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Abstract
Children of mothers with gestational diabetes have greater risk of developing hypertension
but little is known about the mechanisms by which this occurs. The objective of this study
was to test the hypothesis that high maternal concentrations of leptin during pregnancy,
which are present in mothers with gestational diabetes and/or obesity, alter blood pressure,
vascular structure and vascular function in offspring. Wildtype (WT) offspring of hyperleptinemic, normoglycemic, Leprdb/+ dams were compared to genotype matched offspring of
WT-control dams. Vascular function was assessed in male offspring at 6, and at 31 weeks
of age after half the offspring had been fed a high fat, high sucrose diet (HFD) for 6 weeks.
Blood pressure was increased by HFD but not affected by maternal hyperleptinemia. On a
standard diet, offspring of hyperleptinemic dams had outwardly remodeled mesenteric
arteries and an enhanced vasodilatory response to insulin. In offspring of WT but not
Leprdb/+ dams, HFD induced vessel hypertrophy and enhanced vasodilatory responses to
acetylcholine, while HFD reduced insulin responsiveness in offspring of hyperleptinemic
dams. Offspring of hyperleptinemic dams had stiffer arteries regardless of diet. Therefore,
while maternal hyperleptinemia was largely beneficial to offspring vascular health under a
standard diet, it had detrimental effects in offspring fed HFD. These results suggest that circulating maternal leptin concentrations may interact with other factors in the pre- and post
-natal environments to contribute to altered vascular function in offspring of diabetic
pregnancies.
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Introduction
Exposure to either gestational diabetes mellitus (GDM) or maternal obesity during prenatal
development impacts cardiometabolic health of offspring. Programming of offspring metabolism has been particularly well studied, [1, 2] and although not as abundant, there is also
increasing evidence of hypertension in offspring of obese and diabetic pregnancies. For example, a meta-analysis of thirteen cohort studies found that boys born to GDM mothers have elevated systolic blood pressure [3]. This is also seen in animal models, where offspring of rats
with streptozotocin-induced type I diabetes have significantly higher blood pressures than offspring of control rats [4–6]. Similarly, both male and female offspring of mice with dietinduced obesity and insulin resistance are hypertensive [7, 8].
Despite the above evidence, little is known about the mechanisms by which GDM and
maternal obesity lead to hypertension in offspring. One potential mechanism involves presence
of elevated neonatal leptin concentrations in offspring of obese mothers with GDM. Kirk and
colleagues found that in progeny of obese, insulin resistant dams, offspring hypertension was
associated with neonatal hyperleptinemia [9], and the programming effect of offspring hypertension could be partially recapitulated by injecting offspring of control dams with leptin from
postnatal days 9–15 [10]. However, it is not known whether maternal hyperleptinemia in the
prenatal period also influences the development of hypertension in offspring.
Leptin is an adipokine that regulates energy homeostasis [11], and directly impacts vascular
function in adulthood [12–14]. Pregnancies complicated by obesity and GDM are associated
with maternal leptin resistance accompanied by hyperleptinemia [15–19]. Thus, we hypothesize that prenatal exposure to maternal hyperleptinemia may cause vascular dysfunction and
hypertension in offspring. Alternatively, the problem in GDM pregnancies may be leptin resistance, i.e. the absence of leptin signaling in the mother, in which case raising maternal leptin
would be predicted to protect offspring [20].
To distinguish between these possibilities (and the null hypothesis, that maternal hyperleptinemia does not affect offspring vascular function positively or negatively), we have utilized a
genetic model of maternal hyperleptinemia, the Leprdb/+ mouse. Under some conditions [20, 21],
but not others [22], Leprdb/+ mice develop gestational diabetes, and their offspring become fatter
and glucose intolerant [23, 24]. In our laboratory conditions, on the C57Bl/6 background,
Leprdb/+ dams are profoundly hyperleptinemic, and slightly heavier than controls, but have no
impairment in glucose tolerance [25]. Hyperleptinemia in this Leprdb/+ model has the same effect
on offspring metabolism as hyperleptinemia induced by delivering exogenous leptin [25, 26].
Specifically, offspring of non-diabetic Leprdb/+ dams and of leptin-infused dams weigh less, are
more active, more sensitive to insulin, and have less hepatic triglyceride accumulation than offspring of control dams [25–27], showing that prenatal exposure to maternal hyperleptinemia is
beneficial to offspring’s metabolism. Here, we use the same offspring of control and non-diabetic
Leprdb/+ dams to test the effects of maternal hyperleptinemia on offspring hypertension, in the
absence of maternal diabetes and obesity. Because male offspring of Leprdb/+ dams exhibited the
largest and most consistent differences in body weight and insulin sensitivity [25, 28], these were
used to examine effects on hypertension and vascular function. This model has the additional
advantage of avoiding any stress caused by treatment with exogenous leptin.
To uncover the mechanisms by which maternal hyperleptinemia may alter offspring risk of
hypertension, we examined resistance artery structure and function, as there is evidence of
endothelial dysfunction in cells collected from newborns following delivery to a GDM pregnancy [29–32]. In addition, offspring from rodent models of maternal type I and II diabetes
have impaired mesenteric artery vasodilatory responses to acetylcholine and bradykinin, but
normal responses to nitric oxide (NO), indicative of endothelial dysfunction [4–7].
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Resistance arteries play a major role in the regulation of blood pressure, and alterations in
resistance artery vasodilation and vasoconstriction are often associated with vascular remodeling processes that modify the passive internal diameter and wall-cross sectional area (CSA) of
blood vessels. In due course, these changes in vascular function and structure are important
contributors to cardiovascular disease (CVD) [33]. Resistance artery remodeling encompasses
extensive and dynamic structural changes in cytoskeletal organization, cell-to-cell connections
and extracellular matrix interactions that are controlled by a myriad of mechanical and neurohumoral stimuli [33–35]. In particular, inward eutrophic remodeling, defined as a reduced passive luminal diameter and increased media/lumen ratio without changes in CSA of the vascular
wall, is the most common structural change observed in resistance arteries of individuals suffering from essential hypertension, and its presence is highly predictive of life threatening cardiovascular events.[36–38]. Thus, to determine how maternal hyperleptinemia without insulin
resistance or obesity affects the risk of hypertension in offspring, blood pressure measurements
and detailed analyses of resistance artery reactivity and structural remodeling were conducted
in male offspring of wild type (WT)-control and Leprdb/+ dams, at 6 weeks of age (juvenile)
and at 31 weeks of age (adult) after challenging offspring with a high fat, high sugar diet.

Materials and Methods
Animals and Tissue Collection
All animal procedures were approved by the University of Missouri–Columbia Institutional Animal Care and Use Committee and performed in accordance with the National Institutes of
Health Guide for the Care and Use of Laboratory Animals. Animals were housed in a 12/12 hour
light/dark cycle at 20°C to 26°C with 30% to 70% humidity. Leprdb/+ male mice (Strain: B6.BKS
(D)-Leprdb/J; stock number: 000697) obtained from Jackson Laboratory (Bar Harbor, Maine)
were mated to C57Bl/6 WT females bred at the University of Missouri to establish the Leprdb colony. WT females came either from this colony, or directly from the Jackson Laboratory.
An overview of the experiments involving animals is presented in Fig 1A. In order to maintain
the same genetic heterogeneity within litters, WT females were mated to leptin receptor heterozygous knockout (Leprdb/+) males and Leprdb/+ females were mated to WT males and only WT offspring of each cross were followed. As previously reported, on day 16.5 of pregnancy, the Leprdb/+
dams were hyperleptinemic based on fasting leptin levels compared to the WT control mothers
[25]. Litter sizes were not affected by maternal hyperleptinemia [25]. Weights, behaviors and metabolic characteristics have been reported previously for the mice used in this study [25, 28]. For this
study, juvenile (6 week old) and adult (31 week old) WT male offspring were evaluated for alterations in blood pressure as described below. Two WT male offspring from each mother were followed for 31 weeks. At 23 weeks of age, when offspring were fully adult, half were placed on a high
fat, high sugar diet (HFD, 45% kcal/fat, 17% kcal/sucrose, Research Diets D12451) to identify any
fetal programming effects that might interact with offspring diet. This period was chosen to permit
comparison to a previous study of maternal hyperleptinemia with food restriction [39]. Following
arterial blood pressure measurements at 6 or 31 weeks of age, all mice were euthanized by inducing
pneumothorax followed by exsanguination, while under anesthesia and tissues were harvested for
further analysis. Mesenteric arteries were studied as described below. Hearts were fixed in 4% paraformaldehyde (PFA) overnight and then embedded in optimal cutting temperature (O.C.T.) compound (Fisher Scientific, Pittsburgh, PA) for analysis.

