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HIGHLIGHTS

¢ Bioimpedance analysis (BIA) is commonly used to measure total body water (TBW)

e Information on the accuracy of the leg-to-leg BIA method in the very old (80+ years)
is limited

e Hydration status did not modify the association between impedance index and TBW
in the very old

¢ BIA may provide a valid tool to assess nutritional status and improve disease-risk
prediction in the very old



ABSTRACT

Bioelectrical impedance is a non-invasive technique for the assessment of body composition;
however, information on its accuracy in the very old (80+ years) is limited. We investigated
whether the association between the impedance index and total body water (TBW) was
modified by hydration status as assessed by haematocrit and serum osmolarity.

This was a cross-sectional analysis of baseline data from the Newcastle 85+ Cohort Study.
Anthropometric measurements [weight, height (Ht)] were taken and body mass index (BMI)
calculated. Leg-to-leg bioimpedance was used to measure the impedance value (Z) and to
estimate fat mass, fat free mass and TBW. The impedance index (Ht?/Z) was calculated.
Blood haematocrit, haemoglobin, glucose, sodium, potassium, urea and creatinine
concentrations were measured. Serum osmolarity was calculated using a validated prediction
equation.

677 men and women aged 85 years were included. The average BMI of the population was
24.3+4.2kg/m? and the prevalence of overweight and obesity was 32.6% and 9.5%,
respectively. The impedance index was significantly associated with TBW in both men
(n=274, r=0.76, p<0.001) and women (n=403, 1=0.96, p<0.001); in regression models, the
impedance index remained associated with TBW after adjustment for height, weight and
gender, and further adjustment for serum osmolarity and haematocrit. The impedance index
values increased with BMI and the relationship was not modified by hydration status in
women (p=0.69) and only marginally in men (p=0.02).

The association between the impedance index and TBW was not modified by hydration
status, which may support the utilisation of leg-to-leg bioimpedance for the assessment of

body composition in the very old.



1. INTRODUCTION

The enhanced longevity of the human race is exemplified by the rising number of people
aged 80 years or over (very old)(Oeppen and Vaupel, 2002). There are currently three million
people aged more than 80 years in the UK and this is projected to almost double by 2030,
reaching eight million by 2050(Cracknell, 2010). In 2009 102 million people worldwide were
aged 80+ and the number is predicted to almost quadruple to 395 million by 2050(United

Nations, 2009).

Accurate assessment of nutritional status in the very old is fundamental to address the lack
of clear definition of nutritional requirements in this age group as well as the association
between nutritional status with health, disability and survival(Loreck E et al., 2012).
However, nutritional assessment in older people is limited by the predictive inaccuracy of
established anthropometric measurements such as body mass index (BMI), waist
circumference (WC), and waist-hip ratio (WHR). In fact, these measurements become almost
clinically meaningless in the very old(Reis et al., 2009; van Vliet et al., 2010) as many
diagnostic features of anthropometry are masked by an increase in the central accumulation
of fat and a decrease in appendicular fat mass with age(Enzi et al., 1986; Kyle et al., 2001).
Therefore, the attention of nutritionists and geriatricians has shifted towards more detailed
measurement of body composition to evaluate the association of adiposity and/or lean body

mass with risk of disability and mortality(Woodrow, 2009).

The optimal mode of assessment of body composition in older subjects has to take into
account several factors including portability of equipment, non-invasiveness and
precision(Siervo and Jebb, 2010). The leg-to-leg bioelectrical impedance (BIA) fulfils all

these criteria and therefore could represent a valuable method for assessment of body



composition the very old(Xie et al., 1999). The theoretical principle of BIA is based on the
resistance offered by body tissues to the flow of a small electric current, which strongly
correlates with the degree of tissue hydration (NIH Statement, 1996). Impedance (Z) is a
direct measure of tissue conductivity and the stature-adjusted impedance index (Ht*/Z) is
utilised in predictive algorithms for the determination of body composition based on a robust
association with total body water (TBW) (NIH Statement, 1996). Fat mass (FM) and fat free
mass (FFM) can then be derived based on the assumption of a constant hydration of FFM

(TBW/FFM=~0.73)(Wang et al., 1999a).

