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ABSTRACT 

Low vitamin D status, defined by circulating 25-hydroxy vitamin D (25(OH)D) <50 

or <75 nmol/L is prevalent among pregnant women and has been associated with 

neonatal rickets and gestational diabetes mellitus (GDM). Osteocalcin (OC), a bone 

formation biomarker, linking the bone to glucose metabolism is stimulated by 1,25-

dihydroxyvitamin D (1,25(OH)2D), the active form of vitamin D. In the first study, 

maternal serum 25(OH)D and OC were explored at early and mid-gestation in GDM 

(case, n=48) vs healthy (control, n=48) Caucasian pregnant women. Maternal serum 

25(OH)D was not different (p=0.80) while OC was higher (p=0.006) in those with 

GDM vs controls across all trimesters. There are no vitamin D dose-response studies 

on glucose tolerance and bone outcomes in human and animals. Animal studies 

commonly use isoflurane, an anaesthetic, which may affect OC and glucose 

concentrations. Therefore, in the second study, the effect of isoflurane exposure was 

studied on bone biomarkers in guinea pigs (n=10) at 5, 9 wk of age and glucose at 

postpartum (26 wk). Isoflurane increased OC during rapid growth (p<0.001) and 

increased glucose at postpartum (p<0.0001). In the third study, the dose-response 

effect of maternal dietary vitamin D was investigated on maternal glucose tolerance. 

Female 4 mo old guinea pigs (n=45) were randomized to isocaloric diets containing 

different dosages of vitamin D3 (0, 0.25, 0.5, 1 and 2 IU/g diet) from mating to 

delivery. The results revealed no differences in AUC (area under the curve) for 

maternal glucose from the OGTT (oral glucose tolerance test) across groups during 

pregnancy. However, an inverse association was observed between pre-mating 

25(OH)D and AUC for glucose. In the fourth study, the dose-response effect of 

dietary vitamin D was studied on maternal and neonatal bone outcomes. In the sows, 

a positive dose-response (p<0.0001) was observed in plasma 25(OH)D but 
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1,25(OH)2D reached a plateau once dietary vitamin D was >0.5 IU/g diet. No 

differences in areal (aBMD) or volumetric bone mineral density (vBMD) or 

biomarkers were observed among maternal groups. In the 2 d guinea pig neonate: 

both 25(OH)D and 1,25(OH)2D followed a dose-response (p<0.0001) to maternal 

diet, femoral aBMD was 10 % higher in the 2 IU vs all groups except the 0 IU 

(p=0.04). At the neonatal distal femur and proximal tibia, response to maternal diet 

was U-shaped for trabeculae (Tb.) vBMD. Expansion of the femur growth plate was 

observed in the 0 IU vs all other groups. In conclusion, vitamin D status may be more 

important at pre-mating than mid-gestation in protecting against pregnancy induced 

glucose intolerance. To reflect normal metabolism, measurements of OC and glucose 

prior to isoflurane anaesthesia are recommended. Maternal vitamin D status below 

recommendations may result in features similar to rickets in the offspring but status 

above recommendations may not be advantageous to the bone in the guinea pig.  
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RÉSUMÉ 

Un taux faible en vitamine D, soit une concentration inférieure à 50-75 nmol/L de 25-

hydroxy vitamine D (25(OH)D) dans le sang, est fréquent chez les femmes enceintes 

et est associée au rachitisme néonatal et au diabète gestationnel (GDM). 

L'ostéocalcine (OC), un biomarqueur qui relie le métabolisme du glucose à la 

formation osseuse, est stimulée par la forme active de la vitamine D (1,25-

dihydroxyvitamine D (1,25(OH)2D)). La première étude de cette thèse a identifié les 

taux sérique de 25(OH)D et d’OC chez les femmes enceintes blanches du Québec, en 

santé (n=48), ou atteintes de GDM (n=48), au début et au milieu de leur gestation. 

Les résultats ont révélé que chez les personnes atteintes de GDM vs en santé, les taux 

sériques maternels de 25(OH)D ne sont pas différents (p=0.80) mais les taux d’OC 

sont plus élevés (p=0.006) durant tous les trimestres. Aucune étude n’a examiné 

simultanément les doses en vitamine D et ses effets sur la tolérance au glucose et la 

formation osseuse. De plus, les études précédentes sur modèles animaux ont utilisé de 

l'isoflurane comme anesthésique, un produit qui peut affecter les concentrations d’OC 

et de glucose dans le sang. Afin d’étudier ces critères, une examination chez les 

cochons d’indes (n=10) à 5 et 9 semaines de gestations, l'effet de l'isoflurane (20-25 

min) sur les biomarqueurs osseux (OC, désoxypyridinoline totale (tDPD)) ainsi que 

les niveaux de glucoses après l'accouchement (26 semaines) a été exécutée. Les 

résultats démontrent que l'isoflurane augmente les taux d’OC pendant la croissance 

rapide (p<0.001), et accrois les niveaux de glucose après l'accouchement (p<0.0001). 

Le troisième projet consiste d'étudier les effets des doses alimentaires en vitamine D 

et la tolérance au glucose des femelles cochon d’indes enceintes. Des femelles âgées 

de quatre mois (n=45) ont été soumises à une diète de différentes doses de vitamine 

D3 (0, 0,25, 0,5, 1 et 2 IU/g d'aliments) pendant leur grossesse. Les résultats révèlent 
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aucune différence de l’ASC (l'aire sous la courbe) pour le glucose ainsi que les 

concentrations d’OC. Cependant, une association inverse a été observée entre les 

niveaux de  25(OH)D et l'ASC du glucose avant accouplement. La dernière étude 

examine chez les mères enceintes et nouveaux-nés, l'effet des doses en vitamine D 

provenant de l'apport alimentaire sur les densités des os. Chez les femelles cochon 

d’indes, une réponse positive (p<0.0001) aux doses de vitamine D alimentaire a été 

observée sur les niveaux de 25(OH)D dans le plasma, tandis que les taux en 

1,25(OH)2D ont atteint un plateau lorsque les doses alimentaires en vitamine D était 

plus grande que 0.5 IU/g d’aliments. Aucune différences de superficie ou volume de 

la densité minérale osseuse (sDMO – vDMO), ou des niveaux de biomarqueurs, ont 

été observées entre les groupes maternels. Chez les nouveaux-nés de 2 jours, bien que 

les taux de 25(OH)D et 1,25(OH)2D ont suivie une réponse par rapport à 

l'alimentation de la mère (p<0.0001), le sDMO fémorale était 10% plus élevé dans le 

groupe 2 IU/g par rapport à tous les autres groupes sauf le groupe 0 IU/g d’aliments 

(p=0.04). De plus, au niveau du fémur distal et du tibia proximal des nouveaux-nés, la 

réponse au régime alimentaire de la mère était en forme de trabécule. Les résultats 

d’histologie suggèrent une expansion de croissance du fémur dans le groupe 0 IU/g 

d’aliments vs tous les autres groupes. Dans l’ensemble, cette thèse suggère que les 

niveaux en vitamine D sont plus importants avant la grossesse que pendant car ils 

génèrent une protection à l’intolérance au glucose. Elle recommande aussi de mesurer 

les niveaux d’OC et de glucose avant l’utilisation d'isoflurane dans les modèles 

animaux de GDM. De plus, les études démontrent que les taux de vitamine D en 

dessous des recommandations peuvent entraîner chez la progéniture des 

caractéristiques ressemblant au rachitisme. Par contre, un apport en dessus des doses 

recommandées n’est pas avantageux pour les os.  
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ADVANCE OF SCHOLARLY KNOWLEDGE 

1. Original contribution to knowledge  

The following are the contributions from this thesis to knowledge in the field of 

maternal and infant nutrition: 

 Vitamin D status is not different while osteocalcin (OC), a bone derived 

protein, is significantly elevated in women with gestational diabetes mellitus 

(GDM) compared to healthy Caucasian women throughout pregnancy. 

Therefore, this may be an early compensatory mechanism independent of 

vitamin D to increase insulin secretion, but which cannot be accomplished 

because of pancreatic β-cell defects in women with GDM or this could be a 

phenomenon completely independent of both vitamin D and glucose status.  

 The gas anaesthetic, isoflurane, significantly increases OC during rapid 

growth to at least 9 wk, but not following pregnancy. However, isoflurane 

increases glucose at postpartum in guinea pigs. Measurements prior to 

anaesthesia are recommended to better reflect normal metabolism with the 

added values of improved consistency and comparability in research. 

Maternal glucose tolerance and concentration is not affected by dietary 

vitamin D intake and status in the guinea pig model during pregnancy. 

However, high pre-pregnancy vitamin D status (~250 nmol/L) (assessed by 

chemiluminescence, Liaison) which is also inversely related to body and 

abdominal fat may be protective against pregnancy induced glucose 

intolerance in the guinea pig. 

 Maternal dietary vitamin D ranging from deficient to more than 

recommended in guinea pigs results in a parallel response in maternal vitamin 

D status, but is not associated with maternal mineral or bone mineral 



vi 

 

outcomes. However, the femoral mid-diaphysis stiffness was higher in the 1 

IU/g vs the 0 group, only (p=0.04). In addition, pregnancy resulted in an 

increase in maternal long bone and decrease in lumbar vertebrae 3 (3rd 

vertebrae) areal BMD in adolescent guinea pigs. Thus, the data suggest that 

immediate demands for Ca homeostasis draw upon trabeculae (Tb.) bone of 

vertebrae whereas mineral stores for later use in lactation might reside in long 

bone. 

 At birth, the offspring of guinea pig sows fed dietary vitamin D ranging from 

deficient to more than recommended had a dose-response in vitamin D status 

but maintained plasma mineral homeostasis at the expense of changes in 

neonatal bone mineral density (BMD) and microarchitecture. These responses 

were differential and sex-dependent at the cortical femur with lower tissue 

mineral density (TMD) in the male neonate at the low and high maternal 

vitamin D intakes and lower TMD in the female neonate of the deficient 

group only. In addition, at the neonatal distal femur and proximal tibia, 

response to maternal diet was U-shaped for trabeculae (Tb.) vBMD with a 

phenotype suggesting expansion of the growth plate in the 0 IU vs all other 

groups. However, bone quality assessed by biomechanical testing was 

unaffected. These data reinforce that maternal vitamin D intakes and status 

below of recommendations may compromise bone health in the offspring but 

that intakes and status above recommendations are not advantageous.  
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CHAPTER 1. INTRODUCTION 

1.1. Background and rationale  

 Vitamin D intake and status during pregnancy, the later defined by circulating 

25-hydroxyvitamin D (25(OH)D) concentration, is an area of debate among different 

scientific societies [1-3]. The debate on vitamin D status during pregnancy relates to 

inconsistent and unknown thresholds of circulating 25(OH)D associated with 

pregnancy outcomes such as maternal and fetal bone health and maternal glucose 

homeostasis and tolerance. Vitamin D status is defined by circulating 25(OH)D 

concentration with values >50 nmol/L recommended as adequate for bone health by 

the Institute of Medicine (IOM) [1] whereas >75  nmol/L is considered ideal for 

pregnant women by the Canadian Paediatric Society (CPS) [2]; values below either 

target are prevalent among pregnant women [4-9]. As 25(OH)D concentrations drop 

from 100 down to 80 nmol/L, concentrations of the active metabolite 1,25-

dihydroxyvitamin D (1,25(OH)2D) may remain normal or increase [10, 11]. However, 

if vitamin D deficiency (25(OH)D < 30 nmol/L) develops, 1,25(OH)2D reaches about 

33% of its normal values [11, 12] or even undetectable concentrations [13] due to 

limited substrate. Such values are of consequence since normal physiological 

concentration of 1,25(OH)2D has beneficial effects on bone [14, 15] and may also 

improve glucose homeostasis by enhancing insulin synthesis, secretion and sensitivity 

[16] which may be challenged during pregnancy. In addition, low maternal-fetal 

transfer of 25(OH)D may adversely be associated with neonatal anthropometry and 

appearance, pulse, grimace, activity and respiration (APGAR) outcomes [17-19] and 

body composition at birth [20]. 

Gestational diabetes mellitus (GDM), a state of hyperglycemia due to 

decreased insulin sensitivity and pancreatic β-cell insulin response to glucose during 
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pregnancy, has a worldwide prevalence of 1 to 10% and is associated with higher risk 

of adverse maternal and neonatal outcomes [21]. Recently, low vitamin D status has 

been associated with GDM [22-24]. Of the seven studies published to date [22-28], 

all observed lower serum 25(OH)D concentration in GDM vs healthy subjects at mid-

gestation [22-24, 26], but not at early [25] and late pregnancy [27]. However, some of 

these observational human studies have shown that 25(OH)D concentration at early 

gestation is inversely associated with 1 h [28] and 2 h [25] glucose concentration 

from the oral glucose tolerance test (OGTT). Similar negative relationships were 

observed between 25(OH)D at mid and late gestation with fasting [26] and 30 min 

glucose concentrations from the OGTT [27]. In women with established GDM, 

injection and oral consumption of alpha-calcidiol resulted in a negative association 

between fasting glucose and 1,25(OH)2D concentrations while glucose concentration 

from the OGTT measured after the ingestion of glucose was unaffected [29]. This 

vitamin D analogue has less calcemic and phosphoric actions than 1,25(OH)2D [30] 

and in contrast to cholecalciferol is not regulated by renal vitamin D metabolism [31]. 

Differences among studies on the relationship between vitamin D status or treatment 

on glucose tolerance, may partly be due to uncontrolled factors such as plasma 

calcium (Ca) [32] and phosphate (PO4) [33] which are positively associated with 

insulin secretion, pre-pregnancy body mass index (BMI) and central fat (visceral) 

which are adversely related to glucose tolerance [34]. All these covariates (plasma 

minerals, weight and adiposity) are also related to vitamin D metabolism [22, 35, 36]. 

In non-pregnant rats [37] and rabbits [38], a vitamin D deplete diet resulted in 

undetectable 25(OH)D and less than 50% of baseline 1,25(OH)2D concentrations. In 

such animal models, injection of 1,25(OH)2D prior to OGTT increased glucose 

induced insulin secretion [37, 38] and improved glucose tolerance 3 h after delivery 
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of a glucose load in rats [37] while the latter effect was observed in rabbits only by 

the injection of 25(OH)D for 2 wks [38]. However, no interventional study has 

investigated the dose-response effect of oral vitamin D3 intake on glucose 

concentration and tolerance during pregnancy. 

The implications of low vitamin D status in GDM extend beyond insulin 

metabolism in the pancreas and include alteration in gene expression of other proteins 

that have a positive vitamin D response element (VDRE) located on their promoter 

[39]. Osteocalcin (OC) is one such protein which is secreted from osteoblasts in 

response to stimulation by 1,25(OH)2D [40]. Its uncarboxylated form has recently 

been associated with glucose homeostasis by increasing β-cell proliferation, glucose 

tolerance and sensitivity in mice [41]. Recent evidence suggests that total OC is also 

secreted from adipocytes [42], and is positively associated with insulin sensitivity in 

humans [43-46] and negatively related to adiposity features such as BMI and fat mass 

in mice [47] and humans [48-51]. These associations have not been investigated in 

interventional trials during pregnancy.  

Considering the connection between the bone and endocrine metabolism, 

recently, two human studies have looked at serum total OC concentration at mid-

gestation (24-28 wk) in GDM vs healthy pregnant women [52, 53]. In contrast to the 

authors’ expectations, serum OC concentration was higher (128-148%) in GDM 

compared to control subjects, suggesting that this may represent a compensatory 

mechanism to increase insulin secretion in women with GDM [52]. In an attempt to 

clarify this relationship, a positive association was observed between circulating OC 

and area under the curve (AUC) for glucose from OGTT in one study [52] yet no 

correlation was observed between plasma OC and fasting plasma glucose (FPG) in 

another study [53]. These studies thus yielded inconsistent results and both were 
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limited by lack of sampling early in pregnancy. Further work is required to clarify if 

elevated OC has a role in GDM or if it could be used as a biomarker in the endocrine 

function of bone on glucose metabolism. 

The other detrimental outcome of maternal low vitamin D status during 

pregnancy is neonatal rickets. However, there is insufficient evidence whether fetal 

vitamin D status and bone outcomes have a dose-response relationship with maternal 

vitamin D status at both low (<50 nmol/L) and high (>125 nmol/ L) concentration of 

circulating 25(OH)D. The circulating 25(OH)D <50 nmol/L is considered  

“insufficient” and > 125 nmol/L is associated with “no evidence of additional 

benefits” as defined by the IOM in 2011 [1]. Investigating such effects on bone, 

although possible is not readily feasible and ethical in humans due to possible 

detrimental consequences. Therefore, an animal model is required for such research. 

Furthermore, considering the link between the bone and glucose metabolism [54], 

selection of an appropriate animal model for investigating both bone and glucose 

tolerance during pregnancy is required. The guinea pig is an appropriate model due to 

its similarity to human pregnancy regarding changes in serum 1,25(OH)2D and OC 

concentrations [55] and peak in blood glucose concentrations at 40-60 min after oral 

glucose ingestion on an OGTT during pregnancy [56].  

Assessment of bone density and microarchitecture in laboratory animals 

requires the use of general anaesthesia for immobilization purpose. Inhalation 

anaesthetics such as isoflurane are more controllable and result in rapid recovery as 

compared to injectable anaesthesics [57, 58]. However, there is inconsistent evidence 

that isoflurane may influence biochemical outcomes related to bone such as OC [59], 

mineral [57, 59-61] and glucose [57, 62] which are commonly measured in bone 

studies, leading to inconsistency and lack of comparability among studies. If these 
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bone and glucose related biomarkers are affected by isoflurane, biochemical 

measurements should be performed prior to the effect of isoflurane for better 

consistency and comparability in research.  

Deeper understanding of maternal-fetal vitamin D transfer and consequences 

is required to clarify whether it is advisable to exceed normal recommendations for 

vitamin D intake. More is understood about low vitamin D intakes and status.  

Observation human studies (cross-sectional and longitudinal) have reported 

thresholds for low maternal circulating 25(OH)D concentration ranging from 27.5 to 

50 nmol/L of 25(OH)D during pregnancy in relation to fetal bone health. In the UK, 

pregnant women with low (< 50 nmol/L) serum 25(OH)D concentrations at 34 wk 

gestation had a 5% increase in fetal metaphyseal femur splaying index (FSI), a 

feature consistent with congenital vitamin D dependent rickets [63].  Similarly, 

maternal serum 25(OH)D <28 nmol/L at 28-32 wk gestation was associated with a 3 

% decrease in postnatal knee-heel length in Australian neonates, only at a threshold 

below 40 nmol/L [64]. Regarding mineral content of bone, vitamin D deficiency 

(25(OH)D <27.5 nmol/L) in Canadian infants was associated with lower whole body 

and femur, but not lumbar spine, bone mineral content (BMC) relative to body weight 

[19]. However, in other studies with few deficient subjects, there was no association 

between maternal supplementation and plasma 25(OH)D with whole body and 

forearm BMC in Turkish [65] and Asian [66] neonates, respectively. Therefore, the 

available data is still conflicting regarding the effect and thresholds of maternal 

25(OH)D in association with fetal and neonatal bone health outcomes. 

Clinical trials of vitamin D supplementation during human pregnancy have 

included daily supplements of 0 vs 400 [67] or 1000 IU/d [18, 66, 68] and assessed 

biochemical and anthropometric outcomes. There are two dietary forms of vitamin D: 
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ergocalciferol (vitamin D2) from plant sources and cholecalciferol (vitamin D3) from 

animal sources [69]. The available vitamin D clinical trials during pregnancy have 

mainly investigated the effect of dietary D3 on pregnancy outcomes [10, 18, 66-68]. 

The only vitamin D dose-response pregnancy trial (400, 2000 and 4000 IU/d) caused 

a dose-response increase in maternal plasma 25(OH)D while plasma 1,25(OH)2D 

reached a plateau with the two higher dosage intakes [10], but bone health outcomes 

have yet to be reported.   

Vitamin D status has been accepted to have functional outcomes on bone in 

infants, children, adolescents and elderly [70-72], with less informative data available 

in middle-aged adults [71]. Of relevance to this thesis, vitamin D deficiency may lead 

to rickets in infants [70] and vitamin D is essential for bone development and higher 

bone mineral density (BMD) in adolescents [71]. Recommended intakes in pregnancy 

do not differ from non-pregnant adults since changes in bone are assumed to return to 

pre-pregnancy states if vitamin D status is adequate.  Descriptive studies suggest that 

during pregnancy, women lose 2.1 to 5% of bone mass at trabeculae (Tb.) rich sites 

[73-75] with almost 3 % greater bone loss in adolescent vs adult pregnancy [75]. In 

one study, 20-34 y old mothers with the greatest calcaneal bone loss had infants with 

9.7%  higher (areal bone mineral density) aBMD [76]. However, there is a gap of 

knowledge on the effect of maternal vitamin D status during pregnancy on bone 

health particularly at ages where peak bone mass has not yet been established, (i.e. 

adolescence).  

In adolescent rats receiving a vitamin D deplete (0-0.3 IU/d) diet, 2 mo prior 

to pregnancy (from weaning to mating) as well as during pregnancy, lower maternal 

metaphyseal femur Tb. volumetric bone mineral density (vBMD) and mid-diaphysis 

cortical mineralized area [77], lower endosteal bone formation and femur length were 
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observed in the deplete compared to a replete group (10-25 IU/d) [78]. This suggests 

that Ca is mobilized from the bone by vitamin D independent pathways, but vitamin 

D is required for normal bone mineralization. Also, in adolescent guinea pigs, vitamin 

D deplete (0 IU/g) diets during pregnancy resulted in maternal hypophosphatemia, 

lower total femur aBMD and distal femur cortical but not Tb. mineral density, wider 

growth plates and higher osteoid thickness at the proximal tibia compared to guinea 

pigs on the replete (2.4 IU/g) diet [13]. In this study, deficient vs replete fetuses had 

hypercalcemia, hypophosphatemia, lower plasma OC, no differences in whole body 

BMC/weight, but higher hypertrophic chondrocyte area and osteoid thickness at the 

proximal tibia , suggesting impaired mineralization [13]. In a similar guinea pig 

model, a deplete (0 IU/g) vs standard vitamin D (1.2 IU/g) diet during pregnancy 

resulted in lower neonatal plasma OC, whole body and tibia BMC and strength, but 

no difference in whole body and femoral BMD and strength [79]. Whether there is a 

threshold at which vitamin D status during pregnancy affects bone health in the 

mother and offspring, cannot be established from the available data, thus showing the 

need for a vitamin D dose-response study during pregnancy. 

A proper animal model is required for studying the effect of vitamin D intake 

and status on bone and glucose tolerance during pregnancy. The guinea pig is an 

appropriate model for studying this [10, 11], since it has a haemomonochorial 

placenta, similar to humans [55]. Also in this species, changes in serum 1,25(OH)2D 

and OC concentrations during pregnancy are comparable to humans [55]. 

Furthermore, fetal guinea pig concentrations of 1,25(OH)2D are proportionate and 

lower than maternal levels and fetal OC concentrations are higher than maternal 

concentration [55] which is also similar to humans.    
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 Based on the knowledge to date, the conceptual framework diagram of this 

thesis is shown in Figure 1.1. There seems to be a dose-response effect of maternal 

dietary vitamin D on circulating 25(OH)D and 1,25(OH)2D and therefore maternal 

and neonatal health outcomes. Both low (<50 nmol/L) and high (>125 nmol/L) 

maternal circulating 25(OH)D concentration may lead to low maternal circulating 

1,25(OH)2D concentrations. The former occurs as a result of substrate (25(OH)D) 

insufficiency and the latter due to down-regulation of 1,25(OH)2D (calcitriol). The 

health consequences associated with low maternal 1,25(OH)2D are imbalanced 

circulating Ca and PO4 concentrations, detrimental effects on maternal and fetal bone 

mass and architecture, the latter as a result of insufficient maternal-fetal mineral 

transfer to the bone. Low calcitriol may also directly decrease insulin sensitivity, 

secretion and synthesis and may decrease the stimulation of OC secretion from 

osteoblasts which will also indirectly lead to decreased insulin secretion and 

sensitivity. Therefore, maternal vitamin D status associated with improved maternal 

glucose tolerance and maternal and neonatal bone health outcomes is hypothesised to 

be between 50-125 nmol/L and that concentrations below and above these values lead 

to adverse health outcomes. 

As summarized in this chapter, vitamin D status and the bone formation 

biomarker OC have not been studied simultaneously at early gestation in association 

with GDM in human studies controlled for the main confounding factors. The 

assessment of bone outcomes in animal models requires the use of anaesthetics which 

may affect bone and mineral and glucose metabolism. In addition, there is a lack of 

knowledge on the dose-response effect of dietary vitamin D in a pregnant model on 

maternal and neonatal glucose homeostasis and bone health outcomes. The following 

objectives were set to address these gaps of knowledge.  
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1.2. Thesis objectives and hypotheses 

Four objectives and hypotheses are at the core of the work contained in this thesis: 

1. Objective: To determine 25(OH)D and OC concentrations simultaneously at 

early and mid-gestation in healthy pregnant women and those with GDM; to 

investigate the predictive role of early concentrations of these biomarkers and 

their percent change from early to mid-getsation in the development of GDM. 

Also, to determine these biomarkers in the cord serum of healthy pregnant 

women and those with GDM and their association with neonatal 

anthropometry and APGAR scores and placenta weight (Chapter 3: 

Manuscript 1).   

Hypothesis: Maternal serum vitamin D status is lower and OC concentration 

is higher at early gestation in GDM vs healthy pregnant women and they may 

have a predictive role in the development of GDM. Cord serum 25(OH)D and 

OC concentrations are associated with neonatal anthropometry and APGAR 

scores and placenta weight (Chapter 3: Manuscript 1). 

2. Objective: To investigate the effect of isoflurane on bone metabolism 

biomarkers from development to maturity in the guinea pig and to measure 

blood minerals and glucose along with the bone metabolism biomarkers at 

maturity. The latter are implemented to explain possible mechanisms 

involved in changes in bone biomarkers and to investigate whether glucose 

concentrations are affected by the anaesthetic (Chapter 4: Manuscript 2). 

Hypothesis: Exposure to the isoflurane anaesthetic significantly increases OC 

and affects tDPD (total deoxypyridinoline) from development to maturity as 

well as blood glucose and minerals at maturity in guinea pigs. Measurements 

prior to anaesthesia are recommended to better reflect normal metabolism 
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with the added values of improved consistency and comparability in research 

(Chapter 4: Manuscript 2). 

3. Objective: To explore the dose-response effect of dietary vitamin D3 in 

pregnancy on maternal glucose tolerance as well as maternal and neonatal 

glucose homeostasis and body composition in association with plasma OC in 

a pregnant guinea pig model (Chapter 5: Manuscript 3).  

Hypothesis: Maternal glucose tolerance and maternal and neonatal glucose 

concentration and body composition are affected by vitamin D status, 

1,25(OH)2D and OC concentrations; the latter are impacted by the dose-

response effect of maternal dietary vitamin D intake during pregnancy in 

guinea pigs (Chapter 5: Manuscript 3).  

4. Objetive: To establish the dose-response effect of dietary vitamin D3 in a 

pregnant guinea pig model to study maternal and neonatal bone health 

outcomes including measures of plasma minerals, vitamin D metabolites and 

bone biomarkers as well as assessment of whole body and regional BMC, 

BMD, microarchitecture and biomechanics (Chapter 6: Manuscript 4). 

Hypothesis: The hypothesis was that both low (<50 nmol/L) and high (>125 

nmol/ L) maternal 25(OH)D concentrations would impair bone development 

and mass while moderate concentrations (50-125 nmol/L) would result in 

optimal maternal and fetal bone health by analyses of plasma minerals, 

vitamin D metabolites and bone biomarkers as well as assessment of whole 

body and regional BMC, BMD, microarchitecture and biomechanics (Chapter 

6: Manuscript 4). 
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Figure 1. 1. Thesis conceptual framework diagram. 

 

 

1 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

                                                                        

References: [16-19][41][57][59] 

maternal  

dietary vitamin D 

ergocalciferol (D2) cholecalciferol (D3) 

 liver microsomes 

 25(OH)D 

maternal 

endogenous synthesis 

epidermis 

7-dehydrocholesterol 

UV exposure 

280-310 nm 

             kidney mitochondria 

 

24,25(OH)2D                 1,25(OH)2D                

               (main site of    in pregnancy)  

 CYP2R1, CYP27A1 

CYP2R1 

 

CYP2R1 

1,24,25(OH)3D 

placenta 

  (trophoblast & decidual) 

CYP27B1 
CYP24A1 

VDR 

paracrine function 
 

bone (osteoblasts) 
 

CYP27B1 

CYP24A1 
VDR 

 OC 

 

fetus/neonate 

 
development 

(growth, APGAR) 

bone health 

body composition 

pancreas (β-cell) 

 

VDR 
insulin synthesis 

insulin secretion 

glucose 

bile 

calcitroic acid 
urine 

26,23-lactone 

26-hydroxylase 

(predominant in guinea pigs) 

+ 

+ 

CYP24A1 

+ 

+ 

isoflurane anaesthetic 
(commonly used in 

animal studies 

including  
pre-pregnancy and 

postpartum) 

 

+ 

+ 

Parathyroid 
PTH 

Ca & PO4 homeostasis 

endocrine function 

CYP27B1 

+ 

 

- 
- 

- 

+ 

+ 
- 

APGAR: Appearance pulse grimace activity and 

respiration score 

25(OH)D: 25-hydroxyvitamin D 

24,25(OH)2D: 24,25-dihydroxyvitamin D 

1,25(OH)2D: 1,25-dihydroxyvitamin D              

CYP2R1: Vitamin D 25-hydroxylase gene 

CYP24A1: 24-hydroxylase gene 

CYP27A1: sterol 27-hydroxylase gene 

CYP27B1: 25-hydroxyvitamin D 1-α-hydroxylase gene 

OC: Osteocalcin 

PTH: Parathyroid hormone 

VDR: Vitamin D receptor 
 

 



 

12 

 

CHAPTER 2. LITERATURE REVIEW 

2.1. Definition of vitamin D status  

Vitamin D status is defined by circulating 25(OH)D concentration [80]. This 

vitamin D metabolite is not subject to tight homeostatic regulation and has the highest 

stability as compared to other vitamin D metabolites due to its high affinity for 

vitamin D binding globulin and resulting long half-life of 2-3 wk [80].   

There is reasonable agreement regarding the 25(OH)D concentration 

associated with vitamin D deficiency and rickets (20-30 nmol/L), but there is still 

debate regarding the desirable (target) 25(OH)D concentration suggested by different 

scientific societies as 50 or 75-80 nmol/L across all ages [1-3]. The IOM in 2011 

suggested serum 25(OH)D < 30 as “deficient”, 30-50 as ”risk of inadequacy” and ≥ 

50 nmol/L as sufficient with no evidence of additional benefits from serum 25(OH)D 

concentration >75 nmol/L and concentration >125-150 nmol/L was felt to be 

associated with risk of adverse effects [1]. These cut-offs were set based on bone 

health outcomes (e.g. increased BMD and intestinal Ca absorption, minimized risk of 

rickets and osteomalacia) [1]. However, the Endocrine Society suggests a higher 

concentration of 25(OH)D at 75-80 nmol/L as an optimal vitamin D status [3]. This 

higher cut-off was mainly based on increased Ca absorption [81], suppression of 

secondary hyperparathyroidism and increased bone density [82].  

2.1.1. Pregnancy and neonate 

According to the IOM report, the definition of Estimated Average 

Requirement (EAR) for vitamin D (400 IU/d) is set to meet the requirements of 50% 

of the population and is to align with the status target of 40 nmol/L of 25(OH)D, 

which is not different for pregnancy as compared to non-pregnancy state [1]. The 

IOM defined a Recommended Dietary Allowance (RDA) of 600 IU/d to align with 
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25(OH)D concentration of 50 nmol/L to meet recommendations of 97.5 % of the 

population, which again is similar in pregnancy and non-pregnancy states [1]. The 

cut-off for vitamin D deficiency is now lower (25(OH)D <30 nmol/L) than the 

previous one recommended in 1997 (25(OH)D <37.5 nmol/L) for adults but not the 

one for infants (25(OH)D<27.5 nmol/L) [83]. These definitions are important to 

consider when examining existing evidence on the topic of vitamin D intakes and 

status in reproduction. For example, recently Hollis et al, in their study on pregnant 

women observed that in order to reach maximum serum 1,25(OH)2D, serum 

25(OH)D should reach 100 nmol/L as substrate and serum 25(OH)D of ~ 75 nmol/L 

is required to reduce the excretion of Ca in the urine [10]. The latter is similar to 

results on serum 25(OH)D required for maximum intestinal Ca absorption [81]. 

Hollis et al. defined serum 25(OH)D <50 nmol/L as “deficient”, 50-80 nmol/L as 

insufficient and >80 nmol/L as sufficient and suggested that 25(OH)D ≥375 nmol/L 

should be considered as hypervitaminosis D for pregnant women [10]. Other 

researchers also have similar definitions for vitamin D status according to 25(OH)D 

as <25 as “deficient”, 25-50 as “insufficient”, 50-70 as “borderline” and > 70 nmol/L 

as “sufficient” [63].  

The available data is limited for establishing the normal 25(OH)D range in 

infancy. The fetus is completely dependent on their mother’s vitamin D supply which 

should be sufficient to provide both maternal and neonatal needs [2]. Previous 

recommendations set by the 1997 IOM set circulating 25(OH)D < 27.5 nmol/L as 

deficient levels for infants and children [83] which was lower than the new 

recommended cut-off for deficient 25(OH)D concentration (<30 nmol/L) and that 

assumed to confer bone health (25(OH)D ≥ 50 nmol/L) in all age groups including 

infants [1]. The CPS suggests an optimal 25(OH)D concentration from 75-225 
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nmol/L with possible adverse effects at 25(OH)D >250 nmol/L and toxicity at >500 

nmol/L in all age groups including infants [2]. Overall, it has been suggested that 

perhaps normal plasma 25(OH)D concentrations might differ in infants being 60-70% 

of maternal levels [84] but further research is required to investigate normal neonatal 

vitamin D status and the response to maternal dietary intake. 

2.2. Dietary Reference Intakes, actual intakes and status of vitamin D 

The new IOM (2011) Dietary Reference Intakes (DRI) include an EAR of 

400 IU/d for after 1 y of age and a RDA of 600 IU/d for 1-70 y of age, 800 IU/d for 

those over 70 y and Adequate Intake (AI) of 400 IU/d from birth to 1 y of age [1]. 

These recommendations are higher than the previously recommended AI of 200 IU 

from birth to 50 y of age, 400 IU from 50-70 and similar to 600 IU/d for >70 y of age.  

Even though the DRI values were set based on existing evidence, there is still debate.   

The Endocrine Society recommends 1500-2000 IU/d for adults aged 19–50 y 

in order to reach serum 25(OH)D >75 nmol/L[3]. The previous IOM set the Tolerable 

Upper Intake Levels (UL) at 1,000 IU/d for infants and 2,000 IU/d for all other ages, 

but recently increased it to 4,000 for adults [1] including women during their 

reproductive years. Still, some researchers believe that the UL for dietary vitamin D 

should be set at 10,000 IU/d [85]. Vitamin D intake ≥ 10,000 IU/d for 5 mo did not 

increase 25(OH)D to ≥225 nmol/L [85]. This has not been tested for safety during 

reproduction which spans 9 mo in humans. It is therefore too soon to conduct 

randomized trials with high intakes. 

2.2.1. Canada and the U.S.A 

 Data from the National Health and Nutrition Examination Survey-III 

(NHANES-III) conducted from 1988 to 1994 suggest that vitamin D intakes in the 

US are lower than the previous AI (200 IU) in females older than 12 y and men older 
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than 50 y of age [86]. Canadian intakes are likely similar to the US although there is a 

lack of national Canadian data in this regard. A study in women of childbearing ages 

in Toronto showed that only 25 % consumed supplements containing vitamin D, 46 

% did not consume milk, 34 % consumed neither of these vitamin D sources and only 

32 % achieved 200 IU/d [87]. The Canadian Community Health Survey 2.2 (CCHS 

2.2) from 2004 in 30,000 Canadians included  a 24-h recall and suggests that most 

men and women consume less than 2 servings of milk [88]. Considering the new 

recommendations by the IOM, it is clear that vitamin D intake from food is much 

lower than the suggested DRIs. Accordingly, a recent report considering vitamin D 

intake from food alone documented that the majority (90 %) of Canadian men and 

women (19-50 y) had vitamin D intakes below 400 IU EAR [89]. However, the 2007-

2009 CCHS suggests that Canadian men and women (19-39 y) have an average year-

round 25(OH)D concentration of ~ 65 nmol/L and only ~ 10% of have vitamin D 

deficiency (25(OH)D < 37.5 nmol/L) [90], 31 % < 50 nmol/L [91] but these values 

would increase to ~ 75 % if the target of 25(OH)D < 75 nmol/L was considered [90]. 

Concentration of 25(OH)D in men and women (20-39 y) taking vitamin D 

supplements are about 15 nmol/L higher than those that do not.  The prevalence of 

25(OH)D < 50 nmol/L almost doubles from 15.4 to 30.4 % among 6-79 y subjects if 

supplements are not taken [91]. Therefore, supplement use is significantly associated 

with better vitamin D status (>50 nmol/L) [91]. Overall, population level assessments 

suggest that dietary vitamin D is not aligned with current recommendations. 

However, exposure to ultra violet beta (UBV) radiation for endogenous synthesis is 

likely contributory, yet difficult to quantify.   
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2.2.2. Pregnancy 

The recent RDA set by the IOM has suggests a daily intake of 600 IU in the 

absence of UVB exposure, which is higher than the previous AI of 200 IU/d and the 

UL has increased to 4,000 IU/d from the previously recommended 2,000 IU/d [1]. 

The CPS recommends an intake of 2,000 IU/d during pregnancy and lactation [2]. 

The Endocrine Society suggests a minimum intake of  600 IU/d of dietary vitamin D 

for pregnant and lactating women but recommends an intake of 1500-2000 IU/d in 

order to achieve blood levels of 75 nmol/L [3].  

2.3. Metabolism of vitamin D and other calcitropic hormones 

The endogenous synthesis of vitamin D occurs in the skin following 

photoactivation of 7-dehydrocholesterol at 280-310 nm UVB light. The double bond 

of this precursor then undergoes photochemical isomerisation forming previtamin D3 

which is then converted to vitamin D3 [92]. Endogenous vitamin D3 synthesized from 

the skin and the exogenous plant form of vitamin D (ergocalciferol, vitamin D2) and 

animal form (vitamin D3) are transported in the blood stream to the liver bound to a 

vitamin D binding protein or to albumin. The first step of hydroxylation takes place 

via cytochrome P450 (CYP450) enzymes, microsomal and mitochondrial vitamin D 

25-hydroxylase, that are regulated by CYP2R1 and CYP27A1 genes, respectively, 

resulting in the production of 25(OH)D (calcidiol) in the liver. Afterwards, 25(OH)D 

is transported to the kidney where it undergoes another hydroxylation mainly in the 

proximal tubules via 25-hydroxyvitamin D 1-α-hydroxylase encoded by the 

CYP27B1 gene which produces 1,25(OH)2D. This active form of vitamin D is 

considered a sterol hormone by virtue of its mechanism of action similar to other 

steroid hormones [93]. It binds to the vitamin D receptor (VDR) in target tissues and 

also requires dimerization to another receptor called retinoid X receptor (RXR) which 
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then activates or represses gene expression following binding to VDREs on target 

genes [93]. Interestingly, recent studies have shown that CYP27B1 is also expressed 

in extrarenal tissues. However the contribution of extrarenal production of 

1,25(OH)2D to its circulating levels under normal conditions is debatable. Its main 

source is still considered the kidney whereas extra-renal production is believed to 

play an autocrine/paracrine role [92] such as the role of placental production of 

1,25(OH)2D on regulation of implantation and prevention of placental inflammation 

[94].  

The catabolism of vitamin D metabolites is through a 24-hydroxylase 

encoded by CYP24A1 gene occurring mainly in the kidney mitochondria but it is also 

present in extra-renal tissues with VDRs including bone and intestine [95]. Calcitriol 

binding to the VDR/RXR complex enhances CYP24A1 and down regulates 

CYP27B1 gene expression, leading to increase in 24-hydroxylase and decrease in 1α-

hydroxylase, respectively. These are important feedback regulatory mechanisms in 

the metabolism and function of vitamin D metabolites [96]. Both 25(OH)D and 

1,25(OH)2D are substrates for 24-hydroxylase although the affinity of CYP24A1 is 

10-fold higher for 1,25(OH)2D compared to 25(OH)D. The main degradation product 

of 1,25(OH)2D is calcitroic acid which is derived from 1,24,25 (OH)3D and found in 

the bile. Similarly, 26,23-lactone is another metabolite of 1,25(OH)2D but secreted in 

the urine in humans. Interestingly, in different species such as guinea pigs the 

preferred catabolic product of 1,25(OH)2D is 26,23-lactone. These metabolites have 

low affinity to vitamin D binding protein. Although, it was previously thought that 

24,25-dihydroxyvitamin D (24,25(OH)2D), derived from degradation of 25(OH)D, 

had no function and the bone mineralization defects observed in CYP24A1-null mice 
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were thought to be solely as a result of 1,25(OH)2D toxicity, recent evidence suggests 

that 24,25(OH)2D has a role in bone repair [92]. 

  Vitamin D toxicity following excess intake can be dangerous since it is 

stored in adipose tissue and can last for months to years in humans. Its conversion  to 

25(OH)D may then lead to vitamin D intoxication [92]. Circulating 25(OH)D >500 

nmol/L has been associated with adverse outcomes such as hypercalcemia, 

hypercalciuria leading to severe  dehydration and kidney damage as well as  

hyperphosphatemia, vomiting, anorexia, fever, constipation, calcification of soft 

tissues such as kidney and blood vessels [97].  

2.3.1. Pregnancy and postnatal metabolism of vitamin D and other calcitropic 

hormones 

2.3.1.1. Maternal 

Plasma 25(OH)D concentration is positively correlated with maternal dietary 

vitamin D intake during human pregnancy [98]. Throughout human pregnancy, 

plasma 25OHD  remains  similar or lower than in the non-pregnant state and could  

remain unchanged if pregnancy begins with  severe vitamin D deficiency (<25 

nmol/L) [18]. 

In humans and animals, plasma 1,25(OH)2D increases significantly in normal 

pregnancy, even after taking into account the increase in vitamin D binding protein 

accompanied with normal gestation [99, 100]. A 2-3 fold increase in total 

1,25(OH)2D occurs in the first trimester while only the free 1,25(OH)2D increases 

during the third trimester [101]. In addition, intestinal Ca absorption doubles from 

early pregnancy [102] and is accompanied by an increase in urinary Ca excretion 

[101]. This suggests that the doubling in intestinal Ca absorption may be as a result of 

doubling of 1,25(OH)2D concentrations during pregnancy. However, the former takes 
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place much sooner than the latter and studies in vitamin D deficient animals and those 

lacking VDR have shown the same magnitude of increases in Ca absorption as 

controls, ruling out the necessity of 1,25(OH)2D in this process [101]. The placental 

lactogen and prolactin may be responsible for the increase in the active form of 

vitamin D during pregnancy [101]. Although, recently Hollis et al. have suggested 

that in human pregnancy calcitonin may be responsible for  activating  1-α-

hydroxylase independent of Ca [10]. The increase in 1,25(OH)2D concentrations has 

been not been attributed to hyperparathyroidism, since parathyroid hormone (PTH) 

levels are either normal or fall to the low-normal range during early pregnancy when 

calcitriol increases [101]. However, PTH levels increase from mid to late gestation 

[101]. Parathyroid hormone-related protein (PTHrP) also increases during pregnancy 

[102] which in turn stimulates the production of  1,25(OH)2D by extrarenal sources 

such as decidual and trophoblastic cells in the placenta [100]. However, animal 

studies have shown that in anephric pregnant models, the increase in 1,25(OH)2D is 

much lower than in controls, suggesting an underlying and significant role of 

maternal kidney in the synthesis of the active form of vitamin D [101], which is not 

compensated for by the placenta. The human fetal skeleton (chondrocytes) may be 

another site of 1,25(OH)2D synthesis [103], but this metabolite would not likely 

traverse the maternal-fetal unit and likely play a local role. 

One of the classic functions described for 1,25(OH)2D in pregnancy relates to 

enhanced maternal Ca balance. Although an increase in intestinal Ca absorption is the 

main source of providing Ca for the fetus during pregnancy, there is good evidence 

that Ca is also mobilized from maternal bone during pregnancy [104, 105]. Plasma 

total Ca decreases at the beginning of pregnancy reaching its lowest levels about the 

second month due to pregnancy induced hypoalbuminemia. However,  blood  ionized 
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calcium (Ca2+) does not change significantly during pregnancy [100]. In humans, 30 g 

Ca is transferred from the mother to the fetus, 99% of which accumulates in the 

developing skeleton. In humans, this transfer occurs mainly (80 %) in the last 

trimester and by active transport of 150 mg/d through the placenta [101]. In rats and 

mice with a gestational period of 21 and 19 d respectively, the major (95%) transfer 

of mineral content to 8-12 fetuses per litter occurs during the last 4-5 d of gestation. 

In contrast to human pregnancy, in rats and mice, a decrease in plasma Ca2+ is 

observed in this period accompanied by an increase in PTH at late gestation [101]. 

In humans postpartum, there is a decrease in estradiol and progesterone and 

prolactin stimulates the production of PTHrP from the mammary gland. The 

combination of low estradiol and high PTHrP results in increased bone resorption 

during lactation [101]. Calcitriol concentrations drop shortly after delivery and 

remain normal during lactation in humans, but increase during lactation in rat and 

mice until weaning. Circulating 25(OH)D is either stable or decreases slightly during 

lactation [101].  These studies and species differences underscore the importance of 

selecting suitable animal models in furthering knowledge related to vitamin D 

metabolism towards human health. 

2.3.1.2. Fetal 

Serum 25(OH)D concentrations are typically lower in the neonate as 

compared to their mother in both animals and humans [100]. In humans, cord serum 

25(OH)D concentrations have been reported to be 65-70% [106] or 50% [107] of 

maternal values. The fetus depends entirely on the mother’s sources of Ca, 25(OH)D 

and 24,25(OH)2D, explaining the high correlation of these metabolites between the 

mother and fetus [100], but there are inconsistent results regarding the correlation of 

1,25(OH)2D between the mother and fetus. Fetal 1,25(OH)2D concentration are lower 
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than maternal levels in rats, mice, sheep and humans suggesting that 1,25(OH)2D 

does not readily cross the placenta during pregnancy [101]. The fetal-placental Ca 

transport system is regulated by PTHrP which is produced in many fetal tissues 

including the growth plates of long bones, but primarily in the placenta [108]. Serum 

total Ca, Ca2+ and PO4 are higher in the developing fetus than the mother, while PTH 

and calcitriol are lower. The combined high Ca and PO4 as well as the low PTH 

levels result in suppression of the renal and placental 1α-hydroxylase keeping 

calcitriol at low levels [1]. It would appear that only at pharmacological 

concentrations of 1,25(OH)2D, this metabolite may cross human and animal (ovine) 

placenta and therefore most of this metabolite is of fetal renal origin [100].  

Postnatally, mineral homoeostasis changes quickly in the neonate [100]. The 

neonate relies on the intestinal sources of minerals since the placental transfer has 

been cut. After birth PTH but not PTHrP plays an important role in mineral 

homeostasis. Total and ionized blood Ca levels decrease 2-3 d after birth in the 

human neonates and return to normal within 5-10 d. The decrease in Ca2+ early after 

birth is accompanied by an increase in serum PTH which leads to an increase in 

1,25(OH)2D synthesis around 5 days after birth [100]. Serum PO4 concentrations are 

reported to be at their lowest at birth and increase 2 wk postpartum in the human 

neonate [109]. 

2.4. Dietary sources of vitamin D 

 In addition to endogenous synthesis, vitamin D can be provided by exogenous 

sources that are available through two dietary forms: ergocalciferol (vitamin D2) from 

plant sources and cholecalciferol (vitamin D3) from animal sources. In Canada, most 

food sources and supplements have the D3 form. Vitamin D3 appears to be more 

potent than D2 in increasing circulating adult 25(OH)D (1.7-3.0 times) [110].  
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However, both isoforms have similar effects in sustaining 25(OH)D when consumed 

daily [69]. Main food sources of vitamin D include natural sources from fish, eggs, 

mushrooms and beef and fortified foods such as cow’s milk, margarine, soy 

beverages, rice beverages, orange juice, and yogurt [111]. A pregnant woman who 

drinks 2 cups of fortified milk would receive only 200 IU/d. Additional intake of 0.5 

to 1 cup of fortified orange juice and regular consumption of eggs and fatty fish once 

weekly would elevate total intake to > 400 IU/d [111] but likely would still be below 

the 600 IU RDA for adults and pregnant women. Even though beef and eggs are 

consumed regularly and represent a source of vitamin D intake, the daily intake is 

usually < 40 IU/d [112]. Additionally, adult women may consume less fortified 

orange juice and do not regularly eat fish, especially during pregnancy [111]. 

Therefore, supplements have an important role in contributing to sufficient vitamin D 

intakes. Most  prenatal supplements contain 400 IU of vitamin D3 per suggested daily 

dose; this intake has been shown to contribute to a significant improvement in 

vitamin D status [91]. 

As previously stated the neonate relies on maternal supplies of vitamin D [2] 

Breast milk is low in vitamin D containing 25 IU/L and not sufficient for the infant 

[113]. All infant formula sold in Canada contain 400 IU/L vitamin D3 [114]. 

Therefore sources of vitamin D typical to the exclusively breastfed infant diet include 

the mother’s milk, vitamin D drops/syrup, and perhaps cod liver oil, although the 

vitamin A content of liver oils should be considered due to the risk of toxicity [111]. 

2.5. Factor affecting 25(OH)D and 1,25(OH)2D  

2.5.1. Factors affecting 25(OH)D 

 Stimulatory factors affecting circulating 25(OH)D are sun exposure, 

dietary/supplement intake and weight loss [115]. The latter has been associated with 
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increases in circulating 25(OH)D concentrations from storage of vitamin D in adipose 

tissue and its release during weight loss [116]. Drugs such as anticonvulsant drugs 

and glucocorticoids can have an inhibitory effect on 25(OH)D by inducing hepatic 

oxidase activity through the microsomal enzymes (P450) in the liver [117], which 

would enhance excretion. Age is another inhibitory factor, with aging there is a 

decrease in the absorption, transport or liver hydroxylation of vitamin D and therefore 

lower vitamin D status [118]. Increased skin pigmentation is associated with 

decreased endogenous synthesis of vitamin D3 due to photochemical degradation of 

previtamin D3 and melanin pigmentation [119]. This suggests that ethnicity can be a 

confounding factor in vitamin D studies due to difference in endogenous synthesis of 

vitamin D. In addition, it can affect vitamin D status at the beginning of a study 

which is a common confounder in the response to dietary intakes. Low dietary Ca 

[120], and /or PO4 [121] result in increased activity of 1-α-hydroxlase, increased 

utilization of 25(OH)D and therefore decrease in circulating 25(OH)D concentration. 

