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Abstract: Hutchinson–Gilford progeria syndrome (HGPS) is a rare genetic disease that causes prema-
ture aging symptoms, such as vascular diseases, lipodystrophy, loss of bone mineral density, and
alopecia. HGPS is mostly linked to a heterozygous and de novo mutation in the LMNA gene (c.1824
C > T; p.G608G), resulting in the production of a truncated prelamin A protein called “progerin”.
Progerin accumulation causes nuclear dysfunction, premature senescence, and apoptosis. Here, we
examined the effects of baricitinib (Bar), an FDA-approved JAK/STAT inhibitor, and a combination
of Bar and lonafarnib (FTI) treatment on adipogenesis using skin-derived precursors (SKPs). We
analyzed the effect of these treatments on the differentiation potential of SKPs isolated from pre-
established human primary fibroblast cultures. Compared to mock-treated HGPS SKPs, Bar and
Bar + FTI treatments improved the differentiation of HGPS SKPs into adipocytes and lipid droplet
formation. Similarly, Bar and Bar + FTI treatments improved the differentiation of SKPs derived from
patients with two other lipodystrophic diseases: familial partial lipodystrophy type 2 (FPLD2) and
mandibuloacral dysplasia type B (MADB). Overall, the results show that Bar treatment improves
adipogenesis and lipid droplet formation in HGPS, FPLD2, and MADB, indicating that Bar + FTI
treatment might further ameliorate HGPS pathologies compared to lonafarnib treatment alone.

Keywords: progerin; lonafarnib; baricitinib; lamin A; adipogenesis; progeria; lipodystrophy; JAK/STAT;
skin derived precursors; laminopathies

1. Introduction

Hutchinson–Gilford progeria syndrome (HGPS; OMIM #176670) is a rare genetic
disease with similar symptoms to physiological aging, including vascular disease, subcuta-
neous fat loss, sclerodermatous skin, loss of bone mineral density, and hair loss [1–4]. HGPS
affects one child in 4–8 million births worldwide [2]. In 2022, approximately 140 children
and young adults with HGPS were reported worldwide, with an average life expectancy
estimated at 14.5 years [3,5]. Cardiovascular diseases are the major cause of HGPS mortal-
ity [2,6]. HGPS is primarily caused by a heterozygous single-point de novo mutation in the
lamin A (LMNA) (c.1824 C > T; p.G608G), resulting in a cryptic splice site in exon 11 and
the loss of 50 amino acids at the C-terminus of lamin A. The truncated prelamin A protein
is known as progerin. Wild-type prelamin A undergoes several specific posttranslational
modifications to form mature lamin A, including farnesylation of the C-terminal cysteine,
cleavage of the last three amino acids, and carboxymethylation of the C-terminal cysteine,
followed by a second upstream cleavage [6,7]. In HGPS, the final upstream cleavage step is
not possible because the cleavage site for ZMPSTE24 is missing, generating a permanently
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farnesylated mutant prelamin A (progerin) [6,8,9]. Progerin is abnormally incorporated
into the nuclear envelope as it remains farnesylated. Consequently, progerin accumulation
in HGPS nuclei causes cytotoxicity in cells including changes in the nuclear lamina, nuclear
disorganization and malfunction, premature senescence, and cell death [1,8–10].

Lipodystrophy is characterized by a general or selective loss of subcutaneous and
visceral fat and alteration in the body fat compositions [11,12]. Genetic defects, causing
lipodystrophy, can directly affect the differentiation of adipocytes, the lipid droplet for-
mation, or the triglyceride transport [12,13]. There are three types of adipose tissues in
humans: white (WAT), brown (BAT), and beige. BAT cells contain a large number of
mitochondria and are localized in visceral tissues. BAT is involved in thermoregulation
during adaptive thermogenesis [14,15]. The beige adipose tissue consists of brown-like
adipocytes distributed in WAT [16] and is also involved in thermogenesis by absorbing
large amounts of glucose. Beige adipose tissue can be found in muscles [17]. WAT con-
stitutes the largest proportion of body fat, and its primary function is energy storage to
regulate the energy homeostasis [16,18]. WAT is found throughout the body and is divided
into subcutaneous WAT and visceral WAT, with approximately 80–90% of body fat in adults
consisting of subcutaneous WAT [19–21]. In a healthy state, triglycerides accumulate in
WAT and form large fat droplets inside the adipocytes [16,21]. Apart from its fat storage
capacity, adipose tissues play an important hormonal and metabolic regulatory roles [22],
and their dysfunction or absence can cause metabolic diseases, steatohepatitis and hepatic
cirrhosis, premature cardiovascular disorders, and organ failure [12,13,22].

Lipodystrophy is a prominent clinical feature in patients with HGPS, with 20% of
HGPS patients showing generalized lipodystrophy as the first predominant symptom,
which can start as early as at six months of age [23]. Adipose tissues first decrease in the
limbs and the thorax, then in the neurocranium, and later in the facial, buccal, and pubic
areas. In most HGPS cases, abdominal fat remains unaffected, which confers a dominant
abdomen characteristic in children with HGPS. Owing to thinning of the skin and the loss
of subcutaneous adipose tissue, children with HGPS are characterized by prominent eyes
and visible blood vessels on the face and scalp [2,3,23]. Interestingly, lipodystrophy also
occurs in other laminophaties such as familiar partial lipodystrophy type 2 (FPLD2) and
mandibuloacral dysplasia type B (MADB) [13,24,25]. Patients with HGPS, FPLD2, or MADB
harbor mutations on the LMNA or ZMPSTE24, causing abnormalities in lamin processing
and cellular changes. Overall, these diseases show typical lipodystrophy symptoms, such
as subcutaneous fat loss and metabolic alterations [2,6,24–27].

FPLD2 is an autosomal dominant genetic disorder caused by a mutation in the LMNA
that encodes lamin A and lamin C [13,22,24]. More than 80% of FPLD2 patients carry
a single point mutation at position R482 located in the immunoglobulin fold domain of
lamin A [26]. Usually, the first symptoms begin during puberty and manifest as an atypical
distribution of subcutaneous fat (limbs, trunk, and extremities) and an accumulation of
adipose tissue (neck, face, and back). Moreover, symptoms such as cardiovascular diseases,
insulin resistance, hypertriglyceridemia, liver diseases, atherosclerosis, and altered bone
formation have been reported [13,22,24,26,28]. Previous studies have reported a decrease
in pre-adipocyte differentiation and adipogenic potential, impaired lipid droplet formation,
and reduced autophagy in patients with FPLD2 [24,26,29,30].

MADB is a rare premature aging syndrome caused by a heterozygous mutation in the
ZMPSTE24 gene on chromosome 1p34 encoding the enzyme zinc metalloprotease ZMP-
STE24 [25]. ZMPSTE24 C-terminally cleaves the farnesylated and carboxymethylated tail
of prelamin A to produce the mature lamin A [25,31]. In MADB, mutations in ZMPSTE24
causes a decrease or absence in the catalytic activity of this enzyme leading to prelamin
A nuclear accumulation. MADB patients suffer from osteoporosis, fat loss (lipodystrophy
type B), metabolic abnormalities, insulin resistance, delayed growth, dental crowding, skin
atrophy, and brittle hair [25–27,31].

Although FPLD2, HGPS, and MADB carry different mutations, they are characterized
by the expression of abnormal lamin A and the accumulation of permanently farnesylated
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prelamin A or progerin. All three diseases exhibit symptoms associated with lipodystrophy
and altered adipogenesis. At the cellular level, toxic progerin or prelamin A accumulation
causes DNA damage, nuclear dysfunctions, altered gene expression, and metabolic defects,
which drive cells towards premature senescence and apoptosis [12,32–35]. Senescent
cells remain in a state of irreversible permanent cell cycle arrest and produce a bioactive
secretome, known as the senescence-associated secretory phenotype (SASP) [36,37]. The
SASP acts as a primary mediator in senescent cells, and secreted inflammatory factors and
proteases communicate with the microenvironment and the immune system [37,38]. SASP
paracrine signaling has negative effects, including modulation of numerous pathways,
such as ROS, MAPK signaling, proliferation, and WNT signaling [39], which can cause
chronic and low-grade inflammation due to the constitutive activation of immune cells and
secretion of proinflammatory cytokines [36,37,40].

Squarzoni et al. (2021) showed that progerin or farnesylated prelamin A induced the
activation of NF-κB and interleukin 6 (IL) promoters and the increased of IL-6 levels in
HGPS and MADB fibroblasts [41]. In vivo studies on LmnaG609G/G609G progeroid mice
demonstrated that the inhibition of IL-6 with tocilizumab, a neutralizing antibody against
IL-6 receptors, caused a decrease in senescence and progerin levels and ameliorated nuclear
defects [41]. Additionally, prelamin A or progerin accumulation induced the activation of a
NF-κB-driven inflammation via ATM and NEMO in ZMSPTE24-deficient and LmnaG609G
mice, resulting in nuclear envelope defects and progeroid symptoms [34]. Adipose tissue
appears to be highly sensitive to progerin accumulation [42]. For instance, progerin accu-
mulation and high paracrine activation in adipocyte tissue caused chronic inflammation
and cellular senescence in a LmnaG609G/G609G mouse model [42]. Additionally, loss of
fat and other fat deposits was observed in LmnaG609G/G609G mice [43,44].

