at
room temperature. In all experiments, coverslips were incubated with
primary antibody diluted in the appropriate blocking buffer for 4 h at room
temperature or 18 h at 4 °C. Coverslips were then incubated with Alexa
Flour-conjugated secondary antibodies (purchased from Thermo Fisher) in
the appropriate blocking buffer for 1 h at room temperature protected
from light. In order to detect F-actin, Alexa Flour 488 phalloidin (Thermo
Fisher A12379) was added at the blocking step (diluted 1:500 in the
appropriate blocking buffer). Coverslips were mounted using ProLong
Gold Antifade with DAPI (Thermo Fisher P36935) and slides stored in the
dark at 4 °C.
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Subsequently, mRFP positive puncta that overlapped with GFP positive
puncta (GFP/mRFP-double positive vesicles) were counted as autophagosomes, while puncta that were only positive for mRFP (mRFP-single
positive vesicles) were counted as autolysosomes.

Imaging of mRFP-GFP-LC3 (tfLC3) primary neurons
For live-cell imaging of mRFP-GFP-LC3 primary neurons, primary neurons
were monitored at DIV9-11 using LSM780 confocal microscopy (63× NA 1.4
Plan Apochromat oil-immersion lens; Carl Zeiss). At least ten ﬁelds were
imaged and analysed using ZEN software. Autophagic vesicles (autophagosomes and autolysosomes) were ﬁrst identiﬁed as mRFP positive puncta.
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Cell lysis and western blot analysis
Cells were plated in 6 or 12 well plates according to experiment
requirements. Cells were washed in cold phosphate-buffered saline (PBS)
twice, then lysed directly in 1× Laemmli buffer (62.5 mM Tris pH 6.8, 2% w/v
SDS, 10% glycerol, 50 mM DTT, 0.01% w/v bromophenol blue),
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Fig. 5 Autophagy declines with age in mouse motor cortex, corresponding to increased SORBS3 mRNA expression in mouse and human
brain tissue. a Representative confocal images of sections of mouse motor cortex obtained from GFP-mRFP-LC3 mice aged to 2, 12, 18 and
24 months. b Manual quantiﬁcation of autolysosomes (AL) and autophagosomes (AP) in the motor cortex of 2 (n = 12), 12 (n = 9), 18 (n = 8)
and 20–24 (n = 3) months old GFP-mRFP-LC3 mice. Autophagic vesicles (autophagosomes and autolysosomes) were ﬁrst identiﬁed as mRFP
positive vesicles. mRFP positive vesicles that overlapped with GFP positive vesicles (GFP/mRFP-double positive vesicles) were counted as
autophagosomes, while vesicles that were only positive for mRFP (mRFP-single positive vesicles) were counted as autolysosomes. ** = p <
0.01, *** = p < 0.001 by two-tailed Student’s t-test. Error bars indicate SEM. c Sorbs3 mRNA expression, Camk4 mRNA expression (positive
control), Eda2r mRNA expression (positive control) and Tuba1a mRNA expression (negative control) determined by RNA sequencing of
samples from wild-type mouse brain tissue (combined motor cerebral cortex, somatosensory cerebral cortex and striatum) plotted against
chronological age of the animals in months. The adjusted coefﬁcient of determination (adjusted R2) is displayed to two signiﬁcant ﬁgures on
the scatter plot (bottom left). Overall signiﬁcance of the regression analysis was established by F-test and the p value displayed to two
signiﬁcant ﬁgures on the scatter plot (top right). * = p < 0.05, ** = p < 0.01, *** = p < 0.001, **** = p < 0.0001 by F-test. n = 18. RPKM = Reads
Per Kilobase of transcript per Million. d SORBS3 mRNA expression, CAMK4 mRNA expression (positive control), EDA2R mRNA expression
(positive control) and TUBA1A mRNA expression (negative control) determined by RNA sequencing of samples from ‘neuropathological
normal’ human frontal cerebral cortex plotted against chronological age of the donors in years. Adjusted R2 is displayed to two signiﬁcant
ﬁgures (bottom left) and p value displayed to two signiﬁcant ﬁgures (top right), as in c. n = 77. e SORBS3 mRNA expression, CAMK4 mRNA
expression (positive control), EDA2R mRNA expression (positive control) and TUBA1A mRNA expression (negative control) determined by RNA
sequencing of samples from ‘neuropathological normal’ human hippocampus were plotted against chronological age of the donors in years.
Adjusted R2 is displayed to two signiﬁcant ﬁgures (bottom left) and p value displayed to two signiﬁcant ﬁgures (top right), as in c. n = 70.

supplemented with protease inhibitor cocktail (Sigma Aldrich
11873580001). Samples were boiled for 10 min at 100 °C.
For western blot analysis, samples were separated by SDS-PAGE gel
electrophoresis and proteins were transferred to PVDF membranes
(Millipore IPFL00005 or IPVH00005). The membranes were blocked with
5% non-fat milk in PBS/0.01% Tween for 1 h at room temperature.
Membranes were subsequently incubated with primary antibodies for at
least 12 h at 4 °C or 4 h at room temperature, then secondary antibodies for
1 h at room temperature. All antibodies were diluted in the appropriate
blocking buffer. Proteins on the membrane were visualised either directly
on an Odyssey Imager (LI-COR) or with electrochemiluminescent detection
reagents (GE Healthcare RPN2232). Protein quantiﬁcation was performed
using Image Studio Lite software.