Blood Pressure Analysis
To determine if maternal hyperleptinemia altered offspring blood pressure, systolic and diastolic blood pressures were measured in juvenile (6 week old) and adult male (31 week old)
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Fig 1. Experimental Design. (A) Animal experiments. Blood pressure (BP) and mesenteric artery structure and function were examined in male wild
type (WT) offspring of WT-control and hyperleptinemic Leprdb/+ dams. (B) Protocol to test vascular reactivity in isolated, cannulated and pressurized
mesenteric resistance arteries. Two arteries were tested for each mouse. The red and green lines indicate that only one of the arteries from each mouse
was exposed to either insulin or acetylcholine. At the end of each experiment all arteries were incubated in calcium-free buffer to obtain maximal passive
diameters and subsequently exposed to varying levels of intraluminal pressure.
doi:10.1371/journal.pone.0155377.g001

offspring from WT-control and Leprdb/+ dams using a tail cuff CODA non-invasive blood
pressure system (Kent Scientific, Torrington CT, USA) as well as by carotid catheter under
anesthesia as previously described [40]. For tail-cuff measurements, individual animals were
placed in a commercially acquired restraining tube and allowed to acclimatize for 10 minutes
prior to initiating the blood pressure measurement protocol. For the invasive blood pressure
measurements, mice were anesthetized with inhaled isoflurane and while under surgical plane
anesthesia at 2% isoflurane, a carotid artery was cannulated and arterial pressure measured
using a PowerLab data acquisition system and LabChart software (ADInstruments) as previously described [40].

Mesenteric Resistance Artery Functional Analyses
Vascular reactivity was evaluated in two second-order mesenteric resistance arteries (186–
301 μm in internal diameter) harvested from offspring following blood pressure analysis as previously described [41, 42]. Briefly, to evaluate vasoconstrictor responses, mesenteric artery segments from each mouse were exposed to 80 mM KCl (equimolarly substituted for NaCl) to test
for viability and then to cumulative concentrations of phenylephrine to study adrenergic-
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dependent vasoconstriction. To evaluate endothelium-dependent vasodilation, one of the arteries
was exposed to insulin, and the second to acetylcholine (ACh). Finally, both arteries were
exposed to cumulative concentrations of sodium nitroprusside (SNP) to evaluate endotheliumindependent vasodilatory responses. All vasodilatory responses were assessed on arteries preconstricted with 10−5 M phenylephrine (Fig 1B), as there were no differences in phenylephrineinduced vasoconstriction responses between the experimental groups and all arteries exhibited
similar levels of constriction in response to this concentration of phenylephrine.

Confocal/Multiphoton Microscopy Imaging of Mesenteric Arteries
At the end of each experiment, vessels were fixed in 4% paraformaldehyde, while pressurized at
70 mmHg for 1 hour. For imaging, vessels were rinsed twice in phosphate buffered saline
(PBS) and once in 0.1 M Glycine for 5 minutes each time. Cannulated vessels were flushed
with 1 mL PBS to rinse their lumen and permeabilized via incubation in 0.5% Triton X-100 for
20 minutes. Vessels were washed twice in PBS and incubated for 1 hour in 0.5 μg/mL 4',6-diamidino-2-phenylindole (DAPI), 0.2 μM Alexa Fluor 633 Hydrazide (Molecular Probes) and
0.02 μM Alexa Fluor 546 phalloidin (Molecular Probes) in PBS. After being washed 3 times in
PBS, vessels were imaged using a Leica SP5 confocal/multiphoton microscope with a 63x/1.2
numerical aperture water objective. Alexa Fluor 633, to image elastin, was excited with a 633
nm HeNe laser. Alexa Fluor 546 phalloidin, to image F-actin components, was excited with a
543 nm HeNe laser. DAPI, to image nuclei, was excited with a multi-photon laser at 720 nm.
Collagen was imaged via second-harmonic image generation using a multi-photon laser at 850
nM. All imaging and image analyses were performed as previously described [43].

Elasticity Measurements in Mesenteric Arteries
Circumferential strain, circumferential stress, Young’s modulus of elasticity, and compliance
were all calculated using the internal diameter and wall thickness measurements obtained during the pressure-diameter curves generated while vessels were under passive conditions. The
number and area of fenestrae in the internal elastic lamina (IEL) were determined and the
modulus of elasticity specific for the IEL was calculated using images generated with Alexa 633
staining as previously described [43].
The circumferential strain was calculated as the difference between the intraluminal diameter obtained under passive conditions at each intraluminal pressure level (Dp) minus the diameter at the lowest pressure tested (5 mmHg) divided by the diameter at lowest pressure [35]:
¼

DP  D5mmHg
:
D5mmHg

Circumferential stress was calculated by using the formula for thin-walled vessels, where P
is the intraluminal pressure, and τ is wall thickness:
s¼

P  DP
;
2t

Compliance (C) provides information on arterial wall stiffness. It is particularly sensitive at
low pressures and was calculated with the following formula [44], where ΔA is the change in
the CSA of the wall relative to an increment in intraluminal pressure ΔP:
C¼
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The Young’s modulus of elasticity provides information about arterial stiffness, particularly
at high levels of intraluminal pressure [35]. It is the slope in the strain-stress curve at each pressure as represented in the formula below [35].
s
E¼ :

The elastic modulus can be separated in two portions depending on the level of intravascular pressure in order to separate the moduli dominated by elastin and that dominated by collagen [45–47]. We chose the ﬁrst three values in the lower rage of intravascular pressures
(Region I: 5, 10, 20 mmHg) to provide information on the low Young modulus of elasticity
(Elow). At low pressures elastin dominates the elastic behavior of the artery. At higher pressures
the dominant element is collagen and we chose the last three values of intraluminal pressure
(Region II: 80, 100, 120 mmHg) to determine the high Young modulus of elasticity (Ehigh). Elow
and Ehigh represent the slope of the linear regressions of Regions I and II respectively.
The modulus of elasticity specific for the internal elastic lamina (IEL) can be interpreted as
an array of coupled springs, where the fenestrae in the IEL are vertices between the springs.
Under this consideration, the elastic modulus can be associated to an area fraction in the elastic
lamina. The area fraction is proportional to the number of holes or fenestrae (n) and their area
(A) (all sizes are the same) [48].
p ¼ 1  nA:
The number of holes per unit area is based in the symmetry used in the model. We used a
honeycomb symmetry (n = 2) paradigm. Percolation ocurrs when the circular holes touch. For
pﬃﬃﬃ
a honeycomb array the critical area fraction of material is pc ¼ 1  p=3 3 ¼ 0:395. The normalized Young's modulus (φ) as a function of the percolation of the elastic lamina in the critical
domain is:

1=2
E
2
p  pc
;
φI ðpÞ ¼  pﬃﬃﬃ
E0 p 3 1  pc
While in the diluted limit is:
φII ðpÞ ¼

E
¼ 3p  2:
E0

The total behavior of E/E0 is described using an interpolation of the two regions φI and φII.
Heart Histological Analysis. To determine if cardiac lipid accumulation was affected by
maternal hyperleptinemia, histological analysis was completed on adult male offspring hearts
using Oil Red O staining based on published guidelines [49]. Frozen hearts were embedded
and sectioned at 12 μm and 3 sections at 100 μm intervals were placed on a slide. Oil red O
staining was then performed as described [49]. Quantitative analysis was performed as previously described [49] using imageJ software (NIH).
Cardiac fibrosis was also evaluated in male offspring by Picro-Sirius Red staining. Staining
was performed on the heart by the histology core at IDEXX BioResearch Radil facility (Columbia, MO, USA) to assess fibrotic lesions. Tissue was visualized with a light microscope.

Statistical Analyses
All data analyses were performed using Statistical Analysis System software version 9.4 (SAS1,
SAS institute, Cary, NC). Data are presented as means ± SE. Values of P  0.05 were considered significant.
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For the data analysis of vascular functional responses, before model fitting, samples that did
not constrict at least 20% relative to the maximal passive diameter with the application of high
KCl were removed from analysis. For each of the applications of vasodilatory agonists (acetylcholine, insulin, and SNP), samples that did not constrict at least 20% relative to the maximal
diameter with the initial application of phenylephrine were removed from the analysis of that
vasoactive agent.
The offspring arterial diameters were modeled to determine which factors were significant
when testing the response of the sample with each of the vasoactive agents: phenylephrine, acetylcholine, insulin, and SNP, respectively. The diameters were normalized to represent values
relative to their maximal diameter and initial constriction to account for the large variability
amongst the arterial diameters. These normalized values were regressed to the maternal environment (Leprdb/+ and WT), offspring diet (HFD-fed and standard diet (SD)-fed), and nine
levels of agonist (over time) as well as interaction effects between each two and three factors.
Repeated measurements of each artery of an offspring were taken at several time points for
each application of acetylcholine and insulin. Mean of two repeated measurements from two
arteries of the same offspring were taken at each time point for both applications of phenylephrine and SNP. Thus, to account for the correlation among the repeated measurements, a heterogeneous compound symmetry correlation structure was used. This correlation structure
was chosen based on AIC (Akaike information criterion), BIC (Bayesian information criterion), and its biological interpretation. Each model was constructed using backward elimination. The main effects and interaction effects were selected by controlling the statistical
significance at level 0.10. The studentized residual plots for each of the models suggest that
model assumptions are met in all cases. The Kenward-Roger adjustment to denominator
degrees of freedom was used when fitting all three models in this study because of the unbalanced design, random effects, repeated measures, and moderate sample size. After model selection, the Tukey-Kramer HSD (honest significant difference) method was used to adjust
multiple tests in comparing different levels of treatment combinations.
The structural and elastic properties of mesenteric arteries were modeled to determine
which factors (maternal environment, Leprdb/+ or WT), offspring diet (HFD-fed or SD-fed),
pressure, and interactions were significant. The same model construction and selection procedures described in the data analysis for the vascular functional responses were utilized for data
analysis here. Residual plots were examined to ensure model assumptions are met. Similarly,
the Kenward-Roger degree of freedom was used since experiments are of unbalanced design
with correlated observations. Finally, Tukey-Karmer HSD was used to adjust multiple tests.

