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Cavin-1/PTRF mediates insulin-dependent focal adhesion
remodeling and ameliorates high-fat diet-induced
inflammatory responses in mice
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Cavin-1/polymerase I and transcript release factor (PTRF) is
a requisite component of caveolae, small plasma membrane
invaginations that are highly abundant in adipocytes. Cavin-1 is
a dynamic molecule whose dissociation from caveolae plays an
important role in mechanoprotection and rRNA synthesis. In
the former situation, the acute dissociation of cavin-1 from
caveolae allows cell membrane expansion that occurs upon
insulin-aided lipid uptake into the fat cells. Cavin-1 dissociation
from caveolae and membrane flattening alters the cytoskeleton
and the interaction of plasma membrane proteins with the
extracellular matrix through interactions with focal adhesion
structures. Here, using cavin-1 knockout mice, subcellular frac-
tionation, and immunoblotting methods, we addressed the rela-
tionship of cavin-1 with focal adhesion complexes following
nutritional stimulation. We found that cavin-1 is acutely trans-
located to focal complex compartments upon insulin stimula-
tion, where it regulates focal complex formation through an
interaction with paxillin. We found that loss of cavin-1 impairs
focal complex remodeling and focal adhesion formation and
causes a mechanical stress response, concomitant with activa-
tion of proinflammatory and senescence/apoptosis pathways.
We conclude that cavin-1 plays key roles in dynamic remodeling
of focal complexes upon metabolic stimulation. This mecha-
nism also underlies the crucial role of caveolae in the long-term
healthy expansion of the adipocyte.

Caveolae are small flask-shaped invaginations on the plasma
membrane that are highly expressed in adipocytes (1-4).
Humans with the loss-of-function mutations in the caveolae
structural protein—encoding genes CAVI encoding caveolin-1
and PTRF (polymerase I and transcript release factor) encoding
PTRF/cavin-1 and mouse models of caveolae deficiency display
lipodystrophic phenotypes, including adipocyte abnormalities,
impaired lipid storage, insulin resistance, and other pathologies
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(5, 6). However, the underlying pathophysiological mecha-
nism(s) for these phenotypes remain incompletely understood.
Previous studies have shown that caveolae can serve as a plasma
membrane reservoir (7—14), whereby cavin-1 dissociates from
caveolae in response to an acute mechanical stress, thus allow-
ing for a significant increase in cell surface area (9, 16). In adi-
pocytes, caveolae play significant roles in normal growth (17—
19) and lipid-driven cell size adaptation (20). In a controlled
overfeeding clinical trial, caveolin-1 expression at baseline sig-
nificantly correlated with the degree of adipocyte enlargement
among individuals who responded to overfeeding by adipocyte
hypertrophy (20). However, the details of cellular and molecu-
lar mechanistic regulations are not known.

Cell growth and membrane expansion iz situ have to be sup-
ported by the remodeling of extracellular matrix components,
transmembrane adhesion receptors of the integrin family, and
integrin-based focal adhesion complexes (21, 22). Upon a
diverse range of extracellular stimulations, a number of focal
adhesion complex proteins, including focal adhesion kinase
(FAK),? paxillin, and vinculin, undergo rapid tyrosine phosphor-
ylation, which is accompanied by profound alterations in the
organization of the cytoskeleton network and the enhanced
assembly of focal adhesion complexes (23, 24). Studies also
show that tyrosine phosphorylation of caveolin-1 promotes
integrin and focal adhesion dynamics, which plays key roles in
mechanosensing and other important biological process (25—
27). Here, our studies show in adipocytes that insulin stimulates
cavin-1 tyrosine phosphorylation and its translocation from
lipid rafts to a focal adhesion complex fraction, where it partic-
ipates in focal complex formation. By using CRISPR/Cas9
genome-edited cavin-1 null 3T3-L1 adipocytes, we demon-
strate that loss of cavin-1 eliminated paxillin phosphorylation
but caused FAK hyperactivation in response to hypo-osmotic
stress. After a 5-day high-fat diet feeding regimen, compared
with WT littermates, cavin-1 null mice showed no increase
in adipose tissue weight but showed hyper-FAK phosphory-
lation, ERK phosphorylation, and pro-inflammatory and apo-
ptotic pathway activation. Collectively, these data support
cavin-1 serving as a responder to insulin stimulation and
“priming” a pregrowth state by caveolae-focal adhesion and