As opposed to weight loss, weight gain and high BMI can negatively affect vitamin D 

status due to decreased bioavailability of vitamin D from cutaneous and dietary 

sources because of its deposition in body fat compartments [122]. Higher prevalence 

of 25(OH)D <50 nmol/L (61 vs. 36%)  has been observed among obese compared to 

pregnant women of healthy weight at 4–22 wk gestation [36] suggesting sequestration 

of vitamin D in adipose tissue [123]. Seasonal variation in circulating 25(OH)D is 

well known with lower concentrations in healthy subjects in winter vs summer due to 

lower biologically ineffective UVB (2 vs 7 %) [124]. This has also been documented 

among pregnant women [125]. In the later study, social economic status (SES) was 

positively correlated with circulating 25(OH)D concentration at late gestation [125]. 
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2.5.2. Factors affecting 1,25(OH)2D 

There are many factors that have a stimulatory effect on 1,25(OH)2D 

production such as estrogen, PTH and PTHrP [115]. Estrogen and PTHrP increase 

during pregnancy and have been proposed as possible hormonal factor causing the 

increase in blood calcitriol concentrations during pregnancy [101]. As previously 

stated, low dietary Ca [126] and/or PO4 [127] can increase the conversion of 

25(OH)D to 1,25(OH)2 D and therefore increase the concentrations of  this metabolite 

in the circulation. Obesity may have a stimulatory effect on 1,25(OH)2D due to 

secondary hyperparathyroidism (caused by lower circulating 25(OH)D concentration) 

which is associated with enhanced renal tubular reabsorption of Ca and increased 

circulating 1,25(OH)2D [128]. It is well known that PTH activates 1-α-hydroxylation 

and therefore increases circulating 1,25(OH)2D [115]. Aging results in decreased 

conversion of 25(OH)D to 1,25(OH)2D by decreasing 1-α-hydroxylation [129]. The 

use of drugs such as glucocorticoids may have an inhibitory effect on 1,25(OH)2D by 

increasing  renal vitamin D 24-hydroxylase and decreasing renal 1-α-hydroxylase 

[130]. Finally, fibroblast growth factor 23 (FGF23) inhibits renal 1α-hydroxylase 

activity [39]. 

2.6. Prevalence of vitamin D deficiency in pregnancy and neonatal phase  

2.6.1. Canada 

 In northern latitudes, including Canada, maternal vitamin D deficiency is 

prevalent and is a major risk factor for neonatal vitamin D deficiency [2]. Pregnant 

women from three First Nations communities residing in northern Manitoba had 

serum 25(OH)D concentrations ranging from undetectable to 63 nmol/L, with mean 

concentrations of 18, 21 and 24 nmol/L in each of the three communities [131]. In the 

same region it has been reported that 76% of women and 43% of the children (3–24 
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months) had 25(OH)D < 25 nmol/L [114]. In Winnipeg, Manitoba also located at a 

high latitude (49.54°N), 46 % of healthy mothers from mixed ethnic backgrounds had 

plasma 25(OH)D < 37.5 and 36% of their neonates had plasma 25(OH)D < 27.5 

nmol/L, the latter was assessed using cord blood. Overall 78% of women reported 

taking multi-nutrient supplements during pregnancy [19]. Lower intakes of 

supplements (61 vs 93 %) and dietary vitamin D (149 vs 242 IU/d) were reported 

among deficient (< 37.5 nmol/L) compared to non-deficient women [19]. A study in a 

multi-ethnic population of pregnant women living in Vancouver (49°N) showed that 

mean 25(OH)D measured at 25-30 wk gestation was 67 (95% CI 64-69) nmol/L. 

Only 1% of women had a 25(OH)D concentration <25 nmol/L. Even though, 80% of 

women took vitamin D supplements containing ≥ 400 IU/d, 24% and 65% of these 

women had 25(OH)D <50 and <75 nmol/L, respectively [8]. Very few Canadian 

women of reproductive age achieve the RDA of 600 IU/d for vitamin D intake [1]. 

However, over 80% of pregnant women consume a multivitamin supplement at some 

point during pregnancy [132]. It is yet unclear whether the amount of vitamin D 

provided in prenatal supplements, typically 400 IU, is sufficient to achieve targeted 

25(OH)D concentrations. 

2.6.2. World wide 

Worldwide, the prevalence of vitamin D deficiency (<37.5 nmol/L) among 

pregnant women is 8% in Western Netherlands, 18% in UK, 25% in UAE, 42 % in 

Northern India, 50% in South Wales in non-European ethnic minority, 59-84 % in 

dark skin pigmented individuals in Netherlands, 61 % in New Zealand and 80 % in 

Iran [133]. However, these measurements of circulating 25(OH)D were performed by 

different methods and at various time-points throughout pregnancy making it difficult 

to compare the prevalence of vitamin D deficiency among countries. 
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2.7. Detrimental effects of vitamin D deficiency in pregnancy 

Maternal vitamin D deficiency has been shown to be a major risk factor for 

rickets in infants. Infants of vitamin D deficient mothers cannot reach optimal vitamin 

D status without higher supplementation dosages, showing the importance of 

following the dietary recommendations and/or excellent compliance in supplement 

intake of vitamin D during pregnancy [113]. 

2.7.1. Vitamin D deficiency and rickets  

The necessity for dietary vitamin D and/or sun exposure was recognized for 

the prevention of rickets in children as early as 1921 [134]. Rickets is a disease of 

failure of organic matrix mineralization of the bone, resulting in reduced bone 

strength and skeletal malformation which will be later discussed in detail [135]. The 

old child and adult counterpart of rickets is osteomalacia [135].  

2.7.1.1. Prevalence of rickets  

2.7.1.1.1. Canada 

Rickets was a devastating skeletal disease in industrialized counties including 

North America in early 1900s [136]. Even in the late 20th century, studies in Toronto 

(1988-1993) [137] and Manitoba (1987) [114] have reported the presence of rickets 

among children. The Canadian survey from 2002-2004 has reported an annual 

incidence rate of 2.9 case per 100,000 for rickets among children showing that it is 

still persistent in Canada. Higher incidence was observed in the Northern Territories. 

The incidence age was 1.4 ± 0.9 y, most living in urban areas (65%) with 

intermediate to dark skin (89%) and being breast fed (94%). Rickets was related to 

absence of sun exposure, but mostly lack of vitamin D supplement intake during 

pregnancy and infancy [113, 137].  
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2.7.1.1.2. Worldwide 

Even in areas with abundant sunlight such the Middle East (Iran, Pakistan and 

Kuwait) [138] and other sunny areas such as Greece [139] and Texas, US [140] cases 

of rickets have been reported. This has been mainly related to social and religious 

customs that prevent sun exposure in the Middle East population and in general in 

infants of mothers with darker skin pigmentation who did not receive vitamin D 

supplements during pregnancy and in exclusively breastfed infants [138-140]. 

2.7.1.2. Biochemical, histological and clinical signs of vitamin D deficient rickets 

As previously stated, one of the adverse outcomes of maternal vitamin D 

deficiency is neonatal rickets. The biochemical signs accompanying rickets include: 

normal or low serum Ca concentrations (the latter occurs when Ca stores in the 

skeleton begin to decrease), hypophosphatemia, increased alkaline phosphatase 

(ALP), secondary hyperparathyroidism, low urinary Ca and very low serum 25(OH)D 

concentrations (<25 nmol/L) but normal or even high serum 1,25(OH)2D due to 

hyperparathyroidism [135, 137]. Abnormalities in the bone include: widening of the 

epiphyses and metaphyses of rapid growing long bones e.g. tibia and femur as well as 

enlarged structure and delayed closing of the fontanelles [135]. Cranitobes (softening 

of the skull), rachitic rosary, Harrison groove, bowing of weight bearing extremities 

are also signs observed in rickets [135]. In histological assessments, vitamin D 

deficient rickets has been associated with widened growth plates characterized by an 

enlarged area of hypertrophic chondrocytes, with a disorganized and greater  number 

of cells and loss of the classic columnar pattern expected of the growth plate [141]. 

In addition to the classical consequences of vitamin D deficiency during 

pregnancy which will be further discussed in detail, vitamin D deficiency can also 

lead to non-classical outcomes during pregnancy [102]. In the mother, 
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hypovitaminosis D is postulated to contribute to insulin resistance and GDM during 

pregnancy [102, 142]. 

2.7.2. Gestational diabetes mellitus 

GDM is a state of carbohydrate intolerance that is recognized for the first 

time during pregnancy [143]. The prevalence of GDM varies from 1-10% worldwide, 

based on the population, geographic location and diagnostic criteria [21]. Gestational 

diabetes mellitus serves as a good model for studying the early changes that develop 

in insulin resistance and type 2 diabetes since both have risk factors in common e.g. 

excess weight (overweight and obesity) [52], which will be further discussed below.  

2.7.2.1. Prevalence and diagnosis criteria 

2.7.2.1.2. Canadian Diabetes Association  

 In the latest report by the Canadian Diabetes Association (CDA) in 2008, the 

prevalence of GDM was reported as 3.7 % in non-Aboriginal and 8-18 % in 

Aboriginal pregnant women [144].  In Canada, a screening test at 24-28 wk of 

pregnancy is done by ingestion of a 50-g glucose followed by measurement of plasma 

glucose (PG) 1 h later. If PG is <7.8 mmol/L it is considered normal and reassessment 

is required at different pregnancy trimesters only if multiple risk factors of GDM are 

present. If PG is 7.8–10.2 mmol/L, OGTT is performed and if PG is ≥10.3 mmol/L, 

GDM is diagnosed. The OGTT is performed by consumption of 75-g of glucose 

solution at 24-28 wk gestation. GDM is diagnosed if 2 of the following PG values 

exceed the thresholds: fasting >5.3 mmol/L, 1 h >10.6 mmol/L, 2 h >8.9 mmol/L 

[145]. 

2.7.2.2. Risk factors 

 In a retrospective cohort study performed in Canada, the risk factors for 

GDM were maternal age >35 y, previous history of neonatal death, caesarean section 
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and obesity, but after adjustments for confounders, other traditional risk factors such 

as multiparity, maternal smoking, history of premature delivery and fetal anomaly 

were no longer associated with GDM [21].  According to the CDA, criteria risk 

factors for GDM include previous history of GDM or delivery of a macrosomic 

infant, member of a high-risk ethnicity (Aboriginal, Hispanic, South Asian, Asian, 

African), age ≥35 y, BMI 30 ≥kg/m2, polycystic ovary syndrome (PCOS), acanthosis 

nigricans and corticosteroid use [145].  Similarly, according to the American Diabetes 

Association (ADA) the following categories are considered high-risk for GDM: 

obesity family history (i.e., first-degree relative) of diabetes, previous personal 

history of GDM or glycosuria [146]. 

2.7.2.3. Pathophysiology  

Insulin resistance during pregnancy has been related to non-insulin hormonal 

changes such as increased human placental lactogen, human placental growth 

hormone, progesterone, cortisol and prolactin or perhaps increase in TNF-α or 

decrease in adiponectin. Therefore, insulin resistance is a physiological process that 

develops even during a normal pregnancy probably to increase glucose and fatty acid 

levels as energy substrates for the fetus which is constrained by increases in the 

secretion of insulin in the mother [147]. Endogenous hepatic glucose production 

increases by 16–30 % and insulin action decreases to 50–70% of non-pregnant state 

in late normal pregnancy (despite increased insulin secretion) [148]. When the 

pancreatic insulin response to glucose stimulus is insufficient, GDM develops [149]. 

The alteration in carbohydrate metabolism in GDM has been suggested to be identical 

to type 2 diabetes [150]. Insulin sensitivity changes during pregnancy trimesters, it 

increases to a small extend at the first trimester while it decreases during the rest of 

the pregnancy and is at its least at the third trimester, which is why GDM usually 
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develops in the second half of during pregnancy [147]. Women with GDM have a 

decrease ability of insulin receptor β subunit to undergo tyrosine phosphorylation 

which results in 25% lower glucose transport activity in these women as compared to 

healthy pregnant women [143]. The result of the decrease in insulin sensitivity to all 

nutrients is a greater availability of nutrients which can result in fetal overgrowth 

[143].  

2.7.2.4. Detrimental outcomes 

2.7.2.4.1. Maternal  

Even though the majority of women with GDM regain normal glycemia after 

delivery, they have a 20-50 % higher risk for developing type 2 diabetes in the first 5 

to 10 y following pregnancy [151]. This risk increases in women with obesity and 

those diagnosed with GDM prior to 24 wk of pregnancy [152]. Women that have 

GDM are at higher risk of caesarean section [153], preterm delivery, premature 

rupture of membrane, pre-eclampsia and caesarean section [21].  

2.7.2.4.2. Fetal  

 The detrimental effects of GDM are not only limited to maternal health 

outcomes but also include adverse effects on neonatal health. There is a strong 

increased risk for macrosomia (>90th percentile for gestational age (GA), adjusted for 

ethnicity and parity), fetal hyperinsulinemia (assessed by cord C-peptide 

concentration which is the connecting peptide in the proinsulin used as a marker of 

insulin secretion) and neonatal increased fat mass (obesity) (>90th percentile for GA) 

and a risk of neonatal hypoglycaemia [153]. In addition, lower APGAR scores at 1 

and 5 min post birth have been observed in neonates of mothers with GDM [21]. 

Specific mechanisms explaining these alterations are the maternal 

hyperglycemia transmitted to the infant, resulting in hyperinsulinemia in the fetus 
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which leads to accumulation of fetal body fat (Pedersen hypothesis) [154]. 

Accordingly, the insulin resistance in GDM mothers has been shown to be positively 

correlated with neonatal fat mass at birth [143]. 

There are no data available on the effects of GDM on fetal bone health, but 

the following studies suggest that diabetes during pregnancy may cause defects in 

neonatal bone health. Infants of mothers with insulin-dependent diabetes have lower 

BMC as compared to infants of healthy mothers and infant distal radius BMC is 

negatively related to maternal glucose concentration in the first trimester [155]. This 

effect may be related to decreased transplacental mineral transfer to the fetus, 

decreased fetal bone accretion or increased resorption in women with diabetes 

compared to those without [155]. In vitro studies, have also suggested an increased 

risk of defect in the development of the embryonic skeleton under elevated vs 

physiological concentration levels of glucose due to impaired differentiation of 

osteoblasts and osteoclasts [156]. However, other studies do not show any difference 

in whole body BMC in neonate of mothers with diabetes as compared to those of 

healthy mothers[157].  

The similarity between detrimental effects of GDM on neonatal 

anthropometry and possibly bone outcomes and those of maternal vitamin D 

deficiency raises the question whether this is a coincidence or that vitamin D 

deficiency during pregnancy is associated with GDM. 

2.8. Classical roles of vitamin D 

2.8.1. Calcium and phosphate homeostasis 

The classical role of vitamin D is maintaining serum Ca and PO4 

concentrations. This is maintained by the effect of 1,25(OH)2D on intestine, kidney 

and bone. In the intestine, 1,25(OH)2D increases Ca absorption both transcellularly 
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(saturable) at the proximal intestine and paracellularly (nonsaturable) at all sites of 

the intestine by increasing the formation of Ca transporter, transient receptor potential 

V6 (TRPV6), calbindin and a basolateral Ca pump. Calcitriol also increases PO4 

absorption mainly in the proximal intestine [39]. The absorption of PO4 in the 

intestine is dependent on the dietary PO4 and therefore 1,25(OH)2D may not 

necessarily increase PO4 absorption. The role of vitamin D in increasing Ca 

reabsorption from the kidney is mainly at the distal site along a stimulatory effect on 

the action of PTH on increasing epithelial Ca channel transient receptor potential V5 

(TRPV5), vitamin D Ca binding proteins (calbidin-D28k and calbidin-D-9k) and 

plasma membrane Ca pump (PMA1b). The effect of 1,25(OH)2D in increasing the 

renal PO4 absorption has been suggested, but this role of vitamin D on renal PO4 

absorption is dependent on PTH status since PTH blocks its reabsorption and causes 

PO4 diuresis. Fibroblast growth factor 23 (FGF23) is secreted from osteoblasts, which 

like PTH lowers serum PO4 by suppressing its reabsorption in proximal tubules of the 

kidney. The active form of vitamin D, 1,25(OH)2D induces an increase in FGF23 

while FGF23 in turn inhibits 1,25(OH)2D synthesis. Therefore, there is a 

1,25(OH)2D–FGF23 axis regulating PO4 which is as important as the 1,25(OH)2D–

PTH axis that regulates Ca [39]. It seems that the role of 1,25(OH)2D on FGF23 is the 

opposite under hypophosphatemic conditions [39].  

The effect of 1,25(OH)2D on increasing bone resorption is accompanied by 

PTH. A decrease in serum Ca concentration triggers the secretion of PTH from the 

parathyroid glands which increases 1-α-hydroxylase in the kidneys leading to 

increased 1,25(OH)2D production. Calcitriol decreases PTH through a negative 

feedback loop [39]. 
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2.8.2. Bone  

2.8.2.1. Remodeling 

The physiological role of vitamin D on bone include development and 

turnover of bone, differentiation and survival of distinct bone cells and its classical 

role in maintaining serum Ca and PO4 concentrations (to prevent 

rickets/osteomalacia) and bone homeostasis (balance between bone formation and 

resorption) by controlling gene expression.  

The inorganic component (80 %) of the bone consists of crystals of 

hydroxyapatite [15]. Deposition of this mineral is partly dependent on 1,25(OH)2D. 

On the one hand, 1,25(OH)2D binds to VDR in osteoblasts which activates genes that 

promote osteoclast differentiation and bone resorption, on the other hand, calcitriol 

targets genes that code for bone matrix protein to replace the resorbed bone with new 

tissue synthesized by the osteoblast. The inactive osteoblasts are bone lining cells 

responsive to 1,25(OH)2D and PTH. When osteoblasts are embedded in the 

mineralized bone, they are changed to osteocytes that have mechanosensor activity. 

Ninety percent of the protein mass of the bone matrix (from the 20 % organic 

component) consists of collagen type I protein in adults and the remaining 10% is 

non-collagenous proteins that either promote or inhibit mineralization. These include 

bone sialoprotein, osteopontin (only found during growth and mineralization stage), 

OC (mineralization stage) and ALP (matrix maturation); these proteins all have genes 

with VDRE in their promoters. The genes of these proteins may be either positively 

or negatively controlled by 1,25(OH)2D depending on physiological levels of the 

metabolite, differentiation stage of the cell and the interaction of calcitriol with VDR 

complex on target genes. Physiological concentrations of 1,25(OH)2D lead to normal 

bone formation and resorption. Some studies suggest that physiological 
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concentrations of 1,25(OH)2D not only do not stimulate bone resorption but even 

suppress PTH induced receptor activator of nuclear factor kappa-B ligand (RANKL) 

[158] mRNA expression which then stimulates bone mineralization [14]. Only 

pharmacological doses of 1,25(OH)2D mobilizes bone and has bone resorptive 

properties through increasing RANKL on osteoblasts leading to osteoclastogenesis 

[14]. Unlike osteoclasts, osteoblasts have VDRs as well as the ability to express 

CYP27B1 and CYP24A1 which are anabolic and catabolic regulators of 1,25(OH)2D, 

respectively [15].  The active form of vitamin D, 1,25(OH)2D stimulates the VDR-

RXR binding to CYP24A1 and osteopontin target gene promoters in osteoblasts 

[159]. 

Calcitriol also regulates bone resorption by osteoclasts both indirectly by its 

effect on osteoblasts that secrete factors that are critical for osteoclastogenesis and 

directly by differentiating osteoclasts from mononuclear hematopoietic stem cells 

(HSC) (progenitors can be from marrow, spleen and blood), monocytes and 

macrophages. Regarding osteoclastogenesis, 1,25(OH)2D  increases the receptor 

activator of nuclear factor kappa-B (RANK) expressed on the monocyte and 

osteoclasts. Receptor activator of nuclear factor kappa-B ligand on osteoblast and 

macrophage-colony stimulating factor (M-CSF) produced by osteoblasts are required 

for conversion of HSC to osteoclasts [15]. The coupling of RANKL on osteoblast 

with RANK on osteoclast is required for further differentiation of osteoclasts. In 

addition, osteoprotegerin (OPG) in osteoblasts inhibits osteoclast differentiation by 

binding to RANK. Osteoprotegerin is down regulated by 1,25(OH)2D in mature 

osteoblasts favoring bone resorption in vitro. Calcitriol enhances the synthesis of 

proteins involved in the attachment of osteoclast to the bone sealing zone such as 

osteopontin and integrin αvβ3. In addition, it increases the matrix metallopeptidase 13 
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(MMP13) protein, secreted by osteoblasts that remove osteoids from the bone surface 

which is required for adherence of osteoclast to the bone. After the bone resorption 

phase by osteoclasts, 1,25(OH)2D stimulates the synthesis of cytokines and release of 

factors from bone matrix such as transforming growth factor-β (TGF-β) that couple 

bone resorption to formation and recruit pre-osteoblasts and increase the formation of 

osteoblast proteins and inhibit osteoclast differentiation. This demonstrates how 

1,25(OH)2D connects the cycles of bone formation to resorption and therefore has a 

role in bone remodeling [15]. 

Calicitriol has antiproliferative and stimulatory effects on differentiation of 

different cell types including bone cells. It is important to note that in addition to the 

concentration of 1,25(OH)2D, the stage of differentiation at which the bone cell is at 

also affects the way this active metabolite influences cells.  In vitro studies have 

shown that if osteoblasts are at their preconfluent stage, 1,25(OH)2D at 

pharmacological levels has an antipoliferative effect and inhibits osteoblast 

maturation while if at their proconfluent stage, 1,25(OH)2D results in osteoblast 

maturation and mineralization. In vivo studies have shown that 1,25(OH)2D has an 

anabolic effect on mature mice osteoblasts leading to increased cortical and Tb. bone 

[15]. Although 1,25(OH)2D has pro apoptosis effects on different cells, it does not 

have this role in osteoblasts. Calcitriol may also have a protective effect on mature 

osteoblast pre-osteocytes from their transition into osteocytes in the bone matrix 

[160]. 

2.8.2.1. Development 

 Previous research on VDR-null or 1-α-hydroxylase null mice, did not reveal 

the importance of 1,25(OH)2D in bone development, since the fetal skeleton was 

normal at birth; although the mice developed rickets after birth which could be treated 
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by Ca supplements [161]. However, recent studies have shown that 1,25(OH)2D 

enhances the Wnt signalling pathway which has a bone formation effect through 

increase in OPG and decrease in RANKL in osteoblasts (therefore decreasing 

osteoclastogenesis). This signaling pathway, also fosters osteoblast activity by 

suppressing the production of adipocytes and chondrocytes from mesenchymal stem 

cells (MSC) [113] in favor of osteoblast differentiation, proliferation and 

mineralization and preventing osteoblast apoptosis [162]. The enhancing effect of 

1,25(OH)2D on Wnt signalling is by enhancing the formation of low density 

lipoprotein receptor like protein-5 (LRP5) which is a putative Wnt receptor and 

inhibits the Wnt signalling antagonists (dickkopf-related protein 1 (DKK1) 

(unregulated by tumor necrosis factor-α (TNF-α)) and secreted frizzled-related 

protein 2 (SFRP2)) resulting in an anabolic effect on bone formation. This is also in 

line with studies showing that VDR null mice have higher mRNA expression of 

peroxisome proliferator-activated receptor-γ (PPAR-γ) which is essential for 

differentiation of adipocytes and inhibiting bone promoting properties of Wnt 

signalling [160]. 

In summary, 1,25(OH)2D has an important role in maintaining serum Ca and 

PO4 concentrations and balance between bone formation and resorption. At 

physiological levels, 1,25(OH)2D leads to normal bone formation and resorption 

while pharmacological levels can lead to bone resorption. Calcitriol increases the 

synthesis of OC and LRP5; which are all anabolic and increases RANKL which is 

catabolic to bone [39].  

2.9. Non-classical roles of vitamin D 

In addition to the classical role of vitamin D on mineral and bone metabolism, 

recent evidence is suggestive of non-classical roles of vitamin D on immune 
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responses, keratinocytes, cancer and insulin secretion by detection of VDRs on the 

targeted tissues [163]. The detection of VDRs in the pancreas led to investigating a 

possible role of 1,25(OH)2D in glucose metabolism. 

2.9.1. Possible mechanisms for action of vitamin D on glucose metabolism 

The pathophysiology of GDM is similar to type 2 diabetes which includes 

impaired pancreatic β-cell function, insulin resistance and systemic inflammation 

[164]. Therefore, the possible mechanisms explaining the role of vitamin D in the 

pathogenesis of GDM may be similar to type 2 diabetes mellitus as was previously 

described and for which more research has been conducted. 

Calcitriol is known to have both direct and indirect effects on glucose 

metabolism. Its direct effect is through stimulation of insulin synthesis in the 

pancreatic islet β-cells as shown in animal and human studies [164, 165], which 

increases the insulin response to glucose and not basal insulin concentrations [166]. 

Circulating 1,25(OH)2D can bind to nuclear receptors in many types of cells 

including β-cells of the pancreas. In addition, 1-α-hydroxylase is also expressed in the 

β cells [164, 167]. Vitamin D-Ca binding protein (Calbidin-D28k) is localized in 

pancreatic β-cells and plays an important role in controlling intracellular Ca2+ and 

therefore insulin release from pancreatic β-cells [168].  The fact that it is expressed 

indicates that 1,25(OH)2D is involved in pancreatic β-cell function. In addition, 

calcitriol has a role in regulating extracellular Ca concentration and flux through the 

cell membrane of pancreatic β-cells and peripheral insulin target tissues such as 

adipose tissue and muscle [164]. Insulin secretion is Ca-dependent, for example, 

endopeptidase which is required for conversion of proinsulin to insulin is Ca-

dependent [16] and 1,25(OH)2D accelerates this conversion in vitro [169]. Therefore, 

insufficient Ca or vitamin D intake may change the intracellular and extracellular 
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balance in β-cell Ca pool and adversely affect insulin release [166]. This fact also 

affects peripheral target tissues of insulin which may lead to peripheral insulin 

resistance [166].  

The other indirect pathway is through increasing insulin sensitivity [165]. 

This role of 1,25(OH)2D can be through up-regulation of insulin receptor and/or by 

activating PPAR-δ which regulates fatty acid metabolism as a transcription factor in 

muscle and adipose tissue [164]. Systematic inflammation has been linked to insulin 

resistance and β-cell dysfunction [166]. 1,25(OH)2D may have a role in promoting β-

cell survival through modulating the production and action of cytokines [166]. 

Another proposed indirect pathway through which 1,25(OH)2D regulates glucose 

metabolism is by its association with PTH, meaning that studies have shown that 

hyperparathyroidism is inversely related to insulin sensitivity. Since vitamin D 

deficiency leads to secondary hyperparathyroidism, it is postulated that some of the 

effect of 1,25(OH)2D on glucose homeostasis may be through its effect on PTH 

[165].  Since in vitro and in vivo studies in rats have shown that administration of 

PTH can increase intracellular Ca concentrations in adipocytes leading to impaired 

glucose transport protein 4 (GLUT-4) which is a protein responsible for insulin-

regulated glucose transport into the adipose and muscle cells, making insulin 

stimulated glucose uptake less capable [170]. Lastly, the interaction of the active 

form of vitamin D with its receptor is also important in its effect on glucose 

metabolism, therefore VDR gene polymorphism as well as vitamin D-binding protein 

may affect changes in glucose and insulin secretion irrespective of vitamin D status 

and 1,25(OH)2D levels contributing to the role of genetics [16, 165, 171]. 
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2.10. Cross-talk between bone and energy metabolism  

2.10.1. Osteocalcin 

Osteocalcin is the most abundant non-collagenous protein in the bone [172] 

with a low molecular weight (5700 D) hormone-like peptide, thought to be 

specifically produced by the osteoblasts and secreted into the circulation [41]. 

However, recent studies have suggested its secretion from human adipose tissue, at 

least in vitro [42]. 

During posttranslational modification, OC glutamic acid residues are 

carboxylated by a vitamin k-dependent γ-carboxylation and Gla protein (γ -

carboxyglutamic acid) is formed [41]. The carboxylated OC which is the main 

constituent of total OC has a high affinity for hydroxyapatite as compared to the 

uncarboxylated form. Ninety percent of OC is bound to hydroxyapatite in mice [41]. 

It appears that the uncarboxylated form regulates glucose homeostasis in mice, since 

only uncarboxylated OC induced an increase in the synthesis of adiponectin in 

adipocytes, and of insulin in islets [41]. Osteocalcin is decarboxylated during bone 

resorption by osteoclasts [173]. Human studies have shown similar mechanisms in 

controlling OC decarboxylation [172]. However, recent research suggests that the 

role of the uncarboxylated OC in glucose homeostasis may only be in human subjects 

with abnormal regulation of glucose [43]. In addition, recent studies have also shown 

a role of the total [44-46] and carboxylated form of OC in the up-regulation of insulin 

sensitivity in humans [43]. It has been hypothesized that carboxylated OC has a role 

in insulin sensitivity while the uncarboxylated form is mostly involved in β-cell 

function [43]. In addition, cell culture studies in rat adipocytes have shown that both 

carboxylated and uncarboxylated OC stimulate basal as well as insulin stimulated 

glucose transport in these cells [174]. 



 

40 

 

Even though OC is best known as a bone formation biomarker [175], some 

research suggest that it may not have a role in bone formation. The OC-/- knock-out 

mice had higher bone mass as compared to WT [176, 177]; OC can be released into 

the blood circulation in times of bone resorption as well as bone formation [43]. 

Furthermore, OC is implicated in soft tissue calcification [178]. As such it is possible 

that OC has an endocrine function in Ca homeostasis [179, 180]. Indeed it could be a 

component of a feedback loop following activation of 1,25(OH)2D with an additional 

function to sequester Ca2+ upon its release from the bone to replenish pancreatic β-

cell Ca when circulating Ca reach low concentrations. 

2.10.2. Animal 

Studies showing that adiposity protects against osteoporosis, have led to the 

understanding that bone remodeling is known to be affected by adipocyte-derived 

hormones, such as leptin, adiponectin (an adipokine enhancing insulin sensitivity) 

and more recently OC. In other words, since hormones regulate bone cell functions, it 

was thought that there must be a feedback regulation of endocrine system by the bone 

[41]. Lee et al. observed a decrease in β-cell proliferation and increase in glucose 

intolerance, insulin resistance and visceral fat in mice lacking the osteoblast-secreted 

molecule (OC -/-), OC as compared to wild type (WT) [174] mice and that in vivo OC 

increases glucose tolerance [174]. Results from another study showed that ex vivo OC 

stimulates insulin synthesis in β-cell and adiponectin in adipocytes [41]. The 

regulation of insulin sensitivity is partly through its effect on adiponectin and 

independent of its effect on insulin secretion [41]. Adponectin increases insulin 

sensitivity through increasing fatty acid oxidation in muscles, inhibiting 

gluconeogenesis, reducing muscle and liver triglyceride and decreasing plasma free 

fatty acids [51]. The authors concluded that OC is a bone derived hormone that is also 
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involved in energy metabolism [41]. In addition, another study demonstrated daily 

injection of 3 or 30 ng/g/d of OC significantly increased β-cell mass and insulin 

secretion and improved glucose tolerance and insulin sensitivity in mice fed normal 

or high fat diets suggesting that OC can improve glucose tolerance and prevent type 2 

diabetes and also prevented obesity in high fat fed mice [181]. However, no animal 

study has explored the effect of OC on maternal glucose homeostasis and tolerance 

during pregnancy. 

2.10.3. Human 

In healthy states in adult men, a positive significant association was observed 

between total OC and insulin sensitivity which was stronger in lean compared to 

overweight and obese subjects but did not reach statistical significance. In addition, a 

positive association was also shown between OC and insulin secretion but only in 

lean subjects after accounting for age, BMI and waist circumference [44]. Both forms 

of OC may be involved in glucose homeostasis in humans. The uncarboxylated OC 

has been positively associated with β-cell function and the carboxylated OC has been 

positively related to insulin sensitivity in children with prediabetes [43] and healthy 

adult men [182]. 

There is controversy regarding circulating total OC concentrations at early 

stages of type 2 diabetes with one study showing lower concentrations in newly 

diagnosed compared to healthy adults and total OC was positively associated with β-

cell function, but not insulin resistance [183]. In contrast, another study showed 

higher plasma total OC in adults with newly diagnosed type 2 diabetes as compared 

to those with normal glucose homeostasis. There was a significant positive 

correlation between plasma total OC and glucose concentration at 2 h on a 75g-
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OGTT but not FPG [184]. The authors suggested that total OC is independently 

related to impaired glucose tolerance in early stages of type 2 diabetes [184].  

Cross-sectional human studies mostly show that circulating total OC 

concentration is negatively associated with FPG, hemoglobin A1C, homeostatic 

model assessment-insulin resistance (HOMA-IR), BMI, fat mass and percent body fat 

in middle-aged adults [51, 185] and elderly [46, 186] men and women with type 2 

diabetes. Whether OC is similarly associated with glucose and body composition 

during the physiological state of pregnancy considering its association with vitamin D 

as stated below is an area of research requiring further investigation. 

2.10.4. Osteocalcin and vitamin D 

The existence of VDRE on promoter of OC gene has been detected in humans 

and animals. In many species, 1,25(OH)2D stimulates the synthesis of OC [40] which 

has even been observed during the fetal period in rats [187]. Nevertheless, the 

injection of 1,25(OH)2D did not change OC concentrations in male rats with diabetes 

[188]. A decrease in serum 1,25(OH)2D accompanied by a decrease in serum OC has 

been reported in patients with type 1 diabetes while this was not observed in patients 

with type 2 diabetes [189]. All of this evidence suggests a potential link between 

vitamin D status and OC during the physiological state of pregnancy. 

2.10.5. Osteocalcin in pregnancy 

2.10.5.1. Maternal 

Osteocalcin concentrations decrease during pregnancy in healthy women and 

reach low or undetectable levels by the second trimester and the end of pregnancy 

which is hypothesized to be due to it being trapped in the placenta [190-192]. Other 

studies have reported the same decrease in early pregnancy but increase toward the 

end of human pregnancy [52], reaching its maximum levels at 35 wk, after which it 
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starts to decrease by 13% until the end of human pregnancy [193]. Studies have also 

been controversial regarding changes in OC at postpartum showing both decrease and 

increase in serum OC postpartum in human pregnancy [100]. Similar to non-

pregnancy states, the expression of OC gene has shown to be regulated by VDR 

genotype during human pregnancy [194]. Therefore, changes in OC concentration 

during pregnancy are important to be considered when investigating the association 

between vitamin D status and circulating OC during this physiological state. 

2.10.5.1.1. Gestational diabetes mellitus 

Studies investigating the association between circulating OC concentration 

and GDM are relatively recent [52, 53]. Maternal serum OC was significantly higher 

in women with GDM vs healthy pregnant women at mid-gestation (24-28 wk), 

independent of age and BMI [52]. However, in another study the higher circulating 

OC concentrations at mid-gestation were no longer significant after adjustment for 

age and BMI (24-28 wk) in GDM vs healthy control pregnant women [53]. 

Plasma OC concentrations positively correlated with plasma glucose, C-

peptide, basal and total insulin secretion, AUC for insulin in both GDM and healthy 

controls [52]. In contrast, the hepatic insulin clearance was negatively associated with 

OC also suggesting that the increase in OC may be related to a decrease in insulin 

clearance. No correlation was found between OC and HbA1C. In addition, plasma 

OC concentrations were not different in GDM women receiving diet therapy or diet 

and insulin therapy [52]. However, in the study by Hossein-Nezhad et al., serum OC 

had no significant correlation with FPG and HOMA-IR index in GDM and healthy 

pregnant women [53]. 

In late gestation (33-38 wk), women diagnosed with GDM had a 39.5% 

increase in OC concentrations as compared to mid-gestation (24-28 wk). At 3 mo 
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postpartum, plasma OC concentration increased in both healthy and GDM groups 

with no difference among groups [52] and there were no longer significant 

correlations between serum OC concentrations and AUC for glucose, insulin and 

FPG [52]. 

It was suggested that the higher plasma OC concentrations in the GDM vs 

control group may be an early compensatory mechanism of the body to increase 

insulin secretion in an insulin resistance state such as GDM which cannot be 

accomplished because of pancreatic β-cell defects in these women [52, 184]. 

However, it should be considered that since insulin can also increase OC 

concentrations, this increase may have resulted due to the effect of hyperinsulinemia 

[52]. Nonetheless, this possible role of OC in association with circulating 25(OH)D 

and 1,25(OH)2D has not yet been investigated in glucose tolerance during pregnancy.  

2.10.5.2. Fetal 

Cord OC concentrations seem to reflect the active fetal mineralization at the 

end of pregnancy and is 2.5-7 fold higher in human fetuses [193] and 4.2 fold higher 

in fetal guinea pig [55] as compared to maternal OC concentrations at term. There is 

no maternal-fetal transfer of OC in human or sheep pregnancy [100] suggesting that 

high OC levels are of fetal and not maternal origin. Osteocalcin concentrations tend 

to increase significantly from birth to d 5 of age in human neonates. There is a 

positive correlation between serum 1,25(OH)2D and OC concentration in cord serum 

and at d 5 of age in the human neonate [100, 195]. In addition, fetal OC concentration 

seems to be dependent on maternal vitamin D status and uteroplacental blood flow to 

the fetus [193]. Therefore, vitamin D status and the active form of vitamin D during 

pregnancy may be associated with fetal OC concentrations which are important to be 

considered in neonatal bone outcomes studies. 
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2.11. Bone and reproduction 

2.11.1. Bone and pregnancy 

Even though studies have evaluated the change of bone biomarkers during 

pregnancy, these biomarkers can be affected by changes in renal filtration, 

hemodilution and may be of fetal or placental origin [196]. Bone formation 

biomarkers, OC, procollagen 1 carboxyterminal peptide (P1CP), ALP decline in early 

pregnancy, but may increase at late pregnancy. Bone resorption biomarkers, 

pyridiniolyne and tDPD increase during pregnancy. Overall, increased bone turnover 

rate has been suggested during pregnancy [197]. 

Recent studies have suggested a 1 to 4 % decrease in BMD in maternal spine 

(2.1 %), hip and ultradistal radius (3.8 %) (which are rich in Tb. bone) when 

comparing pre-conception (3-9 mo) and (1-6 wk) postpartum [101, 196]. Therefore, 

most bone changes during pregnancy are suggested to be at bone sites containing Tb. 

[76]. Other studies have either suggested no change in BMD or an increase in cortical 

bone during pregnancy [196].  

2.11.2. Bone and development 

 Of relevance to this thesis, fetal bone development during pregnancy involves 

embryonic and fetal stages of development which are important to understand when 

investigating neonatal bone health outcomes in association with vitamin D status 

during pregnancy. 

2.11.2.1. Embryonic bone development  

During embryogenesis, MSC are converted to either chondrocytes or 

osteoblasts. Two types of ossification occur during bone development: 

intramembranous ossification during which MSC [113] are differentiated into 

osteoblast to form membranous bone and endochondral ossification during which 
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MSC are differentiated into chondrocytes to produce cartilage which provides a 

growth template for the future bone.  

There are several pathways that regulate skeletal formation and cell fate 

determination, proliferation and maturation in skeletal development. Some of which 

are: Wnts signalling, Ihh (Indian hedgehog), bone morphogenic proteins (BMPs) and 

FGFs. SRY (sex determining region Y)-box 9 (Sox 9) and RUNX 2 (runt-related 

transcription factor 2) are transcription factors that determine chondrocyte and 

osteoblast cell fates, respectively. These transcription factors are controlled by cell-

cell signalling particularly by Wnt and Ihh. Increased canonical Wnt signalling 

enhances RUNX 2 gene expression and therefore bone formation, but inhibits Sox9 

gene expression and therefore chondrocyte differentiation. Indian hedgehog 

signalling results in osteoblast differentiation by enhancing RUNX 2 gene expression 

during endochondral ossification. Bone morphogenic proteins are secreted growth 

proteins that can promote the differentiation of both chondrocytes and osteoblasts 

from MCS. Fibroblast growth factor receptor 3 (FGFR3) controls the proliferation 

and hypertrophy of chondrocytes. Fibroblast growth factor signalling can directly or 

indirectly (through Wnt and BMP signalling) both enhance or inhibit osteoblast 

proliferation and differentiation depending on the cell context [198]. 

2.11.2.2. Fetal and neonatal bone development  

During endochonral ossification, in which MSC are differentiated into 

chondrocytes to produce cartilage, chondrocytes inside the cartilage undergo a 

regulated proliferation and hypertrophy and become oriented along the longitudinal 

axis which is required for bone elongation. Prehypertophic chondrocytes express Ihh 

which stimulates the perichondrium (layer of connective tissue surrounding the 

cartilage) to induce osteoblast differentiation. The speed of chondrocyte hypertrophy 
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is controlled by the effect of Ihh on the gene expression of PTHrP on cartilage. The 

receptor for PTH and PTHrP are the same and higher concentrations of the receptors 

are found in pre hypertrophic chondrocytes. Parathyroid hormone related-protein is 

required to prevent early chondrocyte hypertrophy. In addition, PTHrP also regulates 

Ihh in controlling chondrocyte hypertrophy. Therefore, the Ihh-PTHrP forms a 

negative-loop that determines whether the chondrocyte should keep proliferating or 

become hypertrophic [198]. 

Wnt signalling either canonical or β-catenin-independent (noncanonical) 

controls chondrocyte proliferation and hypertrophy. Fibroblast growth factor 2 

(FGF2) signaling negatively controls chondrocyte proliferation and differentiation, 

whereas in osteoblasts it positively regulates osteoblast proliferation. In addition, 

BMPs also increase proliferation of chondrocytes in part through Ihh [198]. 

The interruption of the placental transfer of hormones and nutrition 

immediately after birth and the change in mechanical load results in a new 

environment for the skeleton. The first few days of life there may be a decrease in 

bone formation and an increase in bone resorption biomarkers in the neonate, but 

once the regular phase of growth initiates, both bone formation and resorption 

increase [108]. 

2.12. Vitamin D, bone density, architecture and metabolism biomarkers during 

pregnancy and at birth 

2.12.1. Animal 

Mice and rats have large litter sizes and neonates have poorly mineralized 

bone at birth, therefore are not ideal for studying the effect of nutrition during 

pregnancy on neonatal bone health at birth. In rabbits and sheep, maternal and fetal 

25(OH)D are well correlated [199-201]. Data regarding vitamin D status and fetal 
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mineralization (more mineralized than mice and rats) is available in the guinea pig. 

The guinea pig has a haemomonochorial placenta, similar to humans [55]. This is an 

important fact when studying the effect of vitamin D status during pregnancy because 

maternal and fetal 25(OH)D and 1,25(OH)2D are highly correlated in guinea pigs [13, 

202] and fetal 1,25(OH)2D originates mainly from transplacental transport rather than 

fetal kidney synthesis [13] while this is not the case in rabbits [199]. In addition, 

changes in serum 1,25(OH)2D and OC concentrations during pregnancy and fetal vs 

maternal levels of these parameters in guinea pigs are comparable to humans, 

whereas these changes are different in sheep [55].   

Most studies on the effect of maternal vitamin D deficiency during pregnancy 

on bone outcomes have been performed on rats [77, 78, 203] that were receiving 

vitamin D deficient diets since weaning and that had reached undetectable levels of 

25(OH)D and 1,25(OH)2D prior to mating. Maternal plasma Ca was lower [78, 203, 

204] accompanied by higher femur volume and lower femur Ca content/femur 

volume in deplete vs replete rats at late gestation (d 20 of 21) [203]. Maternal femoral 

bone developed changes similar to rickets including a higher perimeter to area ratio 

and lower metaphyseal femur Tb. vBMD and mid-diaphysis cortical mineralized area 

[77], endosteal bone formation and femur length [78], in vitamin D deplete vs replete 

rats during pregnancy [77, 78]. Thus, these results suggested that vitamin D is 

required for normal bone mineralization in pregnancy in rats [78]. Pregnancy caused 

an increase in osteoclastic bone resorption and indicators of bone formation which 

were independent of 25(OH)D and 1,25(OH)2D concentrations [78]. Other studies in 

rats initiated vitamin D deficiency after mating, but vitamin D status still reached 

undetectable levels by late gestation [205]. Maternal plasma mineral homeostasis 
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were maintained in the studies in rats which initiated vitamin D deficient diets only 

after mating while bone outcomes were not investigated [205].  

In 2-3 mo old (adolescent)  guinea pigs, fed vitamin D deficient (0 IU/g) vs 

replete (2.4 IU/g) diets from mating until late gestation, undetectable vs 350 nmol/L 

maternal 25(OH)D were achieved at late gestation, respectively [13]. However, these 

differences in vitamin D status did not result in any difference in maternal plasma 

Ca2+ and OC concentrations and distal femur Tb. BMD but resulted in lower plasma 

PO4, total femur BMD and distal femur cortical tissue mineral density (TMD) but not 

Tb. BMD [13]. Maternal proximal tibia histomorphometry showed a higher growth 

plate width (GPW), osteoid thickness but no difference in Tb. bone volume to total 

volume (BV/TV) in the deficient vs replete vitamin D group [13]. Therefore, 

maternal vitamin D deficiency may be associated with features similar to rickets and 

osteomalacia in developing and mature pregnancy models, respectively. Even though, 

the detrimental effects of vitamin D deficiency are known on bone health, 

consequences of a vitamin D dose-response study during pregnancy on maternal bone 

health outcomes have not been studied. Such a study would be important in order to 

investigate whether there is a threshold at which maternal vitamin D status during 

pregnancy would optimize maternal bone health outcomes. 

Studies in different species, have also investigated the neonatal bone and 

mineral outcomes of maternal vitamin D deficiency. In rats, even though vitamin D 

deficiency caused hypocalcemia [206-208] in the neonate at birth, it did not impair 

the fetal total body Ca content in one study [206], but resulted in lower fetal body 

[208] and femoral Ca content [208] in another study. However, normal mineral 

homeostasis was observed in pups born to rats which consumed vitamin D deficient 

diets only after mating [205]. In the same species, no change in metaphyseal and 
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epiphyseal mineralized tissues and longitudinal bone growth were observed in pups at 

birth but detrimental effects of vitamin D deficiency on these bone outcomes were 

observed later by weaning [207]. In the two available studies on the effect of maternal 

vitamin D deficient vs replete diet, neonatal bone outcomes were as follows [13, 79]: 

in the first study, the fetal guinea pigs born from vitamin D deficient (undetectable) 

vs replete (~350 nmol/L) sows had hypercalcemia, hypophosphatemia, lower plasma 

OC, no difference in plasma tDPD, but lower whole body BMC but not BMC/kg 

[13]. In the same study, histomorphometry of the proximal tibia revealed increased 

hypertrophic chondrocytes, osteoid surface and thickness in the vitamin D deficient 

vs replete guinea pig fetus [13]. However, in the second study, guinea pigs mated at 

2-3 mo of age were fed vitamin D deficient (0 IU/g) vs normal (1.2 IU/g) diets [79], 

resulting in maternal plasma 25(OH)D concentration of ~20 nmol/L vs 118 nmol/L at 

late gestation. In the guinea pig neonate, lower plasma OC, whole body and tibia 

BMC, tibia young’s modulus, maximum load and flexure but no difference in femur 

biomechanical outcomes and whole body, femur and spine BMD were observed in 

the vitamin D deficient vs replete group [79]. Whether there is a threshold at which 

vitamin D status during pregnancy affects bone health, cannot be distinguished from 

the available data, showing the need for a vitamin D dose-response study during 

pregnancy. 

Pregnant mice models lacking VDR (VDR-null) [209] or 1-α-hydroxylase 

ablated mice [210] did not lead to fetal bone abnormalities. Fetuses from these 

models had similar whole body BMC and plasma mineral homeostasis as compared 

to WT models. Signs of skeletal disorders such as rickets and hypocalcemia and 

hypophosphatemia only became evident until 2 wk after birth. The reason for this 

later manifestation is that at the same time at postpartum, intestinal Ca absorption 
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matures shifting from the nonsaturable passive form facilitated by lactose to the 

active, saturable process which depends on 1,25(OH)2D [101]. Whether the lack of 

fetal bone abnormalities in these model is due to low bone mineralization at birth or 

this being a species specific effect is in mice [101] or that 1,25(OH)2D does not have 

a major role in fetal mineralization is still controversial [105]. 

2.12.2. Human 

2.12.2.1. Observational 

Similar to the non-pregnant state, if women develop vitamin D deficiency 

during pregnancy, in addition to osteomalacia they are at risk of hypocalcemia and 

secondary hyperparathyroidism which may lead to bone loss. Data have not 

supported higher risk for vitamin D deficiency in pregnant as compared to non-

pregnant women [102]. Maternal plasma 25(OH)D < 80 nmol/L during pregnancy 

may be associated with maternal bone loss [211]. However, this association has not 

been rigorously investigated. 

Serum 25(OH)D concentrations <25 vs >75 nmol/L at 34 wk gestation in UK 

pregnant women was associated with higher distal femur metaphyses cross-sectional 

area (CSA) and FSI (femur metaphases CSA/femur length), but not femur length as 

early as 19 and 34 wk of pregnancy [63]. This study shows the importance of vitamin 

D sufficiency in bone mineralization of the offspring early in its uterine life [212]. 

Maternal serum 25(OH)D < 35 vs > 35 nmol/L resulted in lower neonatal whole body 

and femur BMC relative to body weight in Winnipeg, Canada [19]. In Finland, 

maternal serum 25OHD concentrations <42.6 nmol/L were associated with reduced 

neonatal tibia BMC and CSA [213] by 13.8 % and 16.1 %, respectively [214].  

Studies on the effect of season of birth on neonatal BMC have shown that US 

neonates born in summer have 12 % lower BMC at the 1/3 distal radius and higher 
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OC and 1,25(OH)2D concentrations and lower Ca concentrations compared to those 

born in winter despite there not being a difference in serum 25(OH)D among 

neonates at birth [215, 216]. In contrast, the same research group reported 6% lower 

total body BMC, lower cord serum 25(OH)D and 1,25(OH)2D in winter vs summer 

born Korean neonates probably due to lower maternal vitamin D status during winter 

[217]. The difference observed between these studies may be due to different 

neonatal serum 25(OH)D concentrations in the US and Korean population or other 

uncontrolled confounders such as smoking, SES and etc.. In addition, it is still 

unknown whether the seasonal effects at early or late pregnancy have a more 

significant impact on neonatal bone health outcomes. 

2.12.2.2. Interventional 

Most clinical vitamin D trials have used supplementation intakes between 

400-1000 IU/d [18, 66-68] during pregnancy. Vitamin D deficiency in general would 

result in hypocalcemia and secondary hyperparathyroidism in non-pregnant adults. 

However, if vitamin D deficiency is not severe during pregnancy, serum Ca 

concentration is usually maintained within the normal range [218]. Overall, previous 

studies suggest that vitamin D supplementation (400-1000 IU/d) vs no 

supplementation during pregnancy does not affect maternal PTH and 1,25(OH)2D 

concentrations [68, 101, 219], but increases 25(OH)D and either decreases [18, 67, 

101, 196, 220] or does not affect ALP concentrations [219].  

The IOM has mentioned the need for a vitamin D dose-response study during 

pregnancy to investigate its effects on bone health outcomes. A dose-response-study 

would help to distinguish a threshold for the beneficial effects of vitamin D status on 

maternal and neonatal bone health outcomes. To date, only one clinical trial has 

explored the dose-response effect of dietary vitamin D3 (400, 2000 and 4000 IU/d) 
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during pregnancy which has only reported its effects on vitamin D metabolites, 

minerals and calciotrophic hormones, but not bone outcomes. The average dietary 

vitamin D intake was almost 200 IU/d in all groups and no significant difference was 

observed among groups. Serum 25(OH)D values were significantly different between 

diets at mid-gestation 79.1 ± 29.5, 94.4 ± 26.1 and 110.8 ± 28.3 nmol/L, respectively 

which continued until delivery 78.9 ± 36.5, 98.3 ± 34.2 and 111.0 ± 40.4 nmol/L, 

respectively. The authors considered serum 25(OH)D >80 nmol/L as sufficient 

vitamin D status and  reported that 52.3% , 79.5 % and 83.9% of women achieved 

this level in the different supplemented groups, respectively at delivery. Serum 

25(OH)D had a positive association with 1,25(OH)2D during pregnancy, being 

significantly higher in the 2000 IU and 4000 IU groups compared to 400 IU. 