Results
Maternal hyperleptinemia did not alter offspring blood pressure
To determine the effects of maternal hyperleptinemia on offspring hypertension, blood pressures were measured in both conscious and anesthetized animals. Blood pressure and heart
rate were obtained at either 6 or at 31 weeks of age (Fig 1) in offspring fed SD or HFD. There
were no significant differences in blood pressure or heart rate in juvenile or adult offspring
when measured in conscious animals using the tail-cuff method (data not shown). In adult offspring, catheter measurements of diastolic blood pressure, mean arterial pressure, and heart
rate were significantly increased (P<0.05) by consumption of HFD, regardless of prenatal
exposure to hyperleptinemia (Fig 2).
The increases in blood pressure and heart rate that occurred with HFD-feeding paralleled
an increase in body weight (Fig 2C). The adult male offspring from Leprdb/+ dams weighed less
at sacrifice than offspring from WT dams only when the offspring were fed SD (Fig 2C).
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Fig 2. Effect of maternal environment and offspring diet on blood pressure (obtained via carotid catheter), heart rate and body
weight of juvenile (6 week-old) and adult (31 week-old) wild type male offspring. (A) Systolic, diastolic and mean arterial pressures in
6 (left panel) and 31 (right panel) week old offspring. (B) Heart rate in 6 (left panel) and 31 (right panel) week old offspring. (C) Body
weights in 6 (left panel) and 31 (right panel) week old offspring. Data are means ± SEM of n = 5–7 number of animals per treatment group
combination. *P<0.05. WT, wild type; db/+, Leprdb/+; SD, standard diet; HFD, high fat diet.
doi:10.1371/journal.pone.0155377.g002

However, these mice were a subset of those used in a previous analysis, and when the larger
group was examined, offspring of Leprdb/+ dams weighed less regardless of offspring diet [25].
These differences in offspring weight associated with maternal hyperleptinemia were not
matched by differences in offspring blood pressure or heart rate (Fig 2).
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Responses to ACh and insulin were affected differentially by maternal
hyperleptinemia, depending on offspring diet
We further examined the effect of maternal hyperleptinemia on offspring vascular function by
examining mesenteric resistance artery vasoconstriction and vasodilation responses in the
male WT offspring of WT-control and hyperleptinemic Leprdb/+ dams. Mesenteric artery vasodilation and vasoconstriction responses in juvenile offspring maintained on a SD were not
affected by maternal environment (Fig 3).
The interacting effects of (maternal environment) x (offspring diet) on vascular function
were evaluated in mesenteric arteries from adult offspring. Vasoconstriction in response to
alpha-1 adrenergic stimulation was tested using phenylephrine. Arterial vasoconstriction
responses to incremental concentrations of phenylephrine did not differ between offspring
from WT and Leprdb/+ dams, regardless of offspring diet (Fig 4A–4D). Endothelial-independent vasodilation was also tested, and no significant differences were observed for SNPinduced vasodilation among any of the groups (Fig 4E–4H).
Endothelial-dependent vasodilation responses of mesenteric arteries to ACh (Fig 5A–5D)
and insulin (Fig 5E–5H) were also assessed. When offspring were fed a SD, those born to WT
and Leprdb/+ dams exhibited no differences in ACh-induced vasodilation (Fig 5A). However,
offspring of WT dams had greater (P<0.05) vasodilatory responses to ACh when fed a HFD

Fig 3. Effect of maternal environment on mesenteric artery responses to vasoactive agonists. Mesenteric arteries were
obtained from juvenile (6 week-old) wild type (WT) male offspring of WT-control or Leprdb/+ (db/+) dams. (A) Vascular
responses to increasing concentrations of phenylephrine. (B) Vascular responses to increasing concentrations of
acetylcholine. (C) Vascular responses to increasing concentrations of sodium nitroprusside (SNP). (D) Vascular responses to
increasing concentrations of insulin. Data are means ± SEM of n = 4–5 number of animals (vessels) per treatment group
combination.
doi:10.1371/journal.pone.0155377.g003
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Fig 4. Effect of maternal environment and offspring diet on mesenteric resistance artery responses to
phenylephrine and sodium nitroprusside (SNP). All blood vessels were obtained from adult (31 week-old) wild type (WT)
male offspring of WT-control or Leprdb/+ (db/+) dams. (A-D) Phenylephrine-induced vasoconstriction responses. (E-H) SNP-
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induced vasodilatory responses. Data are means ± SEM of n = 5–7 number of animals (vessels) per treatment group
combination. SD, standard diet; HFD, high fat diet.
doi:10.1371/journal.pone.0155377.g004

than a SD (Fig 5C). No differences in ACh vasodilation responses were observed between arteries of offspring fed the HFD from WT and Leprdb/+ dams (Fig 5B) or between SD- and HFDfed offspring from Leprdb/+ dams (Fig 5D).
In offspring fed a SD, the vasodilation response to insulin was significantly greater (P<0.05)
in arteries from offspring of Leprdb/+ dams than in offspring of WT dams (Fig 5E). In contrast,
insulin dependent vasodilation was significantly blunted (P<0.05) in HFD-fed offspring of
Leprdb/+ dams compared to HFD-fed offspring of WT-control dams (Fig 5F) and SD-fed offspring of Leprdb/+ dams (Fig 5H). There were no differences in insulin-induced vasodilation
between SD- and HFD-fed offspring from WT-control dams (Fig 5G).
The elastic properties of mesenteric arteries were affected by a (maternal environment) x
(offspring diet) interaction.
We further examined the structural properties of mesenteric arteries to determine if the
observed differences in vasodilation were associated with differences in vascular remodeling.
No differences in vascular structural characteristics were observed in juvenile offspring (Fig 6).
In adult mice, mesenteric vascular remodeling in response to HFD differed between WT
male offspring from Leprdb/+ and WT-control dams. In offspring fed a SD, the passive luminal
diameter of arteries was significantly greater (P<0.05) in offspring of Leprdb/+ dams than in
offspring from WT dams (Fig 7A). HFD feeding significantly increased passive luminal diameters and CSAs in offspring from WT dams (Fig 7C and 7G), but not in offspring from Leprdb/+
dams (Fig 7D and 7H). As a result, on HFD, the CSA was significantly reduced (P<0.05) in offspring of Leprdb/+ dams versus that from WT dams (Fig 7F). No differences were observed in
the arterial wall-to-lumen ratios among any of the groups (data not shown).
Arterial stiffness was affected by maternal environment, and diet had an effect depending
on maternal environment. Offspring of Leprdb/+ dams had significantly reduced (P<0.05) vascular wall strain values (Fig 8A and 8B) and higher moduli of elasticity (Fig 8E and 8F), indicative of arterial stiffness compared to offspring of WT dams. There were no differences in
vascular wall stress (Fig 8C and 8D) or elastic moduli (Fig 8G and 8H) between diets. To investigate arterial stiffness at low pressures, we analyzed arterial compliance (Fig 8I–8L) and the
low-modulus of elasticity (Fig 8I–8L, insets). The low-modulus of elasticity in mesenteric arteries from offspring of Leprdb/+ dams was increased (P<0.05) compared to offspring of WT
dams, when offspring were fed a HFD (Fig 8J, inset). This effect of HFD was correlated with a
tendency for an increased vascular compliance at low pressures (Fig 8J); however, the difference in compliance did not reach statistical significance. No other significant effects of maternal environment or diet on arterial compliance or the low-modulus of elasticity were observed.
Thus, maternal hyperleptinemia increased arterial stiffness at high pressures, independent of
offspring diet, whereas at low pressures, there was a (maternal environment) x (offspring diet)
interaction, such that offspring of WT, but not Leprdb/+ dams, had reduced arterial stiffness
(increased compliance) in response to HFD.

