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Abstract

Impaired f-cell development and insulin secretion are characteristic of intrauterine growth-
restricted (IUGR) fetuses. In normally grown late gestation fetal sheep pancreatic f-cell
numbers and insulin secretion are increased by 710 days of pulsatile hyperglycemia (PHG).
Our objective was to determine if ITUGR fetal sheep p-cell numbers and insulin secretion
could also be increased by PHG or if IUGR fetal B-cells do not have the capacity to respond to
PHG. Following chronic placental insufficiency producing IUGR in twin gestation
pregnancies (n=7), fetuses were administered a PHG infusion, consisting of 60 min, high
rate, pulsed infusions of dextrose three times a day with an additional continuous, low-rate
infusion of dextrose to prevent a decrease in glucose concentrations between the pulses or a
control saline infusion. PHG fetuses were compared with their twin IUGR fetus, which
received a saline infusion for 7 days. The pulsed glucose infusion increased fetal arterial
glucose concentrations an average of 83% during the infusion. Following the 7-day infusion, a
square-wave fetal hyperglycemic clamp was performed in both groups to measure insulin
secretion. The rate of increase in fetal insulin concentrations during the first 20 min of a
square-wave hyperglycemic clamp was 44% faster in the PHG fetuses compared with saline
fetuses (P < 0.05). There were no differences in islet size, the insulin” area of the pancreas and
of the islets, and p-cell mass between groups (P> 0.23). Chronic PHG increases early phase
insulin secretion in response to acute hyperglycemia, indicating that IUGR fetal B-cells are
functionally responsive to chronic PHG.

Introduction

Severely intrauterine growth-restricted (IUGR) human fetuses are characterized by decreased
plasma glucose and insulin concentrations, impaired glucose-stimulated insulin secretion
(GSIS) and reduced B-cell mass.' Lower B-cell mass may be one of the reasons why IUGR
infants have an increased risk of developing type 2 diabetes as adults, a disease characterized
by increased insulin resistance and an inability of the B-cells to secrete enough insulin to
compensate for the insulin resistance.*® In addition to fewer numbers of p-cells, the f-cells in
IUGR fetuses also might develop a permanent defect in their ability to respond to increased
insulin demand from insulin resistance and hyperglycemia due to a persistent functional
defect.>”®

Late gestation pregnant sheep have been used to study the ability of fetal pancreatic p-cells
to respond to changes in glucose supply.” ™" In these previous studies, constant experimental
fetal hyperglycemia for 7-10 days initially increased fetal insulin plasma concentrations, which
returned to normal control values within 5 days, and reduced fetal GSIS.”'® In contrast, when
experimental fetal hyperglycemia was provided in the form of 1-h pulsatile glucose infusion
three times a day for 10 days, fetal GSIS increased.” Furthermore, after 1 week of experimental
pulsatile hyperglycemia (PHG), the proportion of f-cells in the fetal pancreas was increased.'
These studies show that at the end of gestation, fetal pancreatic p-cells respond robustly to
pulses of increased fetal glucose supply.

In contrast to normal sheep fetuses, the ability of IUGR fetal sheep islets and p-cells to
respond to chronic changes in glucose supply has been less well studied. Acute hyperglycemia
fails to elicit normal insulin secretion in a fetal sheep model of severe and progressive placental
insufficiency with TUGR."? Pancreatic islets in this model are smaller with less B-cells than
control animals.'”> When a direct experimental glucose infusion into the IUGR sheep fetus was
used to test the ability of the pancreatic islets and p-cells to respond to constantly and
chronically increased fetal glucose concentrations, there was no increase in fetal insulin
concentrations, GSIS or B-cell mass.'* Whether fetal PHG for 7 days would increase GSIS
and the pancreatic p-cell population in IUGR fetal sheep as it does in normal fetal sheep
is unknown. Therefore, we tested the impact of late gestation PHG on insulin secretion,
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islet size and P-cell mass in late gestation IUGR fetal sheep fol-
lowing chronic placental insufficiency. We hypothesized that
pulsatile hyperglycemic glucose infusions three times a day for
1 week would increase insulin secretion, islet size and p-cell mass
in theQSf:0 IUGR fetal sheep, similar to normally grown fetal
sheep.”

Materials and methods
Animal preparation

All experiments were conducted at the Perinatal Research Center,
University of Colorado School of Medicine, Aurora, CO in
compliance with the Institutional Animal Care and Use Com-
mittee. This Center is accredited by the Association for Assess-
ment and Accreditation of Laboratory Animal Care. Studies were
conducted in pregnant Columbia-Rambouillet sheep (n=7) car-
rying twin fetuses. Beginning at 39 1 days of gestation (dGA),
pregnant sheep were exposed to elevated ambient temperatures
(40°C for 12h, 35°C for 12h) for 72 + 2 days to induce placental
insufficiency.'*'® Surgeries were performed to place indwelling
catheters into the fetal abdominal aorta and femoral vein and
maternal catheters into the femoral artery and vein on 121+
1 dGA, with appropriate anesthesia and antibiotics as previously
described.” Animals were allowed at least 5 days for recovery
before treatment assignment.

Study design

Experimental protocol

For each pregnancy, one fetus was assigned to a pulsatile
hyperglycemic infusion (PHG; n=7 fetuses) and the other to a
saline infusion (SAL; n=7 fetuses). At surgery, fetal lower limb
length was measured and fetuses with the longer limb were
alternately assigned to each group. Infusions were initiated at
128 +1 dGA in both treatment groups. PHG was induced by
administering a high rate, 60-min infusion of 33% dextrose [w/v
dextrose in water (D33)] three times daily (9am, 3 pm and 9 pm)
that was adjusted to achieve an 80% increase in glucose con-
centrations. Throughout the infusion period, PHG fetuses also
received a continuous, low-rate infusion of D33 adjusted to pre-
vent a decrease in pre-pulsatile fetal arterial glucose concentra-
tions associated with increased fetal insulin secretion during the
pulsed infusion.” SAL fetuses were infused throughout the infu-
sion period with 0.9% saline at a constant rate of 0.3 ml/h, which
was similar to the average fluid infusion rate of the low-rate
glucose infusion of the PHG group. Fetal infusions were main-
tained for 7 days. Fetal arterial blood samples were collected
before experimental infusions and immediately before and after
the daily dextrose pulses at 9am and 3 pm. The fetal plasma
glucose concentrations immediately after the dextrose pulses were
used to adjust the rate of the subsequent dextrose pulse infusions,
as noted above.