However, this dose-response in vitamin D metabolites did not result in significant 

differences in maternal serum mineral concentrations, urinary Ca excretion and PTH 

[10]. Cord serum 25(OH)D concentrations were significantly different among groups 

at delivery, 45.5±25.3 nmol/L, 57.0±24.5 and 66.3±25.8 nmol/L, respectively. If 

considering the IOM definition of vitamin D sufficiency (≥ 50 nmol/L), 39.7%, 

58.2% and 78.6% of neonates were in this range, respectively. There were no 

significant differences among groups regarding birth weight and the authors 

suggested that for neonatal cord serum 25(OH)D to be ≥50 nmol/L, maternal should 

reach concentrations >80 nmol/L [10]. 

Most interventional human studies have not investigated the effect of vitamin 

D supplementation during pregnancy on fetal and neonatal bone health outcomes, but 

the biochemical outcomes were higher neonatal serum 25(OH)D, 1,25(OH)2D and Ca 

and lower ALP concentrations in supplemented vs non-supplemented groups [18, 67, 

68, 218, 220] . Prevalence of hypocalcemia and defects in ossification (larger 
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fontanelles) were lower in the vitamin D supplemented vs non-supplemented groups 

during pregnancy [18]. Some studies did not even observe any differences in neonatal 

serum 1,25(OH)2D, Ca [221] and PTH [68] in maternal vitamin D supplemented vs 

control groups, perhaps this may be due to the fact that their mothers were 

randomized to these diets only during the last trimester of pregnancy. The one study 

that has reported the effect of maternal vitamin D supplementation during pregnancy 

on fetal bone health has reported no difference in forearm BMC in neonates born 

from mothers receiving vitamin D supplementation vs the non-supplemented groups 

[66].  All of these studies were designed on the basis of too few dosages of vitamin D 

or low supplementation dosages that likely were not sufficient to raise maternal 

vitamin D status and consequently have not been shown to be beneficial to the fetus 

and newborn. 

2.13. Vitamin D and anthropometry measures during pregnancy and at birth 

2.13.1. Animal 

 No differences in maternal weight gain have been reported during pregnancy 

in vitamin D deplete compared to replete rats [206]. Neonatal birth weight was also 

reported to be similar in vitamin D deficient and replete rats [206]. Vitamin D 

deficient rat pups had normal body weights at birth, but they demonstrated growth 

failure by 1 wk of age despite normal plasma Ca levels. This may show that vitamin 

D is not essential for normal Ca homeostasis in the fetal rat, but has an important role 

in neonatal development [205, 222]. Alternatively, cessation of growth (weight) is a 

compensatory mechanism to preserve Ca homeostasis. Lower body weight, but no 

difference in body length was observed in fetal and newborn guinea pigs of vitamin D 

deficient vs replete sows [13, 79]. The available data are controversial regarding the 

effect of vitamin D status during pregnancy on neonatal body weight and length, 
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which might be due to differences in dosages of supplementation and experimental 

models. A vitamin D dose-response study during pregnancy would provide further 

information in this regard. 

2.13.2. Human  

2.13.2.1. Observational 

The effect of maternal vitamin D status on neonatal body weight was first 

described in studies that observed an effect of season of birth on neonatal 

anthropometry outcomes. Australian infants born in October where the seasons are 

reversed compared to the northern hemisphere, were 25 g heavier and at their peak 

limb length as compared to those born in May [223]. However, studies remain 

inconsistent in terms of the effect of maternal vitamin D status on neonatal body 

weight and length at birth, showing a positive association [17, 224], no relationship 

[225] or a negative association [19].  

Maternal serum 25(OH)D <28 nmol/L at 28-32 wk of gestation was 

associated with a shorter gestation length by 0.7 wk (95% CI -1.3 to -0.1) as well as 

shorter knee-heel length of 4.3 mm (95% CI -7.3 to -1.3) in Australian infants at 

birth. These associations remained significant after accounting for possible 

confounders such as smoking, maternal age and height. No other effects of maternal 

vitamin D deficiency were observed on birth weight, crown-heel length, head 

circumference but a decrease in mid-upper arm circumference 0.4 cm (-0.8 to -0.04) 

was observed suggesting that low maternal vitamin D status is associated with 

decreased neonatal limb lean tissue. This study suggests that maternal vitamin D 

deficiency was associated with reduced long bone growth and shorter GA [64]. 
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2.13.2.2. Interventional 

The observational studies above may be confounded by other factors 

including dietary intake of the mother as well as seasonal variations. However, the 

positive relationship between vitamin D status and growth is also observed in some 

randomized clinical trials (RCT). For example, higher pregnancy weight gain of 

71g/d compared to 46g/d was observed in women who received 1000 IU/d vitamin D 

as compared to placebo during pregnancy [18, 226]. In the human neonate, maternal 

vitamin D supplementation vs non-supplementation during pregnancy resulted in 

higher birth weight ranging from 80-410 g in some studies [220, 226, 227] and 50 % 

lower prevalence of small for gestational age [18, 226] while did not affect birth 

weight in another study [18, 221, 225]. No effect of maternal vitamin D 

supplementation during pregnancy on linear growth was detected in infants at birth 

[18]. A study on adolescents during pregnancy showed that combined 

supplementation of vitamin D and Ca as compared to Ca alone resulted in higher 

neonatal body weight but similar length and head circumference [228]. 

2.14. Vitamin D and glucose homeostasis  

 As previously stated, low vitamin D status during pregnancy may also be 

related to other pregnancy complications such as GDM. Nevertheless, such 

investigations are limited to a few observational studies during pregnancy.  Thus the 

role of vitamin D on glucose metabolism in non-pregnant states will also be discussed 

below in animal and human models for a better understanding of possible effects. 

2.14.1. Animal  

The possible role of vitamin D on glucose homeostasis was mainly 

investigated in Dr. Norman’s laboratory in vitamin D deficient rat models [229, 230]. 

In vitamin D deficient rat models (in vitro and in vivo), both first and second phases 
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of pancreatic insulin secretion, which are rapid (stimulated by glucose) and slow 

(independent of glucose) respectively, were impaired [230, 231]. This role of vitamin 

D in regulating insulin secretion was independent of dietary energy and Ca intake or 

serum total Ca, Ca2+ and PO4 concentrations [230, 231]. However, other researchers 

suggested that the impairment of insulin secretion in vitamin D deficient rats may be 

due to decreased food intake and to a lesser extent hypocalcemia [232].  

Nevertheless, the effect of the injection of 25(OH)D and/or 1,25(OH)2D was 

investigated in non-pregnant rats [37] and rabbits [38] that had undetectable 25(OH)D 

and less than 50 % of their baseline 1,25(OH)2D concentrations. In such models, 

injection of 1,25(OH)2D prior to OGTT increased glucose induced insulin secretion 

[37, 38] and improved glucose tolerance at 3 h post glucose load in rats [37].  In 

contrast to the rapid response observed in rats improved glucose tolerance was 

observed in rabbits only after the injection of 25(OH)D for 2 wk and not after the 

injection of 1,25(OH)2D or infusion of Ca [38].  

However, no interventional study has investigated the dose-response effect of 

oral vitamin D intake on glucose concentration and tolerance during pregnancy in an 

appropriate animal model. The guinea pig is a model which has been used for 

investigating glucose tolerance during pregnancy [56, 233] and has a peak of blood 

glucose concentrations around 40-60 min after oral glucose ingestion on an OGTT (1 

g/kg body weight) during pregnancy which is similar to humans [56]. 

2.14.2. Human 

2.14.2.1. Observational 

The existing evidence on the beneficial role of vitamin D on type 2 diabetes is 

mainly derived through observation studies and post-hoc analyses which have not all 

considered the possible confounding factors; e.g. adiposity, physical activity and 



 

58 

 

ethnicity in this association [166]. The cross-sectional studies make it impossible to 

understand the cause or effect between vitamin D deficiency and diabetes, since 

serum 25(OH)D measurements are usually after the diagnosis of diabetes or impaired 

glucose tolerance at a single time-point. The outcomes of case-control studies mostly 

show that patients with type 2 diabetes have lower serum 25(OH)D as compared to 

healthy controls [166]. Circulating 25(OH)D has been negatively associated with 

fasting, 1 h and 2 h PG concentration from OGTT as well as glucose induced-insulin 

response in healthy men and women [234]. However, this negative association was 

only observed between vitamin D status and fasting glucose, but not glucose 

concentrations post glucose load in Caucasian healthy men and women from the 

Framingham Offspring study [235]. In the NHANES-III, which is a national US 

population study of multi-ethnic origin over than 20 y of age, lower risk was observed 

for diabetes (FPG > 7.0 nmol/L) in the highest (≥ 81.0 nmol/L) vs the lowest (≤ 43.9 

nmol/L) serum 25(OH)D quartiles in non-Hispanic whites and African Americans, 

but not in non-Hispanic blacks. This study suggests that the relationship between 

25(OH)D and glucose metabolism may differ among different ethnicities [236]. 

Population-based prospective studies in healthy Caucasian [237] and Finnish [238] 

men and women 40-69 y old, baseline serum 25(OH)D was inversely associated with 

the incidence of type 2 diabetes but this did not remain significant after adjustment 

for confounding factors such as baseline glucose, PTH, Ca concentrations, BMI, 

smoking, education, social class and physical activity. This highlights the importance 

of accounting for such confounders in investigating this association. However, the 

inverse association between baseline serum 25(OH)D and 2 h glucose on a 75-g 

OGTT remained significant after adjusting for possible confounders [237]. 
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In the large cohort study of Women’s Health in middle aged and older 

women, total intake ≥ 511 IU/d vs ≤ 159 IU/d of vitamin D was associated with lower 

risk of incidence of type 2 diabetes (2.7 vs 5.6%, respectively). However, this 

association was no longer significant after adjustment for Ca intake. It should be 

stated that only 15% of the population consumed vitamin D supplements [239]. In 

addition, in the Nurses’ Health Study in which adult women were followed up for 20 

y for the incidence of type 2 diabetes, there was no association between total vitamin 

D intake and type 2 diabetes. However, vitamin D supplement intake in the higher (≥ 

400 IU/d) vs lower (≤ 100 IU/d) category was related to 13 % lower risk of type 2 

diabetes. A combined daily intake of 800 IU vitamin D with 1200 mg Ca was 

associated with a 33% lower risk of type 2 diabetes as compared with an intake of 

400 IU vitamin D with 600 mg Ca. This study concluded that vitamin D and Ca 

intake may both have a beneficial effect on type 2 diabetes, but the association for 

vitamin D and type 2 diabetes was attenuated after adjustment for Ca intake [240]. In 

addition, women who consumed < 1 compared to ≥ 3 serving per day of dairy food 

servings had 11% lower risk of type 2 diabetes, but this did not remain significant 

after adjustment for total vitamin D and Ca intake [240]. 

Observational human studies that have investigated the role of vitamin D in 

GDM have reported lower serum 25(OH)D concentration in GDM vs healthy subjects 

at mid-gestation [22-24, 26], but not later in pregnancy [27]. Studies investigating 

circulating 25(OH)D at early gestation have reported controversial results with two 

studies suggesting no difference [25, 241] and another showing lower concentrations 

in GDM vs healthy pregnant women [28]. A negative association has been observed 

between circulating 25(OH)D at early gestation with 1 h [28] and 2 h [25] glucose 

concentrations from the OGTT. Accordingly, negative relationships were observed 
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between 25(OH)D at mid and late gestation with fasting [26] and 30 min glucose 

concentrations [27] from the OGTT, respectively.  

At mid-gestation, maternal 25(OH)D insufficiency (<50 nmol/L) was 

significantly higher in GDM (33%) as compared with controls (14%). After 

adjustment for confounding variables such as BMI, vitamin D deficiency was 

associated with a 2.66 higher (OR (95% CI): 2.66 (1.01–7.02)) risk of GDM [22]. 

Similarly, in a population with higher prevalence of low vitamin D status defined as 

plasma 25(OH)D <50 nmol/L at mid-gestation, 83.3% of GDM compared to 71.2% 

of the control group were had low vitamin D status [24]. Nonetheless, the odds of 

developing GDM in women with serum 25(OH)D <50 nmol/L at mid-gestation did 

not reach statistical significance (1.92, CI 0.89–4.17). However, the prevalence of 

GDM was significantly higher (44.2%) among pregnant women with 25(OH)D <12.5 

nmol/L as compared to those with 25(OH)D >12.5 nmol/L (23.5%) in this population 

[26]. At such low concentrations of 25(OH)D, 1,25(OH)2D is likely undetectable, 

suggesting a critical threshold where deficiency may impact upon pancreatic function. 

The difference among studies might be due to differences in populations, vitamin D 

status and other confounders such as adiposity, physical activity, family and self-

history of diabetes that were not accounted in all studies.  

2.14.2.2. Interventional 

The available interventional human studies are of short duration and small 

sample size, using different metabolites as vitamin D supplements [166] and only one 

of these studies has been performed during pregnancy which will be discussed later. 

Non-pregnant women with hypovitaminosis D (circulating 25(OH)D concentration 

not specified) did not show any difference in AUC for glucose after receiving 2000 

IU/d of dietary vitamin D, but an increase in AUC for insulin was observed post vs 
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pre supplementation, suggesting that vitamin D improves pancreatic β-cell response 

to glucose [242]. In another human trial, in Australasian men and women (non-

pregnant) without diabetes, serum 25(OH)D concentration doubled (from~ 40 to 90 

nmol/L) after two supplements of 100,000 IU D3 were given to subjects 2 wks apart. 

However, such an increase in serum 25(OH)D concentration did not affect serum 

glucose, insulin and quantitative insulin-sensitivity check index (QUICKI) as 

assessed by 75 g-OGTT. These results suggests that correction of vitamin D status at 

least in short term (1 mo) did not affect glucose homeostasis in non-diabetic healthy 

patients [243].  

The only clinical study investigating the effect of vitamin D supplementation 

on glucose tolerance during pregnancy was performed in women with established 

GDM. In these women, injection and oral consumption of Etalpha (alpha-calcidiol) at 

mid-gestation resulted in a negative association between FPG and 1,25(OH)2D 

concentrations while glucose concentration post glucose load were unaffected [29]. 

No difference in Ca2+ and PTH concentrations were observed upon the injection or 

oral supplementation of alpha-calcidiol. This vitamin D analogue has less calcemic 

and phosphoric actions than 1,25(OH)2D [30] and in contrast to cholecalciferol 

metabolites is not regulated by renal metabolism [31]. The inverse association 

between FPG and 1,25(OH)2D concentrations could not be related to increase in 

insulin levels but is probably due to increase in insulin sensitivity by increasing 

cellular transport of glucose directly or by enhancing the effect of insulin [29]. 

To examine the interrelationships between vitamin D status, bone metabolism 

and glucose during pregnancy a suitable animal model is required.  As mentioned 

previously, the guinea pig is appropriate for these purposes since it has changes in 

circulating OC and 1,25(OH)2D comparable to human pregnancy. However, in order 
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to obtain measures of bone density and microarchitecture, anaesthetics such as 

isoflurane are often used. Nonetheless, there is evidence that isoflurane may influence 

biochemical outcomes related to bone, mineral and glucose which are commonly 

measured in bone studies, leading to inconsistency and lack of comparability among 

studies.  

2.15. Effect of isoflurane on biomarkers of bone, mineral and glucose 

metabolism 

The use of general anaesthesia is required to immobilize laboratory animals 

for bone density and microarchitecture assessment. Inhalation anaesthetics such as 

isoflurane are more controllable and result in rapid recovery as compared to 

injectable anaesthesics [57, 58]. The effect of isoflurane on the bone formation 

biomarker; OC has been investigated in a few studies. Some studies have shown a 

decrease in plasma OC 2 h after isoflurane-induced anaesthesia in young and adult 

horses [244] and postmenopausal women [245], but these studies involved the use of 

different intravenous anaesthetics along with isoflurane and accompanied invasive 

surgeries which may have confounded the results. To date, only one study has 

investigated the effect of isoflurane alone on serum OC concentrations which was 

performed on female adult cynomolgus monkeys and reported doubling serum OC 

concentrations 30 min after the induction of isoflurane as compared to prior to 

anaesthesia [59]. However, no study has simultaneously investigated the effect of 

isoflurane on biomarkers of bone formation, such as OC, and resorption, such as 

tDPD. 

Recent evidence has linked bone to glucose metabolism via the bone 

formation biomarker, OC [54], therefore investigating the effect of isoflurane on 

glucose concentration seems reasonable in bone studies. However, there are 
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inconsistent results regarding the effect of isoflurane on glucose concentrations. Some 

studies suggest that isoflurane decreases blood glucose in neonatal mice [62] while 

others report its increase in adult males rats although this trend is not significant 

among females [57].  

 Plasma mineral concentrations that are also among the main outcomes in 

bone studies, may change upon isoflurane induced anaesthesia as demonstrated by a 

significant decrease in Ca2+ in adult cynomolgus monkeys [59], which may be a 

possible mechanism for increased OC concentration after exposure to isoflurane.  

Studies in neonate mice [60], rats [57] and adult rabbits [61] have been controversial 

in regards to the effect of isoflurane on plasma mineral. Further studies are required 

to clarify the effect of isoflurane exposure on bone and mineral biomarkers and 

glucose concentrations to reflect normal metabolism and improve comparability in 

research. 
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BRIDGE 1 

From reviewing the literature, it is evident that low vitamin D status is prevalent 

among pregnant women worldwide, including Canada [8]. A decrease in circulating 

25(OH)D results in normal or increased concentrations of the active metabolite, 

1,25(OH)2D, but if severe vitamin D deficiency (25(OH)D< 25 nmol/L) evolves, 

1,25(OH)2D reaches low [11, 12] or undetectable concentrations [13]. Such low 

values may be of consequence since physiological 1,25(OH)2D levels may improve 

glucose homeostasis by enhancing insulin synthesis, secretion and sensitivity [16] 

which may be challenged during pregnancy. In addition, low maternal transfer of 

25(OH)D may adversely associate with neonatal anthropometry and APGAR 

outcomes [17-19].  

 The implications of low vitamin D status in GDM extend beyond insulin 

metabolism in the pancreas, such as its role in stimulation of OC, a protein secreted 

from osteoblasts [40]. Data are inconsistent regarding vitamin D status at early 

gestation in GDM vs healthy pregnant women [25, 28], but lower vitamin D status 

[22-24, 26] and higher OC concentration [52, 53] at mid-gestation have been 

associated with GDM [22-24, 26]. Nonetheless, no study has investigated both 

25(OH)D and OC simultaneously in the development of GDM. Therefore, a nested 

case (GDM)-control (healthy) study, was designed to investigate 25(OH)D and OC 

concentrations simultaneously at early gestation prior to the onset of GDM and their 

changes from early to mid-gestation between healthy pregnant women and those with 

GDM, as well as their predictive role in the development of GDM. The other 

objective was to investigate 25(OH)D and OC concentrations simultaneously in the 

cord serum along with neonatal general health outcomes and placenta weight. The 

study is reported in Chapter 3. 
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3.1. Abstract 

The objective was to investigate 25(OH)D and OC concentrations in maternal and 

cord serum of Caucasian pregnant women with GDM compared with controls and 

whether changes in concentration of these biomarkers can predict the development of 

GDM. This was a nested case-control study in 48 GDM and 48 control pregnant 

women (matched for age, season of conception, pre-pregnancy BMI and pregnancy 

length). Serum 25(OH)D was measured by chemiluminescence and OC by ELISA in 

mothers throughout pregnancy (11-13 wk, 24-28 wk and pre-delivery) and in the cord 

serum at delivery. Differences between groups were compared by mixed model 

repeated measures ANOVA. Predictors of development of GDM were explored using 

the generalized estimating equation model. Cord serum concentrations of 25(OH)D 

and OC plus anthropometry and APGAR scores were compared between groups. 

Serum 25(OH)D was not different (54.6±2.4 vs 54.5±2.9 nmol/L, p>0.05) while OC 

was higher (1.7±0.3 vs 1.4±0.1 nmol/L, p<0.05) in GDM vs controls at 11-13 wk, 

respectively. Both biomarkers increased with time across pregnancy. Neither serum 

25(OH)D and OC at 11-13 wk nor the change in their concentrations from early to 

mid-gestation predicted the development of GDM. There were no significant 

differences in cord serum 25(OH)D, OC, anthropometry and APGAR scores in 

neonates of controls and cases. Vitamin D status is similar, but plasma OC is higher 

throughout pregnancy in Caucasian women with GDM vs controls but neither 

predicted GDM. Larger observational studies are required to explore the association 

between bone biomarkers and GDM, the mechanisms and implications. 

Key Words: vitamin D, osteocalcin, gestational diabetes 
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3.2. Introduction 

 Gestational diabetes mellitus (GDM), a state of hyperglycemia due to 

decreased insulin sensitivity and pancreatic β-cell insulin response to glucose during 

pregnancy, has a worldwide prevalence of 1 to 10% and is associated with higher risk 

of adverse maternal and neonatal outcomes [21]. Recently, low vitamin D status, 

defined by circulating 25(OH)D concentration <50 nmol/L [1] or <75 nmol/L [2] has 

been reported among pregnant women worldwide [133] and is associated with GDM 

[22-24]. Circulating concentrations of the active metabolite, 1,25(OH)2D, is regulated 

by dietary and hormonal factors other than vitamin D [246], and may be normal or 

sometimes elevated when circulating 25(OH)D concentrations are low. If severe 

vitamin D deficiency evolves, 1,25(OH)2D eventually becomes low due to limited 

substrate [11]. Such low values may be of consequence since observational studies 

suggest that 1,25(OH)2D both directly and indirectly contributes to glucose 

homeostasis by enhancing insulin synthesis, secretion and sensitivity [16]. A 

protective effect of this nutrient has been suggested in non-pregnant insulin resistant 

states [247]. Of the seven pregnancy studies published to date [22-28], all observed 

lower serum 25(OH)D concentration in GDM vs healthy subjects at mid-gestation 

[22-24, 26], but not at early [25] or late pregnancy [27].  

 The implications of low vitamin D status in GDM extend beyond insulin 

metabolism in the pancreas and include alteration in gene expression of other proteins 

that are regulated by vitamin D through specific VDRE [39] such as the OC 

promoter. The secretion of OC from osteoblasts is under the control of many factors 

[248], including the stimulatory effect of 1,25(OH)2D [40]. Its uncarboxylated form 

has recently been associated with glucose homeostasis by increasing β-cell 

proliferation, glucose tolerance and sensitivity [41]. Considering this connection 
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between the bone and endocrine metabolism, two studies have looked at serum total 

OC concentration at mid-gestation (24-28 wk) in GDM vs healthy pregnant women 

[52, 53]. In contrast to their expectations, serum OC concentration was higher (128-

148 %) in GDM compared to control subjects, suggesting that this may be a 

compensatory mechanism to increase insulin secretion in women with GDM [52]. 

However, these studies were limited by lack of sampling early in pregnancy.  

 The objective of this nested case-control study was to examine vitamin D 

status and OC concentrations simultaneously at early gestation prior to the onset of 

GDM and the changes from early to mid-gestation in healthy pregnant women and 

those with GDM, as well as establish if either predicts the development of GDM. 

These biomarkers were also investigated during the last trimester to better understand 

the possible effect of GDM management. In addition, the same biomarkers in the cord 

serum were investigated along with general neonatal health outcomes and placenta 

weight in relation to maternal 25(OH)D concentration to evaluate if low maternal 

transfer of 25(OH)D adversely affected other pregnancy outcomes [17-19]. 

3.3. Materials and methods 

 This nested case-control study is derived from a prospective longitudinal 

cohort study, “Pregnancy disorders and impact on child development and wellbeing: 

maternal, placental and fetal considerations”, of pregnant women recruited during 

their routine perinatal visit at Hôpital Saint-Francois d’Assise (HSFA) and Centre 

Hospitalier de l’Université Laval (CHUL) in Quebec City, Quebec, Canada. Inclusion 

criteria were healthy pregnant Caucasian women and those with GDM having 

singleton and term pregnancies with gestation duration of 37-42 wk. Exclusion 

criteria at recruitment for all participants included a history or new diagnosis of 

corticosteroid treated asthma, liver disease, renal disease, Crohn’s disease, ulcerative 
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colitis, celiac disease, medication known to affect bone metabolism and history of 

type 1 or 2 diabetes. Screening was performed at 24-28 wk gestation and GDM was 

diagnosed in most cases (67.5 %) based on the CDA criteria [249]. Additional cases 

(32.5 %) were included on the basis of high plasma glucose according to the 

International Association of the Diabetes and Pregnancy Study Groups (IADPSG) in 

high risk subjects (obesity and previous history of GDM) [249] and thereafter 

maintained on insulin treatment. The prevalence of GDM was 5.0 % in the total 

cohort. Cases and controls were matched based on age (± 4 y), pre-pregnancy BMI 

(±2 kg/m2), season of conception (within same season) and gestation length (± 1wk). 

The study protocol was approved by the CHUQ ethics review board and all 

participants gave informed consent. 

3.3.1. Data collection 

3.3.1.1. Maternal data 

 The following information was gathered through a self-administered 

questionnaire: age, pre-pregnancy BMI (kg/m2), reproductive information (season of 

conception, gestation length and parity) and socio-economic status (marital status, 

education level, annual income and occupation), smoking (non-smoker, ex-smoker, 

and smoker) and physical activity (frequency during the last three months of 

pregnancy). Nutrition information for assessment of dietary vitamin D intake was 

limited to the information provided by the total serving intake per day of dairy 

products (milk, yogurt and cheese) and type of prenatal supplements (Centrum 

Materna, Pregvit®) and their use (yes, no, unknown) during pregnancy. Pregnancy 

weight was measured at each trimester and recorded for weight gain assessment. 
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3.3.1.2. Neonatal data 

 Neonatal information on birth weight, recumbent length, head circumference 

and APGAR scores at 1 and 5 minutes was collected from the hospital chart. Weight 

for gestational age at birth (WAZ), length for gestational age at birth (LAZ) and head 

circumference for gestational age at birth (HCZ) z-scores were calculated according 

to the WHO child growth standards using WHO Anthro software (version 3.3.3, 

Geneva, Switzerland). 

3.3.2. Blood collection  

 Blood samples were drawn from pregnant women at 11-13 wk (first 

trimester), 24-28 wk (second trimester) and at pre-delivery (end of third trimester) in 

non-fasting states between 0800 and 1600 h.  A blood sample was also drawn from 

the cord at delivery to study neonatal biochemistry. Samples were centrifuged and 

separated within 2 h of collection and serum was kept at -80°C until biochemical 

analysis. 

3.3.3. Biochemical analyses  

 Serum 25(OH)D was measured by a chemiluminescence assay using an auto 

analyzer (Liaison, Diasorin Inc., USA) with intra-assay variability <8.2 % and inter-

assay variability <5.5 % for Biorad LIPC (Lypochech Immunoassay Plus Control) 

level 3 (lot#40230, 25(OH)D: 41.5-77.3 nmol/L).  Serum total OC was measured by 

N-MID, Osteocalcin ELISA (Immunodiagnostic Systems Nordic A/S Herlev, 

Denmark) with intra-assay variability <7.0 % and inter-assay variability <13.8 %. 

3.3.4. Sample size  

 The sample size estimate was based on detection of a difference of 15 nmol/L 

in serum 25(OH)D concentration at early pregnancy (16 wk gestation) between cases 

and controls [22], considering α =0.05, power=80 % and allocation ratio=1 was n=37 
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per group. In addition, in order to detect a difference of 0.5 nmol/L in serum OC 

concentration at mid-gestation between cases and controls [52], considering α=0.01, 

power=80 % and allocation ratio=1, a sample size of n=48 was estimated  per group. 

Therefore, for this study a sample size of n=48 were used for each case and control 

group. 

3.3.5. Statistical analyses 

 Any set of data deemed non-normal within groups or with unequal variances 

among groups were first transformed by use of logarithm, squaring, etc. Data are 

presented as mean ± SEM. Unpaired t-test and Chi-square were used for comparing 

continuous and categorical variables between the groups, respectively. Fisher’s exact 

test was used for comparison of categorical variables (if n<5 per group). Differences 

in maternal and neonatal serum biomarkers and neonatal anthropometry and APGAR 

scores were tested in cases and controls by a MIXED model ANOVA (with repeated 

measures for maternal time-across pregnancy) for continuous variables after adjusting 

for confounders (pregnancy weight gain, history of GDM and smoking, servings of 

dairy intake, frequency of physical activity, prenatal supplement intake and SES). 

Post hoc testing for significance was conducted using a Tukey’s test with a p< 0.05. 

Despite the fact that simple ANOVA model requires the independence assumption, 

this assumption can be dropped in the mixed model ANOVA [250]. In addition, the 

GEE (generalized estimating equation) logistic model is consistent with the 

conditional likelihood model for matched case-control studies [251]. The 

relationships between continuous variables were tested using Pearson correlations. 

Cord vs maternal biomarker concentrations were compared by paired t-test. Multiple 

logistic regression GEE model was used to estimate odds ratios (OR) and the 95% 

confidence interval (CI) for the binomial outcome of GDM. Manual step-wise reverse 
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logistic regression was performed such that all main and confounding variables were 

put into the model along with their possible biological interactions and if excluding a 

variable did not affect the significance of the outcome variable, it was omitted from 

the model and the model with the least AICs was chosen as the final model. All data 

were analyzed using SAS (version 9.2, SAS, Inc., Cary, NC., USA). 

3.4. Results 

3.4.1. Maternal characteristics 

 By design, characteristics by which control and GDM Caucasian pregnant 

women were matched were not different between controls and cases (Table 3.1). 

While previous personal history of GDM was higher in the case group, family history 

of GDM was not different between groups. In addition, the GDM group had a higher 

proportion of smokers (current or past) compared to controls (Table 3.1). Weight 

gain did not differ between controls and cases during pregnancy (Table 3.1). Among 

women with GDM, 71% received insulin therapy during pregnancy. However, there 

was no significant difference in weight gain by insulin treatment, either during the 

last trimester (Insulin (n=34): 4.3±0.5 vs None (n=14): 3.9±0.7 kg, p=0.68) or the 

entire pregnancy (Insulin (n=34): 14.0±2.2 vs None (n=14): 15.0±2.1 kg, p=0.13). 

 3.4.2. Maternal biochemistry 

 There were no significant differences between groups in the prevalence of 

maternal serum 25(OH)D <50 and <75 nmol/L in control and GDM subjects (data not 

shown). Overall, the proportion of serum 25(OH)D concentration below 50 nmol/L 

was 41.7 % (n=40) at early-gestation, 27.1 % (n=26) at mid-gestation and 23.6 % 

(n=21) at late-gestation. The proportion of maternal serum with 25(OH)D 

concentration below 75 nmol/L was 84.4% (n=81) at early-gestation, 76.0 % (n=73) 

at mid-gestation and 73.5% (n=64) at late-gestation in all the population. 
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 Maternal serum 25(OH)D concentration was not different between control 

and cases throughout  pregnancy  (p=0.80) (Figure 3.1 (a)). However, values 

increased from the end of the first trimester to the second and remained stable 

thereafter (Figure 3.1 (a)) but the increase did not differ across groups (p=0.07). 

There were no significant differences in percent change of maternal serum 25(OH)D 

concentration from early to mid-gestation in GDM vs control pregnant women (case 

20.5±5.2 and control 15.1±5.9 %, p=0.59).  Additionally, serum 25(OH)D was not 

different in the insulin treated vs non-treated subjects with GDM (Insulin (n=34): 

66.9±3.5 vs None (n=14): 61.0±4.2 nmol/L, p=0.29). 

 There was a significant difference in serum OC between controls and GDM 

cases with higher values in GDM at all time-points (p=0.006) (Figure 3.1 (b)). In 

addition, values increased across time in pregnancy (Figure 3.1 (b)) but the increase 

was not different between controls and cases (p=0.45). There were no significant 

differences in percent change of maternal serum OC concentration from early to mid-

gestation in controls and GDM cases (-3.8±3.2 and 3.2±5.9 % p=0.19, respectively). 

Insulin treatment for GDM did not result in different OC concentrations (Insulin 

(n=34): 2.9±0.4 vs None (n=14): 3.6±1.4 nmol/L, p=0.54). Maternal serum 25(OH)D 

and OC were not associated with smoking history, overall as well as within the 

control and GDM groups at any time across pregnancy (data not shown).  There was 

no significant correlation between maternal serum 25(OH)D and OC, overall as well 

as within the control and GDM groups at any time across pregnancy (data not 

shown).  

3.4.3. Predictors of GDM 

 Vitamin D status and OC concentrations at early pregnancy (11-13 wk 

gestation) and the percent change from early to mid-gestation did not predict the odds 



 

74 

 

for development of GDM, both in univariate (data not shown) and multivariate 

analyses (Table 3.2). However, personal history of GDM and smoking were both 

significant risk factors for development of GDM (Table 3.2). 

3.4.4. Neonatal characteristics 

 There were no statistically significant differences in neonatal anthropometric 

characteristics between case and control groups (Table 3.3). In addition, neonatal 

general health outcomes did not differ by maternal development of GDM (maternal 

health), sex or their interaction (Table 3.3). No significant differences in 

anthropometric measurements and placenta weight were detected between cases of 

GDM treated with insulin and GDM cases not treated with insulin (data not shown). 

Interestingly, there was a significantly higher APGAR score at 1 min at birth in 

neonates from GDM pregnant women who were treated with insulin compared to 

those not treated with insulin (Insulin (n=34): 8.9±0.1 vs None (n=14): 8.0±0.5, 

p=0.04) but this was not significant at 5 min (Insulin (n=34): 9.7±0.1 vs None (n=14): 

9.4±0.3, p=0.17). 

3.4.5. Neonatal biochemistry 

 There were no significant differences between groups in proportion of 

neonates with cord serum 25(OH)D <50 nmol/L (control n=9, 18.7% vs cases n=2, 

4.2%, p>0.05) and <75 nmol/L (control n=20, 41.7% vs cases n=18, 37.5%, p>0.05). 

Overall, 11.5 % and 39.6% had cord serum 25(OH)D concentrations below 50 

nmol/L and 75 nmol/L, respectively at delivery. 

 There were no differences in cord serum 25(OH)D and OC from control and 

GDM pregnant women according to maternal development of GDM (maternal 

health), sex with no interactions (Table 3.3). Within the GDM subgroup, insulin 

treatment did not affect cord 25(OH)D concentrations (Insulin (n=34): 84.4±3.8, vs 
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None (n=14): 83.6±5.5 nmol/L, p=0.91). Neither was cord OC concentration different 

among insulin treated and non-treated subjects with GDM (Insulin (n=34): 10.5±1.0, 

vs None (n=14): 10.3±1.7 nmol/L, p=0.91). 

 There was no correlation between cord serum 25(OH)D and any neonatal 

anthropometric measurements and APGAR scores at 1 and 5 min (data not shown). 

No correlations were observed between cord serum 25(OH)D and OC, overall 

(r=0.01, p=0.91, n=95) as well as within the control (r=-0.03, p=0.81, n=47) and 

GDM groups (p=0.08, p=0.59, n=48). 

3.4.6. Maternal and neonatal correlations and ratios 

 Maternal and cord values for serum 25(OH)D were positively correlated 

overall (r=0.82, p<0.0001) as well as within the control (r=0.91, p<0.0001) and GDM 

groups (r=0.71, p<0.0001); values were higher in cord samples overall (30.3 %, 95% 

CI [26.2-40.1 %], p<0.0001). No significant correlation was observed between 

maternal serum 25(OH)D and neonatal anthropometry and APGAR scores (data not 

shown). Cord serum OC concentrations were significantly higher than maternal pre-

delivery serum OC concentrations overall (37.0 %, 95% CI [33.0-42.0 %], p<0.0001). 

3.5. Discussion and conclusions 

 In this study, vitamin D status was not different while OC, a bone derived 

protein, was significantly elevated in GDM compared to healthy women throughout 

pregnancy. Importantly, adjustments were made for a comprehensive set of 

confounding variables that were not taken into account in previous studies of vitamin 

D status in GDM [22-28] such as pre-pregnancy BMI, history of smoking, family 

history of diabetes and physical activity. Nonetheless, early pregnancy and change in 

maternal vitamin D status and OC levels from early to mid-gestation was not 

associated with GDM at mid-gestation, despite the fact that the model in this study fit 
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well with the standard GDM risk factors, history of GDM [252] and smoking [253], 

respectively. 

 It is critical to underscore the importance of there being similar risk factors 

contributing to GDM and vitamin D deficiency (25(OH)D <50 nmol/L). Maternal 

pre-pregnancy BMI >27 kg/m2 [254] is associated with increased risk for GDM.  

Similarly, pregnant women who are obese compared to those of healthy weight have 

higher prevalence of 25(OH)D <50 nmol/L (61 vs. 36%) at 4–22 wk gestation [36] . 

These studies suggest that increased sequestration of vitamin D in adipose tissue 

[123] may be a coincidental outcome with the development of GDM. Prior to this 

work, GDM was thought to be associated with plasma 25(OH)D <50 nmol/L at mid-

gestation [22] in a non-Hispanic white population in the US, even after adjustment for 

pre-pregnancy BMI. More recently this association was also observed at values <73.5 

nmol/L at early gestation [28], but matching or adjustment for pre-pregnancy BMI 

was not performed. Neither of these vitamin D status targets was associated with 

GDM in this exclusive Caucasian population that was matched for pre-pregnancy 

BMI. Nonetheless, the results from this study are similar to studies in early pregnancy 

in multi-ethnic pregnant women in the UK [25] and late gestation in pregnant Indian 

women [27] with adjustment for pre-pregnancy BMI or fat mass. These results that 

span pregnancy suggest that low vitamin D status and development of GDM may be 

coincidental events with potential for adverse pregnancy outcomes.   

 The increase in serum 25(OH)D observed in this study has been previously 

reported during pregnancy [9]. However, it cannot be confirmed to what extent this 

increase was related to sunlight exposure and/or exogenous sources of vitamin D. 

Whether redistribution of body fat during pregnancy [255] may have resulted in 
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release of vitamin D from fat stores [123] and therefore increase in circulating 

25(OH)D concentration requires further investigation.  

 In addition to vitamin D status, the association between serum OC 

concentration at early pregnancy and the development of GDM was also explored 

which was higher in GDM vs controls throughout pregnancy. This is in agreement 

with findings at mid-gestation in Australian and Iranian pregnant women [52, 53], but 

novel since higher concentrations were even observed at early gestation prior to the 

diagnosis of GDM. Therefore, this may be an early compensatory mechanism 

independent of 1,25(OH)2D to increase insulin secretion which cannot be 

accomplished because of pancreatic β-cell defects in women with GDM [52]. 

However, higher OC concentrations may also be a phenomenon completely 

independent of both 1,25(OH)2D and glucose status. Even though insulin itself is a 

factor known to increase OC concentration [52], plasma OC was not different 

between insulin treated and untreated GDM patients. Unfortunately insulin levels 

were not measured in this study mainly because sampling was performed in a non-

fasting state. 

 The consequences of higher serum OC concentrations in GDM vs healthy 

pregnant women have not been investigated. Recent evidence suggest that higher 

serum OC are accompanied by higher serum bone resorption biomarker 

concentrations such as serum C-terminal telopeptide, suggestive of increased bone 

turnover in GDM vs healthy pregnant women [53, 256]. In line with this, the only 

longitudinal study investigating the effect of GDM on changes in BMD during 

pregnancy reported 50 % higher bone loss from the calcis bone in GDM vs healthy 

pregnant women [257]. In addition, the increase in serum OC at late gestation is 

suggestive of increased osteoblast activity at late pregnancy and consistent with 
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previous reports [105]. Even though, the total circulating OC measured in this study 

is also known to have a role in regulation of insulin sensitivity in humans [46], the 

uncarboxylated form of OC is thought to be the main regulator of glucose 

homeostasis [41]. It would be useful to investigate this specific form of OC to further 

explain its role in gestational diabetes and the bone changes accompanying it.  

 In this study, the lack of difference in cord serum OC in GDM vs control 

pregnant women is in accordance with the absence of differences in neonatal vitamin 

D status and anthropometric measurements. Neither maternal nor cord serum 

25(OH)D concentrations were correlated with any of the neonatal anthropometry 

measurements and APGAR scores which is similar to a previous report [258] but 

contrasts with studies investigating vitamin D intakes vs status [17] or in populations 

with lower vitamin D status [18, 19].  

 The prevalence of low maternal vitamin D status in this study (46°N in 

Quebec City) is similar to cohort studies conducted in Newfoundland (46º N) and 

Labrador (53 º N), Canada, with 44 % <50 nmol/L and 80% <75 nmol/L for first 

trimester serum 25(OH)D [259]. However, the prevalence of low vitamin D status in 

cord serum samples from the current study was much lower than those reported in 

this population with 39.2 % <50 nmol/L and 86.3 % <75 nmol/L [259]. In the present  

study, cord serum 25(OH)D was 30% higher compared to maternal pre-delivery 

concentrations; this was greater than expected since cord serum 25(OH)D 

concentrations are usually equal to or 80 % of maternal concentrations [101], 

although a higher gradient has been previously reported [260]. These results are more 

similar to cord serum 25(OH)D status in white pregnant women living in Pittsburgh 

(40ºN), US with 9.7 % <37.5 nmol/L and 66.1% <80 nmol/L [9]. In addition, it 

should be taken into consideration that pregnant women in the present study were 
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exclusively Caucasians and matched based on the main confounding variables and 

therefore may not be comparable to the stated cohorts in terms of prevalence of low 

vitamin D status. 

 This study is not without limitations. Its case-control design and possible 

uncontrolled confounding factors should be considered when interpreting the results. 

For example, the surprisingly higher rate (62.5 vs 25%) of smoking history in GDM 

vs controls may be a result of differences in socio economic status between groups. 

Some researchers speculate that smoking may reduce circulating 25(OH)D 

concentrations [261] but smoking did not affect 25(OH)D concentrations in this study 

which is similar to a recent report [262]. In addition, it is important to consider that 

summer was the season of conception for the majority of the total population (44 %) 

in this study which may have affected the change in circulating 25(OH)D with time 

across pregnancy. The prevalence of insulin treatment in women with GDM (71 %) 

was similar to that observed in the total GDM population (67 %) in this study, but 

almost double that of the general GDM population [263], suggesting a possibility of 

selection bias. Plasma 1,25(OH)2D was not measured and may be helpful to further 

explain the association between OC and glucose metabolism. Measurement of other 

bone formation biomarkers such as procollagen type 1 N-terminal propeptide (P1NP) 

and bone resorption biomarkers such as C-telopeptide would also help explain 

changes in bone metabolism in GDM vs healthy pregnant women.  

 Overall, the results suggest that vitamin D status is similar while OC, a bone 

derived protein, is significantly higher in GDM vs healthy pregnant women 

throughout pregnancy. However, maternal vitamin D status and OC in early-gestation 

and changes early to mid-gestation did not predict the development of GDM. Larger 

observational studies are required to further explore the association between bone 
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biomarkers and the risk of development of GDM, possible mechanisms involved and 

bone health consequences associated with it. A randomized controlled study aimed at 

achieving normal 25(OH)D concentrations in a vitamin D supplemented group will 

be needed to clarify the effect of vitamin D in pregnancy and GDM. 
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3.7. Figure legend 

Figure 3.1. Maternal serum a) 25(OH)D and b) osteocalcin concentrations in healthy 

control and GDM Caucasian pregnant women during pregnancy. Values for serum 

25(OH)D across time-points are shown in box plots where the upper and lower 

quartiles, and the median is represented by the horizontal line within each box and the 

minimum and maximum values are depicted by the vertical lines.  Values for serum 

osteocalcin are mean±SEM analyzed using mixed model ANOVA with fixed effect 

of maternal health, time across pregnancy and maternal health*time across pregnancy 

interaction. Adjusted for pregnancy weight gain, history of GDM and smoking, 

servings of dairy intake, frequency of physical activity, prenatal supplement intake 

and SES. Statistical significance, p<0.05. Significant effect of maternal health is 

represented by (a, b, ...) and significant effect of time across pregnancy is presented 

by (A, B,..). Sample sizes are in parentheses above each data-set. 
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Table 3.1. Characteristics of healthy (control) and GDM Caucasian pregnant women.  

Maternal Characteristics Control n GDM n All n p-value 
^
Age (y) 30.0 ± 0.6 48 30.8 ± 0.7 48 30.4 ±0.5 96 - 

^
Pre-pregnancy BMI (kg/m

2
)               

              18.0-24.99     

              25.0-29.99 

              30.0-35.0 

              >35
 

 

35.4% 

25.0% 

22.9% 

16.7% 

 

17 

12 

11 

8 

 

35.4% 

27.1% 

20.8% 

16.7% 

 

17 

13 

10 

8 

 

35.4% 

26.0% 

21.9% 

16.7% 

 

34 

25 

21 

16 

 

 

- 

^ 
Season of conception 

Fall 

Winter 

Spring 

Summer 

 

16.7% 

12.5% 

27.1% 

43.7% 

 

8 

6 

13 

21 

 

12.5% 

14.6% 

27.1% 

      45.8%  

 

6 

7 

13 

22 

 

14.6% 

13.5% 

27.1% 

44.8% 

 

14 

13 

26 

43 

 

- 

 

Weight gain (kg) 

Overall 

Early gestation to pre-delivery 

 

13.0 ± 1.7 

11.1 ±0.7 

 

12 

43 

 

14.4 ± 1.5 

10.3 ± 0.7 

 

24 

45 

 

13.93 ± 1.17 

10.67 ± 0.47 

 

36 

88 

 

0.57 

0.41 

Parity 

≤1       

 ≥2 

Unknown 

 

81.2% 

16.7% 

2.1% 

 

39 

8 

1 

 

87.5% 

12.5% 

0.0% 

 

42 

6 

0 

 

84.4% 

14.6% 

1.0% 

 

81 

14 

1 

 

0.40 

Marital Status 

            Married 

            Unmarried 

            Unknown 

 

20.8% 

75.0% 

4.2% 

 

10 

36 

2 

 

16.7% 

83.3% 

0.0% 

 

8 

40 

0 

 

18.8% 

79.1% 

2.1% 

 

18 

76 

2 

 

0.46 

Education 

             ≤secondary 

             ≥college 

 

29.2% 

70.8% 

 

14 

34 

 

39.6% 

60.4% 

 

19 

29 

 

34.4% 

65.6% 

 

33 

63 

 

0.28 

Family income 

             <$60,000  

             >$60,000 

               Unknown 

 

31.3% 

62.5% 

6.2% 

 

15 

30 

3 

 

50.0% 

45.8% 

4.2% 

 

24 

22 

2 

 

40.6% 

54.2% 

5.2% 

 

39 

52 

5 

 

0.09 

Maternal history of GDM  

             Yes 

No 

Unknown 

 

2.1% 

72.9% 

25.0% 

 

1 

35 

12 

 

16.7% 

79.1% 

4.2% 

 

8 

38 

2 

 

9.4% 

76.0% 

14.6% 

 

9 

73 

14 

 

0.002 

 

8
2
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Family History of GDM 

Yes 

No 

Unknown 

 

62.6% 

31.2% 

6.2% 

 

30 

15 

3 

 

75.0% 

16.7% 

8.3% 

 

36 

8 

4 

 

68.7% 

24.0% 

7.3% 

 

66 

23 

7 

 

0.24 

Prenatal supplement intake 

Yes 

Materna 

Pregvit® 

Both 

No 

Unknown 

 

87.5% 

50.0% 

42.8% 

7.2% 

8.3% 

4.2% 

 

42 

21 

18 

3 

4 

2 

 

91.7% 

68.2% 

25.0% 

6.8% 

2.1% 

6.2% 

 

44 

30 

11 

3 

1 

3 

 

89.6% 

59.3% 

33.7% 

7.0% 

5.2% 

5.2% 

 

86 

51 

29 

6 

5 

5 

 

0.36 

Dairy product intake (serving/d) 

  <1  

 1-2.99  

 3-4.99  

 ≥5  

 

6.3% 

16.7% 

43.7% 

33.3% 

 

3 

8 

21 

16 

 

8.4% 

14.6% 

58.3% 

18.7% 

 

4 

7 

28 

9 

 

7.4% 

15.6% 

51.0% 

26.0% 

 

7 

15 

49 

25 

 

0.37 

Physical activity (30 min/wk) 

0 

<1 

1 

2-3 

≥4 

 

12.6% 

18.7% 

35.4% 

27.1% 

6.2% 

 

6 

9 

17 

13 

3 

 

14.6% 

20.8% 

18.7% 

31.3% 

14.6% 

 

7 

10 

9 

15 

7 

 

13.5% 

19.8% 

27.1% 

29.2% 

10.4% 

 

13 

19 

26 

28 

10 

 

0.36 

Smoking history 

Yes 

No  

 

25.0% 

75.0% 

 

12 

36 

 

62.5% 

37.5% 

 

30 

18 

 

43.7% 

56.3% 

 

42 

54 

 

0.001 

Values are mean±SEM (standard error of mean) for continuous variables and proportion for categorical variables. Unpaired-

t-test and chi-square were used for comparing continuous and categorical variables, respectively. Statistical significance, 

p<0.05. - P-values were no calculated for selected matched variables. ^Case and controls were matched for selected variables. 
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Table 3.2. Multivariate odds ratios (OR) for development of GDM according to 

maternal serum 25(OH)D and osteocalcin concentrations at early-gestation and their 

percent change from early to mid-gestation. 

Maternal variables Odds of developing GDM 

OR 95% CI p-value 

Serum 25(OH)D  

Early-gestation (per 10 nmol/L) 

Early to mid-gestation (per % change) 

 

0.96 

1.00 

 

0.73-1.26 

0.99-1.02 

 

0.77 

0.37 

Serum osteocalcin  

Early-gestation (per 1 nmol/L) 

Early to mid-gestation (per % change) 

 

2.00 

1.01 

 

0.79-5.03 

0.99-1.03 

 

0.14 

0.18 

Personal history of GDM  3.90 1.71-6.09 

 

<0.001 

Current or past smoking history 

  

1.84 1.07-2.91 

 

0.001 

GEE logistic regression model, Statistical significance, p<0.05, n=48.  
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Table 3.3. Neonatal characteristics, general health outcomes and cord serum biomarker concentrations of control and GDM 

pregnant women. 

Neonatal Outcomes Control n GDM n All n Mixed model ANOVA; p-value 

Maternal 

health 

Sex Maternal 

health* Sex 
#
Boy (%) 52.1%  25 50.0 %  24 51.0% 49 0.84 - - 

#
Delivery Type 

              Vaginal 

              C-section 

 

83.4 %  

16.6 %  

 

40 

8 

 

77.0 %  

23.0 %  

 

37 

11 

 

80.2% 

19.8% 

 

77 

19 

 

0.44 

 

- 

 

- 

^
Gestation age (wk) 38.8±0.2 48 38.8±0.1 48 38.8±0.1 96 - - - 

Weight (g) 3539±80  48 3569±73 48 3554±54 96 0.70 0.29 0.98 

WAZ 0.5±0.7 48 0.6±0.1 48 0.5±0.1 96 0.69 0.84 0.94 

Length (cm) 51.3±0.4  37 50.9±0.5  37 51.1±0.3 74 0.38 0.16 0.27 

LAZ 0.86±0.20 37 0.82±0.21 36 0.84±0.15 73 0.49 0.77 0.94 

Head circumference (cm) 34.5±0.2 37 34.3±0.3  37 34.4±0.2  74 0.84 0.36 0.52 

HCZ 0.19±0.19 37 0.02±0.26 37 0.11±0.16 74 0.84 0.99 0.52 

Placental weight (g) 507.1±15.9 46 538.6±18.6 47 523.0±12.3 93 0.75 0.83 0.36 

APGAR score (1 min) 9[6-10] 48 9[6-10] 48 9[6-10] 96 0.22 0.63 0.74 

APGAR score (5 min) 10[7-10] 48 10[6-10] 48 10[6-10] 96 0.26 0.40 0.35 

Cord serum 25(OH)D (nmol/L) 80.0±4.2 48 84.1±3.1 48 82.1±2.6 96 0.39 0.21 0.25 

Cord serum osteocalcin (nmol/L) 10.9±0.8 47 10.4±0.9 48 10.7±0.6 95 0.52 0.10 0.12 

Values are mean±SEM for continuous variables and proportion for categorical variables.  