The structural composition of mesenteric resistance arteries was
affected by a (maternal environment) x (offspring diet) interaction
The cytoskeletal and extracellular matrix composition of blood vessels directly impacts vascular
structure and stiffness. Therefore, we examined F-actin, elastin and collagen contents of
mesenteric arteries from adult offspring of WT-control and Leprdb/+ dams by confocal/
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Fig 5. Effect of maternal environment and offspring diet on mesenteric resistance artery responses to
acetylcholine and insulin. All blood vessels were obtained from adult (31 week-old) wild type (WT) male offspring of
WT-control or Leprdb/+ (db/+) dams. (A-D) Acetylcholine-induced vasodilatory responses. (E-H) Insulin-induced
vasodilatory responses. Data are means ± SEM of n = 5–6 number of animals (vessels) per treatment group
combination. *P<0.05. SD, standard diet; HFD, high fat diet.
doi:10.1371/journal.pone.0155377.g005
PLOS ONE | DOI:10.1371/journal.pone.0155377 May 17, 2016
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Fig 6. Effect of maternal environment on the structure and mechanical properties of mesenteric resistance arteries
from juvenile (6 week-old) wild type (WT) male offspring of WT-control or Leprdb/+ (db/+) dams. (A) Pressure-diameter
curves of blood vessels kept under passive conditions. (B) Strain-stress relationship curves of mesenteric arteries kept under
passive conditions at different intravascular pressures. (C) Elastic moduli of mesenteric arteries kept under passive conditions
at different intravascular pressures. (D) Cross sectional area (CSA) of the vascular wall in mesenteric arteries kept under
passive conditions at different intravascular pressures. (E) Vascular wall to intravascular lumen ratio of mesenteric arteries kept
under passive conditions at different intravascular pressures. (F) Compliance of mesenteric arteries kept under passive
conditions at different intravascular pressures. Data are means ± SEM of n = 5 number of animals (vessels) per treatment group
combination.
doi:10.1371/journal.pone.0155377.g006

multiphoton microscopy (Fig 9). Maternal environment did not affect the F-actin cytoskeletal
composition of these arteries (Fig 9F). However, offspring fed a HFD, regardless of maternal
genotype, had significantly reduced (P<0.05) F-actin cytoskeletal volume in the medial layer
compared to vessels from offspring on a SD (Fig 9F–9H). The elastin content (Fig 9I–9K) was
also significantly reduced (P<0.05) in HFD-fed offspring compared to SD, regardless of
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Fig 7. Effect of maternal environment and offspring diet on the structural properties of mesenteric resistance
arteries from adult (31 week-old) wild type (WT) male offspring of WT-control or Leprdb/+ (db/+) dams. (A-D)
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Pressure-diameter curves of blood vessels kept under passive conditions. (E-H) Cross sectional area (CSA) of the
vascular wall in mesenteric arteries kept under passive conditions at different intravascular pressures. Data are
means ± SEM of n = 5–7 number of animals (vessels) per treatment group combination. *P<0.05. SD, standard diet;
HFD, high fat diet.
doi:10.1371/journal.pone.0155377.g007

maternal environment. The number of vascular smooth muscle cells and collagen content of
the arteries was not different among any of the groups (Fig 9L and 9M).

Fig 8. Effect of maternal environment and offspring diet on the mechanical properties of mesenteric resistance arteries from adult (31
week-old) wild type (WT) male offspring of WT-control or Leprdb/+ (db/+) dams. (A-D) Strain-stress relationship curves of mesenteric arteries
kept under passive conditions at different intravascular pressures. (E-H) Elastic moduli of mesenteric arteries kept under passive conditions at
different intravascular pressures. (I-L) Compliance of mesenteric arteries kept under passive conditions at different intravascular pressures. The
shaded areas represent the data used to calculate the elastic moduli at low pressures, which are shown in the insets. Data are means ± SEM of
n = 5–7 number of animals (vessels) per treatment group combination. *P<0.05. SD, standard diet; HFD, high fat diet.
doi:10.1371/journal.pone.0155377.g008
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Fig 9. Effect of maternal environment and offspring diet on the morphological characteristics of mesenteric resistance arteries from adult (31
week-old) wild type (WT) male offspring of WT-control or Leprdb/+ (db/+) dams. (A-E) Representative confocal images of mesenteric resistance
arteries showing (A) nuclei; (B) F-actin; (C) elastin; (D) collagen; and (E) merged image. (F-H) Group data and representative images showing that feeding
a high-fat diet was associated with a significant reduction in arterial F-actin content. (I-K) Group data and representative images showing that feeding a
high-fat diet was associated with a significant reduction in arterial elastin content. (L) Vascular smooth muscle cell number, represented by nuclei
contained within the medial layer of mesenteric arteries. (M) The amount of collagen contained in the wall of mesenteric arteries. Data are means ± SEM
of n = 5–7 number of animals (vessels) per treatment group combination. *P<0.05. SD, standard diet; HFD, high fat diet.
doi:10.1371/journal.pone.0155377.g009

The number and area of fenestrae in the internal elastic lamina (Fig 10) were also evaluated
in the mesenteric arteries of the adult offspring. Overall, offspring from Leprdb/+ dams had
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Fig 10. Effect of maternal environment and offspring diet on the internal elastic lamina characteristics of mesenteric resistance arteries from
adult (31 week-old) wild type (WT) male offspring of WT-control or Leprdb/+ (db/+) dams. (A-D) Representative confocal images of the internal elastic
lamina in mesenteric resistance arteries from each of the treatment group combinations. (E-G) Group data showing the number and area of fenestrae
within the internal elastic lamina and the elastic modulus of elasticity normalized as a function of the percolation of the internal elastic lamina and its
fenestrae. Data are means ± SEM of n = 4–5 number of animals (vessels) per treatment group combination. *P<0.05. SD, standard diet; HFD, high fat
diet.
doi:10.1371/journal.pone.0155377.g010

fewer (P<0.05) fenestrae compared to offspring from WT dams, regardless of diet, although in
pairwise comparisons, the difference was only significant in HFD-fed offspring (Fig 10E). The
mean area occupied by each fenestra was also significantly reduced by HFD (Fig 10F). The calculation of the internal elastic lamina elastic moduli normalized by the fenestrae critical value
(E/E0) was significantly affected by maternal environment and diet. The E/E0 was significantly
greater (P<0.05) in vessels from mice fed a HFD and in vessels from offspring of Leprdb/+
dams (Fig 10G).

Cardiac lipid accumulation and fibrosis were not affected by maternal
environment or offspring diet
Lipid accumulation and fibrosis (data not shown) were assessed in hearts of WT male offspring
from WT-control and Leprdb/+ dams on either the SD or HFD. No differences were found in
either parameter among any of the offspring groups.