In vivo fetal insulin and glucagon secretion

On the final day of the chronic infusions, instead of a morning
PHG infusion, a 105 min square-wave fetal hyperglycemic clamp
followed by a 4-min fetal arginine infusion (0.375 mm/min) was
used to measure fetal GSIS, glucose-potentiated arginine-stimulated
insulin secretion (ASIS), and arginine-stimulated glucagon
secretion in both groups.”'* The chronic dextrose and saline
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infusions continued through the insulin secretion studies and
tissue collection.

Organ isolation

After completion of the insulin secretion studies, animals were
sacrificed and the placenta and fetal organs were dissected and
weighed as previously described.'” The fetal pancreas was divided
into hepatic and splenic portions. The hepatic portion was snap
frozen in liquid nitrogen and stored at —80°C. The splenic portion
was fixed in 4% (wt/vol) paraformaldehyde and stored for his-
tological analysis in Optimal Cutting Temperature Freeze Media
following graded equilibration with 30% sucrose (w/v) OTC.'®

Biochemical analyses

Arterial blood was collected in heparinized syringes and imme-
diately analyzed for pH, blood gases and hematocrit (ABL520;
Radiometer America Inc., Brea, CA). Additional arterial blood
samples were collected in EDTA coated syringes and centrifuged
at 4°C for 3 min. Plasma concentrations of glucose and lactate
were determined using a YSI 2700 biochemistry analyzer (Yellow
Springs Instruments, Yellow Springs, OH). Additional plasma
aliquots were stored at —80°C before analyses. Plasma con-
centrations of insulin, insulin-like growth factor-1 (IGF-I) and
cortisol were measured by ELISA (ALPCO Immunoassays, Salem,
NH). Intra- and inter-assay coefficient of variation (CV) was 5.6
and 4.7%, respectively, for insulin (sensitivity, 0.14 ng/ml); 3.1 and
5.6%, respectively, for IGF-I (sensitivity 0.09 ng/ml); and 3.1 and
5.6%, respectively, for cortisol (sensitivity 0.1 ng/ml). Glucagon
and norepinephrine were measured in plasma by radio-
immunoassay and HPLC, respectively, as previously descri-
bed.'®"? Intra- and inter-assay CV for glucagon were 4.8 and
11.7%, respectively (Millipore; sensitivity, 18.5 pg/ml) and 9.2 and
9.0%, respectively, for norepinephrine (sensitivity 170 pg/ml).

Pancreatic mRNA and protein analysis

RNA was extracted from the pulverized pancreas and reverse
transcribed into cDNA.** Quantitative PCR assays for insulin
(INS; for-TCA GCA AAC AGG TCC TCG CAA G, rev-GGG
CCA GGT CTA GTT ACA GTA G), glucagon (GCG; for-TCA
CTC TCT CTT CAC CTG CTC TGT, rev-GAC ACA CTT ACT
TCC TGT CAG), pancreatic polypeptide (PPY; for-TGC TCC
TTC TGT CCA CGT G, rev-ACC TGG GGA CTG CTG CTG
AG), somatostatin (SST; for-TCT CCA TCG TCC TGG CTC
TTG, rev-CTC CAG CCT CAT TTC CAT CCT G), glucokinase
(GCK; for-TTT CCT GTG AGG CAC GAA GAG; rev-CGT GCT
CAG GAT GTT GTA GA), SLC2A2 [glucose transporter-2
(GLUT2); for-AGC TGG CTG TTG TCA CGG GC, rev-GGC
TGG CAC AGC AGA CAA ACC A], IGFI [insulin-like growth
factor-1 (IGF1); for-GAG ACC CTC TGC GGG GCT GA, rev-
CTG CTC GAG CCG TAC CCC GT], IGF2 (IGF-2; for-TGT
GGG GAC CGC GGC TTC TA, rev-CAG GGC CAG GTC GCA
GCT TC), IGFBP2 (IGF-binding protein 2; for-ACC TTG GCC
TGG AGG AGC CC, rev-TCC AGG GGA CCC CGC TCA TC)
and pancreatic and duodenal homeobox-1 (PDXI; for-TTT CCC
GTG GAT GAA GTC TAC, rev-CGG TGC GTG TCC GCT TGT
TCT) mRNA were performed.'>'®?! The samples were analyzed
in triplicate and the standard curve method of relative quantifi-
cation was utilized.*> Target genes were normalized to the geo-
metric mean of three reference genes [ribosomal protein s15
(RPS15); for-ATC ATT CTG CCC GAG ATG GTG, rev-CGG
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GCC GGC CAT GCT TTA CG), actin beta (ACTB; for-TGC
AGA AAG AGA TCA CTG CC, rev-GAC AGC GAG GCA GGA
TGG) and glyceraldehyde-3-phosphate dehydrogenase (GAPDH;
for-TGG AGG GAC TTA TGA CCA CTG, rev-TAG AAG CAG
GGA TGA TGT TCT). Results are presented as the relative fold
change to the SAL group.

