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Folate is a nutrient of major health significance, but its dietary intake assessment is particularly
complex to quantify through traditional approaches. Attempts have been made to validate
dietary instruments for assessing folate intake against circulating concentration biomarkers.
However, this requires careful attention on various methodological issues. We conducted a
qualitative review of 17 recently published validation studies to identify these issues. The
majority of the tested instruments were self-administered food frequency questionnaires while
the biomarker most frequently used was serum/plasma folate. Seasonality was not considered
in most studies. Little attention was given to using updated food composition databases based
on reliable chemical methods and including fortified foods and dietary supplements. Time
sequence of the test instrument and the reference biomarker used was often ambiguous, and
reference periods did not always match. Correlation coefficient was the metric most commonly
used, and correlations between dietary folate intake and blood folate concentration varied from
weak to moderate (r = 0.05-0.54). The correlations were stronger when dietary supplement
use was considered, and when serum/plasma rather than red blood cell folate was used. This
review summarises issues that need to be considered in future studies intending to validate
instruments for dietary folate assessment against concentration biomarkers.
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evated plasma homocysteine concentrations, a factor that is
associated with cardiovascular disease [5-7]. Furthermore, fo-
late deficiency leads to misincorporation of uracil instead of
thymine into human DNA and to an increased frequency of

1 Introduction

Folate, a water-soluble B vitamin, plays an important role
in one-carbon metabolism [1]. Inadequate folate intake has

been linked to the risk of anaemia [2], neuropsychiatric dis-
orders [3] and neural tube defects [4]. It has also been shown
that inadequate dietary intake of folate is associated with el-
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chromosomal breaks, causing disruption of DNA synthesis,
repair and methylation [8], which may increase the risk to
develop some cancers, in particular colorectal cancer [9]. Im-
portant food sources of folate include vegetables, especially
green leafy vegetables, cereals, fruits, nuts and seeds and liver
and its derived products [10,11]. In comparison with naturally
occurring food folate, folic acid refers to the synthetic folate;
it is chemically stable and rarely found in natural food, yet
widely used for the purpose of food fortification and dietary
supplements [12,13].

Multiple instruments have been used to assess di-
etary folate intake, with the food frequency questionnaire
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(FFQ) being the most commonly used method in large
epidemiological studies due to its cost-effectiveness in use
and convenience in administration [14]. Another dietary in-
strument that is commonly used is the 24-h dietary recall
(24HDR) that may provide more accurate estimates of in-
take for a specific recalled day [15]. Dietary folate intake has
also been estimated using other instruments, such as dietary
records (food diaries), weighed food records and dietary his-
tory methods [16]. Given the complexities in capturing dietary
exposures, however, all these dietary assessment methods are
associated with measurement errors [17]. In the absence of
a good standard method that provides a true measure of di-
etary intake, the relative validity of a test dietary method has
long been assessed by using a more intensive but presum-
ably more accurate dietary reporting method [18,19]. To be
a valid reference instrument, errors in the reference method
should be independent of those in the test method and also
with the true intake [19,20]. However, it is unlikely that these
requirements are entirely fulfilled for the available reference
dietary methods [19].

For this reason, biochemical markers (biomarkers) have
been increasingly used in validation studies as a surrogate
for actual dietary intake. These biomarkers may reflect recent
or longer term intake and the bioavailability of the actual
nutrient. Besides, their measurement errors are independent
of those associated with self-reported dietary intake [17,21].

The majority of biomarkers of diet/nutrient intake iden-
tified so far are based on the concentration of a specific sub-
stance in biological fluids or tissues [20]. For the case of folate,
most studies have used the concentration of folate in blood
(i-e., serum/plasma or red blood cell folate) as a biomarker of
dietary folate, with the assumption that they are responsive
to dietary intake in a dose-dependent manner [22]. Unlike
recovery biomarkers such as doubly labeled water, urinary
nitrogen/potassium, which provide an estimate of absolute
quantitative intake levels of certain nutrients [21], the use of
these concentration biomarkers does not allow direct valida-
tion of the dietary intake measured by other dietary instru-
ments, but only provides a correlate of dietary intake level [23],
as the quantitative relationship between these markers and
dietary intake level is influenced by a number of physiological
and environmental factors [20,21, 24].