Categorical variables are compared by chi-square. #Unadjusted statistics. ^Case and controls were matched for the selected 

variable. Mixed model ANOVA with fixed effect of maternal health, sex and maternal health*sex interaction. Adjusted for 

pregnancy weight gain, history of GDM and smoking, servings of dairy intake, frequency of physical activity, prenatal 

supplement intake and SES (socioeconomic status). Statistical significance, p<0.05. WAZ=weight for gestational age at birth 

z-score, LAZ=length for gestational age at birth z-score, HCZ=head circumference for gestational age at birth z-scores 

 

8
5
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Figure 3. 1. 
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BRIDGE 2 

In Chapter 3, it was shown that vitamin D status was not different while OC was 

significantly elevated in GDM vs healthy women throughout pregnancy, but neither 

was associated with the development of GDM. This may be an early compensatory 

mechanism independent of 1,25(OH)2D to increase insulin secretion which cannot be 

accomplished because of pancreatic β-cell defects in women with GDM. However, 

this study had a cross-sectional design with possible selection bias and uncontrolled 

confounding factors; therefore for better control of confounders, before initiating a 

randomized clinical trial of vitamin D dose-response in human pregnancy, an 

appropriate animal model is required for such research. The guinea pig is a model 

which has been used for investigating glucose tolerance during pregnancy [56]. 

Nonetheless, since there seems to be a cross-talk between the bone and glucose 

metabolism via the bone formation biomarker, OC [54], these studies usually involve 

bone scans which require the use of general anaesthesia such as isoflurane to 

immobilize laboratory animals for bone density assessment. From reviewing the 

literature, there is evidence that isoflurane may influence biochemical outcomes 

related to bone, such as OC [244, 245], mineral [57, 59-61] and glucose [57, 62] 

which are commonly measured in bone studies, leading to lack of comparability 

among studies when measurements are performed after exposure to anaesthesia. 

Therefore the objective was to investigate the effect of isoflurane on bone metabolism 

biomarkers across maturation and on blood minerals and glucose at maturity in the 

guinea pig. The study is presented in Chapter 4. 
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4.1. Abstract 

The effect of the inhaled anaesthetic, isoflurane was investigated on bone 

biomarkers, during maturation and on minerals and glucose postpartum. Female 

guinea pigs (n=10) were anaesthetized during maturation (5 and 9 wk) and 

postpartum (26 wk of age) with isoflurane during whole body and regional dual-

energy x-ray absorptiometry scanning. Blood collection was performed at all 

ages, before and after anaesthesia for measurement of plasma osteocalcin (OC) 

and total deoxypyridinoline (tDPD). At 26 wk measurement also included: blood 

ionized calcium (Ca
2+

), Na
+
, Cl

-
 and glucose; plus plasma total Ca, inorganic 

phosphate (PO4), total alkaline phosphatase (tALP) and albumin. Plasma OC 

concentration almost doubled after exposure to isoflurane at 5 wk (30.1± 5.0 to 

57.9±11.2 nmol/L, p<0.001) and at 9 wk (29.1±7.5 to 62.9±15.9 nmol/L, 

p<0.001), but did not change postpartum (3.7 ± 3.3 to 4.3 ± 3.9 nmol/L, p=0.88). 

There was no effect of isoflurane exposure on plasma tDPD at any age, but the 

ratio of OC/tDPD almost doubled after isoflurane exposure at 5 wk and at 9 wk 

but not at 26 wk. Blood ionized Ca
2+

, Na
+
 and plasma total Ca

2+
 did not change, 

whereas plasma albumin decreased and PO4 and Cl
-
 increased upon exposure to 

isoflurane. Isoflurane modestly decreased tALP (43.2 ± 6.6 to 40.2 ± 5.9
 
IU/L, 

p=0.01) and increased glucose (7.5±0.6 to 10.9±1.7 mmol/L, p<0.0001) 

postpartum. Isoflurane increases OC during rapid growth, but not following 

pregnancy whereas it increased glucose postpartum. Measurements prior to 

anaesthesia are recommended to reflect normal metabolism and improve 

comparability in research. 

Key words: isoflurane, osteocalcin, deoxypyridinoline, , guinea pig 
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4.2. Introduction 

The use of general anaesthesia is required to immobilize laboratory 

animals for bone density and microarchitecture assessments. Inhalation 

anaesthetics such as isoflurane are more controllable and result in rapid recovery 

as compared to injectable anaesthetics [57, 58]. However, there is evidence that 

isoflurane may influence biochemical outcomes related to bone, mineral and 

glucose metabolism which are commonly measured in experimental studies 

relating to human health, leading to inconsistency and lack of comparability 

among studies and species.  

The effect of isoflurane on the bone formation biomarker osteocalcin (OC) 

has been investigated in a few studies. Some studies have shown a decrease in 

plasma OC 2 h after isoflurane induced anaesthesia in young and adult horses 

[244] and postmenopausal women [245]. However, these studies involved the use 

of different intravenous anaesthetics along with isoflurane and accompanied 

invasive surgeries which may have confounded the results. To date, only one 

study has investigated the effect of isoflurane alone on serum OC concentrations 

which was performed on adult female cynomolgus monkeys and reported a 2-fold 

increase in serum OC concentrations 30 min after exposure to isoflurane possibly 

confounded by a reduction in ionized Ca
2+ 

[59]. No study has simultaneously 

investigated the effect of isoflurane on both biomarkers of bone formation, such 

as OC, and bone resorption, such as total deoxypyridinoline (tDPD). 

Recent evidence has linked bone to glucose metabolism via the bone 

formation biomarker, OC [54]. Therefore, studies investigating OC may 

simultaneously explore glucose concentration. However, both of these biomarkers 
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may be affected by isoflurane which will result in misinterpretation on their 

association if measurements are performed after exposure to isoflorane. Similar to 

OC, there are inconsistent results regarding the effect of isoflurane on glucose 

concentrations. Some studies suggest that isoflurane decreases blood glucose in 

neonatal mice [62], while others report its increase in adult male rats although this 

trend is not significant among females [57].  

These studies demonstrate that the circulating biomarkers of bone, mineral 

and glucose metabolism may respond differently to isoflurane depending on 

species, exposure time, age and sex and no study has looked at the effect of 

isoflurane anaesthesia on all these biomarkers simultaneously in a controlled 

manner. The main objective of this study was to investigate the effect of 

isoflurane on bone metabolism biomarkers during maturation (5 and 9 wk) and 

postpartum (26 wk of age; as a part of a pregnancy study) in the pigmented guinea 

pig. The guinea pig was chosen since it is a model used in studies on maternal-

fetal bone metabolism [13, 79] and is similar to humans in terms of Ca (g/kg) 

content in the bone [202]. Whereas, other small rodent models (rat and mice) have 

larger litter size and chemically and physiologically immature bones at birth 

[187]. In addition, the guinea pig model has also be used in studies of glucose 

metabolism [56, 233]. In this study, blood minerals and glucose were also 

measured along with the bone metabolism biomarker 2 d following pregnancy (26 

wk) to explain possible mechanisms involved in changes in bone biomarkers and 

to investigate whether glucose concentrations are affected by the anaesthetic.  
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4.3. Methods and Material 

4.3.1. Animal husbandry 

Ethical approval was obtained from the McGill University Animal Care 

Committee. All procedures were conducted in accordance with the guidelines of 

the Canadian Council on Animal Care [264]. Female (4 week (wk) old) 

pigmented guinea pigs (n=10) were purchased from Elm Hill Laboratories (MA, 

US) and housed singly with room temperature maintained at 21°C, lighting cycle 

from 0600 to 1800 h. 

4.3.2. Diet 

The guinea pigs were fed ad libitum a purified standard diet in pellet form, 

purchased from Tekland Global High Fiber Guinea Pig Diet (#2041, Harlan 

laboratories). The animals were maintained on this diet from 5 to 16 wk. 

Thereafter, they were randomized to a similar diet until 26 wk which was 2 d 

post-partum as a part of a larger study involving reproduction (unpublished).  

Body weight was measured weekly.  

4.3.3. Blood sampling and dual-energy x-ray absorptiometry (DXA)  

At 5, 9 and 26 wk of age, guinea pigs were kept at a non-fed state for 3 h 

from 0600 to 0900 h followed by blood sampling from the saphenous vein prior to 

exposure to isoflurane. Anaesthesia was induced at 5% in an induction chamber 

followed by maintenance at 2% which was delivered using a cone mask; this 

lasted 20-25 min. Since there is a circadian variation in OC concentrations [265], 

all blood sampling was performed consistently from 0600 to 0900 h. In addition, 

keeping animals in a non-fed state is essential when studying bone biomarkers 

and glucose concentrations, given that both OC [266] and glucose decrease in the 
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fasting vs non-fasted state. During the anaesthetized period, whole body and 

regional (lumbar spine (L1-L4), tibia and femur) scans were performed on the 

animals using DXA small animal software (Hologic 4500, QDR Version 12.3, 

Hologic, Bedford, Mass., USA) to obtain measures of body composition, bone 

mineral content (BMC) and density (BMD). All CV% were < 0.5% for DXA QC 

on the lumbar spine phantom. All DXA inter-assay and intra-assay variability 

were < 10% and < 5 % (typically < 2%) for the duration of the study. Nose-rump 

length was measured using a measuring tape to the nearest 0.1 cm; performed 

under anesthesia. Afterwards, post-anaesthetic blood samples were collected by 

saphenous vein at 5 and 9 wk and by cardiac puncture at 26 wk of age. Samples 

were collected into lithium heparinized tubes for biochemistry or capillary tubes 

for blood gas. The latter were collected only at 26 wk. All blood samples were 

kept on ice and centrifuged at 2000 g for 30 min at 4°C. Plasma was collected and 

stored at -80 °C until analyses. Since one of the criticisms in evaluating the effect 

of anaesthetics on plasma biomarkers has been the effect of repeated blood 

sampling and the change in plasma dilution [267], normal saline injections 

equivalent to the volume of blood sample collected were performed after each 

saphenous vein sample collection. 

4.3.4. Biochemistry  

Plasma concentrations of total Ca, PO4 albumin and tALP were measured 

using an autoanalzyer (Beckman DxC600 California, USA) at the Montreal 

Children’s Hospital, CAN. All CV% were < 3.1% and typically 1 to 2 %. 

Osteocalcin and tDPD were measured using ELISA kits (Metra Osteocalcin, 

Quidel Corporation, San Diego, CA., USA) with known cross-reactivity in guinea 
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pig plasma. All samples for each guinea pig including all ages (5, 9 and 26 wk) 

and exposure to anaesthetic (before and after) were measured on the same ELISA 

kit to exclude the inter-assay variability for each subject. All intra-assay CV% for 

variability were < 7.8 % and < 6.5 for OC and tDPD, respectively. Blood Ca
2+

, 

Na
+
, Cl

-
 and glucose were measured with an ABL 825 series blood gas analyzer 

(Radiometer America, Copenhagen, Denmark). All CVs were < 4.2% for all 

assays and typically 1 to 2 %. 

4.3.5. Statistical analysis  

Normality of data was assessed using the Kolmogorov-Smirnov test and 

equal variances examined using the Levene test. Data that failed assumptions for 

normality were log transformed prior to testing. Data were analyzed for main 

effects of isoflurane exposure and age and their interaction on bone biomarkers 

and for the effect of age only on body weight, length, DXA measurements using a 

mixed model repeated measured ANOVA (SAS Institute, 9.2). Post hoc testing 

was conducted when interactions were significant using Tukey-Kramer multiple 

comparison test. Data were analysed by paired-t-test for the effect of isoflurane 

exposure on all biomarkers measured at 26 wk of age. Data were expressed as 

mean ± SD. Differences were considered significant if p<0.05. The graphs were 

prepared by Graphpad Prism version 5.01. 

4.3.6. Sample size  

The sample size required for this study was based on the primary outcome 

of circulating OC assessed before and after exposure to isoflurane in monkeys 

[59].  For a 100% increase in plasma OC a sample size of n=7 was calculated with 
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a β= 0.95 and α= 0.01. To account for potentially smaller changes in the growing 

guinea pig (i.e. high values at 5 wk), a sample of n=10 was used. 

4.4. Results 

4.4.1. Anthropometry and body composition characteristics (5, 9 and 26 wk) 

 All anthropometric measures increased significantly with age (p<0.0001) 

except for fat (%). Whole body BMC and BMD increased significantly across all 

ages whereas bone area was only different between 5 vs 26 wk of age (p<0.001). 

All regional (lumbar spine (L1-L4), tibia and femur) area, BMC and BMD 

increased significantly with age (p<0.001) (Table 4.1). 

4.4.2. Plasma biomarkers of bone metabolism (5, 9 and 26 wk) 

 Overall, plasma OC was not different at 5 and 9 wk of age but was lower 2 

d postpartum (from 44.0±3.7 at 5 wk and 46.0±4.7 at 9 wk to 4.0±0.8 at 26 wk, 

nmol/L) (p<0.0001).  At 5 and 9 wk, when OC concentrations were highest; 

plasma OC concentrations almost doubled after exposure to isoflurane (p<0.0001) 

(Figure 4.1 (a)). Plasma tDPD was only higher postpartum at 26 wk vs during 

development at 5 wk of age (12.4±1.1 vs 9.4±0.6 nmol/L, respectively, p=0.05), 

not affected by exposure to isoflurane (p=0.33) and without statistical interactions 

between exposure to isoflurane and time of measurement (p=0.12) (Figure 4.1 

(b)). Plasma OC/tDPD also decreased postpartum compared to the younger non-

pregnant measures (0.3±0.1 at 26 wk vs 5.0±0.5 at 5 wk and 4.5±0.6 at 9 wk, 

molar ratio, p<0.0001). This variable almost doubled after exposure to isoflurane 

(from 3.7 to 6.2 at 5 wk and from 2.6 to 6.3 at 9 wk, molar ratio, p<0.0001) only 

when the values were high and representative of non-pregnant states (p<0.007)  

(Figure 4.1 (c)). 
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4.4.3. Biomarkers at 26 wk 

 Blood glucose concentrations significantly increased after exposure to 

isoflurane at 26 wk (p<0.0001). There was no difference in total Ca, Ca
2+

 and Na
+
 

before and after isoflurane exposure. Plasma PO4 (p=0.003) and blood Cl
-
 

(p=0.007) concentrations significantly increased with isoflurane; whereas plasma 

albumin (p<0.001) and tALP (p=0.01) significantly decreased after isoflurane 

exposure (Table 4.2). 

4.5. Discussion and conclusions 

The administration of isoflurane for 20-25 min results in an almost 

doubling of circulating OC concentrations during rapid growth, but not at 2 d 

postpartum when values are low. Isoflurane, however, induces an increase in 

blood glucose concentrations, at least in the early postpartum period. Furthermore, 

significant changes in electrolytes were also observed. Consequently, 

measurements of these biomarkers prior to anaesthesia are recommended to better 

assess metabolic changes and improve consistency and comparability in research 

protocols. 

The significant increase in plasma OC after exposure to isoflurane was 

observed in young (5 and 9 wk) guinea pigs which is consistent with results 

obtained in adult cynomolgus monkeys [59]. However, the effect of isoflurane on 

plasma OC disappeared in adult (26 wk) guinea pigs at 2 d postpartum which 

might be due to the already low concentrations [268]. The latter is a well known 

phenomenon as a result of decrease in bone formation with age [269] or following 

reproduction [268]. However, there is evidence that the growth plates have not yet 

been closed at this latter time-point in the guinea pig and it is still growing [270]. 
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The lack of effect of isoflurane on OC at 26 wk (postpartum) might also be 

species specific since isoflurane induced significant changes on OC levels in 

mature cynomolgus monkeys when high OC concentrations persist at maturity 

[59].  

In contrast to our marker of osteoblast activity, there were no significant 

effects of isoflurane exposure on osteoclast activity as evidenced by no changes in 

tDPD at any age.  The trend in increase in tDPD upon exposure to isoflurane at 5 

and 26 wk might be a reflection of our small sample size, requiring confirmation 

in subsequent studies. However, overall this bone resportion biomarker increased 

at 9 and 26 wk of age compared to the 5 wk baseline. The ratio of OC/tDPD, 

which reflects bone turnover, decreased early postpartum at 26 wk vs values 

obtained in non-pregnant states at 5 and 9 wk suggesting that bone resorption 

predominates postpartum. The isoflurane induced changes on plasma OC/tDPD 

were similar to OC. In general, the decrease in plasma OC, OC/tDPD and increase 

in tDPD at 26 wk vs 5 wk may be due to post-partum hormonal changes that 

accompany the initiation of lactation and consequently increases bone resorption 

during this physiological state [268].  

In addition to age and isoflurane-induced-anaesthesia, stress might be 

another factor modulating OC concentration. Immobilization under a conscious 

state increases circulating OC to 200% of baseline values after 20 min in young 

male rats [271]. This type of acute stress is more similar to the anaesthetic 

induced stress that starts with the animal’s physical effort to escape from the 

chamber and is followed by its immobilization [271]. Increases in OC are most 

likely due to the release of OC from the surface of bone, rather than increases in 
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synthesis by osteoblasts, in response to stress hormones such as corticosterone 

[271]. Significant increases in both serum cortisol and corticosteroid have been 

reported 1 min to 2 h after exposure to isoflurane in adult rabbits [272]. This 

suggests that plasma corticosteroid levels may have increased in the guinea pig 

model after the induction of isoflurane anaesthesia as a result of stress, isoflurane 

or both. Studies suggesting that in vivo administration of glucocorticoids may 

decrease OC and therefore bone formation have investigated long-term effects of 

administration of glucocorticoids [273-275]. Considering that the short-term 

effect of corticosteroids on OC concentrations [272] are in the opposite direction 

of long-term effects, the increase in corticosteroids  induced by the stress caused 

through exposure to isoflurane may be a possible mechanism explaining the 

increase in OC, but requires further investigation. 

In contrast to adult mature monkeys, guinea pigs at maturity and 

postpartum did not experience any decrease in blood ionized Ca
2+ 

following 

isoflurane administration in this study. In the monkeys it was proposed that the 

increase in OC concentration after exposure to isoflurane was, at least in part, the 

consequence of an increase in plasma parathyroid hormone (PTH) [59]. The lack 

of change in Na
+
 in the adult guinea pig were similar to previous reports after 

exposure to isoflurane in monkeys [59], rabbits [61] and rats [58]. The significant 

increase in plasma PO4 and blood Cl
-
 is the same as results in adult rabbits [9] that 

had a similar period of exposure to the anaesthetic. The mechanism explaining the 

increase in these minerals may be due to the transient effects of isoflurane on 

glomerular and tubular functions leading to their decreased excretion [61]. The 

decrease in plasma albumin and tALP is also consistent with results after 
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exposure to isoflurane in rats and miniature pigs [57, 276]. The decrease in tALP 

upon exposure to isoflurane at 26 wk is in contrast to plasma OC results, but in 

accordance with the decrease (insignificant) in the plasma OC/tDPD ratio as a 

reflection of bone turnover at this time-point. In addition, we should consider that 

alkaline phosphatase is a biomarker representative of early osteoblast 

differentiation and OC is a biomarker of later osteoblastic differentiation stage 

[277]. However, none of the isoflurane induced changes in circulating minerals 

and albumin were biologically significant and all values were within expected 

ranges for guinea pigs except for albumin and tALP which were lower than the 

suggested non-pregnancy ranges [278]. Such changes however are important in 

scientific inquiry and are of sufficient magnitude to mask changes in 

physiological response to treatments.  

Osteocalcin as a bone formation biomarker may not only be altered in 

response to stress, but has also been associated with alterations in glucose 

metabolism. Recent studies linking energy metabolism to bone have found that 

the uncarboxylated OC normalizes glucose metabolism by increasing both insulin 

secretion and sensitivity [54]. Therefore, the effect of isoflurane on both OC and 

glucose was investigated at 26 wk of age. Although at 26 wk of age, no changes 

were observed in plasma OC concentration after exposure to isoflurane, a 

significant increase in blood glucose was observed which exceeded the expected 

values for guinea pigs [278]. The latter may be as a result of the effect of 

isoflurane in reduction of the ATP sensitivity of KATP channels and therefore 

impaired glucose-stimulated insulin release as reported in rats [279]. Thus 

sampling prior to anesthesia, at least at post-partum, is required for glucose 
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assessments. The increase in blood glucose after exposure to isoflurane is similar 

to that observed in adult male rats [57] and humans [280]. Nonetheless, these 

results are in contrast to studies showing a decrease in blood glucose in neonatal 

mice [62] and miniature pigs [276] and no change in blood glucose in American 

Kestrel neonates [267] upon the induction of isoflurane anaesthesia. This suggests 

that the effect of isoflurane on glucose may be age-dependent. Nonetheless, the 

effect of isoflurane exposure on glucose is preliminary and warrants further 

research.  

There are a number of challenges and limitations to this study. Since at 26 

wk of age, samples were collected 2 d postpartum as a part of a larger 

reproduction study, these differences might be due to post-partum physiology 

rather that age per se [268]. Moreover, at this age the routes of blood collection 

were by saphenous vein prior to the effect of the anaesthetic and by cardiac 

puncture afterwards. Sampling from different routes may affect circulating Na
+
, 

tALP and glucose concentrations [281-283]. Therefore, caution must be taken 

when interpreting changes in minerals induced by the anaesthetic if blood 

sampling is done from different sites. Measurement of PTH levels and stress 

hormones such as corticosteroids are suggested to further explain the mechanisms 

responsible for changes in OC concentration.  Finally, measurement of insulin and 

C-peptide concentrations are required to further explain changes in blood glucose 

concentration upon the induction of isoflurane anaesthesia.  

In summary, the results from this study demonstrate that administration of 

isoflurane significantly elevates blood OC levels during rapid growth in guinea 

pigs, but not thereafter during the early postpartum period, whereas blood glucose 
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concentrations are elevated by isoflurane postpartum. Measurements of these 

biomarkers prior to administration of isoflurane are recommended to better 

interpret metabolic changes and improve consistency and comparability in 

research protocols. 
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4.7. Figure legend  

Figure 4.1. Plasma (a) osteocalcin (nmol/L) (b) total deoxypyridinoline (nmol/L) 

concentrations and (c) OC/tDPD molar ratio before and after the induction of 

isoflurane anaesthesia at 5, 9 and 26 wk of age in female guinea pigs. The effect of 

isoflurane exposure and age assessed by repeated measured ANOVA. Values are 

mean ± SD, n=10. Values with different superscripts are significantly different 

(p<0.05).  
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Table 4. 1. Characteristics of female guinea pig from 5 to 26 wk of age. 

Values are mean ± SD. The effect of age on guinea pig characteristics assessed by 

repeated measures ANOVA.  Values with different upper superscripts are 

significantly different within each row (p<0.001), n=10.1Values are average of right 

and left tibia or femur values. 

  

Characteristics 5 wk 9 wk 26 wk/ 

2 d postpartum 

Whole body 

Weight (g) 

Length (cm) 

Lean Mass (g) 

Fat (%) 

Fat (g) 

Bone   Area (cm
2
) 

BMC (g) 

BMD (g/cm
2
) 

 

415.6 ± 35.9
a
 

23.3 ± 0.9
a
 

344.7± 30.4
a
 

14.6 ± 2.9
a 

61.4 ± 16.8
a 

64.4 ± 5.0
a 

11.29 ± 1.46
a 

0.175 ± 0.009
a
 

 

618.3 ± 31.6
b 

26.5 ± 0.3
ab

 

506.1± 22.9
b
 

15.1 ± 1.4
a 

92.8 ± 9.5
b 

79.8 ± 3.3
ab 

15.92 ± 0.89
b 

0.199 ± 0.006
b
 

 

902.1 ± 69.4
c 

30.9 ± 0.5
b 

740.6 ± 64.3
c
 

14.2 ± 2.1
a 

126.6 ± 21.8
c 

108.8 ± 4.2
b 

24.20 ± 1.68
c 

0.222 ± 0.009
c
 

Lumbar spine (L1-L4)  

Area (cm
2
) 

BMC (g) 

BMD (g/cm
2
) 

 

1.6 ± 0.1
a
 

0.28 ± 0.03
a
 

0.182 ± 0.012
a
 

 

1.9 ± 0.1
b
 

0.40 ± 0.03
b
 

0.209 ± 0.013
b
 

           

        2.1 ± 0.1
c
 

 0.54 ± 0.03
c
 

0.256  ± 0.014
c
 

Tibia 

Area (cm
2
)

1 

BMC (g)
1 

BMD (g/cm
2
)

1
 

 

1.6 ± 0.1
a
 

0.30 ± 0.04
a
 

0.185 ± 0.014
a
 

 

1.9 ± 0.1
b
 

0.43 ± 0.02
b
 

0.233 ± 0.015
b
 

 

2.2 ± 0.1
c
 

0.59 ± 0.05
c
 

0.274 ± 0.014
c
 

Femur   

Area (cm
2
)

1 

BMC (g)
1 

BMD (g/cm
2
)

1
 

 

1.3 ± 0.0
a
 

0.39 ± 0.04
a
 

0.296 ± 0.027
a
 

 

1.5 ± 0.1
b
 

0.58 ± 0.05
b
 

0.377 ± 0.037
b
 

 

1.7 ± 0.1
c
 

0.83 ± 0.08
c
 

0.480 ± 0.050
c
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Table 4. 2. Circulating minerals, albumin, total alkaline phosphatase and glucose 

concentrations before and after the induction of isoflurane anaesthesia at 26 wk of 

age (2d postpartum) in female guinea pigs. 

Plasma/blood 

biomarkers  

Normal  

guinea pig 

ranges [278] 

Before exposure to  

isoflurane 

After exposure to 

isoflurane 

p-value 

Total Ca (mmol/L) 2.30-2.85 2.44 ± 0.09
a 

2.44 ± 0.09
a 

0.93 

Ca
2+

 (mmol/L) - 1.42 ± 0.06
a 

1.42 ± 0.11
a 

0.45 

PO4 (mmol/L) 1.29-2.58 1.9 ± 0.3
a 

2.4 ± 0.5
b 

0.003 

Na
+
 (mmol/L) 133-142 135.6 ± 1.6

a 
135.9 ± 1.7

a 
0.34 

Cl
-
 (mmol/L) 100-112 104.5 ± 3.6

a 
106.7 ± 3.3

b 
0.007 

Albumin (g/L) 25-40 16.7 ±1.2
a 

15.0 ± 1.6
b 

0.0001 

tALP (IU/L) 80-350 43.2 ± 6.6
a
 40.2 ± 5.9

b
 0.01 

Glucose (mmol/L) 4.16-7.22  7.5 ±0.6
a 

10.9±1.7
b 

<0.0001 

Values are mean ± SD, n=10. The effect of isoflurane exposure assessed by paired t-

test. For each measurement, values with different superscripts within each row are 

significantly different (p<0.05). 

 

 

 

 

 

 

 

 

 

 

 

 

 



 

 

105 

 

 

Figure 4. 1. 

5 week 9 week 26 week 
0

20

40

60

80

100
Before isoflurane exposure

After isoflurane exposure

a

b

a

b

c c

a)

P
la

s
m

a
 O

s
te

o
c
a
lc

in
 (

n
m

o
l/
L

)

2 d postpartum

Age
 

5 week 9 week 26 week
0

5

10

15

20

25

a

ab
ab

ab

ab

b
b)

P
la

s
m

a
 D

e
o

x
y
p

y
ri

d
in

o
li
n

e
 (

n
m

o
l/
L

)

2 d postpartum

Age
 

 

 

 

 

 

 

 
5 week 9 week 26 week

0

2

4

6

8

10

a

b

ac

b

c c

c)

P
la

s
m

a
 o

s
te

o
c
a
lc

in
/t

D
P

D

2 d postpartum

Age



 

 

106 

 

BRIDGE 3 

In Chapter 4, it was shown that there was an increase after exposure to isoflurane in 

circulating OC concentration during development and glucose concentration at 

maturity in the guinea pig. These results strongly suggest that measurement of these 

biomarkers prior to isoflurane anaesthesia is recommended to better reflect normal 

metabolism and improve consistency and comparability in research. Therefore, all 

blood collections were performed prior to exposure to isoflurane for all bone 

biomarkers, mineral and glucose measurements in the guinea pig studies stated in 

Chapter 5 and 6. In Chapter 3, it was stated that vitamin D status was not different 

while OC was significantly elevated in GDM vs healthy women throughout 

pregnancy, but neither were associated with the development of GDM. However, this 

study had a cross-sectional design with possible uncontrolled confounding factors, 

selection biases and plasma 1,25(OH)2D, the active form of vitamin D was not 

measured which is required to further explain the association between OC and 

glucose metabolism. Therefore for better control of confounding variables in human 

studies, an appropriate controlled animal model was selected [56] and the dose-

response effect of dietary vitamin D3 in pregnancy was investigated on maternal oral 

glucose tolerance, concentration and body composition in association with plasma 

OC during pregnancy.  In this interventional animal study, the objective was also to 

explore if maternal vitamin D status, its active form and OC at pre and mid-gestation 

(d 42) or their changes between these time-points were associated with blood glucose 

and OGTT results. Since there is evidence that low maternal transfer of vitamin D 

may adversely affect body composition at birth [20], the dose-response effect of 

maternal dietary vitamin D was also investigated on neonatal glucose concentration 

and body composition at postpartum. This study is presented in Chapter 5. 
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5.1. Abstract 

This study explored the dose-response effect of dietary vitamin D3 during pregnancy 

on maternal oral glucose tolerance and maternal and neonatal glucose concentration 

and body composition in relation to plasma osteocalcin (OC). Female pigmented 

guinea pigs (n=45, 4 mo) were randomized to five dosages of vitamin D3 (0, 0.25, 

0.5, 1 or 2 IU/g diet) from mating to delivery. Plasma vitamin D metabolites, 

minerals, OC and blood glucose were measured at pre-mating and d 42 (mid-

gestation) in sows and at 2 d postpartum in sows and neonates. At d 50 of pregnancy, 

an oral glucose tolerance test (OGTT; 2 g/kg) was performed with blood glucose 

measured at 0 to 180 min. Whole body and abdominal composition were measured at 

pre-mating and 24-36 h postpartum in sows and body composition was assessed at 

24-36 h postpartum in pups. A positive dose-response to dietary vitamin D3 was 

observed for change in maternal plasma 25-hydroxyvitamin D (25(OH)D) through 

pregnancy and 1,25-dihydroxyvitamin D (1,25(OH)2D) was higher in the 1 vs 0 IU/g 

group by mid-gestation but not by 2 d postpartum. There were no differences in 

glucose tolerance and changes in glucose, minerals, OC concentrations and body 

composition between groups during pregnancy. However, maternal pre-mating 

plasma 25(OH)D was negatively correlated with whole body and abdominal fat (g) 

and fat (%) but not lean mass. In addition, an inverse association was observed 

between pre-mating 25(OH)D with 3 h AUC for  blood glucose from OGTT as well 

as abdominal lean mass with 3 h blood glucose and AUC from the OGTT. In the 2 d 

neonates, although both 25(OH)D and 1,25(OH)2D followed a dose-response to 

maternal diet, glucose, OC, minerals and body composition were not different among 

groups. However, the associations between vitamin D metabolites, OC and body 

composition in the neonate differed from the sow. Maternal glucose tolerance and 
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concentration is unaffected by dietary vitamin D intake and status during pregnancy, 

but higher pre-pregnancy vitamin D status which is also inversely related to body and 

abdominal fat may be protective against pregnancy induced glucose intolerance.  

Key words: Vitamin D, dose-response, pregnancy, glucose tolerance, osteocalcin 
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5.2. Introduction 

Low vitamin D status, defined by circulating 25(OH)D concentration <50 

nmol/L [1] or <75 nmol/L [2] is prevalent among pregnant women [4-9]. Circulating 

concentrations of the active metabolite, 1,25(OH)2D, is regulated by dietary and 

hormonal factors other than vitamin D [246], and may be normal or sometimes 

elevated when circulating 25(OH)D concentrations are low. If severe vitamin D 

deficiency evolves, 1,25(OH)2D eventually becomes low due to substrate–

dependence [11]. Such low values may be of consequence since observational studies 

suggest that 1,25(OH)2D both directly and indirectly contributes to glucose 

homeostasis by enhancing insulin synthesis, secretion and sensitivity [16]. A 

protective effect of this nutrient has been suggested in non-pregnant insulin resistant 

states [247]. However, evidence from recent clinical trials is not conclusive regarding 

the effect of vitamin D supplementation on the risk of GDM [247].  

Observational human studies have shown that 25(OH)D in early gestation is 

negatively associated with 1 h [28] and 2 h [25] glucose concentration from the 

OGTT. Similar negative relationships were observed between 25(OH)D at mid and 

late gestation with fasting [26] and 30 min glucose concentrations[27] from the 

OGTT. In women with established GDM, injection and oral consumption of alpha-

calcidiol (alpha-hydroxy-cholecalciferol) resulted in a negative association between 

fasting glucose and 1,25(OH)2D concentrations while OGTT results were unaffected 

[29]. This vitamin D analogue has less calcemic and phosphoric actions than 

1,25(OH)2D [30] and in contrast to cholecalciferol is not regulated by renal vitamin D 

metabolism [31]. These controversies are partly due to uncontrolled factors such as 

plasma Ca [32] and PO4 [33] which are positively related to insulin secretion and pre-
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pregnancy BMI and central fat which are adversely related to glucose tolerance [34]. 

All these covariates are also related to vitamin D metabolism [22, 35, 36]. 

Nevertheless, the effect of injection of 25(OH)D and/or 1,25(OH)2D was 

investigated in non-pregnant rats [37] and rabbits [38] that had undetectable 25(OH)D 

and less than 50 % of their baseline 1,25(OH)2D concentrations. In such models, 

injection of 1,25(OH)2D prior to OGTT increased glucose induced insulin secretion 

[37, 38] and improved glucose tolerance at 3 h post glucose load in rats [37]. In 

contrast to the rapid response observed in rats, improved glucose tolerance was 

observed in rabbits only after the injection of 25(OH)D for 2 wk and not after the 

injection of 1,25(OH)2D or infusion of Ca [38]. However, no interventional study has 

investigated the dose-response effect of oral vitamin D3 intake resulting in circulating 

25(OH)D ranging from < 25 to >125 nmol/L on glucose concentration and tolerance 

during pregnancy using an appropriate animal model. The guinea pig can be used for 

studying glucose intolerance during pregnancy since it is similar to humans in regard 

to the peak of blood glucose concentrations around 40-60 min after oral glucose 

ingestion on an OGTT during pregnancy [56]. 

The implication of low vitamin D status in GDM extends beyond insulin 

metabolism in the pancreas and includes alteration in expression of genes that have 

VDRE [39].  Osteocalcin (OC) is one such protein secreted from osteoblast which is 

stimulated by 1,25(OH)2D [40] and its uncarboxylated form can have beneficial 

effects on glucose homeostasis in mice [41]. Recent evidence suggests that total OC 

is also secreted from adipocytes [42], and is positively associated with insulin 

sensitivity in humans [43-46] and negatively related to adiposity features such as 

BMI and fat mass in mice [47] and human [48-51].  However, these associations have 

not been investigated in interventional trials during pregnancy.  
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Considering the connection between the bone and endocrine metabolism, 

recently, studies have looked at serum OC concentration at mid-gestation in GDM vs 

healthy pregnant women [52, 53]. In addition, the former study observed a positive 

association between circulating OC and AUC for glucose on OGTT, suggesting that 

this may be an early compensatory mechanism to increase insulin secretion in women 

with GDM [52]. However, in the later study no correlation was observed between 

plasma OC and FPG [53]. These studies were limited by lack of sampling early in 

pregnancy.   

        Therefore, the main objective was to explore the dose-response effect of dietary 

vitamin D3 in pregnancy on maternal oral glucose tolerance and body composition in 

association with plasma OC. A secondary objective was to study the association 

between vitamin D metabolites, OC and glucose at all pregnancy time-points and 

their changes during pregnancy. In addition, to explore if maternal vitamin D status, 

1,25(OH)2D and OC at pre and mid-gestation (d 42) or their changes between these 

time-points are associated with glucose and OGTT results. The effect of maternal 

dietary vitamin D3 was also investigated on neonatal glucose and body composition at 

postpartum since there is evidence that low maternal transfer of vitamin D may 

adversely affect body composition at birth [20]. 

5.3. Method and Materials 

5.3.1. Animal husbandry 

 Ethical approval was obtained from the McGill University Animal Care 

Committee. All procedures were conducted in accordance with the guidelines of the 

Canadian Council on Animal Care [264]. In addition, this model is similar to humans 

in regards to haemomonochorial placenta, serum OC and 1,25(OH)2D changes during 

pregnancy and maternal and fetal correlation of vitamin D metabolites [13, 55, 202].     
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Pigmented (4 week old) guinea pigs (n=45 female, n=20 male) were purchased from 

Elm Hill Laboratories (MA, US) and housed singly with room temperature 

maintained at 21°C, lighting cycle from 0600 to 1800 h in a UVB free environment 

during the entire experiment to prevent endogenous synthesis of vitamin D. 

5.3.2. Diet 

 The guinea pigs were fed a purified standard diet containing 1.2 IU/g diet 

vitamin D from 4 weeks to 16 weeks of age at which time they were mated. 

Decreased fertility associates with vitamin D deficiency in rats and VDR null mice 

[209, 284], therefore dietary deficiency was induced only after mating. At mating 

sows were randomized to 1 of 5 diets using random numbers tables. The diets were 

isoenergetic from Test Diet (Division of LandO’Lakes Purina Feed) and equal in all 

ingredients except for vitamin D (0, 0.25, 0.5, 1 and 2 IU/g diet). The 1 IU/g vitamin 

D diet is the control diet [285]. For details regarding the diet refer to (Manuscript 4, 

unpublished).  All researchers and animal care staff were blinded to the diets by use 

of letter coding throughout the study. Diets were in pellet form and food and water 

were fed ad libitum. Food intake was measured weekly using a digital scale.   

5.3.3. Protocol 

 Body weight was measured weekly using a digital scale with animal weighing 

program (Mettler Toledo SB8001, MA, USA). Nose-rump length was measured using 

a measuring tape to the nearest 0.1, while the animal was anaesthetized.  Blood was 

sampled in a 3-h non-fed state (0900 h) from the saphenous vein of sows 1 d prior to 

mating, d 21 (end 1st trimester) and d 42 (end 2nd trimester, closest to d 50 when 

OGTT was performed) of pregnancy and 24-36 h post-delivery and pups at 24-36 h 

postpartum. Whole blood was used for glucose and Ca2+ and heparinized blood was 

used for 25(OH)D, 1,25(OH)2D, mineral and OC measurement. An OGTT was 
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performed after 8 h of non-fed state on day 50 of pregnancy by administering a 70% 

glucose solution orally (2 g/kg body weight). Blood glucose was measured at 0 

(baseline), 15, 30, 60, 90, 120, 150 and 180 min after ingestion of the glucose 

solution. Area under the curve (AUC) for blood glucose concentration at 1 h, 2 h and 

3 h after oral glucose ingestion was calculated (Prism software, version 5.1, CA, 

USA). Necropsy was conducted at 24-36 h postpartum in sows and at 24-36 h 

postpartum in pups after exsanguination under isoflurane anaesthetic and using 

cardiac puncture. The blood sample was collected into lithium heparin tubes.  All 

blood samples were kept on ice and centrifuged at 2000 g for 30 min at 4°C. Plasma 

samples were collected and stored at -80 °C until analyses.  

5.3.4. DXA (whole body and abdominal composition) 

 Anaesthesia was induced using isoflurane AErrane [286] at 5% in an 

induction chamber followed by maintenance at 2% delivered using a cone mask. 

During the anaesthetization period, whole body scans were performed on the animals 

using DXA and small animal software (Hologic 4500, QDR Version 12.3, Hologic, 

Bedford, Mass., USA), 1 d prior to mating and 24-36 h post-delivery in sows and at 

24-36 h postpartum in pups. Abdominal composition assessment was performed by 

analyzing the lumbar vertebrae (1-4) region. These assessments provided in vivo data 

for fat (g), fat (%) and lean (g) for the whole body and abdominal region. All CV% 

were < 2.9 %.  

5.3.5. Biochemistry 

 Plasma total 25(OH)D was measured using an auto analyzer (total 25(OH)D, 

Liaison, Diasorin Inc.). This assay has a sensitivity of 10 nmol/L with CV% <5.3%. 

Plasma total 1,25(OH)2D was measured using TSQ Vantage Triple Stage Quadrupole 

Mass Spectrometer (Warnex Bioanalytical Service, Laval, Canada). Samples were 
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extracted using a proprietary procedure which includes a Diels-Alder derivatization. 

Intra-assay variability was ≤7.0 and inter-assay variability was ≤12.3 % for the 

selected control samples of guinea pig plasma calcitriol (80.6, 236.6, 608.4 and 

1258.4 pmol/L). This assay has a sensitivity of 50 pmol/L. Plasma concentrations of 

total Ca and PO4 were measured using an autoanalzyer (Beckman DxC600 

California, USA). All CV% were <3.1%. Plasma Ca2+ was measured with an ABL 

825 series blood gas analyzer (Radiometer America, Copenhagen, Denmark) with all 

CVs were < 4.2 % for all assays. Blood glucose was measured by OneTouch 

glucometer, all CVs were < 9.7 %. Osteocalcin was measured using ELISA kits 

(Metra Osteocalcin, Quidel Corporation, San Diego, CA., USA) with known cross-

reactivity in guinea pig plasma. This assay has a sensitivity of 0.08 nmol/L. In order 

to exclude inter-assay variability each ELISA kit was ran with all samples from n=1 

sow belonging to each of the five diets, including all their time points (pre-mating, d 

21, d42 and post-mating) and their relevant pup samples. All CV% for intra-assay 

variability were <5% for OC.   

5.3.6. Statistical analyses 

5.3.6.1. Sample size  

 The selected sample size of n=9 pregnancies per diet group was based on an 

alpha of 0.01 and power of 80 and plasma 25(OH)D and glucose concentration for 

sows.  The sample size based on difference in plasma 25(OH)D of 83.6 % between 

the vitamin D deficiency  vs normal diet group in the same model was very low (n=1) 

[79]. The sample size to detect a difference in glucose concentration (3 h after 

glucose load) of 22.2 % [37] was n=6 for the sows. We studied 9 in the event of 

unsuccessful pregnancy or delivery complications.  
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5.3.6.2. Data Analysis 

 All data were audited for accuracy and further screened using scatter plots to 

identify potential outliers and for normality testing using SAS (version 9.2, SAS, Inc., 

Cary, NC., USA). If normality testing failed using the Kolmogorov and Smirnov test, 

data were transformed by use of logarithm, squaring, inverse values etc. Differences 

between the groups were tested using the fixed effects of diet and time in the sow and 

diet and sex in the pup in a MIXED model ANOVA adjusting for the effect of block 

and litter size. Post hoc testing for significance was conducted using a Tukey’s test 

with a p≤0.05.  In optimizing the model, maternal baseline whole body and 

abdominal fat (g), fat (%) or lean mass (g) values, sow and pup plasma OC, 

25(OH)D, 1,25(OH)2D were explored as covariates. Pearson correlations were 

performed to investigate the relationship between variables while adjusting for litter 

size and block.  

5.4. Results 

5.4.1. Pregnancy, delivery and body composition 

All sows delivered healthy newborn pups except for 1 sow (2 IU/g vitamin D 

diet) that died during mating. There were no differences among diet groups in weekly 

weight gain during all pregnancy (43.1±1.8 g/wk, n=44, p=0.74). In addition, no 

significant differences were observed between diet groups in weekly food intake 

(305.2±8.3 g/wk, p=0.34) during all pregnancy and weekly food intake per body 

weight (0.3±0.0 g/kg/wk, p=0.37) during all pregnancy. There were no significance 

differences in percent change in maternal body length, weight and composition 

among groups from pre-mating to 2 d postpartum (Table 5.1). There were no 

significant differences among groups in percent change in maternal abdominal fat (g) 

(-39.03±5.18, n=44, p=0.38), lean mass (g) (19.14±2.29, n=44, p=0.52) and fat (%)  
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(-44.96±4.43, n=44, p=0.45) from pre-mating to 2 d postpartum. Growth during 

pregnancy continued resulting in an increase in body length and weight as well as 

whole body and abdominal lean mass but a decrease in whole body and abdominal fat 

mass and percent fat as shown above and Table 5.1.  

 The pregnancies led to delivery of n=125 healthy pups and n=13 stillborn. 

There were no significant differences across the groups in the number of healthy 

(median of 25, range 18-30) and stillborn (median of 3, range 1-5) neonates (p=0.26). 

There were no differences in litter size among diet groups (median of 3, range 1-5). 

There were no significant effects of diet or diet*sex interaction for body length, 

weight and composition at 2 d postpartum, but male pups weighed more than females 

(118.8±2.0 vs 111.2±1.9 g, p=0.02) with higher lean mass (91.0±1.6 vs 85.9±1.5 g, 

p=0.04) and were longer (16.3±0.1 vs 16.0 ±0.1 cm, p=0.02) (Table 5.1).  

5.4.2. Plasma 25(OH)D and 1,25(OH)2D 

The details regarding plasma 25(OH)D and 1,25(OH)2D dose-repose to 

dietary vitamin D3 during pregnancy are reported elsewhere (Manuscript 4, 

unpublished). There were no differences among groups in plasma 25(OH)D 

(252.1±7.9 nmol/L, n=44, p=0.74) and 1,25(OH)2D (209.2±15.4 pmol/L, n=44, 

p=0.70) at pre-mating (baseline). There was a significant effect of diet on percent 

change in maternal plasma 25(OH)D from pre-mating to d 42 (p<0.0001) and 2 d 

postpartum (p<0.0001). Change in maternal plasma 25(OH)D was statistically 

different between all groups except the 0, 0.25 and 0.5 IU/g groups by d42 and was 

statistically different between all groups except in the 0 vs 0.25 and 0.25 vs 0.5 by 2 d 

postpartum (Table 5.2). Pregnancy was associated with a significant decrease in 

maternal plasma 25(OH)D in all diet groups except in the 2 IU/g group by d 42 and a 

decrease in all groups by 2 d postpartum (Table 5.2). Change in maternal plasma 
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1,25(OH)2D was significantly lower in the 0 vs 1 group by d 42 but no difference was 

observed among groups by 2 d postpartum (Table 5.2). Pregnancy was associated 

with a decrease in plasma total 1,25(OH)2D in the 0 group but increase in all other 

groups by d42 and 2 d postpartum (Table 5.2).  

There was a significant dose-response increase in neonatal plasma 25(OH)D 

(p<0.0001) among all groups except the 0 vs 0.25 groups and in neonatal plasma 

1,25(OH)2D (p<0.0001) among all groups except the 0.5 vs 1 at 2 d postpartum 

(Table 5.2). There were no significant differences between the sexes and no diet*sex 

interaction for plasma 25(OH)D and 1,25(OH)2D (Table 5.2).  There was a 

significant negative correlation between plasma 25(OH)D and 1,25(OH)2D at pre-

mating (r=-0.33, p=0.03) but this correlation was significantly positive at d 42  in the 

sow (r=0.46, p=0.002) and at 2 d postpartum in the sow (r=0.43, p=0.004) and the 

pup (r=0.36, p<0.0001).  

5.4.3. Blood glucose, plasma minerals and osteocalcin 

Change in maternal plasma total Ca, Ca2+ and PO4 from pre-mating to d 42 

and 2 d postpartum did not differ among groups (Table 5.1). Pregnancy resulted in a 

decrease in maternal plasma total Ca and PO4 by d 42 and decrease in all plasma 

minerals by 2 d postpartum (Table 5.1).  Neonatal plasma total Ca, Ca2+ and P were 

not significantly different according to diet, sex and diet*sex interaction at 2 d 

postpartum as shown in Table 5.1. 

No differences were observed among groups in change in maternal blood 

glucose concentration from pre-mating to d 42 and 2 d postpartum. Even though, 

blood glucose concentrations reached lower than pre-mating concentrations by d 42, 

they increased by 2 d postpartum (Table 5.1). In addition, there were no significant 
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effects of diet (p=0.42), sex (p=0.18), diet*sex (p=0.26) on blood glucose 

concentration at 2 d postpartum (Table 5.1).  

Diet did not affect change in maternal plasma OC from pre-mating to d42 and 

2 d postpartum but there was a decrease in plasma OC by d 42 which continued to 

decrease further by 2 d postpartum (Table 5.1). In addition, there were no significant 

effects of diet (p=0.58) and diet*sex (p=0.64) on plasma OC concentrations but this 

biomarker was significantly higher (p=0.02) in male vs female pups at 2 d postpartum 

(Table 5.1).  

5.4.4. Maternal oral glucose tolerance test (OGTT) 

Blood glucose concentration at 0, 30, 60, 90, 120, 150 and 180 min did not 

differ among dietary groups (Figure 5.1 (a)) and AUC for blood glucose 60, 120 and 

180 min after ingestion of the oral glucose solution at d 50 of pregnancy (Figure 5.1 

(b)). Further adjustment for maternal pre-mating whole body and abdominal fat (g), 

fat (%), lean mass (g), plasma OC, 25(OH)D and 1,25(OH)2D or their percent change 

during pregnancy did not significantly affect the results. The peaks in blood glucose 

concentrations were between the 60-90 min after oral glucose ingestion in all groups 

and glucose concentrations were still higher than baseline values at 3 h on the OGTT 

(Figure 5.1(a)). 

There was a negative correlation between maternal plasma 25(OH)D at pre-

mating and AUC for blood glucose (r=-0.31, p=0.05) (Figure 5.2(a)) at 3 h post 

glucose load and this association remained significant after adjustment for pre-mating 

whole body and abdominal compositions. Whereas the inverse association between 

maternal plasma 25(OH)D at pre-mating and blood glucose concentration at 3 h post 

glucose load (r=-0.34, p=0.02) was no longer significant after exclusion of 3 outliers 

(r=-0.19, p=0.25). However, there were no associations between blood glucose 
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concentrations or AUC from the OGTT with plasma 25(OH)D, 1,25(OH)2D or OC 

concentrations at d42 or their change from pre-mating to d42 pregnancy (data not 

shown).  

There was a negative correlation between maternal lean mass (g) at the 

abdominal region at pre-mating but not 2 d postpartum with the blood glucose 

concentrations (r=-0.39, p=0.01) and AUC for blood glucose (r=-0.33, p=0.03) 

(Figure 5.2(b)) at 3 h post glucose load but no significant correlations were observed 

with maternal abdominal fat (g) or (%) composition (data not shown). No significant 

correlations were observed between blood glucose concentrations or AUC from the 

OGTT at d 50 pregnancy with any of the whole body compositions at pre-mating and 

2 d postpartum or their percent change during pregnancy (data not shown) 

5.4.5. Biochemical correlations 

There were no significant correlations between maternal plasma 25(OH)D, 

1,25(OH)2D, OC and blood glucose concentrations at any pregnancy time-point or 

their changes during pregnancy (data not shown).  