The impedance index is the primary predictor of TBW in BIA-derived predictive algorithms
and its accuracy is dependent largely on fluid volume and ionic solute concentrations(NIH
Statement, 1996). Therefore, in theory, changes in whole-body hydration status may affect
TBW measurements and consequently have an impact on the accuracy of FM and FFM
measurements. Serum osmolarity is a biomarker of hydration status as it is directly related to
the concentrations of osmotically active solutes impermeable to cell membranes (sodium
(Na), glucose, potassium (K), and urea)(Armstrong, 2005). Changes in haematocrit may
result from intravascular dehydration usually associated with diarrhoea, third space fluid loss

(effusions or oedema) or diuretic use(Armstrong, 2005).

Several studies have indicated minimal changes in the hydration of FFM with
ageing(Schoeller, 1989; Wang et al., 1999a). However, because of widespread use of
diuretics and self-imposed restrictions in fluid intake, the very old may be at greater risk of
dehydration(Hooper et al.) and it is not currently known whether changes in fluid volumes
and shifts in extracellular/intracellular water distribution affect performance of the BIA in

this age group. Here, we assessed whether objective measures of hydration (i.e. serum



osmolarity and haematocrit concentration) modified the association between the impedance

index (Ht*/Z) and TBW using baseline data from the Newcastle 85+ Study.

2. MATERIAL AND METHODS

2.1 Participants and Study Protocol

The protocol and baseline findings for the Newcastle 85+ Study have been described in detail
elsewhere (Collerton et al., 2007). In short, the Newcastle 85+ Study is a population-based
observational study which recruited people born in 1921, who were aged 85 in the year the
study commenced (2006) and who were registered with a participating general practice in the
Newcastle and North Tyneside area of the UK. Individuals in institutional care were also
included. The study was approved by the Newcastle & North Tyneside Local Research Ethics
Committee. Where individuals lacked the capacity to give informed consent, consultee

approval was sought in accordance with the UK Mental Capacity Act 2005.

Recruitment and baseline assessment took place over a 17 month period in 2006-2007. A
multidimensional health assessment (MDHA) - comprising questionnaires (including socio-
economic status (income, level of education) and lifestyle), measurements and function tests
(including anthropometry, BIA), and a fasting blood sample - was carried out by a trained
research nurse at the participant’s usual place of residence. General practice medical records

were reviewed to obtain information about clinical diagnoses and prescribed medications.

Of the 854 individuals consenting to a baseline MDHA, 778 agreed to fasting blood
sampling. For the present analyses, data from 677 participants with complete anthropometric,

BIA and clinical biochemistry data were included.



2.2 Measurements

2.2.1 Anthropometry: Body weight was measured using a digital scale, with the participant
wearing light clothes, and approximated to the nearest 0.1kg. In view of the well-recognized
difficulties in measuring height in very old people, height was estimated from demi-span.
Right arm demi-span was measured to the nearest 0.1cm; final data were the average of two
measurements. Height was calculated as: [1.35 x demi-span + 60.1] for women and [1.40 x
demi-span + 57.8] for men(Martin-Ruiz et al., 2011). BMI was calculated as body weight
divided by squared height in meters and categorized as: underweight (<18.5kg/m?), normal
weight (18.5-24.9kg/m?), overweight (25.0-29.9kg/m?) and obese (>30.0kg/m?).

2.2.2 Leg-to-leg Bioelectrical Impedance: measurements were conducted using the Tanita-
305 body-fat analyzer (Tanita Corp., Tokyo, Japan). Participants were measured standing
erect with bare feet placed on the metal sole plates. The impedance value (Z) was measured
and the impedance index was calculated (Ht?/Z). Total body water, FM and FFM were
estimated using the inbuilt prediction equations of the bioimpedance device.

2.2.3 Clinical Biochemistry: After an overnight fast, 40 ml blood was drawn from the
antecubital vein between 7:00 and 10:30 am. Full blood count, electrolytes (sodium, Na*;
potassium, K¥), urea, creatinine and glucose were measured at the Department of Clinical
Biochemistry at Newcastle Royal Victoria Infirmary. The modification of diet in renal
disease formula (MDRD) was used to estimate glomerular filtration rate (¢GFR)(Manjunath
et al., 2001). Participants were classified as having severe renal impairment if eGFR was
lower than 30ml/min/1.73m? (Levey et al., 2005).