Protein was extracted from pulverized pancreas, separated by
gel electrophoresis and Western blotting performed as described
previously.'” Membranes were blocked in Tris-buffered saline
with 0.1% Tween-20 (v/v) and 5% non-fat dried milk (v/v) before
incubation with primary antibodies; rabbit anti-glucokinase
(1:1000; Abcam Inc., Cambridge, MA), rabbit anti-GLUT2
(1:1000; Abcam) and mouse anti-actin (1:10,000; MP Biomedi-
cals, Salon, OH). Primary antibodies were diluted in Tris-buffered
saline with 0.1% Tween-20 (v/v) with 5% bovine serum albumin
(v/v), incubated with membranes overnight, and detected with
goat anti-rabbit IRDye 800CW and goat anti-mouse IRDye
680RD (LI-COR Inc., Lincon, NE). Immunocomplexes were
visualized and quantified using an Odyssey Fc imaging system
(Image Studio; LI-COR Inc.). Densitometry for glucokinase and
GLUT2 were normalized to actin and presented as the relative
fold change to the SAL group.

Histology of the fetal pancreas

Histological evaluation of the fetal pancreas was modified slightly
from our previous protocols.'** In brief, four 5 um thick sections
were cut at 100 um intervals from each pancreas. Frozen sections
were adapted to room temperature for 30 min before three,
5min washes in deionized water. Sections were transferred to a
10 mmol/l citric acid buffer (pH 6.0) and maintained in a 90°C
water bath for 30 min. Sections were cooled for 20 min, washed
three times in phosphate buffered saline (PBS) for 10 min. Sec-
tions were blocked for 30 min in 1.5% normal donkey serum in
PBS. Endocrine hormones were identified with guinea pig anti-
porcine insulin (1:250; Dako, Carpinteria, CA), mouse anti-
porcine glucagon (1:500; Sigma-Aldrich, St. Louis, MO), rabbit
anti-human somatostatin (1:500; Dako) and rabbit anti-human
pancreatic polypeptide (1:500; Dako). Immunocomplexes were
detected with the following affinity-purified secondary antiserum
(1:500): anti-rabbit IgG conjugated to Cy2, anti-mouse IgG conjugated
to Texas Red, and anti-guinea pig IgG conjugated to 7-amino-4-
methylcoumarin-3-acetic acid (Jackson ImmunoResearch Labora-
tories, West Grove, PA).

Fluorescent images were visualized on an Olympus IX-83
microscope system (Olympus, Waltham, MA). Images were
captured and morphometric analyses were performed using the
cellSense software (Olympus). Insulin + cells and glucagon + cells
were used to determine the p-cell and a-cell mass, respectively, by
multiplying the pancreas weight by the percent total pancreas area
positive for each hormone. The entire pancreatic section was used
to determine P- and a-cell mass. Triple immunofluorescence with
insulin, glucagon and somatostatin + pancreatic polypeptide was
used to determine fetal pancreatic islet size in >20 fields of view
(FOV =0.07 mm?) in each section (n=744+5 islets per animal).
Islets were defined as endocrine cell clusters containing at least
two endocrine cell types that were >500 um>.'?> Percent fluor-
escent islet area for insulin, glucagon and somatostatin+
pancreatic polypeptide is calculated relative to the total fluor-
escent islet area. Percent areas for each FOV and section were
averaged to provide a percent area for each animal before com-
parative analyses.
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Statistical analysis

All data are expressed as means +s.E. To test the impact of the
pulsatile infusions on PHG and SAL fetal plasma glucose, data
from immediately before and after each pulsatile infusion for each
animal were averaged for comparisons. Measurements made
multiple times throughout the 7-day study or during the GSIS
and ASIS were analyzed by repeated measures ANOVA (PROC
MIXED; SAS Institute Inc., Cary, NC) with treatment groups
(PHG v. SAL) and time as main effects and a term to account for
pairing of fetuses from the same pregnancy. Fetal biochemical
values for days 4, 5 and 6 are included in the analysis as one-time
point due to variation in the day of sampling for individual
animals. Area under the response curves during the hypergly-
cemic clamp was calculated using GraphPad Prism 5. The rate of
increase of insulin concentrations from 0 to 20min of the
hyperglycemic clamp was calculated and differences between
infusions were performed with Wilcoxon’s non-parametric signed
rank test for paired observations. Measurements made once in the
experiment were analyzed by mixed model ANOVA with a term
to account for pairing of fetuses from the same pregnancy.
Norepinephrine values were log transformed before analysis.
Baseline periods are the mean of measurements at —15, =10 and
—5 min before initiation of the square-wave hyperglycemic clamp
and homogeneity of variance for glucose and insulin concentra-
tions during the hyperglycemic clamp were confirmed using the
Levene’s test. Individual means were compared using Fishers
protected least squares difference.

Results
Fetal biochemical parameters during infusion

Daily fetal arterial pre-pulsatile glucose concentrations did not
differ between PHG and SAL fetuses (Fig. 1). The initial pulsatile
glucose infusion delivered 64+ 3 pmol/min of glucose in PHG
fetuses and glucose concentrations increased 60% (P < 0.001). For
the remainder of the pulsatile glucose infusions, the rate was
117 + 6 pmol/min, and the glucose concentrations increased 83%
in the PHG fetuses (Fig. 2; P<0.001). In the PHG fetuses the

*
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Fig. 1. Plasma glucose concentrations in intrauterine growth-restricted fetal sheep

during seven days of pulsatile hyperglycemic (PHG) or saline (SAL) infusions. Fetal

arterial glucose concentrations before the first daily pulsatile glucose infusion are

presented in SAL (open circles, n=7) and PHG (black squares, n=7) fetuses. Data

were analyzed by mixed model ANOVA with repeated measures and presented as

mean £s.e.m. Treatment, P=0.23; day, P< 0.05; treatment x day, P=0.99. *Day 3 was
significantly different than day 0 (P<0.05).
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Fig. 2. Plasma glucose concentrations before and after pulsatile infusions in
intrauterine growth-restricted (IUGR) pulsatile hyperglycemic (PHG) and IUGR saline-
infused control fetal sheep. Fetal glucose concentrations immediately before or after
pulsatile glucose infusions are presented in SAL (open circles, n=7) and PHG (black
squares, n=7) fetuses. Each symbol represents the mean pre- or post-infusion
concentrations on days 1-7 for a single animal. Data were analyzed by mixed model
ANOVA with repeated measures and presented as means (black bars)+s.e.m.
Treatment, P<0.001; period, P<0.001; treatmentx period, P<0.001. **“Period
means differ (P<0.05).
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Fig. 3. Plasma insulin concentrations in intrauterine growth-restricted fetal sheep
during 7 days of pulsatile hyperglycemic (PHG) or saline (SAL) infusions. Fetal arterial
plasma insulin concentrations immediately before the first daily pulsatile glucose
infusion are presented in SAL (open circles, n=7) and PHG (black squares, n=7)
fetuses. Data were analyzed by mixed model ANOVA with repeated measures and
presented as meansts.em. Treatment, P=0.23; day, P=0.40; treatmentxday,
P=0.91.