Nevertheless, there have been a few studies that ‘validated’
a dietary folate intake assessment method (predominantly
FFQ) against these concentration biomarkers of folate, such
as folate levels in serum/plasma or erythrocytes. Conven-
tionally, these studies have relied on correlations between
measures obtained by test and reference instruments and
reported them as evidence of validity [19, 25]. However, not
many studies paid careful attention to methodological and
other critical issues like study design, use of food composition
database, choice of the particular biomarker as a reference
for the dietary intake, consideration of seasonal variation,
analytical and laboratory issues and appropriateness of the
statistical methods used. In this paper, we critically appraised
recent studies that compared folate intake assessed by FFQ,
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24HDR or other dietary instruments with folate concentra-
tion biomarkers, with the ultimate aims to provide sugges-
tions for future studies that intend to compare dietary folate
intake against concentration biomarkers to improve their de-
sign and facilitate the interpretation of their main outcomes.

2 Materials and methods

A search in the MEDLINE (http://www.ncbi.nlm.nih.
gov/pubmed) and the Web of Science™ (http://apps.
isiknowledge.com) databases was conducted up to Septem-
ber 2011 by using a combination of MeSH terms: Diet; ‘Nu-
tritional status’; ‘Nutrition Assessment’; ‘Nutritive Value’;
‘Validation studies as topic’; ‘Reproducibility of Results’;
‘Folic acid’; ‘Vitamin B complex’; ‘Biological markers’ and
related key words in titles or abstracts: ‘dietary intake’; fo-
late; “folic acid’; “folic acid’; (substance); validation; validity;
‘validation studies’ (publication type); biomarkers and ‘bio-
chemical markers’. Reference lists of relevant articles were
checked to identify any additional studies from the Web of
Science®™ using the general search, related records search
and cited reference search functions. Relevant articles were
included in this review if they reported on ‘validation studies’
of FFQ, 24HDR, food records or other forms of approach as-
sessing dietary folate intake with folate-related biomarkers as
a reference method.

We included articles written in English published since
2000 to conduct an in-depth review of more recent articles,
which may reflect more recent analytical development, hence
animproved precision in both dietary and biochemical assess-
ment of folate. Studies of diseases and folate status, studies
dealing with relative validation, studies in diseased, institu-
tionalized persons, or pregnant women and reports only on
statistical methodology were excluded. Figure 1 illustrates our
search strategies, and selection and exclusion criteria.

Information extracted from each study included the first
author, year, country where the study was conducted, charac-
teristics of study participants, FFQ or test method validated,
reference dietary method used (if applicable), food compo-
sition database, reference biomarker used, consideration of
dietary supplement use in the study, main statistical method
applied and main results on dietary folate assessments com-
pared against reference dietary methods and biomarkers.
Throughout the paper, a test method (often FFQ) is denoted
as Q, while a reference dietary method is denoted as R and a
biomarker as M. If a study used two biomarkers, they are de-
noted as M1 and M2, respectively. For convenience, the term
‘red blood cell (RBC) folate’ is used for erythrocyte folate.

3 Results

The initial search retrieved 363 articles. We identified a total
of 29 relevant articles through cited reference search and
hand search. After applying the exclusion criteria, 17 articles
[26—42] published in the past 10 years were included (Fig. 1).
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363 articles identified

criteria

l 234 articles excluded:
= Studies not in English
Abstracts assessed using * No biomarkers used

inclusion and exclusion | _* Studies conducted in
diseased or institutionalized person

= Studies relating diseases
l « Published before 2000

29 articles included 12 articles further excluded:
—L- Mot validation studies

critically appraised

We summarised characteristics of included studies in Table 1
and discussed each study more in detail in terms of choice of
reference method, study administration, statistical analysis,
main findings and limitations in Table 2.

3.1 Study participants

Sample sizes ranged from 28 [42] to 1281 [40]. The age
of participants ranged between 18 and 87 years with four
studies being conducted in women of childbearing age
(18-35 years) [26, 30, 38,41] and one study being conducted
in elderly participants (50-75 years) [40]. Six studies were car-
ried out in women only [26, 27, 30, 41-43] while two studies
included men only [32, 33]. The majority of the studies were
conducted in North America and Europe while few studies
were conducted in Asia [32,37] and Latin America [26]. While
most of the studies explored validation of dietary instruments
for folate intake only, few studies [30, 32, 34, 38, 39, 41] inves-
tigated folate together with other B vitamins or nutrients.

