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Therapy of Pelizaeus-Merzbacher disease in mice by
feeding a cholesterol-enriched diet
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Duplication of PLP1 (proteolipid protein gene 1) and the
subsequent overexpression of the myelin protein PLP (also
known as DM20) in oligodendrocytes is the most frequent
cause of Pelizaeus-Merzbacher disease (PMD), a fatal
leukodystrophy1 without therapeutic options2,3. PLP binds
cholesterol and is contained within membrane lipid raft
microdomains4. Cholesterol availability is the rate-limiting
factor of central nervous system myelin synthesis5. Transgenic
mice with extra copies of the Plp1 gene6 are accurate models
of PMD. Dysmyelination6–8 followed by demyelination9,10,
secondary inflammation and axon damage contribute
to the severe motor impairment in these mice9,10. The
finding that in Plp1-transgenic oligodendrocytes, PLP and
cholesterol accumulate in late endosomes and lysosomes
(endo/lysosomes)9,11–13, prompted us to further investigate
the role of cholesterol in PMD. Here we show that cholesterol
itself promotes normal PLP trafficking and that dietary
cholesterol influences PMD pathology. In a preclinical trial,
PMD mice were fed a cholesterol-enriched diet. This restored
oligodendrocyte numbers and ameliorated intracellular
PLP accumulation. Moreover, myelin content increased,
inflammation and gliosis were reduced and motor defects
improved. Even after onset of clinical symptoms, cholesterol
treatment prevented disease progression. Dietary cholesterol
did not reduce Plp1 overexpression but facilitated incorporation
of PLP into myelin membranes. These findings may have
implications for therapeutic interventions in patients with PMD.
We have previously shown that mouse mutants lacking cholesterol
synthesis in oligodendrocytes (Fdft1flox/flox × Cnp1+/cre, termed
cSQS knockout) express myelin protein genes, including Plp1, at a
low level5. We therefore tested the potential application of an inhibitor of squalene synthase and cholesterol synthesis (squalestatin)
for the downregulation of toxic Plp1 overexpression in mice with
increased Plp1 gene dosage6 (PLP-tg72/72, Plp1 transgenic line 72 containing three copies of the transgene, termed PMD mice hereafter,
Supplementary Table 1). To protect PMD mice from the possible
side effects of high-dose squalestatin treatment, we supplemented

peripheral cholesterol levels with a high-cholesterol diet. We assumed
that the CNS was shielded from cholesterol from the circulation by the
blood-brain barrier (BBB)14. To our surprise, all mice of this pilot trial
improved dramatically in comparison to the known PMD phenotype
in mice (data not shown). This raised the possibility that the increase
in circulating cholesterol by itself (or an indirect effect) ameliorates
the leukodystrophy associated with PLP overexpression.
Next, we systematically compared PMD mice that received a
cholesterol-enriched diet with littermates receiving normal chow.
Serum cholesterol levels of PMD mice before treatment were
not different from those of wild-type (WT) mice and increased
in response to the cholesterol-enriched chow by about 10% as
expected15. The cholesterol-rich diet had no effect on body weight
(Supplementary Fig. 1).
In PMD mice injected with Evans blue dye (0.5 µg per g body
weight intraperitoneally) to test the permeability of the BBB, the
BBB was compromised already at 2 weeks of age (Supplementary
Fig. 2a). Mice with a lower level of Plp1 overexpression (PLP-tg+/66,
Plp1 transgenic line 66 containing seven copies of the transgene)6
lack such BBB opening (data not shown), in line with other
studies8,16. In addition, cSQS knockout mouse mutants show
normal BBB properties. On a cholesterol-enriched diet, cSQS
mutant mice remain severely hypomyelinated5. Thus, we wanted
to determine whether circulating cholesterol can cross the BBB in
PMD mice. When tested 7 d after a single injection of BODIPYcholesterol, fluorescence was readily detectable in the optic nerve
from PMD mice (in contrast to WT controls) with a fiber-like pattern
typical for myelinated axons (Fig. 1a and Supplementary Fig. 2b).
Thus, in PMD mice peripheral cholesterol can pass the BBB, which
is possibly perturbed by secondary inflammation9,17.
