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Abstract
The molecular mechanisms by which dietary fatty acids are absorbed by the intestine,

and the way in which the process is regulated are poorly understood. In a genetic screen for

mutations affecting fat accumulation in the intestine of Caenorhabditis elegans, nematode

worms, we have isolated mutations in the aex-5 gene, which encodes a Kex2/subtilisin-

family, Ca2+-sensitive proprotein convertase known to be required for maturation of certain

neuropeptides, and for a discrete step in an ultradian rhythmic phenomenon called the defe-

cation motor program. We demonstrate that aex-5mutants have markedly lower steady-

state levels of fat in the intestine, and that this defect is associated with a significant reduc-

tion in the rate at which labeled fatty acid derivatives are taken up from the intestinal lumen.

Other mutations affecting the defecation motor program also affect steady-state levels of tri-

glycerides, suggesting that the program is required per se for the proper accumulation of

neutral lipids. Our results suggest that an important function of the defecation motor pro-

gram in C. elegans is to promote the uptake of an important class of dietary nutrients. They

also imply that modulation of the program might be one way in which worms adjust nutrient

uptake in response to altered metabolic status.

Introduction
Fatty acids are integral constituents of all cells and have four distinct essential roles, to store en-
ergy, to act as building blocks for membrane phospholipids, to function as hormones regulat-
ing physiology or metabolism, and to act as donor molecules used in the modification of
certain proteins. Although animals are able to synthesize fatty acids de novo, when dietary nu-
trients are available, most are thought to obtain a significant proportion from their diet. In ad-
dition, some animals (including all mammals) are unable to synthesize certain essential fatty
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acids, which must, therefore, be taken up. Despite the importance of dietary fatty acids for ani-
mals, however, important aspects of fatty acid uptake remain to be elucidated. In particular,
the molecular mechanisms regulating the transport of fatty acids from the intestinal lumen
across the lipid bilayer that constitutes the plasma membrane are not fully understood [1].

The majority of lipids in the diet are in the form of phospholipids or triglycerides. Unaided,
phospholipids cross membranes bilayers only very slowly [2]. Dedicated phospholipid translo-
cases have been identified that can catalyse the translocation of specific phospholipids from the
exoplasmic to the cytosolic leaflet of membranes [2]. For example, C. elegansmutants lacking
the TAT-1 phospholipid translocase are defective in their ability to take up phosphatidylserine
from the intestinal lumen [3]. Triglycerides cannot cross membrane bilayers but must first be
hydrolysed. While the mechanisms by which dietary triglycerides are emulsified and hydro-
lysed within the intestinal lumen of animals has been well characterized, exactly how the free
fatty acids released following hydrolysis cross the plasma membrane of cells lining the lumen,
and how this process is regulated are still unclear [1]. An understanding of intestinal fatty acid
transport is important, in part because excessively fatty diets are associated with obesity and an
increased incidence of numerous diseases including heart disease and type II diabetes mellitus.

Caenorhabditis elegans is a valuable model for investigating many aspects of fat metabolism
including lipid transport [4, 5]. The core metabolic pathways by which fatty acids are synthe-
sized or oxidized are conserved, and the rates of fatty acid synthesis and oxidation are modulat-
ed by proteins orthologous to those with the equivalent functions in mammals. C. elegans is
able to synthesize all the fatty acids needed for its growth and development [5, 6]. However, at
least when worms are fed with an excess of bacteria in laboratory environments, an appreciable
proportion of lipids incorporated into worm tissue is derived from the diet and not synthesized
[7]. For example, under such conditions, only 7% of palmitate (C16:0) results from de novo
synthesis. Even those fatty acids required for normal physiology that are not present in E. coli
(which is not thought to be the primary food source in C. elegans natural environments) can be
taken up when supplied in the diet [8].

As they are in mammals, fatty acids are stored as triglycerides in specialized storage organ-
elles that have been called fat granules or lipid droplets [4]. The main tissue in which triglycer-
ides are stored is the intestine, which is a tube consisting of 20 large cells arranged in a single
layer [9]. The intestine runs from the pharynx, the feeding organ, to the rectum and, like the in-
testines of larger animals including mammals, has microvilli facing the luminal (apical) surface
though which nutrients are absorbed. Although the uptake of fatty acids is important for
growth and reproduction in C. elegans, little is known either about the mechanism by which
uptake occurs or the way in which it is regulated.

Rhythmic phenomena are observed in very many evolutionarily distinct types of organisms,
and can occur with periods ranging from seconds to years. Ultradian rhythms, those that have
periods of less than 24 h, are also common and are exemplified by such fundamental processes
as the beating of the heart, peristalsis and breathing [10]. In C. elegans, an ultradian rhythm
called the defecation motor program (DMP), which occurs every 45 s, has been studied in-
tensely at a mechanistic level [11–13]. The program consists of three distinct muscular contrac-
tions, which occur in rapid succession, that ultimately result in part of the contents of the
intestine being excreted [11, 12]. First, a group of muscles lining the body wall in the posterior
part of the worm contract (the posterior body contraction, pBoc) and then relax causing the
contents of the intestinal lumen to be pushed first up and then back down the lumen. About 1 s
after the posterior muscles relax, anterior body wall muscles contract (the anterior body con-
traction, aBoc) driving the head of the animal backwards into the anterior part of the intestine.
Finally, as the anterior body contraction reaches its maximum, enteric muscles contract result-
ing in expulsion (Exp) of some of the luminal material through the rectum. The pacemaker for
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these rhythmic contractions resides in the intestine itself and consists of the rhythmic release
of Ca2+ from endoplasmic reticulum into the cytoplasm triggered by an inositol-1,4,5-trispho-
sphate receptor, ITR-1 [14, 15]. The pacemaker drives the three separate muscular contractions
independently so that each contraction can occur in the absence of the others [12]. The pBoc is
activated by PBO-4/NHX-7, a Ca2+-sensitive Na+/H+ exchange pump present in the plasma
membrane of the posterior intestinal cells [16, 17]. Protons released into the pseudocoelomic
space between the intestine and the posterior body wall muscles activate a proton-gated chan-
nel in the membranes of the muscle cells consisting of PBO-5 and PBO-6 [16]. Activation of
the channel leads to depolarization of the muscle membrane and contraction. The aBoc and
Exp parts of the cycle are controlled by a calcium-sensitive subtilisin-like proprotein conver-
tase, AEX-5, which acts in the intestine along with AEX-4, to promote the maturation and se-
cretion of neuropeptides including NLP-40 [12, 18, 19]. NLP-40 activates Exp by activating a
G protein-coupled receptor, AEX-2, on AVL and DVB neurons causing them to release
GABA, which in turn excites enteric muscles that control the opening of the rectum [12, 18,
19]. Although, the molecular mechanisms regulating the DMP are becoming well understood,
the reason for the existence of the program has not been extensively addressed.

In order to understand better how fat accumulation is regulated in C. elegans, we have per-
formed a genetic screen for mutations causing reduced triglyceride accumulation. Here we re-
port on two mutations isolated in this screen, sv75 and sv76, which we demonstrate are alleles
of aex-5. We show by staining with lipid-binding dyes, and by analysis of lipids by gas-liquid
chromatography that aex-5mutants have reduced steady-state levels of triglycerides. Other
mutants affecting both the aBoc and Exp parts of the DMP also have reduced steady-state levels
of triglyceride. Furthermore, the strength of the accumulation defect correlates with the severi-
ty of the DMP defect suggesting that the muscular contractions that occur during these parts of
the program are required for proper triglyceride accumulation. Mutations affecting specifically
the pBoc or Exp parts of the DMP also show defects in triglyceride accumulation but to a lesser
extent. aex, pbo and expmutants are all defective in rate at which they take up fluorescently la-
belled fatty acids from the intestinal lumen suggesting that the reduced steady state levels of fat
are at least in part the result of a reduced ability to take up dietary fats.

