
Head-tail-head neural wiring underlies gut fat storage in
Caenorhabditis elegans temperature acclimation
Haruka Motomuraa,b,c,1 , Makoto Ioroia,b,c , Kazutoshi Murakamia,b,c , Atsushi Kuharaa,b,c,d,2 , and Akane Ohtaa,b,c,1,2

Edited by David Denlinger, The Ohio State University, Columbus, OH; received March 2, 2022; accepted June 17, 2022

Animals maintain the ability to survive and reproduce by acclimating to environmental
temperatures. We showed here that Caenorhabditis elegans exhibited temperature accli-
mation plasticity, which was regulated by a head-tail-head neural circuitry coupled with
gut fat storage. After experiencing cold, C. elegans individuals memorized the experience
and were prepared against subsequent cold stimuli. The cyclic adenosine monophos-
phate (cAMP) response element-binding protein (CREB) regulated temperature accli-
mation in the ASJ thermosensory neurons and RMG head interneurons, where it
modulated ASJ thermosensitivity in response to past cultivation temperature. The PVQ
tail interneurons mediated the communication between ASJ and RMG via glutamater-
gic signaling. Temperature acclimation occurred via gut fat storage regulation by the
triglyceride lipase ATGL-1, which was activated by a neuropeptide, FLP-7, downstream
of CREB. Thus, a head-tail-head neural circuit coordinated with gut fat influenced
experience-dependent temperature acclimation.
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Environmental conditions continuously change in nature, which means that the ability to
adapt provides an evolutionary advantage (1). Temperature is a critical environmental con-
dition that directly affects numerous biological functions. Animal species often detect
ambient temperature in a continuous capacity, with detected signals governing physiologi-
cal activities such as homeostasis, lipid metabolism, and reproduction (2). When thermo-
sensory neurons or temperature-sensitive organs detect a drastic change in temperature, the
nervous system and/or downstream tissues undergo systematic changes (2). The simply
compact nervous system of the nematode Caenorhabditis elegans, with its 302 neurons and
complete neural wiring diagram, is well suited for studying the entire system via which
sensory information is processed to generate changes in physiological characteristics.
C. elegans possesses cold tolerance, depending on the cultivation temperature (Fig. 1

A and B) (3–7). Moreover, temperature acclimation, a phenomenon in which animals
acclimate to a new temperature in a few hours, has been observed (4, 5). Our previous
studies reported that ASJ thermosensory neurons respond to thermal stimuli via the
cyclic guanosine monophosphate (cGMP)-gated channels TAX-2/TAX-4 (3). The
ASG and ADL sensory neurons also function as thermosensory neurons that regulate
cold tolerance and acclimation, in which the mechanoreceptor DEG/ENaC DEG-1
and the transient receptor potential vanilloid (TRPV) channels OSM-9/OCR-1 and -2
act as thermoreceptors (8–10).
The cAMP response element-binding protein (CREB) is a key mediator of long-

term memory in the nervous system (11, 12). Nishida et al. reported that CREB,
which is encoded by the crh-1 gene, modulates the activity of the AFD thermosensory
neurons in a cell-autonomous manner in C. elegans (13). Whether other sensory neu-
rons, such as the ASJ neurons, possess similar CREB-dependent activity remains
undetermined.
In this study, genetic and physiological evidence indicated that CREB functions cell

autonomously in the ASJ thermosensory neurons to modulate neural excitability in a culti-
vation-temperature-dependent manner. In the temperature acclimation, ASJ neurons
transmitted temperature signals to the PVQ tail interneurons, which in turn, released glu-
tamate to the RMG interneurons located in the head. The RMG interneurons promoted
the secretion of a neuropeptide that is received by its receptor in the intestine, which acti-
vated triglyceride lipase and then induced fat loss, resulting in cold tolerance control. We
propose that this body-wide circuit modulates fat storage for temperature acclimation.