Next, we wanted to determine whether dietary cholesterol supplementation can ameliorate existing pathology in PMD mice. We tested
PMD mice (n = 15 or 16) that were put on a high-cholesterol diet
at 6 weeks of age for a duration of 6 weeks, that is, after the onset of
clinical signs as measured by decreased visual acuity (Fig. 1b,c). Visual
acuity further declined in untreated PMD mice, whereas in PMD
mice receiving cholesterol, visual acuity remained stable (Fig. 1c and
Supplementary Fig. 3). PLP overexpression in PMD oligodendrocytes
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Figure 1 Cholesterol prevents the clinical deterioration of PMD mice. (a) BODIPY-cholesterol–derived fluorescence in the optic nerve of WT mice and PMD
mice 7 d after intraperitoneal (i.p.) injection, as analyzed by two-photon microscopy. Scale bar, 50 µm. (b) Treatment scheme. PMD mice were given normal
chow (control group) or cholesterol-enriched chow (treatment group) starting at 6 weeks of age with a 6-week duration. (c) Behavioral analysis using a
virtual-reality optomotor system (n = 9 or 10). The dashed line marks the level of PMD mice on normal diet before treatment (cyc/deg, cycles per degree).
(d) Quantification of large lysosomes (>1 µm in diameter) in the optic nerve (n = 3). (e) Number of oligodendrocytes (OL) per optic nerve cross section
(n = 3). (f) Ultrastructural analysis of optic nerves revealing myelinated axons (arrowheads) in PMD mice on high-cholesterol diet (scale bar, 5 µm). (g) Gratio analysis of optic nerve axons from WT and PMD mice (n = 3). (h) Axon caliber measurement of axon diameters of WT, PMD and cholesterol-fed PMD
mice (n = 3). (i) Quantification of MAC3-positive microglia and GFAP-positive astrocytes in the corticospinal tract (CST) (n = 3–5 mice). (j) Beam tests,
measuring the number of slips before the onset of treatment, after 3 weeks (during) and at the end of the trial (after) (n = 9 or 10 mice). Data are means ±
s.e.m. *P < 0.05; **P < 0.01; ***P < 0.001, one-way (d–i) or two-way (c,j) analysis of variance (ANOVA) followed by Bonferroni test.
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observed in treated or untreated PMD mice at the end of this study
(data not shown), in agreement with another study9. Secondary astrogliosis and microgliosis in the spinal cord were reduced by dietary
cholesterol (Fig. 1i). This 6-week-long cholesterol treatment delayed
the decline in motor coordination typically observed in PMD mice
(Fig. 1j). Thus, despite persistent hypomyelination, cholesterol administration prevents the clinical deterioration in PMD mice, potentially
by maintaining oligodendrocyte numbers, increasing axon calibers and
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resulted in its accumulation in the Lamp1-positive endo/lysosomal
compartment (Supplementary Fig. 4) in agreement with previous
studies11–13. The high-cholesterol diet slightly decreased the abundance
of large lysosomes (Fig. 1d). The number of oligodendrocytes, which
is reduced in PMD optic nerves to about 50% of that in WT mice, was
normalized (Fig. 1e), although improvement in myelination was only
minimal (Fig. 1f,g). Notably, axon calibers in PMD mice increased to
WT sizes after cholesterol treatment (Fig. 1h). Axonal loss was not
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Figure 2 Short-term cholesterol treatment
delays PMD pathology. (a) Treatment scheme.
PMD mice at 2 weeks of age were given normal
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ax
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n
chow (control group) or cholesterol-enriched
ax
a
chow (treatment group) for a duration of 6 weeks
(n = 5 or 6 mice). (b) Beam test measuring the
number of slips at the end of treatment
and 4 weeks after the end of cholesterol diet
(n = 5–7 mice). (c) Number of oligodendrocytes per optic nerve cross-section from WT and PMD mice (n = 3–6). (d) Electron microscopic images
of the optic nerve from two different PMD mice in the cholesterol group showing variability of myelination (scale bar, 5 µm). (e) Boxplot analysis of
g-ratios of individual mice reflecting the variability of treatment benefit in PMD mice. (f) Quantification of lysosomes (>1 µm in diameter) in the
optic nerve of WT and PMD mice (n = 3). (g–j) Electron microscopic images of optic nerves of cholesterol treated PMD mice show signs of ongoing
pathology (g), such as oligodendrocytes (n, oligodendrocyte nucleus) with degenerating myelin profiles marked by arrowheads and a thin myelin sheath
surrounding an axon (ax) (Astro, astrocyte), as well as microglia (Micro) with characteristic undulating long ER cisternae (h) and remyelinating profiles (i).