constant low-rate glucose infusion delivered an average of
6.0 + 0.1 pmol/min of glucose, which in previous studies, is about
10% of the fetal glucose utilization rate in this model of IUGR.**
The basal fluid delivery rate was greater in SAL (P<0.001;
0.30 +0.01 ml/h) than in PHG fetuses (0.20 +0.01 ml/h).

PHG and SAL fetuses had similar arterial pre-pulsatile plasma
concentrations of insulin throughout the 7-day study (Fig. 3). Pre-
pulsatile fetal arterial pH, blood gases (pCO,, pO,, hemoglobin-O,
saturation and O, content), hematocrit and arterial plasma lactate
concentrations were similar in PHG and SAL fetuses on day 0 and
after 7 days of PHG (Table 1). After 7 days of PHG, pre-pulsatile
plasma arterial concentrations of IGF-I, cortisol, norepinephrine
and glucagon did not differ between groups (Table 2).
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Fetal insulin and glucagon secretion

Fetal insulin secretion was measured with a 105 min square-wave
fetal hyperglycemic clamp after 7 days of experimental infusions.
The hyperglycemic clamp increased arterial plasma glucose con-
centrations similarly in both groups to about 2.5mmol/l, as
designed (Fig. 4a). The rate of glucose infusion required to
achieve the steady-state hyperglycemic clamp concentrations was
not different between groups (83 +4, PHG and 87 +4 umol/kg/
min, SAL). Although PHG fetuses appeared to have an increased
variation in plasma insulin concentrations during the hypergly-
cemic clamp, variance was statistically similar between groups
(P>0.19). Plasma concentrations of insulin increased faster in the
PHG group compared to the SAL group throughout the first
20 min of the hyperglycemic clamp (slope: 0.036 +0.015, PHG
and 0.025 + 0.013 ng/min, SAL; P < 0.05; Fig. 4b). Consistent with
this, there was a trend toward a greater area under the insulin
response curve in PHG fetuses (60 + 17, PHG and 46 + 14 ng x
min/ml, SAL; P=0.08; Fig. 4b). A 4-min arginine infusion was
started 110 min after initiation of the hyperglycemic clamp. ASIS
was similar in both groups (Fig. 5). Arginine-stimulated glucagon
secretion was lower in PHG fetuses compared with SAL fetuses
(Fig. 6; P<0.05).

Characteristics of the fetal pancreas

Table 3 shows the relative expression of pancreatic mRNA and
proteins known to regulate islet development and insulin secre-
tion, and the histological characteristics of the fetal pancreases.
Pancreases from PHG and SAL fetuses had similar percent
insulin- and glucagon-positive areas and PB- and a-cell masses.
Islet size and the proportion of the islet staining for insulin and
glucagon also were similar between groups. Pancreatic INS
mRNA content tended to be 35% lower in PHG fetuses compared
with SAL (P=0.07). Pancreatic content of GCG, SST, PPY,
SLC2A2, GCK, IGF1, IGF2, IGFBP2 and PDXI mRNA did not
differ between groups. Pancreatic GLUT2 protein content was
33% lower in PHG fetuses compared with SAL (P <0.05). Pan-
creatic GCK protein content was similar between groups.

Necropsy measurements

Fetal body weights, organ weights, crown-rump length and hind-
limb length were similar between PHG and SAL fetuses (Table 4).

Discussion

We aimed to determine whether chronic PHG would increase
GSIS in the IUGR fetus and result in a higher p-cell mass within
the pancreas. We showed that insulin concentrations increased
faster during the first 20 min of a square-wave hyperglycemic
clamp following 1 week of PHG in IUGR fetuses. This was despite
lower pancreatic GLUT2 protein expression and a tendency
towards lower pancreatic insulin mRNA expression and in the
absence of changes in P-cell mass. This result is consistent with
previous experiments with chronic PHG in normally grown
fetuses demonstrating increased insulin secretion.” Although
there was a trend toward a greater area under the insulin response
curve during the square-wave hyperglycemic clamp in PHG
fetuses, the variability was such that at no point during the clamp
were mean insulin concentrations statistically significantly higher
in the PHG group compared with the saline group.
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Table 1. Pre-pulsatile fetal arterial blood pH, gases, hematocrit and arterial plasma glucose and lactate before and after 7 days of PHG or saline infusions

Day 0 P-value
Parameter SAL PHG SAL PHG Trt Time Trtxtime
Glucose (mmol/l) 0.69 £0.04 0.65+0.02 0.72+0.03 0.67 £0.04 0.32 0.82 0.83
pH 7.38+0.01 7.39+0.01 7.34+£0.01 7.35+0.01 0.12 <0.001 0.57
pCO, (mmHg) 53.7+14 52.4+0.7 53.8+1.2 543+0.9 0.71 0.46 0.37
pO, (mmHg) 142+1.3 15.8+1.0 13.6+1.8 13.8+1.5 0.70 0.58 0.76
Hematocrit (%) 381+1.1 389+14 39.2+1.1 40.6+1.2 0.37 0.12 0.72
Hemoglobin-0, saturation (%) 28.8+5.1 34.7+4.2 28.4+6.6 28.6+5.6 0.67 0.69 0.70
0, content (mmol/l) 23+0.4 29+0.2 2.2+0.5 23+04 0.56 0.61 0.69
Lactate (mmol/l) 2.94+0.37 2.51+0.40 4.35+1.17 3.01+0.64 0.23 0.20 0.53

Trt, treatment.