Over the years, several strategies have been investigated to treat HGPS. Targeting
the post-translational modification of progerin to prevent its tethering to the nuclear
envelope and increase its clearance is a promising strategy. The first tested compound
is a farnesyltransferase inhibitor (FTI, lonafarnib) [6,45], and studies have shown that
FTI ameliorates several cellular phenotypic changes in HGPS [10,45–47]. Clinical trials
with lonafarnib caused a decrease in the mortality rate and improved bone mineralization,
weight, and cardiovascular systems in patients with HGPS [1,6,45]. Presently, lonafarnib has
been approved by the FDA for the treatment of HGPS [48]. Although lonafarnib ameliorates
HGPS children’s condition, it is not a cure, and new therapies are urgently needed. One
novel potential strategy is to reduce the downstream toxic effect of progerin at the cellular
level. Recent studies have demonstrated that the JAK-STAT signaling is overactivated in
HGPS cells, and that chronic low-grade inflammation may be a common etiology of various
pathologies affecting patients with HGPS [49,50]. The JAK1/2-STAT1/3 inhibitor baricitinib
(Bar), an FDA-approved treatment for rheumatic arthritis [51], has been shown to reduce
senescence and progerin levels and improve nuclear shape, proliferation, and mitochondrial
functions [50]. Moreover, several studies have shown a potential link between adipogenesis
and the JAK/STAT pathway [52–56]. The JAK-STAT pathway can influence the proliferation
and function of mature adipocytes and modulate their tissues [53,55]. Therefore, these
findings suggest that Bar treatment may improve adipogenesis in HGPS.

As farnesylated progerin and farnesylated prelamin A expression induce several
cellular changes, including premature senescence, it is likely that JAK-STAT overactivation
may also occur in FPLD2 and MADB cells. Here, we elucidate the role of JAK/STAT
signaling in the development of lipodystrophy in HGPS, FPLD2, and MADB, using an
in vitro adipogenesis model. Specifically, we examined the effect of combined treatment
with Bar and lonafarnib on adipogenesis in cells derived from patients with HGPS, FPLD2,
and MADB. An ex vivo cellular model consisting of skin-derived precursors (SKPs) isolated
from human primary fibroblast HGPS, FPLD2, and MADB was established using the pH-
stress method [57,58]. Multipotent SKPs are found in adult human skin and express stem
cell markers [59–61]. The SKPs were differentiated into adipocytes and cultured with Bar
and/or FTI.
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2. Materials and Methods
2.1. Cell Culture

In this study, the following human primary dermal fibroblast cell lines were used: con-
trol cell strains GM05757C (7-year-old male), GM05567A (12-year-old male), and GM01651C
(13-year-old female) without mutations; HGPS cell strains HGADFN003 (2-year-old male),
HGADFN164 (4-year-old female), and HGADFN178 (6-year-old female) with mutation on
LMNA Exon 11, heterozygous c.1824C > T (p.Gly608Gly); FPLD2 cell strains CCLMA00336s,
CCLMS337s, and CCBB00466s with mutations on position LMNA R482Q; MADB cells
PSADFN317 (3-year-old male) and PSADFN318 (5-month-old male) with mutation on ZMP-
ste24 Exon 6, heterozygous c.743C > T (p.Pro248Leu); Exon 10, heterozygous c.1349G > A.
Human normal primary dermal fibroblast cells were obtained from the Coriell Institute
for Medical Research (Camden, NJ, USA). HGPS and MADB cells were obtained from the
Progeria Research Foundation Cell and Tissue Bank, and FPLD2 cells were provided by the
Institute of Molecular Genetics IGM Bologna (G. Lattanzi).

The fibroblast monocultures were cultured in DMEM (Thermo Fisher—Gibco, Waltham,
MA, USA, D6429) supplemented with 15% fetal bovine serum (FBS; Thermo Fisher—
Gibco, 10270106), 1% L-glutamine (Thermo Fisher—Gibco, 25030081), 1% gentamycin
(Thermo Fisher—Gibco, 15710049), and 1% penicillin/streptomycin (Thermo Fisher—Gibco,
1514022). All fibroblasts were cultured in a cell incubator (Binder, Tuttlingen, Germany,
9140-0046) at 37 ◦C and under a 5% CO2 atmosphere. The monocultures were sub-cultured
and used with at 80% confluence, and a senescence < 5%. Additionally, monocultures with
senescence >20% were used for western blots and immunofluorescence.

2.2. Senescence Associated βeta-Galactosidase Assay

β-galactosidase assay was performed to assess cell senescence, as previously described
by Dimri et al. (1995) [62]. The adherent cells were washed once with phosphate-buffered
saline (PBS) and fixed for 5 min in 0.2% glutaraldehyde (Sigma-Aldrich, St. Louis, MO,
USA, G5882), and 2% formaldehyde (Sigma-Aldrich, 104003). The fibroblasts were washed
2 times with PBS and incubated overnight at 37 ◦C (in absence of CO2) with SA-β-Gal stain-
ing solution (5 mM potassium ferricyanide (Merck KGaA, 104973, Darmstadt, Germany),
5 mM potassium ferrocyanide (Sigma-Aldrich, P9387), 2 mM MgCl2 (Sigma-Aldrich, M-
1028), 150 mM NaCl (Sigma-Aldrich, 310166), 0.5 mg/mL 5-bromo4-chloro-3-indolyl P3-D-
galactoside (X-gal) (Sigma-Aldrich, 3117073001), and 40 mM citrate/sodium phosphate
buffer (pH 6.0) at 37 ◦C). An average of 1000 cells were counted per sample, and blue-
stained cells were classified as senescent.

2.3. Western Blot

Fibroblasts were washed with PBS and collected by trypsinization using trypsin-EDTA
(Thermo Fisher—Gibco, 25200056), pelleted by centrifugation at 350× g for 5 min at room
temperature (RT), and lysed (150 mM NaCl, 1% Triton, 1% SDS, 1 mM EDTA, 50 mM
Tris). Total protein concentration was determined using the Bradford assay, with BSA
as a standard (BioRad Laboratories, 5000206, Hercules, CA, USA). Proteins (10 µg) were
separated in an 8% gel via electrophoresis and transferred onto nitrocellulose membranes
via wet-transfer. The membranes were blocked by incubating with 5% non-fat milk for 1 h,
followed by incubation with the primary antibodies, including anti-prelamin A (Merck
Millipore, 7G11, rat, 1:2000, overnight, Dallas, TX, USA), anti-lamin A/C (E1, sc-376248,
Santa Cruz Biotechnology, 1:10000), anti-lamin B1 (C12, sc-365214, Santa Cruz Biotech-
nology, 1:5000), and anti-GAPDH (G9545, Sigma-Aldrich, 1:5000) overnight at 4 ◦C. After
washing three times with TBS-Tween, the membranes were incubated with horseradish
peroxidase-conjugated secondary antibodies (Jackson ImmunoResearch Laboratories, West
Grove, PA, USA), including anti-rabbit (1:5000), anti-rat (1:5000), or anti-mouse (1:5000) for
1 h at RT. Thereafter, luminol-enhanced chemiluminescence was performed and the signals
were visualized using ChemiDoc™ MP and quantified using ImageJ software (NIH). The
nlots were quantified by normalizing to GAPDH (internal control) expression levels.
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2.4. Low-pH SKP Isolation Method and Culture of SKPs

SKPs were isolated from primary fibroblast cultures using the low pH stress method.
Briefly, primary fibroblast cultures with senescence <5% and at 80% confluency were used
for this analysis. Briefly, fibroblast cultures were washed with PBS, collected using trypsin-
EDTA (Thermo Fisher—Gibco, 25200056), pelleted by centrifugation at 350× g for 5 min
at RT, and washed with PBS. For SKP isolation, cells (1 × 106) were resuspended in pH-
adjusted Hank’s balanced salt solution (HBSS) buffer (Thermo Fisher—Gibco, 14175053).
The pH of the HBSS buffer was adjusted to 5.7 using HCL (Merck KGaA, Darmstadt,
Germany, 1.00319.2500), and the cells were incubated at 37 ◦C for 25 min and resuspended
every 5 min. After 25 min of incubation, the cell suspension was centrifuged at 350× g
for 5 min at RT, and the cell pellet was suspended in 6 mL of SKP media (4:1—DMEM
low glucose (Thermo Fisher—Gibco, 21885025):F12 (Thermo Fisher—Gibco, 21765029),
20 ng/mL EGF (Thermo Fisher—Gibco, PHG0311), 40 ng/mL bFGF (Thermo Fisher—
Gibco, PHG0026), 2% v/v B27 (Thermo Fisher—Gibco, 17504044), 0.5 g/mL fungizone
(Thermo Fisher—Gibco, 15290018), and 100 U/100 _g/mL penicillin/streptomycin) and
equally split in two T25 non-tissue-culture-treated flasks (Fisher Scientific—Falcon, Hamp-
ton, NH, USA, 10112732) (Budel und Djabali, 2017). The SKP cultures were resuspended
daily to prevent adherence of the SKP spheroids to the plastic flask. SKP cultures were
supplemented every 2 d with 10× SKP media (10× concentration of EGF, bFGF, and B27),
which was diluted to a final concentration of 1× SKP media.

2.5. SKP Cell Differentiation into Adipocytes

At 4 d after cultivation, the SKPs were collected and centrifuged at 350× g for 5 min at
RT. The spheroids were washed twice with PBS, dissociated using trypsin-EDTA (Thermo
Fisher—Gibco, 25200056), and seeded onto cover slips in 24-well plates. The seeding
density differed for each cell type. Control SKPs were seeded at 8 × 105 cells per well, and
HGPS SKPs were seeded at 1.2 × 106. The cells were cultured in adipocyte differentiation
media (ADM) consisting of DMEM supplemented with 4.5 g/L glucose (Thermo Fisher—
Gibco, 21885025), 0.5 mM 3-isobutyl-1-methylxanthine (IBMX, Sigma-Aldrich, St., Louis,
MO, USA, I7018, stock in absolute ethanol (VWR chemicals, Radnor, PA, USA, 20821.33)),
10 µg/mL insulin (Sigma-Aldrich, I2643, stock in 0.01 M HCL [Merck KGaA, 1.00319.2500]
in Ultra-Pure water from MilliQ [MQ]), 100 µM L-Ascorbic Acid (Sigma-Aldrich, A8960,
stock in Ultra-Pure water from MilliQ [MQ]), 1 µM dexamethasone (Sigma-Aldrich, D4902
(stock in absolute ethanol)), 10% FBS, 0.5 µg/mL fungizone, 50 µM indomethacin (Sigma-
Aldrich, I7378, stock in 100% DMSO [Sigma-Aldrich, D2650]), and 100 U/100 µg/mL
penicillin/streptomycin. The media was replaced every 2–3 d [58].

