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ABSTRACT: Studies in humans have shown a direct association betweenmaternal plasma cholesterol concentrations
and infant birthweight. Similarly, previous studies in our laboratory have shown that chow-fed mice lacking
apolipoprotein (apo)A-I, themajor protein inHDL, have lowHDL-cholesterol (HDL-C) concentrations and smaller
fetuses inmidgestation. In the current study, wemeasured fetal weights inmicewith varying levels of apoA-I gene
dose (knockout, wild-type, and transgenic) and examined metabolic pathways known to affect fetal growth. As
expected,wefound thedifferences inapoA-Iexpression ledtochanges inHDLparticle sizeandproteincargoaswell
as plasma cholesterol concentrations. Fetalmasses correlated directly withmaternal plasma cholesterol and apoA-I
concentrations, but placentalmasses and histology did not differ between groups ofmice. Therewas no significant
difference in glucose or amino acid transport to the fetus or in expression levels of the glucose (glucose transporter 1
and 2) or amino acid (sodium-coupled neutral amino acid transporter 1 and 2) transporters in whole placentas,
although therewas a trend for greater uptake of bothnutrients in thewhole fetal unit (fetus +placenta) ofmicewith
greater apoA-I levels; significant differences in transport rates occurred when mice without apoA-I (knockout) vs.
micewithapoA-I (wild-typeand transgenic)were compared.Glucose tolerance testswere improved in themicewith
the highest level of apoA-I, suggesting increased insulin-induced uptake of glucose by tissues of apoA-I transgenic
mice. Thus,maternal HDL is associatedwith fetal growth, an effect that is likelymediated by plasma cholesterol or
otherHDL-cargo, including apolipoproteins or complement systemproteins.Adirect role of enhanced glucose and/
or amino acid transport cannot be excluded.—Rebholz, S. L.,Melchior, J. T., Davidson,W. S., Jones, H. N.,Welge, J.
A., Prentice, A. M., Moore, S. E., Woollett, L. A. Studies in genetically modified mice implicate maternal HDL as a
mediator of fetal growth. FASEB J. 32, 000–000 (2018). www.fasebj.org
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Infants with low birthweight (LBW) (i.e.,,2.5 kg) are at an
increased risk for adverse acute andchronic conditions. The
acute effects of LBW can range from poor cognitive devel-
opment and neonatal health to high infant mortality (1–5).
The chronic effects can include metabolic diseases and
cognitive impairments that last across the life course
[reviewed by Barker (6) and Prentice and Moore (7)]. It is
estimated that 15–20%of all birthsworldwide are LBW (8),
averaging20millionbirths eachyear.The incidenceofLBW

is especially high in resource-poor settings in Africa and
Asia. This is a global problem, however, because a number
of resource-rich countries also have high rates of LBW in
specific regions or subgroups (9). Although comparisons
are often made between infants of LBW and normal birth-
weight ($2.5 kg), there is a continuous impact of birth-
weight on acute and chronic diseases even within the
normal range of birthweights (10–13). This has led to the
understanding that even incremental changes in birth-
weight can affect health.

Birthweight is aproductof fetalgrowth rates and length
of gestation (14, 15). An infant can have a normal rate of
fetal growth but be LBW if born prematurely. Likewise,
reduced fetal growth rates can result in infants who are
small for gestational age (SGA); this latter factor is the
primary driver of LBW in low-income settings. One of the
primary regulators of fetal growth is nutrient supply, in-
cluding themacronutrientsglucose, aminoacids, and fatty
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acids (16, 17). Because the placenta forms the sole conduit
for transfer of essentialnutrientsbetween thematernaland
fetal circulations, nutrients must be taken up by and
transported across the syncytiotrophoblast layer of the
placenta to enter the fetal circulation. These processes are
regulated by placental mass and function, which are reg-
ulated by factors in the maternal circulation, with the end
point beingoptimal fetal growthbasedon thenutrient and
health status of the mother and her capacity to host her
growing fetus.Gestational length isgovernedbyanumber
of factors, including ethnicity, genetics, stress, infection,
reduced local progesterone action due to less local pro-
gesterone or altered membrane function, vascular disor-
ders, and more recently placental insufficiency (18, 19).

An often neglected, but essential, metabolite in fetal
growth is cholesterol. Previous studies in humans
have shown a direct association between maternal
plasma cholesterol levels and birthweight (20–26), al-
though results are inconsistent and may be con-
founded by associations with maternal body mass
index, the inflammatory status of the mother, and
gestational age at the time of sample collection (27–32).
Studies in mice with different plasma cholesterol con-
centrations, and specifically HDL-cholesterol (HDL-C)
levels due to genetic disruption of apolipoprotein (apo)
A-I, also have shown reduced fetal growth in dams with
lower maternal cholesterol levels (33). The reduced
growth is not mediated by a change in gene expression
in the fetus itself (33), suggesting that a factor in the
maternal circulation is responsible for the change in
fetal growth.

Cholesterol is carried in plasma by lipoproteins. Li-
poprotein particles, including HDL, are taken up
readily by lipoprotein receptors on syncytiotropho-
blasts of the placenta. Whole HDL particles can be
taken up by receptors, including cubulin and apoE-
receptors, and HDL-cholesteryl ester can be selectively
taken by the scavenger receptor Class B type I. It has
been suggested by Kramer et al. (34) that the ability of
the placenta to take up HDL is important for fetal
growth and low uptake rates (or lowHDL levels) could
yield adverse pregnancy outcomes. These researchers
found an abundance of small HDL particles in the
plasma of women with infants with lower birth-
weights, which they assume suggests a lack of HDL
uptake by the placenta. It is unknown if HDL-C itself is
mediating an effect or if another component of HDL is
affecting metabolism, such HDL protein cargo.