2.2.4 Serum Osmolarity: The equation for serum osmolarity (mOsm/L) developed by
Khajuria and Krahn(Khajuria and Krahn, 2005) was used:
1.86x(Na+K)+1.15xglucoseturea+14, where all components were measured in mmol/L. The

equation has been validated in 172 frail older people with and without diabetes (age: 85.8+7.9



years) and was best able to predict serum osmolality compared with 35 other predictive
equations(Siervo et al., 2014). Participants were categorised as being normally hydrated
(serum osmolality <295 mOsm/L; euhydration), having impending dehydration (serum
osmolality 295 to 300 mOsm/L; pre-dehydration), or dehydrated (>300 mOsm/L)(Thomas et
al., 2008).

2.2.5 Data Analysis: Data are described as mean+s.d. (continuous variables) and percentage
(categorical variables). Q-Q plots and the Shapiro-Wilk test were used to test for normality.
Variables were normalised before analysis using appropriate transformations. Male and
female participants were compared using the T-test for independent samples. Univariate
analysis of variance was used to assess the interactive effect of BMI, as a measure of body
size, and serum osmolarity on impedance index values. Linear regression was used to
determine whether hydration status modified the association between the impedance index
and TBW. Multiple regression models adjusted for height, weight and gender investigated the
influence of biomarkers of hydration (serum osmolarity, haematocrit) on the association
between the impedance index (independent variable) and TBW (dependent variable, Models
1 and 2, respectively). Next, participants with impaired renal function, diuretic use and
previous diagnosis of cancer, heart failure and myocardial infarction were excluded to
determine whether diseases or medications affecting water balance modified the association
(Model 3). All statistical analyses were carried out using PASW 19 for Windows (Polar
Engineering and Consulting, formerly known as SPSS). Statistical significance was set at p<

0.05.

3. RESULTS
The average BMI of participants was 24.3+4.2 kg/m? with no significant difference between

men and women (p=0.18). FFM and TBW were higher in men (p<0.001 for both), but FM was



higher in women despite lower body weight (p<0.001). These differences in body composition
resulted in significant gender-differences in impedance (p<0.001) and impedance index
(p<0.001) values. Average serum osmolarity was 294.0+6.8 mOsm/L, and was higher in men
than women (p=0.01) amongst whom there was a greater prevalence of pre-hydration and
dehydration (p=0.03) (Table 1).

The impedance index was significantly associated with TBW in both men (n=274, r=0.76,
p<0.001) and women (n=403, r=0.96, p<0.001). A regression model including height, weight,
gender and the impedance index explained 97% of the TBW variance in the population and all
independent variables were significantly associated with TBW (p<0.001). The regression
coefficient for the impedance index was 1889+38 m?/ohm (Model 1). The addition of serum
osmolality and haematocrit to the model did not modify the results. Explained variance and
impedance index were essentially unaltered (97% and 1894+38 m?/ohm, respectively), whereas
serum osmolarity and haematocrit were both not significant (p>0.05) (Model 2). The exclusion
of participants with conditions affecting whole-body hydration did not modify the results and
the impedance index (1896+70.6 m?*/ohm) was unchanged (Model 3). Results are detailed in
Table 2.

The lack of influence of hydration status on the association between the impedance index and
TBW was confirmed by the overlap of the regression lines fitted to the data stratified by
hydration status (euhydration, pre-dehydration, dehydration) in both men (Figure 1A) and
women (Figure 1B). Finally, the impedance index was significantly associated with BMI in
both men and women (p<0.001) but a marginal, significant interaction with hydration status

was observed only in men (Figure 1C and 1D).

