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Temperature but not leptin
prevents semi-starvation induced
hyperactivity in rats: implications
for anorexia nervosa treatment

Angela Fraga?, Marcos C. Carreira®*, Andrea Gonzalez-lzquierdo®*, Carlos Diéguez*>,
Miguel Lopez(®*® & Emilio Gutiérrez(®2*

The hypothesis linking hyperactivity with weight loss associated hypoleptinemia in anorexia nervosa
gained momentum after a study showing that leptin suppressed semi-starvation induced hyperactivity
in rats. Alternatively, ambient temperature is a key modulating factor of activity in semi-starved rats.
The aim of the study is to compare the efficacy of leptin with increased ambient temperature in the
prevention of hyperactivity in semi-starved rats. 74 Sprague-Dawley male rats were employed in two
experiments with the difference residing in the length of baseline. After an extended (28 days), or
shorter (14 days) baseline with free access to food and the running wheel, housed at 21 °C, animals were
either ad-lib feed or food restricted (60% of food ingested during previous week) and infused with same
amount of leptin at 21 °C, 25°C, or vehicle at 21°C, 25°C and 32 °C for a week. Animals housed at 32°C
significantly reduced wheel running and weight loss during food restriction while animals given leptin
did not yield no differences in activity or weight loss. Moreover, unlike animals housed at 32 °C, body
temperature of leptin infused animals housed at 21 °C was significantly reduced during food restriction.
Furthermore, leptin treated rats without a preceding stable pattern of activity displayed a severe
dysregulation of circadian rhythm in activity and a collapse of body temperature. Housing temperature
plays a more critical role than leptin in the regulation of semi-starvation induced hyperactivity in rats,
which may be of relevance for the management of hyperactivity in anorexia nervosa.

Hyperactivity is a characteristic sign in anorexia nervosa (AN) has been described since the first modern portray-
als of the illness!? with a prevalence as high as 80%°. Although the relevance of excessive activity was considered
a fundamental clinical feature* even before the DSM-III® was published, hyperactivity has traditionally been con-
sidered marginal among AN signs®, being conceptualized as a mere strategy to burn off calories”. However, this
conceptualization contradicts research showing that excessive activity often precedes the onset of the disorder?,
as already pointed and the beginning of XX century’.

The negative vicious cycle between diet and exercise is reproduced in two analogous animal models that
mimic weight loss and hyperactivity, as well as many others signs in AN; the activity based anorexia (ABA)
model', and the semi-starvation induced hyperactivity (SIH) model'!. Both models focus on the excessive
activity of food-restricted rats but whilst ABA underlines the effect of running activity in food intake, that is,
self-starvation!?, SIH focuses on the effects of food restriction on the increase of running activity. The key dif-
ference between ABA and SIH lies in the way rats face food restriction. Food restriction in SIH procedure is a
restriction in the amount of food served to rats, usually rats receive a daily ration equal to 60% of food consumed
during previous ad lib phase, and rats are allowed eat that amount during the 24 hours after food delivery. In
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contrast, food restriction in ABA consist of a restriction in the time in which rats have access to food. This means
that the day that ABA rats are introduced to the food restricted schedule they have a limited time (between 1h
and 1.5h) to eat as much as they are able. However, given the natural feeding pattern of rats consists of brief visits
to the feeder during the hours of darkness with occasional visits during the light period, the food restriction in
SIH is more lenient than in ABA". The ABA model is a more demanding model, as a matter of fact 80% of the
animals end up being removed from the experiment due to the severe weight loss in order to avoid impending
death. On the other hand, the amount of food provided to animals exposed to SIH allows a less substantial weight
loss and thus self-starvation is prevented in rats.

Among the different hypotheses put forward to explain the increase in activity in food restricted rats, two
focus on the consequences of weight loss; hypoleptinemia and hypothermia. Leptin levels increase with adipose
tissue accretion and decreases with loss of adipose mass'®. Seen from this perspective, hypoleptinemia would
trigger foraging behavior due to the disappearance of leptin’s inhibition over the reinforcement effect of physical
activity'>~17. As for, the hypothesis underlining hypothermia, it is suggested that increased activity in calorie
restricted animals could be a surrogate thermoregulatory mechanism to maintain body temperature's.

Both hypotheses have been studied in the ABA procedure. With respect to leptin, a pivotal study'® showed
that the peripheral administration of leptin via osmotic minipumps both prevented and reversed hyperactiv-
ity. However, despite wheel running reduction was observed, this was not translated into body weight recovery.
Moreover, chronic intracerebroventricular (ICV) infusion of leptin successfully prevented excessive running in
ABA, although rats had to be withdrawn from the experiment due to hypothermia with a substantial weight loss
and a significant lower cumulative food intake than vehicle infused animals?. Moreover, acute ICV leptin into the
ventral tegmental area (VTA) suppressed wheel running without a negative effect on food intake?!. Similar results
were reported when leptin was bilaterally injected in the VTA. With respect to hypothermia, previous research in
rats exposed to ABA has shown that the supply of heat??~?* prevented excessive running and weight loss. In this
sense, increased ambient temperature (Ta), both reversed excessive activity and improved food intake allowing
bodyweight recovery, an effect replicated in male and female animals**-?’.

To date, the hypothesis linking the increase in activity to hypothermia has not been tested in SIH, and no
replication has been published regarding leptin effects on SIH. Thus, the aims of this study are twofold: 1) to
replicate the original study performed by Exner et al.'®, and to compare the efficacy of leptin and heightened Ta
in SIH model in order to determine if housing temperature and not leptin plays a critical role in the regulation of
semi-starvation induced hyperactivity in rats, which may be of relevance for the management of hyperactivity in
anorexia nervosa in humans. It is worth noting, the suggestion of keeping patients warm was first recommended
by William Gull in his seminal paper where the term anorexia nervosa was coined?.

Materials and Method

Subjects. Male Sprague-Dawley rats (130-190 g) were acquired from the University Animal Resources
Centre. They were kept in the colony room with food and water ad libitum on a 12-hr light - dark cycle (LD, lights
on from 0800 to 2000 hours). Ambient temperature set at 21 °C £+ 1°C.

The ethics committee on the use and care of animals of Santiago de Compostela University approved all
described procedures (project license 15004/17/002). All experiments were carried out in accordance with Royal
Decree 53/2013 of February 1, Law 32/2007 of November 7, and European Communities Council Directive
2010/63/UE of September 22, on the protection of animals used for experimental and other scientific purposes.