For the drug treatment, a mock solution (no drug), 1 µM baricitinib (Selleck Chemicals
GmbH, Munich), 0.025 µM lonafarnib (Merk KGaA, Darmstadt, Germany), or a combina-
tion of 1 µM of baricitinib and 0.025 µM of lonafarnib (Bar + FTI) was added to ADM.

2.6. Oil Red O (ORO) Staining

Differentiated adipocytes were fixed in 4% paraformaldehyde (PFA; Merck KGaA,
104005) for 30 min. Next, the cells were incubated in 60% isopropanol for 5 min, followed
by incubation in ORO staining solution for 5 min. Thereafter, the coverslips were washed
in tap water and screened under a microscope. The staining solution was prepared by
mixing three parts of ORO stock solution (ORO powder (Sigma-Aldrich, O0625) in 99%
isopropanol) with two parts of demineralized water and filtering two times using a filter
paper (Rotilabo-Rundfilter, Typ 11A, Carl Roth GmbH + Co. KG, Karlsruhe, Germany).

2.7. Bodipy Staining

The differentiated adipocytes were fixed in 2% PFA (Merck KGaA, 104005) for 20 min
and washed once with PBS. Lipid droplets were stained with 2 µM of Bodipy (Invitro-
gen, Waltham, MA, USA, D3922) for 45 min and then washed three times with PBS. The
cells were counterstained with DAPI Vectashield mounting medium (Vector Laboratories,
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Burlingame, CA, USA, VEC-H-1200), and images were captured using an Axio Imager
D2 fluorescence microscope (Light source: X-cite 120Q (EXFO Photonic Solutions Inc.,
Mississauga, ON, Canada); objectives used: EC-Plan Neofluar 10×/0.3 (420340-9901, Carl
Zeiss), Plan-Apochromat 40×/0.95 Korr (440654-9902, Carl Zeiss); camera used: AxioCam
MRm (Carl Zeiss, Oberkochen, Germany); excitation and emission filters used: filter set 49
(424931, Zeiss), filter set 38 HE (424931, Zeiss)).

2.8. Immunocytochemistry

Adipocytes, grown on glass cover slips, were fixed with 2% PFA (Merck KGaA, 104005)
for 10 min and washed 3 times for 5 min with PBS. The cells were permeabilized with 0.2%
Triton X-100 in PBS for 5 min and washed once with PBS for 5 min. After permeabilization,
the cells were blocked with 10% FBS (Thermo Fisher—Gibco, 10270106) in PBS for 30 min
at RT, then incubated overnight at 4 ◦C with the following primary antibodies: rat anti
prelamin A (Merk Millipore, 7G11, 1:400, overnight), mouse anti-Lamin B1 (Santa Cruz
Biotechnology, 1:200, overnight), and rabbit anti-progerin [63]. After four washes with
blocking buffer, the cells were incubated with the secondary antibodies: affinity-purified
Alexa Fluor® 488 or 555 conjugated anti-rat/-rabbit/-mouse antibodies (Life Technologies,
Carlsbad, CA, USA, A21202 anti-mouse-488, A21208 anti-rat-488, and A31572 anti-rabbit-
555, 1:1000) for 1 h at RT. Thereafter, the cells were washed twice with blocking buffer
and twice with PBS and counterstained with DAPI Vectashield mounting medium (Vector
Laboratories, Burlingame, CA, USA, VEC-H-1200). Images were captured using an Axio
Imager D2 fluorescence microscope (AxioCam MRm, Carl Zeiss, Oberkochen, Germany).

2.9. Image Analysis

Images were analyzed using Fiji software (ImageJ 1.53f51, Java 1.8.0_172, Wayne
Rasband, and contributors to the National Institutes of Health, USA). Brightness and
contrast were adjusted [64], and ORO intensity, lipid droplet (LD) size, BODIPY intensity,
and BODIPY-positive cells were determined. Inkscape (Version 1.1.2 (b8e25be833, 2022-02-
05), GPL) was used for illustration. The total area of BODIPY was quantified by measuring
the area with BODIPY-positive signal compared to total area of the coverslip.

2.10. Statistical Evaluation and Graphics

Three biological replicates were analyzed for each cell strain. For senescence, dysmor-
phic nuclei and BODIPY-positive cells (1000 cells per cell strain) were counted under the
various treatment conditions. The lipid droplet size was measured using 150 cells/cell
strain and treatments.

All results are presented as mean ± SD and were generated using the student’s t-test to
compare the difference between 2 groups. For multiple groups’ comparison, 2-way ANOVA
was used. Calculations and graphs were generated using GraphPad Prism (Version 6.01,
GraphPad, San Diego, CA, USA). The following symbols indicate statistical significance:
ns, not significant (p > 0.05); * p ≤ 0.05; ** p ≤ 0.01; and *** p ≤ 0.001.

3. Results
3.1. Adipocyte Differentiation of HGPS SKPs in the Presence of FTI and Baricitinib

Previous studies have successfully isolated SKP spheroids from primary fibroblast
cultures using the low-pH stress method [57]. Senescence plays an important role in SKP
differentiation [58]; therefore, young fibroblast cultures with <5% senescence rate were
used for the analysis to prevent the effect of age on the differentiation potential of SKPs.
The SKP isolation method is illustrated in Figure 1. After low-pH stress isolation, the SKPs
were cultured in SKP medium, dissociated after 4 d (Figure 1), and cultured in adipocyte
differentiation media (ADM) supplemented with either 0.025 µM FTI, 1 µM Bar, or the
combination of 0.025 µM FTI and 1 µM Bar, or vehicle for 14 d to examine the effect of
lonafarnib (FTI) and the JAK 1/2 inhibitor Bar on adipocyte differentiation
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1 
 

 
Figure 1. Schematic representation of low-pH isolation of SKPs from primary fibroblast cultures.
Young fibroblasts (control cells passages 16–21, HGPS cells passages 10–16, FPLD2 cells passages
9–14, MADB cells passages 12–13) were treated with HBSS Buffer (pH 5.7) for 30 min at 37 ◦C. The
SKPs were cultured in SKP media (DMEM low glucose plus EGF, FGF, and B27). After 4 d, SKPs
spheroids were trypsinated and seeded in ADM (DMEM plus 10% FBS, IBMX, insulin, dexametha-
sone, L-ascorbic acid, fungizone, and penicillin/streptomycin) with or without drugs. After 14 d
of differentiation, cells were fixed and stained with Oil Red O or BODIPY staining. HBSS: Hank’s
Balanced Salt Solution; ADM: adipocyte differentiation media; DMEM: Dulbecco´s modified Eagle
medium; EGF: epidermal growth factor; FGF: fibroblast growth factor; SKP´s: skin-derived precursor
cells; FBS: fetal bovine serum; IBMX: isobutylmethylxanthine.

Lipid droplets were visible in both control and HGPS cells at 7 d after differentiation;
however, mock- and FTI-treated HGPS cells had lower number of droplets compared to
control groups (Figure 2, panel, day 7). Additionally, lipid formation was not affected by
the different treatments in normal cells, whereas Bar and Bar + FTI treatments increased
lipid droplet accumulation and adipocyte differentiation in HGPS cells compared to mock-
or FTI-treated HGPS cells (Figure 2). After 14 d, there was a remarkable increase in the
accumulation of lipid droplets in the control and HGPS cells (Figure 2). Specifically, lipid
droplet accumulation and adipocyte differentiation were significantly lower in untreated
and FTI-treated HGPS cells compared to Bar- or Bar + FTI-treated HGPS cells (Figure 2,
panel, day 14). Collectively, these results indicated that Bar and Bar + FTI treatment
improved the differentiation of HGPS-derived SKPs into adipocytes.

3.2. Baricitinib Alone or in Combination with FTI Improve Adipogenesis of HGPS SKPs

To determine whether the treatment with Bar or a combination of Bar + FTI can
improve adipocyte differentiation in HGPS, cultures were fixed and stained with ORO or
BODIPY at 14 d after differentiation (Figure 3). Adipocyte differentiation efficiency was
quantified by analyzing the total area of ORO and BODIPY, measuring the lipid droplet
size and counting the BODIPY-positive cells using Fiji software.

Compared with the mock control SKPs, there was no significant difference in the
differentiation rate of control SKPs into adipocyte among all treatment regimens, indicating
that the drugs did not affect the differentiation of normal (control) SKPs (Figure 3). Specif-
ically, approximately 43% of normal SKPs differentiated into adipocytes and showed a
positive BODIPY signal (Figure 3a,c). In contrast, SKPs differentiation into adipocytes was
decreased in the mock- and FTI-treated HGPS groups, with only 24% adipocytes and BOD-
IPY positive signal (Figure 3a,c). However, the treatment with Bar or Bar + FTI increased
the number of differentiated cells and the accumulation of lipid droplets (Figure 3a–c).
Compared with mock-treated HGPS SKPs, BODIPY positive signal increased by 40% in
the Bar and Bar + FTI groups, with approximately 35% of the SKPs in Bar and Bar + FTI
groups differentiating into adipocytes (Figure 3a,c). Similarly, ORO staining confirmed that
Bar or Bar + FTI treatments improved adipocyte differentiation (Figure 3d–f), as evidenced
by a 56% increase in the differentiation of Bar- or Bar + FTI-treated HGPS SKPs compared
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to mock- or FTI-treated HGPS SKPs, reaching a similar differentiation rate as mock-treated
control SKPs (Figure 3b,e).