3.2 Test methods
3.2.1 Food items

Most of the validation studies used a FFQ as a test method,
as summarised in Table 1. Exceptions to this were three stud-
ies that investigated the validity of newly developed instru-
ments, namely Food Choice Map (FCM) [38], Folate Intake
Tool (FIT) [31] and a focused recall [42]. While some studies
tested existing general FFQs including more than 100 food
items to assess folate intake, others tested simplified versions

© 2012 WILEY-VCH Verlag GmbH & Co. KGaA, Weinheim

l » Studies conducted in pregnant women
= Studies discussing only a statistical . .
methodology F|gure_1. Flow chart.of study s_ele(?tlon and
exclusion for the review of validation stud-
17 articles ies of dietary instruments for assessing fo-

late intake against circulating concentra-
tion biomarkers.

of FFQ [27,28, 36, 40] or folate-focused instruments [31,42],
which were specifically developed to measure folate intake
only. These folate-focused instruments had less number of
items, ranging from 19 to 90, and it was not always clear how
the food items were selected and to what extent those selected
items covered the average dietary folate intake in the study
population [27,28,42].

3.2.2 Frequency and portion size estimation

In most cases, test methods had the questions on pre-defined
frequency and standard food portion size, while for the folate-
specific recall approach, participants answered to open ques-
tions [42]. Although some of the food sources of folate are
seasonally consumed, none of the test instruments included
in the current review had a separate section addressing sea-
sonality. Only a study by Shai et al. [37] collected three FFQs
over 13 months and adjusted for seasonality by considering
availability during the year (Table 2). Portion size estimation
in the test instruments was often aided by either photo books
or food models [26-28, 33, 36, 38].

3.2.3 Mode of administration

The majority of test instruments were self-administered
(76%) while some instruments were based on either
telephone/e-mail [42] or face-to-face interviews [33, 38, 39].
Apart from the study by van de Rest and colleagues [40], no
studies that used self-administered test instruments reported
on controlling for completeness and consistency. The FCM
administered on an in-person interview required 50 min to
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complete for each participant [38] while the focused recall
administered in young women either by telephone or e-mail
required 5-10 min [42]. The reproducibility of the test in-
struments was reported in some studies where the same test
instruments were administered on the same participants at
least twice [31, 33, 36, 37, 40].

3.2.4 Food composition database

All studies indicated that dietary folate intake was calcu-
lated with different software programmes based on vari-
ous food composition databases (Table 1). While the major-
ity used locally available food composition databases, some
applied data from other countries with adding regionally
obtainable information [26, 31-33, 37]. It was not always
clearly stated when the folate content was last updated in
the database, especially with regard to recently introduced
folic acid-fortified foods and dietary supplements containing
folic acid [27-29, 31, 36-38,40,41].

3.2.5 Dietary supplement use

Quite a few studies collected information on dietary supple-
ments and considered them in the analysis [27, 28, 31, 34—
38,42]. Some studies excluded any dietary supplement users
or asked participants to cease any supplement use before the
blood collection [26,30,33,40,41]. Altogether, eight of 17 stud-
ies did not take dietary supplement use into account in their
analyses [26,29, 30, 32, 33,39-41].

3.2.6 Mode of folate expression

Most studies expressed daily dietary folate values in micro-
grams. Several studies used Dietary Folate Equivalents (DFE)
justified by inequities in bioavailability between folic acid and
naturally occurring food folate [27-30]. Except for one study
where DFE was not clearly defined [30], studies calculated the
DFE values according to the procedure suggested by the US
Institute of Medicine, i.e., 1 DFE is regarded as being equiv-
alent to 1 g of folate from the diet, 0.6 pg folic acid from
fortified foods and 0.5 g folic acid from supplements [44,45].

