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Abstract

Irregular eating is associated with insulin resistance and metabolic disease in adults but may affect young, growing children
differently. We investigated the metabolic effects of unpredictable feeding in female juvenile lambs randomly assigned to
receive, for six weeks, maintenance feed given twice daily in equal portions (Control Group, C; n=24) or the same weekly
feed amount in aliquots of variable size at unpredictable times (Unpredictable Group, U; n=21). Intravenous glucose
tolerance tests (IVGTT), insulin tolerance tests (ITT), and measurement of diurnal plasma cortisol concentrations were
performed pre and post the dietary intervention. Groups were compared using t test and RM ANOVA. Weight gain was
similar in both groups (C 18+2%; U 16%2% of initial body weight). Glucose area under the curve (AUC) was unchanged in C
(AUC pre 81834, post 801%33 mmol.min.I™"), but increased by 20% in U (pre 83025, post 101019 mmol.min.I”";
p<<0.0001), with an inadequate insulin response to glucose load (log(AUC insulin first 40 minutes) post intervention C
1.49+0.04 vs U 1.360.04 ng.min.ml~'; p=0.03). Insulin tolerance and diurnal variation of plasma cortisol concentrations
were not different between groups. Unpredictable feeding impairs insulin response to glucose in growing lambs despite
high quality food and normal weight gain. Irregular eating warrants investigation as a potentially remediable risk factor for
disordered glucose metabolism.
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Introduction The importance of circadian rhythms in the development of
metabolic syndrome increasingly has been explored, including the
role of the hypothalamic-pituitary-adrenal (HPA) axis and normal
diurnal variation in plasma cortisol secretion [8,9]. For example,
persistently high plasma cortisol concentrations have been
associated with increased insulin resistance in adults [10]. Normal
cortisol secretion varies with sleep- wake cycles, but is also affected
by the timing of food intake, in both humans [11] and animals
[12,13]. Snacking in humans increased salivary cortisol concen-
trations even if the food was not taken in response to hunger [14].
Delaying feeds beyond the usual time in animals fed once daily
resulted in increased plasma cortisol concentrations, suggesting
a stress response [15]. Restricting feeding to a certain time of day
in rodents resulted in increased anticipatory behavior, including an
increase in corticosterone secretion, prior to the feed [16], an effect
which appeared to be mediated by entrainable circadian
oscillators in peripheral tissues, rather than affecting the
suprachiasmatic nuclei (SCN) in the hypothalamus [17]. However,
when food availability returned to normal, peripheral oscillators
were then reset. Less clear are the effects of unpredictable or
variable food intake on ciracadian rhythms and HPA axis
function.

Altering meal frequency, particularly by skipping meals and
snacking when not hungry, affects the physiological response to
a meal in ways that promote weight gain even if caloric intake is
not substantially increased [1,2]. However, there is less in-
formation about the physiological effects of an irregular food
supply, where meal frequency and the amount of food eaten vary
unpredictably from day to day. A population-based cross-sectional
study in adults found that those who reported eating regular meals
had a lower incidence of metabolic syndrome, although such
studies cannot determine if these relationships are causal [3]. A
small crossover study in nine lean women who ate regularly, then
irregularly, for two week periods demonstrated insulin resistance
and higher fasting lipid profiles during the period of irregular
cating [4]. Observational studies in children suggest that skipping
meals, particularly breakfast, is a risk factor for adolescent obesity
[5,6] and leads to higher baseline plasma insulin and low density
lipoprotein concentrations, [7] thereby potentially contributing to
an increased risk of cardiovascular disease over time. While many
of these studies investigated eating pattern, satiety and nutritional
adequacy of the diet, few studied metabolic consequences other
than obesity.
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Young children are dependent on others to provide their food,
making them susceptible to eating patterns that are neither
predictable nor matched to their hunger signals. Nutrition surveys
have shown that even in relatively affluent countries, up to 50% of
households in some population groups report running out of food
‘sometimes’ or ‘often’, so that a consistent food supply may not be
provided to the children living within them [18,19]. Furthermore,
it has been demonstrated that food insecurity is associated with
maternal-infant feeding styles more likely to result in obesity [20].
The metabolic effects of irregular eating in otherwise healthy,
rapidly growing children may be different from those in adults,
and not necessarily associated with adverse metabolic outcomes.
However, there are few data from studies in children and dietary
experiments of this kind are not ethical in young children.