Immunoprecipitation

For immunoprecipitation, cells were cultured in 25 cm2 dishes and lysed on
ice in 1 mL buffer (50 mM Tris pH 7.5, 150 mM NaCl, 1 mM EDTA, 0.5% Triton
X-100) supplemented with protease and phosphatase (Sigma Aldrich P5726
and P0044) inhibitor cocktails. Lysates were centrifuged at 15,000 rpm for 15
min at 4 °C. The pellet was discarded and protein concentration of the
supernatant determined by Bradford protein assay (Bio-Rad 500-0201).
Samples containing 1 mg total protein were incubated with primary
antibodies diluted 1:200 for at least 18 h on a rotator mixer at 4 °C: mouse
anti-YAP/TAZ (Santa Cruz sc-101199), mouse anti-Flag (Sigma-Aldrich A2220)
and rabbit anti-HA (Sigma-Aldrich H6908). Samples from each experimental
condition were also incubated with normal mouse or rabbit IgG (also diluted
1:200; Santa Cruz sc-2025 or sc-2027) to control for non-speciﬁc binding.
Precipitated immunocomplexes were separated by incubation with Protein G
magnetic beads (Dynabeads Protein G; Thermo Fisher 10004D) for 4 h on a
rotator mixer at 4 °C. Input samples were stored at 4 °C during this time. All
samples (immunoprecipitant and input) were boiled in 1× Laemmli buffer for
4 min at 100 °C, then examined by western blotting.

GFP-Htt (Q74) aggregation assay
Cells cultured on glass coverslips in six-well plates were transfected with
1.5 µg GFP-Htt(Q74). After 48 h, coverslips were ﬁxed with 4% PFA in PBS
for 10 min at room temperature and mounted using ProLong Gold
Antifade with DAPI. Slides were labelled so as to conceal coverslip identity.
Percentage transfected (GFP-positive) cells containing aggregates were
scored using an Eclipse E600 ﬂuorescence microscope (Nikon). At least 200
cells were analysed per coverslip, with coverslips prepared in triplicate for
each experimental condition.

Alpla-synuclein A53T assay
Cells were transfected with both 1.5 µg of pEGFP-α-synuclein A53T and 0.5
µg of empty pEGFP per a well of a six-well plate. After 2 days, transfected
cells were lysed and EGFP-α-synuclein A53T and GFP levels examined by
western blotting (as described above). The ratio between both signals was
calculated, normalised to GAPDH levels.

Cytoplasmic/nuclear fractionation
Subcellular fractionation was performed as previously described [58]. In
summary, cells were lysed with Buffer A (10 mM HEPES, 10 mM KCl, 0.1 mM
EDTA, 0.4% NP-40, 1 mM DTT) supplemented with protease and
phosphatase inhibitor cocktails on ice for 30 min. Lysates were centrifuged
at 15,000 rpm for 10 min at 4 °C. Supernatants containing cytosolic proteins
were collected and stored at 4 °C. Nuclear pellets were resuspended in
buffer B (20 mM HEPES, 0.4 M NaCl, 1 mM EDTA, 10% glycerol, 1 mM DTT)
supplemented with protease inhibitor cocktail and incubated on ice for
1 h. After centrifugation at 15,000 rpm for 10 min at 4 °C, supernatants
containing nuclear proteins were collected. Protein concentrations were
determined by Bradford protein assay. Both fractions were analysed by
western blotting using primary antibodies against YAP/TAZ, Lamin B and
GAPDH. Lamin B was used as a nuclear control and GAPDH as a cytosolic
control.

Luciferase reporter assay
Luciferase reporter assay was examined by Dual-Glo luciferase assay kit
(Promega E1910). Cells cultured in six-well plates were transfected with 0.4
µg pGL3b-8xGTIIC-luciferase and 40 ng pRL-CMV (renilla luciferase). After
24 h post-transfection, cells were lysed in 300 µL ‘Passive Lysis Buffer’ per
well for 20 min at room temperature. Lysates were centrifuged at 15,000
rpm for 5 min at 4 °C. The pellets were discarded and 10 µL of each
supernatant combined with 50 µl ‘Luciferase Assay Buffer II’ in white 96well plates. Fireﬂy luminescence was measured using a GloMax 96
Microplate Luminometer (Promega). 50 µl ‘Stop & Glo Buffer’, prepared
following the manufacturer’s instructions, was subsequently added to all
wells. After 5 min, Renilla luminescence was measured using the GloMax
96 Microplate Luminometer. Fireﬂy luciferase activity relative to Renilla
luciferase activity was calculated as a ratio for each well.