Results and Discussion

crh-1, which Encodes CREB, Is Required for Temperature Acclimation. C. elegans displays
experience-dependent cold tolerance and temperature acclimation (Fig. 1 A and B).
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Fig. 1. Temperature acclimation was an experience-dependent cold tolerance regulated by CRH-1. (A, B) Cold tolerance in wild-type worms. The 15 °C-
grown wild-type worms survive at 2 °C (A), whereas 25 °C-grown wild-type worms fail to survive at 2 °C (B). (C, D) Temperature acclimation test. (C) Animals
grown at 25 °C were maintained at 15 °C for 0–8 h, and then exposed to 2 °C. The survival rate of crh-1 mutants decreased compared with that of wild-type
worms when the worms experienced 3 h of incubation at 15 °C. Number of assays, ≥6. The error bars indicate the SEMs. n.s. P ≥ 0.05; *P < 0.05; **P < 0.01.
(D) Animals grown at 15 °C were maintained at 25 °C for 0–18 h, and then exposed to 2 °C. The survival rate of crh-1 mutants increased compared with that
of wild-type worms when the worms experienced 3 h of incubation at 25 °C. Number of assays, ≥9. The error bars indicate the SEMs. n.s. P ≥ 0.05;
*P < 0.05; **P < 0.01. (E) Animals grown at 25 °C were maintained to 15 °C for 12 h, returned to 25 °C for 0–5 h, and then exposed to 2 °C. crh-1 mutants
showed enhanced cold tolerance. Number of assays, ≥9. The error bars indicate the SEMs. n.s. P ≥ 0.05; *P < 0.05; **P < 0.01. Comparisons were per-
formed using Welch’s t tests (C–E). (F–J) Primary cold conditioning; 15 °C-grown worms are exposed to a primary cold stimulus at 2 °C (0–48 h) and further cul-
tivated at 25 °C for 8 h (G), 20 °C for 8 h (H), 25 °C for 12 h (I), or 20 °C for 12 h (J). Finally, they were exposed to a cold stimulus at 2 °C for 48 h. (G, H) Survival
rate of wild-type worms after primary cold conditioning. Number of assays, ≥9. (I, J) Survival rate of wild-type and crh-1 mutant worms at 2 °C for 48 h after
a temperature shift from 15 °C to 25 °C (I) or to 20 °C (J) without or with primary cold conditioning (2 °C, 12 h). Number of assays, ≥9. The error bars indicate
the SEMs. (K) The abnormal superior survival of crh-1 mutants that were subjected to the [15 °C ! 25 °C (3 h) ! 2 °C] protocol was rescued by expressing a
crh-1 cDNA in both ASJ and RMG neurons. RMGp* indicates that the CRE-LoxP system was used to express the crh-1 cDNA in RMG neurons (refer to
“Molecular Biology” in the Methods section of the SI Appendix). Number of assays, ≥15. The error bars indicate the SEMs. n.s. P ≥ 0.05; *P < 0.05; **P < 0.01.
Comparisons with crh-1(tz2) + injection marker were performed using one-way ANOVA followed by Dunnett’s post hoc test.
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The 15 °C-grown wild-type (N2) individuals were able to
survive cold stimuli for 48 h at 2 °C (Fig. 1A); however, 25 °C-
grown animals were not (Fig. 1B) (3, 5–7). We reported previ-
ously that temperature acclimation is the ability to adapt to an
altered temperature within a few hours (4). For example, after
wild-type animals grown at 15 °C were maintained at 25 °C
for 3 h and then exposed to a cold stimulus (15 °C ! 25 °C
[3 h]! 2 °C), they could not survive (4).
Because CREB is involved in preferential temperature seeking

(13–15), we investigated the role of the C. elegans CREB homo-
log (crh-1) gene, which encodes CREB, in temperature acclima-
tion. To detect abnormalities in crh-1 mutants, we used the
[25 °C ! 15 °C ! 2 °C] and [15 °C ! 25 °C ! 2 °C] proto-
cols (Fig. 1 C and D). The results of these experiments showed
differences in the rates of acclimation between wild-type and crh-
1 mutant animals (Fig. 1 C and D), which indicates that CRH-1
facilitates acclimation within the first 3 h after exposure to a tem-
perature change.
In addition, we examined the plasticity of temperature accli-

mation using crh-1 mutants and wild type, because CREB is
involved in long-term memory formation (11, 12). The cold-
tolerant state was reversibly changed by a multicycle tempera-
ture acclimation assay (Fig. 1E). When 25 °C-grown animals were
transferred to 15 °C for 12 h, they survived at 2 °C [25 °C !
15 °C (12 h) ! 25 °C (0 h) ! 2 °C] (Fig. 1E). In contrast, if
25 °C-grown animals were transferred to 15 °C for 12 h and
returned to 25 °C for 3 h, they died at 2 °C [25 °C ! 15 °C
(12 h) ! 25 °C (3 h) ! 2 °C] (Fig. 1E). crh-1 mutants showed
abnormal phenotypes under the same protocol (Fig. 1E).
We investigated the effects of primary cold conditioning on

survival after a second cold stimulus (Fig. 1 F–H). When
15 °C-cultivated animals without primary cold conditioning
were transferred to 25 °C for 8 h, they could not survive at
2 °C [15 °C ! 2 °C (0 h) ! 25 °C (8 h) ! 2 °C] (Fig. 1G).
However, when 15 °C-cultivated animals with primary cold
conditioning for 48 h were transferred to 25 °C for 8 h, they
could then survive at 2 °C [15 °C ! 2 °C (48 h) ! 25 °C
(8 h) ! 2 °C] (Fig. 1G). These findings indicate that animals
may record their first cold experience and that this record
increases cold tolerance in 25 °C-cultivated animals. This phe-
nomenon varied, depending on the length of the primary cold
conditioning [15 °C ! 2 °C (6, 12, 24, or 48 h) ! 25 °C
(8 h) ! 2 °C] (Fig. 1G) and on the second cultivation temper-
ature used after the primary cold conditioning [15 °C ! 2 °C
(6, 12, 24, or 48 h) ! 20 °C or 15 °C (8 h) ! 2 °C] (Fig. 1H
and SI Appendix, Fig. S1A).
In the temperature shift assay from 15 °C to 25 °C with pri-