To investigate the metabolic effects of an irregular food supply
in early life we therefore performed a study using healthy growing
prepubertal lambs. Although sheep are ruminants, they adjust
their circadian rhythms to the time of feeding when housed
indoors; and the ontogeny of ovine glucose metabolism [21], the
response to insulin-induced hypoglycemia by mobilisation of free
fatty acids, and ovine HPA axis function [22] have all been been
well documented. We hypothesised that food given at unpredict-
able times in variable aliquots for a six week period would affect
glucose tolerance, insulin sensitivity, and diurnal cortisol rhyth-
micity, independent of caloric intake.

Materials and Methods

Ethical approval for all aspects of the study was obtained from
the University of Auckland Animal Ethics Committee (AEC
number R767). Female offspring of Romney ewes were weaned at
12 weeks. From 16 weeks of age, lambs were housed indoors in
two large group pens within a photoperiod controlled feedlot
(indoor lights on between 7 am and 7 pm, with windows on the
external walls also allowing natural light; 13-18 animals to any
one pen during the experiment) and acclimatized over a week to
a feeding regimen using HNF®Fiber feed (Fiber Fresh Feeds Litd,
Reporoa, NZ), a lucerne based silage with dry matter metaboli-
sable energy of 11 MJ/kg and crude protein content of 22%, in
amounts calculated to allow weight gain of 100-150 g/day with
equal portions given in the morning (8-9 am, 1-2 hours after the
lights went on) and late afternoon (4—5 pm). After acclimatisation,
lambs were randomly assigned to one of two groups by sequential
removal of obscured tag numbers from an opaque container:
Control Group (C, n=24), receiving feeds twice daily as
previously; or Unpredictable Group (U, n=21), receiving the
same total weekly amount of feed, but given 0-3 times a day, in
unequal portion sizes according to a pre-prepared random
fortnightly schedule to ensure equal amounts were given to each
group by the end of each week. Feed portions were given to the U
group at any of 4 times: 8-9 am, 12-1 pm, 4-5 pm and 8-9 pm.
The two group pens were in the same building but separated by
a 1.5 m raceway. Actual feed intake in each group was monitored
by weighing any leftover food each morning before the first feed.
Animals were weighed twice weekly. At the end of the six week
intervention period, animals were moved to individual pens for the
tests detailed below and all animals were fed twice daily as for the
C group.

Before and at the end of the six week intervention period, all
lambs had jugular venous catheters inserted using local anesthetic
[23]. After a recovery period of 12 hours, blood samples were
taken every 2 hours for 24 hours for measurement of the diurnal
pattern of cortisol concentrations. After a further recovery day, an
intravenous glucose tolerance test (IVGTT) and an insulin
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tolerance test (I'T'T) were performed on consecutive days [24].
Animals were fasted overnight with free access to water. Tests
were performed in the morning, and the morning feed given on
completion of the test, with a second feed in the late afternoon. For
the IVGTT, baseline samples were taken, then 0.5 g.kg™' 50%
dextrose was given intravenously over 30 seconds. Blood samples
were collected at 2, 5, 10, 15, 20, 30, 40, 50, 60, 90, 120, 150 and
180 minutes post injection. For the I'TT, baseline blood samples
were taken, then insulin 0.15 IU kg~ ' was given as an intravenous
bolus, and blood samples collected at 2.5, 5, 10, 15, 20, 30, 40, 50,
60, 80, 100 and 120 minutes post injection.