RNA isolation and quantitative real-time PCR
Total RNA was isolated from HeLa cells treated with either siCntrl or
siSORBS3 using RNeasy Mini Kit (74104 Qiagen). The extracted RNA was
used for cDNA synthesis using SuperScript III First Strand Synthesis System
for RT-PCR (1880-051 Invitrogen) according to manufacturer’s instructions.
The cDNA was mixed with PowerUp SYBR Green Master Mix (A25742
Applied Biosystems), forward primer (Fw) and reverse primer (Rv) for each
target gene sequences (MLC2, MYH10, MYH9, MYH14, ACTN1 and ACTB)
purchased from Invitrogen. Real-time qPCR was then performed using BioRad CFX96 Real-Time PCR detection system (1845096 Rio-Rad) following
the manufacturer’s instructions.
The following primer pairs were used: Human MLC2, Fw: 5′-TTTGGGGA
GAAGCTGAACGG-3′ Rv: 5′-TCATGGATGAAACCTGAGGC-3′; Human MYH9,
Fw: 5′-GGAAGGCTAAGCAAGGCTGA-3’ Rv: 5′-ACTTATAGCCAGGACCTGAA
CC-3′; Human MYH10, Fw: 5′-GACTGAGGCGCTGGATCTGT-3′ Rv: 5′-CAA
AAGCAATTGCCTCTTCAGC-3′; Human MYH14, Fw: 5′-GCCCTGGAAGCCGAC
CAT-3′ Rv: 5′-GAAGGCACCCACACGAGAC-3′; Human ACTN1, Fw: 5′-CACTTT
GACCGGGATCACTCC-3′ Rv: 5′-TCATCCGTGTCCATCATGCC-3′; Human ACTB,
Fw: 5′-GAGCACAGAGCCTCGCCTTT-3′ Rv: 5′-TCATCATCCATGGTGAGCTG
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G-3′; Human GAPDH, Fw: 5′-ACAGTCAGCCGCATCTTCTTT-3′ Rv: 5′-CAATA
CGACCAAATCCGTTGACT-3′ [10].
Quantiﬁcation of mRNA expression of the target genes was calculated
with the ΔΔCT method and mRNA expression for the genes of interest was
normalised relative to GAPDH mRNA expression.
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mRFP-GFP-LC3 mouse ageing study
mRFP-GFP-LC3 mice and wild-type littermates were aged to 2, 12, 18 and
24 months. Following anesthetisation using standard procedures, mice
were perfused with 10 ml PBS followed by 40 ml 4% PFA. Perfusion was
performed at a rate of 4 ml/min. At this point the mouse tails were
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Fig. 6 Expression of actin-related YAP/TAZ target genes negatively regulated by vinexin decreases with agein mouse and human brain
tissue. a mRNA expression determined by RNA sequencing of actin-related YAP/TAZ target genes (MLC2 and MYH10) in samples from wildtype mouse brain tissue (combined motor cerebral cortex, somatosensory cerebral cortex and striatum), ‘neuropathological normal’ human
frontal cerebral cortex and ‘neuropathological normal’ human hippocampus plotted against chronological age in months (mice) or years
(human). The adjusted coefﬁcient of determination (adjusted R2) is displayed to two signiﬁcant ﬁgures on the scatter plot (bottom left).
Overall signiﬁcance of the regression analysis was established by F-test and the p value displayed to two signiﬁcant ﬁgures on the scatter plot
(top right). n = 18 (mouse), 77 (human cerebral cortex), 70 (human hippocampus). b mRNA expression determined by RT-qPCR of actin-related
genes (MLC2, MYH10, MYH9, MYH14, ACTN1 and ACTB) in HeLa cells treated with either control siRNA (siCntrl) or SORBS3 siRNA (siSORBS3).
Quantiﬁcation of 4 (MLC2, MYH9, ACTN1 and ACTB) or 5 (MYH10, MYH14) independent experiments. * = p < 0.05, ** = p < 0.01 by two-tailed
paired t-test. Error bars indicate SEM. c Schematic mechanism. Increased SORBS3 expression, as observed in normal brain ageing, decreases
F-actin bundles. This enables angiomotins (AMOTs) to retain YAP/TAZ in the cytosol, which downregulates autophagy. Possible deleterious
consequences, contributing to the age-related decline in ‘cellular ﬁtness’ include impaired proteostasis, genomic instability stemming from
crosstalk between autophagy and DNA repair mechanisms and reduced mitophagy causing oxidative stress.