mary cold conditioning [15 °C ! 2 °C (12 h) ! 25 °C (12 h)
! 2 °C] (Fig. 1I), ∼60% of wild-type animals survived (Fig.
1I); conversely, using the same temperature shift without the
primary cold conditioning [15 °C ! 2 °C (0 h) ! 25 °C
(12 h) ! 2 °C] (Fig. 1I), most of the wild-type animals died
(Fig. 1I). We found that crh-1 mutants showed an abnormally
enhanced cold tolerance phenotype after the same temperature
shifts (Fig. 1I). A similar abnormal phenotype of the crh-1
mutants was observed under the [15 °C ! 2 °C (0 h) ! 20 °C
(12 h) ! 2 °C] (Fig. 1J) protocol, whereas crh-1 mutants
showed phenotypes similar to those of wild-type animals under
the [15 °C ! 2 °C (12 h) ! 15 °C (12 h) ! 2 °C] protocol
(SI Appendix, Fig. S1B).

CREB Functions in ASJ Sensory Neurons and RMG Interneurons
to Enable Rapid Temperature Acclimation. The abnormal tem-
perature acclimation of crh-1 mutants was restored by expressing

the crh-1 cDNA in almost all neurons using an unc-14 promoter
(unc-14p; Fig. 1K). Next, we simultaneously used six promoters
(osm-6p, ncs-1p, ceh-10p, glr-1p, unc-8p, and unc-86p) or five pro-
moters (trx-1p, ncs-1p, glr-1p, unc-8p, and unc-86p) to express the
crh-1 cDNA in crh-1 mutants, and these transgenic worms showed
a fully recovered phenotype (Fig. 1K, crh-1(tz2); Ex[(osm-6p, ncs-
1p, ceh-10p, glr-1p, unc-8p, unc-86p)::crh-1 cDNA] and crh-1(tz2);
Ex[(trx-1p, ncs-1p, glr-1p, unc-8p, unc-86p)::crh-1 cDNA]). These
results in combination with some of the six promoters and/or the
trx-1 promoter led us to hypothesize that simultaneous expression
of CRH-1 in ASJ and RMG neurons is required for temperature
acclimation. Simultaneous expression of CRH-1 in both the ASJ
and RMG neurons in crh-1 mutants resulted in the rescue of abnor-
mality (Fig. 1K, crh-1(tz2); Ex[(trx-1p and RMGp)::crh-1 cDNA]:
17.5%), whereas CRH-1 expression in the ASJ or RMG neurons
alone did not rescue the phenotype. These results indicate that
CRH-1 promotes temperature acclimation in ASJ sensory neu-
rons and RMG interneurons.

ASJ Thermosensory Neurons Modulate the Response to
Temperature Stimuli Depending on the Cultivation Temperature.
ASJ thermosensory activity changes depending on the worm
cultivation temperature (3). To elucidate the physiological basis
of this function, we measured ASJ activity via the cameleon
Ca2+ indicator during extended warmth stimulation. ASJ Ca2+

concentrations in both 20 °C- and 23 °C-cultivated wild-type
animals increased until the temperature reached 20 °C (Fig.
2A). In 23 °C-cultivated animals, a continuous, oscillatory ASJ
Ca2+ concentration increase was observed from 16.5 °C to
24 °C, peaking at 23 °C (Fig. 2A). The oscillatory Ca2+

increase also peaked at 20 °C in 20 °C-cultivated animals (Fig.
2A), whereas Ca2+ in 15 °C-cultivated animals did not contin-
uously increase under a warm stimulus (Fig. 2 B, E, and H).
Similar ASJ responses were observed in snb-1 mutants lacking
SNB-1/synaptobrevin, which is a protein that is necessary for
synaptic vesicle membrane fusion (Fig. 2 C and D) (16). These
results indicate that the maximum change in ASJ Ca2+ concen-
tration is dependent on the cultivation temperature in a cell-
autonomous manner.

The crh-1 mutants displayed an abnormal decrease in the
peak oscillatory Ca2+ increase when cultivated at 20 °C and
23 °C (Fig. 2 F and G). This decrease was rescued by the
expression of the crh-1 cDNA in ASJ neurons (Fig. 2 F, G, I,
and J), which indicated that the temperature response in crh-1
mutants may be down-regulated in ASJ neurons in higher tem-
perature regions. In turn, this may weaken ASJ activity in crh-1
mutants, which could be why the crh-1 mutant required a lon-
ger time to acclimate.