Discussion
The adverse maternal environments of GDM and maternal obesity are characterized by maternal leptin resistance and hyperleptinemia [15–19]. As a consequence, there is both reduced leptin signaling in the mother, and exposure of the mother and placenta to high leptin
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concentrations. Here we evaluated the effect of high maternal leptin, in the absence of maternal
hyperglycemia or obesity, on offspring cardiovascular health, with specific emphasis on blood
pressure and resistance artery function and structure. There was no difference in blood pressure in offspring of control and Leprdb/+ dams, showing that maternal hyperleptinemia is not
responsible for the hypertension observed in offspring of diabetic or obese mothers. However,
maternal hyperleptinemia significantly impacted mesenteric artery function and structure in
offspring, particularly the arterial response to high fat, high sugar diet consumption. These
data suggest that maternal leptin interacts in complex ways with other factors in the maternal
and postnatal environments to influence vascular health in offspring.
Alterations to resistance artery function and structure have profound effects on the development of hypertension and CVD [33, 37, 38]. Exposure to an adverse maternal environment
also can lead to the development of hypertension and CVD [50–52]. However, there is limited
information on the role that alterations in resistance artery function and structure play in programming of hypertension by the maternal environment [4–7, 40, 53]. In the offspring of
hyperleptinemic dams, differences in resistance artery function were present without hypertension or obesity in the offspring suggesting first, that differences in resistance artery function
and structure were directly programmed in utero, rather than resulting secondarily from differences in blood pressure or metabolism in the offspring. The absence of significant changes in
arterial function or structure in juvenile mice and their presence in adult mice also suggest that
the in utero effects of maternal hyperleptinemia on the offspring vasculature are mostly programming effects that are expressed only in the mature individual. Moreover, contrary to our
initial expectations, maternal hyperleptinemia resulted in beneficial rather than detrimental
effects in the offspring vasculature. It increased vasodilatory responses to insulin and increased
the passive diameter (outward remodeling) of mesenteric resistance arteries. These beneficial
effects, however, occurred only in mice fed a SD. Adverse effects of maternal hyperleptinemia
on the offspring vasculature included a specific detrimental response to insulin-induced vasodilation observed only when mice were fed a HFD, and an increase in arterial stiffness that was
independent of diet effects.
The observation that changes in arterial function and structure were not associated with significant changes in blood pressure when mice were fed a SD supports the notion that alterations in vascular function and mechanics precede clinical alterations in cardiovascular
function [43, 54]. In addition, at least in the SD-fed offspring, programmed alterations in vasomotor responses, vascular remodeling and arterial stiffness may have offset each other, or been
offset by other factors that were not measured, like cardiac output or fluid volume, resulting in
no net change in blood pressure. Alternatively, it is possible that subtle changes in blood pressure were not detectable by tail cuff because of restraint stress, or by catheter, because of
anesthesia.
With regard to vascular function, the observation that there were no significant changes in
vascular responses to phenylephrine or SNP suggest that maternal hyperleptinemia had no
programing effects on vascular smooth muscle responsiveness to vasoconstrictor or vasodilator
agonists. Programing effects of maternal hyperleptinemia on vascular function were particular
to the endothelium. Moreover the fact that vessels from SD-fed offspring of Leprdb/+ dams had
enhanced responses to insulin, but not to ACh, suggest that the beneficial effects of maternal
hyperleptinemia on vascular function are associated with improvements in insulin signaling
upstream of NO production by endothelial NO synthase (eNOS). This is further supported by
the observation that the detrimental effect on vascular function seen in HFD-fed offspring of
hyperleptinemic dams consisted of a reduced vasodilatory responsiveness to insulin, but not to
ACh. This becomes particularly interesting when one considers that HFD-feeding was associated with an augmented vasodilatory response to ACh in the offspring of WT-control dams,
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but not in the offspring of hyperleptinemic dams. Enhanced ACh responses following HFD
have been shown in offspring of HFD-fed dams before [55] and in obese, diabetic db/db mice,
[44] although others have reported reduced ACh response following extended exposure to
HFDs [56]. Previous studies have also shown diminished insulin-induced vasodilation following HFD, as occurred in the offspring of hyperleptinemic dams, but only after a longer diet
period (10 weeks) [57]. Taken together, these data suggest that maternal hyperleptinemia programs the vascular endothelium in mesenteric resistance vessels not to respond to overnutrition with an enhanced capacity for eNOS-dependent vasodilation and to reduce its
responsiveness to insulin. The mechanisms associated with these responses are likely highly
complex and remain to be determined.
Alterations in vasomotor responses are often associated with vascular remodeling processes
and changes in the physical structure and mechanical properties of the vascular wall [33].
Remodeling is an intricately controlled process that encompasses changes in cytoskeletal organization, cell-to-cell connections and extracellular matrix composition and structure [33–35].
Previously, Souza-Smith et al. [44] showed that over-nutrition in the type 2 diabetic db/db
mouse is associated with outward remodeling of the mesenteric resistance circulation. The
increase in passive luminal diameter (outward remodeling) was attributed to hemodynamic
changes caused by the increased blood flow associated with the characteristic hyperphagia of
this animal model. In our current study, mesenteric vessels obtained from offspring of hyperleptinemic dams remodeled outwardly as did those obtained from WT-control dams fed a
HFD. It is possible that in the HFD-fed mice outward remodeling was caused by hemodynamic
changes attributable to presence of this diet in the gut. However, for the outward remodeling
observed in the arteries of offspring from hyperleptinemic dams fed a SD, the only observation
that provides a potential mechanism for this phenomenon is the increased vasodilatory responsiveness to insulin seen in the same arteries. The plausibility of this mechanism is supported by
the observation that feeding a HFD to offspring of hyperleptinemic dams did not induce outward remodeling in their mesenteric arteries and that this was associated with a reduced vasodilatory response to insulin. As in the study by Souza-Smith et al. [44] outward remodeling of
the mesenteric arteries was associated with an increased CSA of the vascular wall, indicating
that the remodeling was hypertrophic according to the characterization of remodeling introduced by Mulvany et al. [58].
As in previous studies, HFD consumption increased mean arterial blood pressure, due primarily to an increased diastolic blood pressure [59–61]. However, this increase in blood pressure was observed only in catheter measurements made in anesthetized animals and not in
blood pressure measurements obtained using tail-cuff plethysmography. Others have shown
that diet-induced obesity increases blood pressure using telemetry [54, 60]. Therefore, it is
likely that feeding of a HFD for 8 weeks had started changes in blood pressure regulation that
induce hypertension in the present study. However, we cannot discard the possibility that the
changes in blood pressure we observed were caused by changes in the sensitivity of the HFDfed animals to isoflurane.
Mechanically, the arteries from offspring of hyperleptinemic dams had reduced strain levels
and were stiffer than arteries from offspring of WT-control dams. This occurred without significant changes in arterial compliance al low pressures. Consumption of a HFD exacerbated
the stiffening of arteries in offspring of hyperleptinemic dams, making the elastic modulus of
their vessels at low pressures significantly greater than that in vessels from offspring of WTcontrol dams. This programming effect of maternal hyperleptinemia was not associated with
any significant changes in the amount of vascular smooth muscle cells, F-actin stress fibers,
elastin or fibrillar collagen contained within the vascular wall. Structurally, the outward hypertrophic remodeling associated with consumption of a HFD was associated with an overall
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reduction in F-actin and elastin content within the vascular wall. Paradoxically the reduction
in elastin content was also associated with a significant reduction in the area occupied by fenestrae in the IEL and a specific reduction in the number of fenestra in the IEL of arteries from offspring fed a HFD that were obtained from hyperleptinemic dams. Consumption of a HFD has
been previously shown to be associated with significant reduction in the fenestrae of vessels
[43, 62]. Calculation of the elastic modulus normalized as a function of the percolation of the
internal elastic lamina and its fenestrae suggests that a reduction in the number and size of
fenestrae may participate in augmenting the stiffness of mesenteric arteries in animals fed a
HFD [63]. In comparison, the mechanism responsible for the diet-induced vascular hypertrophy in offspring of WT-control dams is not clear, because there were no significant changes in
the amount of vascular smooth muscle nuclei, F-actin, fibrillar collagen or elastin contained in
the wall of those vessels. It remains to be determined if the change in CSA was caused by presence of bigger cells with less actin stress fibers or by presence of extracellular matrix proteins
other than fibrillar collagen. In a previous study of C57Bl/6 fed a 45% fat diet for 32 weeks, outward remodeling of mesenteric arteries occurred in association with adventitial and smooth
muscle cell hyperplasia [62].
Further study is needed to untangle the complex underlying mechanisms responsible for
functional and structural differences in the vasculature from mice exposed to prenatal maternal
hyperleptinemia. Maternal leptin does not cross the placenta to reach the fetal circulation [64,
65]; therefore the observed differences are not due to maternal leptin acting directly on developing fetal vasculature. Rather, maternal hyperleptinemia likely alters maternal metabolism
and changes placental function to alter the delivery of nutrients and growth factors to the growing fetus [66–76]. Our other studies indicate that offspring born to hyperleptinemic mothers
have better metabolic health overall, with lower body weights, increased spontaneous activity
[25], and improved insulin and leptin sensitivity, which may in turn affect vascular function, as
exemplified by the increased insulin-dependent vasodilation observed in offspring of hyperleptinemic dams. One possibility is that enhanced leptin sensitivity could affect expression of
matrix metalloproteinases [76, 77], which play a key role in artery remodeling [78]. Physical
activity is known to slow the progression of CVD and improve vascular homeostasis by
decreasing reactive oxygen species and increasing NO bioavailability in the endothelium [79].
Overall, this study indicates that exposure to high leptin levels in-utero affects vascular function in a manner dependent on the vasoactive stimulus and postnatal diet. Maternal hyperleptinemia was largely beneficial to vascular function when offspring were fed a SD, and deleterious
when they were fed a HFD. This is supportive of the hypothesis that alterations in maternal
serum leptin may contribute to the changes in cardiovascular health observed in offspring of
obese or diabetic pregnancies. This study also strengthens the idea that programming of arterial
function may precede changes in blood pressure, and thus, may be a key mechanism by which
maternal environment can alter cardiovascular health [40, 53]. While alterations to vascular function are linked to the development of hypertension, it is important to note that these changes
appear to occur prior to the onset of hypertension and that multiple vascular changes are
observed in multiple vascular beds. Thus, studies over a longer time course, and in other vascular
beds, may be necessary to fully understand whether vascular changes induced by maternal hyperleptinemia persist and lead to overt beneficial or adverse changes in blood pressure and CVD.

Acknowledgments
This work was supported by American Diabetes Association Basic Science Award 1-14-BS-181
to LCS and National Institutes of Health R01HL088105 to LAML. KAP was supported by an
American Heart Association Postdoctoral Fellowship Award (13POST16910108).

PLOS ONE | DOI:10.1371/journal.pone.0155377 May 17, 2016

20 / 25

High Maternal Leptin Alters Offspring Vasculature

Author Contributions
Conceived and designed the experiments: LAM LCS. Performed the experiments: KAP FIR
KEP OOT CAF. Analyzed the data: KAP FIR CAF CCR HW TJ. Contributed reagents/materials/analysis tools: CCR TJ LAM LCS. Wrote the paper: KAP FIR KEP OOT CAF CCR HW TJ
LAM LCS.

References
1.

Lawlor DA, Fraser A, Lindsay RS, Ness A, Dabelea D, Catalano P, et al. Association of existing diabetes, gestational diabetes and glycosuria in pregnancy with macrosomia and offspring body mass index,
waist and fat mass in later childhood: findings from a prospective pregnancy cohort. Diabetologia.
2010; 53(1):89–97. Epub 2009/10/21. doi: 10.1007/s00125-009-1560-z PMID: 19841891.

2.