(j) Oligodendrocytes containing dilated ER (a, autophagosome; ly, lysosome; scale bars, 1 µm). Data are means ± s.e.m. *P < 0.05; **P < 0.01;
***P < 0.001, one-way (c,f) or two-way (b) ANOVA followed by Bonferroni test.
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reactive gliosis and T cell infiltration (Supplementary Fig. 6). All
these changes correlated with an amelioration of the clinical score and
improved the motor abilities of PMD mice close to WT levels (Fig. 3j
and Supplementary Video 1). Already at 6 weeks of age, visual acuity
was almost normal (data not shown). Unexpectedly, when PMD
mice started the high-cholesterol diet only 1 week later (3–12 weeks,
n = 8), visual acuity was comparable to that of PMD mice on a highcholesterol diet from 6 to 12 weeks (Fig. 1c), and optic nerves were
poorly myelinated. These findings underscore that the third week of
life is crucial for myelination in the optic nerve of PMD mice. We
note that at the age of 6 months PMD mice on a high-cholesterol diet
appear healthy (n = 14, data not shown). Taken together, our results
suggest that, for maximal amelioration of PMD pathology, treatment
should begin early in life and continue into adulthood.
Oligodendrocyte-specific inactivation of cholesterol synthesis
in Plp1-transgenic mice (cSQS knockout × PLP-tg+/66) further
aggravates pathology (Supplementary Fig. 7 and Supplementary
Video 2). We therefore asked whether cholesterol synthesis itself
is affected in PMD oligodendrocytes and compared the expression
of sterol-synthesizing enzymes by real-time RT-PCR in spinal cord
from WT and PMD mice. The expression of Hmgcr (encoding the
rate-limiting enzyme of cholesterol biosynthesis) and of Fdft1 was
strongly reduced in PMD mice on a normal diet as compared to WT
mice (Fig. 4a). Notably, in brains of Niemann-Pick type C1 (NPC1)
model mice, cholesterol synthesis is also downregulated18,19. PMD
oligodendrocytes also have reduced expression of myelin genes as
compared to WT mice6,12. We found reduced expression of Mbp
(encoding myelin basic protein) in PMD spinal cord compared to
WT spinal cord (for Plp1, this reduction is leveled out by the higher
gene dosage), but no obvious oligodendrocyte loss (Fig. 4a and
Supplementary Fig. 6). In cholesterol-fed PMD mice, we observed

1.

reducing gliosis. The observation that not all defects were reverted may
be due in part to the late onset and brevity of the treatment.
Next, we tested whether a similar treatment of PMD mice around
the peak of myelination would be therapeutically more efficient (treatment from 2–8 weeks of age, analysis at 12 weeks of age) (Fig. 2a). In
this treatment paradigm, motor performance did not overtly decline
during the 4 weeks after cholesterol supplementation (Fig. 2b).
Oligodendrocyte numbers were maintained (Fig. 2c). Ultrastructural
analysis revealed a considerable number of myelinated axons; however, there was substantial interindividual variability (Fig. 2d,e).
Large lysosomes were as frequent as in untreated PMD mice (Fig. 2f).
Degenerating myelin profiles indicated ongoing demyelination,
and signs of remyelination were also observed (Fig. 2g–i). Dilated
endoplasmic reticulum (ER) was prominent in oligodendrocytes of
untreated PMD mice, pointing to alterations also in this cellular compartment (Fig. 2j and see below). Thus, cholesterol treatment over
the peak myelination period is advantageous.
Finally, we tested a combination of both early-onset and long-term
treatment with cholesterol (2–12 weeks of age; n = 7–9; Fig. 3a).