4. DISCUSSION



To our knowledge this is the first study to investigate the performance of a leg-to-leg BIA
device in a large sample of octogenarians. Specifically, we tested whether BIA measurements
were influenced by hydration status, as assessed by haematocrit and serum osmolality
concentration. The association between impedance index and TBW was unmodified by
hydration status in both men and women. A small but significant interaction between
impedance index and both BMI and hydration status was observed in men, which appears to
be related to differences in impedance index values between BMI groups. The very old
population is characterised by a high prevalence of multi-morbidity and multi-drug
therapy(Collerton et al., 2009) and these factors need to be considered in the analysis of body
composition data. Our analyses specifically evaluated the influence of these factors, showing
that the association between impedance index and TBW was not influenced by differences in
hydration status, diuretic use or multi-morbidity. Therefore, our results may support the use of
the leg-to-leg BIA device for the measurement of body composition in the very old and show

no evidence of systematic bias related to hydration status.

There is an urgent need for more reliable methods to assess body composition in the very old
due to the limited predictive accuracy of anthropometric measurements such as BMI and waist
circumference (Sanchez-Garcia et al., 2007; van Vliet et al., 2010). Non-invasive and user-
friendly techniques such as the leg-to-leg BIA method may represent valuable solutions for the
assessment of body composition in cohorts of very old participants(Siervo and Jebb, 2010; Xie
et al., 1999). Furthermore, leg-to-leg BIA devices are portable and can therefore be employed
in large epidemiological studies including home-based body composition assessments. Newer
leg-to-leg BIA devices provide measurements of segmental body composition (i.e. central fat
mass and appendicular lean body mass), which may improve risk prediction models linked to

obese and/or sarcopenic phenotypes(Pietrobelli et al., 2004).
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The paucity of body composition data from very old populations complicates the comparison
of our results with previous studies. Powers et al reported no correlation between urine
osmolality and TBW measured by tetrapolar BIA in 63 older people aged 78.5 years (age range:
66-95years)(Powers et al., 2012). The use of a tetrapolar BIA device precludes a direct
comparison of the results of Powers et al. with our findings. In addition, they did not investigate
the relationship between urine osmolarity and the impedance index. Our study found a weak
correlation (r=0.14, p<0.001, n=677, data not shown) between serum osmolarity and TBW
which may be explained by a greater sensitivity of blood-derived biomarkers in assessing

differences in hydration status(Armstrong, 2005).

Our study did not test the accuracy of the leg-to-leg BIA device for the measurement of FM,
FFM and TBW, which would require the utilisation of reference body composition methods
such as deuterium dilution, dual-energy X-ray absorptiometry (DXA) or 4-compartment
models(Siervo and Jebb, 2010). The limitations of the BIA methodology are recognised and
several reviews have discussed these issues(Kyle et al., 2004; NIH Statement, 1996). To our
knowledge three studies have attempted to validate the leg-to-leg BIA in older subjects(Mally
et al., 2011; Ritchie et al., 2005; Xie et al., 1999). The first from Ritchie et al. recruited 50
subjects aged 55 years and older (age range: 56-94 years) but the interpretation of the results
is biased by the lack of a body composition reference method since the leg-to-leg BIA was
compared with a tetrapolar BIA device(Ritchie et al., 2005). Second, Xie et al. recruited post-
menopausal women aged 51 - 63 years and employed DXA as a reference method; the
considerably younger age group studied and methodological differences with our study limit
the comparability of the results(Xie et al., 1999). In addition, the study from Xie et al(Xie et

al., 1999) reported highly reproducible measurements of the leg-to-leg BIA at a population
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level but the accuracy at individual level was modest. The third study from Mally et al. assessed
the reliability and accuracy of segmental leg-to-leg BIA against DXA in 72 healthy older
people (mean age: 69 years). Again they found a modest accuracy of the leg-to-leg BIA for the
assessment of segmental muscular mass and FM at the individual level(Mally et al., 2011).
The measurement of TBW is a cornerstone for the assessment of body composition
using BIA. The calculation of FFM from TBW depends on an assumption of constant hydration
of the FFM compartment, which may be modified in the very old(Schoeller, 1989; Wang et al.,
1999b). However, the impact of hydration status in the very old on body composition by BIA
is largely unknown. Regardless of the attempt to minimize errors by the use of age-specific

equations, the majority of studies included participants who were < 85 years.