Garcia-Vargas L, Addison SS, Nistala R, Kurukulasuriya D, Sowers JR. Gestational Diabetes and the
Offspring: Implications in the Development of the Cardiorenal Metabolic Syndrome in Offspring. Cardiorenal medicine. 2012; 2(2):134–42. doi: 000337734. PMID: 22851962; PubMed Central PMCID:
PMC3376343.

3.

Aceti A, Santhakumaran S, Logan KM, Philipps LH, Prior E, Gale C, et al. The diabetic pregnancy and
offspring blood pressure in childhood: a systematic review and meta-analysis. Diabetologia. 2012; 55
(11):3114–27. Epub 2012/09/06. doi: 10.1007/s00125-012-2689-8 PMID: 22948491.

4.

Holemans K, Gerber RT, Meurrens K, De Clerck F, Poston L, Van Assche FA. Streptozotocin diabetes
in the pregnant rat induces cardiovascular dysfunction in adult offspring. Diabetologia. 1999; 42(1):81–
9. doi: 10.1007/s001250051117 PMID: 10027583.

5.

Rocha SO, Gomes GN, Forti AL, do Carmo Pinho Franco M, Fortes ZB, de Fatima Cavanal M, et al.
Long-term effects of maternal diabetes on vascular reactivity and renal function in rat male offspring.
Pediatr Res. 2005; 58(6):1274–9. doi: 10.1203/01.pdr.0000188698.58021.ff PMID: 16306207.

6.

Ramos-Alves FE, de Queiroz DB, Santos-Rocha J, Duarte GP, Xavier FE. Increased cyclooxygenase2-derived prostanoids contributes to the hyperreactivity to noradrenaline in mesenteric resistance arteries from offspring of diabetic rats. PLoS One. 2012; 7(11):e50593. doi: 10.1371/journal.pone.0050593
PMID: 23209788; PubMed Central PMCID: PMC3509067.

7.

Samuelsson AM, Matthews PA, Argenton M, Christie MR, McConnell JM, Jansen EH, et al. Dietinduced obesity in female mice leads to offspring hyperphagia, adiposity, hypertension, and insulin
resistance: a novel murine model of developmental programming. Hypertension. 2008; 51(2):383–92.
doi: 10.1161/HYPERTENSIONAHA.107.101477 PMID: 18086952.

8.

Torrens C, Ethirajan P, Bruce KD, Cagampang FR, Siow RC, Hanson MA, et al. Interaction between
maternal and offspring diet to impair vascular function and oxidative balance in high fat fed male mice.
PLoS One. 2012; 7(12):e50671. doi: 10.1371/journal.pone.0050671 PMID: 23227196; PubMed Central
PMCID: PMC3515587.

9.

Kirk SL, Samuelsson AM, Argenton M, Dhonye H, Kalamatianos T, Poston L, et al. Maternal obesity
induced by diet in rats permanently influences central processes regulating food intake in offspring.
PLoS One. 2009; 4(6):e5870. Epub 2009/06/12. doi: 10.1371/journal.pone.0005870 PMID: 19516909;
PubMed Central PMCID: PMC2690656.

10.

Samuelsson AM, Clark J, Rudyk O, Shattock MJ, Bae SE, South T, et al. Experimental hyperleptinemia
in neonatal rats leads to selective leptin responsiveness, hypertension, and altered myocardial function.
Hypertension. 2013; 62(3):627–33. doi: 10.1161/HYPERTENSIONAHA.111.00691 PMID: 23836797.

11.

Mantzoros CS, Magkos F, Brinkoetter M, Sienkiewicz E, Dardeno TA, Kim SY, et al. Leptin in human
physiology and pathophysiology. Am J Physiol Endocrinol Metab. 2011; 301(4):E567–84. Epub 2011/
07/28. [pii] doi: 10.1152/ajpendo.00315.2011 PMID: 21791620; PubMed Central PMCID:
PMC3191548.

12.

Momin AU, Melikian N, Shah AM, Grieve DJ, Wheatcroft SB, John L, et al. Leptin is an endothelial-independent vasodilator in humans with coronary artery disease: Evidence for tissue specificity of leptin
resistance. European heart journal. 2006; 27(19):2294–9. doi: 10.1093/eurheartj/ehi831 PMID:
16543250.

13.

Singhal A, Farooqi IS, Cole TJ, O'Rahilly S, Fewtrell M, Kattenhorn M, et al. Influence of leptin on arterial distensibility: a novel link between obesity and cardiovascular disease? Circulation. 2002; 106
(15):1919–24. PMID: 12370213.

14.

Wolk R, Somers VK. Leptin and vascular function: Friend or foe? European heart journal. 2006; 27
(19):2263–5. doi: 10.1093/eurheartj/ehl246 PMID: 16966346.

15.

Yilmaz O, Kucuk M, Ilgin A, Dagdelen M. Assessment of insulin sensitivity/resistance and their relations
with leptin concentrations and anthropometric measures in a pregnant population with and without

PLOS ONE | DOI:10.1371/journal.pone.0155377 May 17, 2016

21 / 25

High Maternal Leptin Alters Offspring Vasculature

gestational diabetes mellitus. J Diabetes Complications. 2010; 24(2):109–14. Epub 2009/03/10. [pii]
doi: 10.1016/j.jdiacomp.2009.01.006 PMID: 19269197.
16.

Ategbo JM, Grissa O, Yessoufou A, Hichami A, Dramane KL, Moutairou K, et al. Modulation of adipokines and cytokines in gestational diabetes and macrosomia. J Clin Endocrinol Metab. 2006; 91
(10):4137–43. Epub 2006/07/20. [pii] doi: 10.1210/jc.2006-0980 PMID: 16849405.

17.

McLachlan KA, O'Neal D, Jenkins A, Alford FP. Do adiponectin, TNFalpha, leptin and CRP relate to
insulin resistance in pregnancy? Studies in women with and without gestational diabetes, during and
after pregnancy. Diabetes Metab Res Rev. 2006; 22(2):131–8. Epub 2005/09/20. doi: 10.1002/dmrr.
591 PMID: 16170833.

18.

Caro JF, Kolaczynski JW, Nyce MR, Ohannesian JP, Opentanova I, Goldman WH, et al. Decreased
cerebrospinal-fluid/serum leptin ratio in obesity: a possible mechanism for leptin resistance. Lancet.
1996; 348(9021):159–61. Epub 1996/07/20. doi: S014067369603173X [pii]. PMID: 8684156.

19.

Maple-Brown L, Ye C, Hanley AJ, Connelly PW, Sermer M, Zinman B, et al. Maternal Pregravid Weight
Is the Primary Determinant of Serum Leptin and Its Metabolic Associations in Pregnancy, Irrespective
of Gestational Glucose Tolerance Status. J Clin Endocrinol Metab. 2012. Epub 2012/09/06. doi: 10.
1210/jc.2012-2290 PMID: 22948759.

20.

Yamashita H, Shao J, Ishizuka T, Klepcyk PJ, Muhlenkamp P, Qiao L, et al. Leptin administration prevents spontaneous gestational diabetes in heterozygous Lepr(db/+) mice: effects on placental leptin
and fetal growth. Endocrinology. 2001; 142(7):2888–97. PMID: 11416008.

21.

Kaufmann RC, Amankwah KS, Dunaway G, Maroun L, Arbuthnot J, Roddick JW Jr. An animal model of
gestational diabetes. Am J Obstet Gynecol. 1981; 141(5):479–82. Epub 1981/11/01. PMID: 7294072.

22.

Harrod JS, Rada CC, Pierce SL, England SK, Lamping KG. Altered contribution of RhoA/Rho kinase
signaling in contractile activity of myometrium in leptin receptor-deficient mice. Am J Physiol Endocrinol
Metab. 2011; 301(2):E362–9. Epub 2011/05/12. doi: 10.1152/ajpendo.00696.2010 PMID: 21558549;
PubMed Central PMCID: PMC3154528.

23.

Nadif R, Dilworth MR, Sibley CP, Baker PN, Davidge ST, Gibson JM, et al. The maternal environment
programmes postnatal weight gain and glucose tolerance of male offspring but placental and fetal
growth are determined by fetal genotype in the Leprdb/+ model of gestational diabetes. Endocrinology.
2014:en20141562. doi: 10.1210/en.2014-1562 PMID: 25353183.

24.

Yamashita H, Shao J, Qiao L, Pagliassotti M, Friedman JE. Effect of spontaneous gestational diabetes
on fetal and postnatal hepatic insulin resistance in Lepr(db/+) mice. Pediatr Res. 2003; 53(3):411–8.
Epub 2003/02/22. doi: 10.1203/01.PDR.0000049667.58071.7D PMID: 12595588.

25.

Pollock KE, Stevens D, Pennington KA, Thaisrivongs R, Kaiser J, Ellersieck MR, et al. Hyperleptinemia
during pregnancy decreases adult weight of offspring and is associated with increased offspring locomotor activity in mice. Endocrinology. 2015:en20151247. doi: 10.1210/en.2015-1247 PMID: 26196541.

26.