PVQ Interneurons Bridge ASJ Thermosensory Neurons and
RMG Interneurons. CRH-1/CREB regulated ASJ- and RMG-
mediated temperature acclimation, despite the absence of a
direct chemical or electrical connection between the two (Fig.
2K) (17). A previous electron microscopy analysis revealed the
presence of a potential interneuron bridge between the ASJ and
RMG neurons, with PVQ, ASK, and HSN neurons being
candidates because the ASJ neurons lack gap junctions (17).
Another study found that the trimeric G protein α subunit,
Gαs (Q227L), induces interneuronal hyperactivation (18). We
found that Gαs (Q227L) overexpression in various wild-type
interneurons driven by the glr-1 promoter induced an increas-
ingly abnormal temperature acclimation (SI Appendix, Fig.
S1E). Of the cells activated using the glr-1 promoter, the PVQ
interneurons directly synapsed downstream of ASJ (17).
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Fig. 2. The neural circuit from ASJ to RMG with intermediate PVQ neurons transmitting temperature signaling. (A) ASJ neuron Ca2+ imaging of 20 °C- and
23 °C-cultivated wild-type animals in response to defined temperature stimuli. The graph indicates the yellow/cyan fluorescent protein (YFP/CFP) ratio
change during moderate warming stimuli with oscillation. The bar graph indicates the average ratio change over 3 s, which included 1 s before and 1 s after
the spike peak after reaching 20 °C or 23 °C. The bar graph color key is the same for the corresponding response curve. The error bars indicate the SEMs. *P
< 0.05; **P < 0.01. (B–D) ASJ neuron Ca2+ imaging of 15 °C-, 20 °C-, and 23 °C-cultivated wild-type worms and snb-1 mutants lacking synaptobrevin in
response to defined temperature stimuli. snb-1 mutants showed normal phenotypes. (E–G) ASJ neuron Ca2+ imaging of 15 °C(E)-, 20 °C(F)-, and 23 °C(G)-culti-
vated wild-type, crh-1 mutant, and ASJ-rescued crh-1 mutant (crh-1;Ex[trx-1p::crh-1 cDNA]) worms. The abnormal temperature response was rescued in trans-
genic animals. Data from wild-type animals cultivated at 15 °C, 20 °C, and 23 °C, as shown in B–D, are shared by E–G, respectively, because the experiments
were conducted simultaneously. (H–J) The bar graphs indicate the average ratios of change from 411 to 421 s (H), 510 to 520 s (I), and 446 to 456 s (J). The
bar graph and heatmap color keys are the same for the corresponding response curve. Number of tests, ≥19. The error bar indicates the SEM. *P < 0.05;
**P < 0.01. (K) Neural circuit between ASJ and RMG neurons. (L) The temperature acclimation of wild-type animals expressing the constitutively active form
of PKC (ttx-4gf) in ASJ or PVQ neurons was abnormal. Number of assays, ≥18. The error bars indicate the SEMs. **P < 0.01. (M–O) Ca2+ imaging in ASJ (M),
PVQ (N, P–S), and RMG (O) neurons in 23 °C-cultivated worms of each strain in response to defined temperature stimuli. tax-4 (+ASJ) (Q) and deg-1 (+ASG) (R)
indicate the ASJ-rescued tax-4 mutant (tax-4;Ex[trx-1p::tax-4 cDNA]) and the ASG-rescued deg-1 mutant (deg-1; Ex[gcy-21p::deg-1cDNA]), respectively. The YFP/
CFP ratio change was detected by yellow cameleon. Each row in the heatmaps represents images cropped from one worm, and excluded values over 100%
are shown in black. The bar graph and heatmap color keys are the same for the corresponding response curve. Part of the data from wild-type animals
shown in N, P, and S are shared because some of the experiments were conducted simultaneously. The bar graphs indicate the average ratio of change
over 103–107 (P, S), 150–180 (Q), and 99–103 (R) s. Number of animals, ≥11. The error bars indicate the SEMs. n.s. P ≥ 0.05; *P < 0.05; **P < 0.01. Compari-
sons were performed using Welch’s t tests (A, P, S) or one-way ANOVA followed by Tukey-Kramer tests (H–J, Q, R) or Dunnett’s post hoc tests (L).
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Using PKCgf/TTX-4gf, a constitutively active form of pro-
tein kinase C (PKCgf), which enhances neuropeptide release at
presynaptic dense-core vesicles (19), we found an abnormally
enhanced temperature acclimation in worms expressing PKCgf
in wild-type PVQ neurons (sra-6p; Fig. 2L) and ASJ thermo-
sensory neurons (trx-1p; Fig. 2L). In contrast, PKCgf expres-
sion in downstream neurons, such as ASK (sra-7p; Fig. 2L) or
HSN (tph-1p; Fig. 2L), did not markedly affect temperature
acclimation. These findings are consistent with the normal phe-
notype observed in tph-1 and mod-1 mutants, which sustain
impaired serotonin synthesis in HSN and dysfunctional serotonin
receptors in HSN-downstream cells, respectively (SI Appendix,
Fig. S1D) (20, 21). Although PVQ neurons are developmental
guide interneurons for constructing neural connections to other
neurons during the embryonic stage (22), the role of PVQ neu-
rons in neural circuits underlying specific sensory responses has
not been demonstrated.
To investigate whether PVQ and RMG are involved in tem-