3 The abbreviations used are: FAK, focal adhesion kinase; ERK, extracellular
signal-regulated kinase; FC, focal complex; PM, plasma membrane; PVDF,
phenylmethylsulfonyl fluoride.
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Figure 1. Cavin-1 partially localizes with focal adhesion complex by interacting with paxillin, but not FAK or vinculin. A, PM fractions (0.5 mg) obtained
from mouse epididymal fat tissue fragments were subjected to lipid raft flotation. Equal volumes of the recovered fractions were separated by SDS-PAGE and
transferred to PVDF membrane for immunoblotting analysis using the antibodies indicated. B, in the focal complex, cavin-1 binds to paxillin, but not FAK or
vinculin. Whole-cell lysates (100 g of protein) of lipid raft (LR) and FC fractions were solubilized in lysis buffer (1% Triton X-100, 150 mm NaCl, 50 mm EDTA) and
immunoprecipitated with anti-cavin-1 or nonspecific IgG. After SDS-PAGE, the immunoprecipitations were analyzed by Western blotting with the indicated

antibodies, and final detection was done with chemiluminescence.

cytoskeleton remodeling. Loss of this cavin-1-dependent
remodeling caused a cell size—induced stress response acti-
vation through a FAK signaling pathway and, subsequently,
the activation of deleterious pro-inflammatory and cell
senescence/apoptotic pathways.

Results

Cavin-1 partially localizes with focal adhesion complex by
interacting with paxillin, but not FAK or vinculin

Our previous studies with cultured 3T3-L1 adipocytes and
sucrose flotation protocols determined that there was incom-
plete cavin-1 co-localization with caveolin-1 in the caveolae-
enriched lipid raft fractions (28). In other words, a significant
amount of cavin-1 remained in the detergent-resistant and
nonlipid raft fractions at the bottom of the gradient where cyto-
skeletal components localize (27). To further evaluate this, we
used a primary mouse adipocyte plasma membrane fraction as
starting material and performed the lipid raft flotation proce-
dure. Approximately 40 —50% of cavin-1 localized in the deter-
gent-resistant, nonlipid raft fraction (Fig. 14). As expected,
these fractions were abundant in focal adhesion proteins,
including FAK, vinculin, and paxillin (Fig. 1A4). Therefore, we
designated these fractions as a “focal complex” compartment.
These data led us to verify the potential interaction between
cavin-1 and focal complex components. By co-immunoprecipi-
tation, we identified cavin-1-associated proteins from both
detergent-resistant, nonlipid raft and lipid raft fractions.
Cavin-1 specifically associated with paxillin, but not with FAK
orvinculin (Fig. 1B). Overall, these data demonstrate that under
basal conditions, a significant amount of cavin-1 localizes in the
focal complex compartment through the interaction with
paxillin.
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Insulin stimulates cavin-1 translocation from caveolae to the
focal complex compartment concomitant with its tyrosine
phosphorylation

Prior studies have shown that cavin-1 translocates to other
cellular compartments upon insulin stimulation (29, 30). To
further understand the physiological relevance of the associa-
tion of cavin-1 with the focal complex, we examined whether
cavin-1 localization in the focal complex was regulated by insu-
lin. Indeed, insulin stimulation resulted in cavin-1 redistribu-
tion to the focal complex compartment (Fig. 24). Interestingly,
we observed that paxillin, which predominantly localizes in the
cytosolic fraction, was also significantly recruited to this com-
partment by insulin. FAK and vinculin showed this trend as well
(Fig. 2A). The results from a co-immunoprecipitation experi-
ment further confirmed that insulin increased the interaction
between cavin-1 and paxillin (Fig. 2B). Previously, we have
shown that insulin stimulates cavin-1 tyrosine phosphorylation
(3, 30). To explore the potential role of cavin-1 tyrosine phos-
phorylation in its focal complex localization, we examined the
cavin-1 tyrosine phosphorylation levels in lipid raft and focal
complex fractions. Cavin-1 was predominantly tyrosine-phos-
phorylated in the focal complex fraction (Fig. 2C). The relative
ratio of the phosphorylated form to total protein level in the
focal complex was 6-fold higher than in the lipid raft fraction
(Fig. 2C).