collected for genotyping. Following successful ﬁxation, brains were
removed and placed in 10 ml tubes with 4% PFA. After 3–4 h, the PFA
was removed and 30% sucrose in deionized H2O was added. The brains in
sucrose were placed in 4 °C until the brains sank to the bottom of the tube.
The two hemispheres were separated and each hemisphere was placed on
OCT embedding medium (ThermoScientiﬁc), frozen on dry ice and stored
at −80 °C.The ﬁxed mRFP-GFP-LC3 brains were sectioned sagittally into 8
μm thick sections on a cryostat (Leica CM3050S). Sections were collected
on Superfrost slides (ThermoScientiﬁc) and either air-dried for 1 h for
immunostaining or stored at −80 °C until further use. To reduce
autoﬂuorescence, the brains were subjected to Sudan Black B (SBB)
staining. The brain sections were ﬁrst air-dried for 1 h before being dipped
into containers with 0.05% SBB in 70% methanol for 7 min. The sections
were air-dried for 10 min before being mounted with the nuclear
counterstain DAPI (1 μg/ml; Thermoﬁsher) in antifadent mountant solution
(Citiﬂuor). The brain sections were imaged with a 63x objective with the
LSM710 confocal microscope. For each mouse, ﬁve images were taken of
the motor cortex. mRFP positive puncta that overlapped with GFP positive
puncta (GFP/mRFP-double positive vesicles) were counted as autophagosomes, while puncta that were only positive for mRFP (mRFP-single
positive vesicles) were counted as autolysosomes.

Wild-type mouse ageing study
Wild-type mice were aged to 2, 12, 18 and 24 months of age. The mice
were sacriﬁced and their brains dissected. Coronal sections of the left brain
hemispheres were cut using a brain matrix (WPI) for precision. The brain
area of interest was identiﬁed using a mouse brain atlas. The rills in the
matrix enabled cutting a selected 2 mm section of each brain using a
razorblade. The chosen area contains motor cortex, somatosensory cortex
and striatum. The tissue was transferred to a glass homogeniser and
homogenised with 500 μl Trizol (Ambion) in a fume hood on ice. The lysate
was passed through a 27G syringe ten times and transferred to a 1.5 ml
tube. The lysate was centrifuged at 13,200 rpm for 3 min at 4 °C and RNA
was extracted using the RNA extraction kit (Qiagen, RNeasy Mini Kit) as per
manufacturer’s protocol. Following elution of RNA, the concentration and
purity were determined using a NanoDrop 2000c spectrophotometer. The
spectrophotometer analysed the A260/280 and A260/230 ratios, which
must be above 1.8 for quality RNA. The RNA was stored at −80 °C until 1 μg
in 60 μl buffer was shipped deCODE Genetics (Iceland) for RNA sequencing
(RNA-Seq).
deCODE Genetics assessed the quality and quantity of the total RNA using
a LabChip GX instrument (Perkin Elmer) with the 96-well RNA kit. Indexed
sequencing libraries were prepared using the TruSeq RNA sample
preparation v2 kit (Illumina; 96-well plate format). In short, between 0.1–1
µg of total RNA was used for poly-A mRNA capture using oligo-dT attached
magnetic beads. cDNA synthesis was done using SuperScript II and random
hexamer priming. End-repair, 3′-adenylation, ligation of indexed adaptors
and PCR ampliﬁcation was performed as described by Illumina. Quantity and
quality of each sequencing library were assessed using the LabChip GX,
followed by standard dilutions and sample storage at −20 °C. Further quality
assessment was performed by pool sequencing (≤24 samples/pool) on a
MiSeq instrument in order to optimise cluster densities and assess insert size,
sample diversity etc. Pooled samples (4 samples per pool) were clustered on
paired-end (PE) ﬂowcells using a cBot instrument (Illumina). Sequencing was
performed on HiSeq 2500 using v4 SBS sequencing kits with readlengths at
2 × 125 cycles. Primary processing and base calling was performed using HCS
and RTA (Illumina). Demultiplexing and generation of FASTQ ﬁles were
performed using scripts from Illumina (bcl2fastq v.1.8).

RNA sequencing data analysis
After receiving the mouse RNA-Seq data from deCODE Genetics, the reads
were aligned to a mouse reference genome (UCSC assembly mm10). Data
frames for rpkm (Reads Per Kilobase of transcript per Million) values for the
genes of interest were generated in R [59]. Scatter plots with linear
regression lines were then generated in R for a selection of genes (Sorbs3,
Camk4, Eda2r, Tuba1a, Yap1, Taz, Mlc2, Myh10, Birc2, Erbb4, Runx2, Ccnd1
and Dab2). Overall signiﬁcance of the regression analysis was established
by F-test performed in R, with the adjusted coefﬁcient of determination
(adjusted R2) also calculated.
RNA sequencing data from ‘neuropathological normal’ human frontal
cerebral cortex and hippocampal tissue were obtained from the GenotypeTissue Expression (GTEx) Consortium (Release 6) [39]. Donors labelled as
follows in the subject metadata ﬁle were excluded: amyotrophic lateral
sclerosis, Alzheimer’s disease OR dementia, Alzheimer’s disease, dementia
with unknown cause, major depression (unipolar depression, major
depressive disorder), active encephalitis, Creutzfeldt Jakob relatives, active
meningitis, multiple sclerosis, Parkinson’s disease, Reyes syndrome,
schizophrenia, syphilis infection, unexplained weakness. Donors were also
excluded when cause of death was annotated with the following ICD10
codes: C70 to C72 (malignant neoplasms of brain and other parts of central
nervous system), F00 to F99 (mental and behavioural disorders), G00 to
G99 (diseases of the nervous system) and I60 to I69 (cerebrovascular
disease). Rpkm values for the genes of interest in both tissues were
provided by the GTEx Consortium (Release 6) [39]. Data frames for rpkm
values and sample metadata were generated in R for both tissues, with the
rpkm data ﬁltered to exclude mitrochondrial and Y chromosome genes.
Scatter plots with linear regression lines were then generated in R for a
selection of genes (SORBS3, CAMK4, EDA2R, TUBA1A, YAP1, TAZ, MLC2,
MYH10, BIRC2, ERBB4, RUNX2, CCND1 and DAB2). Overall signiﬁcance of the
regression analysis was established by F-test performed in R, with the
adjusted coefﬁcient of determination (adjusted R2) also calculated.