Our study has some limitations which need to be taken into account for the interpretation of
the results. First, the limitations of the BIA method for the assessment of TBW need to be
acknowledged. BIA provides an indirect assessment of TBW and other body composition
outcomes (FM, FFM), which are then calculated using specific predictive algorithms validated
against body composition reference methods such as deuterium dilution or DXA. Reflecting
the composition of the 85+ population in Newcastle upon Tyne (which is similar to that of the
UK as a whole), the results are largely derived from Caucasian participants (~99% of the study
population) and therefore the application of our results to other ethnic groups may not be
appropriate. All participants were of same birth cohort 1921 and assessed around 85" birthday
and therefore the extrapolation of these results to people in their 90’s and beyond may be
inaccurate, though the mean impedance index value for women in our study was similar to
values measured in younger women reported in the study of Xie et al'*. Serum osmolarity was
determined using a validated prediction equation(Khajuria and Krahn, 2005), chosen from 36

others, and the equation was validated in a sample of 172 older subjects (mean age: 85 years).
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Strengths of this study include the large sample size of our study provides further support to

these results by minimising error variability.

5. CONCLUSIONS

The association between the impedance index and TBW was not modified by hydration status,
assessed by serum osmolarity and haematocrit, in a large population-based sample of
octogenarians. The leg-to-leg BIA system can be recommended in cohorts of very old
participants to obtain reproducible measurements of body composition and improve the
assessment of nutritional status and disease-risk prediction in the very old. Targeted nutritional
and lifestyle interventions could be developed to correct and/or maintain normal body
composition in the very old as well as monitor the efficacy of the interventions by integrating
body composition measurements into geriatric multi-dimensional protocols for the assessment
of health status, mental performance and physical capability. The results of these studies could
assist with the early prediction of health deterioration to maintain physical independence and
increase life expectancy in good health. However, we also recognise that further studies are
warranted to evaluate the accuracy of the leg-to-leg BIA with reference body composition
methods (i.e., deuterium dilution, DXA or multi-compartment models) in the very old and
study the biological and lifestyle factors associated with age-related changes in the composition

of FFM.

13



AUTHOR CONTRIBUTIONS

The analysis was conceived by MS and CJ. MS and CP analysed the data and co-wrote the
manuscript. All authors contributed to subsequent analyses and interpretation. All authors
contributed to the final revision of the manuscript.

The Corresponding Author (MS) is the guarantor for the manuscript and had full access to all
of the data in the study and takes responsibility for the integrity of the data and the accuracy of

the data analysis. All authors read and approved the final version of the paper.

ACKNOWLEDGEMENTS

We are greatly indebted to the participants in the study for the generous donation of their time
and personal information to make the study possible. We thank the research nurses (Brenda
Balderson, Sally Barker, Julie Burrows, June Edwards, Julie Ferguson, Gill Hedley, Joan
Hughes, Judith Hunt, Julie Kimber, and Victoria Raynor), data manager (Pauline Potts) and
study secretary (Lucy Farfort) for outstanding work at all times. We acknowledge, with
gratitude, the support of the North of England Commissioning Support Unit (formerly NHS
North of Tyne working on behalf of Newcastle and North Tyneside Primary Care Trusts and

Northumberland Care Trust) and local general practices.

SOURCE OF FUNDING

The baseline phase of the Newcastle 85+ Study was supported by a combined grant from the
Medical Research Council and Biotechnology and Biological Sciences Research Council
(reference G0500997), and a grant from the Newcastle Healthcare Charity. The funders had no
role in study design, data collection and analysis, decision to publish, or preparation of the

manuscript.

14



CONFLICT OF INTEREST STATEMENT
MS has received conference travel expenses from Tanita UK Ltd. All other authors have no

conflicts of interest to declare.

15



REFERENCES

Armstrong, L.E., 2005. Hydration Assessment Techniques. Nutrition Reviews 63, S40-S54.
Collerton, J., Barrass, K., Bond, J., Eccles, M., Jagger, C., James, O., Martin-Ruiz, C.,
Robinson, L., von Zglinicki, T., Kirkwood, T., 2007. The Newcastle 85+ study: biological,
clinical and psychosocial factors associated with healthy ageing: study protocol. BMC
geriatrics 7, 14.