Cavin-1 plays a critical role in focal complex stabilization and
mediates insulin-stimulated focal complex (FC) remodeling
and focal adhesion signal transduction

To investigate the role of cavin-1 in focal adhesion complex
formation, we examined basal focal adhesion complex forma-
tion in previously characterized CRISPR/Cas9 genome-edited
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Figure 2. Insulin stimulates cavin-1 translocation and FC formation. Mouse epididymal fat fragments were treated with control or 100 nm insulin followed
by fractionation and flotation protocols (see details under “Experimental procedures”). A, equal proportions of total plasma membrane (Total), lipid rafts (LR),
FC, and cytosol (Cyto; 100X diluted due to the large buffer volume needed for fractionation) were separated by SDS-PAGE and transferred to PVDF for
immunoblotting analysis using the antibodies indicated. B, whole-plasma membrane fractions were solubilized in lysis buffer (1% Triton X-100, 150 mm NaCl,
50 mm EDTA) and immunoprecipitated (/P) with anti-cavin-1 or nonspecific IgG. After SDS-PAGE, the immunoprecipitations were analyzed by Western blotting
with the indicated antibodies, and final detection was done with chemiluminescence. C, insulin-stimulated cavin-1 tyrosine phosphorylation accumulates with
focal complex. Lipid raft and FC fractions from fat tissue fragments stimulated by insulin or not were solubilized in lysis buffer (1% Triton X-100, 150 mm NaCl,
50 mm EDTA) and immunoprecipitated with anti-cavin-1 or nonspecific IgG. After SDS-PAGE, the immunoprecipitations were analyzed by Western blotting
with the indicated antibodies, and final detection was done with chemiluminescence. ¥, p < 0.05; **, p < 0.01, Student'’s t test. Error bars, S.D.

cavin-1 null 3T3-L1 adipocytes and control WT cells (30).
Cavin-1 null adipocytes exhibited the same or a slightly higher
level of total FAK, paxillin, and vinculin protein expression (Fig.
3A); however, their cellular distributions were significantly
down-regulated in FC fractions. Further investigations showed
that most proteins were mislocated into soluble cytosolic frac-
tions (Fig. 3A). These results support cavin-1 playing a key role
in focal complex stability and complex formation.

Previous studies in adipocytes have shown that insulin stim-
ulation causes dramatic cytoskeleton network remodeling (31—
33). By using paxillin Tyr-118 phospho-antibody, we observed a
significant band mobility shift of paxillin on SDS-PAGE (Fig.
3B), suggesting that phosphorylation or another acute post-
translation modification might also be involved. Lack of cavin-1
caused this band shift to be eliminated (Fig. 3B), which suggests
that cavin-1-paxillin interaction might serve regulatory roles
for downstream focal adhesion signal transduction.

Cavin-1-mediated focal adhesion regulation plays a key role in
acute mechanical stress response caused by osmotic swelling

To further investigate the cellular functions of cavin-1 and
focal adhesion complex regulation in mechanosensing, we
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treated WT 3T3-L1 adipocytes with hypo-osmotic medium (a
5X dilution in H,O of regular culture medium). FAK, paxillin,
and cavin-1 disassociated from both lipid raft and focal com-
plex fractions (Fig. 4A4). Furthermore, two of the known down-
stream targets of focal adhesion signaling pathway, p38 mito-
gen-activated protein kinase and ERK, were activated in cavin-1
null adipocytes, showing higher phosphorylation levels under
basal conditions and hyperactivation by hypo-osmotic stress
(Fig. 4B). However, paxillin tyrosine phosphorylation was not
regulated by acute hypo-osmotic stress (Fig. 48). These results,
together with the results from cavin-1 null adipocytes, support
the notion that cavin-1 plays a critical role mediating the
osmotic stress, membrane-remodeling response in adipocytes.