Consistent with the results of BODIPY staining, ORO staining showed that lipid
droplet size was not significantly affected by treatments in normal SKPs (Figure 3c,f). In
contrast, treatment of HGPS adipocytes with Bar or Bar + FTI increased lipid droplets by
2-fold compared to the mock-treated HGPS group (Figure 3f). Collectively, these results
indicated that Bar and Bar + FTI treatments efficiently improved adipogenesis and lipid
droplet formation in HGPS SKPs.
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Figure 2. Bright-field imaging of control (GM05567A, GM05757C, GM01651C) and HGPS
(HGADFN003, HGADFN164, HGADFN178) adipocytes treated with the blank (mock), 0.025 µM
FTI, with 1 µM baricitinib and a combination of 0.025 µM FTI and 1 µM baricitinib at 7 and 14 d
after culture in adipocyte differentiation medium (ADM). SKPs were isolated with the low-pH stress
method from primary fibroblast cultures and grown in SKP media. At 4 d, SKP were dissociated and
cultured in ADM with indicated treatments. Lipid accumulation was clearly observed in control and
HGPS adipocytes at 14 d of differentiation. Increased lipid droplet formation was observed in HGPS
adipocytes treated with Bar and Bar + FTI. Scale bar: 50 µm.
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with 1 µM baricitinib and a combination of 0.025 µM FTI and 1 µM baricitinib. (a) BODIPY stain-
ing of lipid vesicles. Representative images for control (GM05567A, GM05757C, GM01651C) and
HGPS (HGADFN003, HGADFN164, HGADFN178) adipocytes at d14 of differentiation. Cells were
counterstained with DAPI. Scale bar 100 µm, scale bar: 20 µm. (b) Quantification of the total area of
BODIPY signal. Total area of BODIPY was quantified by measuring the area with BODIPY-positive
signal compared to total area of the coverslip. (c) Percentage of BODIPY positive cells. At least
1000 cells were counted per cell strains. (d) ORO staining of lipid droplets. Representative images for
control (GM05567A, GM05757C, GM01651C) and HGPS (HGADFN003, HGADFN164, HGADFN178)
adipocytes. Scale bar 100 µm, total images scale bar: 20 µM (e) Quantification of the total area of
ORO signal. (f) Quantification of the lipid droplet size. (b,c,e,f) Values are presented as mean ± SD
(n = 3); not significant (ns); ** p < 0.01; **** p < 0.0001; unpaired t-test.

3.3. Effect of Baricitinib and FTI on FPLD2 and MADB Adipogenesis

Patients affected with FPLD2 and MADB, two other laminopathies linked to lamin A
and ZMPSTE24 mutations, respectively, also suffer from lipodystrophy [22,26]. However,
FPLD2 and MADB are caused by different mechanistically linked genes and have similar
symptoms with HGPS, such as loss of fat and changes in fat depot distribution [13]. There-
fore, we examined whether Bar and Bar + FTI treatments can also improve adipogenesis in
SKPs isolated from primary fibroblasts derived from these distinct patients.

SKPs were isolated from young FPLD2 and MADB primary fibroblast cultures (senes-
cence ≤5%) using the low-pH stress method and then differentiated into adipocytes
(Figure 1). Adipocyte differentiation was examined and monitored daily. Lipid droplets
were observed in control, FPLD2, and MADB groups after 7 d (Figure 4). Control cells were
not significantly affected by the different treatments, as a similar number of lipid droplets
were observed in all treatment groups (Figure 4). In contrast, mock and FTI treatment
caused a decrease in lipid droplet formation in FPLD2 and MADB cells (Figures 4 and 5).
However, treatment of FPLD2 and MADB SKPs with Bar and Bar + FTI increased the
adipocyte number and lipid droplets formation (Figure 4, panel day 7), which was more
obvious after 14 d of treatments (Figures 4 and 5). Notably, Bar- and Bar + FTI-treated
FPLD2 and MADB showed higher adipocyte differentiation capability and lipid droplets
formation than mock- and FTI-treated cells (Figure 4, panel day 14). Furthermore, MADB
adipocytes had larger lipid droplets than control cells at 7–14 d after treatment (Figure 4).

BODIPY staining showed that the adipocyte differentiation rate was 43% in the control
cells under all treatment regimens; however, only 22.5 and 30% of FPLD2 and MADB SKPs,
respectively, differentiated into adipocytes following mock and FTI treatment, with an
obvious decrease in the number of BODIPY-positive cells (Figure 5a,c). In contrast, Bar and
Bar + FTI treatments increased the adipocyte differentiation rate by an average of 86% in
the FPLD2 and 41% in the MADB groups, respectively (Figure 5a,c), which was confirmed
by ORO staining (Figure 5). Similarly, Bar and Bar + FTI treatments significantly increased
in adipogenesis and lipid droplets formation in the FPLD2 and MADB groups. Compared
to the mock group, Bar and Bar + FTI treatments increased adipocyte differentiation in the
FPLD2 and MADB groups by 1.5-fold (Figure 5d,e). Additionally, mock- and FTI-treated
FPLD2 adipocytes had smaller-sized lipid droplets compared to the normal (control) cells
(Figure 5). In contrast, treatment with Bar and Bar + FTI significantly increased lipid
droplet size in the FPLD2 group to a size comparable to that (~76 µm2) in the control group
(Figure 5f). Lipid droplet size was significantly larger in the MADB adipocytes compared
to the control and FPLD2 adipocytes under all treatment regimens; moreover, MADB cell
differentiation rate was improved by Bar and Bar + FTI treatments (Figure 5f). Overall,
these results indicated that Bar and Bar + FTI improved adipocyte differentiation and lipid
droplet formation in both FPLD2 and MADB SKPs.
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Figure 4. Bright-field imaging of control (GM05567A, GM05757C, GM01651C), FPLD2
(CCLMA00336s, CCLMS337s, CCBB00466s), and MADB (PSADFN317, PSADFN318) adipocytes
treated without drug (mock), with 0.025 µM FTI, with 1 µM baricitinib, and with the combination of
0.025 µM FTI plus 1 µM baricitinib at 7 and 14 d after treatments. SKPs were isolated with low-pH
stress method from primary fibroblast cultures and grown in SKP media. At 4 d, SKPs were dissoci-
ated and cultured in ADM containing indicated regimen. Lipid accumulation was more obvious in
control, FPLD2, and MADB adipocytes at 14d of differentiation. Scale bar: 50 µm.
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mock solution after 14d of differentiation. (a) BODIPY staining of lipid vesicles. Representative images
for control (GM05567A, GM05757C, GM01651C), FPLD2 (CCLMA00336s, CCLMS337s, CCBB00466s),
and MADB (PSADFN317, PSADFN318) adipocytes. Cells were counterstained with DAPI. Scale bar
100 µm, total images scale bar: 20 µm. (b) Quantification of the total area of BODIPY signal. Total
area of BODIPY was quantified by measuring the area of BODIPY-positive signal compared to total
area of the coverslip. (c) Percentage of BODIPY-positive cells. (d) ORO staining of lipid droplets.
Representative images for control (GM05567A, GM05757C, GM01651C), FPLD2 (CCLMA00336s,
CCLMS337s, CCBB00466s), and MADB (PSADFN317, PSADFN318) adipocytes. Scale bar 100 µm,
total images scale bar: 20 µM. (e) Quantification of the total area of ORO signal. (f) Quantification
of the lipid droplet size. (b,c,e,f) Values are presented as mean ± SD (n = 3); not significant (ns);
* p < 0.05; ** p < 0.01; *** p < 0.001; unpaired t-test.

3.4. Lamin Status in HGPS, FFLD2, and MADB Primary Fibroblast Cultures

To further understand how lamin status in HGPS, FPLD2, and MADB primary fibrob-
last cultures affects the SKP preparation and adipogenic potential, immunocytochemistry
and western blot analyses were performed to determine progerin, prelamin A, lamin B1,
and lamin A/C expression in young fibroblast cultures (<5% senescence, control cells pas-
sages 16–21, HGPS cells passages 10–14, FPLD2 cells passages 9–14, MADB cells passages
12–14) and old fibroblast cultures (>20% senescence, control cells passages 28–31, HGPS
cells passages 18–19, FPLD2 cells passages 20–23, MADB cells passages 16–17).

Prelamin A and progerin were not detected in young control fibroblast cultures,
whereas 10% of the cells were prelamin A-positive in old control cultures (Figure 6). In
young and old HGPS fibroblast cultures, progerin was detected, and a weak signal for
prelamin A was observed in brightly labeled progerin-positive cells (Figure 6). Hence,
27% of HGPS nuclei exhibited positive signal for prelamin A in young cultures, and this
number increased to an average of 37% in later passages (Figure 6a,b). In FPLD2 and
MADB cultures, although progerin was not detected, prelamin A was detected. Specifically,
18% of FPLD2 nuclei showed a weak prelamin A positive signal in young cultures but
increased to 45% in late passages (Figure 6). In MADB fibroblast cultures, a strong prelamin
A signal was detected in all nuclei from young and old passages, whereas progerin was not
detected (Figure 6a,b). Furthermore, we scored the number of dysmorphic nuclei, showing
abnormal and large nuclear morphologies instead of the typical ovoid nuclear shape, in
fibroblast cultures from these three genetic disorders (Figure 6). In MADB, 35% of the nuclei
were dysmorphic in early passages (<5% senescence), 19.6% in HGPS, and 16.7% in FPLD2
at similar passages (young cultures, Figure 6). In contrast the number of dysmorphic nuclei
increased in old fibroblast cultures (senescence > 20%) from all three diseases including
normal fibroblast cultures (Figure 6).