Apparatus. Cages (48 x31.5 x47 cm) equipped with a Whatman-type activity wheel (1.12-m circumference
35.7 cm diameter, 10-cm-wide running surface of a 10-mm mesh bounded by clear Plexiglas and stainless steel
walls; Panlab Harvard Apparatus, Barcelona) were placed inside wooden incubators (60 x 60 x 60 cm) with
polycarbonate roofs, provided with a 150-W heat wave lamp, connected to a thermostat and a probe positioned
at the level of the animal, which allowed individual control of Ta. All cages were lined with wood shavings (Poplar
wood granulate; Safe Select Fine, Wordwide Headquaters, Germany).

Procedure. Two studies were performed with the difference residing in the length of the baseline. In both
experiments, body temperature and activity transmitters (PTD 4000 E-Mitter; Respironics Mini Mitter Inc.,) were
implanted into rats one week prior to the start of the experiment. The rats were allowed seven days to recover and
were left undisturbed except for being weighed on alternate days.

On the eighth day, rats were weighed and transferred to running wheel cages and were feed ad libitum (AL)
with a standard diet (SAFE A04: 3,1% fat, 59,9% carbohydrates, 16,1% proteins, 3.339kcal-g~'; Augy, France) and
given free access to running wheels for 24 hours (Phase I). The duration of this AL phase was of 28 days in the first
experiment (see Supplementary Fig. S1A) and 14 days in the second experiment (see Supplementary Fig. S1B and
S1C). Ambient temperature in both experiments was set at 21 °C. Animals were weighed between 1030 and 11
hrs before being provided with enough quantity of food. Body weight and food intake were measured daily and
running activity and body temperature were recorded every minute.

Phase 2, a food restriction phase (RF) began with rats matched for activity and body weight being assigned to
one of three groups. During RF phase rats were given a 60% of the food ingested during the previous week. On
Day 0, animals were briefly anaesthetized and osmotic minipumps (model 2001; Alzet Osmotic Pumps Corp)
were implanted subcutaneously delivering either 1.29 mg/ml of recombinant rat leptin (supplied by ProSpec-Tany
Techno-Gene Ltd.,) or a similar volume of vehicle (phosphate buffered saline) during the RF phase. As indicated
in the two digits of the abbreviated group name, during the RF phase Ta remained constant at the same temper-
ature as in the previous AL phase for four groups (21LEP, 21VH, 25 LEP, and 25 VH), whereas Ta was increased
from 21°C to 32°C for a fifth group (32VH). Furthermore, two additional groups of rats housed at 21 °C were
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maintained with food ad libitum for a week after completing a 14 days AL phase, and they did not undergo food
restriction (Supplementary Fig. S1C).

The animals were sacrificed by decapitation on Day 6 after the weighing routine. Trunk blood was collected
into specific tubes (BD Vacutainer) and centrifuged at 3200x g for 15min at 4°C to separate the serum. Then
serum was stored at -80 °C until assay. Interscapular brown adipose tissue (BAT) was collected, frozen and stored
at —80°C. Unfortunately, a freezer malfunctioning damaged stored blood samples from Experiment 1 and from
ad libitum study.

Surgeries. Both transmitter and osmotic minipumps were implanted under ketamine-xylazine anaesthesia
(50 mg/kg, intraperitoneal). The ventral surface of the abdomen (for transmitter) and the dorsal surface of the
lumbar area (for osmotic minipump) was shaved and sterilized. A 1 cm skin incision and a cavity were made using
blunt dissection. The corresponding device was slipped into the abdominal or the lumbar cavity and finally the
incision was sutured with surgical silk.

BAT Western blotting. A third portion of collected BAT was homogenized in lysis buffer containing pro-
tease inhibitor cocktail tablets (Roche Diagnostics), and the protein concentration was determined using the
Bradford method (Protein assay dye concentrate, Bio-Rad Laboratories).Ten micrograms of total protein were
subjected to SDS-PAGE on 10% polyacrylamide gels, and electro-transferred to polyvinylidene difluoride mem-
branes with a semidry blotter. Membranes were blocked in TBS/Tween with 3% of BSA (Bovine serum albumin,
Sigma Aldrich) and probed with antibodies against UCP1 (Abcam) and a-tubulin (Sigma-Aldrich). Membranes
were incubated with the corresponding secondary antibody: anti-rabbit for UCP1 and anti-mouse for a-tubulin
(DAKO). Detection of proteins was performed with Enhanced chemiluminiscence (ECL) reagents (Pierce ECL
Western Blotting Substrate, Cultek) according to the manufacturer’s instructions, exposed to x-ray films, devel-
oped and fixed under appropriate dark room conditions. Autoradiographic films were scanned and the band
signal were quantified by densitometry using ImageJ-1.33 software (NIH), as formerly shown?=!. Values were
expressed in relation to a-tubulin. Adobe PhotoShop CC were used to crop and assemble the images for the
presentations.

Serum leptin analyses. Leptin levels were determined using a Rat Leptin ELISA kit (Linco Research St.
Charles; Cat #EZRL-83K; sensitivity 0.04 ng/ml).

Statistical analysis. Data were expressed as mean + S.E.M. Statistical analysis was performed using SPSS
21.0 software. The statistical analyses performed were repeated measures ANOVA, ONE-Way ANOVA, Student’s
t- tests and Chi-square test when appropriate. Significance was established at p < 0.05, two tailed. Bonferroni cor-
rection was performed to avoid a type 1 error in all multiple comparisons. When Mauchly’s Test Sphericity was
significant, the Greenhouse-Geisser correction was applied.

Ethical approval. All applicable international, national, and/or institutional guidelines for the care and use
of animals were followed.

Results
Experiment 1. Figure 1 shows the evolution of body weight, body temperature, and activity of animals
(21LEP,n=10;21VH,n=10;32VH,n=11).

There were no changes in running in the last two weeks of the AL phase, F (3.9, 110.9) = 1.662; p=0.164, as
rats showed a stable pattern of activity (Fig. 1A). The implant of minipumps (Day 0) caused an abrupt decrease
in activity and body temperature during the remaining light hours of Day 0. For rats housed at 21 °C, running
activity recovered to pre-surgery level on Day 1. During the week of RF, a main effect was observed, F (2, 28) =
15,122 p < 0.0001, which showed the running activity of animals housed at 32 °C was less than animals at 21 °C,
receiving either leptin or vehicle (both p=0.001). On the last day of the RF phase (Day 6), the activity of animals
housed at 21 °C was eight (21VH) to ten times (21LEP) higher than the activity of warmed rats, and no significant
differences were found between groups housed at 21 °C, except on Day 1 when running activity of leptin infused
rats was significantly lower than in vehicle treated rats (p =0.025).