perature signaling, we conducted calcium imaging for these
interneurons (Fig. 2 N and O). The activity of PVQ and RMG
neurons was altered under temperature stimuli in a fashion sim-
ilar to that observed in the ASJ thermosensory neurons (Fig. 2
M–O). Calcium imaging revealed that the ASJ temperature sig-
nals traveled toward the PVQ and RMG interneurons.

PVQ Interneurons Are Regulated by ASJ Thermosensory
Neurons. To investigate whether PVQ interneurons are acti-
vated via neural signaling from upstream neurons with synaptic
connections, we performed calcium measurements in the PVQ
neurons of mutants defective in SNB-1 (16). The calcium fluc-
tuation in PVQ neurons during the thermal stimulus was
decreased in snb-1 mutants (Fig. 2P), which indicated that
PVQ neurons are activated by a neural signaling from upstream
neurons through synapses.
To identify the upstream sensory neurons that activate PVQ

interneurons, we monitored the Ca2+ concentration of PVQ
neurons in the mutants with impaired ASJ, ADL, and ASG
thermosensory neurons, which are essential for cold tolerance
(3, 8, 10, 23). The temperature-responsive Ca2+ levels in PVQ
were decreased in the ASJ-defective mutant tax-4, which lacks a
cGMP-gated channel (Fig. 2Q) (3). Moreover, this abnormality
was rescued by specifically expressing a tax-4 cDNA in ASJ
neurons (Fig. 2Q). These findings indicate that temperature
signals from ASJ neurons positively regulate PVQ neurons.
Moreover, the PVQ neuron Ca2+ concentrations of the ASG-
defective mutant deg-1 and ADL-defective mutants ocr-2 osm-9;
ocr-1 were similar to those of wild-type animals (Fig. 2 R and S).
These findings demonstrate that PVQ interneurons are mainly
regulated by ASJ thermosensory neurons in temperature signaling.

Glutamatergic PVQ Regulates Temperature Acclimation. The
PVQ interneurons are glutamatergic neurons (24), and a modest
delay in temperature acclimation was found in eat-4 mutants
lacking the vesicular glutamate transporter (VGLUT) (Fig. 3A),
which is necessary for presynaptic glutamatergic neurotransmis-
sion (25). We found that the abnormal eat-4 mutant tempera-
ture acclimation was rescued by expressing an eat-4 cDNA in
PVQ neurons (Fig. 3A), and that PVQ-specific knockdown of
eat-4 in wild-type animals caused an abnormal temperature accli-
mation similar to that observed in eat-4 mutants (Fig. 3B). These
findings demonstrate that EAT-4 in PVQ neurons is necessary
for temperature acclimation.
To identify a glutamate receptor for EAT-4-mediated PVQ

neuron glutamatergic signaling, we examined the temperature

acclimation of mutants lacking expression of glutamate recep-
tors in downstream neurons of PVQ neurons (26–28). We
found that several glutamate receptor mutants showed abnormal
delays in temperature acclimation (Fig. 3C), especially glr-4 and
glr-5; these genes are expressed in RMG interneurons (29). We
found that knockdown of glr-4 and glr-5 in RMG neurons of
wild-type animals caused abnormally increased survival rates dur-
ing cold acclimation (Fig. 3D), and that glr-4, 5 knockdown in
RMG neurons also induced a decreased Ca2+ response in RMG
neurons during exposure to high temperatures (Fig. 3E). Thus,
GLR-4, -5 appear to play roles in the cold acclimation facilitated
by RMG interneurons.

To investigate downstream transmission pathways other than
glutamate in PVQ neurons, we found that mutants lacking gap
junction innexin showed an abnormal increase in cold tolerance
[15 °C ! 25 °C (3 h) ! 2 °C (48 h)] (Fig. 3F). UNC-7 and
UNC-9, as hemichannels, are expressed in various neurons,
including PVQ neurons (30); however, INX-9, -19 are not
expressed in the ASJ, PVQ or RMG neurons (30). unc-7 and
unc-9 knockdown in PVQ neurons of wild-type animals
induced a slightly abnormal temperature acclimation (Fig. 3G),
which indicates that gap junctions play a minor role in the
circuit.