Blood samples were collected on ice, centrifuged for 10 minutes
at 4°C at 3000 rpm, the plasma separated and frozen at —20°C
until assay. Plasma cortisol concentrations were measured using
mass spectrometry; [25] inter and intra-assay coefficients of
variation (CVs) were 5.7% and 3.5% respectively. Glucose and
free fatty acid (FFA) concentrations were measured using
enzymatic colorimetric assay (Hitachi 902 Automatic Analyser;
inter- and intra-assay CVs: glucose 2.5% and 1.4% respectively;
FFA 3.4% and 3.2%). Plasma ovine insulin concentration was
measured by radioimmunoassay using ovine insulin as the
standard (Sigma Chemical, St Louis, MO, USA; inter- and
intra-assay GVs 9.4% and 7.9% respectively) [26,27]. Areas under
the curve (AUC) were calculated for both glucose and insulin
concentrations using a triangulation method.

Data were analysed using Statview, version 5, SAS Institute
Inc., Cary, NC, USA). Where data were not normally distributed,
log transformation was performed prior to analysis. Groups were
compared using unpaired and paired t tests where appropriate,
and changes over time were analysed using repeated measures
(RM) ANOVA. Cortisol variability was analysed by calculating the
standard deviation (SD) of cortisol concentrations over the 24 hour
period for each animal separately; these data then were compared
between the two groups using Student’s t-test. Data are presented
as mean = SEM.

Results

Experimental Animals

Forty seven Romney ewe lambs commenced the study, 24 in the
C Group and 23 in the U Group. Two lambs in the U Group
became unwell with suspected parasitic infestation (weight loss,
pallor suggestive of anemia) and were withdrawn from the study
during the dietary intervention.

Weight and Food Intake

Pre- and post-intervention weights were not different between
groups (pre intervention G 30.3%£0.7 kg, U 30.1=0.5 kg, p=0.8;
post intervention C 35.6%0.9, U 34.8+0.7 kg, p=0.5). There was
no difference between groups in total weight gain (expressed as %
body weight at the commencement of the study) over the 6 week
period (C 18*2%; U 16%=2%; p=0.4), which was within the
range specified in the study design. Total food intake (amount
supplied minus amount left over for the group, calculated daily)
over 6 weeks was approximately 3% less in the Unpredictable
Group (C 99.0%+0.1 kg, U 95.0%0.5 kg per lamb; p<<0.01).

Glucose Tolerance

Before the experiment, glucose tolerance was similar in both
groups (glucose AUC during IVGTT: C 818%£34 vs U
830%25 mmol.minl™'  (Figure 1 A,C): C insulin AUC
55+7 ng.min.ml ', [log(insulin AUC) 1.68%0.05 ng.min.ml ]
vs U insulin AUC 55%5 ngminml ' [log(insulin AUC)
1.70£0.04 ng.min.ml~"]) (Figure 1 D,F). After the intervention,
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glucose AUC did not change in the C Group (801%33 mmol.- insulin injection was not different between groups before or after
min.1™"), but increased by 20% in the U Group (101019 mmol.- the intervention. However, in the C but not U group, the decrease
min.l~'; p<<0.0001 for comparison with C post-intervention and was faster after the intervention than before (before, G slope -

with U pre-intervention) (Figure 1B,C). Insulin AUC increased in 0.057%0.002 vs U -0.0580.002 mmol.1™~".min, p = 0.5; after, C -
both groups, but the increase was greater in the C group: C insulin 0.065+0.002 mmol.l'.min, p=0.02 vs C pre-intervention; U -

AUC 79+9 ng.min.ml ™’ [log(insulin AUCQ) 0.059%0.002 mmoll™".min, p=0.7 vs pre-intervention; C vs U
1.86x0.05 ng.min.ml = p<<0.0001] vs pre-intervention; U insulin p=0.09) (Figure 2A,B).