Furthermore, regarding the diurnal rhythm of wheel-running activity, the percentage ratio of Light phase
activity/whole day activity [L/(L+ D) %, see Table 1] was significantly reduced for 21LEP rats during most of the
RF phase in comparison to 21VH and 32VH rats, whilst it was significantly increased for the last day of the RF
phase.

Regarding body weight (Fig. 1B), all animals gained weight over days, F (2.7, 76.5) = 511.837; p < 0.0001, but
no significant differences were found between groups in accumulate body weight gain (Fig. 2A) during the last
14 days of the AL phase, (67.70 £4.43g,69.90+3.11g, 68.00 £2.62 g, for 21VH, 21LEP and 32VH, respectively).
During the RF phase body weight evolved differently for the different groups over days, F (2.2, 61.9) = 88.209;
p <0.0001, but whereas groups housed at 21°C (21VH and 21LEP) lost weight, body weight of 32VH animals
significantly increased F (4.4, 61.9) = 33.148; p < 0.001, as depicted on Fig. 2A. No differences in body weight or
accumulate body weight gain were found between 21VEH and 21LEP groups.

In regard to body temperature (Fig. 1C) there were no differences between groups for the last two weeks of the
AL phase, F (2, 28) = 0.366; p=0.697. However, during the RF phase there was a main effect for Ta, F (2, 28) =
4.941; p=0.015, and an interaction effect F (5.2, 73.1) = 2.312; p = 0.05 that was indicative of a decrease in body
temperature in 21VH and 21LEP animals (no significant differences between them), while body temperature of
32VH rats increased. Post hoc analysis revealed that differences in mean body temperature were due to differ-
ences between 32VH and 21LEP rats (p=0.002), but differences between 32VH and 21VH rats only approached
significance (p =0.07).
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Figure 1. Daily running wheel activity (A), body weight (B), and body temperature (C) from Study 1, during
the two last weeks of ad libitum (AL) phase (Day -14 to Day -1), and a food restricted (RF) phase of 7 days

of duration. Rats were treated with leptin (open symbols, ) or vehicle (closed symbols, @, A) via implanted
minipumps during RF phase. Ambient temperature (Ta) during RF was maintained at 21 °C (solid line), as in
AL phase, or increased to 32°C (dotted line). Vertical dashed line separates AL and RF phases. “p < 0.05 and
*p<0.01 for 21VH vs 32VH. *#p < 0.01 for 21LEP vs 32VH. *p < 0.05 for 21VH vs 21LEP. Results expressed as

mean + SEM.
Study 1
FRO | FR1 FR2 FR3 FR4 FR5 FR6
21VH — 3.2%¢ 4.2%° 8.2%¢ 9.8%¢ 10.6%° 9.2%
21LEP — 1.8% 3.2% 3.6% 5.6% 9.8%" 14.6%"¢
32VH — 14.0%%¢ 14.3%*0 6.0% 9.0% 6.3% 8.5%

Table 1. Daily wheel running percentage ratios of light phase /whole day activity - L/(L + D) - across
food restriction phase for Study 1. Activity data for first day of food restriction phase has been excluded in
the analysis due to the attenuation in activity due to implantation of osmotic minipumps. Abbreviations:
“Significant differences between 21VH and 32VH. *Significant differences between 21LEP and 32VH.
‘Significant differences between 21VH and 21LEP. Chi square test, all differences p < 0.01.
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Figure 2. Accumulated weight gain during ad libitum (AL) phase, and restricted feeding (RF) phase for groups
receiving leptin or vehicle housed at 21°C or 32°C in Study 1 (A), and 21 °C, 25°C or 32°C in Study 2 (B).
“p < 0.001 for 21°C vs 32°C. #*p < 0.001 for 25 °C vs 32 °C. Results expressed as mean + SEM.

As seen in Fig. 3A, protein levels of UCP1 in BAT of 32VH animals were significantly reduced compared to
animals housed at 21 °C, receiving either vehicle (21VH, p=0.001) or leptin (21LEP, p < 0.0001). Otherwise,
UCP1 for leptin-treated rats was significantly up-regulated (p = 0.045) when compared to the 21VH group.

Experiment 2: Short baseline.  Given the negative results regarding the poor preventive effect of leptin on
wheel running, the efficacy of leptin on reversing wheel running was not studied further. Instead, we shortened
baseline by two weeks and added a further two groups housed at 25°C in order to start the RF phase with a level
of wheel running comparable to that shown by animals in Exner et al’s study'® since an excessive activity during
the AL Phase could be masking the inhibitory effect of leptin on hyperactivity during the FR Phase. On the other
hand, another effect of leptin is reduced food intake even in food-restricted animals®*-**. Therefore, because the
presentation and measurement of food consumption in SIH do not allow to detect any appetite-diminishing effect
of leptin, food consumption was monitored during the first 90 minutes after being served the daily ration, as typ-
ically reported in ABA procedure. This strategy allowed us to verify the proper functioning of leptin.

With respect to activity (Fig. 4A), there were no significant differences during the AL phase in animals housed
at either 21°C, or 25 °C, but running was threefold less in animals housed at 25°C than in rats at 21 °C. Also, as in
Study 1, minipumps surgery caused decreased running activity and body temperature but pre-surgery levels of
activity were soon recovered for animals housed either at 21 °C, and 25 °C, but not for the animals at 32 °C. During
the RF phase, animals maintained at Ta21 °C ran more than Ta32 °C rats, which on the last day showed five times
less activity than 21VH or 21LEP animals (both p < 0.0001). In comparison, daily running was significantly lower
in animals housed at 25 °C Ta than in 21 °C animals (Day 0 to Day 6, p < 0.01), but significantly higher than in Ta
32°Crats (p <. 05, except for Day 0 and 5).

With respect to the diurnal rhythm of wheel-running activity at variance with Study 1 warming prevented the
rise of L/(L+ D) % in 32VH rats which was significantly lower than in 21 °C housed rats (Table 2). Furthermore,
leptin again significantly reduced the L/(L 4+ D) % of 21LEP during most of the RF phase with respect to 21VH
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Figure 3. Western blot quantification of UCP-1 protein levels in BAT of rats either exposed to food restriction
(RF) or ad libitum-fed (AL) under different ambient temperature (Ta) and treatments (vehicle, VH, or leptin,
LEP). (A) RF rats housed at 21 °C, receiving leptin or vehicle vs. vehicle-rats housed at 32°C from Study 1.