There was a negative correlation between neonatal plasma 1,25(OH)2D and 

OC (r=-0.35, p<0.0001) (Figure 5.3) and plasma OC and blood glucose 

concentration (r=-0.21, p=0.02) at 2 d postpartum. The later was no longer significant 

after adjustment for plasma 1,25(OH)2D concentrations (r=-0.14, p=0.13). However, 

a positive correlation was observed between neonatal plasma 1,25(OH)2D and blood 

glucose concentration (r=0.24, p=0.006) at 2 d postpartum which persisted after 

adjustment for plasma OC concentrations and body and abdominal composition. 

There were no significant associations between neonatal plasma 25(OH)D, OC and 

blood glucose concentration at 2 d postpartum. 
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5.4.6. Anthropometry correlations 

Maternal plasma 1,25(OH)2D and body weight were positively correlated 

(r=0.38, p=0.01) at d42. Also, change in maternal plasma 1,25(OH)2D by 2 d 

postpartum was positively correlated (r=0.44, p=0.005) with weekly food intake but 

this association did not remain significant after adjustment for body weight (r=0.29, 

p=0.06).  

Plasma 25(OH)D, 1,25(OH)2D and OC were significantly correlated with 

body and abdominal composition measurements at pre-mating but not 2 d 

postpartum. There was a negative correlation between maternal plasma 25(OH)D and 

body weight (g), fat (g) and fat (%), but not lean mass (g) at pre-mating (Figure 

5.4(a, c, e, g)). Similarly, maternal plasma 25(OH)D was negatively correlated with 

abdominal fat (g) (r=-0.59, p<0.0001) and fat (%) (r=-0.64, p<0.0001) but not lean 

mass (g) (r=0.07, p=0.67) at pre-mating. Also, maternal plasma 1,25(OH)2D was 

positively correlated with body weight (g), fat (g), but not fat (%) and lean mass (g) at 

pre-mating (Figure 5.4(b, d, f, h)). Similarly, maternal plasma 1,25(OH)2D was 

positively correlated with abdominal fat (g) (r=0.31, p=0.05) but not fat (%) (r=0.24, 

p=0.13) and lean mass (g) (r=0.17, p=0.50) at pre-mating. In addition, there was a 

positive correlation between maternal plasma OC and body weight (g) (r=0.40, 

p=0.008), fat (g) (r=0.30, p=0.05), and lean mass (r=0.33, p=0.03) but not fat (%) 

(r=0.17, p=0.27) at pre-mating. However, no significant associations were observed 

between maternal plasma OC and any abdominal composition component at pre-

mating and 2 d postpartum. There were no significant correlations between maternal 

glucose concentration and body composition at pre-mating and 2 d postpartum or 

their changes during pregnancy (data not shown). 
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There was a positive correlation between neonatal plasma OC and body 

weight (g) at birth (r=0.21, p=0.02) and also at 2 d postpartum (r=0.19, p=0.02). In 

addition, a significant correlation was observed between neonatal plasma OC and 

lean mass (g) (p=0.18, p=0.05) but not fat (g) (r=0.02, p=0.82), fat (%) (r=-0.04, 

p=0.66) at 2 d postpartum. The neonatal blood glucose concentration was positively 

correlated with body weight (g) at birth (r=0.18, p=0.05), body mass (g) (r=0.19, 

p=0.04) and lean mass (g) (r=0.20, p=0.03) but not fat (g) (r=0.04, p=0.65), fat (%) 

(r=-0.04, p=0.69) at 2 d postpartum. However, neither plasma 25(OH)D nor 

1,25(OH)2D correlated with any neonatal body composition measurements at 2 d 

postpartum (data not shown). 

5.5. Discussion and conclusions 

Maternal glucose concentration and tolerance is unaffected by dietary vitamin 

D intake and status during pregnancy in a controlled animal model that initiated 

pregnancy with high 25(OH)D concentrations (~250 nmol/L). However, vitamin D 

status at pre-mating was negatively associated with the with the AUC for blood 

glucose concentration 3 h post glucose load, suggesting that such high vitamin D 

status at pre-pregnancy, which are much higher than normal values in human 

pregnancy [10], may have a protective effect on pregnancy induced glucose 

intolerance.  In addition, higher body and abdominal fat is associated with lower 

vitamin D status at pre-pregnancy, the former also being a risk factor for GDM.  

Despite the fact that change in maternal plasma 25(OH)D followed a dose-

response to dietary vitamin D3, plasma 1,25(OH)2D did not follow a dose-response 

and the decrease in 1,25(OH)2D concentrations in the 0 IU group did not lead to 

undetectable levels which may be the reason for lack of differences in plasma 

minerals, OC, fasting glucose and OGTT outcomes among diet groups. These results 
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are different from the improved insulin secretion and glucose tolerance [37, 38] 

observed after injection of 25(OH)D or 1,25(OH)2D prior to OGTT in non-pregnant 

vitamin D deficient rats [37] and rabbits [38] . This may be due to the fact that in the 

guinea pig model vitamin D status reached deficient, but not undetectable levels only 

by mid-gestation while undetectable 25(OH)D concentrations had been reached prior 

to the OGTT in the later studies [37, 38].  

The model in this study resembled an autumn pregnancy in which baseline 

vitamin D status are usually at their highest concentration. Such high 25(OH)D 

concentration at pre-mating was negatively associated with 3 h glucose concentration 

and AUC from OGTT. Previous human studies that did not assess vitamin D status at 

early pregnancy,  reported a negative association between maternal 25(OH)D at mid 

and late-gestation and fasting glucose [26] and glucose tolerance from OGTT [27]. 

The results from this animal study are in accordance with human studies showing that 

early gestation circulating 25(OH)D are negatively associated with 1 h [28] and 2 h 

[25] glucose concentration from the OGTT. Overall, results suggest that in this 

model, vitamin D status at pre-mating but not mid-gestation may be protective against 

pregnancy induced glucose intolerance. The lack of such associations between plasma 

1,25(OH)2D and glucose tolerance may be related to uncontrolled factors affecting 

plasma 1,25(OH)2D due to its lower half-life and higher hormonal regulation as 

compared to 25(OH)D [246], which requires further research. 

Pregnancy in the guinea pig resulted in a decrease in body fat whether 

examined on a whole body or abdominal basis as well as an increase in lean mass 

which is different from the increase in all these compositions observed at late 

pregnancy as compared to pre-pregnancy in lean subjects [287] and also postpartum 

in normal weight women [288, 289]. This may be due to the effect of growth 
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hormone [290] and the fact that the model in the present study had not reached its 

mature size at the time of gestation [291]. Nonetheless, human studies have also 

suggested that body fat reaches a peak at the end of the second trimester which is 

mainly stored subcutaneously in the thigh and abdomen and is mobilized afterwards 

toward the end of gestation to provide the needs of the rapidly growing fetus and later 

on during lactation [292]. Since in the present study only pre and post pregnancy 

whole body and abdominal composition are available, it is not possible to interpret 

their changes during different pregnancy trimesters. 

A dose-response was observed in both neonatal plasma 25(OH)D and 

1,25(OH)2D in response to maternal dietary vitamin D3, which surprisingly resulted 

in a positive association between neonatal plasma 1,25(OH)2D and blood glucose 

concentration measured 3 h after food withdrawal at postpartum. This might be 

related to the higher neonatal vs maternal 1,25(OH)2D and OC concentrations at 

postpartum in guinea pigs (Manuscript 4, unpublished) but also requires further 

investigation. In addition, a negative association was observed between plasma 

1,25(OH)2D and OC in the neonate which is in contrast to the positive relationship in 

human and rat [293] and may be a result of interaction of 1,25(OH)2D with bone-

derived growth factors [294]. The negative association observed between plasma OC 

and blood glucose concentration measured 3 h after food withdrawal in the neonate is 

in accordance with animal [41] and humans [43-46] reports. However, this was no 

longer significant after adjusting for plasma 1,25(OH)2D, again suggesting the 

possibility of interaction of calcitriol with growth factors [294]. 

Interestingly, the negative association between maternal vitamin D status and 

body weight, as well as body and abdominal fat mass and percent fat were only 

observed at pre-mating, prior to the vitamin D dose-response intervention probably 
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due to sequestering of 25(OH)D in body fat [36, 123]. There are no studies on the 

effect of vitamin D status during pregnancy on body composition, but similar results 

have been reported in a study on overweight and obese patients [295]. The inverse 

relationship between change in plasma 25(OH)D and change in BMI and fat mass 

during a 4 y vitamin D supplementation trial in postmenopausal women suggested a 

possible effect of vitamin D on body composition [296]. Even though, previous 

studies have suggested that maternal vitamin D status affects neonatal body fat and 

leans mass at birth [20, 297], no association was observed between vitamin D status 

and body composition at postpartum which is similar to results in human neonates 

[225]. 

The role of the active form of vitamin D on growth and adipogenesis is 

controversial. In vitro studies suggest stimulatory effects at physiological doses and 

inhibitory effects at pharmacological levels [298]. In addition, both higher [128, 299, 

300] and lower [301, 302] circulating 1,25(OH)2D have been reported in obese vs 

normal weight humans. In the present study, maternal plasma 1,25(OH)2D and body 

weight as well as body and abdominal fat mass, but not percent fat and lean mass 

were positively associated at pre-mating but no associations were observed in the 

neonate, suggesting that the effect of 1,25(OH)2D on growth and adipose metabolism 

may be dependent on physiological state.  

In contrast to the negative association reported between OC and adiposity 

features such as BMI and fat mass in animals [47] and humans [48-51], a positive 

relationship between this bone formation biomarker and all body composition 

components except percent body fat were observed at pre-mating but no such 

associations were observed at the abdominal region. In addition, a positive 

association between plasma OC and body weight and lean mass but not fat mass and 
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percent fat was observed in the neonate at 2 d postpartum. These interactions between 

OC and body composition is complex and can be affected by growth factors such as 

IGF-1 (insulin-like growth factor-1) which has shown to be directly associated with 

neonatal body weight, fat and leans mass in humans [303]. Perhaps the reason for a 

stronger association between plasma OC and all body compositions in the sow vs the 

neonate, is due to higher maternal vs neonatal IGF-1 [304]. 

There were no relationship between maternal blood glucose concentration 

measured 3 h after food withdrawal and body composition at pre-mating and 2 d 

postpartum. However, a negative association was observed between abdominal but 

not whole body lean mass at pre-mating and 3 h blood glucose and AUC from OGTT. 

Abdominal obesity at early gestation has been inversely associated with glucose 

tolerance at late gestation in women [305]. These results show the importance of the 

lean mass content of the abdominal vs whole body region against glucose intolerance 

in the guinea pig. Studies have shown a positive association between glucose 

concentrations and fetal fat mass in normal pregnancy in sheep [306, 307]. In this 

guinea pig study, such positive relationship was observed between blood glucose 

concentrations measured 3 h after food withdrawal and body weight and lean mass 

but not fat mass and percent fat.  

 The guinea pig model is similar to human pregnancy in terms of  time at 

which glucose concentrations peaks on OGTT [56], but the peak in blood glucose 

after oral glucose ingestion had a 30 min delay and blood glucose concentration did 

not return to baseline values after 3 h on the OGTT, suggesting that perhaps the 2 

g/kg of 70 % glucose solution may have been too high for the guinea pig OGTT. In 

addition, pregnancy initiated with much higher circulating 25(OH)D as compared to 

usual concentrations in human pregnancy [10]. In addition, in the neonate blood 
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glucose measurement was limited to 3 h after food withdrawal which is lower than 

the overnight fasting in previous studies [56, 233] and therefore may not accurately 

represent glucose homeostasis.  

Maternal glucose tolerance and concentration is not affected by dietary 

vitamin D intake and status in the growing guinea pig model during pregnancy, but 

very high pre-pregnancy vitamin D status (25(OH)D ~ 250 nmol/L) which is also 

inversely related to body and abdominal fat may be protective against pregnancy 

induced glucose intolerance. The associations between vitamin D metabolites, OC 

and body composition is complex and differs by life stages, requiring further 

research. 
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5.7. Figure legends 

Figure 5.1. Maternal a) blood glucose concentration at 0, 30, 60, 90, 120, 150 and 

180 min and b) AUC for blood glucose concentration at 60, 120 and 180 min after 

ingestion of oral glucose solution at d 50 of pregnancy according to dietary intake of 

vitamin D. Values are means ± SEM, Mixed model ANOVA, Tukey, post-hoc test. 

Samples size (n) per vitamin D diet group: 0 IU/g (n=9), 0.25 IU/g (n=9), 0.5 IU/g 

(n=9), 1 IU/g (n=9) and 2 IU/g (n=8). Statistical significance, p≤0.05. There were no 

significant differences among diet groups in blood glucose concentration and AUC 

for blood glucose at any time-points after ingestion of the oral glucose solution. 

Figure 5.2. Maternal (a) plasma 25(OH)D and (b) abdominal lean mass (g) at pre-

mating in correlation with AUC for blood glucose concentration 3 h after ingestion of 

oral glucose solution at d 50 of pregnancy according to dietary intake of vitamin D. 

Pearson correlation adjusted for litter size and block. Samples size, n=44, statistical 

significance, p≤0.05.   

Figure 5.3. Neonatal plasma 1,25(OH)2D and osteoalcin correlation at 2 d 

postpartum according to maternal dietary intake of vitamin D. Pearson correlation 

adjusted for litter size and block. Statistical significance, p≤0.05.  

Figure 5.4. Maternal plasma 25(OH)D and 1,25(OH)2D correlation with body weight 

(a-b) , fat mass (c-d), percent fat (e-f) and lean mass at pre-mating, respectively. 

Pearson correlation adjusted for litter size and block. Samples size, n=44, statistical 

significance, p≤0.05.   
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 Table 5. 1. Body anthropometry and composition and biomarker concentration in pregnant guinea pig sows and neonates in 

all vitamin D dietary groups. 

Values are means ± SEM, n is presented in parenthesis. Mixed model ANOVA, adjusted for litter size and block. Tukey, 

post-hoc test. Statistical significance, p≤0.05. Different lower superscripts (a, b) are representative of statistical significance 

between sexes. 

 

 

 

Outcomes Maternal 

change 

pre-mating to  

d 42 (%) 

p-

values 

Maternal 

change 

pre-mating to  

2 d postpartum 

(%) 

 

Maternal 

p-values 

Mixed 

ANOVA 

Neonatal 

2 d postpartum 

Neonatal 

p-values 

Mixed ANOVA 

All Diets Diet All Diets Diet All Diets Diet Sex Diet

* 

Sex Female Male 

Body 

    Length (cm)          

 

- 

 

- 

 

5.6±0.4(44) 

 

0.94 

 

16.0 ±0.1
a
(66) 

 

16.3±0.1
b
(73)

 
 

0.26 

 

0.02 

 

0.18 

Whole body  

    Weight (g) 

    Fat (%)      

    Fat (g) 

    Lean mass (g)      

 

22.9±1.4(44) 

- 

- 

- 

 

0.06 

- 

- 

- 

 

9.8±1.1(44) 

-31.2±4.4(44) 

-24.6±5.0(44) 

18.9±1.7(44) 

 

0.71 

0.55 

0.58 

0.98 

 

111.2±1.9
a
(66) 

20.0±0.6(66) 

22.6±0.8(66) 

85.9±1.5
a
(66) 

 

118.8±2.0
b
(73) 

19.1±0.6(66) 

22.5±0.8(73) 

91.0±1.6
b
(73) 

 

0.65 

0.06 

0.08 

0.11 

 

0.02 

0.78 

0.80 

0.04 

 

0.63 

0.78 

0.53 

0.42 

Plasma 

    Total Ca (mmol/L)  

    Ca
2+

 (mmol/L) 

    PO4 (mmol/L)  

    OC (nmol/L) 

 

-2.6±0.8(44) 

- 

-16.4±2.9(42) 

-28.6±4.0(44) 

 

0.78 

- 

0.15 

0.66 

 

-1.8±0.9(44) 

-4.6±1.5(30) 

-4.1±2.6(42) 

-66.9±2.0(44) 

 

0.90 

0.70 

0.45 

0.79 

 

2.4±0.0(54) 

1.4±0.0(42) 

2.5±0.1(49) 

49.3±1.6
a
(61) 

 

2.4±0.0(58) 

1.4±0.0(49) 

2.5±0.1(53) 

52.9±1.4
b
(64) 

 

0.06 

0.42 

0.17 

0.58 

 

0.68 

0.98 

0.54 

0.02 

 

0.25 

0.97 

0.09 

0.64 

Blood 

Glucose (mmol/L)     

 

-1.8±4.8(44) 

 

0.51 

 

9.8±3.5(44) 

 

0.24 

 

6.0±0.1(61) 

 

6.2±0.1(64) 

 

0.42 

 

0.18 

 

0.26 

1
2
9
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Table 5. 2. Plasma 25(OH)D and 1,25(OH)2D change during pregnancy in guinea pig sows and concentrations at 2 d 

postpartum in neonates according to dietary intake of vitamin D3. 

Outcomes Maternal Diet vitamin D (IU/g) 

0 0.25 0.5 1 2 p-value 

Plasma 25(OH)D  

Maternal (% change) 

pre-mating to d 42  

pre-mating to 2 d postpartum  

Neonatal (nmol/L) 

2 d postpartum  

 

 

-75.9±3.0
a 
(9)

 

-87.9±2.1
a 
(9)

 

 

10.5±1.5
a
(29) 

 

 

-63.3±2.7
a
(9) 

-80.0±1.9
ab

(9) 

 

16.0±1.4
a
(23) 

 

 

-58.6±3.3
a
(9) 

-70.1±1.5
b
(9) 

 

31.9±2.4
b
(29) 

 

 

-27.4±5.2
b
(9) 

-46.6±4.0
c
(9) 

 

50.8±4.6
c
(26) 

 

 

18.6±8.2
c
(8) 

-0.3±4.8
d
(8) 

 

112.7±11.6
d
(18) 

 

 

<0.0001 

<0.0001 

 

<0.0001 

Plasma 1,25(OH)2D  

Maternal (% change) 

pre-mating to d 42  

pre-mating to 2 d postpartum 

Neonatal (pmol/L) 

2 d postpartum  

 

 

-43.6±11.0
a
(9)

 

-43.4±9.1(9) 

 

123.1±13.8
a
(29) 

 

 

44.9±29.5
ab

(9) 

58.5±3.8(9) 

 

218.0±24.9
b
(23) 

 

 

146.3±59.5
ab

(9) 

129.4±110.2(9) 

 

310.6±33.0
c
(29) 

 

 

198.4±105.0
b
(9) 

198.5±121.9(9) 

 

391.3±43.7
c
(26) 

 

 

85.2±24.0
ab

(8) 

44.5±23.7(8) 

 

544.0±53.3
d
(18) 

 

 

0.05 

0.25 

 

<0.0001 

Values are means ± SEM, n is presented in parenthesis. Mixed model ANOVA, adjusted for litter size and block. Tukey, 

post-hoc test. Statistical significance, p≤0.05. Different lower superscripts (a, b, c, d) are representative of statistical 

significance between diet groups.  
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Figure 5. 1. 
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Figure 5. 2.. 
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Figure 5. 3. 
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Figure 5. 4. 
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BRIDGE 4 

In Chapter 5, it was demonstrated that maternal glucose tolerance is unaffected by 

dietary vitamin D intake and status during pregnancy. However, high pre-pregnancy 

vitamin D status (25(OH)D concentrations ~ 250 nmol/L) which is also inversely 

related to whole body and abdominal fat may be protective against pregnancy 

induced glucose intolerance. According to the IOM report, there is also a lack of 

knowledge on the dose-response effect of dietary vitamin D during pregnancy on 

maternal and neonatal bone health. Due to ethical reasons and confounding factors in 

human pregnancy studies, an animal model is required for such research. The guinea 

pig model is appropriate for such studies due to having changes in 1,25(OH)2D 

and OC metabolism similar to human pregnancy [55]. From the literature, in 

guinea pigs, vitamin D deplete (0 IU/g) vs replete (2.4 IU/g) diets during pregnancy 

resulted in maternal hypophosphatemia, lower total femur aBMD and distal femur 

cortical, but not Tb. mineral density, wider growth plates and higher osteoid thickness 

at the proximal tibia [13]. In this study, deficient vs replete fetus had hypercalcemia, 

hypophosphatemia, lower plasma OC, no difference in whole body BMC/weight but 

higher hypertrophic chondrocyte area and osteoid thickness at the proximal tibia [13]. 

In a similar model, a deplete (0 IU/g) vs standard vitamin D (1.2 IU/g) diet during 

pregnancy resulted in lower neonatal plasma OC, whole body and tibia BMC and 

strength, but no difference in whole body and femoral BMD and strength [79]. 

Whether there is a threshold at which vitamin D status during pregnancy affects bone 

health, cannot be distinguished from the available data. Therefore, the dose-response 

effect of dietary vitamin D was investigated on maternal and neonatal bone health 

outcomes in the pregnant guinea pig model. This study is presented in Chapter 6. 
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6.1. Abstract 

The dose-response effects of vitamin D status during pregnancy on maternal and 

neonatal bone health outcomes are not fully known. Therefore, we conducted a dose-

response study by randomizing female pigmented guinea pigs (n=45, 4 mo) to five 

dosages of vitamin D3 (0, 0.25, 0.5, 1 or 2 IU/g diet) from mating to delivery to 

establish if mineral homeostasis, bone biomarkers and bone mass across pregnancy 

and at 2 d postpartum in sows and 2-d old neonates were altered.  A positive dose-

response to dietary vitamin D was observed for maternal plasma 25-hydroxyvitamin 

D (25(OH)D) while 1,25-dihydroxyvitamin D (1,25(OH)2D) reached a plateau if 

vitamin D was ≥0.5 IU vitamin D/g diet. No differences in aBMD or vBMD or 

biomarkers were observed among maternal groups while the femoral mid-diaphysis 

stiffness (Young’s modulus) was higher in the 1 IU/g vs the 0 group, only. Body 

weight was not different among neonatal groups whereas both 25(OH)D and 

1,25(OH)2D followed a positive dose-response to maternal dietary vitamin D and 

neonatal femur aBMD was highest in the 2 IU vs all except the 0 IU vitamin D group.  

Similarly, plasma minerals and OC were not different among neonatal groups, but 

plasma tDPD was lowest in the 1 and 0.25 groups and plasma total alkaline 

phosphatase (tALP) had an inverse U-shaped response in female neonates. At the 

neonatal distal femur and proximal tibia, response to maternal diet was U-shaped for 

Tb. BV/TV and vBMD with a phenotype suggestive of expansion of the growth plate 

in the 0 IU vs all groups. Mid-femoral diaphysis cortical TMD was highest in the 

male 0.5 IU/g diet group while in the females the 0 IU/d diet resulted in the lowest 

TMD. Femoral mid-diaphysis biomechanical tests were unaffected by diet and sex 

after adjustment for bone shape and size. A vitamin D dose-response during 

pregnancy does not significantly affect maternal bone health, but has a differential 
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and sex-dependent effect on neonatal femur Tb. and cortical bone volume and 

vBMD. Features similar to congenital vitamin D dependent rickets were observed in 

the neonatal femur in the 0 IU group.  These data reinforce that maternal vitamin D 

intakes and status below recommendations may compromise bone health in the 

offspring and that higher intakes (>1 IU) and status are not advantageous.  

 

Key words: vitamin D, dose-response, pregnancy, bone, guinea pig 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



 

 

139 

 

6.2. Introduction 

Vitamin D intake and status during pregnancy, the latter defined by serum 

25(OH)D concentration, is an area of debate among different scientific societies [1-3] 

due to inconsistent and unknown thresholds of vitamin D status associated with fetal 

and maternal outcomes such as bone health. In the UK, some pregnant women with 

low (<50 nmol/L) serum 25(OH)D concentrations at 34 wk gestation had a 5 % 

increase in fetal metaphyseal femur splaying index, a feature consistent with 

congenital vitamin D dependent rickets [63].  Similarly, maternal serum 25(OH)D 

<28 nmol/L at 28-32 wk gestation was associated with a 3 % decrease in knee-heel 

length in Australian neonates [64]. Regarding mineralization of bone, vitamin D 

deficiency (25(OH)D <27.5 nmol/L) in Canadian infants was associated with lower 

whole body and femur, but not lumbar spine BMC relative to body weight [19]. 

However, in other studies with few deficient subjects, there was no association 

between maternal supplementation and plasma 25(OH)D with whole body and 

forearm BMC in Turkish [65] and Asian [66] neonates, respectively. Therefore, the 

available data is still conflicting regarding the effect and thresholds of maternal 

25(OH)D in association with fetal and neonatal bone health outcomes, requiring 

further research. 

Clinical trials of vitamin D supplementation during pregnancy have included 

daily supplements of 0 vs 400 [67] or 1000 IU/d [18, 66, 68] assessing biochemical 

and anthropometric outcomes.  The only vitamin D dose-response pregnancy trial 

(400, 2000 and 4000 IU/d) caused a dose-response in maternal plasma 25(OH)D 

while plasma 1,25(OH)2D reached a plateau with the two higher dosage intakes [10], 

but bone health outcomes have yet to be reported. 
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Vitamin D deficiency may lead to rickets in infants [70] and vitamin D is 

essential for bone development and higher BMD in adolescents [71]. Recommended 

intakes in pregnancy do not differ from non-pregnant adults since changes in bone are 

assumed to return to pre-pregnancy states if vitamin D status is adequate.  Descriptive 

studies suggest that during pregnancy, women lose 2.1 to 5% of bone mass at Tb. rich 

sites [73-75] with almost 3-fold greater bone loss in adolescent vs adult pregnancy 

[75]. In one study, 20-34 y old mothers with the greatest calcaneal bone loss had 

infants with 9.7%  higher aBMD [76]. However, there is a gap of knowledge on the 

effect of maternal vitamin D status during pregnancy on bone health particularly at 

ages where peak bone mass is not yet established, (i.e. adolescence). 

In adolescent rats, vitamin D deplete (0-0.3 IU/d) diets during pregnancy 

resulted in lower maternal metaphyseal femur Tb. vBMD and mid-diaphysis cortical 

mineralized area [77], endosteal bone formation and femur length [78] compared to 

rats on replete (10-25 IU/d) diets. This suggests that Ca is mobilized from the bone by 

vitamin D independent pathways but vitamin D is required for normal bone 

mineralization. In another study in adolescent guinea pigs, vitamin D deplete (0 IU/g) 

vs high (2.4 IU/g) diets during pregnancy resulted in maternal hypophosphatemia, 

lower total femur aBMD and distal femur TMD and wider growth plates at the 

proximal tibia, suggesting impaired mineralization in the 0 IU group [13]. In this 

study, deficient vs replete fetuses had hypercalcemia, hypophosphatemia, lower 

plasma OC, no difference in whole body BMC/weight but higher hypertrophic 

chondrocyte area at the proximal tibia [13]. Vitamin D deficient rickets has been 

associated with wide growth plates and hypertrophic chondrocytes area, with loss of 

the columnar pattern [141]. In a similar guinea pig model, a deplete (0 IU/g) vs 

standard vitamin D (1.2 IU/g) diet during pregnancy resulted in lower neonatal 
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plasma OC, whole body and tibia BMC and strength, but no difference in whole body 

and femoral BMD and strength [79]. The threshold at which vitamin D status during 

pregnancy affects bone health, cannot be distinguished from the available data, 

showing the need for a vitamin D dose-response study during pregnancy. 

Therefore, the objective of this study was to establish a dose-response to 

dietary vitamin D in a pregnant guinea pig model to study the maternal and neonatal 

bone health. The hypothesis was that both low (<50 nmol/L) and high (>125 nmol/L) 

maternal 25(OH)D concentrations would impair bone development while moderate 

concentrations (50-125 nmol/L) would result in optimal maternal and fetal bone 

health. 

6.3. Method and Materials 

6.3.1. Animal husbandry 

Ethical approval was obtained from the McGill University Animal Care Committee. 

All procedures were conducted in accordance with the guidelines of the Canadian 

Council on Animal Care [264]. The guinea pig was selected due to its similarity to 

humans in regards to haemomonochorial placenta, Ca content per kg fat-free mass, 

serum OC and 1,25(OH)2D changes during pregnancy and correlation of maternal 

and fetal vitamin D metabolites [13, 55, 202]. Pigmented (4 week old) guinea pigs 

(n=45 female, n=20 male) were purchased from Elm Hill Laboratories (MA, US) and 

housed singly with room temperature maintained at 21°C, lighting cycle from 0600 to 

1800 h in a UVB free environment during the entire experiment to prevent 

endogenous synthesis of vitamin D. 

6.3.2. Diet 

The guinea pigs were fed a purified standard diet containing 1.2 IU/g diet vitamin D 

from 4 weeks to 16 weeks of age at which time they were mated. Decreased fertility 



 

 

142 

 

associates with vitamin D deficiency in rats and VDR null mice [209, 284], therefore 

dietary deficiency was induced only after mating. At mating sows were randomized 

to 1 of 5 diets using random numbers tables. The diets were isoenergetic (Table 6.1) 

from Test Diet (Division of LandO’Lakes Purina Feed) and equal in all ingredients 

except for vitamin D (0, 0.25, 0.5, 1 and 2 IU/g diet). The 1 IU/g vitamin D diet is the 

control diet [285]. All researchers and animal care staff were blinded to the diets by 

use of letter coding throughout the study. Diets were in pellet form and food and 

water were fed ad libitum. Food intake was measured weekly using a digital scale. 

6.3.3. Protocol 

Body weight was measured weekly using a digital scale (Mettler Toledo 

SB8001, MA, USA). Blood (heparinized) was sampled in a 3-h non-fed state (0900 

h) from the saphenous vein of sows 1 d prior to mating, d 21 (end 1st trimester) and d 

42 (end 2nd trimester) of pregnancy and 24-36 h post-delivery and pups at 24-36 h 

postpartum. Blood samples were collected in blood gas tubes pre-mating and 

postpartum (24-36 h) in the sows and 24-36 h postpartum in the pups for 

measurement of Ca2+. Bone mass was measured 1 d prior to mating and 24-36 h 

postpartum in sows and at 24-36 h postpartum in pups using DXA. Necropsy was 

conducted at 24-36 h post-delivery in sows and at 24-36 h postpartum in pups after 

exsanguination under isoflurane anaesthetic and using cardiac puncture.  This blood 

sample was collected equally into lithium heparin and serum tubes.  All blood 

samples were kept on ice and centrifuged at 2000 g for 30 min at 4°C. Plasma and 

serum were collected and stored at -80 °C until analyses. At necropsy, tibias, femurs 

and lumbar vertebrae (1-4) were excised. Right-sided-long bones were cleaned of soft 

tissue, wrapped in normal saline-soaked gauze, and stored at -20C until 

microarchitecture or biomechanical testing. 
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6.3.4. Biochemistry 

Blood Ca2+ was measured with an ABL 825 series blood gas analyzer 

(Radiometer America, Copenhagen, Denmark) with all CVs were < 4.2 for all assays.  

Plasma concentration of total Ca, PO4 and tALP were measured using an 

autoanalzyer (Beckman DxC600 California, USA). All CV% were <3.1%. Plasma 

total 25(OH)D was measured using an auto analyzer (total 25(OH)D, Liaison, 

Diasorin Inc.). This assay has a sensitivity of 10 nmol/L with CV% <5.3%. Plasma 

total 1,25(OH)2D was measured using TSQ Vantage Triple Stage Quadrupole Mass 

Spectrometer (Warnex Bioanalytical Service, Laval, Canada). Samples were 

extracted using a proprietary procedure which includes a Diels-Alder derivatization. 

Intra-assay variability was ≤7.0 and inter-assay variability was ≤12.3 % for the 

selected control samples of guinea pig plasma calcitriol (80.6, 236.6, 608.4 and 

1258.4 pmol/L). This assay has a sensitivity of 50 pmol/L. Plasma 1,25(OH)2D: 

25(OH)D was calculated as a proxy for PTH [308]. Osteocalcin and tDPD were 

measured using ELISA kits (Metra Osteocalcin, Quidel Corporation, San Diego, CA., 

USA) with known cross-reactivity in guinea pig plasma. These assays have a 

sensitivity of 0.08 nmol/L and 0.5 nmol/L, respectively.  In order to exclude inter-

assay variability each ELISA kit was ran with all samples from n=1 sow belonging to 

each of the five diets, including all their time points (pre-mating, d 21, d42 and post-

mating) and their relevant pup samples. All CV% for intra-assay variability were 

<5% and <8% for OC and tDPD, respectively. 

6.3.5. Bone analyses 

6.3.5.1. DXA (whole body composition and bone mass) 

Anaesthesia was induced by isoflurane AErrane [286] at 5% in an induction 

chamber followed by maintenance at 2% delivered using a cone mask.  During the 
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anaesthetized period, whole body and regional (lumbar spine vertebrae 1-4, tibia and 

femur) scans were performed on the animals using DXA and small animal software 

(Hologic 4500, QDR Version 12.3, Hologic, Bedford, Mass., USA), which provided 

in vivo data for BA, BMC and aBMD for all regions. All CV% were <0.5% for BMC 

and BMD of the lumbar spine phantom. All DXA intra-assay variability were <0.3% 

for triplicate values of one guinea pig. Nose-rump length was measured using a 

measuring tape to the nearest 0.1, while the animal was anaesthetized. 

6.3.5.2. Micro-architecture and volumetric BMD (lumbar spine vertebrae 3, right 

femurs and tibias) 

Trabeculae bone micro-architecture (BV/TV, Th. (Thickness), Sep. 

(Separation), No. (Number), structural model index (SMI), DA (degree of 

anisotropy), Conn. Den (Connectivity Density)) and vBMD of the distal femur, 

proximal tibia and vertebrae 3 (3rd vertebra) and the cortical bone (endosteal, 

periosteum and cortical volume) and TMD of the femur mid-diaphysis was examined 

using a micro-computed tomography (μCT) scanner (model 1174 SkyScan, Kontich, 

Belgium). The SMI is structure model index (SMI) which makes it possible to 

quantify the 3D characteristic of the Tb. structure in terms of the amount of plates and 

rod composing the structure [309]. The DA provides information on the anisotropic 

properties of the bone. The Conn. Den characterizes the 3D Tb. network [309]. The 

SMI and DA may be negatively associated with bone quality while Conn. Den may 

be positively associated with it. The Image acquisition was performed at 50 kV and 

80 µA with a 0.7-degree rotation between frames. In addition to the type of filter to 

segment bone from background, each set of bone was tested for the best acquired 

image by manipulating the speed and resolution set up which were used consistently 

for each bone type. Images were reconstructed by InstaRecon (NRecon, version 1.6). 
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To delineate the Tb. from cortical bone at each bone site, ROIs were drawn manually 

and away from the endocortical surface. For each bone type at each site, different 

adaptive thresholding were tested and the one that would best separate the bone from 

non-bone tissue was chosen for analyses using the CTAn (1.10.1.3) software. All 

CVs were < 4% (typically 1-2%). 

6.3.5.3. Femur splaying index (FSI) 

The FSI of the human fetus has shown to be negatively correlated with maternal 

vitamin D status during pregnancy [63]. Therefore in order to further investigate the 

possible appearance of a bone phenotype similar to rickets we explored the neonatal 

FSI which was calculated as FSI (mm2/mm) = femur distal metaphyseal cross section 

area /total femur length [63]. The distal femur metaphyseal CSA (mm2) was acquired 

by the µCT from the nearest CSA to the distal metaphysis which had been selected as 

the first CSA for Tb. assessment on the µCT and the total femur length (mm) was 

also obtained from the µCT. All CVs were < 4%. 

6.3.5.4. Biomechanical strength analyses (right femurs) 

Bones were stored at -20°C and thawed to room temperature (23°C) 

according to standard methods and kept moist in saline-soaked gauze [310]. Cortical 

bone has an important role in bone strength and perhaps prediction of fracture risks 

[311]. Therefore, the biomechanical strength test was performed on the femur mid-

diaphysis which is rich in cortical bone. Right femur mid-diaphysis was marked at 

half of the femur total length which was measured using a digital calliper (Fisher 

scientific,14-648-17) in the sows and pups.  Femurs were tested for mechanical bone 

strength by the 3-point flexure method at the mid-diaphysis using the INSTRON 

(Model 5544, Incorporated, Canada) equipped with the Bluehill Software (version 

2.1). The support span was set at 24 mm and 17 mm and the test extension rate at 1 
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mm/min and 0.5 mm/min in the sows and pups, respectively. After the data was 

obtained from the INSTRON, the moment of inertia (MMI) and mid-diaphysis 

diameter were acquired from the CSA located at the middle of the area analyzed for 

cortical bone assessment by the µCT. The maximum force (N), deformation (mm) 

and energy at break (mJ) were directly obtained from the INSTRON without 

adjusting for bone size. Then after, the stress, strain (%) and Young’s modulus were 

calculated by adjusting the INSTRON data for bone size using the relevant equations 

[310, 312]. 

6.3.5.5. Histological assessments (left femurs) 

Sows received calcein labeling (a fluorescent label for bone histomorphology; 

15 mg/kg s.c in 1 ml) twice per day, 12 h apart, on two separate days, d 58 and d 66 

of pregnancy. The calcein was prepared in normal saline, pH adjusted with 

bicarbonate and filtered for sterility. This dosing is standard practice for dynamic 

bone histomorphometry in guinea pigs [13, 202, 313].  In pregnancy, calcein in 

guinea pigs [13, 202] results in labeled fetal bone. This allowed dynamic and static 

histomorphometry to be conducted according to the standard guidelines of Parfitt in 

the left femur of guinea pig neonate [314]. 

For plastic sectioning, the left femur of guinea pig neonates were fixed 

overnight in 10% formalin, embedded in methyl methacrylate, and sectioned (7-µm 

thickness), followed by von Kossa, van Gieson as well as safronin-O staining. Images 

were taken at room temperature using a light microscope (DM200; Leica) with a 

magnification of 5× for images with von Kossa and van Gieson staining and 10× for 

those with safronin-O staining. All histological images were captured using a camera 

(DP72; Olympus), acquired with DP2-BSW software (XV3.0; Olympus), and 

processed using Photoshop (Adobe). 
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6.3.6. Statistical analyses 

6.3.6.1. Sample size on multiple outcome measures 

 The selected sample size of n=9 pregnancies per diet group was based on an 

alpha of 0.05 and power of 80 and whole body and regional BMC and BMD for pups 

and sows.  The sample size based on % change in tibia aBMD of 12.5 % from a 

previous study (unpublished) was n=7 for the sows. We studied 9 in the event of 

unsuccessful pregnancy or delivery complications. For the pups, the minimum sample 

is n=21 based on 0.40 g of whole body BMC [79]; we anticipated an average of 3 

pups per litter, which was anticipated to lead to an estimate of n=27. 

6.3.6.2. Data analysis 

 All data were audited for accuracy and further screened using scatter plots to 

identify potential outliers and for normality testing using SAS (version 9.1, SAS, Inc., 

Cary, NC., USA). If normality testing failed using the Kolmogorov and Smirnov test, 

data were transformed by use of logarithm, squaring, inverse values etc. Differences 

between the groups were tested using diet and time as fixed effects in a MIXED 

model ANOVA including diet by time interactions across pregnancy for the sow plus 

the random effect of block, sow/pup and sex of the pups. Post hoc testing for 

significance was conducted using a Tukey’s test (adjusted for multiple comparisons) 

with a p≤0.05. Pearson and Spearman correlations were performed to investigate the 

relationship between normal and non-normal variables, respectively. Non-linear 

regression (dose-response inhibition equation) was used for the relationship between 

plasma 1,25(OH)2D: 25(OH)D and 25(OH)D. 

6.4. Results 

All sows delivered healthy newborn pups except for 1 in the 2 IU/g vitamin D 

diet that died at time of mating. There were no differences among diet groups in 
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weekly weight gain during the first (22.0±1.6 g/wk, p=0.68), second (33.3±2.7 g/wk, 

p=0.31) or third (73.9±3.4 g/wk, p=0.44) trimester or in total pregnancy weight gain 

(423.4±15.5 g, p=0.09). Length was not different among groups but increased over 

pregnancy (5.6 ± 0.4 %, n=44, p<0.0001). In addition, no significant differences were 

observed between diet groups in weekly food intake (305.2±8.3 g/wk, p=0.34) and 

weekly food intake per body weight (0.3±0.0 g/kg/wk, p=0.37) during pregnancy. 

In total, n=125 healthy pups and n=13 stillborn were born. There were no 

significant differences among vitamin D containing groups in the number of healthy 

(median of 25, range 18-30) and stillborn (median of 3, range 1-5) neonates 

(2,df=5.27,4, p=0.26). There were no differences in litter size among diet groups 

(median of 3, range 1-5). There were no significant effects of diet or diet*sex 

interaction for body weight or length 2 d postpartum, but male pups weighed more 

than females (118.8±2.0 vs 111.2±1.9 g, p=0.02) and were longer (16.3±0.1 vs 16.0 

±0.1 cm, p=0.02). 

6.4.1. Vitamin D metabolites 

6.4.1.1. Plasma 25(OH)D 

There was a significant effect of diet (p<0.0001) and time across pregnancy 

(p<0.0001) and their interaction (p<0.0001) on maternal plasma 25(OH)D (Figure 

6.1 (a)). There were no significant differences in maternal plasma 25(OH)D among 

groups at baseline but pregnancy caused a significant decrease in concentrations as 

early as d21 with no further decreases at d42.  Significantly lower concentrations 

were observed at 2 d postpartum vs baseline and d21 in all diet groups except 2 IU/g 

group. Maternal plasma 25(OH)D was significantly lower in the 0 and 0.25 vs 1 IU/g 

group and all vs the 2 IU/g group at 2 d postpartum (Figure 6.1(a)). A similar dose-

response (p<0.0001) was observed in neonatal plasma 25(OH)D at 2 d postpartum 
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among all groups except the 0 vs 0.25 groups (Figure 6.1 (b)). There were no 

significant differences between the sexes (p=0.32) and no diet*sex interaction 

(p=0.74). 

6.4.1.2. Plasma 1,25(OH)2D 

There was a significant effect of diet (p<0.0001) and time across pregnancy 

(p<0.0001) and their interaction (p<0.0001) on plasma 1,25(OH)2D. There were no 

significant differences in maternal plasma 1,25(OH)2D among groups at baseline but 

pregnancy resulted in a significant decrease in plasma 1,25(OH)2D in the 0 IU/g 

group and increase in concentrations in the 0.5 and 1 IU/g groups as early as the end 

of the first trimester but not until d42 in the 2 IU/g group while no changes were 

observed in the 0.25 IU/g across these time-points. No further changes were observed 

at d 42 vs d 21 in any groups but a significant decrease was observed in the 0.5 and 2 

IU/g group at 2 d postpartum vs d42 while this decrease was only significant as 

compared to baseline values in the 0 and 1 IU/g groups and no differences were 

observed in any groups at 2 d postpartum vs d21. Maternal plasma 1,25(OH)2D was 

only significantly lower in the 0 vs all other groups 2 d postpartum (Figure 6.1(c)). 

There was a significant dose-response (p<0.0001) in neonatal plasma 1,25(OH)2D at 

2 d postpartum among all groups except the 0.5 vs 1 (Figure 6.1 (d)). There were no 

significant differences among the sexes (p=0.48) and no diet*sex interaction 

(p=0.34). 

There was a significant positive correlation between plasma 25(OH)D and 

1,25(OH)2D in the sow (r=0.38, p=0.01) and the pup (r=0.41, p<0.0001) at 2 d 

postpartum. However, the correlation was no longer significant when all pregnancy 

time-points were included (r=0.11, p=0.16). Maternal and neonatal plasma 25(OH)D 
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(r=0.87, p<0.0001) and 1,25(OH)2D (r=0.59,  p<0.0001) were highly correlated at 2 d 

postpartum. 

Neonatal plasma 25(OH)D were significantly lower (-56 to -69 %), p<0.0001 

than maternal concentrations across all groups. However, neonatal plasma total 

1,25(OH)2D were mainly higher (-11 to 78 %), p=0.04 than maternal concentrations 

among diet groups. 

6.4.1.3. Plasma 1,25(OH)2D: 25(OH)D (PTH Proxy) 

There was a significant inverse relationship between maternal plasma 

25(OH)D (nmol/L) and 1,25(OH)2D:25(OH)D ratio (r=-0.72, p<0.0001) at 2 d 

postpartum (Figure 6.1(e)). The same inverse relationship was observed in pups (r=-

0.63, p<0.0001) (Figure 6.1 (f)). 

6.4.2. Plasma minerals and bone biomarkers 

There was no significant effect of diet and diet*time interaction on maternal 

plasma minerals and bone biomarkers, however there was a significant effect of time 

on all plasma minerals and bone biomarkers as shown in Supplemental Table 6.1 

Maternal plasma total Ca, PO4, OC significantly decreased by d 42 of pregnancy and 

plasma total Ca, OC and tALP and blood Ca2+ were significantly lower and plasma 

tDPD was significantly higher at 2 d postpartum vs pre-mating (Supplemental Table 

6.1). A weak negative correlation was observed between litter size and maternal 

plasma total Ca (r=-0.31, p=0.04) but not blood Ca2+ (r=-0.27, p=0.14) at 2 d 

postpartum. 

There were no significant correlations between maternal plasma 25(OH)D 

with plasma mineral concentrations (data not shown) but a significant weak negative 

correlation was observed between maternal plasma 1,25(OH)2D and PO4 

concentrations (r=-0.31, p=0.04) at 2 d postpartum. There were no significant 
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correlations between maternal plasma 25(OH)D and 1,25(OH)2D with bone 

biomarkers at 2 d postpartum (data not shown). However, there was a positive 

correlation between % change in maternal plasma 1,25(OH)2D and tALP from 

baseline to 2 d postpartum (r=0.37, p=0.02). 

Neonatal plasma minerals were not significantly different according to diet, 

sex and diet*sex interaction at 2 d postpartum as shown in Supplemental Table 6.1. 

There was no effect of diet on neonatal plasma OC at 2 d postpartum (p=0.58) while 

it was higher in male vs female neonates (p=0.02) (Supplemental Table 6.1). Plasma 

tDPD concentrations were significantly lower in neonates of sows on the 1 IU 

vitamin D diet vs the 0, 0.5 and 2 IU diets (p=0.04) (Figure 6.2 (a), Supplemental 

Table 6.1). Plasma tALP was significantly higher in male vs female guinea pigs 

(p=0.002) with a significant interaction between diet and sex (p=0.01) 

(Supplemental Table 6.1) such that female neonates on the 0.5 diet had significantly 

higher plasma tAPL as compared to other groups (Figure 6.2(b)). 

There was a significant weak positive correlation between neonatal plasma 

25(OH)D with total Ca (r=0.33, p=0.0003) and Ca2+ (r=0.27, p=0.01) and a 

significant negative correlation of neonatal plasma 1,25(OH)2D with PO4 (r=-0.32, 

p=0.0009) at 2 d postpartum. There were no significant correlations between neonatal 

plasma 25(OH)D with bone biomarkers at 2 d postpartum (data not shown). There 

was a positive correlation between neonatal plasma 1,25(OH)2D with tALP (r=0.35, 

p=0.0002) and a negative correlation with OC ( r=-0.26, p=0.004) at 2 d postpartum. 

There were no significant correlations between maternal-neonatal plasma 

minerals and bone biomarkers (data not shown). In addition, neonatal vs maternal, 

plasma total Ca concentrations were not significantly different (p=0.41) whereas 

blood Ca2+ was significantly lower (1-6 %) (p<0.02) and plasma PO4 concentrations 
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were significantly higher (12-52 %) (p<0.0001) in neonatal vs maternal plasma at 2 d 

postpartum. Neonatal plasma OC and tALP concentration were respectively 8.5-10 % 

and 10-13 % higher than maternal concentrations at 2 d postpartum. There were no 

significant differences in neonatal vs maternal plasma tDPD concentrations. 

6.4.3. Whole body, vertebrae 3, femur and tibia DXA parameters 

There were no significant effects of diet and diet*time interactions on maternal whole 

body, lumbar spine vertebrae 3, femur and tibia area, BMC and aBMD at baseline 

and at 2 d postpartum (Supplemental Table 6.2). In addition, there were no 

significant effects of diet on maternal percent change of these outcomes from baseline 

to postpartum (data not shown). While whole body, femur and tibia area and BMC 

increased over pregnancy, only tibia and femur aBMD were increased.  In contrast, 

vertebrae 3 area increased, BMC was not different and aBMD was lower at 2d 

postpartum (Supplemental Table 6.2). 

There were no significant correlations between maternal plasma 25(OH)D 

and 1,25(OH)2D with whole body and regional DXA measurements at 2 d postpartum 

(data not shown). There were no significant effects of diet on neonatal area, BMC and 

aBMD at the whole body, lumbar spine vertebrae 3 and tibia while femur aBMD was 

significantly higher in the 2 vs 0.25, 0.5 and 1 diets but not 0 IU/g diet (Figure 6.2 

(c), Supplemental Table 6.2). In addition, there were no significant effects of sex or 

diet and their interaction for any of the stated parameters except for a higher tibia area 

in male vs female pups (p=0.04) (Supplemental Table 6.2). Further adjustments for 

whole body weight, length and lean mass did not significantly change maternal or 

neonatal whole body aBMD results (data not shown). 

There was a significant weak positive correlation between neonatal plasma 

25(OH)D and whole body BMC/lean (r=0.20, p=0.03) and the lumbar vertebrae 3 
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area (r=0.20, p=0.03). In addition, there was a significant negative correlation 

between neonatal plasma 1,25(OH)2D and tibia BMD (r=-0.23, p=0.01) and BMC/kg 

at the whole body (r=-0.25, p=0.006), femur (r=-0.29, p=0.001) and tibia (r=-0.25, 

p=0.005) but not the vertebrae 3 (r=0.03, p=0.71) as measured by the DXA . 

6.4.4. Micro-architecture, volumetric BMD (lumbar spine vertebrae 3, right Femurs 

and tibias) and femur splaying index 

Representative reconstructed µCT  images of coronal slice of maternal distal 

femur and transversal section of distal femur metaphyseal Tb. and mid-diaphysis 

cortical bone are shown in Supplemental Figure 6.1(a) from each diet group. There 

were no significant differences in maternal vertebrae 3, distal femur and proximal 

tibia µCT Tb. parameters except for DA at the vertebrae 3 at 2 d postpartum which 

was significantly higher in the 2 IU group vs all other groups except the 0.25 IU (0 

IU, n=9: 2.04±0.70; 0.25 IU, n=9: 3.06±0.76; 0.5 IU, n=9: 1.28±0.99; 1 IU, n=9; 

1.94±0.80; 2 IU, n=8: 4.76±0.80, p=0.005)(Supplemental Table 6.3). There were no 

significant differences in maternal femur cortical TMD at mid-diaphysis among diets 

(p=0.91). 

There were no significant correlations between maternal plasma 25(OH)D 

and 1,25(OH)2D with regional µCT measurements (data not shown) except for a 

positive correlation between maternal plasma 25(OH)D and DA at the vertebrae 3 Tb. 

(r=0.38, p=0.01) and femur cortical volume (r=0.35, p=0.02) at 2 d postpartum. 