Cavin-1 plays a critical role in mature adipocyte expansion
through the regulation of focal adhesion remodeling

Cavin-1 null knockout mice show a lipodystrophic pheno-
type and have a dramatically decreased mature adipocyte size
(18). This phenotype has been attributed to disruption of mul-
tiple cellular functions, including lipid trafficking (34) and
rRNA transcription (30), but the possible role of mechanosens-
ing in the molecular mechanism of mature adipocyte expansion

SASBMB
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Figure 3. Impaired focal complex formation in cavin-1 null 3T3-L1 adipocytes. A, WT (W) and cavin-1 null (K) 3T3-L1 adipocytes were subjected to the
fractionation and flotation protocol (see details under “Experimental procedures”). Equal proportions of total plasma membrane (Total), lipid rafts (LR), FC, and
cytosolic (Cyto; 20X diluted due to the large buffer volume needed for fractionation) were separated by SDS-PAGE and transferred to PVDF forimmunoblotting
analysis using the antibodies indicated. B, insulin-stimulated paxillin tyrosine phosphorylation depends on cavin-1 in 3T3-L1 adipocytes. Plasma membrane
fractions from cultured 3T3-L1 adipocytes stimulated by insulin or not were solubilized in lysis buffer (1% Triton X-100, 150 mm NaCl, 50 mm EDTA) and
immunoprecipitated (/P) with anti-cavin-1 or nonspecific IgG. After SDS-PAGE, the immunoprecipitations were analyzed by Western blotting with the indicated
antibodies (top two panels). Tyrosine-phosphorylated paxillin and FAK were examined by using specific antibodies in equal proportion of total plasma
membrane samples (bottom two panels). *, p < 0.05; Student’s t test. Error bars, S.D.

has not been fully addressed. We challenged WT and cavin-1
null mice with high-fat (60% fat) feeding for 5 days and observed
a 2-fold increase in epididymal fat weight in WT mice, whereas
cavin-1 null mice did not show any tissue weight gain (Fig. 54).
For focal adhesion signaling transduction, FAK tyrosine phos-
phorylation was activated by high-fat diet feeding in both WT
and cavin-1 null mice, but cavin-1 null mice showed a much
higher level of activation (Fig. 5B). A paxillin phosphorylation
band shift was only observed in WT and not in cavin-1 null
mice, which is consistent with the results from cultured adi-
pocytes under hypo-osmotic stress (Fig. 4). Furthermore, p38
and ERK exhibited increased activation in cavin-1 null adi-
pocytes, compared with WT. In addition, pro-inflammatory
and cell senescence/apoptosis genes were up-regulated in
cavin-1 null adipose tissue and superactivated after high-fat
diet feeding (Fig. 5C). Together with the results from cell cul-
ture studies, these data support a model whereby cavin-1 acts as
a key regulator of cellular stress through focal complex forma-
tion and signaling transduction upon adipocyte expansion— de-
pendent mechanical stress. Loss of cavin-1 impairs focal com-
plex formation and causes the activation of a stress response,
which may lead to growth arrest and cell senescence as well as
an inflammatory response.