Western blot analyses were performed to quantify the levels of progerin, prelamin
A, lamin B1, and lamin A/C expression levels in total protein from young (SNS ≤ 5%)
and old (SNS ≥ 20%) fibroblast cultures. Lamin B1, like Lamin A/C, plays an important
role in the build-up of the nuclear lamina structure and integrity and participates in
chromatin and genome organization [65]. Lamin B1 expression was significantly lower
in all three laminopathies, with HGPS and MADB cells having the lowest expression
levels (Figure 7a,b). Compared with the control, there was a decrease in Lamin B1 by
30% in HGPS, 15% in FPLD2, and 60% in MADB (Figure 7b), which was confirmed by
immunocytochemistry (Figure S1).
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Figure 6. Localization of progerin and prelamin A in fibroblasts derived from different laminopathies:
HGPS, FPLD2, and MADB. (a) Immunohistochemistry for progerin and prelamin A in young (senes-
cence (SNS) ≤ 5%, control cells passages 16–21, HGPS cells passages 10–14, FPLD2 cells passages
9–14, MADB cells passages 12–14) and old (SNS ≥ 20%, control cells passages 28–31, HGPS cells
passages 18–19, FPLD2 cells passages 20–23, MADB cells passages 16–17) control, HGPS, FPLD2,
and MADB fibroblasts. Cell strains used for control (GM05567A, GM05757C, GM01651C), HGPS
(HGADFN003, HGADFN164, HGADFN178), FPLD2 (CCLMA00336s, CCLMS337s, CCBB00466s),
and MADB (PSADFN317, PSADFN318) fibroblasts. Cells were counterstained with DAPI. Scale bar
100 µm. (b) Quantification of the number of prelamin A positive nuclei in young (SNS ≤ 5%) and old
(SNS ≥ 20%) control, HGPS, FPLD2, and MADB fibroblasts. (c) Representative images of normal
(ovoid) and dysmorphic nuclei (abnormal and/or large nuclear shape), counterstained with DAPI.
Scale bar 50 µm. (d) Quantification of the number of dysmorphic nuclei in young (SNS ≤ 5%) and old
(SNS ≥ 20%) control, HGPS, FPLD2, and MADB fibroblasts. (b,d) Values are presented as mean ± SD
(n = 3); not significant (ns); * p < 0.05; ** p < 0.01; *** p < 0.001; **** p < 0.0001; unpaired t-test.
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Figure 7. Progerin, prelamin A, lamin A/C, and lamin B1 status in young (SNS ≤ 5%, control cells
passages 16–21, HGPS cells passages 10–14, FPLD2 cells passages 9–14, MADB cells passages 12–14)
and old (SNS ≥ 20%, control cells passages 28–31, HGPS cells passages 18–19, FPLD2 cells passages
20–23, MADB cells passages 16–17) fibroblast cultures from different laminopathies associated with
lipodystrophy. (a) Representative image of western blots for prelamin A and lamin B1 (n = 3). The
percentage of senescence (SNS) cells in the cultures is indicated. (b) Quantification of lamin B1 levels.
(c) Quantification of prelamin A levels. (d,e) Representative images of western blots for lamin A/C,
prelamin A, and progerin in young and old fibroblast extracts (n = 3). (f) Ratio of prelamin A, lamin
A, progerin, and lamin C in young and old fibroblasts (n = 3). (b,c) Graph show mean ± SD (n = 3);
not significant (ns); * p < 0.05; *** p < 0.001; **** p < 0.0001; unpaired t-test.

Expectedly, progerin was detected in both young and old HGPS fibroblasts (Figure 7d,e).
In FPLD2 cells, prelamin A was detected only in old fibroblast cultures (Figure 7a–e). MADB
cells showed high levels of prelamin A in young and old cells and low levels of lamin A
(Figure 7c–f). In young and old control cells, lamin A/C signals were detected, but no progerin
or prelamin A signals were detected (Figure 7d–f). Compared to control fibroblasts, lamin A
expression level was lower in all laminopathies (Figure 7f).

Collectively, the expression of progerin or prelamin A in fibroblasts derived from these
three laminopathies-caused alterations in A-type lamin proportions and, in addition, in
lamin B1. These alterations are responsible for the perturbation of the lamina composition,
which consequently induces nuclear envelope abnormalities, as indicated by the increased
incidence of dysmorphic nuclei.
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4. Discussion

In patients with HGPS, lipodystrophy is one of the main symptoms that can appear
as early as at six months of age [23]. An alteration in adipocyte tissue ratio has a far-
reaching effect on body functions and health status and is associated with autoimmune and
cardiovascular diseases [22]. Therapies targeting lipodystrophy remain poorly explored,
indicating the need for further studies, especially for cases associated with laminopathies.
Presently, lonafarnib (FTI) is the only FDA-approved treatment for HGPS [48]. FTI has
been reported to improve the HGPS cellular phenotype, ameliorate the cardiovascular
burden, increase bone mineral density, and extend the life expectancy [1,46–48,66,67].
Nevertheless, it is associated with cellular side effects, such as donut-shaped nuclei, mitotic
errors, genomic instability, anti-proliferative effects, and blockade of the farnesylation of
functional proteins other than prelamin A [44,49,50,68–74].

In the present study, FTI treatment was ineffective in promoting adipogenesis in
SKPs derived from normal, HGPS, MADB, and FPLD2 individuals. However, FTI-treated
normal SKPs showed a comparable extent of adipocyte differentiation as their mock-
treated counterparts, indicating that targeting the prenylation of prelamin A, progerin,
and other prenylated proteins is not essential for adipogenesis. This suggest that FTI
does not directly affect the signaling pathways or transcription factors responsible for
the regulation of adipocyte differentiation [75]. In contrast, other studies have shown
that FTI treatment can inhibit adipogenesis by interfering with adipogenic pathways
and reducing the expression of the peroxisome proliferator-activator receptor γ (PPARγ)
and CCAAT/enhancer binding protein α (C/EBPα), which are key transcription factors
involved in adipogenesis [76]. Additionally, FTIs have been shown to inhibit the PI3K/Akt
pathway by interfering with the prenylation and activation of small GTPases, such as Rho,
Rac, and Cdc42, which are involved in the activation of PI3K [77,78]. Hence, inhibition of
PI3K/Akt results in inactivation of its downstream target mTOR, inducing a decrease in
protein synthesis and the expression of PPARγ and C/EBPα [79]. However, FTI directly
blocks the prenylation of Rheb, an activator of mTOR, and has similar effects on the
levels of these adipogenic transcription factors [80]. Furthermore, FTI may interfere with
adipogenesis through antiproliferative and apoptotic effects via increasing ROS levels [81].
Specifically, FTI can interfere with adipogenesis in cancer cells, leading to oxidative DNA
damage [82,83]. Under normal conditions, low ROS levels are necessary for adipocyte
differentiation, whereas high ROS levels have a negative impact [84]. However, despite
mild drug-related side effects such as diarrhea, fatigue, nausea, vomiting, and anorexia, FTI
is well tolerated and safe for children with HGPS [85]. To overcome the limitation of FTI, the
identification of novel compounds that can ameliorate lipodystrophy and are compatible
with FTI is necessary. Therefore, we examined whether Bar, an FDA-approved JAK/STAT
inhibitor, can ameliorate adipogenesis in HGPS-SKPs and exert a synergistic effect in
combination with FTI. Treatment with Bar alone and in combination with FTI improved
adipocyte differentiation and lipid droplet formation in cells derived from patients with
three distinct diseases characterized by lipodystrophy. Although HGPS, FPLD2, and
MADB have different molecular mechanisms, they all share a common etiology, which is
the accumulation of abnormal lamin A [13].

Lamin A plays an important role in adipogenesis and normal cell function, and the
toxic accumulation of progerin or farnesylated prelamin A causes oxidative stress and
mitochondrial dysfunction, driving premature senescence [86–89]. Although FPLD2 is
associated with mutations in LMNA that do not directly cause prelamin A accumulation,
cellular age-dependent farnesylated prelamin A accumulation has been observed in fi-
broblasts from these patients. In present studies, the accumulation of progerin in HGPS
and prelamin A in these three distinct diseases contributed to defects in adipogenesis.
A previous study showed that treatment with Bar alone or in combination with FTI can
improve HGPS cellular homeostasis and delay senescence [49]. Additionally, Bar treatment
induced inhibition of the JAK/STAT signaling, enhanced progerin clearance, ameliorated
the nuclear shape, decreased SASP, and delayed senescence [49]. The JAK/STAT pathway
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is overactivated in HGPS fibroblasts, triggering chronic inflammation and the secretion
of pro-inflammatory factors [50]. Moreover, previous studies have shown that high levels
of pro-inflammatory factors, such as IL-6, TGFβ, and TNF, promote cells to senescence
and negatively affect adipogenesis [84]. Importantly, Bar treatment significantly inhibited
JAK/STAT signaling in fibroblasts, thereby reducing the levels of pro-inflammatory mark-
ers [49,50]. Since senescent cells secrete SASPs, which include pro-inflammatory factors, an
increase in their expression negatively affects adipogenesis [58]. Similarly, the presence of
high number of senescent cells dramatically reduced the adipocyte differentiation potential
of SKPs, whereas Bar treatment decreased the number of senescent cells and improved
adipocyte differentiation [58]. In this present study, treatment with Bar and Bar + FTI
ameliorated adipogenesis and lipid droplet formation. However, Bar + FTI treatment
showed no additive effects relative to the Bar treatment alone, indicating that the beneficial
effect of Bar was maintained in the presence of FTI, and that the combination is not toxic to
the cells.

Patients with HGPS exhibit several cellular and tissue defects, including lipodystro-
phy, and FTI treatment alone is ineffective against all these symptoms. Therefore, we
hypothesized that the combined FTI and Bar by targeting different cellular processes would
further benefit patients with HGPS. Expectedly, Bar + FTI treatment improved adipocyte
differentiation in SKPs derived from patients with FPLD2 and MADB. However, in MADB
cells, the size of the lipid droplets was similar to that observed in normal adipocytes, in
contrast to HGPS and FPLD adipocytes. Studies on ZMPSTE24-deficient mouse models
have shown that fatty acid, glucose, and triglyceride levels are similar to those in wild-type
mice [88,90]. Long chain fatty acids, such as triglycerides, accumulate in adipocytes to
form lipid droplets [21]. The normal size of lipid droplets observed in MADB cells might
suggests that ZMPSTE24 mutations may not severely affect lipogenesis; however, this
requires further investigation.