Stocker CJ, Wargent E, O'Dowd J, Cornick C, Speakman JR, Arch JR, et al. Prevention of diet-induced
obesity and impaired glucose tolerance in rats following administration of leptin to their mothers. Am J
Physiol Regul Integr Comp Physiol. 2007; 292(5):R1810–8. Epub 2007/01/20. doi: 10.1152/ajpregu.
00676.2006 PMID: 17234956.

27.

Stocker C, O'Dowd J, Morton NM, Wargent E, Sennitt MV, Hislop D, et al. Modulation of susceptibility to
weight gain and insulin resistance in low birthweight rats by treatment of their mothers with leptin during
pregnancy and lactation. Int J Obes Relat Metab Disord. 2004; 28(1):129–36. Epub 2003/10/15. doi:
10.1038/sj.ijo.0802476 PMID: 14557827.

28.

Talton OO, Pennington KA, Pollock KE, Bates K, Ma L, Ellersieck MR, et al. Maternal Hyperleptinemia
Improves Offspring Insulin Sensitivity in Mice. Endocrinology. 2016;Early Release, en.2016-1039.
Epub May 4, 2016. doi: 10.1210/en.2016-1039

29.

Gui J, Rohrbach A, Borns K, Hillemanns P, Feng L, Hubel CA, et al. Vitamin D rescues dysfunction of
fetal endothelial colony forming cells from individuals with gestational diabetes. Placenta. 2015; 36
(4):410–8. doi: 10.1016/j.placenta.2015.01.195 PMID: 25684656.

30.

Floris I, Descamps B, Vardeu A, Mitic T, Posadino AM, Shantikumar S, et al. Gestational diabetes mellitus impairs fetal endothelial cell functions through a mechanism involving microRNA-101 and histone
methyltransferase enhancer of zester homolog-2. Arteriosclerosis, thrombosis, and vascular biology.
2015; 35(3):664–74. doi: 10.1161/ATVBAHA.114.304730 PMID: 25614281.

31.

Dincer UD. Fetal exposure to a diabetic intrauterine environment resulted in a failure of cord blood
endothelial progenitor cell adaptation against chronic hypoxia. Stem cells and cloning: advances and
applications. 2015; 8:1–14. doi: 10.2147/SCCAA.S73658 PMID: 25565870; PubMed Central PMCID:
PMC4275114.

32.

Cheng X, Chapple SJ, Patel B, Puszyk W, Sugden D, Yin X, et al. Gestational diabetes mellitus impairs
nrf2-mediated adaptive antioxidant defenses and redox signaling in fetal endothelial cells in utero.

PLOS ONE | DOI:10.1371/journal.pone.0155377 May 17, 2016

22 / 25

High Maternal Leptin Alters Offspring Vasculature

Diabetes. 2013; 62(12):4088–97. Epub 2013/08/27. doi: 10.2337/db13-0169 PMID: 23974919;
PubMed Central PMCID: PMC3837032.
33.

Martinez-Lemus LA, Hill MA, Meininger GA. The plastic nature of the vascular wall: a continuum of
remodeling events contributing to control of arteriolar diameter and structure. Physiology (Bethesda).
2009; 24:45–57. PMID: 19196651.

34.

Mulvany MJ. Vascular remodelling of resistance vessels: can we define this? Cardiovascular research.
1999; 41(1):9–13. PMID: 10325946.

35.

Castorena-Gonzalez JA, Staiculescu MC, Foote C, Martinez-Lemus LA. Mechanisms of the inward
remodeling process in resistance vessels: is the actin cytoskeleton involved? Microcirculation. 2014;
21(3):219–29. Epub 2014/03/19. doi: 10.1111/micc.12105 PMID: 24635509; PubMed Central PMCID:
PMC3988214.

36.

Staiculescu MC, Galinanes EL, Zhao G, Ulloa U, Jin M, Beig MI, et al. Prolonged vasoconstriction of
resistance arteries involves vascular smooth muscle actin polymerization leading to inward remodelling. Cardiovasc Res. 2013; 98(3):428–36. Epub 2013/02/19. doi: 10.1093/cvr/cvt034 PMID:
23417038.

37.

Intengan HD, Schiffrin EL. Structure and mechanical properties of resistance arteries in hypertension:
role of adhesion molecules and extracellular matrix determinants. Hypertension. 2000; 36(3):312–8.
PMID: 10988257

38.

Intengan HD, Schiffrin EL. Vascular remodeling in hypertension: roles of apoptosis, inflammation, and
fibrosis. Hypertension. 2001; 38(3 Pt 2):581–7. PMID: 11566935

39.

Pennington KA, Harper JL, Sigafoos AN, Beffa LM, Carleton SM, Phillips CL, et al. Effect of food restriction and leptin supplementation on fetal programming in mice. Endocrinology. 2012; 153(9):4556–67.
Epub 2012/07/11. doi: 10.1210/en.2012-1119 PMID: 22778222; PubMed Central PMCID:
PMC3423615.

40.

Schenewerk AL, Ramirez FI, Foote C, Ji T, Martinez-Lemus LA, Rivera RM. Effects of the use of assisted reproduction and high-caloric diet consumption on body weight and cardiovascular health of juvenile mouse offspring. Reproduction. 2014; 147(1):111–23. Epub 2013/10/29. doi: 10.1530/REP-130354 PMID: 24163396; PubMed Central PMCID: PMC3864551.

41.

Kim JA, Jang HJ, Martinez-Lemus LA, Sowers JR. Activation of mTOR/p70S6 kinase by ANG II inhibits
insulin-stimulated endothelial nitric oxide synthase and vasodilation. Am J Physiol Endocrinol Metab.
2012; 302(2):E201–8. Epub 2011/10/27. doi: 10.1152/ajpendo.00497.2011 PMID: 22028412; PubMed
Central PMCID: PMC3340897.

42.

Martinez-Lemus LA. Persistent Agonist-Induced Vasoconstriction Is Not Required for Angiotensin II to
Mediate Inward Remodeling of Isolated Arterioles with Myogenic Tone. J Vasc Res. 2008; 45(3):211–
21. PMID: 18087168.

43.

Bender SB, Castorena-Gonzalez JA, Garro M, Reyes-Aldasoro CC, Sowers JR, DeMarco VG, et al.
Regional variation in arterial stiffening and dysfunction in Western diet-induced obesity. Am J Physiol
Heart Circ Physiol. 2015; 309(4):H574–82. doi: 10.1152/ajpheart.00155.2015 PMID: 26092984;
PubMed Central PMCID: PMCPMC4537938.

44.

Souza-Smith FM, Katz PS, Trask AJ, Stewart JA Jr., Lord KC, Varner KJ, et al. Mesenteric resistance
arteries in type 2 diabetic db/db mice undergo outward remodeling. PLoS ONE. 2011; 6(8):e23337.
Epub 2011/08/11. doi: 10.1371/journal.pone.0023337 PMID: 21829729; PubMed Central PMCID:
PMC3150429.

45.

Ooi CY, Wang Z, Tabima DM, Eickhoff JC, Chesler NC. The role of collagen in extralobar pulmonary
artery stiffening in response to hypoxia-induced pulmonary hypertension. Am J Physiol Heart Circ Physiol. 2010; 299(6):H1823–31. doi: 10.1152/ajpheart.00493.2009 PMID: 20852040; PubMed Central
PMCID: PMCPMC3006281.

46.

Groenink M, Langerak SE, Vanbavel E, van der Wall EE, Mulder BJ, van der Wal AC, et al. The influence of aging and aortic stiffness on permanent dilation and breaking stress of the thoracic descending
aorta. Cardiovasc Res. 1999; 43(2):471–80. PMID: 10536677.

47.

Wells SM, Langille BL, Lee JM, Adamson SL. Determinants of mechanical properties in the developing
ovine thoracic aorta. Am J Physiol. 1999; 277(4 Pt 2):H1385–91. PMID: 10516173.

48.

Day AR, Snyder KA, Garboczi EJ, Thorpe MF. The Elastic-Moduli of a Sheet Containing Circular
Holes. J Mech Phys Solids. 1992; 40(5):1031–51. doi: 10.1016/0022-5096(92)90061-6 PMID: WOS:
A1992HZ50000006.

49.

Mehlem A, Hagberg CE, Muhl L, Eriksson U, Falkevall A. Imaging of neutral lipids by oil red O for analyzing the metabolic status in health and disease. Nature protocols. 2013; 8(6):1149–54. doi: 10.1038/
nprot.2013.055 PMID: 23702831.

50.

Kawamura M, Itoh H, Yura S, Mogami H, Suga S, Makino H, et al. Undernutrition in utero augments
systolic blood pressure and cardiac remodeling in adult mouse offspring: possible involvement of local

PLOS ONE | DOI:10.1371/journal.pone.0155377 May 17, 2016

23 / 25

High Maternal Leptin Alters Offspring Vasculature

cardiac angiotensin system in developmental origins of cardiovascular disease. Endocrinology. 2007;
148(3):1218–25. Epub 2006/12/02. doi: 10.1210/en.2006-0706 PMID: 17138658.
51.

Remacle C, Bieswal F, Bol V, Reusens B. Developmental programming of adult obesity and cardiovascular disease in rodents by maternal nutrition imbalance. Am J Clin Nutr. 2011; 94(6 Suppl):1846S–
52S. Epub 2011/05/06. doi: 10.3945/ajcn.110.001651 PMID: 21543546.

