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Abstract 
The importance of adequate calcium intakes for healthy growth and bone development has long been recognised. Recent evidence suggests that calcium supplementation may have sex-specific effects on bone growth in childhood. The aim was to describe the long-term effects of calcium supplementation in pregnant Gambian women with a low calcium intake (ISCRTN96502494) on offspring height, weight, bone and body composition in childhood, and whether the effects differ by sex.
Children of mothers who participated in the original calcium supplementation trial were measured at age 8-12 years using dual-energy X-ray absorptiometry and peripheral quantitative computed tomography. Linear models tested for sex*supplement interactions before and after adjusting for current age and size in early life. 
447 children, aged 9.2(SD 0.9) years, were measured.  Significant sex*supplement interactions (P<0.05) were observed for many of the anthropometric and bone outcomes,  Females whose mothers received calcium (F-Ca) were shorter, lighter with smaller bones and less bone mineral than those whose mothers  received placebo (F-P), differences (SE) ranged from height = -1.0 (0.5)% to  hip BMC -5.5 (2.3)%.  Males from mothers in the calcium group (M-Ca) had greater mid-upper arm circumference (MUAC) (+2.0 (1.0)%, p=0.05) and fat mass (+11.6 (5.1)%, p=0.02) and tended towards greater BMC and size than those whose mothers were in the placebo group (M-P).  The differences in anthropometry and body composition were robust to adjustment for current height and weight, whereas all bone differences became non-significant.  F-P were taller with more BMC than M-P, whereas F-Ca had similar sized bones and mineral content to M-Ca. 
Calcium supplementation of pregnant women with low calcium intakes altered the childhood trajectories of growth and bone and body composition development of their offspring in a sex-specific manner, resulting in slower growth among females compared to placebo and accelerated growth among males by age 8-12 years.  
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1. Introduction
Childhood growth encompasses linear growth (stature), bone accrual (both in width and mineral accumulation) and growth of the tissue compartments and organs (somatic growth). The importance of adequate dietary calcium (Ca) intakes for healthy skeletal growth has long been recognised.   Despite this, many trials have not shown significant effects of Ca supplementation on bone growth and mineralisation [1] and those that have shown effects often do not have a sufficient follow-up period to determine whether the effects are sustained. One reason for this may be that the trials are mostly conducted in countries where intakes are, on average, in alignment with dietary recommendations [2].  Less is known from populations where habitual Ca intakes are low. Also, it is not known whether changes in Ca intake at different stages of childhood and adolescence have differential effects on longitudinal and appositional skeletal and somatic growth, and whether the response to intervention differs between males and females [3-5].
Evidence from our studies in rural Gambia, where dietary Ca intakes are very low, have suggested that Ca supplementation may have unexpected effects depending on the stage of life and in a sex-specific manner.  In a Ca supplementation trial (ISRCTN28836000) of pre-pubertal children with low habitual dietary Ca intakes of around 300 mg/day, we showed that the timing of the pubertal growth spurt was brought forward in males who had received a Ca carbonate supplement for 12 months at age 8-12 years, such that their height and bone development were greater in mid-adolescence than males in the placebo group (5), whereas no such effects were observed in the females (5,7).  Continued follow-up of the males showed that those who had received the calcium supplement pre-puberty stopped growing earlier, and were significantly shorter (3.5 (SE 1.1) cm) at the end of growth than those who had been in the placebo group [6]. In addition, the short-term increases in bone mineral content (BMC) and bone area (BA) in these males due to Ca supplementation were attenuated [6-9].
In a second study, a trial of maternal Ca supplementation during pregnancy (ISCRTN96502494), we reported that, contrary to expectations, mothers who received a daily Ca carbonate supplement from 20 weeks gestation to term mobilised more bone mineral during lactation than those who received placebo [10, 11], resulting in lower BMD that was still evident 5 years post supplementation [11]. There were no supplement effects observed on the size of their offspring at birth or during 12 months post-partum [12, 13].  There were also no effects seen on infant whole body and radial BMC measured in a sub-set, although a weakly significant group effect was observed whereby the whole body BMC and BA of the infants of mothers who had received Ca supplement had increased more slowly by 12 months than those of the infants of mothers in the placebo group [10, 12, 13].  Males were significantly heavier at 2 weeks and longer at 52 weeks than females.  At age 8-12 years, there were no significant differences between males and females in the cohort in height, weight or body mass index.  Girls had greater fat mass, whole body and spine BMC than the boys but lower lean mass, bone area and BMC at the hip  [14]. Because males were heavier at 2 weeks and longer at 52 weeks, and that there were no differences in height and weight at age 8-12 years, the data demonstrate different rates of growth in males and females.
The aim of the current study was to determine whether there were lasting effects of the maternal Ca supplementation in this trial on the growth, bone development and body composition of the offspring when the children were aged 8-12 years, prior to the adolescent growth spurt. This was assessed using anthropometry, dual-energy X-ray absorptiometry (DXA) and peripheral quantitative computed tomography (pQCT).  The hypothesis was that the children of mothers who received Ca supplementation would be taller and have higher BMC and bone mineral density (BMD) than those whose mothers had been in the placebo group, and that these differences would differ by sex. Our secondary aims were to determine the effects of maternal Ca supplementation on the tibial cortical and trabecular compartments and on body composition (fat and lean masses, mid-upper arm circumference and triceps skinfold thickness). 