A high-cholesterol diet markedly increased the diameter of PMD
optic nerves and normalized myelin content to near WT levels
(Fig. 3b–d). Oligodendrocyte numbers and axon calibers also normalized (Fig. 3e,f). A high-cholesterol diet visibly reduced PLP
abundance in the endo/lysosomal compartment and decreased the
number of large lysosomes in PMD oligodendrocytes (Fig. 3g,h
and Supplementary Fig. 5). Theoretically, Plp1 overexpression and
increased availability of cholesterol could elevate the amount of
PLP in myelin membranes. However, by western blot analysis the
amount of PLP in myelin purified from PMD mice was the same
as in WT mice, irrespective of the diet (Fig. 3i). In the PMD spinal
cord, the high-cholesterol diet normalized myelination and reduced
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oligodendrocytes, PMD oligodendrocytes more often accumulated
PLP in the cell soma, colocalizing with Lamp1 in endo/lysosomes. The
addition of cholesterol decreased this intracellular PLP retention to
the same level as found in WT oligodendrocytes (Fig. 4c).
Cholesterol promotes the differentiation of Schwann cells 21.
We found that cholesterol supplementation slightly enhanced the
maturation of WT oligodendrocytes when we scored PLP-positive
membrane sheaths (Fig. 4d). In turn, the inhibition of cholesterol synthesis reduced oligodendrocyte maturation by about 50% (Fig. 4e).
Cholesterol availability may thus be limiting for the maturation of
oligodendrocytes. In cultures of PMD oligodendrocytes, only 40%
of cells matured compared to WT oligodendrocytes. This maturation
almost doubled in the presence of extra cholesterol (Fig. 4d). Notably,
the poor maturation of PMD oligodendrocytes was not further

Percentage OL
with sheaths

increased expression of Mbp and Plp1 (Fig. 4a), probably reflecting
ongoing myelination (compare to Supplementary Fig. 6). Thus,
cholesterol treatment of PMD mice does not reduce Plp1 over
expression, the primary cause of disease. Unexpectedly, cholesterol
also increased transcription of genes for sterol-synthesizing enzymes
(Fig. 4a). This finding was unexpected because it is thought that
external cholesterol negatively feeds back on endogenous cholesterol
biosynthesis20 (see below).
To obtain insight into the mechanism by which additional cholesterol
restores the integrity of Plp1-overexpressing oligodendrocytes, we
cultured primary oligodendrocytes from WT and PMD mice (PMD
oligodendrocytes). During differentiation, we supplemented the
medium with cholesterol or zaragozic acid A , an inhibitor of squalene
synthase and cholesterol biosynthesis (Fig. 4b–h). Compared to WT
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impaired by zaragozic acid A (Fig. 4e). This underscores that
cholesterol synthesis is perturbed in PMD oligodendrocytes, correlating with our in vivo data.
What causes the downregulation of cholesterol synthesis? PMD
oligodendrocytes, grown in normal medium and labeled for cholesterol (using filipin, a fluorescent antibiotic that binds unesterified
cholesterol), appeared cholesterol laden (Fig. 4f,g). Mean filipinderived fluorescence intensity, which correlates with the cholesterol
content22, could barely be increased by cholesterol supplementation,
in contrast to a six- to sevenfold increase seen in WT oligodendrocytes. Moreover, filipin fluorescence was barely seen in the soma of
WT oligodendrocytes. In PMD oligodendrocytes, the strong intra
cellular filipin fluorescence was also found outside of endo/lysosomes
(Supplementary Fig. 8a). When optic nerve sections from PMD mice
at 2 weeks of age were stained for BCθ (ref. 23), a bacterial toxin that
binds cholesterol, the ER of oligodendrocytes from PMD mice contained noticeably more BCθ-derived label compared to WT controls
(Supplementary Fig. 8b). Thus, in the active phase of the disease,
cholesterol abundance is increased in the ER, the cellular compartment that controls cellular cholesterol synthesis20. It is therefore
plausible that cholesterol-laden PMD oligodendrocytes have downregulated cholesterol synthesis.
In what way could an elevated content of intracellular cholesterol
affect myelin assembly? High cholesterol impairs intracellular trafficking24–27. PLP overexpression in BHK cells prevents plasma membrane
trafficking of a membrane lipid raft marker13, possibly by elevation of
intracellular cholesterol. In NPC1-null cells, the cholesterol content
in the plasma membrane is decreased28. Thus, PMD oligodendrocytes may also suffer from intracellular trafficking defects and from
reduced cholesterol content in the plasma membrane. Indeed, the
plasma membrane of PMD oligodendrocytes showed reduced staining with BCθ to about 60% of WT levels (Fig. 4h). Moreover, the
ratio of BCθ to PLP (quantified by immunoelectron microscopy) also
revealed a similar reduction of cholesterol in myelin sheaths of PMD
optic nerves (Fig. 4i). Notably, the staining density of PLP was similar in mutants and controls, in agreement with our biochemical data
(Fig. 3i). The reduced association of PLP with membrane lipid rafts
in PMD myelin further supports this notion10.