The goal of the current studies was to determine if
there was a direct correlation between fetal masses
and plasma HDL/HDL-C concentrations in a mouse
model of LBW and if the effect was mediated by a
change in placental structure or function. These initial
studies focused on nutrient transport as one of the
key mediators of placenta-directed fetal growth. Un-
derstanding the relationship betweenmaternal plasma
HDL, apoA-I, or cholesterol concentrations and fetal
growth could aid in devising simple strategies to
improve fetal growth rates and/or in identifying
a novel biomarker for infants with reduced growth
in utero.

MATERIALS AND METHODS

Mice

Mice were obtained from The Jackson Laboratory (Bar Harbor,
ME, USA) at 12wk of age. Mice lacked apoA-I (apoA-I2/2), had
normal levels of apoA-I (wild-type mice; apoA-I+/+), or had
overexpressedhumanapoA-IwithmouseapoA-Ipresent (apoA-
Itg/tg). Upon arrival, mice were fed standard rodent chow (7012;
Teklad, Madison, WI, USA) and placed in an environmentally
controlled room with 12-h light/dark cycle. After acclimation
(2 wk), 1 male and 3 female mice with the same genotype were
placed together, and female mice were checked daily for post-
copulatory plugs. Female mice were placed in a separate cage
and were considered 0.5 d postconception (dpc) the morning a
plug was detected. Female mice were studied at 14.5 dpc in the
midlight cycle and after being unfed for 5–6 h unless stated
otherwise. Samples were collected after anesthesia and exsan-
guination exceptwherenoted. Bloodwas collected fromthevena
cava. Plasma was separated and either assayed within 48 h or
portioned in aliquots and frozen. All studies were approved by
the Institutional Animal Care and Use Committee of the Uni-
versity of Cincinnati.

Plasma lipid and sterol concentrations

Plasma cholesterol and triglyceride concentrations were de-
termined enzymatically in individual mice. Fresh plasma was
pooled from some of the female mice studied within 48 h of one
another and with the same genetic background. Lipoproteins
were separated by size using fast performance liquid chroma-
tography (FPLC) with 2 Sephadex columns in tandem as de-
scribed (33). Cholesterol was measured enzymatically in each
fraction. Plasma progesterone levels were measured by ELISA
after extraction with methylene chloride (Cayman Chemicals,
Ann Arbor, MI, USA).

HDL proteomics

HDL isolation

Frozen plasma was thawed, and non–apoB lipid-carrying par-
ticles consisting primarily ofHDLwere isolated by precipitation
of apoB-containing particles with heparin-MnCl2 (35). Lipid-
bound proteins were separated from lipid-free proteins with
calcium silicate hydrate (lipid removal agent) (36). Lipid-bound
proteins (i.e., those present in 25 ml of treated plasma) were
digested directly off the lipid removal agent with trypsin. Pep-
tides were reduced using DTT (200 mM; 30 min at 37°C) and
carbamidomethylated using iodoacetamide (800 mM, 30 min at
room temperature). Peptides were lyophilized to dryness and
stored at220°C until analyzed by mass spectrometry.

MS analysis

Dried peptides were reconstituted in 35 ml of 0.1% formic acid in
water, and 2 ml of sample was applied to an Acquity ultra-
performance liquid chromatography C18 reverse-phase column
(Waters,Milford,MA,USA)maintainedat 60°Cusing an Infinity
1290 autosampler andHPLC (Agilent Technologies, SantaClara,
CA, USA). Peptides were eluted at 0.1 ml/min using a varying
mobile phase gradient from 95% phase A (FA/H2O 0.1/99.9,
v/v) to32%phaseB (FA/ACN0.1/99.9v/v) for 60min followed
by 32 to 50% B for 2 min. Column cleaning was performed by
varying the mobile phase gradient to 90% B for 10 min, and the
column was re-equilibrated at 95% A for 10 min. Peptides were
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introduced to the mass spectrometer using a Jet Stream source
(Agilent Technologies) as previously described (37). Spectrawere
acquired using an iFunnel Q-TOF (Agilent Technologies) oper-
ating in positive ionmode. Precursors were limited to acquisition
of 2+ and 3+ ions with a minimum threshold of 1500 cts. Each
cycle acquired the 20 most intense precursors, which were frag-
mented with a variable collision energy dependent on the pre-
cursormass-to-charge (m/z) ratio: collision energy = k* (m/z) + b,
with a slope (k) of 3 and an offset (b) of22 or 2 for 2+ and 3+ ions,
respectively. MS/MS spectra were acquired until 45,000 total
countswere collected or amaximum accumulation time of 0.33 s.

Proteomic data analysis

Peptide spectral data were entered into the Swiss-prot Protein
Knowledgebase for Mus musculus (release 2011, 533,657 se-
quences) using the Mascot (2.2.07) search engine. An additional
search was entered into the UniProtKB/Swiss-Prot Protein
Knowledgebase (release February 2016; 550,552 sequences) for
Homo sapiens (20,273 sequences) for spectral data obtained from
apoA-I human transgenic mice to determine spectral counts of
mouse and human apoA-I. Data were constrained to enzymatic
digestion with trypsin with a maximum of 3 missed cleavage
sites. Carbamidomethylationwas set as a fixedmodification and
Met oxidation as a variable modification. Peptide and MS/MS
mass tolerance were set to 35 PPM and 60.6 Da, respectively.
Scaffold (v.4.3.4) was used for MS/MS-based peptide validation
using X! Tandem (2010.12.01.1). Proteins and peptides were
constrained to have .99.9 and 95% identification probability,
respectively. Additionally, proteins were only accepted if they
contained aminimumof 3 unique peptides. Raw spectral counts
were normalized to the maximum spectral count found within
respective sample sets to adjust for differences in protein mass
injected onto the MS.

Placental histology

Placentas were collected and placed in 4% paraformaldehyde.
Fixed placentas were embedded in paraffin and cut into 5-mm
sections. Sections were deparaffinized, rehydrated, and stained
with hematoxalin and eosin to identify nuclei and cytosol, re-
spectively. Slides were imaged at310, 20, and 40 magnification
by a blind reviewer.