2. Subjects and Methods
2.1 Subjects
This study was conducted at MRC Keneba, West Kiang, The Gambia.  All children, whose mothers had taken part in the supplementation trial of Ca in pregnancy (ISCRTN96502494) and had delivered a healthy baby, were invited to participate when aged 7.8 to 11.9 years. Details of the trial have been previously published [12, 13].  Briefly, recruitment was in three ante-natal clinics serving 16 villages. Randomisation was stratified by antenatal clinic in blocks of four to minimise bias and potential confounding by season.  Pregnant mothers in the supplement group received 1500mg Ca as Ca carbonate (3 tablets of Calcichew ™, Calcichew; Nycomed Pharma AS, Asker, Norway; distributed in the United Kingdom by Shire Pharmaceutical Development Ltd, Andover, UK), or a matching placebo, daily from 20 weeks of pregnancy until term.  Mean (SD) maternal dietary Ca intakes during the trial were 1831 (177) mg/day in the calcium group and 356 (159) mg/day in the placebo group [13].   
Measurement visits were scheduled to ensure equal distribution of children across the age-range and study period, and took place during the dry season, a time of year when food shortages, malaria and infectious illnesses are less prevalent. The study was approved by the Joint MRC/Gambian Government Ethics Committee and informed written consent was obtained from the parent or guardian of each child.

2.2 Anthropometry
Standing height was measured to the nearest 0.1cm using a stadiometer (SECA 225, Birmingham, UK).  Height-for-age z-scores (HAZ) as an indicator of maturity were calculated using WHO growth references [15].  Weight was measured on electronic scales (Tanita HD310, Amsterdam, The Netherlands) to the nearest 0.1 kg, with the subject wearing light clothing and no shoes. Mid-upper arm circumference (MUAC) and triceps skinfold thickness (TST) were measured at the mid-point of the upper left arm using a non-stretchable tape measure and a skinfold calliper (Holtain Ltd, UK) respectively. Data were available from the original trial on length, weight and head circumference at birth and during infancy [12]

2.3 Dual energy X-ray absorptiometry (DXA)
Bone and body composition measurements were obtained using a GE Lunar Prodigy DXA scanner, software version 10.51.006 (GE Medical Systems, GE Lunar Corporation, Madison, USA).  Outcome measures were whole body less head (WB) [16], lumbar spine (LS), total hip BMC (g) and BA (cm2).  Lean and fat mass (g) measurements were obtained from the whole body scan. At MRC Keneba, the precision of repeated measurements of aBMD at different skeletal sites in 35 adults, measured twice with repositioning, was: whole body 0.6%, lumbar spine 0.8% and total hip 0.7%.

2.4 Peripheral Quantitative Computed Tomography (pQCT)
A Stratec XCT-2000 scanner (Stratec Medizintechnik, Pforzheim, Germany), was used to obtain measurements of the distal and diaphyseal tibia.  Measurements were taken at the 8% and 50% sites, voxel size 0.5mm, slice thickness 2mm, scan location was determined by placing the reference line on the distal border of the tibia endplate.   Outcome measures were at the 8% site; total volumetric BMD (mg/cm3) and total cross-sectional area (mm2), and at the 50% site; tibia cross-sectional area (mm2), cortical BMC (mg/mm) and cortical area (mm2). Distal scans were analysed using CALCBD, contour mode 1, peel mode 1, threshold 180mg/cm3, and at the diaphysis, separation mode 1, threshold 710 for cortical content and area and 280 mg/cm3 for total area.  The precision of repeated measures in adults (n = 35, measured twice with repositioning) at our centre was <1% for all outcomes. 

2.5 Statistical analysis
Statistical analysis was performed using the Linear Model facility in Data Desk 6.1.1 (Data Description, Ithaca, NY). Summary data are presented as mean (SD) or median (interquartile range). Sex differences in the early life variables of participants in the current study were tested for using one-way ANOVA except for maternal parity at the time of the trial and season of birth of the offspring, where the Chi-square test was used. There was no evidence of a supplement effect or a sex*supplement interaction in any of the early life variables. 
Sex-specific supplement effects on each outcome variable were tested for using multiple regression and analysis of covariance, by including a sex*supplement interaction term in all models. Variables were converted to natural logarithms prior to statistical modelling, whereby, for discrete variables, difference × 100 corresponds closely to percentage difference [(difference/mean) × 100] [17]. Scheffé post-hoc tests were used to adjust for multiple testing and to report differences between sex*supplement groups. The four sex*supplement groups were: males whose mothers had been in the calcium supplement group in pregnancy (M-Ca); females of mothers in the calcium group (F-Ca); males whose mothers had been in the placebo group in pregnancy (M-P) and females of mothers in the placebo group (F-P). Summary data on differences between males (M) and females (F), between maternal supplement groups (Ca/P) and between the four sex*supplement groups are presented as mean percentage difference (SE). 
To consider the best approach to account for possible confounding on childhood growth by inter-individual variation in size in early life, independent of maternal Ca supplementation, a preliminary series of separate models was developed that included one of the following measurements: weight, length, mid-upper arm circumference and head circumference at birth, 2 weeks and 12 months postpartum. Each measure had a similar effect on reducing the residual variance of the models, but length at 52 weeks gave the greatest reduction. For this reason length at 52 weeks was used in all subsequent models as the surrogate to adjust for inter-individual differences in size at birth and during infancy. The sex and supplement differences in outcome variables at 8-12 years of age can therefore be considered to represent differences in growth since infancy. Models without length at 52 weeks (Table 2) gave similar results for sex*supplement interactions, albeit with attenuated significance because of the greater residual variance, and the magnitude of differences between supplement groups within each sex was also similar.  The magnitude of the observed sex differences within each supplement group were, however, generally smaller without length at 52 weeks in the models, because the males were bigger than the females in early life [12] but not at age 8-12 years [14].
Two models were constructed to test for sex*supplement effects on the growth of the children at 8-12 years. The first model included length at 52 weeks, current age, sex (M/F), maternal supplement group (Ca/P) and a sex*supplement group interaction. The second model was based on the first but adjusted the bone and body composition data for current body size, using height and weight for bone variables, and height for lean and fat masses.  DXA-measured BMC was adjusted for BA in addition to weight and height (size-adjusted BMC, SA-BMC) [18]. To consider possible effects of birth order and season of birth on child growth, maternal parity at the time of the trial (parous/nulliparous) and season of birth (wet (July-Dec) or dry (Jan-Jun)) were added as dichotomous variables [12].  Neither birth order, parity nor season of birth appreciably changed the results or conclusions drawn and are not included in the analysis presented in this paper. 
The number of individuals available for inclusion for the current study was pre-determined by the sample size of the maternal supplementation trial. 100 children per group were sufficient to detect a difference between pairs of groups of 0.4 SD in each outcome variable, with 80% power and an alpha of 0.05. 