SASBMB

Discussion

In obesity, adipocyte lipid accumulation results in large-scale
increased intracellular volume. This process requires the coop-
eration of multiple cellular adaptations, including lipogenesis,
protein biogenesis, and others so that insulin sensitivity can be
maintained in a healthy way. One critical factor is the concom-
itant adaptations of cellular architecture, especially cell mem-
brane expansion. Highly active remodeling in the plasma mem-
brane bilayer upon lipid accumulation is a precondition for
maintaining a healthy metabolic responsive state; however, the
underlying molecular regulations have not been fully under-
stood. This study demonstrated that cavin-1 serves as a signal
transduction molecule that mediates insulin signaling and cell
membrane architecture remodeling, including the dynamic
change of caveolae and the formation of the focal adhesion
complex. Adipocyte hyperplasia starts from the supply of nutri-
ents and insulin stimulation of their uptake. Our studies indi-
cate the existence of an acute cell membrane-remodeling
response in adipocytes, which could be crucial for mediating
the dynamics of caveolae cycling and focal adhesion formation
to further support the expansion of the cell membrane. This is a
“priming” state for increasing cellular lipid accumulation,
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Figure 4. Cavin-1-mediated focal adhesion regulation plays a key role in acute mechanical stress response caused by osmotic swelling. A, 3T3-L1
adipocytes were incubated with 1X or 0.2 X diluted cell culture medium for 30 min and then subjected to the fractionation and flotation protocol (see details
under “Experimental procedures”). Equal proportions of total plasma membrane (Total), lipid rafts (LR), FC, and cytosol (Cyto; 20X diluted due to the large buffer
volume needed for fractionation) were separated by SDS-PAGE and transferred to PVDF for immunoblotting analysis using the antibodies indicated. B,
whole-cell lysates from WT or cavin-1 null (KO) 3T3-L1 adipocytes incubated in regular or hypo-osmotic (Osm; 5X H,O-diluted for 30 min) cultured medium
were separated by SDS-PAGE and transferred to PVDF for immunoblotting analysis using the antibodies indicated. *, p < 0.05; **, p < 0.01; ***, p < 0.001

Student'’s t test. Error bars, S.D.

which is essential for maintaining the healthy insulin-sensitive
state in adipocytes. Cavin-1 may serve as a signaling molecule
for downstream focal adhesion signal transduction, specifically
through the interaction with paxillin. Caveolae deficiency
caused the loss of this remodeling response and impaired mem-
brane expansion, therefore imposing mechanical stress directly
on focal adhesion complexes and activating a FAK-mediated
stress response. In turn, caveolae deficiency will ultimately lead
to the activation of downstream pro-apoptosis and pro-inflam-
matory genes and result in the development of pathological
cycles of adipocyte dysfunction. This process is depicted sche-
matically in Fig. 6. This mechanism also provides an additional
explanation for the lipodystrophic phenotype observed in cave-
olae-deficient animal models and human patients with loss-of-
function of mutations in CAV1 and PTRF genes. However, this
does not exclude the contributions of other mechanisms, such
as lipid trafficking (34 —36) and ribosome biogenesis (30). Con-
sidering the significant role of cavin-1 in the nucleus for rRNA
transcription (37-39), it is very possible that cavin-1 plays mul-
tiple roles in both the plasma membrane and nucleus. The rela-
tionship among lipid raft, focal adhesion complex, and nucleus
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of cavin-1 translocations remains unclear. It will be interesting
to test whether one could serve as the intermediate step for the
others and a complete cycle can be established in future studies.

Cavin-1 plays a critical role in caveolae formation (17, 28, 40).
Knockout of cavin-1 in a mouse model causes complete lack of
caveolae structure in almost all of the tissues (17). Cavin-1 pre-
dominantly localizes to the plasma membrane, but it is not a
transmembrane protein. It forms a protein complex that is
responsible for generating caveolae (28, 41—43). In adipocytes,
insulin stimulates cavin-1 translocation outside the lipid raft to
other cellular compartments, such as focal adhesion complex
and the nucleus (30, 44). These translocations appear to be de-
pendent on its tyrosine phosphorylation (30), and whereas our
data show the phosphorylated form of cavin-1 accumulated in
focal adhesion complex, the relevant kinase and location where
the phosphorylation occurs remain unclear. It has been
reported that caveolin-1 is also tyrosine-phosphorylated and
localizes to focal adhesions (45-48). However, due to the uncer-
tainty of phospho-caveolin-1 antibody (49), we were unable to
confidently verify these results. Further studies are needed to
address this question. It is very possible that cavin-1 tyrosine