A Secretion Molecule, FLP-7, Affects Temperature Acclimation
via Intestinal Fat Loss. A previous report suggested that the
cold tolerance status is related to fatty acid metabolism (31). In
nutrition and metabolism, a neuropeptide, FLP-7, released
from a head neuron is received by its receptor, NPR-22, in the
intestine, which alters gut fat storage (32). We found that the
flp-7 and npr-22 mutants showed an abnormal delay in temper-
ature acclimation (Fig. 4A), and this phenotype was similar to
that of flp-7 mutants with knockdown of the glutamate recep-
tor glr-4, -5 in RMG neurons (Fig. 4B); this was consistent
with a model in which FLP-7 controls temperature acclimation
downstream of RMG neurons.

The activation of adipose triglyceride lipase-1 (atgl-1) is linked
to intestinal lipolysis and decreased fat storage (33). However, a
previous report on cold tolerance and fat mobilization reported
that ATGL-1 is not involved in long-term survival under low
temperatures (4 °C) regulated by fat mobilization via the
hormone-sensitive lipase HOSL-1 (34). Therefore, we mea-
sured the expression levels of atgl-1::GFP in the intestine of
wild-type animals under various cultivation temperatures; its
expression was increased in 25 °C-cultivated wild-type com-
pared with 15 °C-cultivated wild-type worms (Fig. 4 C and D).
These findings demonstrate that the fat storage decrease caused
by ATGL-1 lipase may be activated in wild-type animals grown
at a higher temperature (25 °C).

Intestinal fat storage can be detected by staining with the oil
red O (ORO) dye (35). Gut fat storage in 25 °C-cultivated
wild-type animals was lower than that of 15 °C-cultivated wild-
type animals (Fig. 4 E and F). A temperature-dependent gut fat
alteration was not found in the flp-7 (neuropeptide) and npr-22
(receptor) mutants, and flp-7; npr-22 double mutants showed
similar abnormalities to those of the single mutants (Fig. 4F);
this indicates that the FLP-7 to NPR-22 pathway is involved in
gut fat loss at high temperatures.

In crh-1 mutants, the gut fat storage in 15 °C- and 25 °C-
cultivated animals did not differ (Fig. 4G, crh-1), and this abnor-
mality was rescued by the expression of a crh-1 cDNA in ASJ and
RMG neurons (Fig. 4G; crh-1; Ex[ASJp, RMGp::crh-1cDNA]).
Expressing a crh-1 cDNA in ASJ and RMG neurons in crh-1
mutants also rescued the crh-1 abnormal temperature acclimation
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(Fig. 1K); therefore, both temperature acclimation and
temperature-dependent gut fat loss were controlled by CREB
CRH-1 in the neural circuit from ASJ to RMG. In addition, crh-
1; flp-7 double mutants showed similar abnormalities in gut fat
loss as did the single mutants (Fig. 4G), which implies that FLP-7
promotes lipolysis in the gut downstream of CREB CRH-1.
To summarize the results of these physiological and genetic

examinations, the RMG receives temperature signaling from
ASJ neurons via PVQ neurons. The RMG neurons promote
the secretion of the neuropeptide FLP-7, which is received by
its receptor, NPR-22, in the intestine; this accelerates the
decrease in gut fat content via ATGL-1, which results in
decreased cold tolerance after growth at a high temperature
(25 °C) (Fig. 4H). The regulatory mechanisms revealed using

C. elegans in this study may represent conserved long-term
adaptive strategies in higher organisms.

Materials and Methods

Strains. C. elegans was grown under standard conditions. The N2 (Bristol) strain
was used as the wild-type strain in all of the experiments. The following strains
were used: crh-1(tz2), snb-1(md247), eat-4(ky5), tax-4 (p678), ocr-2 (ak47) osm-9
(ky10); ocr-1 (ak46), deg-1 (u38), glr-4(tm3239), glr-5(tm3506), nmr-1(ak4), nmr-
2(ok3324), mgl-1(tm1811), mgl-2(tm355); mgl-1(tm1811), avr-14(ad1305), avr-
14(ad1305); avr-15(vu227) glc-1(pk54), avr-14(ad1302); glc-1(pk54), unc-7(e5),
inx-2(ok376), inx-7(ok2319), inx-9(ok1502), inx-19(ky634), npr-22(tm8953), npr-
22(ok1598), flp-7(ok2625), npr-22(ok1598); flp-7(ok2625), crh-1(tz2); flp-7(ok2625),
and VS20(hjls67)[atgl-1p::atgl-1::GFP+mec-7::RFP].