3. Results
Four hundred and forty-seven children were recruited to the study and attended for measurement at the clinic; 216 M and 231 F, mean (SD) age 9.3 (0.1) years and 9.2 (0.1) years respectively. Figure 1 illustrates the derivation of the sample from the maternal cohort.  Descriptive statistics for the general characteristics of the study population, by sex and by maternal supplement group, are given in Table 1. Males were heavier at 2 weeks of age and longer at 52 weeks of age than females. Maternal parity at the time of the trial did not differ between males and females nor did season of birth.  Table 2 gives the descriptive statistics of the bone outcomes and reports the sex*supplement interactions and within-treatment group sex differences.  Table 3 presents the main results of the sex*supplement interaction showing mean differences between the supplement and placebo groups by sex.   

3.1 Sex differences within treatment group
Prior to adjustment for size in early life (Table 2), there were no significant sex differences in attained height, HAZ, weight and MUAC at 8-12 years in the Ca group but females were significantly bigger than males in the placebo group. F-Ca tended to have smaller bones with less bone mineral than males in the Ca group, but there were fewer and less consistent sex differences in the placebo group. Females had greater TST and fat mass and less lean mass than males in both supplement groups. 
After adjustment for length at 52 weeks, females were bigger for their size in early life than males by age 8-12 years in anthropometry and fat mass ( F-Ca versus M-Ca: height +1.1 (0.5)% p=0.02, weight + 1.5 (1.6)% p=0.3, MUAC +2.1 (1.0)% p=0.04, TST = +29.9 (3.1)% p≤0.001; HAZ +0.22 (0.10) p=0.02; F-P versus M-P: height +2.6 (0.5)% p≤0.001, weight +3.3 (1.5)% p≤0.001, MUAC +5.9 (1.0)% p≤0.001, TST +26.1 (3.2)% p≤0.001); HAZ +0.54SD (0.10) p≤0.001).  The sex differences were similar for most of the bone variables, but less consistently in the Ca than in placebo group (Table 2). Overall the pattern in the bone variables was that F-Ca had smaller bones containing less bone mineral than M-Ca and F-P had larger bones containing less mineral than M-P; depicted in Figure 2.

3.2 Sex-supplement interactions: Adjusted for length at 52 weeks, current age (Tables 2 and 3)
Among the anthropometric variables, after adjustment for current age and size in early life, there were significant sex*supplement interactions for height (p=0.03), HAZ (p=0.02), weight (p=0.01) and MUAC (p=0.007).  F-Ca were significantly shorter and lighter than F-P, with a difference in MUAC and TST in the same direction, although not significant.  Differences between the supplement groups in M were in the opposite direction to those in F; the pattern was consistent but the difference was only significant for MUAC. 
Among the bone variables, there were significant sex*supplement interactions at the whole body, lumbar spine, and tibia (all p<0.05). F-Ca had significantly smaller (-2 to -4%) bones containing less bone mineral (-3 to -6%) than F-P.  At the hip these differences were not significant (BMC, p=0.07) but followed a similar pattern and were of similar magnitude.  In contrast, although none were statistically significant, M-Ca tended to have larger bones (+1 to +2%) with greater BMC (+1 to +4%) than M-P.  Despite being non-significant, it is noteworthy that the differences between the supplement groups in M were in the opposite direction to those in F and in the same direction as those in the anthropometric variables. There were no significant differences in total or trabecular volumetric BMD at the distal tibia (data not shown), a predominantly trabecular site. In contrast, at the diaphysis of the tibia, a cortical site, F-Ca had smaller bones with lower BMC than F-P, consistent with an effect on growth rather than on bone mineralisation. 
For the DXA-measured body composition outcomes, there was a significant sex*supplement effect for fat mass (p=0.02), where F-Ca tended towards less fat mass than F-P (p=0.3) whereas M-Ca had significantly greater fat mass than M-P (p=0.02).  The sex*supplement interaction for lean mass was of borderline significance (p=0.07) and the pattern of differences between supplement groups within each sex was similar to the bone variables.

3.3 Sex-supplement interactions: Size-adjusted model, adjusting for length at 52 weeks, current age, height, weight (bone outcomes only) and BA (DXA-measured BMC only) 
In the size-adjusted models all significant sex*supplement interactions for bone outcomes became non-significant and differences between supplement groups in the females were attenuated.  Similarly, those for MUAC and body composition were also attenuated (p value for sex*supplement interaction: MUAC = 0.04, fat mass p=0.08, lean mass p=0.7).  There was a trend to greater MUAC in M-Ca than M-P after height adjustment and a significantly greater fat mass but there were no significant differences in fat mass between F-Ca and F-P. There were no significant differences in height-adjusted lean mass between the supplement groups in either sex.