(B) RF rats housed at 21° C receiving leptin or vehicle vs. vehicle-rats housed at 32°C from Study 2. (C) RF

rats housed at 25° C receiving leptin or vehicle. (D) AL rats housed at 21°C receiving either leptin or vehicle.
“p<0.05and “p < 0.01 for 21VH vs 32VH. #p < 0.01 and ***p < 0.001 for 21LEP vs 32VH. $p < 0.05 for vehicle
vs leptin at 21°C, 25°C and fed ad libitum. Results are expressed as mean £ SEM. Images of blots have been
cropped; uncropped images are shown in Supplementary Figure S6.

rats, but on last day 21LEP rats significantly exceeded the activity of 21VH rats, reaching 60% of the total daily
activity during the light period. Regarding rats housed at 25°C, the L/(L 4+ D) % of 25LEP rats was significantly
reduce during the first half of the RF phase (Table 2), but in the second half leptin again aggravated disruption of
the diurnal rhythm of wheel-running activity. Moreover, as depicted Fig. 5C, mean diurnal activity of 21LEP rats
was significantly lower in comparison to 21VH rats for Days 1-3 (all p < 0.05).

Concerning bodyweight, there were no differences in accumulate body weight gain (Fig. 2B), or mean body
weight (Fig. 4B) during the AL phase. During the RF phase, there was a significant interaction for Days x Ta, (8.5,
72.4) = 10.937; p < 0.0001 with respect to body weight, 32VH animals showed a slower and less pronounced
weight loss respect to animals housed at 21 °C and 25 °C, but no differences were observed between leptin and
vehicle animals at 21 °C and 25 °C. On the other hand, the decline in body weight of all of animals housed at 21 °C
was significantly greater than for Ta 25°C animals F (1, 25) = 16.928, p <.0001 (Fig. 4B). When the ANOVA
was restricted to the last four days of the restriction phase, there were no differences between animals at 25°C
and 32°C, but there were significant differences among animals housed at 21°C and 32°C, F (2, 25) = 9.392;
p=0.001. Likewise, there were significant differences in accumulated weight gain, with weight loss in the 32VH
group being lower than in animals housed at 21°C and 25°C (p <.001 in both cases, see Fig. 2B), but no differ-
ences were found between vehicle and leptin groups at 21 °C, or 25°C.

Regarding body temperature (Fig. 4C), there were no differences among groups during the AL phase. During
the RF phase, 32VH animals had significantly higher body temperature than those housed at either 21°C or 25°C
(p<0.0001 for both groups). Among animals housed at 21 °C and 25 °C, only 21LEP animals showed a lower
body temperature than 21VH (p =0.03). However, as shown in Fig. 5C, differences among leptin treated animals
were more clearly limited to light hours as body temperature of 25LEP was significantly higher than that of 21LEP
animals for Daysl to 6 (p =0.05). During the dark phase (Fig. 5D) only on Day 6 was body temperature signifi-
cantly lower in 21LEP than 25LEP animals.

Regarding food intake, (Supplementary Fig. S2A) food consumption for the first 90 minutes during the
RF phase revealed that rats housed at 32 °C ate significantly less than rats housed at 21 °C (both p < 0.0001).
Moreover, food intake for 21LEP was significantly lower (p=0.01) than for 21VH animals during the first 5 days
of the RF phase (Day 0 to 4).
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Figure 4. Daily running wheel activity (A), body weight (B), and body temperature (C), during a two weeks ad
libitum (AL) phase, and a food restricted (RF) phase of 7 days of duration. Rats were treated with leptin (open
symbols, O, []) or vehicle (closed symbols, @, A, m) via implanted minipumps beginning on the first day of

RF phase. Ambient temperature (Ta) during RF was maintained at 21 °C (solid line) or 25°C (dot dash line),

as in AL phase, or increased to 32 °C (dotted line). Vertical dashed line separates Al y RF phases. “p < 0.01

and ""p < 0.001 for 21°C vs 25 °C. ***p < 0.001 for 21°C vs 32°C. *p < 0.05 and ***p < 0.001 for 25°C vs 32°C.
&p < 0.05 for 21VH vs 21LEP. "'p < 0.001 for 21VH vs 32VH and 21LEP vs 32VH. Results expressed as mean =+
SEM.

With respect to serum leptin levels (Supplementary Fig. S2B), there were differences among groups in circu-
lating leptin levels F (2, 23) = 7.228, p=0.004. Post hoc analyses revealed that the leptin level was higher for the
21LEP group in comparison to 21VH, t (12) = 3.011, p=0.011, and 32VH, t (18) = 2.341, p=0.031, demonstrat-
ing the efficacy of the treatment. Moreover, 32VH rats showed higher serum leptin levels than 21VH rats, t (16)
=2.831, p=0.012.

As for the protein levels of UCP1 in BAT of 32VH animals, these were significantly lower as compared to ani-
mals housed at 21 °C, receiving either vehicle (21VH, p=0.031) or leptin (21LEP, p=0.001), whilst 21LEP levels
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Study 2

FRO | FR1 FR2 FR3 FR4 FR5 FR6
21VH |- 41.0%%¢ 38.7%% 33.9%% 43.1%% 50.8%% 54.5%°
21LEP |- 12.5% 20.5% 24.6%" 38.4%" 47.0%" 59.5%"¢
32VH | - 31.2% 16.2% 15.4% 21.3% 25.2% 26.3%
25VH - 53.2%¢ 57.6%" 68.1%" 67.2% 57.1% 53.6%
25LEP |- 39.0% 49.8% 58.3% 64.1% 62.3%" 66.6%"

Table 2. Daily wheel running percentage ratios of light phase /whole day activity - L/(L + D) - across
food restriction phase for Study 2. Activity data for first day of food restriction phase has been excluded in
the analysis due to the attenuation in activity due to implantation of osmotic minipumps. Abbreviations:
“Significant differences between 21VH and 32VH. ’Significant differences between 21LEP and 32VH.
‘Significant differences between 21VH and 21LEP. “Significant differences between 25VH and 25LEP. Chi
square test, all differences p < 0.01.
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Figure 5. Daily running activity and body temperature for light (left panels) and dark periods (right panels)
during food restriction (RF) phase. Top panels (A,B) are for rats of Study 1 with a preceding ad libitum
baseline of 28 days. Bottom panels (C,D) represent data for rats of Study 2 with a preceding ad libitum baseline
of 14 days. Rats were treated with leptin (LEP, white symbols O, [[]) or vehicle (VH, dark symbols @, A, W),

via implanted minipumps. Body temperature from animals which ambient temperature (Ta) during RF was
maintained at 21 °C (solid lines) or 25°C (dot dash lines), as in AL phase, or increased to 32 °C (dotted line).