A B

C

E F G

D

Fig. 3. The head-to-tail temperature acclimation neural circuit is regulated by glutamate signaling. (A) The abnormal temperature acclimation of eat-4
mutants lacking VGLUT was rescued by expressing EAT-4 in PVQ and other neurons. Number of assays, ≥8. The error bars indicate the SEMs. *P < 0.05;
**P < 0.01. (B) PVQ-specific knockdown of eat-4 caused abnormal temperature acclimation. Number of assays, ≥10. The error bars indicate the SEMs.
**P < 0.01. (C) Temperature acclimation of mutants defective in the glutamate receptor. Number of assays, ≥8. The error bar indicates the SEM. **P < 0.01.
(D) The RMG-specific knockdown of glr-4 and glr-5 caused abnormal temperature acclimation. Number of assays, ≥9. The error bars indicate the SEMs.
**P < 0.01. (E) Ca2+ imaging of RMG neurons in 15 °C-grown animals with glr-4 and glr-5 knockdown in RMG neurons. The YFP/CFP ratio change was detected
by yellow cameleon. The bar graphs indicate the average ratio of change in 142–146 s. Number of animals, ≥18. The error bars indicate the SEMs. *P < 0.05.
(F) Temperature acclimation of innexin mutants. Number of assays, ≥ 10. The error bars indicate the SEMs. **P < 0.01. (G) PVQ-specific knockdown of unc-7
and unc-9 slightly affected temperature acclimation. Number of assays, ≥18. **P < 0.01. Comparisons were performed using Welch’s t tests (B, D, E, G) or
one-way ANOVA followed by the Tukey-Kramer test (A) or Dunnett’s post hoc test (C, F).
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Temperature Acclimation Assay. The temperature acclimation assay was
conducted based on a previous report (4). Worms were cultured under well-fed
conditions on nematode growth media plates, which consist of 2% (wt/vol) agar
plates in 3.5-cm-diameter plastic dishes inoculated with Escherichia coli OP50.
One or more well-fed adult(s) (P0) were placed on a plate at the experimental
temperature for a 15 to 20 hours incubation period, which was terminated once
∼100 eggs were laid. P0 adults were then removed to synchronize growth.

Progeny were incubated from egg to adulthood at the initial (cultivating) tem-
perature. At the 15 °C cultivation temperature, progeny were cultured for 5 or
6 day; at the 25 °C cultivating temperature, progeny were cultured for 60–72 h.

When animals reached adulthood, assay plates were transferred to a second
(conditioning) temperature environment. After incubation at the conditioning
temperature, plates were immediately chilled on ice for 20 min and then trans-
ferred to a 2 °C refrigerator (CRB-41A, Hitachi, Japan) for 48 h. After 48 h at

A B C D

E F

G H

Fig. 4. Intestinal fat accumulation is affected by cultivation temperature through a neuropeptide. (A) The flp-7 and npr-22 mutants showed abnormal tem-
perature acclimation. Number of assays, ≥ 6. The error bar indicates the SEM. **P < 0.01. (B) Temperature acclimation of wild-type and flp-7 mutant worms
with glr-4 and glr-5 knockdown in RMG interneurons. Number of assays, ≥6. The error bars indicate the SEMs. *P < 0.05. **P < 0.01. (C, D) Expression levels
of atgl-1::GFP in 15 °C- and 25 °C-cultivated wild-type worms. Number of animals, ≥30. The error bars indicate the SEMs. **P < 0.01. (E) Representative image
of Oil Red O (ORO)-stained wild-type animals cultivated at 15 °C or 25 °C. (F, G) Intestinal fat contents of wild-type and respective mutant worms stained by
ORO. The fat content value in each bar is a relative value to the average of 15 °C-cultivated wild-type worms. Number of animals, ≥ 10. The error bars indi-
cate the SEMs. *P < 0.05; **P < 0.01. Comparisons were performed using Welch’s t tests (D) or one-way ANOVA followed by Dunnett’s post hoc test (A) or
Tukey-Kramer tests (B, F, G). (H) Model of the head-to-tail temperature acclimation neural circuit affecting intestinal fat accumulation. Warming stimuli
detected by ASJ head sensory neurons activate PVQ tail interneurons; then, PVQ neurons transmit glutamate signaling to RMG head interneurons, which
promotes the secretion of the neuropeptide FLP-7 from an unidentified neuron. FLP-7 is received by its receptor, NPR-22, in the intestine, thus inducing fat
loss via the activation of the triglyceride lipase ATGL-1, which results in decreased cold tolerance.
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2 °C, assay plates were incubated at 15 °C for 1 d. The number of living and
dead worms was then counted. Each assay was performed at least three times.