4. Discussion
Our study describes the long-term effects of calcium carbonate supplementation of pregnant mothers on a low calcium diet on the skeletal and somatic growth of their offspring at age 8-12 years. We found significant sex-specific effects on the growth of the children after infancy.  Females whose mothers had received the Ca supplement had narrower bones, containing less bone mineral, than the female offspring of mothers who were in the placebo group. They were also significantly shorter, lighter and had less fat mass, but greater lean mass, than females born to mothers in the placebo group.  After correction for current body size, the effects were attenuated for the bone variables, lean mass and fat mass, indicating that their skeletal size, bone mineral content and body composition were appropriate for their attained size.  Conversely in males, height, weight, MUAC and bone outcomes tended to be greater in those born to mothers in the calcium group, although few of these differences were significant and were attenuated after size correction.  In addition, males whose mothers had received the Ca supplement had significantly higher fat mass than those whose mothers were in the placebo group, whereas the groups had similar lean mass. In contrast to the bone and lean mass data, height correction of fat mass measurements in males attenuated only slightly the magnitude of the supplement difference, although the sex*supplement effect was no longer significant.  
These results indicate that the maternal calcium supplementation had altered the trajectory of growth differently in females and males such that it resulted in smaller size and fat mass in females and a tendency to greater size and fat mass in males at age 8-12 years.  The effects were such that the greater rate of growth of females relative to males at this stage of life, as seen in the placebo group, was diminished in the children of the mothers supplemented with calcium. Rural Gambian children experience maturational delay compared to Western children, and the timing of the pubertal growth spurt is considerably later [6]. Although not assessed directly in this study, the likelihood is that the majority of children were pre-pubertal. However, because females enter puberty earlier than males, the results of our study could suggest that the lasting effect of the the maternal supplement will be sex-specific changes in the timing of puberty, advancing the initiation of the growth spurt in the males and delaying it in the females. Whilst this can only be confirmed by further follow-up the HAZ scores are indicative of this, because as Gambian children become more mature their growth relative to international reference data tends to improve, i.e. exhibit ‘catch-up’ growth [19].  In this study, the difference in HAZ scores between females and males in the calcium group is smaller (0.22 (SD 0.1)) than the placebo group (0.55 (SD 0.1)), indicating less difference in maturity in the calcium groups, likely due to the slower growth in F-Ca, than in the placebo groups. 
Our findings of sex differences in the response to maternal Ca supplementation on childhood growth have similarities to those seen in our earlier longitudinal follow-up of a supplementation trial in The Gambia [6, 9]. Pre-pubertal males aged 8-12 years who received a Ca supplement for a year and who were followed to the end of growth were shown to have gone into their pubertal growth spurt earlier and so reached peak velocities for height and bone development at an earlier age than those who were in the placebo group [6, 9].  The Ca group finished growing earlier and were consequently shorter at the end of growth, than those in the placebo group. Growth in weight and lean mass were not significantly affected by the pre-pubertal Ca supplementation. In contrast, we found no significant effect of Ca supplementation in 8-12 year old females on the timing of the pubertal growth spurt, final height or bone outcomes. We considered that this may have been because the early stages of puberty, before physical signs become evident, were already initiated in these females prior to the start of the supplementation [6, 20].  The long-term consequences of these findings cannot be confirmed without further follow-up of the cohort.  In the COHORTS consortium a 1SD difference in conditional height growth in mid-childhood had consequences for final height, BMI and blood pressure in young adulthood [21].  Our findings are modest, yet significant, and if they track through to the end of growth may have a significant impact on future health.  
Concentrations of umbilical cord IGF-1 and leptin have been linked to offspring growth and bone development in childhood. Both of these factors may be altered by changes in maternal nutritional status and could explain the differences in growth we observed in our study [22, 23]. Most relevant are the findings from a trial in Burkina Faso of maternal supplementation with the multi-micronutrient UNIMMAP (which contains no calcium), where sex differences in concentrations of leptin and IGF-1 at birth were reported [4]. Male offspring of supplemented mothers had higher cord blood leptin and IGF-1 levels than those whose mothers had been in the standard iron-folate group. In females, there were no differences in cord blood IGF-1 concentrations, but leptin was lower.  During growth IGF-1 and leptin are markers of pubertal development [24, 25] and if such a pattern of hormonal changes due to maternal supplementation were to continue in post-natal life, it is possible that it would be associated with accelerated growth and maturation in males, and conversely, would be associated with delayed growth and maturation in females, consistent with our findings. The Burkino Faso study did not report whether the observed biochemical effects of the maternal micronutrient supplementation differed by sex of the infant. However, the sex differences we report in growth and bone development in response to maternal Ca supplementation are consistent with previous studies that have suggested that female and male offspring differ in their susceptibility to changes in maternal diet [3-5, 26], possibly through differences in epigenetic modifications [27].  
The primary aim of this work was to determine the effects of maternal Ca supplementation on offspring growth and bone development and to consider whether there were differences by sex. To our knowledge, our study is the first to consider whether maternal micronutrient supplementation has long-term effects on childhood growth and bone development using gold-standard methods of bone and body composition measurements in addition to anthropometry.  In addition, few trials have tested for a sex difference in offspring growth and bone development following maternal supplementation.  Previous studies in populations or groups with low calcium intakes have linked maternal Ca supplementation, or habitual Ca intake, to offspring growth and/ or BMC in infancy and early childhood [28, 29], although the findings are inconsistent and sex differences in supplement response were not considered.   In a Ca supplementation trial in the US, infant BMC was greater in mothers with a baseline calcium intakes less than 600mg/day who received Ca supplements than in the placebo group and this difference was robust to adjustment for child size [28].  A study from India, where habitual Ca intakes are similar to those in The Gambia, maternal Ca intake was positively related to infant BMC [29].  In contrast, in our trial of maternal Ca supplementation of Gambian mothers, we found no evidence of an effect on fetal or infant growth, with the possible exception of a slower rate of whole body bone mineral accrual by 12 months [12, 13, 30].  
Trials of maternal supplementation with micronutrients other than Ca have also shown inconsistent effects on long-term offspring growth and bone development. For example, multiple micronutrient supplementation of Nepalese mothers resulted in an increased birthweight. Neither length nor head circumference were affected in infancy but at 2-3 years of age the children of supplemented mothers were heavier with greater circumferences of the head, chest and mid-upper arm and triceps skinfold thickness than those of the control group [31, 32]. In the UNIMMAP trial in Burkino Faso, the offspring of supplemented mothers had greater height, weight-for-length and head circumference during infancy than those of mothers in the control group, but these differences had mostly disappeared by 30 months of age [32]. A meta-analysis of all UNIMMAP trials with long-term follow-up, however, did not find an overall effect of supplementation on several health outcomes, including anthropometry or body composition [33, 34]. 
The main limitation of our study is that we do not have pubertal assessments or biochemical data to confirm our findings or hypothesis regarding pubertal timing. Also, the study is a post-hoc study of a trial that had been designed to detect differences in maternal pre-eclampsia rate and infant growth in response to Ca supplementation and was not designed to test sex*supplement differences.  
In conclusion, our findings show that early-life events, specifically maternal Ca supplementation, in a rural African community where habitual daily Ca intakes are extremely low, affected childhood growth and bone development in a sex-specific manner at age 8-12 years, an effect that was consistent across several independent measures. Further study is required to investigate mechanisms and consider long-term consequences on health.  