Our data have revealed a previously unknown role of cholesterol
in the clinical course of PMD (Fig. 4j contains a working model).
PLP overexpression, when untreated, leads to increased intracellular concentration of this myelin protein and aberrant deposition
in endo/lysosomes. As PLP associates with cholesterol, cholesterol
abundance is also increased intracellularly. Elevated cholesterol
in the ER seems to downregulate endogenous cholesterol synthesis. In the secretory pathways, excess cholesterol impairs vesicular
transport. The resulting decreased amount of cholesterol in the
plasma membrane seems too low for efficient myelin assembly29.
We envision that the association of cholesterol with (increased)
PLP in the ER inhibits PMD oligodendrocytes from downregulating
cholesterol synthesis early enough to prevent the intracellular traffic
jam that ultimately leads to impaired myelin assembly. This premature arrest of myelination in PMD mice6–10 can be overcome by
the administration of external cholesterol, presumably by improving the stoichiometry between PLP and cholesterol in the plasma
membrane. Once bound to sufficient cholesterol, PLP is integrated
into myelin membranes. This subsequently reduces the intracellular cholesterol and PLP concentration and allows for an increase
of cell-autonomous cholesterol synthesis, which further promotes
myelin membrane synthesis.
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Together, our data suggest that dietary cholesterol does not cure
PMD but has a striking potential to relieve oligodendrocytes from
defects caused by Plp1 overexpression. This amelioration of disease
in a mouse model of PMD has implications for therapeutic interventions in patients with PMD.
Methods
Methods and any associated references are available in the online
version of the paper.
Note: Supplementary information is available in the online version of the paper.
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ONLINE METHODS

Mouse strains. Plp1-overexpressing transgenic mice6 were the line 72
(PLP-tg72/72, termed PMD mice) and the line 66 (PLP-tg+/66) (Supplementary
Table 1). Conditional Fdft1 (farnesyl diphosphate farnesyl transferase gene 1
encoding squalene synthase, SQS)/Cnp-cre mice (mutants Fdft1flox/flox ×
Cnp1+/cre and controls Fdft1+/flox × Cnp1+/cre) have been described previously5. Mice received normal diet or the same diet containing 5% cholesterol
(ssniff) ad libitum. Analyses were done using littermate mice of both sexes. All
experiments were performed in compliance with and approved by the German
Federal State of Lower Saxony.
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Behavioral analyses. Motor coordination was assessed with a beam test. Mice
were put on a beam (width 1.5 cm) and allowed to run toward a hiding box.
Number of slips in a defined 55 cm distance were assessed (three repeats
per time point). Visual acuity was assessed using a virtual-reality optomotor
system30 and performed as described31. Freely moving mice were exposed to
moving sine-wave gratings of various spatial frequencies and contrasts. Mice
reflexively track the gratings by head movements. The thresholds for grating
acuity and contrast were measured at the following spatial frequencies: 0.031,
0.064, 0.092, 0.103, 0.192, 0.272 and 0.331 cycles per degree. Clinical score
was determined as described32.
Antibodies. β-actin (1:1,000, A3853 Sigma), GalC (1:500, galactocerebroside,
MAB342 Chemicon), GFAP (1:300, Z0334 Dako), Lamp1 (1:1,000, 553792
Pharmingen), MAC3 (1:300, 553322 BD), MBP (1:300, A0623 Dako), PLP 33
(1:1,000), Septin7 (1:500, 18991 IBL), Strepavidin-Alexa488 (1:200, S11223
Invitrogen), WGA-Alexa594 (1:200, W11262 Invitrogen).