Mean +s.e.m. from daily measurements made immediately before first infusion of saline (SAL; n=7) and pulsatile glucose (PHG; n=7) on study days zero and seven. Data were analyzed by
mixed model ANOVA with repeated measures. Partial pressure CO, (pCO,), partial pressure O, (pO,).

Table 2. Pre-pulsatile plasma insulin-like growth factor-1 (IGF-), cortisol,
norepinephrine and glucagon concentrations after 7 days of pulsatile hyper-
glycemic or saline infusions

SAL PHG P-value
IGF-I (ng/ml) 449475 49.0+89 0.73
Cortisol (ng/ml) 20.2+4.0 24.4+6.2 0.58
Norepinephrine (pg/ml)? 2435+633 1973 +520 0.56
Glucagon (pg/ml) 40.5+4.5 33.0+4.5 0.19

Means + s.e.m. from measurements made after chronic infusion and immediately before final
acute physiological studies are presented in saline-infused intrauterine growth-restricted
(IUGR) (SAL; n=T7) and pulsatile hyperglycemic-infused IUGR fetuses (PHG; n=7). Data were
analyzed by mixed model ANOVA.

“Norepinephrine values were log transformed before analyses.

The stimulatory effect of PHG on GSIS in IUGR fetuses may
have been limited by increased norepinephrine and/or hypoxemia
suppression of B-cell function.””>” The hypoxemia and high
norepinephrine concentrations that occur in IUGR fetuses both
directly and indirectly inhibit GSIS.**"*’ Although differences in
fetal blood oxygen values or plasma norepinephrine concentra-
tions between IUGR groups were not observed, it is possible that
these factor prevented higher GSIS in response to PHG in these
IUGR fetuses compared with observations in normally grown
fetuses.” It also is possible that lower GLUT2 protein expression
in the PHG fetuses, similar to what has been observed in the
chronically hyperglycemic rat,”®** inhibited p-cell glucose uptake.
Decreased B-cell glucose uptake might have limited the stimula-
tory effect of PHG on GSIS in IUGR fetuses. Lower insulin
mRNA expression also might have limited the stimulatory effects
of PHG in GSIS in IUGR fetuses.

Although chronic PHG had a greater rate of increase in early
phase insulin concentrations during the square-wave hyperglycemic
clamp, chronic PHG did not impact any of the histological char-
acteristics of the pancreases measured, including the pancreatic
insulin™ area (B-cell area), B-cell mass, islet area or the proportion of
the islet that is comprised of fB-cells. The results of our morpho-
metric analysis of the fetal pancreas contrast with previous PHG
experiments in normally grown fetal sheep. For example, the pan-
creatic insulin” area was 50% higher in pancreases from normal
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fetal sheep exposed to chronic PHG compared with normal saline-
infused fetuses.'® The lack of structural changes in the PHG TUGR
fetal islets was consistent with equivalent mRNA expression levels
for genes known to impact pancreatic islet growth and development
such as PDXI, IGF-1, 2 and IGFBP2 between PHG IUGR and
saline IUGR pancreases. These findings also are consistent with
previous data showing that the pancreatic insulin® area and f-cell
mass of IUGR fetuses was not impacted by experimentally
increasing fetal glucose concentrations to match those of normal
fetuses for 2 weeks in late gestation.'* Together, these data show
that the TUGR fetal islets and p-cells do not respond to chronically
increased fetal glucose concentrations in terms of structural chan-
ges, whether the result of a chronic constant increase in fetal glucose
concentrations, or periodic increases in the fetal glucose con-
centrations. We speculate that the developmental plasticity of the
TUGR fetal pancreas to PHG is reduced by late gestation when effect
of TUGR is more severe.

In the current study, body weight and hyperglycemic clamp
insulin concentrations of IUGR fetuses are consistent with pre-
vious cohorts of ITUGR fetuses in the same breed of sheep.'>'® In
these previous cohorts, fetal body weight and hyperglycemic
clamp insulin concentrations were lower than normally grown
fetuses.'>'® The fetal body weights, hyperglycemic clamp insulin
concentrations and f-cell mass reported in the current cohort of
twin IUGR fetuses also were lower than previously reported in the
normally grown twin fetuses in our previous studies,’™*" further
indicating that IUGR and pancreatic defects were achieved in the
current study. It is important to note that not all studies inves-
tigating the impact of chronic PHG on insulin secretion in nor-
mally grown fetal sheep have found increased GSIS. Some of the
differences among these studies may relate to the duration of the
chronic exposure to PHG and to the magnitude of the PHG
achieved by the pulsatile dextrose infusion.””'' We chose the
current PHG protocol in order to match our most recent study in
normally grown fetal sheep.'® We cannot rule out the possibility,
therefore, that GSIS would have been more consistently higher
throughout the duration of the square-wave hyperglycemic clamp
if the specific protocol producing PHG had been different.
Another difference between the current study and previous
experiments with chronic PHG in normal fetuses was the use of
direct fetal dextrose infusion to produce PHG compared with the
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P=0.79.
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squares, n=7) and SAL (open circles, n=7) fetuses. Data were analyzed by mixed
model ANOVA with repeated measures and presented as meanzs.e.m. Treatment,
P=0.79; time, P<0.001; treatment x time, P=0.97.

use of maternal dextrose infusions.” We opted to use direct fetal
dextrose infusions in the current study in order to bypass the
decreased transplacental glucose transport capacity of the IUGR
pregnancy.’® Had we not done so, maternal glucose concentrations
required to achieve our target fetal glucose concentrations would
likely have been much higher than those needed with normal
pregnancies.’” Our approach allowed for more precise experimental
control of the fetal glucose concentrations in the TUGR pregnancies.