Table 1: Participant age and early life characteristics by sex and supplement group.

	
	Female
	Male
	Female  vs male difference a

	Outcome 
	Calcium
(n= 114)
	Placebo (n=117)
	Calcium (n=109)
	Placebo (n=107)
	p=

	Age (y)
	9.21 (0.91)
	9.20 (0.87)
	9.22 (0.90)
	9.25 (0.87)
	0.7

	Weight at 2 weeks (kg)
	2.86 (0.34)
	2.80 (0.32)
	2.91 (0.38)
	3.03 (0.39)
	p<0.0001

	Length at 2 wk (cm)
	48.4 (21)
	48.3 (21)
	48.7 (28)
	49.1 (26)
	

	Length at 52 wk (cm)
	70.5 (27)
	70.6 (31)
	72.2 (30)
	72.7 (35)
	P<0.0001

	Parity b
	4 (2-6)
	4 (2-6)
	3 (2-6)
	4 (2-6)
	0.7 

	Season of birth b, c         Wet
	
61
	
56
	
67
	
60
	
0.7

	Dry
	69
	81
	63
	69
	



a Differences tested between male and females using one-way ANOVA with continuous variables transformed to natural logarithms. There were no significant sex*supplement interactions in the early life variables.
b Differences tested using Chi-square tests. For maternal parity the variable was dichotomised as nulliparous versus parous at the time of the supplementation trial
c Wet season was defined as July to December and the dry season, January to June
Data are mean (SD) except parity which is median (inter-quartile range)
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Table 2 Descriptive characteristics of the cohort by supplement group and sex, superscripts indicate sex differences by supplement group, before and after adjustment for size in early life
	
	
	Calcium
	
	Placebo
	
	
	Sex difference p a

	
	Outcome
	Female 
	Male 
	Female
	Male
	
	F-Ca vs M-Ca
	F-P vs M-P

	Anthrops
	
	
	
	
	
	
	

	
	Height (m)
	1.28 (0.66) 
	1.28 (0.65)
	1.30 (0.71) 
	1.27 (0.63)
	
	c
	d

	
	Height-age-z-score
	-1.09 (0.79) 
	-1.03 (0.85)
	-0.83 (0.91) 
	-1.08 (0.78)
	
	c
	d, e

	
	Weight (kg)
	23.6 (3.5)
	24.0 (3.7)
	24.4 (4.4)
	23.6 (3.3)
	
	
	d, e

	Pts now redun
	MUAC (mm)
	170 (14) 
	168 (14)
	173 (17) 
	166 (12)
	
	c
	d, e

	
	Triceps Skinfolds
	74.7 (17.6) 
	61.8 (14.4)
	76.6 (22.3) 
	58.8 (11.9)
	
	b, c
	d, e

	DXA
	Whole body 
	
	
	
	
	
	

	
	BMC f (kg)
	5.79 (1.33) 
	6.13 (1.36)
	6.02 (1.37) 
	6.00 (1.24)
	
	b
	e

	
	Bone area f (m2)
	8.33 (1.37) 
	8.65 (1.33)
	8.55 (1.36) 
	8.57 (1.24)
	
	b
	e

	
	Fat mass (kg)
	3.40 (1.31) 
	2.31 (1.04)
	3.74 (2.07) 
	2.04 (0.78)
	
	b, c
	d, e

	
	Lean mass (kg)
	19.1 (2.6) 
	20.5 (3.0)
	19.4 (2.8) 
	20.5 (2.7)
	
	b, c
	d

	
	Lumbar spine
	
	
	
	
	
	
	

	
	BMC (g)
	16.9 (3.3)  
	17.3 (3.4)
	17.4 (2.9) 
	16.7 (3.1)
	
	
	d, e

	
	Bone area (cm2)
	26.9 (3.1) 
	28.0 (3.3)
	27.2 (2.8) 
	27.7 (3.1)
	
	b, c
	

	
	Total hip
	
	
	
	
	
	
	

	
	BMC (g)
	10.8 (2.6) 
	12.1 (2.7)
	11.3 (2.4) 
	12.2 (2.6)
	
	b, c
	d

	
	Bone area (cm2)
	14.9 (2.5) 
	14.8 (2.2)
	15.3 (2.6) 
	14.9 (2.2)
	
	c
	e

	pQCT
	Tibia g
	
	
	
	
	
	
	