There were no differences in neonatal lumbar spine vertebrae 3 µCT Tb. 

parameters (Supplemental Table 6.3), except for DA which was significantly higher 

in the 1 IU group vs all groups except the 0.25 IU group (0 IU (n=33): 1.58±0.03; 

0.25 IU (n=26): 1.60±0.04; 0.5 IU (n=30): 1.54±0.04; 1 IU (n=27): 1.69±0.04; 2 IU 

(n=23): 1.60±0.04, p=0.05). In addition, Tb. Sep. at the vertebrae 3 was significantly 



 

 

154 

 

higher in male vs female neonates (p=0. 05) (Supplemental Table 6.3). At the distal 

femur a significant U-shaped curve was observed among vitamin D diet groups for 

Tb. BV/TV, No., Conn. Den. and vBMD and a significant inverse U-shaped curve for 

SMI among vitamin D diet groups at the distal femur Tb. (Figure 6.3(a-e), 

Supplemental Table 6.3). The neonatal cortical volume at the femoral mid-diaphysis 

was significantly higher in the 0 vs 0.25, 0.5 and 1 IU diets but not 2 IU/g diet 

(p=0.04) (Figure 6.3(f), Supplemental Table 6.3). Neonatal femoral mid-diaphysis 

cortical TMD was significantly different among diet groups (p=0.05) and was 

significantly higher in female vs male neonates (p=0.01) with a significant diet*sex 

interaction (p=0.003) such that the females on the 0 IU/d diet had significantly lower 

TMD vs all other groups while in the male the 0.5 IU/g diet resulted in the highest 

TMD (Figure 6.3(g), Supplemental Table 6.3). 

 Representative reconstructed µCT  images of coronal slice of distal femur 

and transversal section of distal femur metaphyseal Tb. and mid-diaphysis cortical 

bone are shown for female (Supplemental Figure 6.1(b)) and male (Supplemental 

Figure 6.1(c)) neonates. Although no significant effects of diet (24.37±0.10, p=0.68), 

sex (p=0.25) and diet*sex (p=0.59) were observed on neonatal femur length, there 

was a significant effect among vitamin D (0-2 IU/g diet) groups (21.80±0.53, 

20.10±0.60, 19.18±0.67, 19.61±0.61 and 19.75±0.69, p=0.02, respectively) at the 

femoral metaphyses CSA which was significantly higher in the 0 vs all groups except 

the 0.25 group. Femoral metaphyses CSA was significantly higher in males vs 

females (21.09±0.38 vs 19.09±0.42, p=0.004, respectively). The FSI which is the 

ratio of these two latter variables was significantly affected by diet (p=0.01) such that 

it was significantly lower in the 0.5 IU group compared the 0 group only and was also 

significantly higher in male vs female neonates (p=0.004) (horizontal J-shaped). 
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There was no interaction between diet and sex (p=0.49) (Figure 6.3 (h)). Similar to 

the distal femur Tb. at the proximal tibia U-shaped trends were observed which were 

statistically significance for BV/TV and Tb. N. and vBMD (Figure 6.4 (a-c), 

Supplemental Table 6.3). There were no differences between sexes nor diet*sex 

interactions for any of the except for those already stated. 

There was no significant correlation between neonatal 25(OH)D and µCT 

outcomes. However, there was a negative association between neonatal plasma 

1,25(OH)2D with femur Tb. No. (r=-0.22, p=0.01), DA (r=-0.23, p=0.01) and femur 

cortical volume (r=-0.20, p=0.03). In addition, there were no significant correlations 

between neonatal 25(OH)D or 1,25(OH)2D with neonatal FSI (data not shown). 

6.4.5. Correlation between DXA and µCT BMD at regional sites 

           Significant correlations were observed between maternal aBMD and vBMD at 

vertebrae 3, femur and tibia acquired by the two methods 

(r=0.30,p=0.045),(r=0.56,p=0.0001) and (r=0.43, p=0.004) respectively. In the 

neonates, we also observed significant correlations between aBMD values obtained 

by DXA and vBMD by µCT for vertebrae 3 (r=0.38 and p<0.0001), femur (r=0.72, 

p<0.0001) and tibia (r=0.59, p<0.0001). 

6.4.6. Biomechanical femur strength 

There was no significant effect of diet on maternal femur mid-diaphysis 3-

point bending strength test features at 2 d postpartum except for a higher Young’s 

modulus (stiffness) in the 1 vs 0 diet group, only (p=0.04) (Figure 6.5(a), 

Supplemental Table 6.4). 

In the neonates, the maximum force at the femur mid-diaphysis was 

significantly higher in the 0 vs 0.5 and 1 IU groups (p=0.01) at 2 d postpartum 

(Figure 6.5(b), Supplemental Table 6.4) with no effects of sex (p=0.91) and 
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diet*sex interaction (p=0.74) (Supplemental Table 6.4) but the effect of diet was no 

longer significant as the maximum stress which is the adjusted maximum force for 

femoral shape and size (p=0.26) and neither were the effects of sex (p=0.39) and 

diet*sex interaction (p=0.35) (Supplemental Table 6.4). In addition, maximum 

deformation (p=0.001), cross-section diameter (p=0.002) and strain (p<0.0001) were 

significantly lower and Young’s modulus (stiffness) (p=0.02) was higher in female vs 

male neonates at the femoral mid-diaphysis at 2 d postpartum but there were no 

effects of diet and sex*diet interaction on these features (Supplemental Table 6.4). 

There were no effects of diet (p=0.86), sex (p=0.08) and diet*sex interaction (p=0.24) 

on neonatal femur mid-diaphysis energy at break (toughness) (Supplemental Table 

6.4). 

Maternal femur mid-diaphysis TMD and was positively correlated with 

maximum stress (r=0.34, p=0.03) and negatively correlated to maximum strain (r=-

0.38, p=0.01) at 2 d postpartum. No other significant correlations were observed 

between maternal femur mid-diaphysis TMD, plasma 25(OH)D and 1,25(OH)2D with 

any other femur mid-diaphysis 3-point bending test features at 2 d-postpartum (data 

not shown). 

Neonatal femur mid-diaphysis TMD and was positively correlated with 

maximum force (r=0.56, p<0.0001), stress (r=0.44, p<0.0001) and Young’s modulus 

(r=0.35, p<0.0001) and negatively correlated to maximum deformation (r=-0.37, 

p<0.0001) and strain (r=-0.24, p<0.01) at 2 d postpartum. There were no significant 

correlations between neonatal plasma 25(OH)D and femur mid-diaphysis 3-point 

bending test features at 2 d-postpartum (data not shown). However, neonatal plasma 

1,25(OH)2D was positively correlated with energy at break (r=0.27, p=0.003 and 

negatively correlated with maximum force (r=-0.33, p=0.002) and stress (r=-0.19, 
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p=0.04) but other correlations with femur mid-diaphysis 3-point bending test features 

at 2 d-postpartum were not significant (data not shown). 

6.4.7. Histological assessments 

 Representative histological images of coronal slice of distal femur are shown 

for female (Figure 6.6(a)) and male (Figure 6.6(b)) neonates. Visually, there is an 

expansion of the growth plate in the 0 IU vs all other groups. This phenotype is more 

evident in female vs male neonates. 

6.5. Discussion and conclusions 

The maternal and neonatal dose-response of plasma 25(OH)D to dietary 

vitamin D in this study closely parallels that recently reported in human pregnancy 

[10]. The striking similarity between maternal and neonatal vitamin D status 

demonstrates that maternal-fetal transfer is not saturable up to 250 nmol/L of 

maternal plasma 25(OH)D concentrations in the guinea pig. Even though, neonatal 

plasma 25(OH)D concentrations were lower than maternal levels, in accordance with 

previous studies [10, 13, 67, 79, 199, 204], some values at 2 d postpartum reached 

125 nmol/L in the 2 IU group. Furthermore, maternal plasma 1,25(OH)2D plateaus at 

high intakes of vitamin D whereas it follows a dose-response in the neonates. The 

positive correlation between plasma 25(OH)D and 1,25(OH)2D in the sows as well as 

in the pups is similar to the recent vitamin D trial in human pregnancy [10] and 

Korean neonates [217]. Even though plasma 1,25(OH)2D of human neonates [105] 

and guinea pig fetus [13, 55] are typically lower than maternal concentrations, 

neonatal plasma 1,25(OH)2D is almost double that of fetal concentrations in guinea 

pig [55], which may explain the higher pup values observed in this study at delivery. 

Such elevated concentrations are likely a reflection of renal fetal synthesis of the 

active form of vitamin D or decrease in its clearance or both [105]. 
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The implication of a high 25(OH)D and 1,25(OH)2D include suppression of 

PTH [315] and anticipated responses in bone [316]. It should be noted that during 

pregnancy, there is an increase in circulating maternal and fetal PTHrP which binds 

to receptors similar to those of PTH on the bone [105]. Using the proxy PTH index, 

the results suggest that maternal PTH concentration would plateau only at very high 

vitamin D status, exceeding 200 nmol/L of circulating 25(OH)D but in contrast to 

previous vitamin D deplete vs replete studies [13, 78], no differences in regional 

BMC, aBMD, vBMD were observed among diet groups. Interestingly, in the neonate, 

the proxy for PTH plateaus at much lower 25(OH)D concentrations (<50 nmol/L), 

especially in the 0 IU group. In contrast to previous reports [79], neonatal whole body 

BMC and growth were not suppressed in the deficient group. However, a positive 

association was observed between neonatal plasma 25(OH)D with whole body and 

regional aBMD and vertebrae 3 and femur vBMD but a negative association was 

observed between neonatal plasma 1,25(OH)2D with whole body and long bone 

BMC/kg only. The latter may suggest an anti-proliferative effect of 1,25(OH)2D on 

growth in the long bone but not the vertebrae, perhaps due to faster appendicular than 

axial growth during this phase of life [317]. 

The volumetric and micro architecture assessment of maternal bone was not 

affected by dietary vitamin D during pregnancy. However, lower neonatal femur 

cortical TMD possibly due to secondary hyperparathyroidism [318] and higher FSI 

were observed in the 0 IU group which was also observed as expansion of the growth 

plate in the histomorphometry images at the distal femur. Such phenotype is 

consistent with the early phases of congenital rickets and is similar to the higher FSI 

in fetus of vitamin D deficient (<50 nmol/L) mothers at late gestation [63]. The 

higher FSI in male vs female, is in accordance with some studies showing higher 
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prevalence of rickets phenotypes in male infants [319], which may be related to the 

difference in growth rate rather than sex differences in vitamin D metabolism. The 

higher distal femur and proximal tibia Tb. vBMD observed in the 0 group may be as a 

result of the possible secondary hyperparathyroidism in this group [318]. This should 

therefore not be interpreted as a positive outcome since low 1,25(OH)2D induced a 

phenotype suggestive of expansion of the growth plate in this group [161, 320]. Low 

1,25(OH)2D is associated with high PTH and/or PTHrP which can lead to slow rate of 

conversion of proliferative to hypertrophic chondrocytes and therefore increased 

proliferative chondrocyte zone [321] which may have also contributed to expansion 

of the GPW in the deficient group. However, higher 1,25(OH)2D in the offspring 

from the 2 IU group was accompanied with higher distal femur and proximal tibia Tb. 

vBMD which may be a result of possible hypoparathyroidism [322] that is also 

known to increase the bone Tb. component [318]. The lower femur cortical TMD in 

the males and not the females of the 2 IU group is also in line with the sex differences 

observed on the FSI. In addition, the lack of difference in Tb. bone at the lumbar 

spine may suggest that these effects are mainly observed at in bones with growth 

plates. 

The bone quality is assessed by biomechanical tests and the only study 

investigating the dose-response effect of vitamin D on bone biomechanics is limited 

to growing male rats which concluded no effects on tibia strength [323]. The 

biomechanical data are suggestive of a lower maternal bone quality in the deficient 

(0) group and beneficial effects on in the 1 IU diet, but not in the higher vitamin D 

group (2 IU). In addition, in accordance with the neonatal FSI and femur vBMD 

outcomes in the 0 IU group, the femoral maximum force was higher in the 0 vs 0.5 

and 1 IU groups which again is not a positive outcome since it was no longer 
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significant when adjusted for bone geometry which is similar to previous reports [79]. 

Also, bone strength data suggest that the femoral flexibility (strain) was lower but 

stiffness was higher in female vs male offspring, perhaps explained by the lower 

cross section diameter and higher TMD in the female vs male, respectively. In 

addition, the femoral cortical mineral density was positively correlated with stress 

and negatively correlated with strain in both the sows and pups, which is in line with 

previous reports in long bones of humans [311] and monkeys [324]. 

In the human neonate assessment of bone health is not readily available 

resulting in reliance on biochemical measures of Ca and bone metabolism. Despite 

the neonatal dose-response in plasma vitamin D metabolites, plasma mineral 

homeostasis was maintained and OC was similar among diet groups which is in 

contrast to other guinea pig studies using 0 vs 1.2 [79] or 2.4 IU [13] of maternal 

dietary vitamin D. However, the negative correlation observed between neonatal 

plasma 1,25(OH)2D and OC at post-natal which is similar to mice [293], may be a 

result of interaction of 1,25(OH)2D and bone-derived growth factors [294]. Even 

though, the bone formation biomarker, tALP is not specific to bone, it is known to be 

highly correlated (r>0.9) with the bone-derived ALP in healthy states [325]. There 

was an inverse U-shaped response only in female plasma tALP and a positive 

correlation was observed between neonatal plasma 1,25(OH)2D and tALP which is 

similar to human neonates [326]. Overall, higher plasma tALP and OC in male vs 

female neonates may explain the observed neonatal sex-dependent bone differences. 

In addition, the lower neonatal plasma tDPD in the 1 IU and 0.25 IU vs other diet 

groups is suggestive of lower bone resoprtion in this group. Also, no signs of 

maternal hypophosphatemia were observed which is in contrast to previous reports in 

vitamin D deficient models at late-gestation [13]. The weak negative correlation 
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between plasma 1,25(OH)2D with PO4 in the sow and neonate at 2 d postpartum may 

suggest that FGF23 and/or PTH actions along with high plasma 1,25(OH)2D lead to 

inhibition of PO4 renal reabsorption [39]. These results show that dose-response to 

dietary vitamin D during pregnancy results in plasma mineral homeostasis at the 

expense of changes in neonatal BMD and microarchitecture and with no significant 

maternal effects. 

There are many factors that may explain some of the differences in the 

observations in this study as compared to other vitamin D deplete vs replete studies in 

rats [78] and guinea pigs [13, 79]. The dietary Ca and P content of the present study 

(1.1% Ca and 0.65 % P) was higher than a previous guinea pig study (0.96 % Ca and 

0.49 % P) which compensates for some of the detrimental effects of vitamin D 

deficiency on bone phenotype [13]. In addition, baseline 25(OH)D concentrations 

which affect the dose-response to vitamin D intakes [327] were similar but high 

(~250 nmol/L) among all diet groups and the sows were randomized to diets at 

mating vs several weeks prior to mating [78] to resemble winter pregnancy, therefore 

plasma 25(OH)D reached the intended concentrations only by late gestation, 

suggesting that perhaps the ~70 d duration of pregnancy was too short to detect some 

of the differences in bone. 

Similar to humans, pregnancy induced a decrease in maternal vitamin D 

status along with an increase in 1,25(OH)2D as early as the end of 1st trimester [328]. 

This was accompanied by a decrease in maternal plasma total Ca similar to human 

pregnancy [105] but the observed decrease in plasma PO4 and blood Ca2+ is different 

from humans due to larger litter size in small animals [105]. Similar to previous 

reports a decrease in plasma OC was observed [55] which may be due to increased 

uptake of OC by the placenta [329]. However, no changes were observed in tALP and 
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tDPD during pregnancy. Nonetheless, the increase in plasma PO4 at 2 d postpartum is 

similar to previous reports [105, 202] which accompanied a further reduction in OC 

and increase in tDPD, probably as a result of hormonal changes that initiate upon 

lactation resulting in increased bone resorption [108]. Also, the decrease in plasma 

tALP after delivery may be a result of no further placental production [329]. These 

biochemical changes across pregnancy accompanied an increase in maternal long 

bone and decrease in vertebrae 3 aBMD, in accordance with these changes in rats 

[330] and humans [331], suggesting that immediate demands for Ca homeostasis 

draw upon Tb. bone of vertebrae whereas mineral stores for later use in lactation 

might reside in long bone in the adolescent pregnant model in this study in which 

growth plates are not yet closed [270]. 

            The animal model used in this study is not without limitations, including the 

large litter size (median of 3 [1-5]) and the higher neonatal to maternal whole body 

Ca content in guinea pigs (~14 %) vs humans (~3 %) [19]. In addition, we could not 

measure PTH, PTHrP, FGF23 and other metabolites of vitamin D such as 

24,25(OH)2D to further explain mechanisms and their possible role in bone health. 

 In conclusion, providing dietary vitamin D ranging from deficient to more 

than recommended results in a parallel response in vitamin D status, but is not 

reflected in maternal mineral or bone health outcomes. The fetus responded with 

higher Tb. density of long bone at both low and high maternal vitamin D intakes but 

features of congenital rickets were noted in the deficient group. The neonatal 

response was differential and sex-dependent at the cortical femur with lower TMD in 

the male neonates at the low and high maternal vitamin D intakes and lower TMD in 

the female neonates of the deficient group only while bone quality assessed by 

strength was unaffected. These data reinforce that maternal vitamin D intakes (<0.5 
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IU/g) and status (<50 nmol/L) may compromise bone health in the offspring and that 

higher intakes (>1 IU/g) and status (>125 nmol/L) are not advantageous. 
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6.7. Figure legends 

Figure 6.1. Plasma 25(OH)D (nmol/L) (a-b), 1,25(OH)2D (pmol/L) (c-d) 

concentrations and in sows randomized to diets containing different vitamin D 

dosages across pregnancy and their neonates at 2 d postpartum, respectively. Plasma 

25(OH)D vs 1,25(OH)2D: 25(OH)D (e-f) correlations in sows and neonates at 2 d 

postpartum. Values are means ± SEM. Figure a, b, c, d: Mixed model ANOVA, 

Tukey, post-hoc test. Figure e, f: Spearman correlation, adjusted for litter size and 

block. Statistical significance, p≤0.05. Sows were randomized to diets containing 

different vitamin D dosages during pregnancy: 0 IU/g (n=9), 0.25 IU/g (n=9), 0.5 

IU/g (n=9), 1 IU/g (n=9) and 2 IU/g (n=8). Neonate, n per diet group is presented on 

graphs. Figure a, c:  Different lower superscripts are representative of statistical 

interaction for diet*time. Figure b, d: Different upper superscripts are representative 

of statistical significance between diet groups. There were no significant effects of 

sex and diet*sex on plasma 25(OH)D and 1,25(OH)2D.  

Figure 6.2. Neonatal a) plasma total DPD  b) plasma tALP c) femur aBMD at 2 d 

postpartum in pups at 2 d postpartum born from sows randomized to diets containing 

different vitamin D dosages during pregnancy (0, 0.25, 0.5, 1 and 2 IU/g diet).  

Values are means± SEM statistically adjusted for litter size and block. Statistical 

analyses were performed by mixed model ANOVA and Tukey, post-hoc test. 

Statistical significance, p≤0.05. n is presented in parenthesis on each bar graph. 

Different upper superscripts are representative of statistical significance between diet 

groups and lower superscripts are representative of statistical interaction for diet*sex.  

Figure 6.3. Femoral distal metaphysis and mid-diaphysis assessed by µCT  in 

neonates at 2 d postpartum according to dietary intake of vitamin D during pregnancy 

(0, 0.25, 0.5, 1 and 2 IU/g diet): a) metaphysis Tb. BV/TV b) metaphysis Tb. N. c) 
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metaphysis Tb. SMI d) metaphysis Tb. Conn. Den. e) metaphysis Tb. vBMD f) mid-

diaphysis cortical volume g) mid-diaphysis TMD h) metaphysis splaying index. 

Values are means± SEM statistically adjusted for litter size and block. Statistical 

analyses were performed by mixed model ANOVA and Tukey, post-hoc test.  

Statistical significance, p≤0.05. n is presented in parenthesis on each bar graph. 

Different upper superscripts are representative of statistical significance between diet 

groups and lower superscripts are representative of statistical interaction for diet*sex. 

Figure 6.4. Proximal tibia metaphysis assessed by µCT  in neonates at 2 d 

postpartum according to dietary intake of vitamin D during pregnancy (0, 0.25, 0.5, 1 

and 2 IU/g diet): a) Tb. BV/TV b) Tb. N. c) Tb. vBMD. Values are means± SEM 

statistically adjusted for litter size and block. Statistical analyses were performed by 

mixed model ANOVA and Tukey, post-hoc test.  Statistical significance, p≤0.05. n is 

presented in parenthesis on each bar graph. Different upper superscripts are 

representative of statistical significance between diet groups and lower superscripts 

are representative of statistical interaction for diet*sex. 

Figure 6.5. a) Maternal Young’s Modulus and b) Neonatal Maximum Force (N) 

from the 3-point bending test bone strength on the femur mid-diaphysis in guinea pig 

sows and neonates at 2 d postpartum according to dietary intake of vitamin D during 

pregnancy (0, 0.25, 0.5, 1 and 2 IU/g diet). Values are means ± SEM, n is presented 

in parenthesis. Mixed model ANOVA, adjusted for litter size and block. Tukey, post-

hoc test is vs group 1 IU/g vitamin D in Figure 5(a) but vs all groups in Figure 5(b). 

Statistical significance, p≤0.05.  

Figure 6.6. Representative histological images of a) female and b) male neonate 

coronal slice of distal femur in guinea pigs at 2 d postpartum according to dietary 

intake of vitamin D during pregnancy (0, 0.25, 0.5, 1 and 2 IU/g diet). Top: 5x 
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magnification, von Kossa and van Gieson staining; bottom: 10x magnification, 

safronin-O staining. 
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Table 6. 1. Isoenergetic guinea pig grain-based Purina TestDiet 

 
Ingredient g/kg diet 

 

Carbohydrate 

Starch 

Sucrose 

Fructose 

Lactose 

Glucose 

 

429 

154 

223 

7.3 

5.6 

2.7 

Fat 

Cholesterol 

SAFA 

MUFA 

PUFA 

60 

0.043 

17.6 

19.4 

17.6 

Protein 

L-Methionine  

193 

0.42 

Fiber 144 

Vitamin
1,2 

and mineral premix
3
 174 

 

1Premix devoid of ergocalciferol and cholecalciferol, diets differed in their 

cholecalciferol dosages as follows: (0, 0.25, 0.5, 1 and 2 IU/kg) or (0, 6.2, 12.5, 25, 

50 μg/kg) diet. 

2Contained the following (vitamin mix): carotene, 12.7 mg/kg; vitamin A, 8.5 mg/kg 

(25 IU/g); DL-a-tocopheryl, 36.1 mg/kg (54 IU/kg); menadione, 5.0 mg/kg; thiamin, 

9.0 mg/kg; riboflavin, 6.1 mg/kg; niacin, 62 mg/kg; pantothenic acid, 21 mg/kg; folic 

acid, 4 mg/kg; pyridoxine, 4 mg/kg; biotin, 0.2 mg/kg; vitamin B-12, 0.01 mg/kg; 

choline chloride, 1850 mg/kg; and ascorbic acid, 500 mg/kg. 

3Contained the following (mineral mix): calcium, 11 g/kg; phosphorous, 6.5 g/kg; 

phosphorous (available), 4.3 g/kg; potassium, 15.5 g/kg; magnesium, 3.6 g/kg; 

sodium, sulphur, 2.8 g/kg; 3.5 g/kg; chlorine, 7.1 g/kg; fluorine, 26.6 mg/kg; iron, 

353 mg/kg; zinc, 78 mg/kg; manganese, 81mg/kg; copper, 14.0 mg/kg; cobalt, 3.4 

mg/kg; iodine, 0.88 mg/kg; chromium, 2.0 mg/kg; and selenium, 0.47 mg/kg. 
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Figure 6. 2. 
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Figure 6. 3.  
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Figure 6. 4.  
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Figure 6. 5.  

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

0 0.25 0.5 1 2
0

2000

4000

6000

8000
M

a
te

rn
a
l 
F

e
m

u
r 

M
id

-D
ia

p
h

y
s
is

  
  

  
  

Y
o

u
n

g
's

 M
o

d
u

lu
s
  

(M
P

a
)

A

AB AB
B

AB

(9) (9) (9) (9) (8)

Diet
p=0.04a)

Maternal Dietary Vitamin D Content (IU/g diet)

0 0.25 0.5 1 2
0

10

20

30

40

A
AB

B B
AB

Diet
 p=0.01

(30) (24) (27) (26) (21)

b)

Maternal Dietary Vitamin D Content (IU/g diet)

N
e
o

n
a
ta

l 
F

e
m

u
r 

M
id

-D
ia

p
h

y
s
is

M
a
x
im

u
m

 F
o

rc
e
 (

N
)



 

 

173 
 

Figure 6. 6.  
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6.8. Supplemental Figure legend 

Supplemental Figure 6. 1. Representative reconstructed µCT  images of a) maternal, 

b) female and c) male neonate coronal slice of distal femur and transversal section of 

distal femur metaphyseal Tb. and mid-diaphysis cortical bone in guinea pigs at 2 d 

postpartum according to dietary intake of vitamin D during pregnancy (0, 0.25, 0.5, 1 

and 2 IU/g diet). Images are representative of samples from each group that were 

closest to the mean (unadjusted for litter size and block). 
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6.9. Supplemental Tables 

Supplemental Table 6. 1. Biomarkers of mineral and bone metabolism in guinea pig sows and neonates in all vitamin D 

dietary groups. 

Outcomes Maternal Maternal 

p-values 

Mixed ANOVA 

 

Neonatal Neonatal 

p-values 

Mixed ANOVA 

 

All  Diet Time Diet* 

Time 

All  Diet Sex Diet* 

sex Female Male 

Plasma Total Ca (mmol/L)    

     Pre-mating 

     D21 

     D42 

     2d Postpartum 

 

2.51±0.02 (44)
a 

2.54±0.01 (43)
a 

2.44±0.01 (44)
b 

2.46±0.02 (44)
b 

 

 

 

 

0.97 

 

 

 

 

<0.001 

 

 

 

 

0.90 

 

 

 

 

2.42±0.02(54) 

 

 

 

 

2.42±0.02(58) 

 

 

 

 

0.06 

 

 

 

 

0.68 

 

 

 

 

0.25 

Blood Ca
2+

 (mmol/L)              

     Pre-mating 

     2d Postpartum 

 

1.50±0.02(30)
a
 

1.44±0.01(33)
b
 

 

 

0.95 

 

 

0.003 

 

 

0.72 

 

 

1.38±0.02(42) 

 

 

1.38±0.02(49) 

 

 

0.42 

 

 

0.98 

 

 

0.97 

Plasma PO4 (mmol/L)         

     Pre-mating 

     D21 

     D42 

     2d Postpartum  

 

1.98±0.05(42)
a
 

1.95±0.04(41)
a 

1.62±0.03(44)
b 

1.87±0.05(42)
a 

 

 

 

 

0.07 

 

 

 

 

<0.001 

 

 

 

 

0.23 

 

 

 

 

2.53±0.06(49) 

 

 

 

 

2.50±0.06(53) 

 

 

 

 

0.17 

 

 

 

 

0.54 

 

 

 

 

0.09 

Plasma OC (nmol/L)   

     Pre-mating 

     D21 

     D42 

     2d Postpartum  

 

16.1±0.7(44)
a 

14.2±0.5(44)
b 

10.6±0.4(44)
c 

  5.0±0.3(44)
d 

 

 

 

 

0.62 

 

 

 

 

<0.001 

 

 

 

 

0.86 

 

 

 

 

49.3±1.6(61) 

 

 

 

 

52.9±1.4(64) 

 

 

 

 

0.58 

 

 

 

 

0.02 

 

 

 

 

0.64 

Plasma tDPD (nmol/L)       

     Pre-mating 

     D21 

     D42 

     2d Postpartum  

 

15.6±2.6(44)
a 

16.7±4.1(44)
a 

20.3±3.6(44)
ab 

31.5±6.6(44)
b 

 

 

 

 

0.57 

 

 

 

 

0.03 

 

 

 

 

0.97 

 

 

 

 

52.4±8.4(61) 

 

 

 

 

53.1±7.7(63) 

 

 

 

 

0.04 

 

 

 

 

0.24 

 

 

 

 

0.16 

Plasma tALP (IU/L) 

     Pre-mating 

     D21 

     D42 

     2d Postpartum  

 

104.1±5.7(44)
a 

99.0±5.6(42)
a 

105.0±4.4(44)
a 

44.0±1.4(42)
b 

 

 

 

 

0.39 

 

 

 

 

<0.001 

 

 

 

 

0.22 

 

 

 

 

489.7±9.5(53) 

 

 

 

 

546.8±15.7(55) 

 

 

 

 

0.11 

 

 

 

 

0.002 

 

 

 

 

0.01 
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Values are means ± SEM, n is presented in parenthesis. Mixed model ANOVA, adjusted for litter size and block. Tukey, 

post-hoc test. Statistical significance, p≤0.05. Different lower superscripts (a,b,c,..) are representative of statistical 

significance among pregnancy time-points. The significant effect of diet on neonatal total DPD is shown in Figure 6.2(a) and 

the significant effect of diet*sex interaction on plasma tALP is shown in Figure 6.2(b). 
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Supplemental Table 6. 2. Whole body, lumbar spine vertebrae 3, femur and tibia DXA measurements in pregnant guinea 

pig sows and neonates of all vitamin D dietary groups. 

Values are means ± SEM. Maternal n=44, Neonatal n=138. Mixed model ANOVA, adjusted for litter size and block. Tukey, 

post-hoc test. Statistical significance, p≤0.05. 

Significant effect of time is shown by different lower superscripts within a row in maternal outcomes. The significant effect 

of diet on neonatal femur aBMD is shown in Figure 6.2(c). 

Outcomes Maternal 

Pre-mating 

Maternal 

2d Postpartum 

Maternal 

p-value 

Mixed ANOVA 

 

Neonatal 

2d 

Postpartum 

Neonatal 

p-value 

Mixed ANOVA 

 

Diet Time Diet*Time Diet Sex Diet* 

Sex 

 

Whole body              

     Area (cm
2
)      

     BMC (g) 

     aBMD (g/cm
2
) 

All All  

 

0.11 

0.55 

0.35 

 

 

<0.001 

<0.001 

0.11 

 

 

0.61 

0.64 

0.64 

All  

 

0.92 

0.97 

0.98 

 

 

0.23 

0.46 

0.78 

 

 

0.82 

0.89 

0.83 

 

97.01±1.12
a 

22.07±0.34
a 

0.227±0.000
a
 

 

106.95±0.97
b 

24.47±0.29
b 

0.229±0.001
a 

 

29.99±0.30 

3.44±0.05 

0.114±0.001 

Vertebrae 3             

     Area (cm
2
)      

     BMC (g) 

     aBMD (g/cm
2
) 

 

0.44±0.00
a 

0.131±0.002
a 

0.298±0.003
a
 

 

0.47±0.00
b
 

0.132±0.002
a
 

0.282±0.003
b
 

 

0.94 

0.64 

0.33 

 

<0.001 

0.78 

<0.001 

 

0.68 

0.79 

0.15 

 

0.18±0.00 

0.026±0.005 

0.146±0.001 

 

0.63 

0.91 

0.95 

 

0.82 

0.64 

0.81 

 

0.10 

0.56 

0.53 

Femur  

     Area (cm
2
)      

     BMC (g) 

     aBMD (g/cm
2
) 

 

1.64±0.02
a 

0.744±0.013
a 

0.455±0.008
a
 

 

1.72±0.02
b
 

0.83±0.01
b
 

0.486±0.007
b
 

 

0.13 

0.49 

0.06 

 

<0.001 

<0.001 

0.001 

 

0.43 

0.60 

0.54 

 

0.71±0.01 

0.103±0.002 

0.145±0.002 

 

0.22 

0.42 

0.04 

 

0.68 

0.17 

0.19 

 

0.74 

0.88 

0.79 

Tibia      

     Area (cm
2
)      

     BMC (g) 

     aBMD (g/cm
2
)    

 

2.03±0.02
a 

0.559±0.008
a 

0.276±0.003
a 

 

2.14±0.02
b
 

0.61±0.01
b
 

0.284±0.003
b
 

 

0.47 

0.86 

0.53 

 

<0.001 

<0.001 

0.008 

 

0.18 

0.38 

0.99 

 

0.95±0.01 

0.092±0.002 

0.097±0.001 

 

0.88 

0.29 

0.17 

 

0.04 

0.06 

0.34 

 

0.32 

0.54 

0.42 
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Supplemental Table 6. 3. Lumbar spine vertebrae 3, distal femur and proximal tibia Tb. and mid-diaphysis femur cortical 

miroCT measurements in guinea pig sows and neonates at 2d postpartum in all vitamin D dietary groups.  

 

 

 

 

 

 

 

 

 

 

 

 

 

 

Outcomes Maternal Maternal 

p-value 

Mixed 

ANOVA 

 

Neonatal Neonatal 

p-value 

Mixed ANOVA 

 

All  Diet All  Diet Sex Diet* 

Sex 

Vertebrae 3               BV/TV(%) 

                   Th(mm) 

                   Sp(mm) 

                   N(mm
-1

) 

                   SMI 

                   D.A. 

                   Conn.Den.(mm
-3

) 

                                 vBMD(g/mm
3
) 

15.58±0.23 

0.1127±0.0005 

0.324±0.004 

1.38±0.02 

1.71±0.02 

3.17±0.35 

37.84±0.94 

0.351±0.008 

0.61 

0.90 

0.30 

0.46 

0.84 

0.005 

0.74 

0.60 

12.30 ± 0.20 

0.877 ± 0.0003 

0.229 ± 0.001 

1.40 ± 0.02 

1.99 ± 0.02 

1.61 ± 0.01 

89.83 ± 2.32 

0.243 ± 0.007 

0.74 

0.21 

0.60 

0.77 

0.56 

0.05 

0.10 

0.74 

0.27 

0.94 

0.05 

0.18 

0.15 

0.42 

0.56 

0.27 

0.88 

0.88 

0.79 

0.85 

0.72 

0.16 

0.45 

0.86 

Femur Tb.                BV/TV(%) 

                  Th(mm) 

                  Sp(mm) 

                  N(mm
-1

) 

                  SMI 

                  D.A. 

                  Conn.Den.(mm
-3

) 

                  vBMD(g/mm
3
) 

Femur Cortical        Endosteal Vol. (mm) 

                  Periosteum Vol.(mm) 

                  Cortical Vol.(mm) 

                                TMD(g/mm
3
) 

22.12±0.62 

0.148±0.001 

0.68±0.03 

1.49±0.03 

1.57±0.03 

1.93±0.02 

27.40±0.90 

0.577±0.021 

14.93±0.34 

40.12±0.49 

25.19±0.27 

1.877±0.004 

0.57 

0.87 

0.25 

0.38 

0.57 

0.18 

0.12 

0.77 

0.17 

0.51 

0.31 

0.91 

45.09 ± 0.79 

0.179 ± 0.001 

0.212 ± 0.006 

2.50±0.03 

0.87±0.05 

1.47 ± 0.01 

79.74±1.37 

0.585±0.013 

9.23 ± 0.13 

15.43 ± 0.20 

6.20±0.11 

1.143±0.005 

0.001 

0.07 

0.09 

0.01 

0.001 

0.87 

0.003 

0.001 

0.07 

0.39 

0.04 

0.05 

0.45 

0.07 

0.68 

0.16 

0.21 

0.44 

0.79 

0.40 

0.77 

0.63 

0.19 

0.01 

0.15 

0.16 

0.35 

0.52 

0.19 

0.31 

0.10 

0.14 

0.06 

0.22 

0.99 

0.003 

Tibia Tb.                 BV/TV(%) 

                 Th(mm) 

                 Sp(mm) 

                 N(mm
-1

) 

                 SMI 

                 D.A. 

                               Conn.Den.(mm
-3

)                

                               vBMD(g/mm
3
) 

15.23±0.35 

0.1054±0.0006 

0.358±0.008 

1.45±0.03 

2.11±0.02 

2.19±0.02 

36.13±1.61 

0.303±0.011 

0.66 

0.91 

0.58 

0.55 

0.57 

0.69 

0.79 

0.67 

21.33±0.32 

0.1411 ± 0.0005 

0.313 ± 0.003 

1.51±0.02 

1.47 ± 0.03 

1.56 ± 0.01 

48.24 ± 1.12 

0.186±0.005 

0.05 

0.14 

0.10 

0.05 

0.14 

0.33 

0.10 

0.03 

0.63 

0.88 

0.65 

0.72 

0.11 

0.07 

0.66 

0.53 

0.08 

0.33 

0.59 

0.14 

0.04 

0.33 

0.37 

0.11 
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Values are means ± SEM, for the sow n=44 for all variables, for the neonate n=138 at the vertebrae 3, n= 132 at the femur 

Tb. and cortical and n=133 at the Tibia Tb.. 

Mixed model ANOVA, adjusted for litter size and block. Tukey, post-hoc test. Statistical significance, p≤0.05. 

The significant effect of diet on neonatal femur Tb. BV/TV, N, SMI, Conn. Den, vBMD are shown in Figure 6.3(a-e) and 

cortical volume and TMD are shown in Figure 6.3(f-g) and tibia Tb. BV/TV, N and vBMD are shown in Figure 6.4(a-c).  
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Supplemental Table 6. 4. Femur mid-diaphysis 3-point bending test bone strength in guinea pig sows and neonates at 2 d 

postpartum according to dietary intake of vitamin D during pregnancy. 

Outcomes Maternal  

2 d postpartum 
 

Maternal 

p-value 

Mixed 

ANOVA 
 

Neonatal 

2 d postpartum 
 

Neonatal 

p-value 

Mixed ANOVA 

  All Diet Sex Diet* 

Sex All Diet Female Male 

Femur mid-diaphysis 

     Maximum Force (N) 

     Maximum deformation (mm) 

     Energy at break (mJ) 

     Cross sectional diameter (mm) 

     Maximum Stress 

     Maximum Strain (%) 

     Young’s Modulus 

 

142.9±4.62(44) 

0.84±0.03(44) 

52.51±3.22(44) 

3.88±0.03(44) 

82.33±5.01(44) 

3.41±0.13(44) 

4359.23±374.27(44) 

 

0.70 

0.75 

0.76 

0.77 

0.31 

0.72 

0.04 

 

25.35±0.96(60) 

0.98±0.02(60) 

23.08±0.85(60) 

2.37±0.02(60) 

32.52±1.47(60) 

14.00±0.27(60) 

3194±161.6(60) 

 

26.38±0.79(68) 

1.03±0.02(68) 

24.34±1.05(68) 

2.45±0.02(68) 

32.32±1.13(68) 

15.22±0.34(68) 

2829±154.5(68) 

 

0.01 

 0.78 

0.86 

0.87 

 0.26 

0.81 

0.36 

 

0.91 

0.001 

0.08 

0.002 

0.39 

<0.001 

    0.02 

 

0.74 

0.30 

0.24 

0.33 

0.25 

0.23 

  0.21 

 

Values are means ± SEM, n is presented in parenthesis. Mixed model ANOVA, adjusted for litter size and block. Tukey, 

post-hoc test. Statistical significance, p≤0.05. 

The significant effect of diet on maternal femur mid-diaphysis Young’s Modulus is shown in Figure 6.5(a), Tukey, post-hoc 

test are vs diet 1. The significant effect of diet on pup femur mid-diaphysis maximum force is shown in Figure 6.5(b). 
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Supplemental Figure 6. 1. 
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c) 
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BRIDGE 5 

In Chapter 6 it was shown that maternal and neonatal plasma 25(OH)D show a dose-

response to dietary vitamin D during pregnancy in guinea pigs which closely parallels 

that recently reported in human pregnancy [10]. The striking similarity between 

maternal and neonatal vitamin D status demonstrates that maternal-fetal transfer is 

not saturable up to 250 nmol/L of maternal plasma 25(OH)D concentrations in guinea 

pigs. Even though, neonatal plasma 25(OH)D concentrations were lower than 

maternal levels, in accordance with previous studies [10, 13, 67, 79, 199, 204], values 

at 2 d postpartum reached 125 nmol/L in ~30 % of the neonates in the 2 IU/g group. 

Furthermore, maternal plasma 1,25(OH)2D plateaus at intakes of vitamin D that 

approximate the recommendations whereas it follows a dose-response in the 

neonates. In addition, it was revealed that providing such dietary vitamin D ranging 

from deficient to more than recommended resulted in a parallel response in vitamin D 

status, but is not reflected in maternal mineral or bone health outcomes.  The fetus 

responded with higher Tb. density of long bone at both low and high maternal 

vitamin D intakes while features of congenital rickets were apparent in the deficient 

group. The neonatal response was differential and sex-dependent at the cortical femur 

with lower TMD in the male neonates at the low and high maternal vitamin D intakes 

and lower TMD in the female neonates of the deficient group only while bone quality 

assessed by biomechanical tests was unaffected. These data reinforce that maternal 

vitamin D intakes and status below the recommendations do not significantly affect 

maternal bone health but may compromise bone health in the offspring and higher 

intakes and status are not advantageous.  
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CHAPTER 7. SUMMARY AND CONCLUSIONS 

 Six main hypotheses were tested in this thesis which are consecutively 

discussed in this chapter. The first hypothesis was that maternal serum vitamin D 

status is lower and OC concentration is higher at early gestation in GDM vs healthy 

pregnant women; maternal 25(OH)D and OC concentrations at early gestation and the 

change from early to mid-gestation may have a predictive role in the development of 

GDM. A nested case (GDM)-control (healthy) study was carried out in pregnant 

women in Quebec City to test this hypothesis. The first manuscript (Chapter 3) 

reported the results of this study.  

The most novel finding of this study was that OC was significantly elevated 

in GDM compared to healthy women throughout pregnancy. However, vitamin D 

status was not different among GDM and healthy pregnancy women across 

pregnancy. Importantly, adjustments were made for confounding variables that were 

not all taken into account in previous studies of vitamin D status in GDM [22-28] 

such as pre-pregnancy BMI, history of smoking, family history of diabetes and 

physical activity. However, early pregnancy and change in maternal vitamin D status 

and OC from early to mid-gestation was not associated with GDM. 

Therefore the first part of the hypothesis that vitamin D status is lower at 

early gestation in GDM vs healthy pregnant women is rejected, suggesting that low 

vitamin D status and development of GDM are coincidental events with potential for 

adverse pregnancy outcomes. Previous studies that have reported significant lower 

vitamin D status in GDM vs healthy controls have not adjusted for history of smoking 

and physical activity [22-28]. However, the second part of the hypothesis that OC 

concentration is higher at early gestation in GDM vs healthy pregnant women is 

accepted. This is in agreement with similar findings at mid-gestation in Australian 
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and Iranian pregnant women [52, 53], but novel since higher concentrations were 

even observed at early gestation, prior to the outward signs of GDM. Therefore, this 

may be an early compensatory mechanism independent of 1,25(OH)2D to increase 

insulin secretion which cannot be accomplished because of pancreatic β-cell defects 

in women with GDM [52]. However, higher OC concentrations may also be a 

phenomenon completely independent of both vitamin D and glucose status. Higher 

OC concentration has been related to higher bone turnover in GDM as compared to 

normal pregnancy [53, 256]. This may be associated with possible detrimental effects 

of GDM on bone which is in line with the higher reduction (50 %) of calcis BMD 

reported in GDM vs healthy pregnant women [257]. Nonetheless, overall the 

hypothesis that circulating 25(OH)D and OC have a predictive role in the 

development of GDM was rejected.  

Even though the total circulating OC measured in this study is also known to 

have a role in the regulation of insulin sensitivity in humans [46], the uncarboxylated 

form of OC is thought to be the main regulator of glucose homeostasis [41]. 

Therefore, it would be useful to investigate this specific form of OC to further explain 

the role of this bone biomarker in GDM and the bone changes accompanying it. In 

addition, measurement of other bone formation biomarkers such as P1NP and bone 

resorption biomarkers such as C-telopeptide would also help explain changes in bone 

metabolism in GDM vs healthy pregnant women.  

The cause and effect relationship between OC and GDM could also not be 

determined in this study due to its nested case-control design. Large prospective 

cohort studies are the next study design recommended to further investigate the 

causality between circulating OC and GDM  in pregnant women and bone health 

consequences associated with it. Furthermore, the population of pregnant women was 
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exclusively Caucasians in this study and therefore not representative of other 

ethnicities. In addition, it is important to consider that summer was the season of 

conception over represented (i.e. 44% of the population) in this study which may 

have, even though cases and controls were matched on season, affected the change in 

circulating 25(OH)D with time across pregnancy. The high variability in circulating 

25(OH)D concentrations in the control group suggest that larger sample size is 

required to increase the power of the study. Therefore, large prospective cohorts 

across different seasons and ethnicities are required to further explore the association 

between 25(OH)D and the risk of development of GDM and the possible mechanisms 

involved. Ideally a randomized controlled study aiming at achieving normal 25(OH)D 

concentrations in a vitamin D supplemented group will be needed to clarify the effect 

of vitamin D status and the relationships with the active metabolite 1,25(OH)2D in 

GDM.  

 The second hypothesis was that cord serum 25(OH)D concentration is 

associated with anthropometry measures and APGAR scores in human neonates and 

placenta weight which was investigated in the same nested-case control study as 

described above (Chapter 3). In this study it was demonstrated that neither maternal 

nor cord serum 25(OH)D concentrations was correlated with any of the neonatal 

anthropometry measurements and placenta weight. These results agree with a recent 

report with similar vitamin D status as in this nested-case control study [10], but are 

in contrast to studies in populations with lower vitamin D status [18, 19]. The 

prevalence of low cord vitamin D status was 11.5 % for 25(OH)D < 50 nmol/L and 

39.6% for 25(OH)D < 75 nmol/L, which is lower than those previously reported in 

neonates in a study in Manitoba [19]. The lack of association between maternal and 

cord serum 25(OH)D and APGAR scores is similar to a previous report [258], but 
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contrasts to the lower APGAR scores reported in another study in neonates of 

mothers with lower vitamin D intakes [17]. This suggests the importance of 

measuring circulating 25(OH)D concentration vs vitamin D intakes when 

investigating the association between vitamin D and neonatal APGAR scores. 

Therefore, the hypothesis that cord serum 25(OH)D concentration is associated with 

anthropometry and APGAR scores in the neonate and placenta weight is rejected in 

this exclusive Caucasian population.The homogeneity of the total population due to 

matching of case and controls for pre-pregnancy BMI, age, GA and the exclusive 

Caucasian population should be considered in interpretation these results. Whether 

the results would be different in a population with higher prevalence of low vitamin 

D status requires further investigation.  

Due to difficulty in assessing and controlling for confounding variables in the 

association between circulating 25(OH)D and pregnancy outcomes (glucose tolerance 

and bone health) as well as ethical concerns for a vitamin D dose-response study in 

human studies, the guinea pig model was chosen for the studies in this thesis 

involving both bone [13, 79] and glucose metabolism [56, 233]. The third hypothesis 

was thus that exposure to the isoflurane anaesthetic significantly affects OC and 

tDPD across maturity and changes blood glucose and minerals postpartum in guinea 

pigs. If so, to better reflect normal metabolism with the added values of improved 

consistency and comparability in research, measurements prior to anaesthesia would 

be recommended. The latter is usually not followed in animal studies due to more 

convenient sample collection after anaesthesia. The results of this study are presented 

in the second manuscript (Chapter 4). The most novel observation of this study was 

that administration of isoflurane for 20-25 min almost doubles circulating OC 

concentrations during rapid growth, but not thereafter and exposure increases blood 
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glucose concentrations postpartum. Therefore, even though sample collections are 

usually more convenient after exposure to anaesthetic, measurements of these 

biomarkers prior to isoflurane anaesthesia are recommended to represent normal 

metabolism and for consistency and comparability in research. The doubling of 

plasma OC in guinea pigs after exposure to isoflurane during development is similar 

to the results obtained in adult cynomolgus monkeys [59]. However, no effect of 

isoflurane was observed on plasma OC postpartum which might due to the either the 

observed decrease in bone formation and OC concentrations with increase in age as 

seen in female horses [269] or following reproduction [108] or both. Additional 

studies in other species are required prior to generalizing the effect of isoflurane on 

OC across maturity in different species. The mechanism for increase in OC upon 

exposure to isoflurane has been suggested to be its release from the bone surface and 

not increase in its synthesis. This may occur due the effect of stress hormones such as 

corticosterone [271] which has been shown to increase 1 min to 2 h after exposure to 

isoflurane in adult rabbits [272]. However, isoflurane exposure did not affect tDPD at 

any time point suggesting no effect on bone resportion which had never been 

investigated until now. The increase in tDPD with age may be due to postpartum 

hormonal changes that accompany the initiation of lactation which result in 

increased bone resorption during this phase [108]. Exposure to isoflurane did not 

change blood Ca2+, Na and plasma total Ca at post-partum. However, isoflurane 

significantly decreased plasma tALP and albumin and increased plasma PO4 and 

blood CL at 26 wk, suggesting that measurement of these minerals should be done 

prior to exposure to isoflurane. 
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 The other objective was to measure the effect of isoflurane on both OC and 

glucose at post-partum, since OC may be involved in glucose metabolism by increase 

in both insulin secretion and sensitivity [54]. Although no changes were observed in 

plasma OC concentration after exposure to isoflurane at maturity, a significant 

increase in blood glucose was observed which exceeded the expected values for 

guinea pigs [278]. The latter may be as a result of the effect of isoflurane in reduction 

of the ATP sensitivity of KATP channels and therefore impaired glucose-stimulated 

insulin release as reported in rats [279]. Thus it is suggested that sampling prior to 

anesthesia at mature ages should still be practiced for glucose assessments. 

Overall, this study suggests that exposure to isoflurane significantly increases 

circulating OC during rapid growth (before and after puberty), but not after 

pregnancy (late adolescence) while tDPD is unaffected. In addition, exposure to 

isoflurane affects circulating mineral and glucose concentrations postpartum. 

Therefore, the general hypothesis is accepted which is measurements prior to 

anaesthesia are recommended for better reflection of normal metabolism and 

consistency and comparability in research. 

However, there are limitations to this research on the effect of isoflurane 

induced anaesthesia on bone and mineral biomarkers. At 2 d postpartum samples 

were collected through saphenous vein before exposure to isoflurane but after 

exposure to isoflurane, the same measurements were done on samples collected 

through cardiac puncture. Sampling from different routes may affect blood Na, ALP 

[281] and glucose [282, 283] concentrations. Therefore, caution must be taken when 

interpreting changes in these parameters induced by the anaesthetic and studies 

incorporating similar methods of sample collection are required to confirm these 

results. Measurement of PTH levels and stress hormones such as corticosteroids are 
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suggested to further explain the mechanisms responsible for changes in OC 

concentration and measurement of insulin and C-peptide concentrations are required 

to further explain changes in blood glucose concentration upon the induction of 

isoflurane anaesthesia.  