Glucose tolerance

Animals were injectedwith glucose (2mg/g i.p.) after 6 h unfed;
femalemice in this study ranged from14.5 to 15.5 dpc. Bloodwas
collected from the tail at 0, 15, 30, 60, 120, and 180 min after
injection, and glucose was measured in triplicate with a gluc-
ometer using glucose strips (Abbott Laboratories, Chicago, IL,
USA).

Western blots

Animalswereunfed for5–6h.Tissueswere removed rapidly and
frozen in liquid nitrogen; some mice were injected with insulin
(0.75 mU/g) 15 min before tissue collection, which would not
affect whole tissue expression of proteins. Tissues were homog-
enized, and samples were tested with primary antibodies for
glucose transporter (GLUT)1, GLUT3, sodium-coupled neutral
amino acid transporter (SNAT)1, and SNAT2. Relative expres-
sion levels were assessed using b-actin as a loading control and
using a phosphoimager. All antibodies used were the same as
those previously described (38).

Glucose and amino acid transport

Fed pregnant female mice were anesthetized with continuous
isoflurane in the early afternoon, and the jugular vein was
isolated. A bolus containing both [3H]methylglucose and
[14C]methylaminoisobutyric acid was injected into the jugular
veinofeach femaleasdescribed (38); anaverageof�16mCiof [3H]
and�3 mCi of [14C] was injected in each mouse as a single bolus.
After 5 min, blood was collected from the vena cava of the still-
anesthetized femalemouse. Fetal units (3–7/dam)were removed
rapidly, and fetuses and placentas were isolated. Fetal units were
collected and separated into the fetus and the placenta. Tissues
were solubilized separately in BioSolve (Lexington, MA, USA).
Radiolabel was measured in maternal plasma, and solubilized
tissuesweremeasuredbyb scintillation. Thedpmfromeach fetus
and eachplacentawere averagedwith other fetuses or placentas
of each dam. Data are presented as dpm per fetus, per placenta,
and per fetal unit (fetus + placenta) as a percentage of the ra-
diolabel injected.

Fatty acid composition

Whole fetuses and maternal plasma samples (100 ml) were ana-
lyzed. Samples were assayed as described previously (39).
Briefly, samples were saponified, and fatty acids were converted
to methyl esters prior to analysis by gas chromatography. Data
are presented as a weight percentage of the total fatty acids for
each sample. Fatty acids were summed together based on their
double bonds: polyunsaturated fatty acid (PUFA) consisted of
18:2, 18:3, 20:3, 20:4, 22:4, 22:5, and 22:6 fatty acids; saturated
fatty acid (SFA) consisted of 14:0, 16:0, and 18:0 fatty acids;
and monounsaturated fatty acid (MUFA) consisted of 16:1
and 18:1 fatty acids. Because some samples had more un-
known fatty acids than others, resulting in 85–100% of total
fatty acids from the sum of 16:0, 16:1, 18:1, 18:2, 20:4, and 22:6,
each total of PUFA, SFA, andMUFAwas set to 100%, and the
percentages of PUFA, SFA, and MUFA were calculated.

Statistics

Data are presented as means6 SEM. When comparing mice of dif-
ferentgenotypes,datawerecomparedby1-wayANOVA,followed
by pairwise comparison with Holm-Sidak adjustments; if equiva-
lence failed, Kruskal–Wallis 1-wayANOVAon rankswas used. In
the case of fetal weights, which included several different studies,
we estimated the overall effects of group (apoA-I2/2 vs. apoA-I+/+

vs. apoA-Itg/tg) from all available studies by 2-factor (group and
experiment)ANOVA,and, after confirming that groupeffectswere
homogeneous across experiments by the test of group-by-
experiment interaction, we estimated the main effects of the
group. Linear regression was used to determine the relationship of
fetalweight (dependent) vs.plasma cholesterol level (independent),
HDL proteins (dependent) vs. apoA-I levels (independent), and
nutrient transport (dependent) vs. plasma cholesterol levels (in-
dependent). We did not account for multiple comparisons for the
proteome because the likeliness of Type I errors was less than that
for Type II errors and due to the rigor with which we verified the
presence of specific proteins. Significance was determined as P ,
0.05, and trends were determined as P = 0.05–0.159.

RESULTS

Similar to our previous study (33), there were significant
differences in fetal masses when female mice had HDL-C
concentrations varying from low in apoA-I2/2 mice to
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high in apoA-Itg/tg (Fig. 1). Female mice with the lowest
HDL-C concentrations that were lacking apoA-I had the
smallest fetuses (0.202 6 0.005 g), wild-type female mice
with normal levels of HDL-C had the next largest fetuses
(0.221 6 0.004 g), and apoA-Itg/tg female mice with the
greatest HDL-C levels had the largest fetuses (0.242 6
0.009g) (Fig. 1A). Therewasnodifference in the number of
pupsper litter (6.06 0.6, 6.06 1.0, and6.06 2.5 fetusesper
litter for apoA-I2/2, apoA-I+/+, and apoA-Itg/tg mice, re-
spectively). The differences in fetal masses paralleled the
differences in maternal cholesterol concentrations (53.16
2.2 vs. 72.56 2.9 vs. 90.26 3.1 mg/dl, respectively) as an
indication of HDL levels (Fig. 1B). Indeed, regression
analysis revealed a direct, significant correlation between
fetal mass and maternal plasma cholesterol concentration
(Fig. 1C). As expected, differences in plasma cholesterol
concentrationsweredueprimarily tochanges inHDL(Fig.
1D). We summed the amount of cholesterol in FPLC
fractions containing HDL presented in Fig. 1C and mea-
sured43.2,50.3, and86.6mg/dl in theplasmaofknockout,
wild-type, and transgenic mice, respectively. There were
bigger differences in HDL-C concentrations between
pregnantmicewithout apoA-I orwild-typemice at 13dpc
(33). Compared with pregnant wild-type mice, the size of
the HDL particles of apoA-I2/2 pregnant mice appeared
to be larger, and HDL particles of apoA-Itg/tg pregnant
mice appeared to be smaller.