52.

Khan IY, Taylor PD, Dekou V, Seed PT, Lakasing L, Graham D, et al. Gender-linked hypertension in offspring of lard-fed pregnant rats. Hypertension. 2003; 41(1):168–75. Epub 2003/01/04. PMID:
12511548.

53.

Ramirez-Perez FI, Schenewerk AL, Coffman KL, Foote C, Ji T, Rivera RM, et al. Effects of the use of
assisted reproductive technologies and an obesogenic environment on resistance artery function and
diabetes biomarkers in mice offspring. PLoS ONE. 2014; 9(11):e112651. Epub 2014/11/12. doi: 10.
1371/journal.pone.0112651 PMID: 25386661; PubMed Central PMCID: PMC4227714.

54.

Weisbrod RM, Shiang T, Al Sayah L, Fry JL, Bajpai S, Reinhart-King CA, et al. Arterial stiffening precedes systolic hypertension in diet-induced obesity. Hypertension. 2013; 62(6):1105–10. Epub 2013/
09/26. doi: 10.1161/HYPERTENSIONAHA.113.01744 PMID: 24060894.

55.

Khan I, Dekou V, Hanson M, Poston L, Taylor P. Predictive adaptive responses to maternal high-fat
diet prevent endothelial dysfunction but not hypertension in adult rat offspring. Circulation. 2004; 110
(9):1097–102. doi: 10.1161/01.CIR.0000139843.05436.A0 PMID: 15326063.

56.

Kleinschmidt TL, Oltman CL. Progression and reversal of coronary and mesenteric vascular dysfunction associated with obesity. Obesity (Silver Spring). 2014; 22(10):2193–200. doi: 10.1002/oby.20837
PMID: 25044654.

57.

Jang HJ, Kim HS, Hwang DH, Quon MJ, Kim JA. Toll-like receptor 2 mediates high-fat diet-induced
impairment of vasodilator actions of insulin. Am J Physiol Endocrinol Metab. 2013; 304(10):E1077–88.
doi: 10.1152/ajpendo.00578.2012 PMID: 23531618; PubMed Central PMCID: PMC3651621.

58.

Mulvany MJ, Baumbach GL, Aalkjaer C, Heagerty AM, Korsgaard N, Schiffrin EL, et al. Vascular
remodeling. Hypertension. 1996; 28(3):505–6. PMID: 8794840

59.

Wilde DW, Massey KD, Walker GK, Vollmer A, Grekin RJ. High-fat diet elevates blood pressure and
cerebrovascular muscle Ca(2+) current. Hypertension. 2000; 35(3):832–7. PMID: 10720603.

60.

Erdos B, Broxson CS, Cudykier I, Basgut B, Whidden M, Landa T, et al. Effect of high-fat diet feeding
on hypothalamic redox signaling and central blood pressure regulation. Hypertens Res. 2009; 32
(11):983–8. doi: 10.1038/hr.2009.129 PMID: 19713964.

61.

Aoqui C, Chmielewski S, Scherer E, Eissler R, Sollinger D, Heid I, et al. Microvascular dysfunction in
the course of metabolic syndrome induced by high-fat diet. Cardiovasc Diabetol. 2014; 13:31. Epub
2014/02/05. doi: 10.1186/1475-2840-13-31 PMID: 24490784; PubMed Central PMCID: PMC3916304.

62.

Gil-Ortega M, Martin-Ramos M, Arribas SM, Gonzalez MC, Aranguez I, Ruiz-Gayo M, et al. Arterial stiffness is associated with adipokine dysregulation in non-hypertensive obese mice. Vascular pharmacology. 2015. doi: 10.1016/j.vph.2015.05.012 PMID: 26028606.

63.

Day ARS, K.A.; Garboczi E.J.; Thorpe M.F. The elastic moduli of a sheet containing circular holes. J
Mech Phys Solids. 1992; 40(5):1031–51.

64.

Udagawa J, Hashimoto R, Suzuki H, Hatta T, Sotomaru Y, Hioki K, et al. The role of leptin in the development of the cerebral cortex in mouse embryos. Endocrinology. 2006; 147(2):647–58. doi: 10.1210/
en.2005-0791 PMID: 16282354.

65.

Linnemann K, Malek A, Sager R, Blum WF, Schneider H, Fusch C. Leptin production and release in the
dually in vitro perfused human placenta. J Clin Endocrinol Metab. 2000; 85(11):4298–301. doi: 10.
1210/jcem.85.11.6933 PMID: 11095471.

66.

Bifulco G, Trencia A, Caruso M, Tommaselli GA, Miele C, di Carlo C, et al. Leptin induces mitogenic
effect on human choriocarcinoma cell line (JAr) via MAP kinase activation in a glucose-dependent fashion. Placenta. 2003; 24(4):385–91. PMID: 12657513.

67.

Cameo P, Bischof P, Calvo JC. Effect of leptin on progesterone, human chorionic gonadotropin, and
interleukin-6 secretion by human term trophoblast cells in culture. Biol Reprod. 2003; 68(2):472–7.
PMID: 12533410.

68.

Ericsson A, Hamark B, Jansson N, Johansson BR, Powell TL, Jansson T. Hormonal regulation of glucose and system A amino acid transport in first trimester placental villous fragments. Am J Physiol
Regul Integr Comp Physiol. 2005; 288(3):R656–62. PMID: 15539610.

69.

Islami D, Bischof P, Chardonnens D. Modulation of placental vascular endothelial growth factor by leptin and hCG. Mol Hum Reprod. 2003; 9(7):395–8. Epub 2003/06/13. PMID: 12802046.

70.

Jansson N, Greenwood SL, Johansson BR, Powell TL, Jansson T. Leptin stimulates the activity of the
system A amino acid transporter in human placental villous fragments. J Clin Endocrinol Metab. 2003;
88(3):1205–11. Epub 2003/03/12. PMID: 12629107.

PLOS ONE | DOI:10.1371/journal.pone.0155377 May 17, 2016

24 / 25

High Maternal Leptin Alters Offspring Vasculature

71.

Magarinos MP, Sanchez-Margalet V, Kotler M, Calvo JC, Varone CL. Leptin promotes cell proliferation
and survival of trophoblastic cells. Biol Reprod. 2007; 76(2):203–10. Epub 2006/10/06. doi: 10.1095/
biolreprod.106.051391 PMID: 17021346.

72.

Mousiolis AV, Kollia P, Skentou C, Messinis IE. Effects of leptin on the expression of fatty acid-binding
proteins in human placental cell cultures. Molecular medicine reports. 2012; 5(2):497–502. Epub 2011/
11/24. doi: 10.3892/mmr.2011.686 PMID: 22109570.

73.

Perez-Perez A, Maymo J, Gambino Y, Duenas JL, Goberna R, Varone C, et al. Leptin stimulates protein synthesis-activating translation machinery in human trophoblastic cells. Biol Reprod. 2009; 81
(5):826–32. Epub 2009/06/26. doi: 10.1095/biolreprod.109.076513 PMID: 19553602.

74.

Perez-Perez A, Maymo JL, Gambino YP, Guadix P, Duenas JL, Varone CL, et al. Activated translation
signaling in placenta from pregnant women with gestational diabetes mellitus: possible role of leptin.
Horm Metab Res. 2013; 45(6):436–42. Epub 2013/02/07. doi: 10.1055/s-0032-1333276 PMID:
23386416.

75.

Schulz LC, Schlitt JM, Caesar G, Pennington KA. Leptin and the placental response to maternal food
restriction during early pregnancy in mice. Biol Reprod. 2012; 87(5):120. doi: 10.1095/biolreprod.112.
103218 PMID: 22993381; PubMed Central PMCID: PMC3509780.

76.

Schulz LC, Widmaier EP. The effect of leptin on mouse trophoblast cell invasion. Biol Reprod. 2004; 71
(6):1963–7. PMID: 15306556.

77.

Park HY, Kwon HM, Lim HJ, Hong BK, Lee JY, Park BE, et al. Potential role of leptin in angiogenesis:
leptin induces endothelial cell proliferation and expression of matrix metalloproteinases in vivo and in
vitro. Exp Mol Med. 2001; 33(2):95–102. Epub 2001/07/20. PMID: 11460888.

78.

Martinez-Lemus LA, Galinanes EL. Matrix metalloproteinases and small artery remodeling. Drug discovery today Disease models. 2011; 8(1):21–8. Epub 2011/11/30. doi: 10.1016/j.ddmod.2011.06.002
PMID: 22125568; PubMed Central PMCID: PMC3223939.

79.

Durand MJ, Gutterman DD. Exercise and vascular function: how much is too much? Canadian journal
of physiology and pharmacology. 2014; 92(7):551–7. doi: 10.1139/cjpp-2013-0486 PMID: 24873760;
PubMed Central PMCID: PMC4398063.

PLOS ONE | DOI:10.1371/journal.pone.0155377 May 17, 2016

25 / 25