Statistical analysis
Aside from the RNA sequencing data analysis, initial data processing was
performed in Excel (Microsoft), before statistical testing and graph
construction using PRISM software (version 5.01, GraphPad). As appropriate, PRISM was used to perform: paired t-tests (equivalent to onesample t-tests for normalised western blotting data; see below), Student’s
t-tests, and one-way ANOVAs followed by Tukey’s multiple comparison
test. Error bars indicate the standard deviation (SD) or standard error of the
mean (SEM), as appropriate to the data presented (see ﬁgure legends).
Unless otherwise stated, ns = p > 0.05 (p value), * = p < 0.05, ** = p < 0.01,
*** = p < 0.001.
Western blotting data were typically generated from at least three
independent experiments in biological triplicate. In order to normalise
these data, protein levels (‘protein X’) in the experimental conditions were
expressed relative to loading control protein levels and mean protein X/
loading control in the experimental conditions normalised to mean protein
X/loading control in the control condition. Accordingly, while there is
within-condition variability (represented by the SD) between technical
replicates, within-condition variability between control values generated
from independent experiments is abolished (all mean values are 1). Withincondition variability (represented by the SEM) remains between protein X/
loading control values in the experimental condition(s). Paired t-tests
performed on these normalised data sets are therefore equivalent one
sample t-tests. When testing perturbations in the presence or absence of
Baﬁlomycin A1 (LC3-II blots), we have analysed the DMSO and Baﬁlomycin
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data separately (as one does not always get similar directions of changes
with perturbants in both conditions)—thus, we have normalised the
control values separately for DMSO and Baﬁlomycin to 1 in each
experiment for statistical analysis. However, in the graphs, we have shown
data where we have only normalised the control data in DMSO to 1, so that
the effects of the Baﬁlomycin treatments can be clearly seen.

DATA AVAILABILITY
The human RNA-Seq data analysed in this study is already publicly available via the
Genotype-Tissue Expression (GTEx) Portal (see: https://www.gtexportal.org/home/)
Following acceptance of this study for publication, the raw mouse RNA-Seq data will
be deposited in an INSDC (DDBJ, ENA or GenBank) repository. The mouse RNA-Seq
data for this study have been deposited in the European Nucleotide Archive (ENA) at
EMBL-EBI under accession number PRJEB48346. All other data generated and/or
analysed during this study are included in the main paper and supplementary
information ﬁles.