Comparing our results to those obtained with 10-12 days of
constant amino acid supplementation in growth-restricted fetuses
further demonstrates the capacity of the IUGR pancreas to increase
insulin secretion in response to chronic changes in nutrient
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concentrations. Chronic constant supplementation of exogenous
amino acids for 10-12 days resulted in higher GSIS compared with
saline-infused normal and TUGR fetuses."®'® This was independent
of any increase or decrease in fetal glucose concentrations.'®'®
Chronic constant infusion of amino acids into the IUGR fetus also
increased pancreatic insulin” area and f-cell mass compared with
saline-infused TUGR fetuses.'® Therefore, while IUGR fetal islets
and f-cells are responsive to both chronic amino acid supple-
mentation and chronic PHG with respect to GSIS, they are only
responsive to chronic amino acid supplementation and not to
chronic hyperglycemia, pulsatile or constant, with respect to islet
size, the proportion of B-cells within the pancreas, and p-cell mass.
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Table 3. Characteristics of the fetal pancreas

SAL PHG P-value
Histology
Insulin® area (%) 1.94+0.37 2.21+0.30 0.64
Glucagon® area (%) 0.57+0.06 0.65+0.08 0.52
B-cell mass (mg) 40.60+7.13 47.14+7.44 0.60
a-cell mass (mg) 12.07+1.41 13.85+1.90 0.53
Islet area (um?) 1648 +239 1757 +263 0.23
Islet B-cell area (%) 30.1+4.3 26.3+3.7 0.46
Islet a-cell area (%) 11.3+25 9.0+0.1 0.58
mRNA
INS (ratio) 1.00£0.18 0.65+0.10 0.07
GCG (ratio) 1.00+0.28 0.85+0.17 0.77
SST (ratio) 1.00+0.15 1.05+0.05 0.91
PPY (ratio) 1.00+0.32 1.02+0.20 0.99
IGF1 (ratio) 1.00+0.16 0.75+0.14 0.26
IGF2 (ratio) 1.00+0.07 0.85+0.06 0.12
IGFBP2 (ratio) 1.00£0.13 0.93+0.13 0.28
SLC2A2 (ratio) 1.00£0.16 1.24+0.26 0.44
GCK (ratio) 1.00+0.24 0.81+0.21 0.35
PDX1 (ratio) 1.00+0.10 0.94+0.08 0.61
Protein
GLUT2 (ratio) 1.00£0.12 0.65+0.11 0.04
Glucokinase (ratio) 1.00+0.20 0.71+0.12 0.62

Meants.e.m. from measurements of the fetal pancreas are presented in saline-infused
intrauterine growth-restricted (IUGR) (SAL; n=7) and pulsatile hyperglycemic-infused IUGR
fetuses (PHG; n=7). Pancreatic mRNA and protein expression are presented relative to
saline-infused control fetuses (SAL). Data were analyzed by mixed model ANOVA and means
were compared using Fisher’s LSD. Insulin-like growth factor binding protein 2 (IGFBP2),
glucose transporter-2 (GLUT2), pancreatic and duodenal homeobox-1 (PDX1).

We also observed lower arginine-stimulated glucagon secre-
tion in PHG IUGR fetuses compared with saline-infused IUGR
fetuses. This was despite having similar pancreatic and islet glu-
cagon” positive areas, a-cell mass and pancreatic glucagon mRNA
expression. In contrast, both IUGR and normal fetuses supple-
mented with exogenous amino acids for 10-12 days have been
shown to have higher plasma glucagon concentrations and
arginine-stimulated glucagon secretion.'®'® The increased gluca-
gon secretion with following chronic constant amino acid sup-
plementation occurred despite similar pancreatic glucagon® area
supplemented and saline-infused IUGR and normal fetuses.'®'®

In conclusion, these studies provide important evidence that
chronic PHG increases in the IUGR sheep fetus. This contributes to
a growing body of literature demonstrating that IUGR fetal insulin
secretion is responsive to a variety of factors, including glucose,
amino acids, oxygen and norepinephrine.'®*>** However, chronic
glucose supplementation, either constant or pulsatile, does not result
in higher B-cell mass or a larger insulin® area in IUGR fetal sheep
pancreases or islets. This limits the usefulness of glucose
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Table 4. Fetal body weight, measurements and organ weights in sheep fetuses
after 7 days of pulsatile hyperglycemic or saline infusions

SAL PHG P-value
Fetal weight (g) 2178.3+162.2 2060.9+148.1 0.60
Crown-rump length (cm) 42.8+1.2 41.7+1.4 0.59
Hindlimb length (cm) 30.5+1.3 309+1.3 0.84
Pancreas (g) 2.2+0.2 2.2+0.2 0.99
Liver (g) 58.5+5.1 56.3+3.9 0.73
Heart (g) 18.4+0.9 19.2+1.3 0.54
Lungs (g) 82.4+5.54 T77.7+5.0 0.62
Kidneys (g) 13.8+0.9 14.1+0.8 0.80
Spleen (g) 4.0+1.0 3.5+0.8 0.47
Brain (g) 6.5+1.8 72+2.1 0.53

Gestational age of pair-matched saline-infused intrauterine growth-restricted (IUGR) (SAL;
n=7) and pulsatile hyperglycemic-infused IUGR (PHG; n=7) fetal twins averaged
134 +1 days. Data were analyzed by mixed model ANOVA and presented as mean+s.e.m.

supplementation alone to correct impaired islet growth develop-
ment in the late gestation IUGR fetus. We speculate that successful
therapeutic interventions for impaired fetal islet growth and p-cell
mass in IUGR may include glucose, but will most likely require
supplementation of several key nutrients such as amino acids and
oxygen, as well as the modulation of certain endocrine factors, to
improve fetal insulin secretion, islet development and long-term
growth and metabolic outcomes.

Acknowledgments. None.

Authors’ Contributions. All authors approved the submission of the
manuscript and contributed as follows: B.H.B. and P.J.R. conducted the
experimental design, conducted experiments and statistical analyses; B.H.B.
wrote the manuscript; All authors proofread the manuscript. All authors read
and approved the final manuscript.