	
	Tot vBMD (mg/cm3)
	318 (34) 
	334 (34)
	321 (36) 
	329 (29)
	
	b, c
	d, e

	
	Total area (mm2)
	277 (45) 
	292 (51)
	285 (48) 
	287 (45)
	
	b
	e

	
	Cortical area (mm2)
	143.9 (22.3) 
	155.6 (24.4)
	149.9 (24.7) 
	152.6 (22.5)
	
	b, c
	e

	
	Cortical BMC (mg/mm)
	155.1 (25.6) 
	166.6 (27.3)
	161.0 (28.4) 
	163.5 (25.7)
	
	b, c
	e


Data are presented as mean (SD)
a Significance of sex differences within treatment group at p<0.05 are reported from Scheffe’s post hoc tests in 1) a linear model including sex, supplement group, current age and sex*supplement interaction and 2) as 1) and also including length at 52 weeks. All continuous variables were transformed to natural logarithms for the models. Number of missing measurements: DXA: <3 per group, per site; pQCT <12 per group 8% tibia, <5 per group 50% tibia.
a Significant sex differences within treatment group at p<0.05 are reported from Scheffe’s post hoc tests in Model 1, a linear model including sex, supplement group, current age and sex*supplement interaction, and in Model 2, a linear model including the variables in Model 1 plus length at 52 weeks: 
b female calcium (F-Ca) vs. male calcium (M-Ca), Model 1; 
c female calcium (F-Ca) vs. male calcium (M-Ca), Model 2; 
d female placebo (F-P) vs. male placebo (M-P), Model 1; 
e female placebo (F-P) vs. male placebo (M-P), Model 2.
All continuous variables were transformed to natural logarithms for the models. 
Number of missing measurements: DXA: <3 per group, per site; pQCT <12 per group 8% tibia, <5 per group 50% tibia.
f whole body less head measurements were used for BMC and BA
g tibia measurements, total vBMD, total volumetric bone mineral density at the distal tibia (8% site); total area, cortical area and BMC are  measured at the 50% tibia diaphysis.


Table 3: Mean (SE) percent differences between the supplement and placebo groups, split by sex a. 
	
	Model 1 b
	Model 2 c

	 
	Females
	Males
	Sex*supplement interaction P=
	Females
	
	Males
	
	Sex*supplement interaction
P=


	 
	Mean difference (SE) %
	P-value
	Mean difference  (SE) %
	P-value
	
	Mean difference (SE) %
	P-value
	Mean difference (SE) % 
	P-value
	

	Height
	-1.0 (0.5)
	0.04
	0.5 (0.5)
	0.3
	0.03
	-
	-
	-
	-
	-

	HAZ c
	-0.2 (0.1)
	0.04
	0.1 (0.1)
	0.3
	0.02
	-
	-
	-
	-
	-

	Weight
	-3.3 (1.5)
	0.03
	2.2 (1.6)
	0.2
	0.01
	-
	-
	-
	-
	-

	MUAC d
	-1.8 (1.0)
	0.04
	2.0 (1.0)
	0.05
	0.007
	-0.2 (0.5)
	0.7
	1.0 (0.6)
	0.09
	0.1

	TST e
	-1.5 (3.0)
	0.6
	4.7 (3.1)
	0.1
	0.1
	1.1 (2.5)
	0.7
	3.0 (2.6)
	0.2
	0.6

	Whole body
	
	
	
	
	
	
	
	
	
	

	BMC
	-4.6 (2.2)
	0.03
	2.8 (2.2)
	0.2
	0.02
	-0.3 (0.6)
	1.0
	0.5 (0.6)
	0.4
	0.5

	Bone area
	-3.3 (1.4)
	0.02
	1.6 (1.5)
	0.3
	0.02
	-0.3 (0.7)
	0.6
	-0.9 (0.8)
	0.9
	0.8

	Lean mass
	-2.4 (1.4)
	0.08
	1.1 (1.4)
	0.4
	0.07
	0.4 (1.0)
	0.7
	0.1 (1.0)
	0.9
	0.7

	Fat mass
	-4.8(4.9)
	0.3
	11.6 (5.5)
	0.02
	0.02
	-2.1 (4.8)
	0.7
	10.0 (4.9)
	0.04
	0.08

	Lumbar spine
	
	
	
	
	
	
	
	
	
	

	BMC
	-4.4 (2.1)
	0.03
	3.9 (2.3)
	0.09
	0.007
	-1.5 (0.2)
	0.4
	2.0 (1.8) 
	0.3
	0.2

	Bone area
	-1.9 (1.2)
	0.1
	2.1 (1.3)
	0.1
	0.03
	-0.4 (1.0)
	0.7
	1.2 (1.1)
	0.3
	0.3

	Total hip
	
	
	
	
	
	
	
	
	
	

	BMC
	-5.5 (2.3)
	0.02
	0.5 (2.5)
	0.8
	0.07
	-1.6 (1.6)
	0.3
	-1.7 (1.7)
	0.3
	0.9

	Bone area
	-3.1 (1.5)
	0.04
	-0.0 (1.5)
	0.9
	0.1
	-0.9 (1.0)
	0.4
	-1.1 (1.0)
	0.3
	0.9

	Tibia
	
	
	
	
	
	
	
	
	
	

	Total vBMD
	-2.8 (4.7)
	0.6
	2.7 (4.7)
	0.6
	0.4
	-0.4 (1.5)
	0.8
	0.4 (1.5)
	0.8
	0.7

	Midshaft CSA
	-3.7 (1.7)
	0.03
	2.2 (1.8)
	0.2
	0.02
	-1.2 (1.4)
	0.4
	0.9 (1.4)
	0.5
	0.3

	BMC
	-3.6 (1.9)
	0.06
	1.7 (1.9)
	0.4
	0.04
	-1.2 (1.6)
	0.5
	0.7 (1.7)
	0.7
	0.4

	Cortical area
	-4.1 (1.7)
	0.02
	1.9 (1.8)
	0.3
	0.01
	-1.7 (1.5)
	0.2
	0.8 (1.5)
	0.6
	0.2



a Differences between children whose mothers took calcium versus those who had placebo were tested using linear models with the following covariates: b sex, supplement, current age, length at 52 weeks, sex*supplement interaction and c  sex, supplement, current age, length at 52 weeks, sex*supplement interaction, current height and weight, and DXA BMC bone area. All continuous variables were in natural logarithms.
c HAZ height-for-age Z score calculated from WHO reference [15]
d MUAC Mid-upper arm circumference
e TST Triceps skinfold thickness
Figure legends

Figure 1: CONSORT diagram showing reasons for loss to follow-up from the trial of maternal calcium supplementation during pregnancy. Of the 662 women who were recruited, the offspring of 447 were recruited to this study

Figure 2: A diagrammatic representation of the within-sex differences between children borne to calcium versus placebo mothers and the within-treatment group differences between females and males. The circles are a representation of the bone cross-section, white is bone mineral, dark grey is the medullary cavity.