REFERENCES
1. Ravikumar B, Sarkar S, Davies JE, Futter M, Garcia-Arencibia M, Green-Thompson
ZW, et al. Regulation of mammalian autophagy in physiology. and pathophysiology. Physiol Rev. 2010;90:1383–435.
2. López-Otín C, Blasco MA, Partridge L, Serrano M, Kroemer G. The hallmarks of
aging. Cell. 2013;153:1194–217.
3. Melendez A, Talloczy Z, Seaman M, Eskelinen EL, Hall DH, Levine B. Autophagy
genes are essential for dauer development and life-span extension in C. elegans.
Science. 2003;301:1387–91.
4. Pyo JO, Yoo SM, Ahn HH, Nah J, Hong SH, Kam TI, et al. Overexpression of Atg5 in
mice activates autophagy and extends lifespan. Nat Commun. 2013;4:2300.
5. Fernández ÁF, Sebti S, Wei Y, Zou Z, Shi M, McMillan KL, et al. Disruption of the
beclin 1-BCL2 autophagy regulatory complex promotes longevity in mice. Nature.
2018;558:136–40.
6. Terman A. The effect of age on formation and elimination of autophagic vacuoles
in mouse hepatocytes. Gerontology. 1995;41:319–26.
7. Wong SQ, Kumar AV, Mills J, Lapierre LR. Autophagy in aging and longevity. Hum
Genet. 2020;139:277–90.
8. Menzies FM, Fleming A, Caricasole A, Bento CF, Andrews SP, Ashkenazi A, et al.
Autophagy and neurodegeneration: pathogenic mechanisms and therapeutic
opportunities. Neuron. 2017;93:1015–34.
9. Kioka N, Ueda K, Amachi T. Vinexin, CAP/ponsin, ArgBP2: a novel adaptor protein
family regulating cytoskeletal organization and signal transduction. Cell Struct
Funct. 2002;27:1–7.
10. Pavel M, Renna M, Park SJ, Menzies FM, Ricketts T, Füllgrabe J, et al. Contact
inhibition controls cell survival and proliferation via YAP/TAZ-autophagy axis. Nat
Commun. 2018;9:2961.
11. Yamamoto A, Tagawa Y, Yoshimori T, Moriyama Y, Masaki R, Tashiro Y. Baﬁlomycin A1 prevents maturation of autophagic vacuoles by inhibiting fusion
between autophagosomes and lysosomes in rat hepatoma cell line, H-4-II-E cells.
Cell Struct Funct. 1998;23:33–42.
12. Klionsky DJ, Abdalla FC, Abeliovich H, Abraham RT, Acevedo-Arozena A, Adeli K,
et al. Guidelines for the use and interpretation of assays for monitoring autophagy. Autophagy. 2012;8:445–544.
13. Kimura S, Noda T, Yoshimori T. Dissection of the autophagosome maturation
process by a novel reporter protein, tandem ﬂuorescent-tagged LC3. Autophagy.
2007;3:452–60.
14. Kioka N, Sakata S, Kawauchi T, Amachi T, Akiyama SK, Okazaki K, et al. Vinexin: a
novel vinculin-binding protein with multiple SH3 domains enhances actin
cytoskeletal organization. J Cell Biol. 1999;144:59–69.
15. Mizushima N, Kuma A, Kobayashi Y, Yamamoto A, Matsubae M, Takao T, et al.
Mouse Apg16L, a novel WD-repeat protein, targets to the autophagic isolation
membrane with the Apg12-Apg5 conjugate. J Cell Sci. 2003;116:1679–88.
16. Ravikumar B, Duden R, Rubinsztein DC. Aggregate-prone proteins with polyglutamine and polyalanine expansions are degraded by autophagy. Hum Mol
Genet. 2002;11:1107–17.
17. Polymeropoulos MH, Lavedan C, Leroy E, Ide SE, Dehejia A, Dutra A, et al.
Mutation in the alpha-synuclein gene identiﬁed in families with Parkinson’s
disease. Science. 1997;276:2045–7.
18. Webb JL, Ravikumar B, Atkins J, Skepper JN, Rubinsztein DC. Alpha-Synuclein is
degraded by both autophagy and the proteasome. J Biol Chem.
2003;278:25009–13.
19. Totaro A, Zhuang Q, Panciera T, Battilana G, Azzolin L, Brumana G, et al. Cell
phenotypic plasticity requires autophagic ﬂux driven by YAP/TAZ mechanotransduction. Proc Natl Acad Sci USA. 2019;116:17848–57.