The fourth hypothesis of this thesis was that maternal glucose concentration 

and tolerance are affected by dietary vitamin D intake and status during pregnancy. It 

was also hypothesized that maternal pre and mid-gestation concentrations and percent 

changes in 25(OH)D, 1,25(OH)2D and OC are associated with OGTT results at mid-

gestation; maternal body and abdominal composition at pre-gestation and postpartum 

are associated with 25(OH)D, 1,25(OH)2D and OC at the same time-points and 

OGTT results at mid-gestation. These were investigated in the guinea model and the 

results are presented in Chapter 5 (Manuscript 3). The main outcome of this study 

was that maternal glucose concentration and tolerance were unaffected by dietary 

vitamin D intake and status during pregnancy in the guinea pig model and therefore 

the first section of the hypothesis is rejected. Despite the fact that change in maternal 

plasma 25(OH)D followed a dose-response to dietary vitamin D3, plasma 1,25(OH)2D 

did not follow a dose-response (plateaued once maternal dietary vitamin D intake > 

0.5 IU/g). The decrease in 1,25(OH)2D concentrations in the 0 IU/g diet group during 

pregnancy did not lead to undetectable levels of this active metabolite at late gestation 

which may be the reason for lack of differences in plasma minerals, OC, fasting 

glucose and OGTT outcomes among diet groups. These results are different from 

non-pregnant vitamin D deficient rats [37] and rabbits [38] in which injection of 

25(OH)D or 1,25(OH)2D prior to OGTT increased glucose induced insulin secretion 

[37, 38] and improved glucose tolerance at 3 h post glucose load [37, 38]. This may 

be due to the fact that in this guinea pig model vitamin D status reached deficient, but 
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not undetectable levels and only by mid-gestation while undetectable 25(OH)D 

concentrations had been reached prior to the OGTT in the previous studies in rats and 

rabbits [37, 38]. This may suggest that low or undetectable 25(OH)D concentration 

prior to pregnancy may have a detrimental role on glucose tolerance but if pregnancy 

initiates upon sufficient vitamin D status and reaches deficient levels only at late 

gestation this may not be associated with detrimental effects on glucose tolerance 

during pregnancy. 

In accordance with these assumptions and despite the lack of difference 

among diet groups in OGTT results, vitamin D status at pre-mating, but not mid-

gestation was negatively associated with AUC for glucose from OGTT. This suggests 

that vitamin D status may be more important at pre-mating than mid-gestation in 

protecting against pregnancy induced glucose intolerance. The lack of such 

associations between plasma 1,25(OH)2D and glucose tolerance may be related to 

uncontrolled factors affecting plasma 1,25(OH)2D, due to its lower half-life and 

higher hormonal regulation as compared to 25(OH)D [246]. However, it should be 

considered that pre-mating 25(OH)D concentration (~ 250 nmol/L) were much higher 

in this guinea pig pregnant model than values normally observed in human 

pregnancy. Such high circulating 25(OH)D values are despite the fact that the guinea 

pigs were maintained a on a standard diet containing 1 IU/g diet vitamin D for 3 mo 

during the adaptation period, prior to mating. In vitamin D metabolism, the main 

excretory product of 1,25(OH)2D is calcitroic acid which is catalyzed by 24-

hydroxylase and excreted in the bile and 26,23-lactone which is another vitamin D 

degrading product found in the urine. Interestingly, in the guinea pig the preferred 

catabolic product for 1,25(OH)2D is 26,23-lactone over calcitroic acid [92]. This 

suggests that 24,25(OH)2D and 1,24,25(OH)3D resulting from 24-hydroxylation of 
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25(OH)D and 1,25(OH)2D which are then normally converted to calcitroic acid, may 

accumulate due to less degradation to calcitroic acid [92]. High concentrations of 

these metabolites cross-react with antibodies for 25(OH)D when assessed by non-

chromatographic methods [332] such as chemiluminescence immunoassay (Liaison) 

which may explain such high 25(OH)D concentrations at baseline. Therefore, more 

specific methods such as liquid chromatography–tandem mass spectrometry (LC-

MS/MS) may be required for detection of the actual concentration of 25(OH)D and 

other metabolites in such species. 

 The other outcome of this study on the effect of dietary vitamin D on glucose 

tolerance during pregnancy was that lower vitamin D status was associated with 

higher whole body and abdominal fat measured pre-pregnancy, the later also being a 

risk factor for GDM. Interestingly, this inverse relationship was only observed at pre-

mating, prior to the vitamin D dose-response intervention and may be ascribed to 

sequestering of vitamin D in adipose tissue [36, 123]. There are no studies on the 

effect of vitamin D status during pregnancy on body composition, but similar results 

using the active metabolite have been reported in a study on overweight and obese 

humans [295]. In this guinea pig study, maternal plasma 1,25(OH)2D and body 

weight as well as whole body and abdominal fat mass, but not percent fat and lean 

mass were positively associated preconception. Both higher [128, 299, 300] and 

lower [301, 302] circulating 1,25(OH)2D have been reported in obese vs normal 

weight humans. Further research is required to clarify the association between the 

active form of vitamin D and body composition during pregnancy. 

The association between OC and adiposity was also investigated in this study. 

In contrast to the negative association reported between OC and adiposity features 
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such as BMI and fat mass in animals [47] and humans [48-51], a positive relationship 

between this bone formation biomarker and all body composition components except 

percent body fat were observed at pre-mating, but no such associations were observed 

using the abdominal region. The interaction between OC and body composition is 

complex and can be affected by growth factors such as IGF-1. Perhaps the reason for 

a stronger association between plasma OC and all body compositions in the sow vs 

the neonate is due to higher maternal vs neonatal IGF-1 [304]. This area requires 

further investigation to clarify the association between OC and body composition 

(whole body and abdominal) at different ages and physiological states (pregnancy, 

non-pregnancy). 

Abdominal body lean mass was also negatively associated with fasting 

glucose at pre-mating; however this was not the case with whole body reinforcing 

that low lean mass in the abdominal  region is detrimental to health. Abdominal 

obesity at early gestation has also been inversely associated with glucose tolerance at 

late gestation in women [305]. These results show the importance of the lean mass 

content of the abdominal vs whole body region at pre-gestation against glucose 

intolerance and the strength of the animal model selected for use in this thesis. 

The guinea pig model, however, is not without limitations. Even though, the 

guinea pig model is similar to human pregnancy in terms of time at which glucose 

concentration peaks on OGTT [56], the peak in blood glucose after oral glucose 

ingestion had a 30 min delay and blood glucose concentrations did not return to 

baseline values after 3 h on the OGTT, suggesting that perhaps the 2 g/kg of 70 % 

glucose solution may have been too high for the guinea pig OGTT in this study. In 

addition to plasma 1,25(OH)2D that was a main covariate in the present study, plasma 

Ca [32] and PO4 [33] may have a role in regulating glucose metabolism by increasing 
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insulin secretion. All these covariates were explored in the statistical regression 

model in this study, but were not significantly associated with glucose concentrations 

and OGTT results. However, there are other nutrients that may affect glucose 

metabolism such as Zn [143], chromium (Cr) [143], vitamin K [43], vitamin A [333]. 

Therefore, future research should also consider the possible role of these nutrients and 

possibly nutrient-nutrient interactions in the association between vitamin D and 

glucose tolerance during pregnancy. 

The fifth hypothesis of this thesis was that neonatal glucose and body 

composition postpartum are affected by vitamin D status, 1,25(OH)2D and OC 

concentrations resulting from the dose-response effect of maternal dietary vitamin D 

intake and status during pregnancy in guinea pigs and results are presented in Chapter 

5 (Manuscript 3). The major result of this study is that a positive dose-response was 

observed in both neonatal plasma 25(OH)D and 1,25(OH)2D in response to maternal 

dietary vitamin D3 which surprisingly resulted in a positive association between 

neonatal plasma 1,25(OH)2D and blood glucose concentration measured in the non-

fed state. This might be related to the higher neonatal vs maternal postpartum 

1,25(OH)2D and OC concentrations in guinea pigs as shown in Chapter 6, but 

requires further investigation. In addition, a negative association was observed 

between plasma 1,25(OH)2D and OC in the neonate which is in contrast to the 

positive relationship in humans and rats [293] and may be a result of interaction of 

1,25(OH)2D with bone-derived growth factors (IGF-1 and TGF-β) [294]. Also, 

despite the fact that a negative association was observed between plasma OC and 

blood glucose concentration in the neonate which is in accordance with animal [41] 

and human [43-46] reports, this was no longer significant after adjusting for plasma 

1,25(OH)2D, again suggesting the possibility of interaction of calcitriol with growth 
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factors [294]. Therefore, overall the section of the hypothesis that neonatal 

1,25(OH)2D is associated with glucose was accepted. 

Even though some human studies have suggested that maternal vitamin D 

status affects neonatal body fat and lean mass at birth [20, 297], no association was 

observed between vitamin D status and body composition 2 d postpartum which is 

similar to results from another study in human neonates [225]. No associations were 

observed between the active form of vitamin D and neonatal body weight at birth. 

Therefore this section of the hypothesis was rejected. Even though previous studies 

have shown a positive association between glucose concentrations and fetal fat mass 

in normal pregnancy [306, 307], in this study, this positive relationship was observed 

between blood glucose concentration and body weight and lean mass, but not fat 

mass or percent fat. In addition, a positive association between plasma OC and body 

weight and lean mass was observed in the neonate which is in contrast to previous 

findings in animals [47] and humans [48-51]. This association is similar to that 

observed in sows at pre-mating and requires further investigation. Overall, this study 

suggests that the associations between vitamin D metabolites, OC and body 

composition is complex and differs by life stages (neonatal vs late adolescence) and 

physiological states (pregnancy vs non-pregnancy). Further vitamin D interventional 

human studies are required to clarify the role of vitamin D and osteocalcin on body 

composition. 

There are limitations to this study including that neonate blood glucose 

measurement was limited to 3 h after food withdrawal which is shorter than the 

overnight fasting in previous studies [56, 233] and therefore may not accurately 

represent glucose homeostasis. Studies with longer fasting periods (8-12 h) are 

required to further investigate these associations. 
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The sixth hypothesis of this thesis was that both low (<50 nmol/L) and high 

(>125 nmol/L) maternal 25(OH)D concentrations would impair bone development 

while moderate concentrations (50-125 nmol/L) would result in optimal maternal and 

fetal bone health by analyses of plasma minerals, vitamin D metabolites and bone 

biomarkers as well as assessment of whole body and regional BMC, BMD, 

microarchitecture and biomechanics. These were investigated in the guinea pig model 

during reproduction since this animal model is similar to human pregnancy in terms 

of changes in circulating 1,25(OH)2D and OC and fetal vs maternal levels of these 

parameters [55]. The results of this section are presented in Chapter 6 (Manuscript 4). 

The hypothesized maternal and neonatal plasma 25(OH)D dose-responses to 

maternal dietary vitamin D were achieved in this study and closely parallels that 

recently reported in human pregnancy [10]. Maternal plasma 25(OH)D concentration 

<50 nmol/L was achieved in the 0 IU group at 2 d postpartum and plasma 25(OH)D 

concentration >125 nmol/L was observed across pregnancy in the 1 and 2 IU groups. 

However, there was a significant difference between these two groups, since plasma 

25(OH)D concentration was ~ 125 nmol/L in the 1 IU group at 2 d postpartum and 

≥250 nmol/L at  all pregnancy time-points including 2 d postpartum in the 2 IU 

group. This is while neonatal plasma 25(OH)D measured 2 d postpartum were  ≤ 50 

nmol/L in all groups except the 2 IU which reached concentrations as high as ~ 125 

nmol/L, although still below maternal concentrations in accordance with previous 

studies [10, 13, 67, 79, 199, 204]. The striking similarity between maternal and 

neonatal vitamin D status demonstrates that maternal-fetal transfer is not saturable up 

to 250 nmol/L of 25(OH)D in maternal plasma. Furthermore, maternal plasma 

1,25(OH)2D plateaus at high intakes of vitamin D whereas it follows a dose-response 

in the neonates.  
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The implication of a high 25(OH)D and 1,25(OH)2D include suppression of 

PTH [315] and anticipated responses in bone [316]. Using the proxy PTH index, 

these results suggest that maternal PTH concentration would plateau only at very high 

vitamin D status, exceeding 200 nmol/L of circulating 25(OH)D. However, no 

differences in maternal regional BMC, aBMD, vBMD were observed among diet 

groups. Interestingly, in the neonate, the proxy for PTH plateaus at much lower 

25(OH)D concentrations (<50 nmol/L), especially in the 0 IU group. Accordingly, the 

neonates that had >50 nmol/L, mainly from the 2 IU group, had the highest femur 

aBMD. 

The volumetric and micro architecture assessment of maternal bone was not 

affected by dietary vitamin D during pregnancy. However, lower neonatal femur 

cortical TMD possibly due to secondary hyperparathyroidism [318] and higher FSI 

were observed in the 0 IU group. This observation is consistent with the early phases 

of congenital rickets and is similar to the higher FSI in fetus of vitamin D deficient 

(<50 nmol/L) mothers at late gestation [63]. In addition, there were sex-dependent 

differences in some of the neonatal femoral features such as higher FSI in male vs 

female. The higher distal femur and proximal tibia Tb. vBMD observed in the 0 

group may be due to an increase in the amount of unmineralized bone as a result of 

the possible secondary hyperparathyroidism in this group [318] and should therefore 

not be interpreted as a positive outcome. In fact, higher FSI is likely a manifestation 

of low 1,25(OH)2D and expansion of the growth plate as observed in the 

histomorphometry of the distal femur growth plate in the 0 IU group [161, 320]. 

However, higher 1,25(OH)2D in the offspring from the 2 IU group was accompanied 

with higher distal femur and proximal tibia Tb. vBMD which may be a result of 

hypoparathyroidism [322] that is also known to increase the bone Tb. component 
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[318]. Sex differences were observed with lower femur cortical TMD in the males, 

but not the females of the 2 IU group. Whether these sex-dependent differences are 

related to growth rate (higher OC and tALP was observed in male vs female) rather 

than sex differences in vitamin D metabolism should be further investigated. The lack 

of difference in Tb. bone at the lumbar spine may suggest that sex effects are mainly 

observed in bones with growth plates. 

The observations reviewed above are all static outcomes. Functional 

outcomes of the bone can be assessed by biomechanical tests. The femoral stiffness 

assessed as part of the biomechanical tests of this study suggested that the highest 

vitamin D dosage (2 IU) during pregnancy may not result in higher maternal bone 

quality. In addition, the femoral tissue mineral density was positively correlated with 

stress (force adjusted for bone shape and size) and negatively correlated with strain 

(deformation adjusted for bone shape and size) in both the sows and pups, which is in 

line with previous reports in long bones of humans [311] and monkeys [324].  

The biochemical measures of Ca and bone metabolism suggest that dose-

response to dietary vitamin D during pregnancy results in plasma mineral 

homeostasis at the expense of changes in neonatal BMD and microarchitecture and 

with no significant maternal effects. The hypothesis, that maternal vitamin D status 

<50 nmol/L has detrimental effects on fetal bone health is accepted, but higher 

concentrations should be studied to confirm if an upper range of normal should be set 

at 125 nmol/L. It should be considered that the chemiluminescence assay used to 

measure 25(OH)D may have falsely elevated the values due to cross-reactivity of the 

assay antibody with other vitamin D metabolites. Future vitamin D dose-response 

studies are recommended to perform measurements of 25(OH)D concentrations using 
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methodologies such as LC-MS/MS that have less cross-reactivity with other vitamin 

D metabolites. 

There are many other factors that may explain some of the differences in 

these observations as compared to other vitamin D deplete vs replete studies in rats 

[78] and guinea pigs [13, 79]. The dietary Ca and P content of this study (1.1% Ca 

and 0.65 % P) was higher than a previous guinea pig study (0.96 % Ca and 0.49 % P) 

which has shown to compensate for some of the detrimental effects of vitamin D 

deficiency on bone phenotype [13]. In addition, baseline 25(OH)D concentrations 

which affect the dose-response to vitamin D intakes [327] were similar but high 

(~250 nmol/L) among all diet groups and the sows were randomized to diets at 

mating vs several weeks prior to mating [78] to resemble conception in summer or 

early fall to complement human investigations. The plasma 25(OH)D response 

therefore reached the intended concentrations only by late gestation, suggesting that 

perhaps the ~70 d duration of pregnancy was too short to cause differences in bone. 

Similar to human pregnancy [328], in the guinea pig, pregnancy induced a 

decrease in maternal vitamin D status along with an increase in 1,25(OH)2D as early 

as the end of 1st trimester. This was accompanied by a decrease in maternal plasma 

total Ca similar to human pregnancy [105], but the observed decrease in plasma PO4 

and blood Ca2+ is different from humans and likely ascribed to larger litter size in 

small animals [105]. Similar to previous reports, a decrease in plasma OC was 

observed [55], which may be due to increased uptake of OC by the placenta [329]. 

However, no changes were observed in tALP and tDPD during pregnancy. 

Nonetheless, the increase in plasma PO4 at 2d postpartum is similar to previous 

reports [105, 202] which accompanied a further reduction in OC and increase in 

tDPD, probably as a result of hormonal changes that initiate upon lactation resulting 
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in increased bone resorption [108]. Also, the decrease in plasma tALP after delivery 

may be a result of parturition [329]. These biochemical changes across pregnancy 

accompanied an increase in maternal long bone and decrease in vertebrae 3 aBMD, in 

accordance with these changes in rats [330] and humans [331]. These bone changes 

during pregnancy suggest that immediate demands for Ca homeostasis draw upon Tb. 

bone of vertebrae whereas mineral stores for later use in lactation might reside in long 

bone in this young pregnant model in which growth plates are not yet closed [270].  

 Therefore the main outcome of this study is that providing dietary vitamin D 

ranging from deficient to more than recommended levels results in a positive parallel 

response in maternal and neonatal vitamin D status, but is not reflected in maternal 

mineral or bone health outcomes.  The fetus responded with higher Tb. density of 

long bone at both low and high maternal vitamin D intakes, but features of congenital 

rickets were observed in male and female neonates of the deficient group, suggested 

by the expansion of the growth plate. The neonatal response was differential and sex-

dependent at the cortical femur with lower TMD in the male neonates at the low and 

high maternal vitamin D intakes and lower TMD in the female neonates of the 

deficient group only while bone quality assessed by strength was unaffected. These 

data reinforce that maternal vitamin D intakes and status below recommendations 

may compromise bone health in the offspring and that higher intakes and status are 

not necessarily advantageous.  

The guinea pig model has limitations for studying maternal and neonatal bone 

health including the large litter size (median of 3 [1-5]) and the higher neonatal to 

maternal whole body Ca content in guinea pigs (~14 %) vs humans (~3 %) [19]. In 

addition, the dosage vitamin D intake IU/kg body weight is not comparable to 

humans. Measurement of bone strength was performed at the site mainly containing 
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cortical bone and not beneath the growth plate. Future studies should also investigate 

biomechanical strength at Tb. rich site of the bone, especially in the neonates. One 

other limitation of this study is that neonates were not followed after birth but the 

early signs of rickets in the growth plate reinforce the importance of infant 

supplementation and its initiation at birth which has also been suggested from results 

of studies in guinea pigs [79] and in line with recommendations by the IOM [1]. 

 Future studies focusing on the mechanisms involved in the dose-response 

effect of vitamin D through PTH, FGF23 and other metabolites of vitamin D such as 

24,25(OH)2D and the RANK, RANKL, OPG for further explanation of metabolism 

pathways and bone biology would be useful. In addition, the in vivo dose-response 

effect of a vitamin D during pregnancy on VDR expression in target genes associated 

with bone health is another interesting area of research which has not been fully 

investigated.  

 In conclusion, the studies in this thesis demonstrate that vitamin D status may 

be more important at pre-mating than mid-gestation in protecting against pregnancy 

induced glucose intolerance. To reflect normal metabolism, measurements of OC and 

glucose prior to isoflurane anaesthesia are recommended. Maternal vitamin D status 

below recommendations may result in features similar to rickets in the offspring, but 

status above recommendations may not be advantageous to bone as shown in the 

guinea pig model.  

 

 

 

 



 

 

202 

 

REFERENCES 

1. Institute of Medicine. Dietary reference intakes for calcium and vitamin D. 

The National Academies Press. Washington, DC. 2011. 

2. Fnim RN. Vitamin D supplementation: recommendations for Canadian 

mothers and infants. Paediatr Child Health. 2007;12:583-9. 

3. Holick MF, Binkley NC, Bischoff-Ferrari HA, Gordon CM, Hanley DA, 

Heaney RP, Murad MH, Weaver CM. Evaluation, treatment, and prevention of 

vitamin D Deficiency: an Endocrine Society clinical practice guideline. J Clin 

Endocrinol Metab. 2011;96:1911-30. 

4. Fuleihan GE-H. Vitamin D deficiency in the Middle East and its health 

consequences for children and adults. Clinic Rev Bone Miner Metab. 2009;7:77-93. 

5. McAree T, Manickavasagar T, Sivalokanathan S, Jacobs B, Rainbow S, Blair 

M. High levels of vitamin D deficiency in pregnancy – a failure of public health 

policy? Arch Dis Child. 2011;96:1. 

6. Lau SL, Gunton JE, Athayde NP, Byth K, Cheung NW. Serum 25-

hydroxyvitamin D and glycated haemoglobin levels in women with gestational 

diabetes mellitus. Med J Aust. 2011;194:334-7. 

7. Whitehouse AJ, Holt BJ, Serralha M, Holt PG, Kusel MM, Hart PH. Maternal 

serum vitamin D levels during pregnancy and offspring neurocognitive development. 

Pediatrics. 2012;129:485-93. 

8. Li W, Green TJ, Innis SM, Barr SI, Whiting SJ, Shand A, von Dadelszen P. 

Suboptimal vitamin D levels in pregnant women despite supplement use. Can J 

Public Health. 2011;102:308-12. 

9. Bodnar LM, Simhan HN, Powers RW, Frank MP, Cooperstein E, Roberts 

JM, Bodnar LM, Simhan HN, Powers RW, et al. High prevalence of vitamin D 



 

 

203 

 

insufficiency in black and white pregnant women residing in the northern United 

States and their neonates. J Nut. 2007;137:447-52. 

10. Hollis BW, Johnson D, Hulsey TC, Ebeling M, Wagner CL. Vitamin D 

supplementation during pregnancy: double blind, randomized clinical trial of safety 

and effectiveness. J Bone Miner Res. 2011;26(10):2341-57. 

11. Sahay M, Sahay R. Rickets-vitamin D deficiency and dependency. Indian J 

Endocrinol Metab. 2012;16:164-76. 

12. Rejnmark L, Vestergaard P, Heickendorff L, Mosekilde L. Plasma 

1,25(OH)2D levels decrease in postmenopausal women with hypovitaminosis D. Eur 

J Endocrinol. 2008;158:571-6. 

13. Rummens K, Bree R, Herck E, Zaman Z, Bouillon R, Assche FA, Verhaeghe 

J. Vitamin D deficiency in guinea pigs: exacerbation of bone phenotype during 

pregnancy and disturbed fetal mineralization, with recovery by 1,25(OH)2D3 infusion 

or dietary calcium-phosphate supplementation. Calcif Tissue Int. 2002;71:364-75. 

14. Suda T, Ueno Y, Fujii K, Shinki T. Vitamin D and bone. J Cell Biochem. 

2003;88:259-66. 

15. Martin A. Montecino, Jane B. Lian, Janet, L. Stein, Gary S. Stein, André J. 

van Wijnen, and Fernando Cruzat. ‘Biological and molecular effects of vitamin D on 

Bone’. In Holick MF. Vitamin D: physiology, molecular biology, and clinical 

applications. Springer, Boston, USA. 2010:189-209. 

16. Palomer X, Gonzalez-Clemente JM, Blanco-Vaca F, Mauricio D. Role of 

vitamin D in the pathogenesis of type 2 diabetes mellitus. Diabetes, Obes Metab. 

2008;10:185. 



 

 

204 

 

17. Sabour H, Hossein-Nezhad A, Maghbooli Z, Madani F, Mir E, Larijani B. 

Relationship between pregnancy outcomes and maternal vitamin D and calcium 

intake: a cross-sectional study. Gynecol Endocrinol. 2006;22:585-9. 

18. Brooke OG, Brown IR, Bone CD, Carter ND, Cleeve HJ, Maxwell JD, 

Robinson VP, Winder SM. Vitamin D supplements in pregnant Asian women: effects 

on calcium status and fetal growth. BMJ. 1980;280:751-4. 

19. Weiler H, Fitzpatrick-Wong S, Veitch R, Kovacs H, Schellenberg J, McCloy 

U, Yuen CK. Vitamin D deficiency and whole-body and femur bone mass relative to 

weight in healthy newborns. Can Med Assoc J. 2005;172:757-61. 

20. Krishnaveni GV, Veena SR, Winder NR, Hill JC, Noonan K, Boucher BJ, 

Karat SC, Fall CHD. Maternal vitamin D status during pregnancy and body 

composition and cardiovascular risk markers in Indian children: the Mysore 

Parthenon Study. Am J Clin Nutr. 2011;93(3):628-35. 

21. Xiong X, Saunders LD, Wang FL, Demianczuk NN. Gestational diabetes 

mellitus: prevalence, risk factors, maternal and infant outcomes. Int J Gynaecol 

Obstet. 2001;75:221-8. 

22. Zhang C, Qiu C, Hu FB, David RM, van Dam RM, Bralley A, Williams MA. 

Maternal plasma 25-hydroxyvitamin D concentrations and the risk for gestational 

diabetes mellitus. PLoS ONE. 2008;3(11): E3753. 

23. Maghbooli Z, Hossein-Nezhad A, Karimi F, Shafaei AR, Larijani B, 

Maghbooli Z, Hossein-Nezhad A, Karimi F, Shafaei A-R, Larijani B. Correlation 

between vitamin D3 deficiency and insulin resistance in pregnancy. Diabetes Metab 

Res Rev. 2008;24:27-32. 

http://www.ncbi.nlm.nih.gov/pubmed/?term=Assessment+of+early+diabetic+renal+changes+with+hyperpolarized+%5B1-13C%5Dpyruvate
http://www.ncbi.nlm.nih.gov/pubmed/?term=Assessment+of+early+diabetic+renal+changes+with+hyperpolarized+%5B1-13C%5Dpyruvate


 

 

205 

 

24. Soheilykhah S, Mojibian M, Rashidi M, Rahimi-Saghand S, Jafari F. 

Maternal vitamin D status in gestational diabetes mellitus. Nutr Clin Pract. 

2010;25:524-7. 

25. Makgoba M, Nelson SM, Savvidou M, Messow C-M, Nicolaides K, Sattar N. 

First-trimester circulating 25-hydroxyvitamin D levels and development of 

gestational diabetes mellitus. Diabetes Care. 2011;34:1091-3. 

26. Clifton-Bligh RJ, McElduff P, McElduff A. Maternal vitamin D deficiency, 

ethnicity and gestational diabetes. Diabet Med. 2008;25:678-84. 

27. Farrant HJW, Krishnaveni GV, Hill JC, Boucher BJ, Fisher DJ, Noonan K, 

Osmond C, Veena SR, Fall CHD. Vitamin D insufficiency is common in Indian 

mothers but is not associated with gestational diabetes or variation in newborn size. 

Eur J Clin Nutr. 2009;63:646-52. 

28. Parlea L, Bromberg IL, Feig DS, Vieth R, Merman E, Lipscombe LL. 

Association between serum 25-hydroxyvitamin D in early pregnancy and risk of 

gestational diabetes mellitus. Diabet Med. 2012;29:e25-e32. 

29. Rudnicki PM, Mølsted-Pedersen L. Effect of 1, 25-dihydroxycholecalciferol 

on glucose metabolism in gestational diabetes mellitus. Diabetologia. 1997;40:40-4. 

30. Ringe JD, Schacht E. Prevention and therapy of osteoporosis: the roles of 

plain vitamin D and alfacalcidol. Rheumatol Int. 2004;24:189-97. 

31. Scharla S. Relative value of plain vitamin D and of biologically active 

vitamin D in the prevention and treatment of osteoporosis. Z Rheumatol. 

2006;65:391-4, 396-9. 

32. Milner RD, Hales CN. The role of calcium and magnesium in insulin 

secretion from rabbit pancreas studied in vitro. Diabetologia. 1967;3:47-9. 



 

 

206 

 

33. Castillo M, Campillo JE, Martinez Valdivia M, Osorio C. Effect of phosphate 

omission on the glucose-induced insulin release in vitro in fed and fasted rats. Acta 

Diabetol Lat. 1982;19:281-3. 

34. Nelson SM, Matthews P, Poston L. Maternal metabolism and obesity: 

modifiable determinants of pregnancy outcome. Hum Reprod Update. 2010;16:255-

75. 

35. Cannell JJ, Hollis BW, Zasloff M, Heaney RP. Diagnosis and treatment of 

vitamin D deficiency. Expert Opin Pharmacother. 2008;9:107-18. 

36. Bodnar LM, Catov JM, Roberts JM, Simhan HN, Bodnar LM, Catov JM, 

Roberts JM, Simhan HN. Prepregnancy obesity predicts poor vitamin D status in 

mothers and their neonates. J Nutr. 2007;137:2437-42. 

37. Cade C. Rapid normalization/stimulation by 1, 25-dihydroxyvitamin D3 of 

insulin secretion and glucose tolerance in the vitamin D-deficient rat. Endocrinology. 

1987;120:1490-7. 

38. Nyomba BL. Influence of vitamin D status on insulin secretion and glucose 

tolerance in the rabbit. Endocrinology. 1984;115:191-7. 

39. Jurutka PW, Bartik L, Whitfield GK, Mathern DR, Barthel TK, Gurevich M, 

Hsieh JC, Kaczmarska M, Haussler CA, Haussler MR. Vitamin D receptor: key roles 

in bone mineral pathophysiology, molecular mechanism of action, and novel 

nutritional ligands. J Bone Miner Res. 2007;22(2):2-10. 

40. Wolf G. Function of the bone protein osteocalcin: definitive evidence. Nutr 

Rev. 1996;54:332-3. 

41. Lee NK, Sowa H, Hinoi E, Ferron M, Ahn JD, Confavreux C, Dacquin R, 

Mee PJ, McKee MD, Jung DY. Endocrine regulation of energy metabolism by the 

skeleton. Cell. 2007;130:456-69. 



 

 

207 

 

42. Foresta C, Strapazzon G, De Toni L, Gianesello L, Calcagno A, Pilon C, 

Plebani M, Vettor R. Evidence for osteocalcin production by adipose tissue and its 

role in human metabolism. J Clin Endocrinol Metab. 2010;95:3502-6. 

43. Pollock NK, Bernard PJ, Gower BA, Gundberg CM, Wenger K, Misra S, 

Bassali RW, Davis CL. Lower uncarboxylated osteocalcin concentrations in children 

with prediabetes is associated with β-cell function. J Clin Endocrinol Metab. 

2011;96(7):E1092-9. 

44. Fernandez-Real JM, Izquierdo M, Ortega F, Gorostiaga E, Gomez-Ambrosi J, 

Moreno-Navarrete JM, Fruhbeck G, Martinez C, Idoate F, Salvador J. The 

relationship of serum osteocalcin concentration to insulin secretion, sensitivity, and 

disposal with hypocaloric diet and resistance training. J Clin Endocrinol Metab. 

2009;94:237. 

45. Kindblom JM, Ohlsson C, Ljunggren Ö, Karlsson MK, Tivesten Å, Smith U, 

Mellström D. Plasma osteocalcin is inversely related to fat mass and plasma glucose 

in elderly Swedish men. J Bone Miner Res. 2009;24(5):785-91. 

46. Pittas AG, Harris SS, Eliades M, Stark P, Dawson-Hughes B. Association 

between serum osteocalcin and markers of metabolic phenotype. J Clin Endocrinol 

Metab. 2009;94:827-32. 

47. Ferron M, Hinoi E, Karsenty G, Ducy P. Osteocalcin differentially regulates 

β-cell and adipocyte gene expression and affects the development of metabolic 

diseases in wild-type mice. Proc Natl Acad Sci U S A. 2008;105:5266-70. 

48. Reinehr T, Roth CL. A new link between skeleton, obesity and insulin 

resistance: relationships between osteocalcin, leptin and insulin resistance in obese 

children before and after weight loss. Int J Obes. 2010;34:852-8. 

http://www.ncbi.nlm.nih.gov/pubmed/?term=Foresta+C%2C+Strapazzon+G%2C+De+Toni+L%2C+Gianesello+L%2C+Calcagno+A%2C+Pilon+C%2C+Plebani+M%2C+Vettor+R.+Evidence+for+Osteocalcin+Production+by+Adipose+Tissue+and+Its+Role+in+Human+Metabolism.+Journal+of+Clinical+Endocrinology+%26+Metabolism.+2010%3B95%3A3502-6.
http://www.ncbi.nlm.nih.gov/pubmed/?term=Foresta+C%2C+Strapazzon+G%2C+De+Toni+L%2C+Gianesello+L%2C+Calcagno+A%2C+Pilon+C%2C+Plebani+M%2C+Vettor+R.+Evidence+for+Osteocalcin+Production+by+Adipose+Tissue+and+Its+Role+in+Human+Metabolism.+Journal+of+Clinical+Endocrinology+%26+Metabolism.+2010%3B95%3A3502-6.
http://www.ncbi.nlm.nih.gov/pubmed/?term=Foresta+C%2C+Strapazzon+G%2C+De+Toni+L%2C+Gianesello+L%2C+Calcagno+A%2C+Pilon+C%2C+Plebani+M%2C+Vettor+R.+Evidence+for+Osteocalcin+Production+by+Adipose+Tissue+and+Its+Role+in+Human+Metabolism.+Journal+of+Clinical+Endocrinology+%26+Metabolism.+2010%3B95%3A3502-6.
http://www.ncbi.nlm.nih.gov/pubmed/?term=Foresta+C%2C+Strapazzon+G%2C+De+Toni+L%2C+Gianesello+L%2C+Calcagno+A%2C+Pilon+C%2C+Plebani+M%2C+Vettor+R.+Evidence+for+Osteocalcin+Production+by+Adipose+Tissue+and+Its+Role+in+Human+Metabolism.+Journal+of+Clinical+Endocrinology+%26+Metabolism.+2010%3B95%3A3502-6.
http://www.ncbi.nlm.nih.gov/pubmed/?term=Foresta+C%2C+Strapazzon+G%2C+De+Toni+L%2C+Gianesello+L%2C+Calcagno+A%2C+Pilon+C%2C+Plebani+M%2C+Vettor+R.+Evidence+for+Osteocalcin+Production+by+Adipose+Tissue+and+Its+Role+in+Human+Metabolism.+Journal+of+Clinical+Endocrinology+%26+Metabolism.+2010%3B95%3A3502-6.
http://www.ncbi.nlm.nih.gov/pubmed/?term=Ferron+M%2C+Osteocalcin+differentially+regulates+%C3%8E%C2%B2+cell+and+adipocyte+gene+expression+and+affects+the+development+of+metabolic+diseases+in+wild-type+mice.+Proceedings+of+the+National+Academy+of+Sciences.+2008%3B105%3A5266-70.


 

 

208 

 

49. Boucher-Berry C, Speiser PW, Carey DE, Shelov SP, Accacha S, Fennoy I, 

Rapaport R, Espinal Y, Rosenbaum M. Vitamin D, osteocalcin, and risk for adiposity 

as comorbidities in middle school children. J Bone Miner Res. 2011;27:283-93. 

50. Dubnov-Raz G, Ish-Shalom S, Chodick G, Rozen GS, Giladi A, Constantini 

NW. Osteocalcin is independently associated with body mass index in adolescent 

girls. Pediatr Obes. 2012;7:313-8. 

51. Saleem U, Mosley TH, Kullo IJ. Serum osteocalcin is associated with 

measures of insulin resistance, adipokine levels, and the presence of metabolic 

syndrome. Arterioscler Thromb Vasc Biol. 2010;30(7):1474-8.  

52. Winhofer Y, Handisurya A, Tura A, Bittighofer C, Klein K, Schneider B, 

Bieglmayer C, Wagner OF, Pacini G, et al. Osteocalcin is related to enhanced insulin 

secretion in gestational diabetes mellitus. Diabetes Care. 2010;33:139-43. 

53. Hossein-Nezhad A., Maghbooli Z., Mirzaei Kh., Rahmani M., B. L. 

Osteocalcin and cross laps status among women with gestational diabetes mellitus 

during pregnancy. Iranian J Diabet and Lipid Dis. 2010;9:1-7. 

54. Lee NK, Karsenty G. Reciprocal regulation of bone and energy metabolism. 

Trends Endocrinol Metab. 2008;19:161-6. 

55. Verhaeghe J, Allewaert K, Van Herck E, Van Bree R, André Van Assche F, 

Bouillon R. 1,25-Dihydroxyvitamin D3 and osteocalcin in maternal and fetal guinea 

pigs. Bone Miner. 1994;26:261-73. 

56. Preston AM, Dowdy RP, Preston MA, Freeman JN. Effect of dietary 

chromium on glucose tolerance and serum cholesterol in guinea pigs. J Nutr. 

1976;106:1391-7. 

http://www.ncbi.nlm.nih.gov/pubmed/?term=Saleem+U%2C+Is+Associated+With+Measures+of+Insulin+Resistance%2C+Adipokine+Levels%2C+and+the+Presence+of+Metabolic+Syndrome.


 

 

209 

 

57. Deckardt K, Weber I, Kaspers U, Hellwig J, Tennekes H, van Ravenzwaay B. 

The effects of inhalation anaesthetics on common clinical pathology parameters in 

laboratory rats. Food Chem Toxicol. 2007;45:1709-18. 

58. Chassagne MC, Descotes J, Héritier-Pingeon B, Forichon A, Garnier F, 

Burnett R. A comparison of the effects of repeated anaesthesia with ether or 

isoflurane in rats. Comp Haematol Int. 2000;10:126-31. 

59. Hotchkiss CE, Brommage R, Du M, Jerome CP. The anesthetic isoflurane 

decreases ionized calcium and increases parathyroid hormone and osteocalcin in 

cynomolgus monkeys. Bone. 1998;23:479-84. 

60. Mallya SM, Buchberger GK, Arnold A. Effects of anesthetic agents on serum 

parathyroid hormone and calcium concentrations in mice. Vet Anaesth Analg. 

2007;34:403-7. 

61. Gil AG, Silvan G, Villa A, Millan P, Martinez-Fernandez L, Illera JC. Serum 

biochemical response to inhalant anesthetics in New Zealand white rabbits. J Am 

Assoc Lab Anim Sci. 2010;49:52-6. 

62. Loepke AW, McCann JC, Kurth CD, McAuliffe JJ. The physiologic effects 

of isoflurane anesthesia in neonatal mice. Anesth Analg. 2006;102:75-80. 

63. Mahon P, Harvey N, Crozier S, Inskip H, Robinson S, Arden N, 

Swaminathan R, Cooper C, Godfrey K. Low maternal vitamin D status and fetal bone 

development: cohort study. J Bone Miner Res. 2010;25:14-9. 

64. Morley R, Carlin JB, Pasco JA, Wark JD. Maternal 25-hydroxyvitamin D and 

parathyroid hormone concentrations and offspring birth size. J Clin Endocrinol 

Metab. 2006;91(3):906-12. 

http://www.ncbi.nlm.nih.gov/pubmed/?term=Loepke+AW%2C+The+Physiologic+Effects+of+Isoflurane+Anesthesia+in+Neonatal+Mice%2CAnesthesia+%26+Analgesia.


 

 

210 

 

65. Akcakus M, Koklu E, Budak N, Kula M, Kurtoglu S, Koklu S. The 

relationship between birthweight, 25-hydroxyvitamin D concentrations and bone 

mineral status in neonates. Ann Trop Paediatr. 2006;26:267-75. 

66. Congdon P, Horsman A, Kirby PA, Dibble J, Bashir T. Mineral content of the 

forearms of babies born to Asian and white mothers. Br Med J (Clin Res ed). 

1983;286:1233. 

67. Cockburn F, Belton NR, Purvis RJ, Giles MM, Brown JK, Turner TL, 

Wilkinson EM, Forfar JO, Barrie WJ, et al. Maternal vitamin D intake and mineral 

metabolism in mothers and their newborn infants. BMJ. 1980;281:11-4. 

68. Delvin EE, Salle BL, Glorieux FH, Adeleine P, David LS. Vitamin D 

supplementation during pregnancy: effect on neonatal calcium homeostasis. J Pediatr. 

1986;109:328-34. 

69. Dawson-Hughes B, Heaney RP, Holick MF, Lips P, Meunier PJ, Vieth R. 

Estimates of optimal vitamin D status. Osteoporos Int. 2005;16:713-6. 

70. Greer FR. 25-Hydroxyvitamin D: functional outcomes in infants and young 

children. Am J Clin Nutr. 2008;88:529S-33S. 

71. Lamberg-Allardt CJE, Viljakainen HT. 25-Hydroxyvitamin D and functional 

outcomes in adolescents. Am J Clin Nutr. 2008;88:534S-6S. 

72. Dawson-Hughes B. Serum 25-hydroxyvitamin D and functional outcomes in 

the elderly. Am J Clin Nutr. 2008;88:537S-40S. 

73. More C, Bettembuk P, Bhattoa HP, Balogh A. The effects of pregnancy and 

lactation on bone mineral density. Osteoporos Int. 2001;12:732-7. 

74. Kaur M, Pearson D, Godber I, Lawson N, Baker P, Hosking D. Longitudinal 

changes in bone mineral density during normal pregnancy. Bone. 2003;32:449-54. 



 

 

211 

 

75. Sowers MF, Scholl T, Harris L, Jannausch M. Bone loss in adolescent and 

adult pregnant women. Obstet Gynecol. 2000;96:189-93. 

76. Javaid MK, Crozier SR, Harvey NC, Taylor P, Inskip HM, Godfrey KM, 

Cooper C. Maternal and seasonal predictors of change in calcaneal quantitative 

ultrasound during pregnancy. J Clin Endocrinol Metab. 2005;90(9):5182-7. 

77. Miller SC, Halloran BP, DeLuca HF, Jee WS. Role of vitamin D in maternal 

skeletal changes during pregnancy and lactation: a histomorphometric study. Calcif 

Tissue Int. 1982;34:245-52. 

78. Marie PJ, Cancela L, Le Boulch N, Miravet L. Bone changes due to 

pregnancy and lactation: influence of vitamin D status. Am J Physiol. 1986;251:400-

6. 

79. Finch SL, Rauch F, Weiler HA. Postnatal vitamin D supplementation 

following maternal dietary vitamin D deficiency does not affect bone mass in 

weanling guinea pigs. J Nutr. 2010;140:1574-81. 

80. Holick MF. ‘Evolution, biologic functions, and recommended dietary intakes 

for vitamin D’. In Vitamin D: physiology, molecular biology, and clinical 

applications. Springer, Boston, USA. 2010:3-33. 

81. Heaney RP, Dowell MS, Hale CA, Bendich A. Calcium absorption varies 

within the reference range for serum 25-hydroxyvitamin D. J Am Coll Nutr. 

2003;22:142-6. 

82. Hollis BW. Circulating 25-hydroxyvitamin D levels indicative of vitamin D 

sufficiency: implications for establishing a new effective Dietary Intake 

Recommendation for vitamin D. J Nutr. 2005;135(2):317-22. 

http://www.ncbi.nlm.nih.gov/pubmed/?term=Sowers+MF%2C+Scholl+T%2C+Harris+L%2C+Jannausch+M.+Bone+Loss+in+Adolescent+and+Adult+Pregnant+Women.+Obstetrics+%26+Gynecology.


 

 

212 

 

83. Institute of Medicine. Dietary Reference Intakes for calcium, phosphorus, 

magnesium, vitamin D, and fluoride. The National Academies Press. Washington, 

DC, 1997. 

84. Waiters B, Godel JC, Basu TK. Perinatal vitamin D and calcium status of 

northern Canadian mothers and their newborn infants. J Am Coll Nutr. 1999;18:122-

6. 

85. Hollis BW, Wagner CL, Hollis BW, Wagner CL. Assessment of dietary 

vitamin D requirements during pregnancy and lactation. Am J Clin Nutr. 

2004;79:717-26. 

86. Moore C, Murphy MM, Keast DR, Holick MF. Vitamin D intake in the 

United States. J Am Diet Assoc. 2004;104:980-3. 

87. Vieth R, Cole DE, Hawker GA, Trang HM, Rubin LA. Wintertime vitamin D 

insufficiency is common in young Canadian women, and their vitamin D intake does 

not prevent it. Eur J Clin Nutr. 2001;55:1091-7. 

88. Statistics Canada. Nutrition: Findings from the Canadian Community Health 

Survey. Overview of Canadians' Eating Habits. 2004, Cat. No. 82-620-MIE - No. 2. 

89. Health Canada. Do Canadian adults meet their nutrient requirements through 

food intake alone? Cat 164-112/3. 2012. 

90. Kellie Langlois LG-F, Julian Little, Nick Hidiroglou, Susan Whiting. Vitamin 

D status of Canadians as measured in the 2007 to 2009 Canadian Health Measures 

Survey. Statistics Canada. Catalogue No. 82-003-XPE, Vol 21, No 1. 2010:47-55. 

91. Whiting SJ, Langlois KA, Vatanparast H, Greene-Finestone LS. The vitamin 

D status of Canadians relative to the 2011 Dietary Reference Intakes: an examination 

in children and adults with and without supplement use. Am J Clin Nutr. 

2011;94:128-35. 

http://www.ncbi.nlm.nih.gov/pubmed/?term=Waiters+B%2C+Godel+JC%2C+Basu+TK.+Perinatal+vitamin+D+and+calcium+status+of+northern+Canadian+mothers+and+their+newborn+infants.+Journal+of+the+American+College+of+Nutrition.+1999%3B18%3A122-6.


 

 

213 

 

92. Jones G. ‘Metabolism and catabolism of vitamin D, its metabolites and 

clinically relevant analogs’. In Holick MF. Vitamin D: physiology, molecular 

biology, and clinical applications. Springer, Boston, USA. 2010:99-134. 

93. Barsony J. ‘VDR and RXR subcellular trafficking’. In Holick MF. Vitamin 

D: physiology, molecular biology, and clinical applications. Springer, Boston, USA. 

2010:153-73. 

94. Liu NQ, Hewison M. Vitamin D, the placenta and pregnancy. Arch Biochem 

Biophys. 2012; 523:37-47. 

95. Jones G, Prosser DE, Kaufmann M. 25-hydroxyvitamin D-24-hydroxylase 

(CYP24A1): its important role in the degradation of vitamin D. Arch Biochem 

Biophys. 2012;523:9-18. 

96. Omdahl JL, Morris HA, May BK. Hydroxylase enzymes of the vitamin D 

pathway: expression, function, and regulation. Annu Rev Nutr. 2002;22:139-66. 

97. Vieth R. ‘Toxicity of vitamin D’. In Holick MF. Vitamin D: physiology, 

molecular biology, and clinical applications. Springer, Boston, USA. 2010:603-12. 

98. Borissova AM, Tankova T, Kirilov G, Dakovska L, Kovacheva R. The effect 

of vitamin D3 on insulin secretion and peripheral insulin sensitivity in type 2 diabetic 

patients. Int J Clin Pract. 2003;57:258-61. 

99. Mimouni FM, Tsang RCM, Hertzberg VSP, Neumann VB, Ellis KB. 

Parathyroid hormone and calcitriol changes in normal and insulin-dependent diabetic 

pregnancies. Obstet Gynecol. 1989;74:49-54. 

100. Salle BL, Delvin EE, Lapillonne A, Bishop NJ, Glorieux FH. Perinatal 

metabolism of vitamin D. Am J Clin Nutr. 2000;71:1317S-24S. 

http://www.ncbi.nlm.nih.gov/pubmed/?term=The+effect+of+vitamin+D%3F+3+%3F+on+insulin+secretion+and+peripheral+insulin+sensitivity+in+type+2+diabetic+patients.
http://www.ncbi.nlm.nih.gov/pubmed/?term=Mimouni+FM%2C+Parathyroid+Hormone+and+Calcitriol+Changes+in+Normal+and+Insulin-Dependent+Diabetic+Pregnancies.


 

 

214 

 

101. Kovacs C, Kovacs C. Vitamin D in pregnancy and lactation: maternal, fetal, 

and neonatal outcomes from human and animal studies. Am J Clin Nutr. 

2008;88:520S-8S. 

102. Lapillonne A. Vitamin D deficiency during pregnancy may impair maternal 

and fetal outcomes. Med Hypotheses. 2010;74:71-5. 

103. Hewison M, Adams JS. Vitamin D insufficiency and skeletal development in 

utero. Am J Clin Nutr. 2010;25:11-3. 

104. Ritchie LD, Fung EB, Halloran BP, Turnlund JR, Van Loan MD, Cann CE, 

King JC. A longitudinal study of calcium homeostasis during human pregnancy and 

lactation and after resumption of menses. Am J Clin Nutr.1998;67:693-701. 

105. Kovacs CS, Kronenberg HM. Maternal-fetal calcium and bone metabolism 

during pregnancy, puerperium, and lactation. Endocr Rev.1997;18:832-72. 

106. Pawley N, Bishop NJ, Pawley N, Bishop NJ. Prenatal and infant predictors of 

bone health: the influence of vitamin D. Am J Clin Nutr. 2004;80:1748S-51S. 

107. Specker BL, Ho ML, Oestreich A, Yin T, Shui Q, Chen X, Tsang RC. 

Prospective study of vitamin D supplementation and rickets in China. J Pediatr. 

1992;120:733-9. 

108. Rauch F. ‘Fetal and neonatal bone development’. In Rosen CJ. Primer on the 

metabolic bone diseases and disorders of mineral metabolism. American Society for 

Bone and Mineral Research, Washington, DC, 2008:72-4. 

109. Witschi AKM, Liesegang A, Gebert S, Weber GM, Wenk C. Effect of source 

and quantity of dietary vitamin D in maternal and creep diets on bone metabolism and 

growth in piglets. J Anim Sci. 2011;89:1844-52. 

110. Armas LAG, Hollis BW, Heaney RP. Vitamin D2 is much less effective than 

vitamin D3 in humans. J Clin Endocrinol Metab. 2004;89(11):5387-91. 



 

 

215 

 

111. Weiler H. Vitamin D: The current state in Canada. Canadian Council of Food 

and Nutrition. 2008. 

112. Cranney A, Horsley T, O'Donnell S, Weiler H, Puil L, Ooi D, Atkinson S, 

Ward L, Moher D, et al. Effectiveness and safety of vitamin D in relation to bone 

health. Evid Rep Technol Assess. 2007;158:1-235. 

113. Ward LMMD, Gaboury IM, Ladhani MMD, Zlotkin SMDP. Vitamin D-

deficiency rickets among children in Canada. Can Med Assoc J. 2007;177:161-6. 

114. Lebrun JB. Vitamin D deficiency in a Manitoba community. Can J Public 

Health. 1993;84:394. 

115. Plum LA and DeLuca H. ‘The functional metabolism and molecular biology 

of vitamin D action’. In Holick MF. Vitamin D: physiology, molecular biology, and 

clinical applications Springer, Boston, USA. 2010:61-96. 

116. Lin E, Armstrong-Moore D, Liang Z, Sweeney JF, Torres WE, Ziegler TR, 

Tangpricha V, Gletsu-Miller N. Contribution of adipose tissue to plasma 25-

hydroxyvitamin D concentrations during weight loss following gastric bypass 

surgery. Obesity. 2011;19(3):588-94. 

117. Kulak CAM, Borba VrZC, Bilezikian JP, Silvado CE, Paola Ld, Boguszewski 

CsL. Bone mineral density and serum levels of 25-OH-vitamin D in chronic users of 

antiepileptic drugs. Arq Neuropsiquiatr. 2004;62:940-8. 

118. Harris SS, Dawson-Hughes B, Perrone GA. Plasma 25-hydroxyvitamin D 

responses of younger and older men to three weeks of supplementation with 1800 

IU/day of vitamin D. J Am Coll Nutr. 1999;18:470-4. 

119. Chen TC, Lu Z, and Holick MF. ‘Photobiology of vitamin D’. In Holick MF. 

Vitamin D: physiology, molecular biology, and clinical applications. Springer, 

Boston, USA. 2010:35-60. 

http://www.ncbi.nlm.nih.gov/pubmed/?term=Bone+mineral+density+and+serum+levels+of+25+OH+vitamin+D+in+chronic+users+of+antiepileptic+drugs.


 

 

216 

 

120. Vieth R, Fraser D, Kooh SW. Low dietary calcium reduces 25-

hydroxycholecalciferol in plasma of rats. J Nutr. 1987;117:914-8. 