SASBMB
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Figure 5. Cavin-1 plays a critical role in mature adipocyte expansion through the regulation of focal adhesion remodeling. A, compared with WT mice,
cavin-1 null (KO) mice have diminished ability of fat tissue expansion upon short-term high-fat diet feeding. Epidydimal (Epj) fat tissue weight was measured
from four groups of mice: before and after 5 days of high-fat (60%) diet feeding, in WT or KO mice, respectively. B, whole-epididymal fat tissue lysates from WT
or cavin-1 null mice were separated by SDS-PAGE and transferred to PVDF for immunoblotting analysis using the antibodies indicated. C, total RNA samples
were prepared from epididymal fat tissue lysates from WT or cavin-1 null mice. Gene expression levels were measured by quantitative RT-PCR. ¥, p < 0.05; **,
p < 0.01; ***,p < 0.001, Student’s t test. Error bars, S.D.

phosphorylation occurs within the focal adhesion complex, ing pathway (50). The recruitment of cavin-1 into focal adhe-
because multiple signaling factors can be assembled there, sion complex seems to involve complex formation and down-
whereas caveolae lack direct association with the insulin signal-  stream signaling transduction, because without cavin-1, the
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Figure 6. Working model. Under normal conditions, insulin stimulates
cavin-1 translocation from caveolae to focal adhesions, which facilitate com-
plex formation and focal adhesion remodeling. Under mechanical stress con-
ditions (physiologically, adipocyte hypertrophy), cavin-1 disassociates from
caveolae and is unable to translocate to focal adhesions, which causes insta-
bility of complex formation and activation of downstream stress signaling
pathways. This may contribute to the development of inflammation and
fibrosis that are observed in obese adipocytes.

insulin-dependent phosphorylation of paxillin is diminished.
Previous studies have suggested that paxillin plays important
roles regulating the FAK-signaling pathway (51, 52). Consistent
with this, we observed hyperactivation of FAK phosphorylation
and phosphorylation of ERK and p38. In the short term of high-
fat diet animal studies, adipose tissue from cavin-1 knockout
shows elevated gene expression levels for pro-apoptosis and
pro-inflammatory response. These results can explain the
inflammation and fibrosis phenotypes observed in a cavin-1-
deficient animal model.

Experimental procedures

Cavin-1 knockout mice were created as described previously
(17). They were backcrossed for at least eight generations with
the C57BL/6 lineage. The mice used in the present study were
homozygous male cavin-1 knockout and their WT littermates,
which were maintained in a pathogen-free animal facility at
21 °C under a 12-h light/12-h dark cycle with access to a chow
diet (catalog no. 2918; Harlan Teklad Global Diet, Madison,
WI). In the feeding studies, the mice were fed normal chow
(10% fat, D12450B, Research Diets, Inc.) or a high-fat diet (60%
fat, D12492, Research Diets, Inc.). Except when specifically
noted, all mice used for in vivo or in vitro studies were fasted for
46 h starting from early morning prior to use. For tissue har-
vesting, mice were euthanized under CO,, and tissues were
rapidly isolated and immediately frozen in liquid nitrogen and
stored at —80 °C until further biochemical analysis. All animal
studies were performed in accordance with the guidelines and
with approval of the Institutional Animal Care and Use Com-
mittee of the Boston University School of Medicine.

Reagents

Dexamethasone, 3-isobutylmethylxanthine, insulin, and
mouse IgG were purchased from Sigma. Fetal bovine serum
(Australian origin) and calf serum were purchased from
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Thermo Fisher Scientific. Dulbecco’s modified Eagle’s medium
was from Mediatech (Herndon, VA). A BCA protein assay kit
was from Pierce. Protein A or G magnetic beads were from
Santa Cruz Biotechnology, Inc. Penicillin, streptomycin, and
trypsin were purchased from Thermo Fisher Scientific.

Cell culture

3T3-L1 fibroblast culture and differentiation were described
previously (28). Generation of PTRF null 3T3-L1 stable cell
lines by CRISPR/Cas9 genomic editing was described (30).
These cells were cultured and differentiated as described above.