Multicycle Temperature Acclimation Assay. In this assay, worms were
grown under the same conditions as in the temperature acclimation assay. The
25 °C-grown worms in the young adult stage were transferred and incubated at
15 °C for 12 h. Subsequently, they were returned to 25 °C and maintained at
that temperature for various periods (0, 1, 3, or 5 h). Finally, worms were
exposed to a cold stimulus at 2 °C for 48 h.

Temperature Acclimation Assay with Primary Cold Conditioning. In this
assay, worms were grown under the same conditions as in the temperature accli-
mation assay. The 15 °C-grown worms in the young adult stage were exposed to
a primary cold stimulus at 2 °C for 0–48 h. Subsequently, worms were further
cultivated at 15 °C, 20 °C, or 25 °C for 8 or 12 h. Finally, they were exposed to a
cold stimulus at 2 °C for 48 h.

Statistical Analysis. The cold acclimation tests were performed on more than
six plates and on at least three different days. The data values for each experi-
ment are shown as dots in bar graphs. The error bars indicate the SEM. The sta-
tistical analyses presented in bar graphs were performed using unpaired Welch’s
t tests to compare two groups, and one-way ANOVA followed by Dunnett’s post
hoc test or the Tukey-Kramer test for multiple comparisons. Single (*) and dou-
ble (**) asterisks indicate P < 0.05 and P < 0.01, respectively. These tests were
performed using Mac statistical analysis version 3 (Esumi, Japan). See the SI
Appendix for additional details on raw data and statistical figures.

In Vivo Calcium Imaging. Animals were glued to a 2% (wt/vol) agar pad on a
glass slide and immersed in M9 buffer under a cover glass. The relative changes
in intracellular Ca2+ concentrations were measured as changes in the acceptor/
donor YC fluorescence ratio. Yellow cameleon (YC) fluorescence was simulta-
neously captured using an EVOLVE512 EM-CCD (charged-coupled device) cam-
era with dual-view (Photometrics, USA), an iXonUltra888 EM-CCD camera with
CSU-W1 (Andor, UK), or an ORCA fusion camera with W-view (Hamamatsu Pho-
tonics, Japan). Band-pass filters for all YC experiments were used as described in
previous reports (3, 8–10, 36, 37). See the SI Appendix for additional details.

RNA Interference (RNAi) in Specific Neurons. Transgenic introduction of
RNAi in specific neurons was performed as described previously (38). The sense
and antisense sequences of the gene used for RNAi were amplified according to
the clones in Ahringer’s library (39). Cell-specific promoters were fused with
gene fragments cloned in the sense and antisense directions. See the SI
Appendix for additional details.

ORO Staining. ORO staining was performed as reported previously (35).
Worms were synchronized and cultivated at a constant temperature; then, day 1
adult worms were harvested and washed 3 times in 1× phosphate-buffered
saline (PBS) (pH 7.4). To permeabilize worms, 120 μL PBS and an equal volume
of 2× modified Ruvkun’s witches brew buffer (160 mM KCl, 40 mM NaCl,
14 mM Na2EGTA, 1 mM spermidine-HCl, 0.4 mM spermine, 30 mM Na-Pipes,
pH 7.4, and 0.2% b-mercaptoethanol) containing 2% paraformaldehyde were

added and gently rocked for 1 h. After removal of the permeabilizing buffer,
worms were washed with 1× PBS. For dehydration, 1.0 mL of 60% isopropanol
was added and allowed to incubate for 15 min. An ORO stock solution (1% ORO-
containing isopropanol) was equilibrated for several days, diluted to 60% with
water, rocked for 1 h, and then filtered with a 0.22-mm filter. After dehydration,
the 60% isopropanol was removed, 1 mL of ORO staining solution was added,
and worms were incubated with rotation. Subsequently, the ORO solution was
removed, and worms were washed 3 times with 1.0 mL of 1× PBS containing
0.01% Triton X-100. Finally, worms were mounted, and bright-field images were
acquired using a Canon color CCD camera.

Image Acquisition and Quantification. All ORO-stained images were acquired
under identical settings and exposure times. ORO fluorescence was acquired
from the color images using MetaMorph version 7.8 (Molecular Devices, USA)
for each animal, and quantified by inverting the red channel intensity and sub-
tracting the inverted value of the mock worm. The mean ORO fluorescence inten-
sities per animal were estimated as the total intensity within an enclosed area of
the second and third pairs of intestinal cells.

Quantification of ATGL-1::GFP Fluorescent Images. Quantification of ATGL-
1::GFP fluorescence was performed as reported previously (32). Fluorescent
images were captured by the MetaVue software version 7.10 (Molecular Devices)
using a 20× objective lens on an Olympus IX81 microscope with a monochrome
CCD camera. The mean ATGL-1::GFP fluorescent intensities per animal were esti-
mated as the total intensity within an enclosed area of the second and third pairs
of intestinal cells.

Data Availability. All of the study data are included in the article and/or
supporting information.
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