AUC 646 ng.min.ml "' [log(insulin AUC) Free fatty acid (FFA) response to insulin was not different
1.78+0.04 ng.min.ml '], p=0.02 Vs pre-intervention between groups before the intervention (Figure 2C). After the
(Figure 1E,F). Compared with those in the C Group, post- intervention, the U group had an earlier rise in plasma FFA
intervention insulin concentrations in the U Group increased less concentration, and a greater, more sustained peak (group effect

after the glucose bolus to a lower first phase insulin peak (C insulin p=0.06, time effect p<0.0001, group x time p=0.0007)
AUC first 40 minutes 32+3 ng.min.mr1 [log(AUC insulin first 40 (Figure 2D).

minutes) 1.49%20.04 ng.min.ml-1] vs U insulin AUC first 40

minutes 252 ng.min.ml~! [log(AUC insulin first 40 minutes) Diurnal Cortisol Concentrations

1.36+0.04 ng.min.mrl], p=0.03, so that glucose concentration
in the U group failed to return to baseline at 120 minutes
([Baseline glucose concentration —120 min glucose concentration]:
C  06*03mmoll”™!, U 28+0.2mmoll™', p<0.0001)
(Figure 1E).

Plasma cortisol concentrations tended to be lower overall in the
U Group both pre and post intervention (RM ANOVA group
effect p=10.05 for both time periods) (Figure 3). Cortisol variability
was not different between groups (mean*SEM of SD pre-
intervention: G 4.6+0.7, U 3.3%0.2, p NS; post intervention: C

. 3.5%0.3, U 3.1+0.6, p NS).
Insulin Tolerance

There was no difference in ba}sehne gl.ucose Concentratlol?s Discussion
between groups before or after the intervention, and no change in
baseline glucose concentrations in either group over time We have demonstrated that an unpredictable food supply results
(Figure 2A,B). Nadir glucose concentrations also were similar in in impaired glucose tolerance in rapidly growing juvenile lambs,
both groups before the intervention (Figure 2A). However, after even when food quality is high and weight gain not excessive. This
the intervention, the time of the nadir was approximately 9 did not appear to be because of insulin resistance or increased
minutes later in the U Group than the C group (C 40%£2 vs U circulating concentrations of stress hormones, but because of
492 min, C vs U p=0.003, U pre vs post-intervention p = 0.05) impaired insulin secretion. Although insulin response to a glucose
(Figure 2B). The rate of decrease of glucose concentration after load increased with age and growth in both groups, the increase
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Figure 1. Glucose and insulin responses to intravenous glucose tolerance test. Plasma glucose (A,B) and insulin (D,E) concentrations and
area under the curve (AUC) (C,F) during intravenous glucose tolerance test (IVGTT) before (A,D) and after (B,E) the six week dietary intervention, in
regularly fed (C) and unpredictably fed (U) sheep. Values are mean=SEM. ***p<0.001 for difference between C and U groups ##+#p<0.001 for
difference pre and post intervention within an experimental group Log(AUC40) Insulin =log area under the curve for insulin response in the first 40
minutes after the glucose bolus.

doi:10.1371/journal.pone.0061040.g001
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Figure 2. Glucose and free fatty acid response to insulin tolerance test. Plasma glucose (A,B) and free fatty acid (ffa)(C,D) concentrations
during insulin tolerance test (ITT) before (A,C) and after (B,D) the six week dietary intervention in regularly fed (C) and unpredictably fed (U) sheep.
Values are mean=*+SEM. ** p<<0.01 for difference between C and U groups in the timing of nadir plasma glucose concentration. Time effect p<0.001,
group x time interaction p<<0.001; group effect p=0.06 for plasma free fatty acid (ffa) concentrations after the intervention (D).

doi:10.1371/journal.pone.0061040.g002

was less in the unpredictably fed animals and inadequate to
maintain normal glucose tolerance.