Histological and morphological analyses. After fixation with 4% paraformaldehyde, 4 µm of the optic nerve (between optic tract and retina) or cervical spinal cord were immunolabeled as described5. Evans blue (0.5 µg per g
body weight), a fluorescent dye that binds albumin and stains neural tissue
only in case of BBB disruption, was injected as 1% solution in PBS. After
4 h, mice were killed, and Evans blue–derived fluorescence was visualized
in frozen brain sections. Specimens were analyzed by light microscopy
(Zeiss Axiophot, Zeiss Axio Imager.Z1 with ApoTome or using a confocal laser scanning microscope, Leica DM RXA). Images were processed by
using US National Institutes of Health ImageJ software. BODIPY-cholesterol
(Avanti Polar Lipids), a fluorescent derivative biochemically and biophysically similar to cholesterol 34, was injected i.p. (16 µg per g body weight).
After 7 d, BODIPY-cholesterol was visualized in the perfusion-fixed optic
nerve by a custom-made two-photon laser scanning microscope equipped
with a femtosecond-pulsed titanium-sapphire laser (Chameleon Vision II;
Coherent) and a Zeiss W Plan Apochromat 20× (NA 1.0) water immersion
objective. Z-stacks of maximal 100-µm depth were obtained and processed to
maximum intensity projections. Ultrastructural analysis and immunolabeling on ultrathin cryosections were done as described5,35. Oligodendrocytes
in optic nerve sections were identified and counted on methylene
blue/Azur II–stained resin sections on the basis of their characteristic
morphology, such as dark cytoplasm, morphology of processes and shape
of nucleus. Identification of oligodendrocytes was confirmed by electron
microscopy showing characteristic short cisternae of granular endoplasmic
reticulum. G-ratio analysis to quantify myelin content over axon caliber was
done as described21 with the ratio of fiber diameter divided by axon diameter
taken as correlate for myelin thickness.
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Biochemical analyses. Western blotting was done according to standard
procedures5. Expression and purification of BCθ was done as described23,
followed by BCθ biotinylation (RPN 2202 GE Healthcare).
Cell culture. Primary oligodendrocytes were prepared as described5 or using
the P3 Oligodendrocyte Isolation Kit (P.Glia). Cholesterol was added from
ethanolic stock solution at 10 µg ml−1. Zaragozic acid (Sigma) was added after
1 d in vitro at 2 µM. Immunocytochemistry was performed using standard
procedures21. Briefly, fixed cells (10 min, 4% paraformaldehyde) were permeabilized with 0.1% Triton X-100 for 5 min, blocked (30 min in blocking solution
2% BSA in PBS). Primary antibodies diluted in blocking solution were applied
overnight at 4 °C. After washing with PBS, cells were incubated with secondary antibodies in blocking solution containing 0.2 µg ml−1 DAPI or 50 µg
ml−1 filipin (Sigma) for 1 h. Quantification of filipin-derived fluorescence
was done as previously described22. After selecting the soma area of the cell,
the mean intensity of cellular filipin-derived fluorescence was measured. Live
cell staining was done as described21. Biotinylated BCθ was used as previously described36 at 0.015 mg ml−1 and visualized with streptavidin-coupled
Alexa488 (Invitrogen). For quantification, the mean fluorescence intensity was
measured in the surface area that was determined by colabeling with wheat
germ agglutinase (WGA) or colabeling for GalC.
Quantitative PCR. Quantitative real-time RT-PCR was done as previously
described5. RT-PCR primers were specific for β-actin (5′-CTTCCTCCC
TGGAGAAGAGC and 5′-ATGCCACAGGATTCCATACC), Apc (5′-TTCT
AGCGGCACGCACTCT and 5′-CGTGACATATCGTCCTTATCATGAG),
cyclophilin (5′-ACCCCACCGTGTTCTTCGA and 5′- CATTTGCCATGG
ACAAGATG), Fdft1 (5′-ATCAGACCAGTCGCAGCTTT and 5′-CGGAGA
ACCAGGTCGAACACA), Hmgcr (5′-TGATTGGAGTTGGCACCAT and
5′-TGGCCAACACTGACATGC), Mbp (5′-GCCTCCGTAGCCAAATCC and
5′-GCCTGTCCCTCAGCAGATT) or Plp1 (5′-GGCTAGGACATCCCGACAAG
and 5′-GCAAACACCAGGACCATACA).
Statistical analysis. All numerical values are shown as the mean ± s.e.m.;
n = 3–9, unless stated otherwise. Statistical significance was determined by the
Student’s t test or by one- or two-way analysis of variance (ANOVA) followed
by Bonferroni’s test. In the case of clinical score analysis, the nonparametric
Mann-Whitney test was applied.
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