“p <0.05 for 21VH vs 21LEP. *p < 0.05 and **p < 0.01 for 21LEP vs 25LEP. Activity and body temperature are
presented as mean + SEM. Legends. Wheel running bars: 21VH, black bars; 21LEP, white bars; 32VH, dotted
bars; 25VH, hatched bars; 25LEP, cross-hatched bars.

were up-regulated (p = 0.026) with respect to 21VH group (Fig. 3B). The comparison between animals housed at
25°C and 25VH showed differences in protein levels of LEP25 only approached significance (p =0.119, as shown
in Fig. 3C).

Active ad libitum rats. In order to determine the effect of leptin on food intake, body weight, running activ-
ity, and body temperature, a group of rats (n=15) housed at 21 °C were also studied for a 21-day period. After
fourteen days of AL baseline, as in Study 2, two groups of rats matched for pretreatment activity and body weight
and were continuously infused with either leptin 1.29 mg/ml (n = 8) or vehicle (n="7) for seven days.

There were no differences between groups in wheel running during the AL phase. As in Exp. 1 and 2, there was
a decrease in activity and body temperature caused by the implanting of minipumps. Leptin seemed to facilitate
wheel running (Supplementary Fig. S3A), but no differences were found in running activity during the week rats
were infused either with vehicle or leptin, F (1, 13) = 0.513; p=0.486.

In terms body weight, no differences were found in body weight or accumulated body weight gain during the
AL phase, and after implanting minipumps there were no differences either in body weight, F (1, 13) = 0.446;
p=0.516, or in accumulated weight gain, t (13) = 1.036; p=0.319 (Supplementary Fig. S3B and Supplementary
Fig. $4B).

SCIENTIFIC REPORTS |

(2020) 10:5300 | https://doi.org/10.1038/s41598-020-62147-z


https://doi.org/10.1038/s41598-020-62147-z

www.nature.com/scientificreports/

With respect to body temperature, (Supplementary Fig. S3C), there were no differences between groups
either during the first two weeks, or in the third week between leptin and vehicle treated rats. As for food intake
(Supplementary Fig.u S4A) there were no differences between groups during the AL phase. However, during
the third week leptin treated rats ate less than vehicle treated rats, F (1, 13) = 5.560; p =0.035. Notwithstanding,
reduced food intake of leptin treated rats was not reflected in differences in body weight gain during the third
week in comparison to vehicle treated rats (Supplementary Fig. S3B).

Finally, regarding protein levels of UCP1 in BAT, these were significantly higher, t (13) = —2.285; p=0.040 in
leptin infused rats, as shown in Fig. 3D.

Discussion

Our findings provide evidence that increased Ta is more effective than leptin in preventing the increase in run-
ning activity and weight loss. Moreover, this report demonstrates the protective role of increased Ta in pre-
venting hypothermia in food-restricted rats, which strengthens the evidence that temperature is a key factor in
semi-starved rats.

It is intriguing that leptin treatment did not prevent wheel running as previously reported!’, and only had
a brief and transient effect on reducing wheel running during the light period of the light/dark cycle. However,
leptin had no significant effect on total daily wheel-running activity, and at the end of the RF phase the increase
in activity of leptin infused rats during light hours surpassed the activity of vehicle rats. Nevertheless, in line with
results reported elsewhere' leptin facilitated wheel running in ad libitum-fed running rats, but again at variance
with this study leptin did not produce significant differences in body weight in ad libitum-fed running rats. The
use of recombinant rat leptin, as in our study, instead of recombinant mouse leptin is more appropriate, although
molecules are 95.9% similar and no significant differences were detected in relation to food intake, body weight or
body temperature®. Therefore, this discrepancy in the result may be partially due to the different timing in food
delivery; three hours after the beginning of the light period in our study vs. one hour before the beginning of the
dark period in other studies'. As a nocturnal animal, rats are more active and eat during the night so mistimed
eating has metabolic consequences®”.

Moreover, there is a substantial difference in wheel running between our study and the former report!®, where
a maximum activity of 4800 wheel turns the last day of the RF phase was reported (a level of baseline activity
three times higher); in contrast our animals ran over 11.000 turns, only 1.4 times baseline activity. There is no
simple answer to these differences in activity and they cannot be attributed to the different strain of rats used in
our study, as there are not reported differences in circadian wheel running between Sprague Dawley and Wistar
rats®. Furthermore, in all three studies reviewed, the reported level of activity during ad libitum feeding was
similar for the three different batches of rats employed and is in line with the paper that served as the basis for
the SIH procedure®. A likely explanation for differences in wheel running during the ad libitum baseline resides
in the two Celsius degrees of difference in Ta between the two studies, as Ta is a potent modulator of activity in
laboratory rats'®. In fact, the low baseline activity shown in the Exner et al. study'® parallels ad libitum-fed base-
line activity of rats housed at 25 °C, which is coherent with activity reported by previous research performed at
this Ta''. However, even in these Ta conditions, contrary to a previous report'?, leptin worsened dysregulation of
the diurnal rhythm of wheel running. Future studies may explore the possibility that leptin effects would require
moderate achiever rats that do not attain high stable levels of spontaneous activity*'.