The molecular mechanisms underlying HGPS-, FPLD2-, and MADB-associated lipodys-
trophy are likely different because these three diseases are linked to different mutations.
HGPS and MADB disorders are linked to premature aging and lipodystrophy, while FPLD2
is mainly associated with alterations in adipogenesis with partial fat accumulation and
metabolic syndrome [1,13,22,26]. To understand how lipodystrophy occurs in these three
distinct genetic disorders, we examined the mechanism through which they alter adipo-
genesis. In this study, HGPS fibroblasts accumulated progerin and low levels of prelamin
A; FPLD2 fibroblasts also accumulated low levels of prelamin A, while MADB fibroblasts
constitutively expressed prelamin A due to mutation in ZMSPTE24. Consequently, all three
cell models accumulated farnesylated prelamin A or progerin [26]. Overall, cells derived
from these pathologies exhibited dysmorphic nuclei, nuclear blebbing, cellular senescence,
and low proliferation rate [12,35,91]. However, the cellular alterations were more severe in
HGPS and MADB cells than in FPLD2 cells, reinforcing the hypothesis that farnesylated
prelamin A or progerin are critically toxic to cells. Accumulation of farnesylated prelamin
A or progerin lead to DNA damage, altered chromatin organization, and changes in gene
expression [49,92–95].

Previous studies have shown that the accumulation of prenylated prelamin A iso-
forms is concomitantly followed by a reduction in lamin B1 [96,97]. Similarly, there was
a decreased in lamin B1 levels in HGPS and FPLD2 fibroblasts in the present study, and
this decrease was more prominent in MADB cells. A reduction in lamin B1 levels is linked
to cellular senescence and changes in the lamina composition known to affect chromatin
arrangement, replication, and transcription [98]. Hence, the lamina structure plays a role in
mechanosensing, with lamin A and C providing nuclear stiffness and lamin B contribut-
ing to elasticity and deformation of the nuclear envelope [99]. Mutations in LMNA or
ZMSPTE24 affect the composition of the lamina and can consequently alter the mechan-
otransduction of the nucleus and its response to intra- and extracellular signals [100–102].
Although it remains unclear why LMNA mutations affect lamin B1 levels, DNA damage
and cellular senescence appear to be associated with reduced lamin B1 levels [96,99]. High
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levels of lamin B1 are expressed in preadipocytes and adipocytes [103], and its loss may
contribute to alterations in nuclear membrane permeability and function [104,105]. Col-
lectively, alterations in the nuclear lamina composition of HGPS, FPLD2, and MADB cells
may underly the adipogenesis defects observed in these three pathologies.

In the present study, we demonstrated the beneficial effect of Bar treatment alone and
Bar+ FTI treatment on adipogenesis in HGPS, FPLD2, and MADB SKPs. Although in vivo
studies are necessary to validate these results, our findings suggests that the Bar + FTI
treatment combination might have therapeutic benefits for patients with HGPS-, FPLD2-,
and MADB-associated lipodystrophy and possibly other age-related diseases.

Supplementary Materials: The following supporting information can be downloaded at: https://
www.mdpi.com/article/10.3390/cells12101350/s1, Figure S1: Lamin B1 detection in HGPS, FPLD2, and
MADB fibroblasts; Figure S2: Full-length scan of western blots of Figure 7.
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Eriksson, M. Rare progerin-expressing preadipocytes and adipocytes contribute to tissue depletion over time. Sci. Rep. 2017, 7,
4405. [CrossRef]

43. Osorio, F.G.; Navarro, C.L.; Cadiñanos, J.; López-Mejía, I.C.; Quirós, P.M.; Bartoli, C.; Rivera, J.; Tazi, J.; Guzmán, G.; Varela, I.;
et al. Splicing-directed therapy in a new mouse model of human accelerated aging. Sci. Transl. Med. 2011, 3, 106ra107. [CrossRef]

44. Kang, S.M.; Yoon, M.H.; Ahn, J.; Kim, J.E.; Kim, S.Y.; Kang, S.Y.; Joo, J.; Park, S.; Cho, J.H.; Woo, T.G.; et al. Progerinin, an
optimized progerin-lamin A binding inhibitor, ameliorates premature senescence phenotypes of Hutchinson-Gilford progeria
syndrome. Commun. Biol. 2021, 4, 5. [CrossRef]

45. Gordon, L.B.; Kleinman, M.E.; Miller, D.T.; Neuberg, D.S.; Giobbie-Hurder, A.; Gerhard-Herman, M.; Smoot, L.B.; Gordon, C.M.;
Cleveland, R.; Snyder, B.D.; et al. Clinical trial of a farnesyltransferase inhibitor in children with Hutchinson-Gilford progeria
syndrome. Proc. Natl. Acad. Sci. USA 2012, 109, 16666–16671. [CrossRef]

46. Capell, B.C.; Erdos, M.R.; Madigan, J.P.; Fiordalisi, J.J.; Varga, R.; Conneely, K.N.; Gordon, L.B.; Der, C.J.; Cox, A.D.; Collins, F.S.
Inhibiting farnesylation of progerin prevents the characteristic nuclear blebbing of Hutchinson-Gilford progeria syndrome. Proc.
Natl. Acad. Sci. USA 2005, 102, 12879–12884. [CrossRef]

47. Fong, L.G.; Frost, D.; Meta, M.; Qiao, X.; Yang, S.H.; Coffinier, C.; Young, S.G. A protein farnesyltransferase inhibitor ameliorates
disease in a mouse model of progeria. Science 2006, 311, 1621–1623. [CrossRef]

48. Dhillon, S. Lonafarnib: First Approval. Drugs 2021, 81, 283–289. [CrossRef]
49. Arnold, R.; Vehns, E.; Randl, H.; Djabali, K. Baricitinib, a JAK-STAT Inhibitor, Reduces the Cellular Toxicity of the Farnesyltrans-

ferase Inhibitor Lonafarnib in Progeria Cells. Int. J. Mol. Sci. 2021, 22, 7474. [CrossRef] [PubMed]
50. Liu, C.; Arnold, R.; Henriques, G.; Djabali, K. Inhibition of JAK-STAT Signaling with Baricitinib Reduces Inflammation and

Improves Cellular Homeostasis in Progeria Cells. Cells 2019, 8, 1276. [CrossRef] [PubMed]
51. Mogul, A.; Corsi, K.; McAuliffe, L. Baricitinib: The Second FDA-Approved JAK Inhibitor for the Treatment of Rheumatoid

Arthritis. Ann. Pharmacother. 2019, 53, 947–953. [CrossRef] [PubMed]
52. Zhang, B.; Yang, L.; Zeng, Z.; Feng, Y.; Wang, X.; Wu, X.; Luo, H.; Zhang, J.; Zhang, M.; Pakvasa, M.; et al. Leptin Potentiates

BMP9-Induced Osteogenic Differentiation of Mesenchymal Stem Cells Through the Activation of JAK/STAT Signaling. Stem Cells
Dev. 2020, 29, 498–510. [CrossRef] [PubMed]

53. Burrell, J.A.; Boudreau, A.; Stephens, J.M. Latest advances in STAT signaling and function in adipocytes. Clin. Sci. 2020, 134,
629–639. [CrossRef]

54. McGillicuddy, F.C.; Chiquoine, E.H.; Hinkle, C.C.; Kim, R.J.; Shah, R.; Roche, H.M.; Smyth, E.M.; Reilly, M.P. Interferon gamma
attenuates insulin signaling, lipid storage, and differentiation in human adipocytes via activation of the JAK/STAT pathway.
J. Biol. Chem. 2009, 284, 31936–31944. [CrossRef]

55. Chang, C.-C.; Sia, K.-C.; Chang, J.-F.; Lin, C.-M.; Yang, C.-M.; Huang, K.-Y.; Lin, W.-N. Lipopolysaccharide promoted proliferation
and adipogenesis of preadipocytes through JAK/STAT and AMPK-regulated cPLA2 expression. Int. J. Med. Sci. 2019, 16, 167–179.
[CrossRef]

56. Kang, X.; Yang, M.-Y.; Shi, Y.-X.; Xie, M.-M.; Zhu, M.; Zheng, X.-L.; Zhang, C.-K.; Ge, Z.-L.; Bian, X.-T.; Lv, J.-T.; et al. Interleukin-15
facilitates muscle regeneration through modulation of fibro/adipogenic progenitors. Cell Commun. Signal. 2018, 16, 42. [CrossRef]

57. Budel, L.; Djabali, K. Rapid isolation and expansion of skin-derived precursor cells from human primary fibroblast cultures. Biol.
Open 2017, 6, 1745–1755. [CrossRef]

58. Najdi, F.; Krüger, P.; Djabali, K. Impact of Progerin Expression on Adipogenesis in Hutchinson-Gilford Progeria Skin-Derived
Precursor Cells. Cells 2021, 10, 1598. [CrossRef]

59. Toma, J.G.; McKenzie, I.A.; Bagli, D.; Miller, F.D. Isolation and characterization of multipotent skin-derived precursors from
human skin. Stem Cells 2005, 23, 727–737. [CrossRef]

60. Wenzel, V.; Roedl, D.; Gabriel, D.; Gordon, L.B.; Herlyn, M.; Schneider, R.; Ring, J.; Djabali, K. Naïve adult stem cells from patients
with Hutchinson-Gilford progeria syndrome express low levels of progerin in vivo. Biol. Open 2012, 1, 516–526. [CrossRef]

61. Bataille, A.; Leschiera, R.; L’Hérondelle, K.; Pennec, J.-P.; Le Goux, N.; Mignen, O.; Sakka, M.; Plée-Gautier, E.; Brun, C.; Oddos,
T.; et al. In Vitro Differentiation of Human Skin-Derived Cells into Functional Sensory Neurons-Like. Cells 2020, 9, 1000. [CrossRef]

62. Dimri, G.P.; Lee, X.; Basile, G.; Acosta, M.; Scott, G.; Roskelley, C.; Medrano, E.E.; Linskens, M.; Rubelj, I.; Pereira-Smith, O.
A biomarker that identifies senescent human cells in culture and in aging skin in vivo. Proc. Natl. Acad. Sci. USA 1995, 92,
9363–9367. [CrossRef]

63. McClintock, D.; Ratner, D.; Lokuge, M.; Owens, D.M.; Gordon, L.B.; Collins, F.S.; Djabali, K. The mutant form of lamin A that
causes Hutchinson-Gilford progeria is a biomarker of cellular aging in human skin. PLoS ONE 2007, 2, e1269. [CrossRef]