Cell Death & Differentiation

20. Song Q, Mao B, Cheng J, Gao Y, Jiang K, Chen J, et al. YAP enhances autophagic
ﬂux to promote breast cancer cell survival in response to nutrient deprivation.
PLoS One. 2015;10:e0120790.
21. Aragona M, Panciera T, Manfrin A, Giulitti S, Michielin F, Elvassore N, et al. A
mechanical checkpoint controls multicellular growth through YAP/TAZ regulation by actin-processing factors. Cell. 2013;154:1047–59.
22. Dupont S, Morsut L, Aragona M, Enzo E, Giulitti S, Cordenonsi M, et al. Role of
YAP/TAZ in mechanotransduction. Nature. 2011;474:179–83.
23. Zhao B, Wei X, Li W, Udan RS, Yang Q, Kim J, et al. Inactivation of YAP oncoprotein
by the Hippo pathway is involved in cell contact inhibition and tissue growth
control. Genes Dev. 2007;21:2747–61.
24. Liang N, Zhang C, Dill P, Panasyuk G, Pion D, Koka V, et al. Regulation of YAP by
mTOR and autophagy reveals a therapeutic target of tuberous sclerosis complex.
J Exp Med. 2014;211:2249–63.
25. Pavel M, Park SJ, Frake RA, Son SM, Manni MM, Bento CF, et al. α-Catenin levels
determine direction of YAP/TAZ response to autophagy perturbation. Nat
Commun. 2021;12:1703.
26. Lee YA, Noon LA, Akat KM, Ybanez MD, Lee TF, Berres ML, et al. Autophagy is a
gatekeeper of hepatic differentiation and carcinogenesis by controlling the
degradation of Yap. Nat Commun. 2018;9:4962.
27. Wang P, Gong Y, Guo T, Li M, Fang L, Yin S, et al. Activation of Aurora A kinase
increases YAP stability via blockage of autophagy. Cell Death Dis. 2019;10:432.
28. Chen W, Bai Y, Patel C, Geng F. Autophagy promotes triple-negative breast
cancer metastasis via YAP nuclear localization. Biochem Biophys Res Commun.
2019;520:263–8.
29. Yuan P, Hu Q, He X, Long Y, Song X, Wu F, et al. Laminar ﬂow inhibits the Hippo/
YAP pathway via autophagy and SIRT1-mediated deacetylation against atherosclerosis. Cell Death Dis. 2020;11:141.
30. Varelas X. The Hippo pathway effectors TAZ and YAP in development, homeostasis and disease. Development. 2014;141:1614–26.
31. Coue M, Brenner SL, Spector I, Korn ED. Inhibition of actin polymerization by
latrunculin A. FEBS Lett. 1987;213:316–8.
32. Chan SW, Lim CJ, Chong YF, Pobbati AV, Huang C, Hong W. Hippo pathwayindependent restriction of TAZ and YAP by angiomotin. J Biol Chem.
2011;286:7018–26.
33. Wang W, Huang J, Chen J. Angiomotin-like proteins associate with and negatively
regulate YAP1. J Biol Chem. 2011;286:4364–70.
34. Zhao B, Li L, Lu Q, Wang LH, Liu CY, Lei Q, et al. Angiomotin is a novel Hippo
pathway component that inhibits YAP oncoprotein. Genes Dev. 2011;25:51–63.
35. Mana-Capelli S, Paramasivam M, Dutta S, McCollum D. Angiomotins link F-actin
architecture to Hippo pathway signaling. Mol Biol Cell. 2014;25:1676–85.
36. Pavel M, Imarisio S, Menzies FM, Jimenez-Sanchez M, Siddiqi FH, Wu X, et al. CCT
complex restricts neuropathogenic protein aggregation via autophagy. Nat
Commun. 2016;7:13821.
37. Mele M, Ferreira PG, Reverter F, DeLuca DS, Monlong J, Sammeth M, et al. Human
genomics. The human transcriptome across tissues and individuals. Science.
2015;348:660–5.
38. Loerch PM, Lu T, Dakin KA, Vann JM, Isaacs A, Geula C, et al. Evolution of the
aging brain transcriptome and synaptic regulation. PLoS One. 2008;3:e3329.
39. GTExConsortium. The Genotype-Tissue Expression (GTEx) project. Nat Genet.
2013;45:580–5.
40. Lipinski MM, Zheng B, Lu T, Yan Z, Py BF, Ng A, et al. Genome-wide analysis
reveals mechanisms modulating autophagy in normal brain aging and in Alzheimer’s disease. Proc Natl Acad Sci USA. 2010;107:14164–9.
41. Dong J, Feldmann G, Huang J, Wu S, Zhang N, Comerford SA, et al. Elucidation of
a universal size-control mechanism in Drosophila and mammals. Cell.
2007;130:1120–33.
42. Zhao B, Ye X, Yu J, Li L, Li W, Li S, et al. TEAD mediates YAP-dependent gene
induction and growth control. Genes Dev. 2008;22:1962–71.
43. Cao X, Pfaff SL, Gage FH. YAP regulates neural progenitor cell number via the TEA
domain transcription factor. Genes Dev. 2008;22:3320–34.
44. Mukhtar T, Breda J, Grison A, Karimaddini Z, Grobecker P, Iber D, et al. Tead
transcription factors differentially regulate cortical development. Sci Rep.
2020;10:4625.
45. Lipinski MM, Hoffman G, Ng A, Zhou W, Py BF, Hsu E, et al. A genome-wide siRNA
screen reveals multiple mTORC1 independent signaling pathways regulating
autophagy under normal nutritional conditions. Dev Cell. 2010;18:1041–52.
46. Shibata M, Lu T, Furuya T, Degterev A, Mizushima N, Yoshimori T, et al. Regulation
of intracellular accumulation of mutant Huntingtin by Beclin 1. J Biol Chem.
2006;281:14474–85.
47. Vilchez D, Saez I, Dillin A. The role of protein clearance mechanisms in organismal
ageing and age-related diseases. Nat Commun. 2014;5:5659.
48. Cheon SY, Kim H, Rubinsztein DC, Lee JE. Autophagy, cellular aging and agerelated human diseases. Exp Neurobiol. 2019;28:643–57.
49. Elena SF, Sanjuán R. Evolution. Climb every mountain? Science. 2003;302:2074–5.

S.J. Park et al.