Collerton, J., Davies, K., Jagger, C., Kingston, A., Bond, J., Eccles, M.P., Robinson, L.A.,
Martin-Ruiz, C., von Zglinicki, T., James, O.F., Kirkwood, T.B., 2009. Health and disease in
85 year olds: baseline findings from the Newcastle 85+ cohort study. BMJ 339, b4904.
Cracknell, R., 2010. The ageing population. House of Commons Library Research,
Parliament UK., London.

Enzi, G., Gasparo, M., Biondetti, P.R., Fiore, D., Semisa, M., Zurlo, F., 1986. Subcutaneous
and visceral fat distribution according to sex, age, and overweight, evaluated by computed
tomography. Am J Clin Nutr 44, 739-746.

Hooper, L., Bunn, D., Jimoh, F.O., Fairweather-Tait, S.J., Water-loss dehydration and aging.
Mechanisms of ageing and development.

Khajuria, A., Krahn, J., 2005. Osmolality revisited--deriving and validating the best formula
for calculated osmolality. Clinical biochemistry 38, 514-519.

Kyle, U.G., Bosaeus, I., De Lorenzo, A.D., Deurenberg, P., Elia, M., Manuel Gomez, J.,
Lilienthal Heitmann, B., Kent-Smith, L., Melchior, J.C., Pirlich, M., Scharfetter, H., A,
M.W.J.S., Pichard, C., 2004. Bioelectrical impedance analysis-part II: utilization in clinical
practice. Clin Nutr 23, 1430-1453.

Kyle, U.G., Genton, L., Hans, D., Karsegard, V.L., Michel, J.P., Slosman, D.O., Pichard, C.,
2001. Total body mass, fat mass, fat-free mass, and skeletal muscle in older people: cross-
sectional differences in 60-year-old persons. Journal of the American Geriatrics Society 49,
1633-1640.

Levey, A.S., Eckardt, K.-U., Tsukamoto, Y., Levin, A., Coresh, J., Rossert, J., Zeeuw, D.d.,
Hostetter, T.H., Lameire, N., Eknoyan, G., 2005. Definition and classification of chronic
kidney disease: A position statement from Kidney Disease: Improving Global Outcomes
(KDIGO). 67,2089-2100.

Loreck E, Chimakurthi R, Steinle NI, 2012. Nutritional assessment of the geriatric patient: A
comprehensive approach toward evaluating and managing nutrition. Clinical Geriatrics, 20,
20-26.

Mally, K., Trentmann, J., Heller, M., Dittmar, M., 2011. Reliability and accuracy of
segmental bioelectrical impedance analysis for assessing muscle and fat mass in older
Europeans: a comparison with dual-energy X-ray absorptiometry. European journal of
applied physiology 111, 1879-1887.

Manjunath, G., Sarnak, M.J., Levey, A.S., 2001. Prediction equations to estimate glomerular
filtration rate: an update. Current opinion in nephrology and hypertension 10, 785-792.
Martin-Ruiz, C., Jagger, C., Kingston, A., Collerton, J., Catt, M., Davies, K., Dunn, M.,
Hilkens, C., Keavney, B., Pearce, S.H., den Elzen, W.P., Talbot, D., Wiley, L., Bond, J.,
Mathers, J.C., Eccles, M.P., Robinson, L., James, O., Kirkwood, T.B., von Zglinicki, T.,
2011. Assessment of a large panel of candidate biomarkers of ageing in the Newcastle 85+
study. Mechanisms of ageing and development 132, 496-502.

NIH Statement, 1996. Bioelectrical impedance analysis in body composition measurement:
National Institutes of Health Technology Assessment Conference Statement. The American
Journal of Clinical Nutrition 64, 524S-532S.

Oeppen, J., Vaupel, J.W., 2002. Demography. Broken limits to life expectancy. Science 296,
1029-1031.

16



Pietrobelli, A., Rubiano, F., St-Onge, M.P., Heymsfield, S.B., 2004. New bioimpedance
analysis system: improved phenotyping with whole-body analysis. European journal of
clinical nutrition 58, 1479-1484.