Subcellular fractionation and lipid raft flotation

This procedure was performed on mouse adipocytes essen-
tially as originally described for rat adipocytes (15). Note that to
avoid collagenase digestion and the resultant disruption of
plasma membrane— extracellular matrix interactions, we care-
fully dissected out the main vascular structures from fat tissue
and cut the remaining tissues into small pieces and then per-
formed the same steps as in previous studies. By eliminating the
harsh effect of collagenase digestion, this modification allowed
us to examine the characters of plasma membrane in a relative
native state. Briefly, mouse epididymal fat tissues were cut into
2—4-mm fragments. After stimulation with control or 100 nm
insulin, tissues were washed by cold HES buffer three times and
homogenized with a Teflon-glass tissue grinder in HES buffer.
The vascular and other nonadipocyte contents were first
removed by a brief spin right after homogenization and later
from plasma membrane (PM) fractionation steps, because they
usually form pellet below 1.12 M (38.5%) sucrose cushion. Sub-
cellular fractions (PM, internal membranes, and cytosol) were
obtained by differential centrifugation and resuspended in
HES. Buffers used with subcellular fractionation contained a
protease inhibitor mixture from Sigma. The flotation protocol
was performed as described in previous studies (28). Briefly,
0.5 g of adipose tissue were lysed in 2 ml of MBS (25 mm MES
and 150 mm NaCl, pH 6.5) containing 1% Triton X-100 and
supplemented with a protease inhibitor mix (Sigma). The sam-
ples were then incubated at 4 °C for 20 min with end-over-end
rotation. The solubilized lysates were homogenized with 10
strokes of a Dounce homogenizer, and 1 ml of the homogenate
was added to an equal volume of 80% (w/v) sucrose in MBS. The
solubilized cells (in 40% sucrose) were placed at the bottom of a
centrifuge tube and overlaid successively with 2 ml of 30%
sucrose and 1 ml of 5% sucrose (in MBS). After centrifugation at
240,000 X g in a Beckman SW55 rotor for 18 h, 0.3—0.4-ml
fractions were collected from the bottom of the gradient.

Gel electrophoresis and immunoblotting

Proteins were resolved by SDS-PAGE as described. Gels were
transferred to polyvinylidene difluoride (PVDF) membranes
pretreated with methanol (Bio-Rad) in 25 mm Tris, 192 mm
glycine. Membranes were blocked with 1% BSA in PBS contain-
ing 0.1% Tween 20 for 1 h at room temperature. Membranes
were then probed with the primary antibodies (listed in Table
S1) either overnight at 4 °C or for 2 h at room temperature and
incubated with horseradish peroxidase— conjugated secondary
antibodies (Sigma). Signals were enhanced with chemilumines-
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cence reagents (PerkinElmer Life Sciences) for detection of
Western signals using a Fujifilm LAS-4000 scanner or autora-
diography film (Molecular Technologies, St. Louis, MO).
Quantification of signal intensity was performed by using
LAS4000 software or Image]J from scanned films.

Co-immunoprecipitation

The cell/tissue lysates from specific fractions were solubi-
lized with 1% Triton X-100. Insoluble material was removed by
pelleting for 10 min in a microcentrifuge. Mouse cavin-1 anti-
body and nonspecific mouse IgGs were incubated with the
supernatant for 1 h at 4 °C, and then 20—-40 ul of protein G
magnetic beads were added for 2 h to overnight. The superna-
tant with unbound proteins was collected, and the beads were
washed four times and eluted with SDS-PAGE loading buffer
containing 2% SDS.

Statistical analyses

All results are presented as mean = S.D. p values were calcu-
lated by unpaired Student’s ¢ test or Bonferroni’s multiple-com-
parison test where appropriate. A p value of <0.05 was consid-
ered significant. (*, p < 0.05; **, p < 0.01; ***, p < 0.001). For
cultured and primary isolated cells, all experiments were per-
formed independently at least three times. Animal studies were
from 4— 6 animals/group.
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