Materials and Methods

Worm cultures
Caenorhabditis elegans strains were cultured on E. coli strain OP50 bacteria and manipulated
as described [20]. Unless otherwise noted, all strains were cultured at 20°C. The following mu-
tations and strains were used: LG I: JT9, aex-1(sa9); JT23, aex-5(sa23); JT24, aex-6(sa24) [12];
VB0125, unc-54(r293); VB0524, unc-101(m1) (This study); CB406, unc-57(e406) [20]; CB0261,
unc-59(e261) [21]; VB2379, aex-5(sv76); VB2485, aex-5(sv75) (This study); LG II: JT6, exp-1
(sa6) [12]; LG III: JT7, pbo-1(sa7) [12]; LG V: EG4, pbo-5(ox4) [16]; JT47, egl-8(sa47) [12]; LG
X: JT3, aex-2(sa3); JT5, aex-3(sa5); JT5244, aex-4(sa22) [12]; RB793, pbo-4(ok583); RB1379,
pbo-6(ok1564) (Obtained from the C. elegans gene knockout consortium via the Caenorhabdi-
tis Genetics Center). CB4856 Hawaiian wild-type C. elegans.

Isolation and mapping of sv75 and sv76
aex-5(sv75) and aex-5(sv76) were isolated in forward genetic screens for mutants following
ethylmethanesulfonate (EMS) mutagenesis. The mutants were backcrossed six times against
the wild-type N2 strain before analysis. Single nucleotide polymorphism (SNP) mapping was
used to map the mutations to the right arm of chromosome I. Two-point genetic mapping was
performed with unc-57(e406), unc-101(m1), unc-59(e261) and unc-54(r293).
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Staining with lipophilic dyes
Published protocols were followed to stain fixed worms with Sudan Black [22], Oil Red O [23]
or Nile Red [24]. Prior to staining with Nile Red or Oil Red O, worms were fixed with isopropa-
nol as previously described [23, 24]. For Sudan Black staining, worms were fixed in paraformal-
dehyde and dehydrated in ethanol as described by McKay et al. [22]. To assess the uptake of
fatty acids into the intestine, hermaphrodite worms were incubated for 10 minutes in M9 buff-
er containing a final concentration of 20 nmol/l C1-BODIPY 500/510 C12 (Invitrogen) (and
0.1% DMSO) [25]. Prior to microscopy, excess dye was removed by washing in M9 buffer.

Lipid extraction and gas-liquid chromatography
The ratios of total triglycerides to total phospholipids in different strains were determined by
first measuring the amounts of triglycerides and phospholipids relative to known amounts of
added triglyceride and phospholipid standards containing C13:0 and C17:0 acyl chains respec-
tively. The ratios were calculated as described previously [24]. Total lipids (containing both tri-
glycerides and phopsholipids) were extracted by either of two published methods [24, 26].
Triglycerides and phospholipids were separated by column chromatography on HyperSep S 1
columns [24]. Triacylglyceride and phospholipid fractions eluting from the columns were col-
lected and the solvents evaporated under a gentle stream of N2 gas. The lipids were converted
to fatty acid methyl esters (FAMEs) by heating for 2 h at 80°C in 1 ml of a 5% solution of
H2SO4 in dry methanol. Following esterification, the reactions were stopped by the addition of
1 ml of water and the lipids were extracted into 2 ml of petroleum ether 40–60 (VWR). After
evaporation of the ether, the FAMEs were taken up in heptane and analyzed by gas chromatog-
raphy on a Varian 3400 gas chromatograph.

RNAi
RNAi of aex-5 was performed by feeding worms bacteria harboring a plasmid encoding
double-stranded RNA from part of the aex-5 gene. The bacterial clone came from a library of
clones received from the Ahringer laboratory [27].

Confocal microscopy of Nile Red and C1-BODIPY 500/510 C12-stained
worms
Fixed worms stained with Nile Red, and live whole worms stained with C1-BODIPY 500/510
C12 were viewed by fluorescence confocal microscopy performed with a Nikon A1 confocal
microscope. To quantify C1-BODIPY 500/510 C12 uptake, ImageJ ROI Manager (National In-
stitute of Health, Bethesda, MD) was used to measure the fluorescence intensity within the cy-
toplasm in a section at the center of the worm. The fluorescence intensity in two representative
areas was measured for each worm. Six worms from each strain were analyzed.

Lipid droplet determination
To determine the relative proportion of the worm occupied by lipid droplets, total volumes of
droplets within a given region were determined by the analysis of 3-dimensional (3-D) images
generated from multiple confocal fluorescent micrographs with the Imaris computer program
(Bitplane, South Windsor, CT, USA). This software has been specifically developed for the vi-
sualization and analysis of 3-D and 4-D datasets. Confocal fluorescent images of multiple focal
planes of Nile Red-stained stained worms were obtained at a resolution of 512 by 512 pixels
using a 63x objective and 2.5x software magnification. The step size in the z dimension was
0.5 μm. The combined volume of the Nile Red-stained regions within approximately 1/3 of the
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worm was determined and compared to the total volume of the same region. For each strain,
six different worms were analyzed and two different regions were examined for each worm.
Imaris software version x64 7.6.5 was used for the analysis.

fat-3 rescue experiments
Plates containing γ -linolenic acid (C18:3n6) were prepared as previously described [8]. To
assay for rescue of fat-3, newly hatched L1 hermaphrodite larvae were placed onto plates sup-
plemented with the fatty acid, incubated for different periods of time, and then transferred to
plates lacking the supplement. Worms were assayed during the L4 and adult stages for rescue
of the locomotion defect.

Defecation cycle assay
To assess the DMP in sv75 and sv76mutants, individual animals on standard culture plates
were followed under the dissecting microscope through 9 cycles. The occurrence of pBocs,
aBocs and Exps, as defined previously [12], were noted.

Statistical analysis
Statistical analyses were carried out with the computer software packages StatPlus:mac version
5.8.5.6 and GraphPad Prism for Mac version 6.

Results

sv75 and sv76, two mutations causing reduced fat accumulation
At low magnification, C. elegansmutants containing increased levels of triglycerides have a
darkened appearance caused by the increased refractivity of the fat storage granules in the in-
testine [28]. Conversely, in animals with reduced levels of triglycerides, the intestine is much
lighter in appearance [22]. To identify mutations causing changes in triglyceride accumulation
in C. elegans, we carried out genetic screens for mutants with lightened intestines. Two of the
mutations we isolated, sv75 and sv76, appeared to affect the same gene: they mapped to close to
one another, and failed to complement one another. All animals homozygous for either muta-
tion or trans-heterozygous for the two alleles were markedly lighter in color than wild type.

Several observations confirmed that the intestines in sv75 and sv76mutant animals did in-
deed contain less fat. First, the intestine was radically different in appearance in the mutants
and was much less granular than in wild type (Fig 1A–1F). In wild-type worms, at 1000-fold
magnification, two different types of granule are visible in intestinal cells, lysosome-related or-
ganelles (LROs) and a second type, in which triglycerides are predominantly stored, termed fat
granules or lipid droplets [23, 29]. In living animals, the two types of granule can be distin-
guished by light microscopy in two ways. LROs autofluoresce when illuminated with blue light
whereas the lipid droplets do not [29]. LROs are unevenly refractile whereas lipid droplets ap-
pear smooth when viewed with differential interference contrast (DIC) optics [29]. sv75 and
sv76mutants did not have reduced numbers of autofluorescent LROs S1 Fig However, the lipid
droplets appeared to be much smaller and less numerous (Fig 1A–1F). When the mutants were
stained with the lipophilic dyes Oil Red O or Sudan Black, which stain lipid droplets in C. ele-
gans tissues including the intestine [23, 28], staining was invariably much less intense than
that of wild type (Fig 1G–1L). Staining of the mutants with the fluorescent lipophilic dye, Nile
Red was also considerably less intense (Fig 1M–1O). Measurement of the proportion of worm
tissue occupied by the Nile Red-stained droplets revealed that it was much lower in the mutants
compared to wild type (Fig 1P) S2 Fig Quantification of lipids extracted from the mutants by
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gas-liquid chromatography revealed a marked reduction in the ratio of triglycerides to phos-
pholipids (Fig 2). Together, these results demonstrate that sv75 and sv76mutant worms have
significantly less steady-state levels of neutral fat in the intestine.