Financial Support. This work was supported by NIH grants R0O1 DK088139
(PJ.R,, PI). B.H.B. was supported by NIH grants T32007186-32. L.D.B. was
supported by NIH grants K12 HD057022 Building Interdisciplinary Careers in
Women's Health Scholar Award and R01 HD079404. S.R.W. was supported
by K01 DK090199 and R03 DK102972. W.W.H. was supported by NIH grants
T32007186-32 (PI and PD), K12HD068372 (PD), and NIH-NCATS
UL1TR001082, TL1TR001081 and KL2TR001080 (Co-Director), and a
Grand Challenges Exploration Grant from the Bill and Melinda Gates
Foundation (OPP1061082). The content is solely the responsibility of the
authors and does not necessarily represent the official views of the NIDDK
or NICHD.

Conflicts of Interest. The authors have no conflicts of interest.

Ethical Standards. The authors assert that all procedures contributing to
this work comply with the ethical standards of the Association for Assessment
and Accreditation of Laboratory Animal Care for the care and use of
laboratory animals in compliance with the Institutional Animal Care and Use
Committee at the University of Colorado School of Medicine, Aurora,
Colorado.

References

1. Nicolini U, Hubinont C, Santolaya J, Fisk N, Rodeck C. Effects of fetal
intravenous glucose challenge in normal and growth retarded fetuses.
Horm Metab Res. 1990; 22, 426—430.


https://doi.org/10.1017/S2040174418000417

Journal of Developmental Origins of Health and Disease

2.

3.

10.

11.

12.

13.

14.

15.

16.

17.

18.

Economides D, Proudler A, Nicolaides K. Plasma insulin in appropriate-and
small-for-gestational-age fetuses. Am J Obstet Gynecol. 1989; 160, 1091-1094.
Van Assche FA, Prins FD, Aerts L, Verjans M. The endocrine pancreas in
small-for-dates infants. Br J Obstet Gynaecol. 1977; 84, 751-753.

. Barker DJP, Hales CN, Fall CHD, et al. Type 2 (non-insulin-dependent)

diabetes mellitus, hypertension and hyperlipidaemia (syndrome X):
relation to reduced fetal growth. Diabetologia. 1993; 36, 62—67.

. Kasuga M. Insulin resistance and pancreatic p cell failure. J Clin Invest.

2006; 116, 1756—1760.

. Hales CN, Barker DJ. The thrifty phenotype hypothesis. Br Med Bull.

2001; 60, 5-20.

. Bazaes RA, Salazar TE, Pittaluga E, et al. Glucose and lipid metabolism in

small for gestational age infants at 48 hours of age. Pediatrics. 2003; 111,
804-809.

. Hofman PL, Cutfield WS, Robinson EM, et al. Insulin resistance in short

children with intrauterine growth retardation. J Clin Endocrinol Metabol.
1997; 82, 402-406.

. Carver TD, Anderson SM, Aldoretta PW, Hay WW. Effect of low-level

basal plus marked “pulsatile” hyperglycemia on insulin secretion in
fetal sheep. Am ] Physiol Endocrinol Metab. 1996; 271, E865—E871.
Frost MS, Zehri AH, Limesand SW, Hay WW, Rozance PJ. Differential
effects of chronic pulsatile versus chronic constant maternal hyperglyce-
mia on fetal pancreatic B-cells. J Pregnancy. 2012; 2012, 8.

Green AS, Chen X, Macko AR, et al. Chronic pulsatile hyperglycemia
reduces insulin secretion and increases accumulation of reactive oxygen
species in fetal sheep islets. ] Endocrinol. 2012; 212, 327-342.

Limesand SW, Rozance PJ, Smith D, Hay WW Jr. Increased insulin
sensitivity and maintenance of glucose utilization rates in fetal sheep with
placental insufficiency and intrauterine growth restriction. Am J Physiol
Endocrinol Metab. 2007; 293, E1716-E1725.

Limesand SW, Jensen J, Hutton JC, Hay WW. Diminished p-cell
replication contributes to reduced f-cell mass in fetal sheep with
intrauterine growth restriction. Am ] Physiol Regul Integr Comp Physiol.
2005; 288, R1297-R1305.

Rozance PJ, Limesand SW, Barry JS, Brown LD, Hay WW. Glucose
replacement to euglycemia causes hypoxia, acidosis, and decreased insulin
secretion in fetal sheep with intrauterine growth restriction. Pediatr Res.
2009; 65, 72-78.

Limesand SW, Rozance PJ, Zerbe GO, Hutton JC, Hay WW Jr.
Attenuated insulin release and storage in fetal sheep pancreatic islets
with intrauterine growth restriction. Endocrinology. 2006; 147, 1488-1497.
Brown LD, Davis M, Wai S, et al. Chronically increased amino acids
improve insulin secretion, pancreatic vascularity, and islet size in growth-
restricted fetal sheep. Endocrinology. 2016; 157, 3788-3799.

Benjamin JS, Culpepper CB, Brown LD, et al. Chronic anemic hypoxemia
attenuates glucose-stimulated insulin secretion in fetal sheep. Am ] Physiol
Regul Integr Comp Physiol. 2017; 312, R492-R500.

Gadhia MM, Maliszewski AM, O’Meara MC, et al. Increased amino acid
supply potentiates glucose-stimulated insulin secretion but does not

https://doi.org/10.1017/52040174418000417 Published online by Cambridge University Press

19.

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

499

increase p-cell mass in fetal sheep. Am ] Physiol Endocrinol Metab. 2013;
304, E352-E362.

Andrews SE, Brown LD, Thorn SR, et al. Increased adrenergic signaling is
responsible for decreased glucose-stimulated insulin secretion in the
chronically hyperinsulinemic ovine fetus. Endocrinology. 2015; 156,
367-376.

Rozance PJ, Limesand SW, Barry JS, et al. Chronic late-gestation
hypoglycemia upregulates hepatic PEPCK associated with increased
PGClo mRNA and phosphorylated CREB in fetal sheep. Am J Physiol
Endocrinol Metab. 2008; 294, E365—E370.