Next, we characterized the HDL proteomic fingerprint
to determine if there were compositional differences be-
tween the experimental mouse groups (Table 1). When
comparing samples of pregnant femalemicewith different
levels of apoA-I, besides apoA-I, which was genetically
altered, there were 5 complement or complement factor
proteins (complements C3, C4-B, and C5 and complement
factors B and H), 2 apolipoproteins (E and A-IV), and 3
proteins with metabolic functions (carboxypeptidase N
subunit, vitronectin, and antithrombin-III) that had a sig-
nificant group effect. Most of these proteins, as well as 5
additional proteins (Table 1), were correlated to apoA-I.

Various maternal plasma factors previously shown
to be associated with fetal growth rates were also
measured in the mice, including plasma triglyceride
andprogesterone levels (20, 40, 41).Nodifferenceswere
noted between plasma triglyceride or progesterone
levels between the different groups of female mice (Fig.
2). Although we know that the differences in fetal
masses were not due to a change in apoA-I expression
levels in the fetus itself (33), placental structure and
function were examined because the placenta is the
gateway by which maternal nutrients are made avail-
able to the fetus. Thedifferences in fetalmasseswere not
due to changes in placental masses because those were
similar in all femalemice (Fig. 3A). The differenceswere
also not due to a change in placental structure because
these were also similar in female mice of all groups, as
noted by hematoxylin and eosin staining of placentas
(magnification, 340) (Fig. 3B–D).

We next examined known promoters of fetal growth.
One of the major promoters of fetal growth is glucose. As
an estimation of insulin-induced glucose uptake by ma-
ternal and the placenta plus glucose production by the

maternal liver, we performed a glucose tolerance test on
the mice. Although there was no significant difference in
glucose disposal after intraperitoneal glucose, apoA-Itg/tg

femalemice appeared to have enhanced glucose tolerance
to an exogenous glucose load comparedwith femalemice

Figure 1. Fetal masses and total and lipoprotein cholesterol
concentrations in apoA-I2/2, apoA-I+/+, and apoA-Itg/tg pregnant
mice. Mice with different expression levels of apoA-I were mated
with genetically similar male mice and studied 14.5 dpc,
assuming the presence of a postcopulatory plug denoted 0.5
dpc. Masses of fetal mice (A) and maternal plasma cholesterol
concentrations (B) were combined from several different studies
and are presented as means 6 SEM [n = 14–20 (A); n = 12–20
(B)]. Different letters denote significant differences between
groups. C) Averaged fetal masses from each litter plotted as a
function of maternal plasma cholesterol concentration. There
was a significant positive association between fetal mass and
plasma cholesterol (P = 0.025; R2 = 0.136). D) Plasma from a
subset of these genetically similar pregnant mice was pooled and
separated into lipoproteins by FPLC within 1 d of collection, and
cholesterol was measured in each fraction.
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with lower HDL-C levels (apoA-I2/2, apoA-I+/+) (Fig. 4),
although the effects were not significant (Fig. 4, inset). In-
terestingly, there was a between-group effect on fasting
glucose concentrations (P = 0.049) with knockout mice hav-
ing the greatest glucose concentration (136 6 4 mg/dl),
which was not statically different from glucose concentra-
tions in wild-type (117 6 1 mg/dl) or transgenic (121 6
5 mg/dl) mice after multiple comparison procedures were
performed.

To directly test the transport of nutrients by the fetus,
we measured the transport of maternal glucose and
amino acids to the fetus and placenta. Although it
appeared that there was a trend toward greater uptake

and transport of maternal glucose (Fig. 5A) and amino
acids (Fig. 5B) in themicewith themostvs. the least levelsof
plasma cholesterol, uptake rates were not significantly dif-
ferent. Additionally, there was no correlation between nu-
trientuptakeandplasmacholesterol. The lackofdifferences
was not due to changes in glucose or amino acid uptake in
the whole maternal body because the percentage of radio-
label remaining in the plasma 5 min after injection was
similar in allmice for each isotope (Table 2) andbecause the
uptake of radiolabels in the maternal liver, adipose tissue,
and skeletal muscle were similar (Fig. 6). When the fetus
and placenta for each fetal unit were summed, there were
trends for a group effect for glucose (P = 0.099) and amino

TABLE 1. Representative proteins associated with HDL in pregnant mice with different levels of apoA-I

Protein

Peptide counta

apoA-I2/2 apoA-I+/+ apoA-Itg/tg

Complement C3 105.6 6 5.7 82.5 6 5.4 69.2 6 2.9bc

Inter-a-trypsin inhibitor 65.4 6 5.5 61.5 6 1.5 49.7 6 3.6c

Serotransferin 41.9 6 3.1 45.3 6 5.8 24.2 6 4.1c

a-2-HS-glycoprotein 27.6 6 1.4 24.3 6 1.7 26.5 6 1.6
Kininogen-1 25.5 6 1.1 25.5 6 2.0 19.3 6 1.3
Apolipoprotein A-I 0.0 6 0.0 45.2 6 2.6 296.0 6 24.0b

Pregnancy zone protein 15.3 6 1.2 9.1 6 1.2 10.6 6 1.9
Hemopexin 28.4 6 1.1 25.1 6 2.5 21.4 6 2.6c

Murinoglobulin 15.3 6 2.3 14.4 6 0.4 11.9 6 0.9
Vitamin D–binding protein 24.8 6 2.6 23.9 6 2.0 19.4 6 2.0
Fibrinogen a chain 18.2 6 1.1 15.2 6 4.4 12.6 6 1.7
Apolipoprotein A-IV 13.7 6 1.6 15.2 6 1.4 21.0 6 1.1c