Adaptative thermogenesis is essential to maintain body temperature under sub-thermoneutral ambient tem-
perature and is one of the physiological responses that expends most energy*2. Food restriction influences BAT
thermogenesis throughout the reduction in UCP1 levels** while physical activity can increase, reduce or not alter
it in rodents*. In addition, leptin increased adaptive heat production too*. Thus, although UCP1 expression in
BAT was significantly down-regulated in 32VH rats, leptin increased UCP1 in BAT with respect to vehicle-rats
but was not associated to increased body temperature nor higher weight loss either under ad libitum or restricted
feeding housed at 21 °C*. Considering that 21 °C represents a mild cold stress even for ad libitum-fed animals¥,
the reduced energy intake during the RF phase is clearly insufficient to compensate for the energetic cost asso-
ciated with the defense of body temperature summed to the cost of wheel running. Although, animals in Study
1 housed at 21 °C almost doubled wheel running in comparison to animals in Study 2, they showed a better
preservation of body weight, body temperature and lower L/L + D ratio during the RF phase, irrespective of
treatment. However, the four weeks’ ad libitum-fed baseline in Study 1 allowed for a better adaptation of the rats
to the wheel. Furthermore, as food received during the RF was 60% of food ingested during previous week, higher
food consumption at the end of AL phase in Study 1 provided these animals with an extra 5 grams (17.55kcal/g)
of food daily during the RF phase (Supplementary Figure S5). However, these differences among animals at 21 °C
between Study 1 and 2 were attenuated in animals housed at 25 °C, and disappeared in animals housed at 32°C.
Thus, better body weight preservation in warmed animals was linked to reduced energy expenditure, as we have
described in a previous pair-feeding study where thermoneutrality (32 °C) was more influential for body weight
maintenance than food availability in food restricted rats®’.

Conclusion

Considering the subtle and transitory effect of leptin on activity together with its adverse effects on food intake
and body temperature®, one must be cautious in drawing conclusion regarding the potential utility of leptin in
the treatment of AN patients*®*. Especially when the association between hypoleptinemia and hyperactivity in
AN is not so linear as it was previously thought but also depends on age, duration and stage of the disorder?°.
Thus, at the beginning of the disorder, leptin levels could trigger foraging behavior increasing physical activity,
which is maintained until an adaptation to these low levels of leptin occurs and activity levels would not be influ-
enced anymore. Moreover, studies with metreleptine (a synthetic analogue of leptin) in thin women who perform
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vigorous exercise and with hypoleptinemia, showed a reduction in adipose tissue even when the dose was care-
fully controlled to avoid weight loss®»*2. On the other hand, increased Ta effectively prevents hyperactivity, weight
loss and hypothermia in rats exposed to STH procedure.

Bearing in mind the current absence of effective treatments for AN®3-%%, the findings of this study reinforce
previous research performed with the ABA procedure?*=?’, and call for translational research exploring the ther-
apeutic utility of heat in the treatment of hyperactivity in AN*®. Notably, providing patients with a warming
environment of 32 °C has also shown to be useful in reducing postprandial anxiety in AN patients*, strengthen-
ing previous evidence of the beneficial effect of adding active warming in the treatment of hyperactivity in AN
patients®®2,

Received: 22 October 2019; Accepted: 3 March 2020;
Published online: 24 March 2020

References
1. Casper, R. C. Behavioral activation and lack of concern, core symptoms of anorexia nervosa? Int. J. Eat. Disord. 24(4), 381-393
(1998).
2. Casper, R. C. The ‘drive for activity’ and “restlessness” in anorexia nervosa: Potential pathways. J. Affect. Disord. 92, 99-107 (2006).
3. Davis, C. Eating disorders and hyperactivity: a psychobiological perspective. Can. J. Psychiatry 42, 168-75 (1997).
4. Kron, L., Katz, J. L., Gorzynski, G. & Weiner, H. Hyperactivity in anorexia nervosa: a fundamental clinical feature. Compr Psychiatry
19, 433-440 (1978).
5. American Psychiatric Association. Diagnostic and statistical manual of mental disorders. 3rd ed. (American Psychiatric Publishing,
Washington, DC, 1980).
6. Gutierrez, E., Vazquez, R. & Beumont, P. J. V. Do people with anorexia nervosa use sauna baths? A reconsideration of heat-treatment
in Anorexia Nervosa. Eat. Behav. 3,133-142 (2002).
7. Meyer, C., Tarani, I. & Touyz, S. Excessive exercise in the eating disorders: a need for less activity from patients and more from
researchers. Eur. Eat. Disorders Rev. 16, 81-83 (2008).
8. Davis, C. T. M., Blackmore, E., Katzman, D. K. & Fox, ]. Female adolescents with anorexia nervosa and their parents: A case-control
study of exercise attitudes and behaviours. Psychol. Med. 35, 377-386 (2005).
9. Janet, P. La maladie du scrupule ou 'aboulie délirante: Le contenu des obsessions. Rev. Philos. France Let. 51, 337-359 (1901).
10. Epling, W. E, Pierce, W. D. & Stefan, L. A. A theory of activity-based anorexia. Int. J. Eat. Disord. 3, 27-46 (1983).
11. Broocks, A., Liu, J. & Pirke, K. M. Semistarvation-induced hyperactivity compensates for decreased norepinephrine and dopamine
turnover in the mediobasal hypothalamus of the rat. J. Neural. Transm. 79, 113-124 (1990).
12. Routtenberg, A. & Kuznesof, A. Self-starvation of rats living in activity wheels on a restricted feeding schedule. J. Comp. Physiol.
Psychol. 64, 414-421 (1967).
13. Gutierrez, E. A rat in the labyrinth of anorexia nervosa: Contributions of the Activity-Based Anorexia rodent model to the
understanding of anorexia nervosa. Int. J. Eat. Disorder 46, 289-301 (2013).
14. Ahima, R. S. et al. Role of leptin in the neuroendocrine response to fasting. Nature 382(6588), 250-252 (1996).
15. Evans, M. C. & Anderson, G. M. Dopamine neuron-restricted leptin receptor signaling reduces some aspects of food reward but
exacerbates the obesity of leptin receptor deficient male mice. Endocrinology. 158, 42464256 (2017).
16. Evans, M. C., Kumar, N. S., Inglis, M. A. & Anderson, G. M. Leptin and insulin do not exert redundant control of metabolic or
emotive function via dopamine neurons. Hormones Behav. 106, 93-104 (2018).
17. Fernandes, M. E. et al. Leptin suppresses the rewarding effects of running via STAT3 signaling in dopamine neurons. Cell Metab. 6,
741-749 (2015).
18. Gutierrez, E., Vazquez, R. & Boakes, R. Activity-based anorexia: Ambient temperature has been a Neglected factor. Psychon. B. Rev.
9, 239-249 (2002).
19. Exner, C. et al. Leptin suppresses semi-starvation induced hyperactivity in rats: Implications for anorexia nervosa. Mol. Psychiat.
5(476-481), 8 (2002).
20. Hillebrand, J. J., Koeners, M. P, Rijke, C. E., de., Kas, M. ]. & Adan, R. A. Leptin treatment in activity-based anorexia. Biol. Psychiat.
58, 165-171 (2005).
21. Verhagen, L. A, Luijendijk, M. C. & Adan, R. A. Leptin reduces hyperactivity in an animal model for anorexia nervosa via the
ventral tegmental area. Eur. Neuropsychopharmacol. 21, 274-281 (2011).
22. Morrow, N. S. et al. Body temperature and wheel running predict survival times in rats exposed to activity-stress. Physiol. Behav. 62,
815-825.
23. Hillebrand, J. J., de Rijke, C. E., Brakkee, J. H., Kas, M. ]. & Adan, R. A. Voluntary access to a warm plate reduces hyperactivity in
activity- based anorexia. Physiol. Behav. 85, 151-157 (2005).
24. Gutierrez, E., Baysari, M., Carrera, O., Whitford, T. & Boakes, R. A. High ambient temperature and body-weight loss in the activity-
based anorexia procedure. Q. J. Exp. Psychol 59, 1196-1211 (2006).
25. Gutiérrez, E., Cerrato, M., Carrera, O. & Vézquez, R. Heat reversal of activity-based anorexia: Implications for the treatment of
anorexia nervosa. Int. J. Eat. Disorder. 41, 594-601 (2008).
26. Gutiérrez, E. et al. High ambient temperature reverses hypothalamic MC4 receptor overexpression in an animal model of anorexia
nervosa. Psychoneuroendocrinology 34, 420-29 (2009).
27. Cerrato, M., Carrera, O., Vazquez, R., Echevarria, E. & Gutiérrez, E. Heat makes a difference in Activity-based Anorexia: A
translational approach to treatment development in Anorexia Nervosa. Int. J. Eat. Disorder. 45, 26-35 (2012).
28. Gull, W. Anorexia nervosa (apepsia hysterica, anorexia hysterica). Trans. Clin. Soc. London. 7, 22-28 (1874).
29. Martinez de Morentin, P. B. et al. Estradiol regulates brown adipose tissue thermogenesis via hypothalamic AMPK. Cell Metab. 20,
41-53 (2014).
30. Martins, L. et al. A Functional Link between AMPK and Orexin Mediates the Effect of BMP8B on Energy Balance. Cell Rep. 16,
2231-2242 (2016).
31. Seoane-Collazo., P. et al. SF1-Specific AMPKal Deletion Protects Against Diet-Induced Obesity. Diabetes 67, 2213-2226 (2018).
32. Baskin, D. G., Breininger, J. F. & Schwartz, M. W. Leptin receptor mRNA identifies a subpopulation of neuropeptide Y neurons
activated by fasting in rat hypothalamus. Diabetes. 48, 828-833 (1999).
33. Cheung, C. C,, Clifton, D. K. & Steiner, R. A. Proopiomelanocortin neurons are direct targets for leptin in the hypothalamus.
Endocrinology. 138, 4489-4492 (1997).
34. Cowley, M. A. et al. Leptin activates anorexigenic POMC neurons through a neural network in the arcuate nucleus. Nature. 411, 480
(2001).
35. Korner, J., Savontaus, E., Chua, S. C. Jr, Leibel, R. L. & Wardlaw, S. L. Leptin Regulation of Agrp and Npy mRNA in the Rat
Hypothalamus. J. Neuroendocrinol. 13, 959-966 (2001).