64. Schindelin, J.; Arganda-Carreras, I.; Frise, E.; Kaynig, V.; Longair, M.; Pietzsch, T.; Preibisch, S.; Rueden, C.; Saalfeld, S.; Schmid,
B.; et al. Fiji: An open-source platform for biological-image analysis. Nat. Methods 2012, 9, 676–682. [CrossRef]

65. de Leeuw, R.; Gruenbaum, Y.; Medalia, O. Nuclear Lamins: Thin Filaments with Major Functions. Trends Cell Biol. 2018, 28, 34–45.
[CrossRef] [PubMed]

https://doi.org/10.1016/j.arr.2020.101156
https://doi.org/10.1111/acel.13285
https://doi.org/10.1038/s41598-017-04492-0
https://doi.org/10.1126/scitranslmed.3002847
https://doi.org/10.1038/s42003-020-01540-w
https://doi.org/10.1073/pnas.1202529109
https://doi.org/10.1073/pnas.0506001102
https://doi.org/10.1126/science.1124875
https://doi.org/10.1007/s40265-020-01464-z
https://doi.org/10.3390/ijms22147474
https://www.ncbi.nlm.nih.gov/pubmed/34299092
https://doi.org/10.3390/cells8101276
https://www.ncbi.nlm.nih.gov/pubmed/31635416
https://doi.org/10.1177/1060028019839650
https://www.ncbi.nlm.nih.gov/pubmed/30907116
https://doi.org/10.1089/scd.2019.0292
https://www.ncbi.nlm.nih.gov/pubmed/32041483
https://doi.org/10.1042/CS20190522
https://doi.org/10.1074/jbc.M109.061655
https://doi.org/10.7150/ijms.24068
https://doi.org/10.1186/s12964-018-0251-0
https://doi.org/10.1242/bio.025130
https://doi.org/10.3390/cells10071598
https://doi.org/10.1634/stemcells.2004-0134
https://doi.org/10.1242/bio.20121149
https://doi.org/10.3390/cells9041000
https://doi.org/10.1073/pnas.92.20.9363
https://doi.org/10.1371/journal.pone.0001269
https://doi.org/10.1038/nmeth.2019
https://doi.org/10.1016/j.tcb.2017.08.004
https://www.ncbi.nlm.nih.gov/pubmed/28893461


Cells 2023, 12, 1350 21 of 22

66. Ullrich, N.J.; Kieran, M.W.; Miller, D.T.; Gordon, L.B.; Cho, Y.J.; Silvera, V.M.; Giobbie-Hurder, A.; Neuberg, D.; Kleinman, M.E.
Neurologic features of Hutchinson-Gilford progeria syndrome after lonafarnib treatment. Neurology 2013, 81, 427–430. [CrossRef]
[PubMed]

67. Talukder, P.; Saha, A.; Roy, S.; Ghosh, G.; Dutta Roy, D.; Barua, S. Progeria-a Rare Genetic Condition with Accelerated Ageing
Process. Appl. Biochem. Biotechnol. 2022, 195, 2587–2596. [CrossRef] [PubMed]

68. Sun, S.Y.; Zhou, Z.; Wang, R.; Fu, H.; Khuri, F.R. The farnesyltransferase inhibitor Lonafarnib induces growth arrest or apoptosis
of human lung cancer cells without downregulation of Akt. Cancer Biol. Ther. 2004, 3, 1092–1098; discussion 1099–1101. [CrossRef]
[PubMed]

69. Toth, J.I.; Yang, S.H.; Qiao, X.; Beigneux, A.P.; Gelb, M.H.; Moulson, C.L.; Miner, J.H.; Young, S.G.; Fong, L.G. Blocking protein
farnesyltransferase improves nuclear shape in fibroblasts from humans with progeroid syndromes. Proc. Natl. Acad. Sci. USA
2005, 102, 12873–12878. [CrossRef]

70. Verstraeten, V.L.; Peckham, L.A.; Olive, M.; Capell, B.C.; Collins, F.S.; Nabel, E.G.; Young, S.G.; Fong, L.G.; Lammerding, J. Protein
farnesylation inhibitors cause donut-shaped cell nuclei attributable to a centrosome separation defect. Proc. Natl. Acad. Sci. USA
2011, 108, 4997–5002. [CrossRef]

71. Wang, Y.; Ostlund, C.; Choi, J.C.; Swayne, T.C.; Gundersen, G.G.; Worman, H.J. Blocking farnesylation of the prelamin A variant
in Hutchinson-Gilford progeria syndrome alters the distribution of A-type lamins. Nucleus 2012, 3, 452–462. [CrossRef]

72. Adam, S.A.; Butin-Israeli, V.; Cleland, M.M.; Shimi, T.; Goldman, R.D. Disruption of lamin B1 and lamin B2 processing and
localization by farnesyltransferase inhibitors. Nucleus 2013, 4, 142–150. [CrossRef]

73. Blondel, S.; Egesipe, A.L.; Picardi, P.; Jaskowiak, A.L.; Notarnicola, M.; Ragot, J.; Tournois, J.; Le Corf, A.; Brinon, B.; Poydenot, P.;
et al. Drug screening on Hutchinson Gilford progeria pluripotent stem cells reveals aminopyrimidines as new modulators of
farnesylation. Cell Death Dis. 2016, 7, e2105. [CrossRef]

74. Clements, C.S.; Bikkul, M.U.; Ofosu, W.; Eskiw, C.; Tree, D.; Makarov, E.; Kill, I.R.; Bridger, J.M. Presence and distribution of
progerin in HGPS cells is ameliorated by drugs that impact on the mevalonate and mTOR pathways. Biogerontology 2019, 20,
337–358. [CrossRef]

75. Zhao, X.Y.; Chen, X.Y.; Zhang, Z.J.; Kang, Y.; Liao, W.M.; Yu, W.H.; Xiang, A.P. Expression patterns of transcription factor PPARγ
and C/EBP family members during in vitro adipogenesis of human bone marrow mesenchymal stem cells. Cell Biol. Int. 2015, 39,
457–465. [CrossRef]

76. Rivas, D.; Akter, R.; Duque, G. Inhibition of Protein Farnesylation Arrests Adipogenesis and Affects PPARgamma Expression and
Activation in Differentiating Mesenchymal Stem Cells. PPAR Res. 2007, 2007, 81654. [CrossRef]

77. Ponnusamy, A.; Sinha, S.; Hyde, G.D.; Borland, S.J.; Taylor, R.F.; Pond, E.; Eyre, H.J.; Inkson, C.A.; Gilmore, A.; Ashton, N.; et al.
FTI-277 inhibits smooth muscle cell calcification by up-regulating PI3K/Akt signaling and inhibiting apoptosis. PLoS ONE 2018,
13, e0196232. [CrossRef]

78. Sebti, S.M.; Hamilton, A.D. Farnesyltransferase and geranylgeranyltransferase I inhibitors in cancer therapy: Important mecha-
nistic and bench to bedside issues. Expert Opin. Investig. Drugs 2000, 9, 2767–2782. [CrossRef]

79. Cox, A.D.; Der, C.J. Farnesyltransferase inhibitors and cancer treatment: Targeting simply Ras? Biochim. Biophys. Acta 1997, 1333,
F51–F71. [CrossRef]

80. Basso, A.D.; Mirza, A.; Liu, G.; Long, B.J.; Bishop, W.R.; Kirschmeier, P. The farnesyl transferase inhibitor (FTI) SCH66336
(lonafarnib) inhibits Rheb farnesylation and mTOR signaling. Role in FTI enhancement of taxane and tamoxifen anti-tumor
activity. J. Biol. Chem. 2005, 280, 31101–31108. [CrossRef]

81. Morgillo, F.; Lee, H.Y. Lonafarnib in cancer therapy. Expert Opin. Investig. Drugs 2006, 15, 709–719. [CrossRef]
82. Roy, A.; Ghosh, A.; Jana, A.; Liu, X.; Brahmachari, S.; Gendelman, H.E.; Pahan, K. Sodium phenylbutyrate controls neuroinflam-

matory and antioxidant activities and protects dopaminergic neurons in mouse models of Parkinson’s disease. PLoS ONE 2012, 7,
e38113. [CrossRef]

83. Pan, J.; She, M.; Xu, Z.X.; Sun, L.; Yeung, S.C. Farnesyltransferase inhibitors induce DNA damage via reactive oxygen species in
human cancer cells. Cancer Res. 2005, 65, 3671–3681. [CrossRef]

84. Ghaben, A.L.; Scherer, P.E. Adipogenesis and metabolic health. Nat. Rev. Mol. Cell. Biol. 2019, 20, 242–258. [CrossRef]
85. Gordon, L.B.; Massaro, J.; D’Agostino, R.B., Sr.; Campbell, S.E.; Brazier, J.; Brown, W.T.; Kleinman, M.E.; Kieran, M.W. Impact of

farnesylation inhibitors on survival in Hutchinson-Gilford progeria syndrome. Circulation 2014, 130, 27–34. [CrossRef] [PubMed]
86. Caron, M.; Auclair, M.; Donadille, B.; Béréziat, V.; Guerci, B.; Laville, M.; Narbonne, H.; Bodemer, C.; Lascols, O.; Capeau, J.; et al.