Powers, J.S., Buchowski, M., Wang, L., Otoo-Boameh, A., 2012. Total body water in elderly
adults--assessing hydration status by bioelectrical impedance analysis vs urine osmolality.
Journal of the American Geriatrics Society 60, 388-390.

Reis, J.P., Macera, C.A., Araneta, M.R., Lindsay, S.P., Marshall, S.J., Wingard, D.L., 2009.
Comparison of Overall Obesity and Body Fat Distribution in Predicting Risk of Mortality.
Obesity 17, 1232-1239.

Ritchie, J.D., Miller, C.K., Smiciklas-Wright, H., 2005. Tanita foot-to-foot bioelectrical
impedance analysis system validated in older adults. Journal of the American Dietetic
Association 105, 1617-1619.

Sanchez-Garcia, S., Garcia-Pena, C., Duque-Lopez, M., Juarez-Cedillo, T., Cortes-Nunez, A.,
Reyes-Beaman, S., 2007. Anthropometric measures and nutritional status in a healthy elderly
population. BMC Public Health 7, 2.

Schoeller, D.A., 1989. Changes in total body water with age. Am J Clin Nutr 50, 1176-1181;
discussion 1231-1175.

Siervo, M., Bunn, D., Prado, C.M., Hooper, L., 2014. Accuracy of prediction equations for
serum osmolarity in frail older people with and without diabetes. Am J Clin Nutr 100, 867-
876.

Siervo, M., Jebb, S.A., 2010. Body composition assessment: theory into practice:
introduction of multicompartment models. IEEE engineering in medicine and biology
magazine : the quarterly magazine of the Engineering in Medicine & Biology Society 29, 48-
59.

Thomas, D.R., Cote, T.R., Lawhorne, L., Levenson, S.A., Rubenstein, L.Z., Smith, D.A.,
Stefanacci, R.G., Tangalos, E.G., Morley, J.E., 2008. Understanding clinical dehydration and
its treatment. Journal of the American Medical Directors Association 9, 292-301.

United Nations, 2009. World Population Ageing. Department of Economic and Social
Aftairs. Population Division.

van Vliet, P., Oleksik, A.M., van Heemst, D., de Craen, A.J.M., Westendorp, R.G.J., 2010.
Dynamics of Traditional Metabolic Risk Factors Associate With Specific Causes of Death in
Old Age. The Journals of Gerontology Series A: Biological Sciences and Medical Sciences
65A, 488-494.

Wang, Z., Deurenberg, P., Wang, W., Pietrobelli, A., Baumgartner, R.N., Heymsfield, S.B.,
1999a. Hydration of fat-free body mass: review and critique of a classic body-composition
constant. The American Journal of Clinical Nutrition 69, 833-841.

Wang, Z., Deurenberg, P., Wang, W., Pietrobelli, A., Baumgartner, R.N., Heymsfield, S.B.,
1999b. Hydration of fat-free body mass: review and critique of a classic body-composition
constant. Am J Clin Nutr 69, 833-841.

Woodrow, G., 2009. Body composition analysis techniques in the aged adult: indications and
limitations. Current Opinion in Clinical Nutrition & Metabolic Care 12, 8-14
10.1097/MCO.1090b1013e32831b32839¢32835b.

Xie, X., Kolthoff, N., Barenholt, O., Nielsen, S.P., 1999. Validation of a leg-to-leg
bioimpedance analysis system in assessing body composition in postmenopausal women.
International journal of obesity and related metabolic disorders : journal of the International
Association for the Study of Obesity 23, 1079-1084.

17



FIGURE LEGENDS

Figure 1: Linear regression to evaluate whether osmolarity modified the association between
impedance index and total body water (TBW) in male (Fig 1A) and female (Fig 1B) subjects.
Difference in impedance index between males (Fig 1C) and females (Fig 1D) stratified by
osmolarity and body mass index (BMI) category. Univariate analysis of variance was used to
detect difference between groups (BMI, Osmolarity) and evaluate their interaction
(BMI*Osmolarity). Regression equations (y=intercept + regression coefficient*x) and