SCIENTIFIC REPORTS |

(2020) 10:5300 | https://doi.org/10.1038/s41598-020-62147-z


https://doi.org/10.1038/s41598-020-62147-z

www.nature.com/scientificreports/

36. Choi, Y, Li, C., Hartzell, D. L., Della-Fera, M. A. & Baile, C. A. Central effects of rat versus mouse leptin: ingestive behavior and
adipose apoptosis. Domest. Anim. Endocrinol. 25,295-301 (2003).

37. Asher, G. & Sassone-Corsi, P. Time for food: the intimate interplay between nutrition, metabolism, and the circadian clock. Cell.
161, 84-92 (2015).

38. Challet, E. The circadian regulation of food intake. Nat. Rev. Endocrinol. 15, 393-405 (2019).

39. Bauer, M. S. Intensity and precision of circadian wheel running in three outbred rat strains. Physiol. Behav. 47, 397-401 (1990).

40. Morse, A. D. et al. Diurnal variation of intensive running in food-deprived rats. Can. J. Physiol. Pharmacol. 73, 1519-23 (1995).

41. Mondon, C. E., Dolkas, C. B., Sims, C. & Reaven, G. M. Spontaneous running activity in male rats: effect of age. J. Appl. Physiol. 58,
1553-1557 (1985).

42. Nakamura, Y. & Nakamura, K. Central regulation of brown adipose tissue thermogenesis and energy homeostasis dependent on
food availability. Pfliigers. Archiv. 470, 823-837 (2018).

43. Rosenbaum, M., Hirsch, J., Gallagher, D. A. & Leibel, R. L. Long-term persistence of adaptive thermogenesis in subjects who have
maintained a reduced body weight. Am. J. Clin. Nutr. 88, 906-912 (2008).

44. Stanford, K. I. & Goodyear, L. J. Exercise regulation of adipose tissue. Adipocyte. 5, 153-162 (2016).

45. Pandit, R., de Jong, J. W,, Vanderschuren, L. J. M. ]. & Adan, R. A. H. Neurobiology of overeating and obesity: the role of
melanocortins and beyond. Eur. J. Pharmacol. 660, 28-42 (2011).

46. Fischer, A. W. et al. Leptin Raises Defended Body Temperature without Activating Thermogenesis. Cell. Rep. 14, 1621-1631 (2016).

47. Gordon, C.J,, Lee, K. L., Chen, T. L, Killough, P. & Ali, J. S. Dynamics of behavioral thermoregulation in the rat. Am. J. Physiol. 261,
R705-R711 (1991).

48. Hebebrand, J. et al. Hyperactivity in patients with anorexia nervosa and in semistarved rats: evidence for a pivotal role of
hypoleptinemia. Physiol. Behav. 79, 25-37 (2003).

49. Hebebrand, J. & Albayrak, O. Leptin treatment of patients with anorexia nervosa? The urgent need for initiation of clinical studies.
Eur. Child Adolesc. Psychiatry 21, 63-66 (2012).

50. Stengel, A. et al. Leptin and Physical Activity in Adult Patients with Anorexia Nervosa: Failure to Demonstrate a Simple Linear
Association. Nutrients 9, 1210 (2017).