We hypothesized that making the food supply unpredictable
would alter circadian rhythms and disrupt the co-ordinated
metabolic response to a feed. Sheep were used preferentially over
other animals such as rodents for several reasons: they are a large,
primarily diurnal animal; there are well documented data
regarding glucose metabolism and HPA axis function in sheep
under a range of conditions; diurnal variation in hormones and
metabolites occurs in response to changes in feed frequency, and it
is possible to take serial blood samples. Many studies of the
relationships between disrupted circadian rhythms and disordered
metabolism in humans have focused on the sleep—wake cycle,
rather than meals per se [28,29]. A recent study investigating the
metabolic effects of sleep deprivation and circadian disruption in
adult human volunteers found relative hyperglycemia after the
breakfast meal in sleep deprived subjects because of inadequate
glucose-triggered insulin secretion, hypothesized to be due to
desynchronization between the central circadian pacemaker and
the response of circadian oscillators in peripheral tissues to sleep-
wake and fasting-feeding cycles [28]. It is, therefore, interesting
that a decreased insulin response to a glucose load also was found

PLOS ONE | www.plosone.org

in the lambs in our study after the sole intervention of changing
the feed regimen in an unpredictable way, without alteration in
light-dark periodicity and with all feed episodes occurring within
a 13 hour ‘daytime’ period.

In rodents, changes in feed pattern have been shown to affect
both peripheral and central components of the circadian clock
[30,31]. Restricting the duration of food availability resulted only
in disruption of circadian oscillators in peripheral tissue, rather
than affecting the suprachiasmatic nuclei (SCN) in the hypothal-
amus, [17] while other nutritional and light-dark interventions
have shown phase shifts in the central expression of certain clock
genes [32].

Potential mechanisms underlying the decreased insulin response
in our study could be via changes in the normal control of insulin
release from the beta cell; or, alternatively, altered central
regulation and hypothalamic-pancreatic signaling. Insulin secre-
tion from the pancreatic B cell after a glucose load is pulsatile,
reflecting oscillating metabolism within  cells, [33] and is
dependent on glucose transport into the B cell, release of pre-
formed insulin (first phase), and insulin synthesis and secretion
(second phase) [34]. Given that both first and second phase insulin
secretion were affected, possible changes in the pancreas include

April 2013 | Volume 8 | Issue 4 | e61040
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Figure 3. Effect of unpredictable feeding on diurnal cortisol concentrations. Diurnal plasma cortisol concentrations, before (A) and after (B)
the six week dietary intervention in regularly fed (C) and unpredictably fed (U) sheep. Values are mean=SEM. There are no significant differences
between groups. Solid lines parallel to the x axis reflect periods of darkness.

doi:10.1371/journal.pone.0061040.g003

altered regulation of the P cell glucose sensor, glucokinase, or the
glucose transporter responsible for the entry of glucose into the
B cell, SLC2A2. Another possibility is the loss of normal pulsatility
of insulin secretion, which occurs in type 2 diabetes, although the
underlying mechanisms controlling this are poorly understood
[35]. In sheep, as in other species, the metabolic response to food is
also influenced by a cephalic phase induced by food-related
sensory stimuli, mediating early release of insulin through
hypothalamic signals via efferent vagal fibers to the pancreatic
B cell [36]. Although giving a glucose load intravenously will not
result in the same sensory cues as the presence of food, different
nutritional states in sheep such as chronic undernutrition or high
protein feeding alter secretion of hypothalamic hormones involved
in appetite regulation [37]. The attenuated insulin response seen
after the period of unpredictable feeding in our experiment could,
therefore, reflect disruption of central influences on metabolism, or
in-coordination between central and peripheral signals.

Key mediators of the physiological response to meals such as the
orexigenic hormone ghrelin, released from the gut and acting
centrally to enhance the early insulin response, may also
contribute to altered glucose tolerance [34]. A transient ghrelin
surge occurs just before a scheduled feed in sheep, [35] suggesting
that secretion occurs in response to a cephalic mechanism, rather
than because of direct contact with food. We were unable to
measure ghrelin concentrations, but findings of a delayed insulin
response to glucose and increased lipolysis after insulin in the U
group may reflect either decreased ghrelin release or an
attenuation of the response to ghrelin.