16
50. Ploeger C, Waldburger N, Fraas A, Goeppert B, Pusch S, Breuhahn K, et al.
Chromosome 8p tumor suppressor genes SH2D4A and SORBS3 cooperate to
inhibit interleukin-6 signaling in hepatocellular carcinoma. Hepatology.
2016;64:828–42.
51. Roessler S, Long EL, Budhu A, Chen Y, Zhao X, Ji J, et al. Integrative genomic
identiﬁcation of genes on 8p associated with hepatocellular carcinoma progression and patient survival. Gastroenterology. 2012;142:957–66.e12.
52. Rankin J, Wyttenbach A, Rubinsztein DC. Intracellular green ﬂuorescent proteinpolyalanine aggregates are associated with cell death. Biochem J. 2000;348:15–9.
53. Furlong RA, Narain Y, Rankin J, Wyttenbach A, Rubinsztein DC. Alpha-synuclein
overexpression promotes aggregation of mutant huntingtin. Biochem J.
2000;346:577–81.
54. Rizzo MA, Davidson MW, Piston DW. Fluorescent protein tracking and detection:
ﬂuorescent protein structure and color variants. Cold Spring Harb Protoc.
2009;2009:pdb.top63.
55. Oka T, Mazack V, Sudol M. Mst2 and Lats kinases regulate apoptotic function of
Yes kinase-associated protein (YAP). J Biol Chem. 2008;283:27534–46.
56. Ran FA, Hsu PD, Lin CY, Gootenberg JS, Konermann S, Trevino AE, et al. Double
nicking by RNA-guided CRISPR Cas9 for enhanced genome editing speciﬁcity.
Cell. 2013;154:1380–9.
57. Ran FA, Hsu PD, Wright J, Agarwala V, Scott DA, Zhang F. Genome engineering
using the CRISPR-Cas9 system. Nat Protoc. 2013;8:2281–308.
58. Bento CF, Ashkenazi A, Jimenez-Sanchez M, Rubinsztein DC. The Parkinson’s
disease-associated genes ATP13A2 and SYT11 regulate autophagy via a common
pathway. Nat Commun. 2016;7:11803.
59. R Core Team. R: A language and environment for statistical computing. R
Foundation for Statistical Computing, Vienna, Austria. 2020. https://www.Rproject.org/.

ACKNOWLEDGEMENTS
We are grateful to Dr. Matthew Gratian and Dr. Mark Bowen (Cambridge Institute for
Medical Research) for technical assistance. We are also grateful to Olafur Magnusson
(Head of Genome Sequencing Laboratory deCODE Genetics. Iceland) for assisting
with RNA sequencing.

AUTHOR CONTRIBUTIONS
Study concept and design were performed by DCR, SJP and RAF. Acquisition of data
was performed by: SJP, RAF, CK, SMS, FHS and CFB. Analysis and interpretation of
data were performed by SJP, RAF, MV, MP and PS. Drafting and editing of the
manuscript were performed by SJP, RAF and DCR. The project was supervised and
funding acquired by DCR.

FUNDING
Funding for this study was obtained from the UK Dementia Research Institute
(funded by the MRC, Alzheimer’s Research UK and the Alzheimer’s Society), the Roger
de Spoelberch Foundation, the Cambridge Centre for Parkinson-Plus, the Wellcome
Trust [095317/Z/11/Z and 100140/Z/12/Z] and the NEUROMICS project (European
Community’s Seventh Framework Programme under grant agreement number 2012-

305121). In addition, RAF received funding through the University of Cambridge MB/
PhD Programme (Sims Scholarship, James Baird Fund and the Frank Edward Elmore
Fund), CK received funding from a Gates Cambridge Scholarship and MP received a
grant of the Romanian Ministry of Research, Innovation and Digitization, CNCS/
CCCDI-UEFISCDI, project number PN-III-P1-1.1-PD-2019-0733, within PNCDI-III and
POC/448/1/1/127606 CENEMED project.

COMPETING INTERESTS
CFB is currently employed by Astex Pharmaceuticals, UK. MV is currently employed
by GlaxoSmithKline Pharmaceutical, UK. DCR is a consultant for Aladdin Healthcare
Technologies SE, Nido Biosciences and Drishti Discoveries. All other authors declare
no potential conﬂict of interest.

ETHICS APPROVAL
All mouse studies and procedures were performed under the jurisdiction of
appropriate UK Home Ofﬁce Project and Personal Animal Licenses and with the
approval of the University of Cambridge Animal Welfare and Ethical Review Body.

ADDITIONAL INFORMATION
Supplementary information The online version contains supplementary material
available at https://doi.org/10.1038/s41418-021-00903-y.
Correspondence and requests for materials should be addressed to David C.
Rubinsztein.
Reprints and permission information is available at http://www.nature.com/
reprints
Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims
in published maps and institutional afﬁliations.

Open Access This article is licensed under a Creative Commons
Attribution 4.0 International License, which permits use, sharing,
adaptation, distribution and reproduction in any medium or format, as long as you give
appropriate credit to the original author(s) and the source, provide a link to the Creative
Commons license, and indicate if changes were made. The images or other third party
material in this article are included in the article’s Creative Commons license, unless
indicated otherwise in a credit line to the material. If material is not included in the
article’s Creative Commons license and your intended use is not permitted by statutory
regulation or exceeds the permitted use, you will need to obtain permission directly
from the copyright holder. To view a copy of this license, visit http://creativecommons.
org/licenses/by/4.0/.

© The Author(s) 2021

Cell Death & Differentiation