51. Sienkiewicz, E. et al. Long-term metreleptin treatment increases bone mineral density and content at the lumbar spine of lean
hypoleptinemic women. Metabolism. 60, 1211-1221 (2011).

52. Welt, C. K. et al. Recombinant Human Leptin in Women with Hypothalamic Amenorrhea. N. Engl. . Med. 351, 987-997 (2004).

53. Gutierrez, E. & Carrera, O. Psychotherapy in anorexia nervosa: what does the absence of evidence mean? World J. Transl. Med. 3,
150157 (2014).

54, Treasure, J. et al. Anorexia nervosa. Nat. Rev. Dis. Primers 1, 15074 (2015).

55. Zipfel, S., Giel, K. E., Bulik, C. M., Hay, P. & Schmidt, U. Anorexia nervosa: aetiology, assessment, and treatment. Lancet Psychiatry
2,1099-111 (2015).

56. Carrera, O. & Gutiérrez, E. Hyperactivity in anorexia nervosa: to warm or not to warm. That is the question (a translational research
one). J. Eat. Disord. 6,4 (2018).

57. Zandian, M. et al. Anxiolytic effect of warmth in anorexia nervosa. Acta. Psychiatr. Scand. 135, 266-267 (2017).

58. Gutierrez, E. & Vazquez, R. Heat in the treatment of patients with anorexia nervosa. Eat. Weight Disord. 6, 49-52 (2001).

59. Bergh, C., Brodin, U,, Lindberg, G. & Sodersten, P. Randomized controlled trial of a treatment for anorexia and bulimia nervosa.
Proc. Natl. Acad. Sci. USA 99, 9486-9491 (2002).

60. Bergh, C. et al. Effective treatment of eating disorders: Results at multiple sites. Behav. Neurosci. 127, 878-889 (2013).

61. Sodersten, P, Bergh, C., Leon, M., Brodin, U. & Zandian, M. Cognitive behavior therapy for eating disorders versus normalization
of eating behavior. Physiol. Behav. 174, 178-190 (2017).

62. Sodersten, P, Brodin, U, Sjoberg, J., Zandian, M. & Bergh, C. Treatment outcomes for eating disorders in Sweden: data from the
national quality registry. BMJ Open 9, €024179 (2019).

Acknowledgements

Research leading to these results has received funding from the research budget from the Unidade Venres
Clinicos (E.G., A.E) and the Xunta de Galicia (ML: 2015-CP079 and 2016-PG068); Ministerio de Economia
y Competitividad (MINECO) co-funded by the FEDER Program of EU (ML: RT12018-101840-B-100 and
BFU2015-70454-REDT/Adipoplast) and Atresmedia Corporaciéon (ML); MC, AGI, (CIBERobn), Xunta de
Galicia and Instituto de Salud Carlos III (PI 17/01287). A.E. received a fellowship from Xunta de Galicia (Plan
12C-2014). The CiMUS is supported by the Xunta de Galicia (2016-2019, ED431G/05). CIBER de Fisiopatologia
de la Obesidad y Nutricion is an initiative of ISCIII. The funders had no role in study design, data collection and
analysis, decision to publish, or preparation of the manuscript.

Author contributions

Conceived and designed the experiments: A.E, E.G., C.D. and M.L. Methodology: A.E, E.G., M.L. C.D., M.C.C.
and A.G.I. Supervision: C.D. Performed the experiments: A.E,, M.C.C. and A.G.I. Analyzed the data: A.E, M.C.C.
and A.G.I. Wrote original paper: E.G., A.F. and M.L. Writing + review & editing: E.G., M.L. and A.E.

Competing interests
The authors declare no competing interests.

Additional information
Supplementary information is available for this paper at https://doi.org/10.1038/s41598-020-62147-z.

Correspondence and requests for materials should be addressed to E.G.
Reprints and permissions information is available at www.nature.com/reprints.

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and
institutional affiliations.

SCIENTIFIC REPORTS |

(2020) 10:5300 | https://doi.org/10.1038/s41598-020-62147-z


https://doi.org/10.1038/s41598-020-62147-z
https://doi.org/10.1038/s41598-020-62147-z
http://www.nature.com/reprints

www.nature.com/scientificreports/

Open Access This article is licensed under a Creative Commons Attribution 4.0 International

License, which permits use, sharing, adaptation, distribution and reproduction in any medium or
format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.

© The Author(s) 2020

SCIENTIFICREPORTS|  (2020) 10:5300 | https://doi.org/10.1038/s41598-020-62147-z


https://doi.org/10.1038/s41598-020-62147-z
http://creativecommons.org/licenses/by/4.0/

	Temperature but not leptin prevents semi-starvation induced hyperactivity in rats: implications for anorexia nervosa treatm ...
	Materials and Method

	Subjects. 
	Apparatus. 
	Procedure. 
	Surgeries. 
	BAT Western blotting. 
	Serum leptin analyses. 
	Statistical analysis. 
	Ethical approval. 

	Results

	Experiment 1. 
	Experiment 2: Short baseline. 
	Active ad libitum rats. 

	Discussion

	Conclusion

	Acknowledgements

	Figure 1 Daily running wheel activity (A), body weight (B), and body temperature (C) from Study 1, during the two last weeks of ad libitum (AL) phase (Day -14 to Day -1), and a food restricted (RF) phase of 7 days of duration.
	Figure 2 Accumulated weight gain during ad libitum (AL) phase, and restricted feeding (RF) phase for groups receiving leptin or vehicle housed at 21 °C or 32 °C in Study 1 (A), and 21 °C, 25 °C or 32 °C in Study 2 (B).
	Figure 3 Western blot quantification of UCP-1 protein levels in BAT of rats either exposed to food restriction (RF) or ad libitum-fed (AL) under different ambient temperature (Ta) and treatments (vehicle, VH, or leptin, LEP).
	Figure 4 Daily running wheel activity (A), body weight (B), and body temperature (C), during a two weeks ad libitum (AL) phase, and a food restricted (RF) phase of 7 days of duration.
	Figure 5 Daily running activity and body temperature for light (left panels) and dark periods (right panels) during food restriction (RF) phase.
	Table 1 Daily wheel running percentage ratios of light phase /whole day activity - L/(L + D) - across food restriction phase for Study 1.
	Table 2 Daily wheel running percentage ratios of light phase /whole day activity - L/(L + D) - across food restriction phase for Study 2.