Acknowledgements
We thank the participants in the study, their families and the staff of the Medical Research Council (MRC) Keneba, The Gambia Unit and MRC Elsie Widdowson Laboratory (formerly MRC Human Nutrition Research) who contributed over many years to this study. We specifically wish to acknowledge Ann Laskey in Cambridge for her oversight of the DXA measures in The Gambia and Yankuba Sawo, Mustapha Ceesay, Michael Mendy, Mariama Jammeh, Fatou Manneh, Lamin Jammeh, Buba Ceesay and all the research team at MRC Keneba for coordinating the study and performing measurements. At MRC Elsie Widdowson Laboratory we thank Gail Goldberg, Sheila Levitt, Jennifer Woolston and Duangporn Harpanich for data entry, collation, and checking data. 

Funding: 
This research is jointly funded by the Medical Research Council (MRC) and the Department for International Development (DFID) under the MRC/DFID Concordat agreement programme numbers U105960371; U123261351; MC-A760-5QX00.   

Abbreviations: 
BMD bone mineral density, BMC bone mineral content, Ca calcium, BA bone area, XSA cross sectional area, DXA – dual energy X-ray absorptiometry, pQCT – peripheral quantitative computed tomography, F-Ca females whose mothers received calcium supplementation, F-P females whose mothers received placebo tablets, M-Ca males whose mothers received calcium supplementation, M-P males whose mothers received placebo tablets, HAZ height-for-age Z-score, MUAC mid-upper arm circumference, TST triceps skinfold thickness