121. Dominguez JH, Gray RW, Lemann J. Dietary phosphate deprivation in 

women and men: effects on mineral and acid balances, parathyroid hormone and the 

metabolism of 25-OH-vitamin D. J Clin Endocrinol Metab. 1976;43:1056-68. 

122. Wortsman J, Matsuoka LY, Chen TC, Lu Z, Holick MF. Decreased 

bioavailability of vitamin D in obesity. Am J Clin Nutr. 2000;72:690-3. 

123. Arunabh S, Pollack S, Yeh J, Aloia JF. Body fat content and 25-

hydroxyvitamin D levels in healthy women. J Clin Endocrinol Metab. 2003;88:157-

61. 

124. McLaughlin M, Fairney A, Lester E, Raggatt PR, Brown DJ, Wills MR. 

Seasonal variations in serum25-hydroxycholecalciferol in healthy people. Lancet. 

1974;303:536-8. 

125. Ustuner I, Keskin HL, Tas EE, Neselioglu S, Sengul O, Filiz Avsar A. 

Maternal serum 25(OH)D levels in the third trimester of pregnancy during the winter 

season. J Matern Fetal Neonatal Med. 2011;24(12):1421-6. 

126. Clements MR, Johnson L, Fraser DR. A new mechanism for induced vitamin 

D deficiency in calcium deprivation. Nature. 1987;325:62-5. 

127. Maierhofer WJ, Gray RW, Lemann J, Phosphate deprivation increases serum 

1,25-(OH)2-vitamin D concentrations in healthy men. Kidney Int. 1984;25:571-5. 

128. Bell NH, Epstein S, Greene A, Shary J, Oexmann MJ, Shaw S. Evidence for 

alteration of the vitamin D-endocrine system in obese subjects. J Clin Invest. 

1985;76:370-3. 

129. Gallagher JC, Riggs BL, Eisman J, Hamstra A, Arnaud SB, Deluca HF. 

Intestinal calcium absorption and serum vitamin D metabolites in normal subjects and 



 

 

217 

 

osteoporotic patients: effect of age and dietary calcium. J Clin Invest. 1979;64:729-

36. 

130. Akeno N, Matsunuma A, Maeda T, Kawane T, Horiuchi N. Regulation of 

vitamin D-1alpha-hydroxylase and -24-hydroxylase expression by dexamethasone in 

mouse kidney. J Endocrinol. 2000;164:339-48. 

131. Smith PJ. Vitamin D deficiency in three northern Manitoba communities. 

Winnipeg, Canada, U Manitoba. 1999. 

132. Neimanis IM, Paterson JM, Bain E. Preventing neural tube defects. Survey of 

preconceptional use of folic acid. Can Fam Physician. 1999;45:1717-22. 

133. Taylor SN, Wagner CL, and Hollis BW. ‘Vitamin D deficiency in pregnancy 

and lactation and health consequences’. In Holick MF. Vitamin D: physiology, 

molecular biology, and clinical applications. Springer, Boston, USA. 2010:615-31. 

134. Hess AF, Unger LJ. The cure of infantile rickets by sunlight. JAMA. 

1921;77:39-41. 

135. Holick MF. Resurrection of vitamin D deficiency and rickets. J Clin Invest. 

2006;116:2062. 

136. Holick MF. The Vitamin D deficiency pandemic: a forgotten hormone 

important for health. Public Health Rev. 2010;32:267-83. 

137. Binet A, Kooh SW. Persistence of vitamin D-deficiency rickets in Toronto in 

the 1990 s. Can J Public Health. 1996;87:227-30. 

138. Pettifor JM. Nutritional rickets: deficiency of vitamin D, calcium, or both? 

Am J Clin Nutr. 2004;80:1725S-9S. 

139. Anatoliotaki M, Tsilimigaki A, Tsekoura T, Schinaki A, Stefanaki S, 

Nikolaidou P. Congenital rickets due to maternal vitamin D deficiency in a sunny 

island of Greece. Acta Pædiatrica. 2003;92:389-91. 



 

 

218 

 

140. Shah M, Salhab N, Patterson D, Seikaly MG. Nutritional rickets still afflict 

children in north Texas. Tex Med. 2000;96:64-8. 

141. Shaw NJ, Karger AG, ‘Vitamin D deficiency rickets. ’ In Hochberg Z. 

Vitamin D and rickets. Basel, Switzerland. Endocr Dev. 2003;6:93-104. 

142. Rutz HP. Hypovitaminosis D, insulin resistance and hypertension in 

pregnancy. Eur J Clin Nutr. 2005;59:805-6. 

143. Catalano PM, Kirwan JP, Haugel-de Mouzon S, King J. Gestational diabetes 

and insulin resistance: role in short- and long-term implications for mother and fetus. 

J Nutr. 2003;133:1674S-83S. 

144. Canadian Diabetes Association, Clinical practice guidelines for the 

prevention and management of diabetes in Canada. Can J Diabetes. 2008; 32(1). 

145. Donovan LE. Gestational diabetes mellitus: Time to change our approach to 

screening, diagnosis and postpartum care? Can J Diabetes. 2010;23(1):7-11. 

146. American Diabetes Association. Diagnosis and classification of diabetes 

mellitus. Diabetes Care. 2010;33:S62-S9. 

147. Ryan EA. Hormones and insulin resistance during pregnancy. Lancet. 

2003;362:1777-8. 

148. Butte NF. Carbohydrate and lipid metabolism in pregnancy: normal compared 

with gestational diabetes mellitus. Am J Clin Nutr. 2000;71:1256S-61S. 

149. Kuhl C, Hornnes PJ, Andersen O. Etiology and pathophysiology of 

gestational diabetes mellitus. Diabetes. 1985;34(2):66-70. 

150. Vambergue A, Valat AS, Dufour P, Cazaubiel M, Fontaine P, Puech F. 

Pathophysiology of gestational diabetes. J Gynecol Obstet Biol Reprod. 2002;31:4S3-

4S10. 



 

 

219 

 

151. Metzger BE, Cho NH, Roston SM, Radvany R. Prepregnancy weight and 

antepartum insulin secretion predict glucose tolerance five years after gestational 

diabetes mellitus. Diabetes Care. 1993;16:1598-605. 

152. Perkins JM, Dunn JP, Jagasia SM. Perspectives in gestational diabetes 

mellitus: a review of screening, diagnosis, and treatment. Clin Diabet. 2007;25:57-62. 

153. Coustan DR, Lowe LP, Metzger BE, Dyer AR. The hyperglycemia and 

adverse pregnancy outcome (HAPO) study: paving the way for new diagnostic 

criteria for gestational diabetes mellitus. Am J Obstet Gynecol. 2010;202(6):654.e1-6 

154. Pedersen J. Diabetes and pregnancy; blood sugar of newborn infants during 

fasting and glucose administration. Nord Med. 1952;47:1049. 

155. Mimouni F, Steichen JJ, Tsang RC, Hertzberg V, Miodovnik M. Decreased 

bone mineral content in infants of diabetic mothers. Am J Perinatol. 1988;5:339-43. 

156. Dienelt A, zur Nieden NI. Hyperglycemia impairs skeletogenesis from 

embryonic stem cells by affecting osteoblast and osteoclast differentiation. Stem 

Cells Dev. 2011;20(3):465-74. 

157. Lapillonne A, Guerin S, Braillon P, Claris O, Delmas PD, Salle BL. Diabetes 

during pregnancy does not alter whole body bone mineral content in infants. J Clin 

Endocrinol Metab. 1997;82:3993-7. 

158. Ashraf A, Alvarez J, Saenz K, Gower B, McCormick K, Franklin F. 

Threshold for effects of vitamin D deficiency on glucose metabolism in obese female 

African-American adolescents. J Clin Endocrinol Metab. 2009;94:3200-6. 

159. Kim S, Shevde NK, Pike JW. 1,25-Dihydroxyvitamin D3 stimulates cyclic 

vitamin D receptor/retinoid X receptor DNA-binding, co-activator recruitment, and 

histone acetylation in intact osteoblasts. J Bone Miner Res. 2005;20:305-17. 

http://www.ncbi.nlm.nih.gov/pubmed/20510967
http://www.ncbi.nlm.nih.gov/pubmed/?term=Lapillonne+A%2CDiabetes+during+Pregnancy+Does+Not+Alter+Whole+Body+Bone+Mineral+Content+in+Infants.+Journal+of+Clinical+Endocrinology+%26+Metabolism


 

 

220 

 

160. Goldring SR, Goldring MB. Eating bone or adding it: The Wnt pathway 

decides. Nat Med. 2007;13:133-4. 

161. Bouillon R, Carmeliet G, Verlinden L, van Etten E, Verstuyf A, Luderer HF, 

Lieben L, Mathieu C, Demay M. Vitamin D and human health: Lessons from vitamin 

D receptor null mice. Endocr Rev. 2008;29:726-76. 

162. Krishnan V, Bryant HU, MacDougald OA. Regulation of bone mass by Wnt 

signaling. J Clin Invest. 2006;116:1202-9. 

163. Bikle D. Nonclassic actions of vitamin D. J Clin Endocrinol Metab. 

2009;94:26-34. 

164. Pittas AG, Dawson-Hughes B. Vitamin D and diabetes. J Steroid Biochem 

Mol Biol. 2010;121(1-2):425-9. 

165. Tai K, Need AG, Horowitz M, Chapman IM. Vitamin D, glucose, insulin, and 

insulin sensitivity. Nutrition. 2008;24:279-85. 

166. Pittas AG, Lau J, Hu FB, Dawson-Hughes B. The role of vitamin D and 

calcium in type 2 diabetes. A systematic review and meta-analysis. J Clin Endocrinol 

Metab. 2007;92:2017. 

167. Bland R, Markovic D, Hills CE, Hughes SV, Chan SLF, Squires PE, Hewison 

M. Expression of 25-hydroxyvitamin D3-1α-hydroxylase in pancreatic islets. J 

Steroid Biochem Mol Biol. 2004;89:121-5. 

168. Sooy K, Schermerhorn T, Noda M, Surana M, Rhoten WB, Meyer M, 

Fleischer N, Sharp GW, Christakos S. Calbindin-D(28k) controls [Ca(2+)](i) and 

insulin release. Evidence obtained from calbindin-d(28k) knockout mice and beta cell 

lines. J Biol Chem. 1999;274(48):34343-9. 

http://www.ncbi.nlm.nih.gov/pubmed/?term=bikle.Nonclassic+Actions+of+Vitamin+D.
http://www.ncbi.nlm.nih.gov/pubmed/?term=bikle.Nonclassic+Actions+of+Vitamin+D.
http://www.ncbi.nlm.nih.gov/pubmed/?term=bikle.Nonclassic+Actions+of+Vitamin+D.


 

 

221 

 

169. Bourlon PM, Billaudel B, Faure-Dussert A. Influence of vitamin D3 

deficiency and 1, 25 dihydroxyvitamin D3 on de novo insulin biosynthesis in the 

islets of the rat endocrine pancreas. J Endocrinol. 1999;160:87-95. 

170. McCarty MF, Merzer G, Pereira MA, Ludwig DS. Dairy products and insulin 

resistance. JAMA. 2002;288(6):693. 

171. Ramos-Lopez E, Kahles H, Weber S, Kukic A, Penna-Martinez M, 

Badenhoop K, Louwen F. Gestational diabetes mellitus and vitamin D deficiency: 

Genetic contribution of CYP27B1 and CYP2R1 polymorphisms. Diabetes Obes 

Metab. 2008;10:683-5. 

172. Wolf G. Energy regulation by the skeleton. Nutr Rev. 2008;66:229-33. 

173. Ducy P. The role of osteocalcin in the endocrine cross-talk between bone 

remodelling and energy metabolism. Diabetologia. 2011;54(6):1291-7. 

174. Vestri HS L-CC, Moellering DR, Gunberg CM, Garvey WT. Osteocalcin is 

not just for bones: effects on adipocytes and role in human metabolism. Diabetes. 

2008;57:A29. 

175. Calvo MS, Eyre DR, Gundberg CM. Molecular basis and clinical application 

of biological markers of bone turnover. Endocr Rev. 1996;17(4):333-68. 

176. Murshed M, Schinke T, McKee MD, Karsenty G. Extracellular matrix 

mineralization is regulated locally; different roles of two gla-containing proteins. The 

J Cell Biol. 2004;165:625-30. 

177. Ducy P, Desbois C, Boyce B, Pinero G, Story B, Dunstan C, Smith E, 

Bonadio J, Goldstein S, et al. Increased bone formation in osteocalcin-deficient mice. 

Nature. 1996;382:448-52. 

178. Theuwissen E, Smit E, Vermeer C. The role of vitamin K in soft-tissue 

calcification. Adv Nutr. 2012;3:166-73. 



 

 

222 

 

179. Gundberg CM, Grant FD, Conlin PR, Chen CJ, Brown EM, Johnson PJ, 

Leboff MS. Acute changes in serum osteocalcin during induced hypocalcemia in 

humans. J Clin Endocrinol Metab. 1991;72:438-43. 

180. Dvorak MM, Siddiqua A, Ward DT, Carter DH, Dallas SL, Nemeth EF, 

Riccardi D. Physiological changes in extracellular calcium concentration directly 

control osteoblast function in the absence of calciotropic hormones. Proc Natl Acad 

Sci U S A. 2004;101(14):5140-5. 

181. Ferron M, McKee MD, Levine RL, Ducy P, Karsenty G. Intermittent 

injections of osteocalcin improve glucose metabolism and prevent type 2 diabetes in 

mice. Bone. 2012;50(2):568-75. 

182. Hwang Y-C, Jeong I-K, Ahn KJ, Chung HY. The uncarboxylated form of 

osteocalcin is associated with improved glucose tolerance and enhanced β-cell 

function in middle-aged male subjects. Diabetes Metab Res Rev. 2009;25:768-72. 

183. Zhou M, Ma X, Li H, Pan X, Tang J, Gao Y, Hou X, Lu H, Bao Y, Jia W. 

Serum osteocalcin concentrations in relation to glucose and lipid metabolism in 

Chinese individuals. Eur J Endocrinol. 2009;161:723-9. 

184. Aoki A, Muneyuki T, Yoshida M, Munakata H, Ishikawa SE, Sugawara H, 

Kawakami M, Kakei M. Circulating osteocalcin is increased in early-stage diabetes. 

Diabetes Res Clin Pract. 2011;92(2):181-6. 

185. Pietschmann P, Schernthaner G, Woloszczuk W. Serum osteocalcin levels in 

diabetes mellitus: analysis of the type of diabetes and microvascular complications. 

Diabetologia. 1988;31:892-5. 

186. Im JA, Yu BP, Jeon JY, Kim SH. Relationship between osteocalcin and 

glucose metabolism in postmenopausal women. Clinica Chimica Acta. 2008;396:66-

9. 

http://www.ncbi.nlm.nih.gov/pubmed/?term=bikle.Nonclassic+Actions+of+Vitamin+D.
http://www.ncbi.nlm.nih.gov/pubmed/?term=Hwang+Y-C%2C+Jeong+I-K%2C+Ahn+KJ%2C+Chung+HY.+The+uncarboxylated+form+of+osteocalcin+is+associated+with+improved+glucose+tolerance+and+enhanced+%CE%B2-cell+function+in+middle-aged+male+subjects.


 

 

223 

 

187. Verhaeghe J, Thomasset M, Van Assche FA, Bouillon R. Osteocalcin is 

vitamin D-dependent during the perinatal period in the rat. J Dev Physiol. 

1990;14:311-7. 

188. Verhaeghe J, Suiker AMH, Nyomba BL, Visser WJ, Einhorn TA, Dequeker 

JAN, Bouillon R. Bone mineral homeostasis in spontaneously diabetic BB rats. II. 

Impaired bone turnover and decreased osteocalcin synthesis. Endocrinology. 

1989;124:573-82. 

189. Inaba M, Terada M, Koyama H, Yoshida O, Ishimura E, Kawagishi T, Okuno 

Y, Nishizawa Y, Otani S, Morii H. Influence of high glucose on 1,25-

dihydroxyvitamin D3-induced effect on human osteoblast-like MG-63 cells. J Bone 

Min Res. 1995;10:1050-6. 

190. Cole DEC, Gundberg CM, Stirk LJ, Atkinson SA, Hanley DA, Ayer LM, 

Baldwin LS. Changing osteocalcin concentrations during pregnancy and lactation: 

implications for maternal mineral metabolism. J Clin Endocrinol Metab.1987;65:290-

4. 

191. Rodin A, Duncan A, Quartero HWP, Pistofidis G, Mashiter G, Whitaker K, 

Crook D, Stevenson JC, Chapman MG, Fogelman I. Serum concentrations of alkaline 

phosphatase isoenzymes and osteocalcin in normal pregnancy. J Clin Endocrinol 

Metab.1989;68:1123-7. 

192. Ainy E, Ghazi AA, Azizi F, Ghazi AAM. Changes in calcium, 25(OH) 

vitamin D3 and other biochemical factors during pregnancy. J Endocrinol Invest. 

2006;29:303-7. 

193. Verhaeghe J, Van Herck E, Bouillon R. Umbilical cord osteocalcin in normal 

pregnancies and pregnancies complicated by fetal growth retardation or diabetes 

mellitus. Biol Neonate. 1995;68:377-83. 

http://www.ncbi.nlm.nih.gov/pubmed/?term=bikle.Nonclassic+Actions+of+Vitamin+D.
http://www.ncbi.nlm.nih.gov/pubmed/?term=bikle.Nonclassic+Actions+of+Vitamin+D.
http://www.ncbi.nlm.nih.gov/pubmed/?term=bikle.Nonclassic+Actions+of+Vitamin+D.


 

 

224 

 

194. Feuz J, Wisser J, Heufelder A, Joba W, Zimmermann R, von Mandach U. 

Vitamin D receptor genotype BB is associated with higher serum osteocalcin in first 

pregnancy. J Perinat Med. 2009;37:491-5. 

195. Delmas PD, Glorieux FH, Delvin EE, Salle BL, Melki I. Perinatal serum bone 

gla-protein and vitamin D metabolites in preterm and fullterm neonates. J Clin 

Endocrinol Metab. 1987;65:588-91. 

196. Specker B, Specker B. Vitamin D requirements during pregnancy. J Clin 

Nutr. 2004;80:1740S-7S. 

197. Kalkwarf  HJ, Specker BL. Bone mineral changes during pregnancy and 

lactation. Endocrine. 2002;17:49-53. 

198. Yang Y. ‘Skeletal morphogenesis and embryonic development’. In Rosen CJ. 

Primer on the metabolic bone diseases and disorders of mineral metabolism. 

American Society for Bone and Mineral Research, Washington, DC. 2008:1-10. 

199. Kubota M, Ohno J, Shiina Y, Suda T. Vitamin D metabolism in pregnant 

rabbits: differences between the maternal and fetal response to administration of large 

amounts of vitamin D3. Endocrinology. 1982;110:1950-6. 

200. Smith BS, Wright H, Brown KG. Effect of vitamin D supplementation during 

pregnancy on the vitamin D status of ewes and their lambs. Vet Rec. 1987;120:199-

201. 

201. Paulson SK, DeLuca HF, Battaglia F. Plasma levels of vitamin D metabolites 

in fetal and pregnant ewes. Proc Soc Exp Biol Med. 1987;185:267-71. 

202. Rummens K, Herck EV, Bree R, Bouillon R, Van Assche FA, Verhaeghe J. 

Dietary calcium and phosphate restriction in guinea-pigs during pregnancy: fetal 

mineralization induces maternal hypocalcaemia despite increased 1a, 25-

dihydroxycholecalciferol concentrations. Br J Nutr. 2000;84:495-504. 

http://www.ncbi.nlm.nih.gov/pubmed/?term=bikle.Nonclassic+Actions+of+Vitamin+D.
http://www.ncbi.nlm.nih.gov/pubmed/?term=bikle.Nonclassic+Actions+of+Vitamin+D.


 

 

225 

 

203. Halloran BP. Skeletal changes during pregnancy and lactation: The role of 

vitamin D. Endocrinology. 1980;107:1923-9. 

204. Boass A. Hypocalcemic, hypophosphatemic rickets in rat pups suckling 

vitamin D-deprived mothers. Endocrinology.1981;109:505-12. 

205. Brommage R, DeLuca HF. A maternal defect is responsible for growth failure 

in vitamin D-deficient rat pups. Am J Physiol. 1984;246:E216-20. 

206. Halloran BP, De Luca HF. Effect of vitamin D deficiency on skeletal 

development during early growth in the rat. Arch Biochem Biophys. 1981;209:7-14. 

207. Miller SC, Halloran BP, DeLuca HF, Jee WS. Studies on the role of vitamin 

D in early skeletal development, mineralization, and growth in rats. Calcif Tissue Int. 

1983;35:455-60. 

208. Yamagishi N, Sassa H, Sato R, Taniguchi K, Okura N, Sato S, Naito Y, 

Yamagishi N, Sassa H, et al. Calcium metabolism of pregnant rats fed a vitamin D-

depleted diet. Vet Med Sci. 2007;69:441-3. 

209. Kovacs CS, Woodland ML, Fudge NJ, Friel JK. The vitamin D receptor is not 

required for fetal mineral homeostasis or for the regulation of placental calcium 

transfer in mice. Am J Physiol Endocrinol Metab. 2005;289:133-144. 

210. Panda DK, Miao D, Tremblay ML, Sirois J, Farookhi R, Hendy GN, 

Goltzman D. Targeted ablation of the 25-hydroxyvitamin D 1-α-hydroxylase enzyme: 

Evidence for skeletal, reproductive, and immune dysfunction. Proc Natl Acad Sci U S 

A. 2001,98;7498-7503. 

211. Mulligan ML, Felton SK, Riek AE, Bernal-Mizrachi C. Implications of 

vitamin D deficiency in pregnancy and lactation. Am J Obstet Gynecol. 2010; 

202(5):429.E1-9. 

http://www.ncbi.nlm.nih.gov/pubmed/?term=Mulligan+ML%2C+Felton+SK%2C+Riek+AE%2C+Bernal-Mizrachi+C.+Implications+of+vitamin+D+deficiency+in+pregnancy+and+lactation.+American+journal+of+obstetrics+and+gynecology.


 

 

226 

 

212. Mahon PA, Harvey NC, Crozier SR, Inskip HM, Robinson SM, Arden NK, 

Swaminathan R, Cooper C, Godfrey KM. Maternal vitamin D insufficiency and fetal 

bone development. Calcif Tissue Int. 2008;83:4-5. 

213. Karabelyos C, Horvath C, Hollo I, Csaba G. Effect of single neonatal vitamin 

D3 treatment (hormonal imprinting) on the bone mineralization of adult non-treated 

and dexamethasone treated rats. Hum Exp Toxicol. 1998;17:424. 

214. Viljakainen HT, Saarnio E, Hytinantti T, Miettinen M, Surcel H, Mäkitie O, 

Andersson S, Laitinen K, Lamberg-Allardt C. Maternal vitamin D status determines 

bone variables in the newborn. J Clin Endocrinol Metab. 2010;95:1749-57. 

215. Namgung R, Mimouni F, Campaigne BN, Ho ML, Tsang RC. Low bone 

mineral content in summer-born compared with winter-born infants. J Pediatr 

Gastroenterol Nutr. 1992;15:285-8. 

216. Namgung R, Tsang RC, Specker BL, Sierra RI, Ho ML. Low bone mineral 

content and high serum osteocalcin and 1, 25-dihydroxyvitamin D in summer-versus 

winter-born newborn infants: an early fetal effect? J Pediatr Gastroenterol Nutr. 

1994;19:220. 

217. Namgung R, Tsang RC, Lee C, Han DG, Ho ML, Sierra RI. Low total body 

bone mineral content and high bone resorption in Korean winter-born versus 

summerborn newborn infants. J Pediatr. 1998;132:421-5. 

218. Marya RK, Rathee S, Dua V, Sangwan K. Effect of vitamin D 

supplementation during pregnancy on foetal growth. Indian J Med Res.1988;88:488-

92. 

219. Datta S, Alfaham M, Davies DP, Dunstan F, Woodhead S, Evans J, Richards 

B. Vitamin D deficiency in pregnant women from a non-European ethnic minority 

population--an interventional study. Br J Obstet Gynaecol. 2002;109:905-8. 



 

 

227 

 

220. Marya RK, Rathee S, Lata V, Mudgil S. Effects of vitamin D 

supplementation in pregnancy. Gynecol Obstet Invest. 1981;12:155-61. 

221. Mallet E, Gugi B, Brunelle P, Henocq A, Basuyau JP, Lemeur H. Vitamin D 

supplementation in pregnancy: a controlled trial of two methods. Obstet Gynecol. 

1986;68:300-4. 

222. Brommage R, Neuman WF. Growth failure in vitamin D-deficient rat pups. 

Calcif Tissue Int. 1981;33:277-80. 

223. McGrath JJ, Keeping D, Saha S, Chant DC, Lieberman DE, O'Callaghan MJ, 

McGrath JJ, Keeping D, Saha S, et al. Seasonal fluctuations in birth weight and 

neonatal limb length; does prenatal vitamin D influence neonatal size and shape? 

Early Hum Dev. 2005;81:609-18. 

224. Brunvand L, Quigstad E, Urdal P, Haug E. Vitamin D deficiency and fetal 

growth. Early Hum Dev. 1996;45:27-33. 

225. Gale CR, Robinson SM, Harvey NC, Javaid MK, Jiang B, Martyn CN, 

Godfrey KM, Cooper C, Princess Anne Hospital Study G. Maternal vitamin D status 

during pregnancy and child outcomes. Eur J Clin Nutr. 2008;62:68-77. 

226. Maxwell JD, Ang L, Brooke OG, Brown IR. Vitamin D supplements enhance 

weight gain and nutritional status in pregnant Asians. Br J Obstet Gynaecol. 

1981;88:987-91. 

227. Brooke OG, Butters F, Wood C. Intrauterine vitamin D nutrition and 

postnatal growth in Asian infants. Br Med J (Clin Res Ed.). 1981;283:1024. 

228. Chan GM, McElligott K, McNaught T, Gill G. Effects of dietary calcium 

intervention on adolescent mothers and newborns: a randomized controlled trial. 

Obstet Gynecol. 2006;108:565-71. 



 

 

228 

 

229. Norman AW, Frankel JB, Heldt AM, Grodsky GM. Vitamin D deficiency 

inhibits pancreatic secretion of insulin. Science. 1980;209:823-5. 

230. Kadowaki S, Norman AW. Dietary vitamin D is essential for normal insulin 

secretion from the perfused rat pancreas. J Clin Invest. 1984;73:759. 

231. Cade C. Vitamin D3 improves impaired glucose tolerance and insulin 

secretion in the vitamin D-deficient rat in vivo. Endocrinology. 1986;119:84-90. 

232. Chertow BS, Sivitz WI, Baranetsky NG, Clark SA, Waite A, Deluca HF. 

Cellular mechanisms of insulin release: the effects of vitamin D deficiency and 

repletion on rat insulin secretion. Endocrinology. 1983;113:1511-8. 

233. Kind KL, Clifton PM, Grant PA, Owens PC, Sohlstrom A, Roberts CT, 

Robinson JS, Owens JA. Effect of maternal feed restriction during pregnancy on 

glucose tolerance in the adult guinea pig. Am J Physiol Regul Integr Comp Physiol. 

2003;284:R140-R52. 

234. Chiu KC, Chu A, Go VLW, Saad MF. Hypovitaminosis D is associated with 

insulin resistance and β-cell dysfunction. Am J ClinNutr. 2004;79:820-5. 

235. Liu E, Meigs JB, Pittas AG, McKeown NM, Economos CD, Booth SL, 

Jacques PF. Plasma 25-hydroxyvitamin D is associated with markers of the insulin 

resistant phenotype in nondiabetic adults. J Nutr. 2009;139:329. 

236. Scragg R, Sowers MF, Bell C. Serum 25-hydroxyvitamin D, diabetes, and 

ethnicity in the Third National Health and Nutrition Examination Survey. Diabetes 

Care. 2004;27:2813. 

237. Forouhi NG, Luan J, Cooper A, Boucher BJ, Wareham NJ. Baseline serum 

25-hydroxy vitamin D is predictive of future glycaemic status and insulin resistance: 

The MRC Ely prospective study 1990-2000. Diabetes. 2008;57(10):2619-25. 



 

 

229 

 

238. Mattila C, Knekt P, Mannisto S, Rissanen H, Laaksonen MA, Montonen J, 

Reunanen A. Serum 25-hydroxyvitamin D concentration and subsequent risk of type 

2 diabetes. Diabetes Care. 2007;30:2569-70. 

239. Liu S, Song Y, Ford ES, Manson JE, Buring JE, Ridker PM. Dietary calcium, 

vitamin D, and the prevalence of metabolic syndrome in middle-aged and older U.S. 

women. Diabetes Care. 2005;28:2926-32. 

240. Pittas AG, Dawson-Hughes B, Li T, Van Dam RM, Willett WC, Manson JE, 

Hu FB. Vitamin D and calcium intake in relation to type 2 diabetes in women. 

Diabetes Care. 2006;29:650. 

241. Savvidou MD, Akolekar R, Samaha RBB, Masconi AP, Nicolaides KH. 

Maternal serum 25-hydroxyvitamin D levels at 11(+0)–13(+6) weeks in pregnant 

women with diabetes mellitus and in those with macrosomic neonates. Br J Obstet 

Gynecol. 2011;118(8):951-5. 

242. Gedik O, Akahn S. Effects of vitamin D deficiency and repletion on insulin 

and glucagon secretion in man. Diabetologia. 1986;29:142-5. 

243. Tai K, Need AG, Horowitz M, Chapman IM. Glucose tolerance and vitamin 

D: effects of treating vitamin D deficiency. Nutrition. 2008;24:950-6. 

244. Grafenau P, Eicher R, Uebelhart B, Tschudi P, Lepage OM. General 

anaesthesia decreases osteocalcin plasma concentrations in horses. Equine Vet J. 

1999;31:533-6. 

245. Nicholson G, Bryant AE, Macdonald IA, Hall GM. Osteocalcin and the 

hormonal, inflammatory and metabolic response to major orthopaedic surgery. 

Anaesthesia. 2002;57:319-25. 

246. Lips P. Relative Value of 25(OH)D and 1,25(OH)2D Measurements. J Bone 

Mineral Res. 2007;22:1668-71. 



 

 

230 

 

247. Maxwell CS, Wood RJ. Update on vitamin D and type 2 diabetes. Nutr Rev. 

2011;69:291-5. 

248. Lajeunesse D, Kiebzak GM, Frondoza C, Sacktor B. Regulation of 

osteocalcin secretion by human primary bone cells and by the human osteosarcoma 

cell line MG-63. Bone Miner. 1991;14:237-50. 

249. International Association of Diabetes and Pregnancy Study Groups 

Consensus Panel. International Association of Diabetes and Pregnancy Study Groups 

recommendations on the diagnosis and classification of hyperglycemia in pregnancy. 

Diabetes Care. 2010;33:676-82. 

250. Littell RC, Milliken GA, Stoup WW. SAS for mixed models, Second Edition, 

NC, USA. 2006. 

251. Lin IF, Lai M-Y, Chuang P-H. Analysis of matched case-control data with 

incomplete strata: Applying longitudinal approaches. Epidemiology. 2007;18:446-52. 

252. Leeuwen MV, Opmeer BC, Zweers EJK, van Ballegooie E, ter Brugge HG, 

de Valk HW, Visser GHA, Mol BWJ. Estimating the risk of gestational diabetes 

mellitus: A clinical prediction model based on patient characteristics and medical 

history. Br J Obstet Gynaecol. 2010;117:69-75. 

253. England LJ, Levine RJ, Qian C, Soule LM, Schisterman EF, Yu KF, Catalano 

PM. Glucose tolerance and risk of gestational diabetes mellitus in nulliparous women 

who smoke during pregnancy. Am J Epidemiol. 2004;160:1205-13. 

254. Berger H, Crane J, Farine D, Armson A, De La Ronde S, Keenan-Lindsay L, 

Leduc L, Reid G, Van Aerde J. Screening for gestational diabetes mellitus. J Obstet 

Gynaecol Can. 2002;24:894-912. 



 

 

231 

 

255. Paxton A, Lederman SA, Heymsfield SB, Wang J, Thornton JC, Pierson RN. 

Anthropometric equations for studying body fat in pregnant women. Am J Clin Nutr. 

1998;67:104-10. 

256. Winhofer Y, Kiefer FW, Handisurya A, Tura A, Klein K, Schneider B, 

Marculescu R, Wagner OF, Pacini G, et al. CTX (crosslaps) rather than osteopontin is 

associated with disturbed glucose metabolism in gestational diabetes. PLoS One. 

2012;7(7):E40947. 

257. To WW, Wong MW. Bone mineral density changes in gestational diabetic 

pregnancies-a longitudinal study using quantitative ultrasound measurements of the 

os calcis. Gynecol Endocrinol. 2008;24:519-25. 

258. Maghbooli Z, Hossein-Nezhad A, Shafaei A, Karimi F, Madani F, Larijani B. 

Vitamin D status in mothers and their newborns in Iran. BMC Pregnancy Childbirth. 

2007;12(7):1. 

259. Newhook LA, Sloka S, Grant M, Randell E, Kovacs CS, Twells LK. Vitamin 

D insufficiency common in newborns, children and pregnant women living in 

Newfoundland and Labrador, Canada. Matern Child Nutr. 2009;5:186-91. 

260. Nicolaidou P, Hatzistamatiou Z, Papadopoulou A, Kaleyias J, Floropoulou E, 

Lagona E, Tsagris V, Costalos C, Antsaklis A. Low vitamin D status in mother-

newborn pairs in Greece. Calcif Tissue Int. 2006;78:337-42. 

261. Brot C, Jorgensen NR, Sorensen OH. The influence of smoking on vitamin D 

status and calcium metabolism. Eur J Clin Nutr. 1999;53:920-6. 

262. Grimnes G, Almaas B, Eggen AE, Emaus N, Figenschau Y, Hopstock LA, 

Hutchinson MS, Methlie P, Mihailova A, et al. Effect of smoking on the serum levels 

of 25-hydroxyvitamin D depends on the assay employed. Eur J Endocrinol. 

2010;163:339-48. 



 

 

232 

 

263. Faraci M, Di Prima FA, Valenti O, Hyseni E, Monte S, Giorgio E, De 

Domenico R. Treatment of gestational diabetes: oral hypoglycemic agents or insulin? 

J Prenat Med. 2011;5:63-4. 

264. Ernest D. Olfert D, Brenda M. Cross, DVM and A. Ann McWilliam. Guide to 

the care and use of experimental animals. Canadian Council on Animal Care. 1993. 

265. Jackson BF, Blumsohn A, Goodship AE, Wilson AM, Price JS. Circadian 

variation in biochemical markers of bone cell activity and insulin-like growth factor-I 

in two-year-old horses. J Anim Sci. 2003;81:2804-10. 

266. Ndiaye B, Cournot G, PÃ©lissier M-As, Debray OW, Lemonnier D. Rat 

serum osteocalcin concentration is decreased by restriction of energy intake. J Nutr. 

1995;125:1283-90. 

267. Dressen PJ, Wimsatt J, Burkhard MJ. The effects of isoflurane anesthesia on 

hematologic and plasma biochemical values of American Kestrels (Falco sparverius). 

J Avian Med Surg. 1999;13(3):173-179. 

268. Kovacs CS. Calcium and bone metabolism in pregnancy and lactation. J Clin 

Endocrinol Metab.  2001;86:2344-8. 

269. Lepage OM, Marcoux M, Tremblay A. Serum osteocalcin or bone Gla-

protein, a biochemical marker for bone metabolism in horses: differences in serum 

levels with age. Can J Vet Res. 1990;54:223-6. 

270. Standeven AM, Davies PJA, Chandraratna RAS, Mader DR, Johnson AT, 

Thomazy VA. Retinoid-induced epiphyseal plate closure in guinea pigs. Toxicol Sci. 

1996;34:91-8. 

271. Patterson-Buckendahl P, Kvetnansky R, Fukuhara K, Cizza G, Cann C. 

Regulation of plasma osteocalcin by corticosterone and norepinephrine during 

restraint stress. Bone. 1995;17:467-72. 

http://www.ncbi.nlm.nih.gov/pubmed/?term=Kovacs+CS.+Calcium+and+Bone+Metabolism+in+Pregnancy+and+Lactation.+Journal+of+Clinical+Endocrinology+%26+Metabolism.
http://www.ncbi.nlm.nih.gov/pubmed/?term=Kovacs+CS.+Calcium+and+Bone+Metabolism+in+Pregnancy+and+Lactation.+Journal+of+Clinical+Endocrinology+%26+Metabolism.


 

 

233 

 

272. Gonzalez-Gil A, Silvan G, Garcia-Partida P, Illera JC. Serum glucocorticoid 

concentrations after halothane and isoflurane anaesthesia in New Zealand white 

rabbits. Vet Rec. 2006;159:51-2. 

273. Godschalk MF, Downs RW. Effect of short-term glucocorticoids on serum 

osteocalcin in healthy young men. J Bone Min Res. 1988;3:113-5. 

274. Meeran K, Hattersley A, Burrin J, Shiner R, Ibbertson K. Oral and inhaled 

corticosteroids reduce bone formation as shown by plasma osteocalcin levels. Am J 

Respir Crit Care Med. 1995;151:333-6. 

275. Peretz A, Praet JP, Bosson D, Rozenberg S, Bourdoux P. Serum osteocalcin 

in the assessment of corticosteroid induced osteoporosis. Effect of long and short 

term corticosteroid treatment. J Rheumatol. 1989;16:363-7. 

276. Tanaka H, Igarashi T, Lefor AT, Kobayashi E. The effects of fasting and 

general anesthesia on serum chemistries in KCG miniature pigs. J Am Assoc Lab 

Anim Sci. 2009;48:33-8. 

277. Weinreb M, Shinar D, Rodan GA. Different pattern of alkaline phosphatase, 

osteopontin, and osteocalcin expression in developing rat bone visualized by in situ 

hybridization. J Bone Min Res. 1990;5:831-42. 

278. G.O. E. Animal clinical chemistry: a practical handbook for toxicologists and 

biochemical researchers. CRC Press. FL, USA. 2009:324. 

279. Tanaka K, Kawano T, Tsutsumi YM, Kinoshita M, Kakuta N, Hirose K, 

Kimura M, Oshita S: Differential effects of propofol and isoflurane on glucose 

utilization and insulin secretion. Life Sci. 2011;88:96-103. 

280. Oyama T, Latto P, Holaday DA. Effect of isoflurane anaesthesia and surgery 

on carbohydrate metabolism and plasma cortisol levels in man. Can Anaesth Soc J. 

1975;22:696-702. 



 

 

234 

 

281. Van Herck H, Baumans V, Brandt CJ, Boere HA, Hesp AP, van Lith HA, 

Schurink M, Beynen AC. Blood sampling from the retro-orbital plexus, the 

saphenous vein and the tail vein in rats: comparative effects on selected behavioural 

and blood variables. Lab Anim. 2001;35:131-9. 

282. Mahl A, Heining P, Ulrich P, Jakubowski J, Bobadilla M, Zeller W, 

Bergmann R, Singer T, Meister L. Comparison of clinical pathology parameters with 

two different blood sampling techniques in rats: retrobulbar plexus versus sublingual 

vein. Lab Anim. 2000;34:351-61. 

283. Arnold M, Langhans W. Effects of anesthesia and blood sampling techniques 

on plasma metabolites and corticosterone in the rat. Physiol Behav. 2010;99:592-8. 

284. Halloran BP, DeLuca HF. Effect of vitamin D deficiency on fertility and 

reproductive capacity in the female rat. J Nutr. 1980;110:1573-80. 

285. Reeves PG. Components of the AIN-93 diets as improvements in the AIN-

76A Diet. J Nutr. 1997;127:838S-41S. 

286. Brommage R, Baxter DC, Gierke LW. Vitamin D-independent intestinal 

calcium and phosphorus absorption during reproduction. Am J Physiol Gastrointest 

Liver Physiol.1990;259:631-8. 

287. Catalano PM, Roman-Drago NM, Amini SB, Sims EA. Longitudinal changes 

in body composition and energy balance in lean women with normal and abnormal 

glucose tolerance during pregnancy. Am J Obstet Gynecol. 1998;179:156-65. 

288. Møller U, við Streym S, Mosekilde L, Rejnmark L. Changes in bone mineral 

density and body composition during pregnancy and postpartum. A controlled cohort 

study. Osteoporos Int. 2012;23:1213-23. 

http://www.ncbi.nlm.nih.gov/pubmed/20152845


 

 

235 

 

289. Larciprete G, Valensise H, Vasapollo B, Altomare F, Sorge R, Casalino B, 

Lorenzo A, Arduini D. Body composition during normal pregnancy: Reference 

ranges. Acta Diabetol. 2003;40:S225-S32. 

290. Bluher S, Kratzsch J, Kiess W. Insulin-like growth factor I, growth hormone 

and insulin in white adipose tissue. Best Pract Res Clin Endocrinol Metab. 

2005;19:577-87. 

291. Robinson JJ. Changes in body composition during pregnancy and lactation. 

Proc Nutr Soc. 1986;45:71-80. 

292. Sattar N, Greer IA, Pirwani I, Gibson J, Wallace AM. Leptin levels in 

pregnancy: marker for fat accumulation and mobilization? Acta Obstet Gynecol 

Scand. 1998;77:278-83. 

293. Zhang R, Ducy P, Karsenty Gr. 1,25-dihydroxyvitamin D3 inhibits 

osteocalcin expression in mouse through an indirect mechanism. J Biol Chem. 

1997;272:110-6. 

294. Staal A, Geertsma-Kleinekoort WMC, Van Den Bemd GJCM, Buurman CJ, 

Birkenhäger JC, Pols HAP, Van Leeuwen JPTM. Regulation of osteocalcin 

production and bone resorption by 1,25-dihydroxyvitamin D3 in mouse long bones: 

interaction with the bone-derived growth gactors TGF-β and IGF-I. J Bone Min Res. 

1998;13:36-43. 

295. Sneve M, Figenschau Y, Jorde R. Supplementation with cholecalciferol does 

not result in weight reduction in overweight and obese subjects. Eur J Endocrinol. 

2008;159:675-84. 

296. Zhou J, Zhao L-J, Watson P, Zhang Q, Lappe J. The effect of calcium and 

vitamin D supplementation on obesity in postmenopausal women: secondary analysis 



 

 

236 

 

for a large-scale, placebo controlled, double-blind, 4-year longitudinal clinical trial. 

Nutr Metab. 2010;7:62. 

297. Crozier SR, Harvey NC, Inskip HM, Godfrey KM, Cooper C, Robinson SnM, 

the SWSSG. Maternal vitamin D status in pregnancy is associated with adiposity in 

the offspring: findings from the Southampton Women's Survey. Am J Clin Nutr. 

2012;96(1):57-63.  

298. Sun X, Zemel MB. Role of uncoupling protein 2 (UCP2) expression and 1, 

25-dihydroxyvitamin D3 in modulating adipocyte apoptosis. FASEB J. 2004;18:1430-

2. 

299. Liel Y, Ulmer E, Shary J, Hollis BW, Bell NH. Low circulating vitamin D in 

obesity. Calcif Tissue Int. 1988;43:199-201. 

300. Hey H, Stokholm KH, Lund B, Sorensen OH. Vitamin D deficiency in obese 

patients and changes in circulating vitamin D metabolites following jejunoileal 

bypass. Int J Obes. 1982;6:473-9. 

301. Lagunova Z, Porojnicu AC, Vieth R, Lindberg FA, Hexeberg S, Moan J. 

Serum 25-hydroxyvitamin D is a predictor of serum 1,25-dihydroxyvitamin D in 

overweight and obese patients. J Nutr. 2011;141:112-7. 

302. Parikh SJ, Edelman M, Uwaifo GI, Freedman RJ, Semega-Janneh M, 

Reynolds J, Yanovski JA. The relationship between obesity and serum 1,25-

dihydroxy vitamin D concentrations in healthy adults. J Clin Endocrinol Metab. 

2004;89:1196-9. 

303. Javaid MK, Godfrey KM, Taylor P, Shore SR, Breier B, Arden NK, Cooper 

C. Umbilical venous IGF-1 concentration, neonatal bone mass, and body 

composition. J Bone Min Res. 2004;19:56-63. 



 

 

237 

 

304. Bona G, Aquili C, Ravanini P, Gallina MR, Cigolotti AC, Zaffaroni M, 

Paniccia P, Mussa F. Growth hormone, insulin-like growth factor-I and somatostatin 

in human fetus, newborn, mother plasma and amniotic fluid. Panminerva Med. 

1994;36:5-12. 

305. Martin AM, Berger H, Nisenbaum R, Lausman AY, MacGarvie S, Crerar C, 

Ray JG. Abdominal visceral adiposity in the first trimester predicts glucose 

intolerance in later pregnancy. Diabetes Care. 2009;32:1308-10. 

306. Muhlhausler BS, Roberts CT, Yuen BSJ, Marrocco E, Budge H, Symonds 

ME, McFarlane JR, Kauter KG, Stagg P, et al. Determinants of fetal leptin synthesis, 

fat mass, and circulating leptin concentrations in well-nourished ewes in late 

pregnancy. Endocrinology. 2003;144:4947-54. 

307. Stevens D, Alexander G, Bell AW. Effect of prolonged glucose infusion into 

fetal sheep on body growth, fat deposition and gestation length. J Dev Physiol. 

1990;13:277-81. 

308. Schoenmakers I, Ginty F, Jarjou LMA, Nigdikar S, Bennett J, Laidlaw A, 

Prentice A. Interrelation of parathyroid hormone and vitamin D metabolites in 

adolescents from the UK and The Gambia. J Steroid Biochem Mol Biol. 

2010;121:217-20. 

309. Stauber M, Rapillard L, van Lenthe GH, Zysset P, Müller R. Importance of 

individual rods and plates in the assessment of bone quality and their contribution to 

bone stiffness. J Bone Min Res. 2006;21:586-95. 

310. Turner CH, Burr DB. Basic biomechanical measurements of bone: a tutorial. 

Bone. 1993;14:595-608. 



 

 

238 

 

311. Wachter NJ, Krischak GD, Mentzel M, Sarkar MR, Ebinger T, Kinzl L, Claes 

L, Augat P. Correlation of bone mineral density with strength and microstructural 

parameters of cortical bone in vitro. Bone. 2002;31:90-5. 

312. Crenshaw TD, Peo ER, Lewis AJ, Moser BD. Bone strength as a trait for 

assessing mineralization in swine: a critical review of techniques involved. J Anim 

Sci. 1981;53:827-35. 

313. Kipp DE, Grey CE, McElvain ME, Kimmel DB, Robinson RG, Lukert BP. 

Long-term low ascorbic acid intake reduces bone mass in guinea pigs. J Nutr. 

1996;126:2044. 

314. Parfitt AM, Drezner MK, Glorieux FH, Kanis JA, Malluche H, Meunier PJ, 

Ott SM, Recker RR. Bone histomorphometry: standardization of nomenclature, 

symbols, and units. Report of the ASBMR histomorphometry nomenclature 

committee. J Bone Miner Res. 1987;2:595-610. 

315. Ritter CS, Armbrecht HJ, Slatopolsky E, Brown AJ. 25-Hydroxyvitamin D3 

suppresses PTH synthesis and secretion by bovine parathyroid cells. Kidney Int. 

2006;70:654-9. 

316. Poole KES, Reeve J. Parathyroid hormone — a bone anabolic and catabolic 

agent. Curr Opin Pharmacol. 2005;5:612-7. 

317. Iuliano-Burns S, Hopper J, Seeman E. The age of puberty determines sexual 

dimorphism in bone structure: a male/female co-twin control study. J Clin Endocrinol 

Metab. 2009;94:1638-43. 

318. Duan Y, De Luca V, Seeman E. Parathyroid hormone deficiency and excess: 

similar effects on trabecular bone but differing effects on cortical bone. J Clin 

Endocrinol Metab. 1999;84:718-22. 



 

 

239 

 

319. Misra M, Pacaud D, Petryk A, Collett-Solberg PF, Kappy M, on behalf of the 

D, Therapeutics Committee of the Lawson Wilkins Pediatric Endocrine S. Vitamin D 

deficiency in children and its management: review of current knowledge and 

recommendations. Pediatrics. 2008;122:398-417. 

320. Pettifor JM. ‘Nutritional Rickets’. In Glorieux FH, Pettifor JM, JÜppner H. 

Pediatric bone biology & diseases. Academic Press, London, UK. 2003:541-64. 

321.     Holt E, Wyselmerski JJ. ‘Parathyroid hormone, parathyroid hormone related 

protein, and calcitonin’. In Feldman D, Pike JW, Adams JS. Vitamin D. Academic 

Press, San Diego, CA, USA. 2011:725-743. 

322. Chan FKW, Tiu S-C, Choi K-L, Choi C-H, Kong APS, Shek C-C. Increased 

bone mineral density in patients with chronic hypoparathyroidism. J Clin Endocrinol 

Metab. 2003;88:3155-9. 

323. Lee AMC, Anderson PH, Sawyer RK, Moore AJ, Forwood MR, Steck R, 

Morris HA, O’Loughlin PD. Discordant effects of vitamin D deficiency in trabecular 

and cortical bone architecture and strength in growing rodents. J Steroid Biochem 

Mol Biol. 2010;121:284-7. 

324. Nonaka K, Fukuda S, Aoki K, Yoshida T, Ohya K. Regional distinctions in 

cortical bone mineral density measured by pQCT can predict alterations in material 

property at the tibial diaphysis of the Cynomolgus monkey. Bone. 2006;38:265-72. 

325. Rauch F, Middelmann B, Cagnoli M, Keller KM, Schönau E. Comparison of 

total alkaline phosphatase and three assays for bone-specific alkaline phosphatase in 

childhood and adolescence. Acta Pædiatrica. 1997;86:583-7. 

326. Mortensen BM, Gautvik KM, Gordeladze JO. Bone turnover in rats treated 

with 1,25-dihydroxyvitamin D3, 25-hydroxyvitamin D3 or 24,25-dihydroxyvitamin 

D3. Biosci Rep. 1993;13:27-39. 



 

 

240 

 

327. Heaney RP. Vitamin D — Baseline status and effective dose. N Engl J Med. 

2012;367:77-8. 

328. Ardawi MS, Nasrat HA, Ba'Aqueel HS. Calcium-regulating hormones and 

parathyroid hormone-related peptide in normal human pregnancy and postpartum: a 

longitudinal study. Eur J Endocrinol. 1997;137:402-9. 

329. Prentice A. ‘Pregnancy and lactation’. In Glorieux FH, Pettifor JM, JÜppner 

H. Pediatric bone biology & diseases. Academic Press, London, UK. 2003:223-44. 

330. Omi N, Ezawa I. Change in calcium balance and bone mineral density during 

pregnancy in female rats. J Nutr Sci Vitaminol (Tokyo). 2001;47:195-200. 

331. Naylor KE, Iqbal P, Fledelius C, Fraser RB, Eastell R. The effect of 

pregnancy on bone density and bone turnover. J Bone Miner Res. 2000;15:129-37. 

332. Carter GD, Carter R, Jones J, Berry J. How accurate are assays for 25-

hydroxyvitamin D? Data from the International Vitamin D External Quality 

Assessment Scheme. Clin Chem. 2004;50:2195-7. 

333. Colston KW. New concepts in hormone receptor action. Lancet. 1993 

10;342:67-8.  

 

 

 

 

 

 

 

 


	Doctoral_Thesis_ NT_HW_final submission_July 12best
	p118
	Doctoral_Thesis_ NT_HW_final submission_July 12best