Fig 1. sv75 and sv76 cause decreased fat accumulation in the intestine.Representative micrographs of
parts of young adult hermaphrodite worms viewed with differential interference contrast (DIC) (A-L) or
fluorescence (M-O) optics. Scale bars are 10 μm. A-F show parts of the intestines of living worms; G-I show
fixed worms stained with the lipophilic dye, Sudan Black. J-L show fixed worms stained with the lipophilic dye,
Oil Red O. M-O show fixed worms stained with the fluorescent lipophilic dye, Nile Red. The arrow in D
indicates a lipid droplet. P shows quantification (in arbitrary units) of the combined volume of Nile Red-stained
droplets relative to tissue volume in wild type and in the mutants (Materials and Methods). Error bars indicate
standard errors of the means. * and ** indicate significant differences between the means determined by
one-way ANOVA (σ = 0.05) and Dunnett's multiple comparisons test.

doi:10.1371/journal.pone.0124515.g001
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sv75 and sv76 are alleles of aex-5, which is required continuously for
normal fat levels
Genetic mapping of sv75 and sv76 revealed that they mapped to within 0.1 map units of the
unc-54 gene (Materials and Methods). We knocked down the activities of genes lying close to
unc-54 and found that RNAi of aex-5 caused a lightened intestine phenotype very similar to
that seen in the mutants. An existing allele of aex-5, sa23, also displayed this defect. Further-
more, aex-5(sv23) hermaphrodites showed reduced staining with Oil Red O and Sudan Black
(Fig 3A), and had a reduced relative amounts of triglycerides compared to phospholipids
(Fig 3B). sv75 and sv76 both displayed highly penetrant defects in the DMP similar to those
seen in the existing aex-5mutants [12]. In eight animals of each genotype observed over nine
cycles, pBocs occurred normally but no aBocs or Exps occurred. In eight wild-type animals fol-
lowed over the same period, 72 aBocs occurred and 71 Exps. DNA sequence analysis revealed
that sv75 and sv76 are both associated with changes in the aex-5 gene coding region that are
predicted to introduce non-conservative changes into the amino acid sequence of the AEX-5
protein (Fig 3C). Adult animals subjected to RNAi of aex-5 for 8 h had diminished levels of
Nile Red staining (Fig 4) implying that aex-5 is required continuously for proper triglyceride
accumulation i.e. that the reduction in triglyceride in the mutants is not the result of a develop-
mental defect. Thus, sv75 and sv76 are alleles of aex-5, which functions continuously to pro-
mote the accumulation of neutral fat.

Fig 2. sv75 and sv76mutant worms have lower triglyceride/phospholipid ratios than the N2 wild-type
strain. The graph shows normalised ratios of total triglycerides (TG) to total phospholipids (PL) in extracts
from young adult hermaphrodites. Levels of triglycerides and phospholipids relative to C13:0 and C17:0
standards respectively were determined by gas-liquid chromatography. Three extracts were examined for
each genotype. Error bars represent 95% confidence intervals. * Indicates significant difference in the means
determined by one-way ANOVA and Bonferroni test for differences between means (σ = 0.05).

doi:10.1371/journal.pone.0124515.g002
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Fig 3. sv75 and sv76 are alleles of aex-5. A. Micrographs of fixed young adult hermaphrodites stained with
Oil Red O (top panels) or Sudan Black (bottom panels). In wild-type (N2) worms, the dyes stain the intestine
and the oocytes within the gonad. In the aex-5(sa23) mutant, only the oocytes show significant staining. Scale
bars are 10 μm. B. Graph showing triglyceride/phospholipid ratios determined by gas-liquid chromatography.
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aex-5mutants ingest food normally and are able to synthesize fatty
acids
C. elegans worms that are unable to ingest food properly because of defects in the feeding
organ, the pharynx, are light in colour and have reduced levels of triglycerides [22]. However,
earlier observations made on aexmutants, including those in aex-5, indicated that they do not
have a reduced ability to ingest food [12]. Instead, they continue to ingest food normally until
the intestine becomes filled with bacteria, after which time defecation occurs apparently by a
passive mechanism, often independently of the DMP [12]. We quantified the rate of feeding in
the sv75 and sv76mutants and confirmed that they are not defective in the ingestion of food
into the intestine. First, the rate of pharyngeal pumping (the rhythmic muscular contraction of
the feeding organ that results in ingestion) was not reduced in the sv75 and sv76mutants S3
Fig Second, the mutants were able to ingest bacterium-sized fluorescent beads normally S3 Fig

When early larvae are deprived of food, worms exit the reproductive life cycle and develop
instead into dauer larvae, which accumulate triglycerides in lipid droplets in the intestine and
other tissues. Much of the fatty acid within triglycerides stored in these animals is synthesized
de novo rather than being taken up [30]. aex-5 dauer larvae did not have obviously less fat than
in wild type implying that aex-5 is not required per se for the synthesis of fatty acids or their
storage as triglycerides S3 Fig

aex-5mutants display reduced uptake of a fluorescently-labelled fatty
acid derivative
The reduction in the steady state levels of triglycerides in non-dauer worms with defects in the
DMP could in principle be the result of increased utilization of triglycerides, a reduced ability

Error bars represent 95% confidence intervals. * Indicates significant difference in the means determined by
one-way ANOVA and Fischer's test for least significant difference (σ = 0.05). C. Schematic diagram of the
aex-5 gene (at top) and protein (at bottom). White boxes and lines at top represent exons and introns
respectively. The positions of the codons and amino acids affected by the sv75 and sv76mutations
are marked.

doi:10.1371/journal.pone.0124515.g003

Fig 4. Fluorescence confocal micrographs of the intestines of young adult worms stained with Nile
Red in isopropanol. The worms were subjected to RNAi by feeding after they had become adults. L4440 is
the negative control in which wild-type adult worms were fed bacteria containing the plasmid vector L4440
alone. The aex-5(RNAi) worms were fed bacteria expressing double-stranded RNA from part of the aex-
5 gene.

doi:10.1371/journal.pone.0124515.g004

C. elegans aex-5 Promotes Lipid Uptake

PLOS ONE | DOI:10.1371/journal.pone.0124515 April 7, 2015 9 / 20



to synthesize them, or by a reduction in the uptake of fatty acids or other metabolites from the
lumen of the intestine. To examine whether the mutants had a reduced ability to take up fatty
acids, we fed worms a fluorescently labelled free fatty acid derivative, C1-BODIPY 500/510
C12, and monitored the efficiency with which it was taken up from the lumen. In the C1-BOD-
IPY 500/510 C12 molecule, the fluorescent group (4,4-difluoro-5-methyl-4-bora-3a,4a-diaza-
s-indacene-3) is attached to the C1 carbon atom of a linear carbon chain with a carboxylic acid
group on the C12 carbon atom. C1-BODIPY 500/510 C12 has been used extensively for studies
on lipid trafficking in cells from many different organisms. When fed to live worms, C1-BOD-
IPY 500/510 C12 accumulates within LROs within the cytoplasm of intestinal cells rather than
in lipid droplets [23]. This observation suggests that LROs might act to protect intestinal cells
from the detergent effects of free fatty acids by sequestering them until they are activated by es-
terification either for transport into mitochondria or for incorporation into triglycerides within
the membrane of the endoplasmic reticulum. The observation is also consistent with previous
work, which has shown that lipid droplets contain triglycerides rather than free fatty acids [31].
Whereas in wild-type worms, the dye is rapidly taken up into cytoplasm of intestinal cells, in
the mutants, it mostly remained in the lumen (Fig 5A and 5B). Both adult worms and L1 larvae
displayed the defect. The fluorescence intensity of the dye within the cytoplasm of intestinal
cells in the mutants was less than 1/3 that in the intestinal cells in wild type (Fig 5B). Thus, the
reduced steady-state levels of triglycerides in aex-5mutants are associated with a reduced rate
of uptake of a fluorescently labelled free fatty acid.