Chen X, Kelly AC, Yates DT, et al. Islet adaptations in fetal sheep persist
following chronic exposure to high norepinephrine. J Endocrinol. 2017;
232, 285-295.

Wong ML, Medrano JF. Real-time PCR for mRNA quantitation.
Biotechniques. 2005; 39, 75.

Rozance PJ, Limesand SW, Zerbe GO, Hay WW. Chronic fetal hypoglycemia
inhibits the later steps of stimulus-secretion coupling in pancreatic B-cells.
Am ] Physiol Endocrinol Metab. 2007; 292, E1256-E1264.

Thorn SR, Brown LD, Rozance PJ, Hay WW, Friedman JE. Increased
hepatic glucose production in fetal sheep with intrauterine growth
restriction is not suppressed by insulin. Diabetes. 2013; 62, 65-73.

Leos RA, Anderson MJ, Chen X, et al. Chronic exposure to elevated
norepinephrine suppresses insulin secretion in fetal sheep with placental
insufficiency and intrauterine growth restriction. Am J Physiol Endocrinol
Metab. 2010; 298, E770-E778.

Macko AR, Yates DT, Chen X, et al. Adrenal demedullation and oxygen
supplementation independently increase glucose-stimulated insulin con-
centrations in fetal sheep with intrauterine growth restriction. Endocri-
nology. 2016; 157, 2104-2115.

Leoni S, Spagnuolo S, Terenzi F, et al. Intracellular signalling of
epinephrine in rat hepatocytes during fetal development and hepatic
regeneration. Biosci Rep. 1993; 13, 53—60.

Johnson J, Ogawa A, Chen L, et al. Underexpression of beta cell high Km
glucose transporters in noninsulin-dependent diabetes. Science. 1990; 250,
546-549.

Thorens B, Weir GC, Leahy JL, Lodish HF, Bonner-Weir S. Reduced
expression of the liver/beta-cell glucose transporter isoform in glucose-
insensitive pancreatic beta cells of diabetic rats. Proc Natl Acad Sci. 1990;
87, 6492-6496.

Green AS, Macko AR, Rozance PJ, et al. Characterization of glucose-
insulin responsiveness and impact of fetal number and sex difference on
insulin response in the sheep fetus. Am ] Physiol Endocrinol Metab. 2011;
300, E817-E823.

Rozance PJ, Crispo MM, Barry JS, et al. Prolonged maternal amino acid
infusion in late-gestation pregnant sheep increases fetal amino acid
oxidation. Am ] Physiol Endocrinol Metab. 2009; 297, E638—E646.
Thureen PJ, Trembler KA, Meschia G, Makowski EL, Wilkening RB.
Placental glucose transport in heat-induced fetal growth retardation. Am J
Physiol Regul Integr Comp Physiol. 1992; 263, R578-R585.


https://doi.org/10.1017/S2040174418000417

	Pulsatile hyperglycemia increases insulin secretion but not pancreatic &#x03B2;-cell mass in intrauterine growth-restricted fetal�sheep
	Introduction
	Materials and methods
	Animal preparation
	Study design
	Experimental protocol
	In vivo fetal insulin and glucagon secretion
	Organ isolation

	Biochemical analyses
	Pancreatic mRNA and protein analysis
	Histology of the fetal pancreas
	Statistical analysis

	Results
	Fetal biochemical parameters during infusion

	Fig. 1Plasma glucose concentrations in intrauterine growth-restricted fetal sheep during seven days of pulsatile hyperglycemic (PHG) or saline (SAL) infusions. Fetal arterial glucose concentrations before the first daily pulsatile glucose infusion are pre
	Fetal insulin and glucagon secretion
	Characteristics of the fetal pancreas
	Necropsy measurements

	Discussion
	Fig. 2Plasma glucose concentrations before and after pulsatile infusions in intrauterine growth-restricted (IUGR) pulsatile hyperglycemic (PHG) and IUGR saline-infused control fetal sheep. Fetal glucose concentrations immediately before or after pulsatile
	Fig. 3Plasma insulin concentrations in intrauterine growth-restricted fetal sheep during 7�days of pulsatile hyperglycemic (PHG) or saline (SAL) infusions. Fetal arterial plasma insulin concentrations immediately before the first daily pulsatile glucose i
	Table 1Pre-pulsatile fetal arterial blood pH, gases, hematocrit and arterial plasma glucose and lactate before and after 7�days of PHG or saline infusions
	Table 2Pre-pulsatile plasma insulin-like growth factor-1 (IGF-I), cortisol, norepinephrine and glucagon concentrations after 7�days of pulsatile hyperglycemic or saline infusions
	Fig. 4Plasma glucose (a) and insulin (b) in pulsatile hyperglycemic (PHG) and saline-infused intrauterine growth-restricted fetal sheep during a 105&znbsp;min square-wave hyperglycemic clamp. Basal and hyperglycemic fetal arterial plasma glucose and insul
	Fig. 5Plasma insulin concentrations in pulsatile hyperglycemic (PHG) or saline-infused (SAL) intrauterine growth-restricted fetal sheep before and after a 4&znbsp;min arginine infusion. Arginine-stimulated insulin secretion is presented in PHG (black squa
	Fig. 6Plasma glucagon concentrations in pulsatile hyperglycemic (PHG) or saline-infused (SAL) intrauterine growth-restricted fetal sheep before and after a 4-min arginine infusion arginine-stimulated insulin secretion is presented in PHG (black squares, n
	Acknowledgments
	ACKNOWLEDGEMENTS
	����Authors&#x2019; Contributions
	����Authors&#x2019; Contributions
	����Authors&#x2019; Contributions
	����Authors&#x2019; Contributions
	References
	Table 3Characteristics of the fetal pancreas
	Table 4Fetal body weight, measurements and organ weights in sheep fetuses after 7�days of pulsatile hyperglycemic or saline infusions