There is evidence that nutrition m ufero modifies the de-
velopment of appetite regulating pathways in the fetal hypothal-
amus, [38] but the effect of dietary intake and eating patterns on
appetite control beyond the neonatal period is less clear. We were
only able to study short-term outcomes, but it is conceivable that
a mismatch between hunger and satiety, particularly if this occurs

PLOS ONE | www.plosone.org

in an unpredictable pattern, may disturb entrainment of hypo-
thalamic appetite regulatory pathways in young animals. In adults
with type 2 diabetes, hypothalamic dysfunction has been
demonstrated by functional MRI scanning, with failure of
inhibition of neuronal activity by ingestion of a glucose load
compared with healthy controls, although the identity of the
neurones has not been established [39]. The authors concluded
that failure of hypothalamic pathways to respond appropriately to
increased glucose could impair post-prandial insulin action, and
also affect satiety. If an unpredictable eating pattern in early life
altered the co-ordination of food intake, hypothalamic response,
and perception of hunger, this might be a contributing mechanism
to the later development of metabolic disease, including obesity.
A stress-related rise in plasma cortisol concentration after feed
delay has been previously demonstrated in sheep, [40] and studies
in adult humans have shown an association between irregular
eating and insulin resistance. We therefore hypothesized that
disruption of diurnal cortisol secretion would underlie any
metabolic effects of unpredictable eating, resulting in cortisol-
induced hyperglycemia and insulin resistance. However, this
hypothesis was shown to be incorrect, as our animals showed
neither increased cortisol secretion nor insulin resistance. Both
these negative findings are important and may indicate a difference
in the response to irregular eating in young, healthy growing
animals compared with adults [4]. In our study, we used an insulin
tolerance test as an indicator of insulin sensitivity for logistic
reasons, rather than the more definitive hyperinsulinemic-
euglycemic clamp. However, the lack of difference between
groups in the fall in glucose concentration after an insulin bolus,
together with decreased insulin secretion after a glucose load in the
U group indicate that insulin resistance is unlikely to have
contributed to the glucose intolerance seen in our animals.
Sheep are ruminants with grazing as the natural feed pattern.
Blood glucose concentrations are maintained by the ongoing
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metabolism of volatile fatty acids (VFAs) released by the action of
microflora in the rumen [41]. One would, therefore, expect that
sheep would be physiologically more stable in the face of an
irregular food supply than humans or rodents, as the prolonged
fermentation of large amounts of cellulose and hemicellulose in the
rumen would continue to produce VFAs during brief periods of
food absence, possibly masking the effects of irregular feeding, and
a potential limitation to the study. Despite this, we found that even
a relatively short period of unpredictable feed supply resulted in
clear metabolic effects. The animals were housed in groups, rather
than individual pens, with the obvious limitation that feed intake of
an individual animal was not able to be measured. However, feed
intake in all animals was clearly adequate for growth. The positive
aspects of housing the animals in group pens were more normal
interactions between animals and more spontaneous activity than
would have been possible in individual pens for such a prolonged
period. The main aim of this experiment was to investigate the
metabolic effects of an unpredictable eating pattern; these
outcomes are unlikely to have been affected by group feeding per
se. However, the proximity of the group pens meant that groups
were able to see each other, with the possibility of anticipatory
hormonal changes in both groups when seeing the other group
being fed [42]. This would have been expected to dilute, rather
than augment, the magnitude of any differences caused by
unpredictable feeding. A further limitation was that metabolic
responses to altered feeding may be different between sexes, and
for logistic reasons we were only able to study females.
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Conclusions

Our findings suggest that an unpredictable food supply in young
growing animals affects metabolism in ways that impair glucose
tolerance, even when food is of good quality and in the absence of
excessive weight gain. These effects may be different in the young
from those in adults, and are likely to be mediated via central
mechanisms that co-ordinate food intake, satiety and post-prandial
metabolism, although peripheral oscillators in the pancreas may
also be affected. Reversibility has yet to be established. Unpredict-
able eating patterns that vary from day to day, particularly in
young children, warrant consideration in the human population as
a potentially remediable contributor to disordered glucose
metabolism.