References:
[1] T. Winzenberg, K. Shaw, J. Fryer, G. Jones, Effects of calcium supplementation on bone density in healthy children: meta-analysis of randomised controlled trials, BMJ (Clinical research ed 333(7572) (2006) 775.
[2] K. Ward, Musculoskeletal phenotype through the life course: the role of nutrition, Proc Nutr Soc 71(1) (2012) 27-37.
[3] J.G. Eriksson, E. Kajantie, C. Osmond, K. Thornburg, D.J. Barker, Boys live dangerously in the womb, Am J Hum Biol 22(3) (2010) 330-5.
[4] D. Roberfroid, L. Huybregts, H. Lanou, M.C. Henry, N. Meda, F.P. Kolsteren, G. Micronutriments et Sante de la Mere et de l'Enfant Study, Effect of maternal multiple micronutrient supplements on cord blood hormones: a randomized controlled trial, Am J Clin Nutr 91(6) (2010) 1649-58.
[5] C.S. Rosenfeld, Sex-Specific Placental Responses in Fetal Development, Endocrinology 156(10) (2015) 3422-34.
[6] A. Prentice, B. Dibba, Y. Sawo, T.J. Cole, The effect of prepubertal calcium carbonate supplementation on the age of peak height velocity in Gambian adolescents, Am J Clin Nutr 96(5) (2012) 1042-50.
[7] B. Dibba, A. Prentice, M. Ceesay, M. Mendy, S. Darboe, D.M. Stirling, T.J. Cole, E.M. Poskitt, Bone mineral contents and plasma osteocalcin concentrations of Gambian children 12 and 24 mo after the withdrawal of a calcium supplement, Am J Clin Nutr 76(3) (2002) 681-6.
[8] B. Dibba, A. Prentice, M. Ceesay, D.M. Stirling, T.J. Cole, E.M. Poskitt, Effect of calcium supplementation on bone mineral accretion in gambian children accustomed to a low-calcium diet, Am J Clin Nutr 71(2) (2000) 544-9.
[9] K.A. Ward, T.J. Cole, M.A. Laskey, M. Ceesay, M.B. Mendy, Y. Sawo, A. Prentice, The effect of prepubertal calcium carbonate supplementation on skeletal development in Gambian boys-a 12-year follow-up study, J Clin Endocrinol Metab 99(9) (2014) 3169-76.
[10] L.M. Jarjou, M.A. Laskey, Y. Sawo, G.R. Goldberg, T.J. Cole, A. Prentice, Effect of calcium supplementation in pregnancy on maternal bone outcomes in women with a low calcium intake, Am J Clin Nutr 92(2) (2010) 450-7.
[11] L.M. Jarjou, Y. Sawo, G.R. Goldberg, M.A. Laskey, T.J. Cole, A. Prentice, Unexpected long-term effects of calcium supplementation in pregnancy on maternal bone outcomes in women with a low calcium intake: a follow-up study, Am J Clin Nutr 98(3) (2013) 723-30.
[12] G.R. Goldberg, L.M. Jarjou, T.J. Cole, A. Prentice, Randomized, placebo-controlled, calcium supplementation trial in pregnant Gambian women accustomed to a low calcium intake: effects on maternal blood pressure and infant growth, Am J Clin Nutr 98(4) (2013) 972-82.
[13] L.M. Jarjou, A. Prentice, Y. Sawo, M.A. Laskey, J. Bennett, G.R. Goldberg, T.J. Cole, Randomized, placebo-controlled, calcium supplementation study in pregnant Gambian women: effects on breast-milk calcium concentrations and infant birth weight, growth, and bone mineral accretion in the first year of life, Am J Clin Nutr 83(3) (2006) 657-66.
[14] L.M. Jarjou, K.A. Ward, G.R. Goldberg, Y. Sawo, A. Prentice, Sexual Dimorphism in Bone and Body Composition in Rural Gambia Prepubertal Children Habituated to a Low Calcium Intake, in: P. Burckhardt, B. Dawson-Hughes, C.M. Weaver (Eds.), Nutritional Influences on Bone Health, Springer-Verlag, London, 2013, pp. 301-306.
[15] M. de Onis, A.W. Onyango, E. Borghi, A. Siyam, C. Nishida, J. Siekmann, Development of a WHO growth reference for school-aged children and adolescents, Bull World Health Organ 85(9) (2007) 660-7.
[16] C.M. Gordon, L.K. Bachrach, T.O. Carpenter, N. Crabtree, G. El-Hajj Fuleihan, S. Kutilek, R.S. Lorenc, L.L. Tosi, K.A. Ward, L.M. Ward, H.J. Kalkwarf, Dual energy X-ray absorptiometry interpretation and reporting in children and adolescents: the 2007 ISCD Pediatric Official Positions, J Clin Densitom 11(1) (2008) 43-58.
[17] T.J. Cole, Sympercents: symmetrc percentage differencs on the 100 log scale simplify the presentation of log transformed data, Stat Med 19 (2000) 3109-3125.
[18] A. Prentice, T. Parsons, T. Cole, Uncritical use of bone mineral density in absorptiometry may lead to size-related artifacts in the identification of bone mineral determinants, Am J Clin Nutr 60 (1994) 837-842.
[19] A.M. Prentice, K.A. Ward, G.R. Goldberg, L.M. Jarjou, S.E. Moore, A.J. Fulford, A. Prentice, Critical windows for nutritional interventions against stunting, Am J Clin Nutr 97(5) (2013) 911-8.
[20] K.A. Ward, T.J. Cole, M.A. Laskey, M. Ceesay, M.B. Mendy, A. Prentice, The effect of calcium supplementation on adolescent bone growth in pre-pubertal Gambian females: a 12-year follow-up study. , Bone Abstracts (4) (2015) 42.
[21] L.S. Adair, C.H. Fall, C. Osmond, A.D. Stein, R. Martorell, M. Ramirez-Zea, H.S. Sachdev, D.L. Dahly, I. Bas, S.A. Norris, L. Micklesfield, P. Hallal, C.G. Victora, C. group, Associations of linear growth and relative weight gain during early life with adult health and human capital in countries of low and middle income: findings from five birth cohort studies, Lancet 382(9891) (2013) 525-34.
[22] M.K. Javaid, K.M. Godfrey, P. Taylor, S.M. Robinson, S.R. Crozier, E.M. Dennison, J.S. Robinson, B.R. Breier, N.K. Arden, C. Cooper, Umbilical Cord Leptin Predicts Neonatal Bone Mass, Calcif Tissue Int  (2005).
[23] M.K. Javaid, K.M. Godfrey, P. Taylor, S.R. Shore, B. Breier, N.K. Arden, C. Cooper, Umbilical venous IGF-1 concentration, neonatal bone mass, and body composition, J Bone Miner Res 19(1) (2004) 56-63.
[24] K.K. Ong, M.L. Ahmed, D.B. Dunger, The role of leptin in human growth and puberty, Acta Paediatr Suppl 88(433) (1999) 95-8.
[25] P.G. Murray, P.E. Clayton, Endocrine control of growth, Am J Med Genet C Semin Med Genet 163C(2) (2013) 76-85.
[26] D. Grigore, N.B. Ojeda, B.T. Alexander, Sex differences in the fetal programming of hypertension, Gend Med 5 Suppl A (2008) S121-32.
[27] A.A. Geraghty, K.L. Lindsay, G. Alberdi, F.M. McAuliffe, E.R. Gibney, Nutrition During Pregnancy Impacts Offspring's Epigenetic Status-Evidence from Human and Animal Studies, Nutr Metab Insights 8(Suppl 1) (2015) 41-7.
[28] W.W. Koo, J.C. Walters, J. Esterlitz, R.J. Levine, A.J. Bush, B. Sibai, Maternal calcium supplementation and fetal bone mineralization, Obstet Gynecol 94(4) (1999) 577-82.
[29] L. Raman, K. Rajalakshmi, K.A. Krishnamachari, J.G. Sastry, Effect of calcium supplementation to undernourished mothers during pregnancy on the bone density of the bone density of the neonates, Am J Clin Nutr 31(3) (1978) 466-9.
[30] S. Hawkesworth, Y. Sawo, A.J. Fulford, G.R. Goldberg, L.M. Jarjou, A. Prentice, S.E. Moore, Effect of maternal calcium supplementation on offspring blood pressure in 5- to 10-y-old rural Gambian children, Am J Clin Nutr 92(4) (2010) 741-7.
[31] A. Vaidya, N. Saville, B.P. Shrestha, A.M. Costello, D.S. Manandhar, D. Osrin, Effects of antenatal multiple micronutrient supplementation on children's weight and size at 2 years of age in Nepal: follow-up of a double-blind randomised controlled trial, Lancet 371(9611) (2008) 492-9.
[32] D. Roberfroid, L. Huybregts, H. Lanou, L. Ouedraogo, M.C. Henry, N. Meda, P. Kolsteren, M.s. group, Impact of prenatal multiple micronutrients on survival and growth during infancy: a randomized controlled trial, Am J Clin Nutr 95(4) (2012) 916-24.
[33] D. Devakumar, C.H. Fall, H.S. Sachdev, B.M. Margetts, C. Osmond, J.C. Wells, A. Costello, D. Osrin, Maternal antenatal multiple micronutrient supplementation for long-term health benefits in children: a systematic review and meta-analysis, BMC Med 14 (2016) 90.
[34] C.H. Fall, D.J. Fisher, C. Osmond, B.M. Margetts, G. Maternal Micronutrient Supplementation Study, Multiple micronutrient supplementation during pregnancy in low-income countries: a meta-analysis of effects on birth size and length of gestation, Food Nutr Bull 30(4 Suppl) (2009) S533-46.