Gelsolin 14.1 6 5.4 12.9 6 1.9 16.9 6 2.3
Plasminogen 14.9 6 3.1 14.1 6 2.2 10.5 6 0.8
a-1-B glycoprotein 16.8 6 2.6 19.0 6 1.0 13.6 6 1.7
Prothrombin 20.1 6 1.6 17.9 6 0.4 14.3 6 2.3c

Afamin 7.9 6 1.0 12.5 6 2.3 10.9 6 1.0
Complement factor B 17.3 6 0.6 14.1 6 0.7 10.9 6 1.2bc

Fibronectin 10.5 6 3.0 3.0 6 0.4 6.5 6 3.1
Leukemia inhibitory factor receptor 21.9 6 4.8 24.3 6 1.0 14.3 6 0.7
Clusterin 13.7 6 1.7 8.8 6 1.7 8.1 6 1.1
Complement factor H 10.7 6 1.3 7.2 6 1.0 4.8 6 0.4bc

Complement C4-B 11.4 6 0.7 8.0 6 1.1 6.1 6 1.1bc

Fibrinogen b chain 11.7 6 1.8 9.1 6 0.1 8.8 6 0.3
Paroxonase 8.5 6 0.8 11.8 6 0.4 7.1 6 2.0
Ceruloplasmin 13.0 6 1.9 15.6 6 2.4 11.6 6 0.3
Inter-a-trypsin inhibitor heavy chain H2 8.3 6 1.3 6.5 6 2.1 7.4 6 1.4
Apolipoprotein E 18.2 6 0.9 10.6 6 1.7 1.7 6 0.7bc

Corticosteroid-binging globulin 8.8 6 0.9 10.6 6 2.1 11.9 6 1.2
Fibrinogen g chain 9.3 6 0.7 5.7 6 1.8 5.2 6 0.6
Complement factor I 5.4 6 0.4 5.3 6 1.4 6.1 6 0.7
Hemoglobin subunit b-1 5.0 6 2.1 4.6 6 1.3 10.7 6 0.7c

a-1 antitrypsin 1 6.8 6 1.1 8.0 6 0.7 5.8 6 0.7
Carboxypeptidase N subunit 9.5 6 1.3 8.7 6 1.0 4.4 6 0.3bc

Hemoglobin subunit a 6.4 6 0.6 6.1 6 2.7 3.4 6 0.9
Inter-a-trypsin inhibitor heavy chain H1 7.1 6 1.1 5.7 6 0.7 4.4 6 0.8
Fetuin-B 5.8 6 1.2 3.8 6 0.8 3.7 6 0.6
Inhibitor of carbonic anhydrase 4.1 6 0.9 3.0 6 1.0 5.8 6 0.6
Carboxyesterase 3.7 6 0.5 1.9 6 0.4 5.4 6 0.3
b-2-glcoprotein 1 3.7 6 0.5 3.4 6 0.7 2.0 6 0.6
Inter-a-trypsin inhibitor heavy chain H3 5.1 6 1.7 3.4 6 0.7 2.7 6 0.4
Vitronectin 5.9 6 0.7 3.8 6 1.0 1.0 6 0.1bc

Complement C5 4.5 6 0.8 4.2 6 1.3 1.4 6 0.3bc

Antithrombin-III 3.4 6 0.3 2.3 6 0.7 0.7 6 0.7bc

Data are presented as means 6 SEM (n = 3). aNumber of peptides identified by mass spec frag-
mentation per protein. bUnadjusted significant difference between apoA-I2/2/apoA-I1/1/apoA-Itg/tg.
cUnadjusted significant correlation with apoA-I (P , 0.05).
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acids (P=0.159).When thenumberof fetusesperdamwere
taken into account, there was still a trend (P = 0.103) for a
group effect of glucose. There also was no difference in
expression of nutrient transporters among the groups with
different levels of apoA-I (Fig. 7); the levels of GLUTs and
SNAT for unfed mice injected with insulin or not injected
with insulin were averaged together because insulin will
not change protein expression in 15 min.

Fatty acid transport was assessed by measuring the
relativepercentagesofessentialPUFAs(linoleicacid/18:2+
linolenic acid/18:3 + eicosatrienoic acid/20:3 + arachi-
donic acid/20:4 + docosapentaenoic acid/22:4 + docosa-
pentaenoic acid/22:5+docosahexaenoic acid/22:6), SFAs
(myristic acid/14:0 + palmitic acid/16:0 + stearic acid/
18:0), andMUFAs (palmitoleic acid/16:1+oleic acid/18:1)
measured in the fetuses and maternal circulations (42).
Although there were greater percentages of PUFA in the
fetuses of the transgenic mice, suggesting greater trans-
port, there were greater percentages of PUFA in the ma-
ternal circulation aswell, whichwas the source of the fatty
acids (Table 3).

DISCUSSION

Birthweight can be predictive of the short- and long-term
health of an infant, with infants of lower birthweights at
greater risk for adverse health outcomes. There is much
interest in finding biomarkers or pathways to target in
women at risk of having small infants so that physicians
will knowwhich female patients to target for observation
or intervention. It seems plausible that maternal choles-
terol could be indicative of fetal growth and thereby
birthweight because of the integral role cholesterol has
in development: cholesterol is a precursor for steroid

Figure 2. Maternal plasma triglyceride (A) and progesterone
(B) levels in mice with different levels of apoA-I. Data are
presented from some of the studies used to obtain fetal masses
as means 6 SEM [n = 3–5 (A); n = 5–15 (B)].

Figure 3. Placental masses, histology, and cholesterol concentrations of apoA-I2/2, apoA-I+/+, and apoA-Itg/tg pregnant mice. A)
Placentas were collected from a subset of mice and weighed (n = 9–10). Data are presented as means 6 SEM. Histology
(hematoxylin and eosin) of representative placentas from a total of 11 placentas apoA-I2/2(B), apoA-I+/+(C), and apoA-Itg/tg (D)
pregnant mice are shown.
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hormones, is integral for every cell membrane, and can
mediate metabolic functions. Indeed, some previous
studies have shown a direct relationship between ma-
ternal cholesterol and infant birthweight (20–26).