Acknowledgments

The animal experiments were performed at Ngapouri Research Station,
University of Auckland, Reporoa, New Zealand, and the laboratory
analyses were performed at the Liggins Institute, University of Auckland,
Auckland, New Zealand. We would like to thank stafl of Ngapouri
Research Station, University of Auckland, Reporoa, New Zealand for
technical assistance and Eric Thorstensen at the Liggins Institute,
University of Auckland for hormone and metabolite analyses.

Author Contributions

Conceived and designed the experiments: AL] MHO FHB JEH.
Performed the experiments: ALJ NL-L SJM. Analyzed the data: ALJ
FHB. Wrote the paper: AL] MHO FHB JEH.

beef heifers fed after different lengths of delays in the daily feed delivery time.
Journal of Animal Science 87: 2709-2718.

16. Honma KI, Honma S, Hiroshige T (1983) Ciritical role of food amount for
prefeeding corticosterone peak in rats. American Journal of Physiology 245:
R339-344.

17. Damiola F, Le Minh N, Preitner N, Kornmann B, Fleury-Olela F, et al. (2000)
Restricted feeding uncouples circadian oscillators in peripheral tissues from the
central pacemaker in the suprachiasmatic nucleus. Genes & Development 14:
2950-2961.

18. Parnell WR, Reid J, Wilson NC, McKenzie J, Russell DG (2001) Food security:
is New Zealand a land of plenty? New Zealand Medical Journal 114: 141-145.

19. Rush E, Puniani N, Snowling N, Paterson J (2007) Food security, selection, and
healthy eating in a Pacific Community in Auckland New Zealand. Asia Pacific
Journal of Clinical Nutrition 16: 448-454.

20. Gross RS, Mendelsohn AL, Fierman AH, Racine AD, Messito MJ (2012) Food
insecurity and obesogenic maternal infant feeding styles and practices in low-
income families. Pediatrics 130: 254-261.

21. Gatford KL, De Blasio MJ, Thavaneswaran P, Robinson JS, McMillen IC, et al.
(2004) Postnatal ontogeny of glucose homeostasis and insulin action in sheep.
American Journal of Physiology - Endocrinology & Metabolism 286: E1050—
1059.

22. Challis JR, Brooks AN (1989) Maturation and activation of hypothalamic-
pituitary adrenal function in fetal sheep. Endocrine Reviews 10: 182-204.

23. Jaquiery AL, Oliver MH, Rumball CW, Bloomfield FH, Harding JE (2009)
Undernutrition before mating in ewes impairs the development of insulin
resistance during pregnancy. Obstetrics & Gynecology 114: 869-876.

24. Oliver MH, Breier BH, Gluckman PD, Harding JE (2002) Birth weight rather
than maternal nutrition influences glucose tolerance, blood pressure, and IGF-I
levels in sheep.[comment]. Pediatric Research 52: 516-524.

25. Jaquiery AL, Oliver MH, Bloomfield FH, Connor KL, Challis JRG, et al. (2006)
Fetal exposure to excess glucocorticoid is unlikely to explain the effects of
periconceptional undernutrition in sheep. Journal of Physiology 572: 109-118.

26. Oliver MH, Hawkins P, Harding JE (2005) Periconceptional undernutrition
alters growth trajectory and metabolic and endocrine responses to fasting in late-
gestation fetal sheep. Pediatric Research 57: 591-598.

27. Oliver MH, Harding JE, Breier BH, Evans PC, Gluckman PD (1993) Glucose
but not a mixed amino acid infusion regulates plasma insulin-like growth factor-I
concentrations in fetal sheep. Pediatric Research 34: 62-65.