One caveat with the experiments with C1-BODIPY 500/510 C12 is that the fluorescent
group attached to the fatty acid backbone might affect transport, and that C1-BODIPY 500/510
C12 might not be transported in the same way as an unmodified fatty acid. Therefore, as a sec-
ond test to assess the efficiency with aex-5mutants take up fatty acids we investigated rescue of
fat-3 locomotion defects by exogenously added naturally occurring poly unsaturated fatty acid
(PUFA). fat-3 encodes a Δ endesaturase required for the formation of C20 PUFAs [8]. fat-3
mutants are viable but show a fully penetrant Unc phenotype that is efficiently rescued when
worms are grown on plates supplemented with exogenously supplied PUFAs [8]. We found
that whereas when newly hatched L1 larvae from a fat-3(wa22) single mutant strain were incu-
bated on plates supplemented with γ-linolenic acid (C18:3n6) for 36 hours (and then returned
to unsupplemented plates), they were all rescued for the Unc phenotype (n = 146). In contrast,
when newly hatched aex-5(sv75); fat-3(wa22) or aex-5(sv76); fat-3(wa22) double mutant larvae
were incubated on plates supplemented with C18:3n6 for the same length of time, all were Unc
(and remained Unc for the rest of their development) (n = 132 and 160 respectively). aex-5 sin-
gle mutants are not uncoordinated (Thomas, 1990); indeed, aex-5(sv75); fat-3(wa22) and aex-5
(sv76); fat-3(wa22) double mutants were efficiently rescued for the fat-3 Unc phenotype when
larvae were grown on plates containing C18:3n6 for longer (>60 hours) periods of time. Thus
aex-5mutations reduce the efficiency with which exogenously supplied PUFA can rescue the
fat-3mutant, a result that is consistent with the possibility that aex-5mutations reduce the effi-
ciency with which free fatty acids are taken up.

Other defecation mutants also have reduced lipid uptake and
accumulation
The genes required for the defecation motor program encode proteins that act in at least three
different tissues and that have widely diverse biochemical functions. To help determine wheth-
er parts of the defecation motor program per se are required for normal triglyceride accumula-
tion, or whether aex-5might act to promote triglyceride accumulation independently of its
effects on the DMP, we examined fat accumulation in mutants lacking other components of
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the mechanism regulating the DMP. Like those in aex-5, mutations in aex-1, aex-2, aex-3, aex-
4 and aex-6 affect the aBoc and Exp parts of the cycle causing it either to fail to occur at all or
to occur less often [12]. Mutations in aex-1(sa9) and aex-2(sa3) mutants, in which the aBoc
and Exp parts of the program are completely disrupted [12], displayed severely reduced stain-
ing with lipophilic dyes (Fig 6A–6I), markedly lower levels of triglycerides relative to phospho-
lipids (Fig 6J), and reduced uptake of rate of C1-BODIPY 500/510 C12 uptake (Fig 7). aex-3
(sa5), aex-4(sa22) and aex-6(sa24) mutants, which display slightly less severe DMP defects
[12], also showed reduced staining with lipophilic dyes although the defects tended to be
weaker than those of the aex-1, aex-2 and aex-5mutants (Fig 7) S4 and S5 Figs Mutations in
exp-1, which encodes a GABA-activated cation channel, specifically affect the Exp part of the
program [12, 32]. An exp-1mutant showed reduced staining with Oil Red O, Sudan Black and
Nile Red S4 and S5 Figs and reduced uptake of C1-BODIPY 500/510 C12 (Fig 7) suggesting that
disruption of the Exp part of the program is sufficient to reduce steady-state levels of

Fig 5. aex-5mutants take up a fluorescently labelled fatty acid derivative from the intestinal lumen
less efficiently than wild type. A. Confocal fluorescence micrographs of worms fed the fluorescently
labelled fatty acid derivative C1-BODIPY 500/510 C12. The panels at the top show parts of the intestines of
adult worms; those at the bottom show first larval stage (L1) worms. The arrows point to the intestinal lumen
where most of the dye is found in the mutants. Scale bars are 20 μm. B. Graphs showing quantification (in
arbitrary units) of the uptake of the dye into the cytoplasm of intestinal cells (Materials and Methods). Error
bars indicate standard errors of the means. **** indicates significant difference in the means determined by
one-way ANOVA and Dunnett's multiple comparisons test (σ = 0.05).

doi:10.1371/journal.pone.0124515.g005
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Fig 6. Mutations in aex-1 and aex-2 also cause a reduction in fat accumulation. A-C. Fixed, young adult
hermaphrodite worms stained with Oil Red O. D-F. Micrographs showing part of the intestines of fixed, young
adult hermaphrodite worms stained with Sudan Black. The staining in E and F is of eggs within the gonad.
G-I. Fluorescence confocal micrographs of parts of young adult hermaphrodite worms fixed with isopropanol
and stained with Nile Red. J. Graph showing the normalized ratios of total triglycerides to total phospholipids
extracted from young adult hermaphrodite worms. Error bars represent 95% confidence intervals. * Indicates
significant difference in the means determined by one-way ANOVA and Fischer's test for least significant
difference (σ = 0.05).

doi:10.1371/journal.pone.0124515.g006
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Fig 7. Other defecationmutants also display reduced uptake of C1-BODIPY 500/510 C12. A. Confocal
fluorescence micrographs of worms fed the fluorescently labelled fatty acid derivative C1-BODIPY 500/510
C12. The arrows indicate the lumens of the intestine. In all panels, the anterior part of the intestine is up and
(in most) slightly to the right. Scale bars are 40 μm. B. Quantification of the uptake of the dye into the
cytoplasm of intestinal cells (in arbitrary units). Error bars indicate standard errors of the means. ****
indicates significant difference in the means determined by one-way ANOVA and Dunnett's multiple
comparisons test (σ = 0.05).

doi:10.1371/journal.pone.0124515.g007
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triglycerides and the rate of fatty acid uptake. However, the exp-1 lipid defects were generally
somewhat weaker than those observed with the aex-1, aex-2 and aex-5mutants suggesting that
the defects in the latter are caused by effects on both the aBoc and Exp parts of the program.

Mutations affecting the pBoc part of the cycle also displayed reduced staining by lipophilic
dyes S4 and S5 Figs although the reduction was not as marked as that of the strongest aexmu-
tants even in pBoc mutants homozygous for deletion mutations that are thought to eliminate
gene activity. Measurement of lipid content by gas chromatography showed that pbo-1mutants
had reduced amounts of triglycerides relative to phospholipids S4 Fig The mutants also dis-
played reduced uptake of C1-BODIPY 500/510 C12 (Fig 7). An egl-8mutant, which displays
normally timed but weak pBocs [12], also showed lipid defects (Fig 7) S4 and S5 Figs It should
be noted, however, that since egl-8mutations also affect feeding [33], the defects on lipid levels
in this mutant might not solely be the result of defects in the defecation motor program.