The series of studies presented here were designed to
expanduponpreviouswork inwhichmicewith lowHDL-
C, due to genetic deletion of apoA-I, had smaller fetuses.
Because the reduction in fetal mass was not due to a
change in apoA-I levels in the fetus itself (33), the effect had
to be due to a factor in the maternal circulation that
changed placental function or was transported across the
placenta and affected the fetus directly. Because there is a
plethora of data demonstrating the key role that the pla-
centaplays in regulating fetalgrowthrate, either througha
change in size, structure, or function, the current studies
focused on the placenta.

HDL has diverse functions, including lipid trans-
port, oxidation, inflammation, hemostasis, immunity,
and energy balance, which vary from individual to
individual (43–45). Thus, although HDL function is
often thought to be inversely associated with heart
disease, it also can play a role in insulin-resistance
states, inflammatory states, the acute phase reaction,
and infectious diseases (46). All of these functions can
impinge on pregnancy outcomes. HDL function is re-
lated to the cargo carried by HDL, specifically the
bioactive proteins or lipids. HDL particles can be
composed from a palate of over 95 distinct proteins
(44). The primary protein carried by HDL is apoA-I.
Indeed, a direct relationship between plasma apoA-I
levels and birthweight has been demonstrated, even in
the absence of an association between maternal cho-
lesterol and birthweight (47). HDL also carries parox-
onase. As with apoA-I, lower paroxonase activity has
been associated with adverse pregnancy outcomes
(48). HDL also transports cholesterol between tissues
and can result in removal of cholesterol from mem-
branes or in deposition of cholesterol into cells leading

to changes in membrane-based signaling [reviewed by
Fielding and Fielding (49)]. Thus, HDL could have an
impact on fetal growth by affecting placental function
through altered HDL-protein cargo or changes in cel-
lular sterol content.

Not surprisingly, HDL particles of pregnant knockout,
wild-type, and transgenic mice in the current study had
different protein cargo and varied in size. Our data are
consistent with a recent study in which HDL was sepa-
rated into different subpopulations of those with only
apoA-I or those with apoA-I and apoA-II (50). We found
that the proteins present in the 2 subpopulations of HDL
varied significantly. The authors hypothesize that apoA-I,
the primary protein on HDL, forms a scaffold that pro-
motes the interaction of other proteins with various func-
tions. Thus, a change in the amount of apoA-Iwould affect
the proteins carried by HDL and thereby the function of
HDL. Indeed, in our pregnant mice, the HDL particles
lackingapoA-Iwere larger andcontainedgreater amounts
of other apolipoproteins (apoE and apoA-IV) and com-
plement proteins. Because there was less plasma choles-
terol, there may have been fewer particles as well. Thus,
assuming there is a relationship between fetal growth and

Figure 4. Glucose tolerance tests of apoA-I2/2, apoA-I+/+, and
apoA-Itg/tg pregnant mice. Mice at 14.5 and 15.5 dpc were
injected intraperitoneally with glucose after being unfed for
5–6 h, and blood was collected just before and for 3 h after the
glucose injection. Data are presented as means 6 SEM (n =
3–5). Areas under the curves are presented for each genotype
in the inset.

Figure 5. Uptake of glucose and amino acids by fetuses in
apoA-I2/2, apoA-I+/+, and apoA-Itg/tg pregnant mice. Mice at
14.5 dpc were injected with radiolabeled markers for glucose
(A, C, E, G) and amino acids (B, D, F, H), and the amounts of
radiolabel present in the fetuses 5 min later were measured.
Data are presented as percent present in the whole fetus
compared with that injected and as means 6 SEM (n = 4–8).
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HDL composition and concentration, the lower fetal
growth rates could have been the result of a change in
protein cargo on HDL because complement proteins are
associated with adverse pregnancy outcomes (51) or a
reduction in HDL uptake by the placenta due to fewer
circulating particles.

Because the placenta is the gatekeeper of nutrients
required for fetal growth, the structure and function of
the placenta was examined next. There was no differ-
ence in placental masses or structures in the mice with
different apoA-I genotypes. In addition, there was no
significant difference in the uptake of glucose or amino
acid by the fetus or the placenta of mice with increasing
levels of apoA-I. However, when the uptake in the
whole fetal unit was calculated, there was a trend for a
group interaction,with rates greater inmicewith apoA-
I and greater plasma cholesterol levels. In addition,
when results of mice with apoA-I (wild-type and
transgenic) were grouped and compared with mice
without apoA-I (knockout), there was a significant
difference in transport for glucose (P = 0.04) and amino
acids (P = 0.006) in the whole fetal unit.

The results were somewhat surprising because a
change in fetal growth is often related to nutrient trans-
port, and therefore a more substantial difference was
expected. Importantly, nutrient uptake rates in maternal
tissues also were similar in all mice; these results contrast
those of the glucose tolerance tests. Thedifference couldbe
due to the fact that the transport studywas done at a time
of lower insulin levels, whereas the tolerance tests were
performed after a glucose injection and more elevated in-
sulin levels; even though mice were not unfed, mice eat
mostly during the dark phase, suggesting low insulin
levels at the time of the transport study. Thus, uptake rates
might have been more different after insulin injection. In-
deed, although some the glucose receptors are insulin in-
dependent, such asGLUT1,more recent studies show that
glucose transport in the placenta can also be insulin de-
pendent due to detection of more insulin-dependent
transporters (52). Amino acid transporters can also be
regulated by insulin (53). One could argue that the lack of
differences in expression levels of the glucose and amino
acid transporter levels in the whole placenta supports a
lack of difference in transport rates.Wemight have seen a
difference had just the labyrinth been used, where mean-
ingful transport occurred, or if membranes had been iso-
lated from the cytosol because transporter activity takes
place in the membranes. However, whole placentas were
used due to the gestational age studied.