28. Buxton OM, Cain SW, O’Connor SP, Porter JH, Duffy JF, et al. (2012) Adverse
metabolic consequences in humans of prolonged sleep restriction combined with
circadian disruption. Science Translational Medicine 4: 129ral43.

29. Buxton OM, Pavlova M, Reid EW, Wang W, Simonson DC, et al. (2010) Sleep
restriction for 1 week reduces insulin sensitivity in healthy men. Diabetes 59:
2126-2133.

April 2013 | Volume 8 | Issue 4 | e61040



30.

31.

32.

33.

34.

36.

Schibler U, Ripperger J, Brown SA (2003) Peripheral circadian oscillators in
mammals: time and food. Journal of Biological Rhythms 18: 250-260.

Froy O (2007) The relationship between nutrition and circadian rhythms in
mammals. Frontiers in Neuroendocrinology 28: 61-71.

Castillo MR, Hochstetler KJ, Tavernier RJ Jr, Greene DM, Bult-Ito A (2004)
Entrainment of the master circadian clock by scheduled feeding. American
Journal of Physiology - Regulatory Integrative & Comparative Physiology 287:
R551-555.

Heart E, Smith PJS (2007) Rhythm of the beta-cell oscillator is not governed by
a single regulator: multiple systems contribute to oscillatory behavior. American
Journal of Physiology - Endocrinology & Metabolism 292: E1295-1300.
Cobelli C, Toffolo GM, Dalla Man C, Campioni M, Denti P, et al. (2007)
Assessment of beta-cell function in humans, simultancously with insulin
sensitivity and hepatic extraction, from intravenous and oral glucose tests.
American Journal of Physiology - Endocrinology & Metabolism 293: E1-E15.

. Bertram R, Sherman A, Satin LS (2007) Metabolic and electrical oscillations:

partners in controlling pulsatile insulin secretion. American Journal of
Physiology - Endocrinology & Metabolism 293: E890-900.

Herath CB, Reynolds GW, MacKenzie DD, Davis SR, Harris PM (1999)
Vagotomy suppresses cephalic phase insulin release in sheep. Experimental
Physiology 84: 559-569.

PLOS ONE | www.plosone.org

37.

38.

39.

40.

41.

42,

Unpredictable Feeding and Glucose Tolerance

Henry BA (2003) Links between the appetite regulating systems and the
neuroendocrine hypothalamus: lessons from the sheep. Journal of Neuroendo-
crinology 15: 697-709.

Stevens A, Begum G, Cook A, Connor K, Rumball C, et al. (2010) Epigenetic
changes in the hypothalamic proopiomelanocortin and glucocorticoid receptor
genes in the ovine fetus after periconceptional undernutrition. Endocrinology
151: 3652-3664.

Vidarsdottir S, Smeets PAM, Eichelsheim DL, van Osch MJP, Viergever MA, et
al. (2007) Glucose ingestion fails to inhibit hypothalamic neuronal activity in
patients with type 2 diabetes. Diabetes 56: 2547-2550.

Yayou K-I, Nakamura M, Ito S (2009) Effects of AVP Vla and CRH receptor
antagonist on psychological stress responses to frustrating condition in sheep.
Journal of Veterinary Medical Science 71: 431-439.

Heitmann RN, Dawes DJ, Sensenig SC (1987) Hepatic ketogenesis and
peripheral ketone body utilization in the ruminant. Journal of Nutrition 117:
1174-1180.

Clarke SD, Lee K, Andrews ZB, Bischof R, Fahri F, et al. (2012) Postprandial
heat production in skeletal muscle is associated with altered mitochondrial
function and altered futile calcium cycling. American Journal of Physiology -
Regulatory Integrative & Comparative Physiology 303: R1071-1079.

April 2013 | Volume 8 | Issue 4 | e61040