Discussion
We report here on the isolation and characterization of two mutations in the aex-5 gene, sv75
and sv76, identified in a genetic screen for mutations affecting fat metabolism. We demonstrate
by a variety of methods that aex-5(sv75) and aex-5(sv76) homozygous mutant animals have re-
duced steady-state levels of triglycerides and that an existing aex-5mutant and aex-5(RNAi)
animals also shows this defect. The mutants are not defective in feeding. Furthermore, aex-5
dauer larvae accumulate fat normally suggesting no absolute requirement for aex-5 for the syn-
thesis or storage of fatty acids. The mutants do, however, have markedly reduced uptake of a
fluorescently labelled free fatty acid from the lumen of the intestine. The lipid accumulation
and uptake defects result from a continuous requirement for AEX-5 function rather than from
a developmental defect.

The AEX-5 proprotein convertase has been shown to be required for the proper maturation
of a number of different neuropeptides in C. elegans [34]. Since some neuropeptides are known
to be able to affect metabolic pathways directly, in principle, AEX-5 might affect triglyceride
accumulation by promoting the maturation of a neuropeptide that affects metabolism indepen-
dently of the DMP. While our work does not exclude this possibility, it is noteworthy that all
the DMP mutants we examined displayed defects in triglyceride accumulation. aex-1 and aex-2
mutants, which display similar DMP defects to those displayed by aex-5mutants, show defects
in triglyceride accumulation that are at least as strong as those displayed by aex-5mutants. The
finding that triglyceride levels are reduced in aex-2mutants, in which the secretion of NLP-40
occurs normally [19], suggests that disruption of the defecation motor program is sufficient to
affect lipid levels. Furthermore, mutations that affect genes controlling pBoc or Exp also lead to
reduced triglyceride accumulation. For these reasons, we favour a model in which aex-5muta-
tions affect fat accumulation via their affects on the DMP.

Previous authors have noted that the mutations identified in the initial screens for mutants
with defects in the DMP do not block feeding [12]: there appears to be no feedback mechanism
to stop feeding when defecation does not occur. Indeed, since most of the DMP mutants were
identified by virtue of their constipated phenotypes [12], their ability to feed was a necessary
prerequisite for their isolation [worms that don’t feed cannot become constipated]. Our obser-
vations that both pharyngeal pumping and the ingestion of fluorescent beads into the intestinal
lumen is not reduced in aex-5mutants lends further weight to the idea that defects in the DMP
do not inhibit feeding. With the exception of relatively brief periods of quiescence, when feed-
ing is much reduced, in the presence of bacteria of the strain E. coli OP50 (the standard food
source used in C. elegans laboratories), worms feed constitutively [35, 36]. Under these condi-
tions, a reasonable assumption is that the rate at which materials enters the intestinal lumen is

C. elegans aex-5 Promotes Lipid Uptake

PLOS ONE | DOI:10.1371/journal.pone.0124515 April 7, 2015 14 / 20



approximately constant. Thus, as noted previously [37], since the DMP regulates the rate at
which material leaves the intestine, the DMP effectively regulates the average volume of the in-
testinal lumen, and the average amount of time that material stays in the lumen. One possible
explanation for our results, therefore, is that the efficiency with which free fatty acids enter in-
testinal cells is reduced when the luminal volume is enlarged. It has been suggested that the def-
ecation volume is controlled by a combination of the three motor steps, pBoc, aBoc and Exp,
and that the ability of control defecation volume precisely has adaptive value [37]. The ability
to take up fatty acids and other nutrients efficiently would likely be advantageous.

While free fatty acids are able to pass through synthetic membrane bilayers by diffusion [1],
it is not known whether cells in the intestine or in other tissues rely on this mechanism. In
cases where the process has been investigated in depth, the transport of fatty acids into cells
that are dependent upon fatty acids for their metabolism is heavily reliant upon protein carriers
[38]. Cardiac myocytes, for example, are thought to take up at least 50–60% of the fatty acids
they require via a protein carrier, FAT/CD36 [38]. Other proteins, including those in the fatty
acids transport protein family (FATP1-6) and the plasma membrane isoform of fatty acid
binding protein (FABPpm), can also promote the transport of fatty acids across membranes.
Although no roles for their products have yet been established in fatty acid uptake in C. elegans,
several genes encoding putative fatty acid translocases (including CD36) are present in the C.
elegans genome [4]. It is possible that when the intestinal lumen is enlarged, either the passive
diffusion of fatty acids or their transport protein-aided movement through the plasma mem-
brane is compromised. Although we have not investigated the transport of other metabolites,
we cannot exclude the possibility that the uptake of other nutrients is defective in defecation
mutants. Thus, the mutants might have less fat in part because stored triglycerides are hydro-
lysed and oxidized to generate metabolites that can compensate for reduced amounts of these
other nutrients.

While the volume of the lumen per semight affect the efficiency with which fatty acids or
other metabolites are absorbed, it is also possible is that it is not so much the volume itself that
is important but the thorough mixing of the luminal contents. In this case, the reduced uptake
of C1-BODIPY 500/510 C12 we have observed in the DMP mutants might be because the con-
tents of the lumen are not properly mixed or not properly distributed. As it is in other organ-
isms, the lumen of the intestine in C. elegans is acidic [39]. Moreover, reduction in the activity
of VHA-6, a proton pump, is associated with an increase in the luminal pH, and reduced
steady-state levels of fat [39]. Besides pumping protons across the basolateral membrane of the
posterior intestine, PBO-4/NHX-7 is also expressed on the apical surface of the posterior intes-
tinal cells and is required for proper distribution of acidity within the lumen [40]. Imaging of
living worms fed with acid-activated fluorophores has revealed that, in wild-type animals, an
area of low pH forms periodically in the posterior part of the intestinal lumen [40]. This low-
pH “hot spot”migrates over the course of a few seconds to the most anterior part of the intes-
tine before moving towards the posterior again and dissipating. In pbo-4mutants, the hot spot
fails to form properly and the anterior lumen does not become acidified [40]. Although it has
not been demonstrated, the expectation is that in pbo-5mutants, the posterior lumen becomes
acidified but, in the absence of the pBoc, the low pH hot spot fails to migrate. In aexmutants,
one would expect the movement of the hot spot back down the lumen would be defective.
Since the pKas of fatty acids are around 4.9, and the luminal pH has been estimated to be 4.4
[39], even subtle changes in average pH of the lumen, or in the distribution of protons, might
be expected to change the chemical properties of free fatty acids in the lumen. A reasonable ex-
pectation is that the acid (unionized) forms of fatty acids, since they are much less polar, would
pass through membranes more easily that the anionic forms, at least by passive diffusion. We
have attempted to rescue the uptake defects of the DMP mutants by supplying the fatty acid
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derivative in buffers with reduced pH. We observed no rescue in these experiments but, since
reducing the pH of the buffer surrounding the entire worm is a somewhat crude intervention,
the absence of rescue does not rule out the possibility that the defects are, at least in part, caused
by altered pH distribution. Previous workers have reported that the luminal pH does not
change significantly when worms are fed buffers with altered pH [39], which may explain why
no rescue was observed in our experiments.