Studies have suggested that increased fatty acid trans-
port can also affect fetal growth (54). Although fatty acid
transport was not directly measured, we used the relative
amounts of essential fatty acids in the fetus and maternal
plasmaas an indicationof transport because essential fatty
acids are not synthesized in vivo (55). Fatty acid transport
across the placenta, specifically transporter-mediated
PUFA, did not appear to be decreased in the mice lack-
ing apoA-I based on the ratio of PUFA in the maternal vs.
fetal plasma.

PUFA concentrations were less in both the maternal
and fetal circulations of the mice with low HDL levels,
however. Because these fatty acids can mediate metabo-
lism and inflammation, as shown in a recent clinical trial
(56), we cannot rule out an effect of the fatty acids on
placental function or fetal growth. In fact, intervention
withcertainPUFAcanchange theproteomeofHDLtoone
that is more anti-inflammatory (57).

The other potential role of maternal cholesterol is a
direct role on the fetus. Currently, there is no consensus
as to how much maternally derived cholesterol is
transported across the placenta (58). However, due to

TABLE 2. Percent dpm remaining in the plasma in mice with injected
with radiolabeled glucose and amino acids and with different levels
of apoA-I

Dpm in plasmaa Glucose (%) Amino acid (%)

apoA-I2/2 12.1 6 1.6 7.9 6 1.2
poA-I+/+ 16.3 6 1.1 11.9 6 1.0
apoA-Itg/tg 15.5 6 1.0 10.2 6 1.3

Data are presented as mean 6 SEM (n = 4–8). aPercentage dpm in
plasma 5 min after injection.

Figure 6. Uptake of glucose (A, C, E) and amino acids (B, D, F)
by maternal tissues in apoA-I2/2, apoA-I+/+, and apoA-Itg/tg

pregnant mice; the tissues are from the same mice described in
Fig. 5. Data are presented as percent present per grams tissue
and as means 6 SEM (n = 4–8).
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the relatively low fetal sterol synthesis rates early in
gestation (59) and the direct relationship between ma-
ternal and fetal cholesterol in early, but not late, gesta-
tion (60), it is likely that maternally derived cholesterol
enters the fetal circulation, where it could directly affect
fetal metabolism, especially in the second trimester
when there is a direct relationship between maternal
and fetal cholesterol levels (60).

In summary, midgestation fetal size varied based on
apoA-I gene dosage and plasma cholesterol concen-
trations. We focused on a potential effect of HDL on the
transport of key nutrients as one of the primary routes
by which fetal growth rates are affected. Although we
did not find a definitive change in nutrient transport
with different gene dosages, differences in nutrient
transport trended to be increased in mice with the
greatest cholesterol and apoA-I levels. Importantly,
significant differences did occur when mice were
grouped into those with or without apoA-I. Because
there is growing evidence that HDL subpopulations
exist with a variety of functions, future studies should
address whether there is a relationship between HDL
and fetal growth or placental function, vs. a correlation,
and how HDL (and not progesterone or triglyceride
concentrations) affects metabolism. It would also be
necessary to determine if the distribution of HDL sub-
populations differs between women with small new-
born infants or those with preterm births. Using these
results, we would hope to design a novel therapeutic
target for women at risk of having LBW babies. Results
from these types of studies might be of greatest bene-
fit for individuals in resource-poor settings because
women in these settings often have lower plasma

cholesterol levels (61–63) and a higher prevalence of
LBW infants.

ACKNOWLEDGMENTS

The authors thank Dr. Debi Swertfeger (Cincinnati Child-
ren’s Hospital Medical Center) and Dr. Philip Howells
(University of Cincinnati) for critical review of the manuscript,
and Kathryn Owens (Cincinnati Children’s Hospital Medical
Center) for technical assistance. This work was supported by the
Bill and Melinda Gates Foundation (OPP1110668 to L.A.W.).
The University of Cincinnati Mouse Metabolic Phenotype
Center measured the fatty acid composition of the samples
(U2C DK059630). The authors declare no conflicts of interest.

AUTHOR CONTRIBUTIONS

S. L. Rebholz, J. T. Melchior, W. S. Davidson, H. N. Jones,
and L. A. Woollett performed the research and analyzed
the data; J. A. Welge performed statistics; J. T. Melchior,
W. S. Davidson, H. N. Jones, A. M. Prentice, S. E. Moore,
and L. A. Woollett reviewed the data; S. L. Rebholz, J. T.
Melchior, W. S. Davidson, H. N. Jones, J. A. Welge, A. M.
Prentice, S. E.Moore, andL.A.Woollett assisted inwriting
the manuscript.

REFERENCES

1. Hviid, A., and Melbye, M. (2007) The impact of birth weight on
infectious disease hospitalization in childhood. Am. J. Epidemiol. 165,
756–761

2. Tofail, F., Hamadani, J. D., Ahmed, A. Z., Mehrin, F., Hakim, M., and
Huda, S. N. (2012) The mental development and behavior of low-
birth-weight Bangladeshi infants from an urban low-income com-
munity. Eur. J. Clin. Nutr. 66, 237–243

3. Stein, R. E., Siegel, M. J., and Bauman, L. J. (2006) Are children of
moderately low birth weight at increased risk for poor health? A new
look at an old question. Pediatrics 118, 217–223

4. Raqib, R., Alam, D. S., Sarker, P., Ahmad, S. M., Ara, G., Yunus, M.,
Moore, S. E., and Fuchs, G. (2007) Low birthweight is associated with
altered immune function in rural Bangladeshi children: a birth
cohort study. Am. J. Clin. Nutr. 85, 845–852

5. McCormick, M. C. (1985) The contribution of low birth weight to
infant mortality and childhoodmorbidity. N. Engl. J. Med. 312, 82–90

6. Barker, D. J. (2005) The developmental origins of insulin resistance.
Horm. Res. 64(Suppl 3), 2–7

7. Prentice, A. M., andMoore, S. E. (2005) Early programming of adult
diseases in resource poor countries. Arch. Dis. Child. 90, 429–432

8. World Health Organization. (2014) Global Nutrition Targets 2025:
Lowbirthweight policy brief.WorldHealthOrganization. Available at:

Figure 7. Relative expression levels of GLUT1 and GLUT3 (A,
C) and SNAT1 and SNAT2 (B, D) of placentas of apoA-I2/2,
apoA-I+/+, and apoA-Itg/tg pregnant mice. Densities are
presented relative to b-actin and as means 6 SEM (n = 7–8).