coefficient of determinations (R2) are showed.
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Table 1: Characteristics of the study population stratified by gender
All Male Female p
(N=677) (N=274) (N=403)
Weight (kg) 64.0+£12.8 70.6£11.7 59.5+11.5 <0.001
Height (m) 1.61+0.08 1.69+0.05 1.57+0.04 <0.001
BMI (kg/m?) 24.3+4.2 24.6+3.7 24.2+4.6 0.18
BMI Groups (%)
Underweight 6.5 33 8.7
Normal Weight 514 50.7 51.9 0.01
Overweight 32.6 37.6 29.3
Obese 9.5 8.4 10.2
Diuretic Use (%) 41.9 34.7 46.9 0.001
Heart Failure (%) 11.1 11.7 10.7 0.38
Myocardial Infarction (%) 14.8 21.9 9.9 <0.001
Cancer (%) 25.0 29.6 21.8 0.01
FM (kg) 18.7£7.5 17.2+7.0 19.7+7.7 <0.001
FFM (kg) 45.349.1 53.4+6.4 39.8+6.0 <0.001
TBW (L) 33.1+£6.5 39.1+4.7 29.0+4.1 <0.001
Impedance (ohm) 502.2+£106.0 | 467.0£84.3 | 526.0+112.5 | <0.001
Impedance Index (m*ohm) 0.005+0.001 | 0.006+0.001 | 0.004+0.001 | <0.001
Haemoglobin (g/dL) 13.1£1.5 13.6£1.6 12.8+1.4 <0.001
Haematocrit (%) 40.244.9 42.545.1 39.4+4.5 <0.001
Glucose (mM/L)* 5.3+1.4 5.2+1.0 5.3+1.6 0.56
Sodium (mM/L) 139.0+2.9 139.1£2.8 138.9+3.0 0.44
Potassium (mM/L) 4.2+0.3 4.3+0.3 4.2+0.3 0.01
Creatinine (uM/L)* 107.6+41.8 | 122.2+54.9 | 97.7425.6 <0.001
Urea (mM/L)* 7.4+3.5 7.9+4.1 7.0£2.9 0.001
eGFR 54.8+13.7 57.3+£14.9 53.0+12.5 <0.001
Serum Osmolarity (mOsm/L) | 294.0+6.8 294.8+6.6 293.5+6.9 0.01
Hydration Group (%)
Euhydration 53.5 47.4 57.6 0.03
Pre-Dehydration 28.7 31.8 26.6
Dehydration 17.9 20.8 15.9

Data are described as mean+s.d. (continuous variables) and percentage (categorical variables). BMI=
body mass index; FM= fat mass; FFM= fat free mass; TBW= total body water; eGFR= estimated
glomerular filtration rate. Difference between male and female groups was assessed using the unpaired t
test (continuous variables) and Chi-Square test (categorical variables). *Variables were transformed
before the analysis.
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Table 2: Multiple regression analysis to evaluate whether measures of hydration (serum osmolarity, haematocrit concentration) modify the association between
the impedance index and total body water (dependent variable). All models were adjusted for height, weight and gender.

Model 1 (N=677) Model 2 (N=677) Model 3 (N=252)

B+SE p B+SE p B+SE p
Height (cm) 0.07+0.01 <0.001 0.07+0.01 <0.001 0.08+0.01 <0.001
Weight (kg) 0.1+0.005 <0.001 0.1+0.005 <0.001 0.1+0.007 <0.001
Gender -4.3+0.1 <0.001 -4.3+0.1 <0.001 -4.5+0.2 <0.001
Impedance Index (m?*/ohm) 1889+38 <0.001 1894+38 <0.001 1896+71 <0.001
Serum Osmolarity (mOsm/L) - - -0.007+0.006 0.24 0.01+0.01 0.40
Haematocrit (%) - - 0.97+0.92 0.29 -3.5+1.4 0.02
R? 0.97 <0.001 0.97 <0.001 0.97 <0.001

B= unstandardized regression coefficient; SE= standard error; R?>= coefficient of determination. Model 1 (independent variables): height, weight, gender, impedance index;

Model 2 (independent variables): Model 1+ serum osmolarity, haematocrit; Model 3 (independent variables): same as Model 2 but participants with impaired renal function,

diuretic use and previous diagnosis of cancer, heart failure and myocardial infarction were excluded from the analysis.
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