Recent work has shown that a microRNA,mir-786, is responsible for restricting DMP pace-
maker activity to the posterior-most intestinal cells by affecting lipid composition. In wild-type
animals, the Ca2+ wave that initiates the DMP invariably begins in the posterior-most cells and
spreads anteriorly [41]. Inmir-240/786mutants, however, the wave frequently initiates in
more anterior cells. In addition, the intensity and regularity of the wave is reduced in the mu-
tants, and the period of the DMP increased. To explain these results, it has been proposed that
mir-786 acts in posterior cells to lower a threshold that they have for a factor that stimulates
Ca2+ release [41]. This factor appears either to be a lipid itself or perhaps a lipid-modified pro-
tein.mir-786, which is strongly expressed in posterior intestinal cells, inhibits the translation or
stability of mRNA from the elo-2 gene, which encodes a fatty acid elongase that acts to lengthen
the DMP cycle period [42]. Although elo-2 is transcribed in all intestinal cells, its activity is
downregulated in posterior cells bymir-786. ELO-2 catalyses the elongation of palmitate
(C16:0) to stearate (C18:0) [42]. Thus, the increased threshold for initiation of the wave in pos-
terior cells seen inmir-240/786mutants [41] could be the result of ELO-2-cataysed ectopic syn-
thesis of stearate (or its derivatives) in posterior intestinal cells, reduced levels of ELO-2’s main
substrate, palmitate, or a combination of these two effects. Notably, exogenously supplied pal-
mitate rescues the increased cycle period seen inmir-240/786mutants [41] suggesting that pal-
mitate reduces the threshold. Moreover, several mutants lacking the ability to make longer
chain fatty acids have increased cycle periods rather than shorter [42]. Regardless of the exact
mechanism, it is clear that lipids can affect the DMP. Our own observations imply that the
DMP can, in turn, affect lipid uptake. From these findings, it would be tempting to speculate
that dietary lipids might be important drivers for the DMP. It is known that nutrients can affect
the DMP: the period is lengthened when worms are fed limiting amounts of food [43] or when
feeding is disrupted by mutation [12]. Furthermore, worms that have left the bacterial lawn im-
mediately cease to express the DMP [12]. However, although at first sight attractive, a model in
which dietary nutrients alone drive the pacemaker is undoubtedly too simplistic: when worms
leave the bacterial lawn on which they are feeding, the muscle contractions that are part of the
DMP fail to occur but the period of the DMP is nevertheless often retained when they re-enter
the lawn [43]. It is still possible, however, first, that dietary lipids might promote the proper ex-
pression of the DMP (i.e. the muscular contractions), or, second, that under some circum-
stances, they can influence the DMP cycle period. Consistent with this possibility, it has
previously been shown that, although the muscular contractions are not required for the con-
tinued function of the pacemaker [12], both its period and consistency are reduced in consti-
pated mutants [37, 43]. In particular, following an explosive defecation event in such mutants,
the following cycle tends to be slightly longer than normal while subsequent cycles have pro-
gressively shorter periods becoming 30% shorter than wild type until the next explosive defeca-
tion. Our results suggest that it is possible that this shortening of the cycle period seen in
certain DMP mutants might result, in part, from altered fat metabolism.

Concluding Remarks
The DMP exists not just in C. elegans but in many other nematode species too, including some
that are thought to have diverged from C. elegans well over a hundred million of years ago [44].
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The DMP is thought, therefore, to have adaptive value. Since fatty acids are likely very impor-
tant dietary nutrients for nematodes, a role for the DMP in promoting their uptake (or that of
other nutrients) might help to explain why the program exists. Such a role also has important
implications for studies of metabolism, growth control and nutrient-modulated behaviours in
C. elegans. Worms are known to be able to adapt their feeding behaviour in response to altered
internal metabolic state [35]. Our results suggest that worms might also be able to regulate in-
ternal nutrient levels by modulating the DMP.

Supporting Information
S1 Fig. sv75 and sv76mutant animals do not have reduced numbers of lysosome-related or-
ganelles (LROs) in the intestine.Micrographs showing parts of the intestines of worms viewed
with DIC (A-C) or fluorescence (D-F) optics. The animals in D-F were illuminated with blue
light, which stimulates autofluorescence of LROs, one type of granule in the intestine. The mu-
tants do not have reduced autofluorescence compared to wild type. G. Graph showing quantifi-
cation of autofluorescence (in arbitrary units) from the intestines of adult hermaphrodites.
(TIF)

S2 Fig. Digital images of Nile Red-stained worms analysed with Imaris software. The im-
ages on the left show a surface generated with the software corresponding to Nile Red-stained
droplets in worms stained with the dye in the presence of isopropanol. Those on the right,
show surfaces of the same worms generated with background fluorescence. The surfaces on the
right allow the total volumes of the portions of the worms shown to be determined. Those on
the left allow the total volume of the Nile Red-stained regions within these volumes to be deter-
mined. The surfaces together were used to determine the combined volumes of Nile Red-
stained droplets per unit volume. To generate the graphs in Fig 1, for each genotype, two sepa-
rate regions of six young adult worms lacking eggs were analysed in this way.
(TIF)

S3 Fig. Pharyngeal pumping and function are not reduced in aex-5mutants; aex-5mutant
dauer larvae are able to accumulate fat. A. Micrographs of dauer larval worms stained with
Sudan Black viewed with DIC optics. aex-5mutant dauer larvae, like wild-type dauer larvae,
accumulate fat. B. Graph showing the rate of pumping of the pharynx in wild-type animals and
in and aex-5mutants. The rate of pharyngeal pumping was measured as previously described
(Avery L (1993) The genetics of feeding in Caenorhabditis elegans. Genetics 133: 897–917). C.
Fluorescence micrographs showing parts of the intestine of adult hermaphrodite worms fed
with a mixture of bacteria and bacterium-sized fluorescent beads. The beads accumulate in the
lumen of the intestine in both wild-type and mutant animals. The uptake of fluorescent beads
was assayed as previously described (Kao G, et al. (2007) ASNA-1 positively regulates insulin
secretion in C. elegans and mammalian cells. Cell 128: 577–587).
(TIF)

S4 Fig. Other defecation mutants also have reduced steady state levels of fat in the intestine.
A. Micrographs of 1-day old hermaphrodite worms stained with Oil Red O viewed with DIC
optics. B. Micrographs of part of the intestines in 1-day old hermaphrodite worms stained with
Sudan Black and viewed with DIC optics. In B, the outlines of the intestines are marked by dot-
ted lines. Large white arrows indicate Sudan Black staining of the intestine. A subset of fertil-
ized eggs stained with Sudan Black are indicated by small black arrows. Whereas in N2,
staining is seen along the entire length of the intestine, in the pbo, aex-4 and egl-8mutants,
staining is restricted to the anterior part of the intestine. We have noticed that Sudan Black
staining of the eggs is more intense in strains in which intestinal staining is reduced or lacking.
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C. Graph showing normalized ratios of total triglycerides to total phospholipids. Error bars de-
note 95% confidence intervals. � denotes a significant different in the means determined by
one-way ANOVA and Fischer's test for least significant difference.
(TIF)

S5 Fig. Defecation mutants display reduced staining with Nile Red. A. Fluorescence confocal
micrographs of young adult hermaphrodite worms fixed with isopropanol and stained with
Nile Red. B. Quantification of the Nile Red-stained regions with Imaris software. The regions
were imaged and analysed by the methods described in the Materials and Methods section
of the main text, and in the legend to S2 Fig. Error bars denote standard errors of the means.
���� denotes significant difference in the means determined by one-way ANOVA and Dun-
nett's multiple comparisons test (σ = 0.05).
(TIF)

Acknowledgments
We thank Bhaskar Reddy for help with the genetic screens for mutants with decreased fat accu-
mulation, and Junie Hovsepian for help with scoring defecation cycles. Some strains used in
this study were provided by the CGC, which is funded by NIH Office of Research Infrastruc-
ture Programs (P40 OD010440). We are grateful to Gautam Kao and Lars Nilsson for com-
ments on an earlier version of the manuscript.

Author Contributions
Conceived and designed the experiments: MS ST. Performed the experiments: MS AH SVM
RG ES ST. Analyzed the data: MS ES ST. Wrote the paper: MS ST.