Human lipodystrophies linked to mutations in A-type lamins and to HIV protease inhibitor therapy are both associated with
prelamin A accumulation, oxidative stress and premature cellular senescence. Cell Death Differ. 2007, 14, 1759–1767. [CrossRef]
[PubMed]

87. Maynard, S.; Hall, A.; Galanos, P.; Rizza, S.; Yamamoto, T.; Gram, H.H.; Munk, S.H.N.; Shoaib, M.; Sørensen, C.S.; Bohr, V.A.; et al.
Lamin A/C impairments cause mitochondrial dysfunction by attenuating PGC1α and the NAMPT-NAD+ pathway. Nucleic Acids
Res. 2022, 50, 9948–9965. [CrossRef] [PubMed]

88. Peinado, J.R.; Quirós, P.M.; Pulido, M.R.; Mariño, G.; Martínez-Chantar, M.L.; Vázquez-Martínez, R.; Freije, J.M.; López-Otín, C.;
Malagón, M.M. Proteomic profiling of adipose tissue from Zmpste24-/- mice, a model of lipodystrophy and premature aging,
reveals major changes in mitochondrial function and vimentin processing. Mol. Cell. Proteom. 2011, 10, M111.008094. [CrossRef]

https://doi.org/10.1212/WNL.0b013e31829d85c0
https://www.ncbi.nlm.nih.gov/pubmed/23897869
https://doi.org/10.1007/s12010-021-03514-y
https://www.ncbi.nlm.nih.gov/pubmed/35445924
https://doi.org/10.4161/cbt.3.11.1176
https://www.ncbi.nlm.nih.gov/pubmed/15467440
https://doi.org/10.1073/pnas.0505767102
https://doi.org/10.1073/pnas.1019532108
https://doi.org/10.4161/nucl.21675
https://doi.org/10.4161/nucl.24089
https://doi.org/10.1038/cddis.2015.374
https://doi.org/10.1007/s10522-019-09807-4
https://doi.org/10.1002/cbin.10415
https://doi.org/10.1155/2007/81654
https://doi.org/10.1371/journal.pone.0196232
https://doi.org/10.1517/13543784.9.12.2767
https://doi.org/10.1016/S0304-419X(97)00011-5
https://doi.org/10.1074/jbc.M503763200
https://doi.org/10.1517/13543784.15.6.709
https://doi.org/10.1371/journal.pone.0038113
https://doi.org/10.1158/0008-5472.CAN-04-2744
https://doi.org/10.1038/s41580-018-0093-z
https://doi.org/10.1161/CIRCULATIONAHA.113.008285
https://www.ncbi.nlm.nih.gov/pubmed/24795390
https://doi.org/10.1038/sj.cdd.4402197
https://www.ncbi.nlm.nih.gov/pubmed/17612587
https://doi.org/10.1093/nar/gkac741
https://www.ncbi.nlm.nih.gov/pubmed/36099415
https://doi.org/10.1074/mcp.M111.008094


Cells 2023, 12, 1350 22 of 22

89. Elouej, S.; Harhouri, K.; Le Mao, M.; Baujat, G.; Nampoothiri, S.; Kayserili, H.; Menabawy, N.A.; Selim, L.; Paneque, A.L.; Kubisch,
C.; et al. Loss of MTX2 causes mandibuloacral dysplasia and links mitochondrial dysfunction to altered nuclear morphology. Nat.
Commun. 2020, 11, 4589. [CrossRef]

90. Heizer, P.J.; Yang, Y.; Tu, Y.; Kim, P.H.; Chen, N.Y.; Hu, Y.; Yoshinaga, Y.; de Jong, P.J.; Vergnes, L.; Morales, J.E.; et al. Deficiency in
ZMPSTE24 and resulting farnesyl-prelamin A accumulation only modestly affect mouse adipose tissue stores. J. Lipid Res. 2020,
61, 413–421. [CrossRef]

91. Vigouroux, C.; Auclair, M.; Dubosclard, E.; Pouchelet, M.; Capeau, J.; Courvalin, J.C.; Buendia, B. Nuclear envelope disorganiza-
tion in fibroblasts from lipodystrophic patients with heterozygous R482Q/W mutations in the lamin A/C gene. J. Cell. Sci. 2001,
114, 4459–4468. [CrossRef]

92. Lattanzi, G.; Columbaro, M.; Mattioli, E.; Cenni, V.; Camozzi, D.; Wehnert, M.; Santi, S.; Riccio, M.; Del Coco, R.; Maraldi, N.M.;
et al. Pre-Lamin A processing is linked to heterochromatin organization. J. Cell. Biochem. 2007, 102, 1149–1159. [CrossRef]

93. Osorio, F.G.; Varela, I.; Lara, E.; Puente, X.S.; Espada, J.; Santoro, R.; Freije, J.M.; Fraga, M.F.; López-Otín, C. Nuclear envelope
alterations generate an aging-like epigenetic pattern in mice deficient in Zmpste24 metalloprotease. Aging Cell 2010, 9, 947–957.
[CrossRef]

94. Ragnauth, C.D.; Warren, D.T.; Liu, Y.; McNair, R.; Tajsic, T.; Figg, N.; Shroff, R.; Skepper, J.; Shanahan, C.M. Prelamin A acts to
accelerate smooth muscle cell senescence and is a novel biomarker of human vascular aging. Circulation 2010, 121, 2200–2210.
[CrossRef]

95. Cenni, V.; Capanni, C.; Mattioli, E.; Columbaro, M.; Wehnert, M.; Ortolani, M.; Fini, M.; Novelli, G.; Bertacchini, J.; Maraldi, N.M.;
et al. Rapamycin treatment of Mandibuloacral dysplasia cells rescues localization of chromatin-associated proteins and cell cycle
dynamics. Aging 2014, 6, 755–770. [CrossRef]

96. Dreesen, O.; Ong, P.F.; Chojnowski, A.; Colman, A. The contrasting roles of lamin B1 in cellular aging and human disease. Nucleus
2013, 4, 283–290. [CrossRef]

97. Shimi, T.; Butin-Israeli, V.; Adam, S.A.; Hamanaka, R.B.; Goldman, A.E.; Lucas, C.A.; Shumaker, D.K.; Kosak, S.T.; Chandel, N.S.;
Goldman, R.D. The role of nuclear lamin B1 in cell proliferation and senescence. Genes. Dev. 2011, 25, 2579–2593. [CrossRef]

98. Turgay, Y.; Eibauer, M.; Goldman, A.E.; Shimi, T.; Khayat, M.; Ben-Harush, K.; Dubrovsky-Gaupp, A.; Sapra, K.T.; Goldman, R.D.;
Medalia, O. The molecular architecture of lamins in somatic cells. Nature 2017, 543, 261–264. [CrossRef]

99. Evangelisti, C.; Rusciano, I.; Mongiorgi, S.; Ramazzotti, G.; Lattanzi, G.; Manzoli, L.; Cocco, L.; Ratti, S. The wide and growing
range of lamin B-related diseases: From laminopathies to cancer. Cell. Mol. Life Sci. 2022, 79, 126. [CrossRef]

100. Janota, C.S.; Calero-Cuenca, F.J.; Gomes, E.R. The role of the cell nucleus in mechanotransduction. Curr. Opin. Cell Biol. 2020, 63,
204–211. [CrossRef]

101. Donnaloja, F.; Carnevali, F.; Jacchetti, E.; Raimondi, M.T. Lamin A/C Mechanotransduction in Laminopathies. Cells 2020, 9, 1306.
[CrossRef]

102. Maraldi, N.M.; Capanni, C.; Cenni, V.; Fini, M.; Lattanzi, G. Laminopathies and lamin-associated signaling pathways. J. Cell.
Biochem. 2011, 112, 979–992. [CrossRef]

103. Lelliott, C.J.; Logie, L.; Sewter, C.P.; Berger, D.; Jani, P.; Blows, F.; O’Rahilly, S.; Vidal-Puig, A. Lamin expression in human adipose
cells in relation to anatomical site and differentiation state. J. Clin. Endocrinol. Metab. 2002, 87, 728–734. [CrossRef]

104. Camps, J.; Erdos, M.R.; Ried, T. The role of lamin B1 for the maintenance of nuclear structure and function. Nucleus 2015, 6, 8–14.
[CrossRef]

105. Wang, M.; Ivanovska, I.; Vashisth, M.; Discher, D.E. Nuclear mechanoprotection: From tissue atlases as blueprints to distinctive
regulation of nuclear lamins. APL Bioeng. 2022, 6, 021504. [CrossRef] [PubMed]

Disclaimer/Publisher’s Note: The statements, opinions and data contained in all publications are solely those of the individual
author(s) and contributor(s) and not of MDPI and/or the editor(s). MDPI and/or the editor(s) disclaim responsibility for any injury to
people or property resulting from any ideas, methods, instructions or products referred to in the content.

https://doi.org/10.1038/s41467-020-18146-9
https://doi.org/10.1194/jlr.RA119000593
https://doi.org/10.1242/jcs.114.24.4459
https://doi.org/10.1002/jcb.21467
https://doi.org/10.1111/j.1474-9726.2010.00621.x
https://doi.org/10.1161/CIRCULATIONAHA.109.902056
https://doi.org/10.18632/aging.100680
https://doi.org/10.4161/nucl.25808
https://doi.org/10.1101/gad.179515.111
https://doi.org/10.1038/nature21382
https://doi.org/10.1007/s00018-021-04084-2
https://doi.org/10.1016/j.ceb.2020.03.001
https://doi.org/10.3390/cells9051306
https://doi.org/10.1002/jcb.22992
https://doi.org/10.1210/jcem.87.2.8256
https://doi.org/10.1080/19491034.2014.1003510
https://doi.org/10.1063/5.0080392
https://www.ncbi.nlm.nih.gov/pubmed/35719698

	Introduction 
	Materials and Methods 
	Cell Culture 
	Senescence Associated eta-Galactosidase Assay 
	Western Blot 
	Low-pH SKP Isolation Method and Culture of SKPs 
	SKP Cell Differentiation into Adipocytes 
	Oil Red O (ORO) Staining 
	Bodipy Staining 
	Immunocytochemistry 
	Image Analysis 
	Statistical Evaluation and Graphics 

	Results 
	Adipocyte Differentiation of HGPS SKPs in the Presence of FTI and Baricitinib 
	Baricitinib Alone or in Combination with FTI Improve Adipogenesis of HGPS SKPs 
	Effect of Baricitinib and FTI on FPLD2 and MADB Adipogenesis 
	Lamin Status in HGPS, FFLD2, and MADB Primary Fibroblast Cultures 

	Discussion 
	References