TABLE 3. Fatty acid composition in fetuses and maternal plasma

Tissue PUFA (%) SFA (%) MUFA (%)

Fetus
apoA-I2/2 24.2 6 0.5a 39.2 6 0.5a 21.1 6 0.2a

apoA-I+/+ 27.7 6 0.1b 40.0 6 0.3a 18.8 6 0.1b

apoA-Itg/tg 29.8 6 0.5c 40.3 6 0.3a 17.1 6 0.5c

Maternal plasma
apoA-I2/2 40.9 6 1.6a 46.2 6 2.7a 8.2 6 0.6a

apoA-I+/+ 52.1 6 1.0b 35.9 6 1.5b 10.0 6 0.5a

apoA-Itg/tg 52.7 6 2.1b 37.8 6 2.1b 9.2 6 0.2a

Letters (a, b) signify percentage differences for PUFA, SFA, or
MUFA of fetuses or maternal plasma. Data are presented as means 6
SEM (n = 3–4 for fetuses; n 5 3–5 for maternal plasma). P , 0.05.

MATERNAL HDL-C LEVELS AND FETAL GROWTH RATES 9

Downloaded from www.fasebj.org by Univ of Cincinnati Main Campus Central Library (129.137.96.18) on February 02, 2018. The FASEB Journal Vol. 0, No. 0, primary_article.



www.who.int/nutrition/publications/globaltarget2025_policybrief_lbw/
en/. Accessed September 22, 2017

9. Martin, J. A., Hamilton, B. E., Osterman, M. J. K., Curtin, S. C., and
Mathews, T. J. (2015) Births: final data for 2013. In National Vital
Statistics Reports, Vol. 64, pp. 1–65, National Center for Health
Statistics, Hyattsville, MD

10. Whincup, P. H., Kaye, S. J., Owen, C. G., Huxley, R., Cook, D. G.,
Anazawa, S., Barrett-Connor, E., Bhargava, S. K., Birgisdottir, B. E.,
Carlsson, S., deRooij, S.R.,Dyck,R. F., Eriksson, J.G., Falkner, B., Fall,
C., Forsén, T., Grill, V., Gudnason, V., Hulman, S., Hyppönen, E.,
Jeffreys, M., Lawlor, D. A., Leon, D. A., Minami, J., Mishra, G.,
Osmond,C., Power,C.,Rich-Edwards, J.W.,Roseboom,T. J., Sachdev,
H. S., Syddall, H., Thorsdottir, I., Vanhala, M., Wadsworth, M., and
Yarbrough, D. E. (2008) Birth weight and risk of type 2 diabetes: a
systematic review. JAMA 300, 2886–2897

11. Rich-Edwards, J. W., Stampfer, M. J., Manson, J. E., Rosner, B.,
Hankinson, S. E., Colditz, G. A., Willett, W. C., and Hennekens, C. H.
(1997) Birth weight and risk of cardiovascular disease in a cohort of
women followed up since 1976. BMJ 315, 396–400

12. Barker,D. J.,Osmond,C., Forsén, T. J., Thornburg, K. L., Kajantie, E.,
andEriksson, J.G. (2013) Foetal and childhoodgrowthandasthma in
adult life. Acta Paediatr. 102, 732–738

13. Barker, D. J. (2006) Adult consequences of fetal growth restriction.
Clin. Obstet. Gynecol. 49, 270–283

14. Kramer, M. S. (2003) The epidemiology of adverse pregnancy
outcomes: an overview. J. Nutr. 133(5Suppl 2), 1592S–1596S
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origin of fetal sterols in second-trimester amniotic fluid: endogenous
synthesis or maternal-fetal transport? Am. J. Obstet. Gynecol. 207,
202.e19–202.e25

60. Napoli, C., D’Armiento, F. P., Mancini, F. P., Postiglione, A., Wiztum,
J. L., Palumbo, G., and Palinski, W. (1997) Fatty streak formation
occurs in human fetal aortas and is greatly enhanced by maternal
hypercholesterolemia: intimal accumulation of low density
lipoprotein and its oxidation precede monocyte recruitment into
early atherosclerotic lesions. J. Clin. Invest. 100, 2680–2690

61. Kohler, I. V., Anglewicz, P., Kohler, H. P., McCabe, J. F., Chilima,
B., and Soldo, B. J. (2012) Evaluating health and disease in Sub-
Saharan Africa: minimally invasive collection of plasma in the
Malawi Longitudinal Study of Families and Health (MLSFH). Ge-
nus 68, 1–27

62. Moore, S. E., Halsall, I., Howarth, D., Poskitt, E. M., and Prentice,
A. M. (2001) Glucose, insulin and lipid metabolism in rural
Gambians exposed to early malnutrition. Diabet. Med. 18,
646–653

63. Udoh, A. E., Ndem, E. D., Itam, E. H., Odigwe, C. O., and Archibong,
E. (1994) Serum cholesterol profile of some Nigerian pregnant
women. Acta Med. Hung. 50, 75–81

Received for publication June 8, 2017.
Accepted for publication September 18, 2017.

MATERNAL HDL-C LEVELS AND FETAL GROWTH RATES 11

Downloaded from www.fasebj.org by Univ of Cincinnati Main Campus Central Library (129.137.96.18) on February 02, 2018. The FASEB Journal Vol. 0, No. 0, primary_article.