References
1. Nassir N, Abumrad NA. CD36 and intestinal fatty acid absorbtion. Immun, Endoc & Metab Agents in

Med Chem. 2009; 9:3–10. PMID: 15952415

2. Graham TR. Flippases and vesicle-mediated protein transport. Trends in cell biology. 2004; 14
(12):670–7. PMID: 15564043

3. Nilsson L, Jonsson E, Tuck S. Caenorhabditis elegans numb inhibits endocytic recycling by binding
TAT-1 aminophospholipid translocase. Traffic. 2011; 12(12):1839–49. doi: 10.1111/j.1600-0854.2011.
01271.x PMID: 21917090

4. Ashrafi K. Obesity and the regulation of fat metabolism. In: Community TCeR, editor. WormBook:
WormBook; 2007.

5. Watts JL. Fat synthesis and adiposity regulation in Caenorhabditis elegans. Trends Endocrinol Metab.
2009; 20(2):58–65. doi: 10.1016/j.tem.2008.11.002 PMID: 19181539

6. Watts JL, Browse J. Genetic dissection of polyunsaturated fatty acid synthesis inCaenorhabditis ele-
gans. Proc Natl Acad Sci U S A. 2002; 99(9):5854–9. PMID: 11972048

7. Perez CL, Van Gilst MR. A 13C isotope labeling strategy reveals the influence of insulin signaling on li-
pogenesis inC. elegans. Cell Metab. 2008; 8(3):266–74. doi: 10.1016/j.cmet.2008.08.007 PMID:
18762027

8. Watts JL, Phillips E, Griffing KR, Browse J. Deficiencies in C20 polyunsaturated fatty acids cause be-
havioral and developmental defects in Caenorhabditis elegans fat-3mutants. Genetics. 2003; 163
(2):581–9. PMID: 12618397

9. McGhee JD. The C. elegans intestine. In: community TCeR, editor. WormBook: WormBook; 2007.

10. Iwasaki K, Thomas JH. Genetics in rhythm. Trends Genet. 1997; 13(3):111–5. PMID: 9066270

11. Croll N. Integrated behaviour in the feeding phase of the Caenorhabditis elegans (Nematoda). J Zool.
1975; 184:507–17.

12. Thomas JH. Genetic analysis of defecation in Caenorhabditis elegans. Genetics. 1990; 124(4):855–72.
PMID: 2323555

C. elegans aex-5 Promotes Lipid Uptake

PLOS ONE | DOI:10.1371/journal.pone.0124515 April 7, 2015 18 / 20

http://www.plosone.org/article/fetchSingleRepresentation.action?uri=info:doi/10.1371/journal.pone.0124515.s005
http://www.ncbi.nlm.nih.gov/pubmed/15952415
http://www.ncbi.nlm.nih.gov/pubmed/15564043
http://dx.doi.org/10.1111/j.1600-0854.2011.01271.x
http://dx.doi.org/10.1111/j.1600-0854.2011.01271.x
http://www.ncbi.nlm.nih.gov/pubmed/21917090
http://dx.doi.org/10.1016/j.tem.2008.11.002
http://www.ncbi.nlm.nih.gov/pubmed/19181539
http://www.ncbi.nlm.nih.gov/pubmed/11972048
http://dx.doi.org/10.1016/j.cmet.2008.08.007
http://www.ncbi.nlm.nih.gov/pubmed/18762027
http://www.ncbi.nlm.nih.gov/pubmed/12618397
http://www.ncbi.nlm.nih.gov/pubmed/9066270
http://www.ncbi.nlm.nih.gov/pubmed/2323555


13. Branicky R, Hekimi S. What keepsC. elegans regular: the genetics of defecation. Trends Genet. 2006;
22(10):571–9. PMID: 16911844

14. Dal Santo P, Logan MA, Chisholm AD, Jorgensen EM. The inositol trisphosphate receptor regulates a
50-second behavioral rhythm inC. elegans. Cell. 1999; 98(6):757–67. PMID: 10499793

15. Espelt MV, Estevez AY, Yin X, Strange K. Oscillatory Ca2+ signaling in the isolatedCaenorhabditis ele-
gans intestine: role of the inositol-1,4,5-trisphosphate receptor and phospholipases C beta and gamma.
J Gen Physiol. 2005; 126(4):379–92. PMID: 16186564

16. Beg AA, ErnstromGG, Nix P, Davis MW, Jorgensen EM. Protons act as a transmitter for muscle con-
traction inC. elegans. Cell. 2008; 132(1):149–60. doi: 10.1016/j.cell.2007.10.058 PMID: 18191228

17. Pfeiffer J, Johnson D, Nehrke K. Oscillatory transepithelial H(+) flux regulates a rhythmic behavior in C.
elegans. Curr Biol. 2008; 18(4):297–302. doi: 10.1016/j.cub.2008.01.054 PMID: 18291648

18. Mahoney TR, Luo S, Round EK, Brauner M, Gottschalk A, Thomas JH, et al. Intestinal signaling to
GABAergic neurons regulates a rhythmic behavior inCaenorhabditis elegans. Proc Natl Acad Sci U S
A. 2008; 105(42):16350–5. doi: 10.1073/pnas.0803617105 PMID: 18852466

19. Wang H, Girskis K, Janssen T, Chan JP, Dasgupta K, Knowles JA, et al. Neuropeptide secreted from a
pacemaker activates neurons to control a rhythmic behavior. Curr Biol. 2013; 23(9):746–54. doi: 10.
1016/j.cub.2013.03.049 PMID: 23583549

20. Brenner S. The genetics of Caenorhabditis elegans. Genetics. 1974; 77(1):71–94. PMID: 4366476

21. Sulston JE, Horvitz HR. Abnormal cell lineages in mutants of the nematodeCaenorhabditis elegans.
Dev Biol. 1981; 82(1):41–55. PMID: 7014288

22. McKay RM, McKay JP, Avery L, Graff JM. C elegans: a model for exploring the genetics of fat storage.
Dev Cell. 2003; 4(1):131–42. PMID: 12530969

23. O'Rourke EJ, Soukas AA, Carr CE, Ruvkun G.C. elegansmajor fats are stored in vesicles distinct from
lysosome-related organelles. Cell Metab. 2009; 10(5):430–5. doi: 10.1016/j.cmet.2009.10.002 PMID:
19883620

24. Pino EC, Webster CM, Carr CE, Soukas AA. Biochemical and high throughput microscopic assess-
ment of fat mass in Caenorhabditis elegans. Journal of visualized experiments: JoVE. 2013(73).

25. Spanier B, Lasch K, Marsch S, Benner J, Liao W, Hu H, et al. How the intestinal peptide transporter
PEPT-1 contributes to an obesity phenotype inCaenorhabditits elegans. PLoS One. 2009; 4(7):e6279.
doi: 10.1371/journal.pone.0006279 PMID: 19621081

26. Ashrafi K, Chang FY, Watts JL, Fraser AG, Kamath RS, Ahringer J, et al. Genome-wide RNAi analysis
of Caenorhabditis elegans fat regulatory genes. Nature. 2003; 421(6920):268–72. PMID: 12529643

27. Kamath RS, Fraser AG, Dong Y, Poulin G, Durbin R, Gotta M, et al. Systematic functional analysis of
the Caenorhabditis elegans genome using RNAi. Nature. 2003; 421(6920):231–7. PMID: 12529635

28. Ogg S, Paradis S, Gottlieb S, Patterson GI, Lee L, TissenbaumHA, et al. The Fork head transcription
factor DAF-16 transduces insulin-like metabolic and longevity signals in C. elegans. Nature. 1997; 389
(6654):994–9. PMID: 9353126

29. Clokey GV, Jacobson LA. The autofluorescent "lipofuscin granules" in the intestinal cells ofCaenorhab-
ditis elegans are secondary lysosomes. Mech Ageing Dev. 1986; 35(1):79–94. PMID: 3736133

30. Greer ER, Perez CL, Van Gilst MR, Lee BH, Ashrafi K. Neural and molecular dissection of a C. elegans
sensory circuit that regulates fat and feeding. Cell Metab. 2008; 8(2):118–31. doi: 10.1016/j.cmet.2008.
06.005 PMID: 18680713

31. Guo Y, Cordes KR, Farese RV Jr, Walther TC. Lipid droplets at a glance. Journal of cell science.
2009;122(Pt 6: ):749–52.

32. Beg AA, Jorgensen EM. EXP-1 is an excitatory GABA-gated cation channel. Nature neuroscience.
2003; 6(11):1145–52. PMID: 14555952

33. Papaioannou S, Holden-Dye L, Walker RJ. Evidence for a role for cyclic AMP in modulating the action
of 5-HT and an excitatory neuropeptide, FLP17A, in the pharyngeal muscle ofCaenorhabditis elegans.
Invertebrate neuroscience: IN. 2008; 8(2):91–100. doi: 10.1007/s10158-008-0072-8 PMID: 18463910

34. Husson SJ, Clynen E, Baggerman G, Janssen T, Schoofs L. Defective processing of neuropeptide pre-
cursors in Caenorhabditis elegans lacking proprotein convertase 2 (KPC-2/EGL-3): mutant analysis by
mass spectrometry. J Neurochem. 2006; 98(6):1999–2012. PMID: 16945111

35. Avery L, Horvitz HR. Effects of starvation and neuroactive drugs on feeding inCaenorhabditis elegans.
J Exp Zool. 1990; 253(3):263–70. PMID: 2181052

36. You YJ, Kim J, Raizen DM, Avery L. Insulin, cGMP, and TGF-beta signals regulate food intake and qui-
escence inC. elegans: a model for satiety. Cell Metab. 2008; 7(3):249–57. doi: 10.1016/j.cmet.2008.
01.005 PMID: 18316030

37. Avery L, Thomas JH. Feeding and Defecation. 1997.

C. elegans aex-5 Promotes Lipid Uptake

PLOS ONE | DOI:10.1371/journal.pone.0124515 April 7, 2015 19 / 20

http://www.ncbi.nlm.nih.gov/pubmed/16911844
http://www.ncbi.nlm.nih.gov/pubmed/10499793
http://www.ncbi.nlm.nih.gov/pubmed/16186564
http://dx.doi.org/10.1016/j.cell.2007.10.058
http://www.ncbi.nlm.nih.gov/pubmed/18191228
http://dx.doi.org/10.1016/j.cub.2008.01.054
http://www.ncbi.nlm.nih.gov/pubmed/18291648
http://dx.doi.org/10.1073/pnas.0803617105
http://www.ncbi.nlm.nih.gov/pubmed/18852466
http://dx.doi.org/10.1016/j.cub.2013.03.049
http://dx.doi.org/10.1016/j.cub.2013.03.049
http://www.ncbi.nlm.nih.gov/pubmed/23583549
http://www.ncbi.nlm.nih.gov/pubmed/4366476
http://www.ncbi.nlm.nih.gov/pubmed/7014288
http://www.ncbi.nlm.nih.gov/pubmed/12530969
http://dx.doi.org/10.1016/j.cmet.2009.10.002
http://www.ncbi.nlm.nih.gov/pubmed/19883620
http://dx.doi.org/10.1371/journal.pone.0006279
http://www.ncbi.nlm.nih.gov/pubmed/19621081
http://www.ncbi.nlm.nih.gov/pubmed/12529643
http://www.ncbi.nlm.nih.gov/pubmed/12529635
http://www.ncbi.nlm.nih.gov/pubmed/9353126
http://www.ncbi.nlm.nih.gov/pubmed/3736133
http://dx.doi.org/10.1016/j.cmet.2008.06.005
http://dx.doi.org/10.1016/j.cmet.2008.06.005
http://www.ncbi.nlm.nih.gov/pubmed/18680713
http://www.ncbi.nlm.nih.gov/pubmed/14555952
http://dx.doi.org/10.1007/s10158-008-0072-8
http://www.ncbi.nlm.nih.gov/pubmed/18463910
http://www.ncbi.nlm.nih.gov/pubmed/16945111
http://www.ncbi.nlm.nih.gov/pubmed/2181052
http://dx.doi.org/10.1016/j.cmet.2008.01.005
http://dx.doi.org/10.1016/j.cmet.2008.01.005
http://www.ncbi.nlm.nih.gov/pubmed/18316030


38. Lopaschuk GD, Ussher JR, Folmes CD, Jaswal JS, StanleyWC. Myocardial fatty acid metabolism in
health and disease. Physiological reviews. 2010; 90(1):207–58. doi: 10.1152/physrev.00015.2009
PMID: 20086077

39. Allman E, Johnson D, Nehrke K. Loss of the apical V-ATPase a-subunit VHA-6 prevents acidification of
the intestinal lumen during a rhythmic behavior in C. elegans. Am J Physiol Cell Physiol. 2009; 297(5):
C1071–81. doi: 10.1152/ajpcell.00284.2009 PMID: 19741196

40. Bender A, Woydziak ZR, Fu L, Branden M, Zhou Z, Ackley BD, et al. Novel acid-activated fluorophores
reveal a dynamic wave of protons in the intestine of Caenorhabditis elegans. ACS Chem Biol. 2013; 8
(3):636–42. doi: 10.1021/cb300396j PMID: 23256594

41. Kemp BJ, Allman E, Immerman L, Mohnen M, Peters MA, Nehrke K, et al. miR-786 regulation of a fatty-
acid elongase contributes to rhythmic calcium-wave initiation in C. elegans. Curr Biol. 2012; 22
(23):2213–20. doi: 10.1016/j.cub.2012.09.047 PMID: 23141108

42. Kniazeva M, Sieber M, McCauley S, Zhang K, Watts JL, Han M. Suppression of the ELO-2 FA elonga-
tion activity results in alterations of the fatty acid composition and multiple physiological defects, includ-
ing abnormal ultradian rhythms, in Caenorhabditis elegans. Genetics. 2003; 163(1):159–69. PMID:
12586704

43. Liu DW, Thomas JH. Regulation of a periodic motor program in C. elegans. J Neurosci. 1994; 14
(4):1953–62. PMID: 8158250

44. Rae R, Witte H, Rodelsperger C, Sommer RJ. The importance of being regular:Caenorhabditis elegans
and Pristionchus pacificus defecation mutants are hypersusceptible to bacterial pathogens. Int J Para-
sitol. 2012; 42(8):747–53. doi: 10.1016/j.ijpara.2012.05.005 PMID: 22705203

C. elegans aex-5 Promotes Lipid Uptake

PLOS ONE | DOI:10.1371/journal.pone.0124515 April 7, 2015 20 / 20

http://dx.doi.org/10.1152/physrev.00015.2009
http://www.ncbi.nlm.nih.gov/pubmed/20086077
http://dx.doi.org/10.1152/ajpcell.00284.2009
http://www.ncbi.nlm.nih.gov/pubmed/19741196
http://dx.doi.org/10.1021/cb300396j
http://www.ncbi.nlm.nih.gov/pubmed/23256594
http://dx.doi.org/10.1016/j.cub.2012.09.047
http://www.ncbi.nlm.nih.gov/pubmed/23141108
http://www.ncbi.nlm.nih.gov/pubmed/12586704
http://www.ncbi.nlm.nih.gov/pubmed/8158250
http://dx.doi.org/10.1016/j.ijpara.2012.05.005
http://www.ncbi.nlm.nih.gov/pubmed/22705203


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /CMYK
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile ()
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