3.3 Test versus reference dietary method

Nine of 17 studies [26,30,34—38,41,42] evaluated the validity of
one dietary instrument against both dietary reference method
and biomarkers, while eight studies [27-29, 31-33, 39, 40] as-
sessed validity of a dietary method only against biomarkers.
We explored in this section the former nine studies that
compared the test instrument against the dietary reference
method (i.e., relative validity) additionally to the comparison
between the test instrument and biomarkers.
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3.3.1 Types of reference dietary methods

The most commonly chosen dietary reference method among
those nine studies was 24HDRs. The 24HDRs were repeated
at least twice [30] to maximum ten times [34], administered
mostly by a telephone interview. Few studies chose other
self-administered methods such as a 3-day food record [38],
a 5-day weighed food record [26] and a 7-day weighed food
record [36].

3.3.2 Time frame of the test instrument and the
dietary reference method administration

As suggested by Cade and colleagues in their review that
provides guidance on the development, validation and use
of FFQs [46], the test instrument should be administered
prior to the assessment of the reference measure. In addi-
tion, the test instrument and the reference method should
assess diet over the same time span [46]. Only few studies
reported to have their test and reference dietary assessments
conducted within the time period of 1-3 months [26, 30, 42]
and 1 year [34]. In some studies, the reference time period
of the test instrument did not correspond to one of the ref-
erence methods that covered a shorter time period [35, 36],
or time period was simply not reported [26, 37] even though
both methods were actually administered within a relatively
short period of time.

3.3.3 Statistical methods (test versus reference
dietary method)

Under reporters for energy intake were considered for the
analysis in only few studies [30, 36, 41]. Most studies that
used general FFQs were able to adjust for energy intake [30,
34, 35,37, 38, 41] while it was not possible for studies that
used folate-focused instruments [36, 42] to consider energy
adjustment when comparing the test instrument with the
reference dietary method.

The predominantly used statistical method to compare
the test instrument and the dietary reference method assess-
ing folate intake was the correlation coefficient as shown in
Tables 1and 2. The use of Bland—Altman plot (graphs of the
differences between the test and reference measurements
against the mean of the two [47] with limits of agreement cal-
culated as the mean difference plus and minus two standard
deviations [48]) has been recommended when investigating
validity as it assesses the agreement graphically between the
methods across the range of intakes [46, 49]. However, in
this review, only one study [30] reported a small dispersion
in folate values between the two dietary methods using the
Bland-Altman method (Table 2).

When the correlation coefficients were used, some
studies were able to report deattenuated correlation co-
efficients considering for both intra- and inter-individual
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variance using the repeated reference dietary method
[34, 37, 41] while one study reported deattenuated corre-
lation coefficients adjusting for random intra-individual
variance [35].

Participants were often classified into categories of fo-
late intake by the test instrument and the reference method,
and the percentage of participants was calculated that cor-
rectly fell into the same category or were misclassified into
the opposite category (Table 2). In this case, additional
use of the Kappa or weighted Kappa statistics, which test
the degree of agreement between folate intakes measured
by the test and the reference dietary method in the pre-
defined categories [50, 51] would be informative [46, 52],
but none of the studies used this approach for the cross-
classification.

3.4 Test instruments versus reference biomarkers
3.4.1 Types of reference biomarkers

The most frequently chosen biomarker (94%) was serum or
plasma folate [26-34, 36-42]. More than half of the studies
used both serum or plasma and RBC folate [26-30, 33, 36,40,
41]. Biochemical assays used in studies include automated
immunoassay, radioassay method, and microbiological assay
(Table 1). However, information on the within- and between-
run coefficients of variation of the biochemical assay used was
often lacking and only few studies gave a detailed description
of the assay performance [29, 31, 34].

3.4.2 Time frame of the test instrument and the
reference biomarker administration

It is important that the biomarker information is collected
on days that are representative of time period of the test
instrument [46]. However, the majority of studies did not
clearly report time period for administration of the test instru-
ment, reference dietary method and for the blood sampling.
Even though the test instruments and reference biomarkers
in some studies were administered within a relatively short
period of time, quite often the time period of the test instru-
ment was unknown [26, 32, 37] or the year preceding enrol-
ment [34, 36, 39] and therefore prior to blood collection. Only
few studies assessed dietary and blood level of folate within a
relatively short time span [30,40, 42].

None of the studies made repeated blood collections with
consideration of seasonal variation, except the study by Iso
et al. [32] that collected blood samples twice, both in winter
and summer. However, dietary intake was assessed only once
by FFQ without special consideration of seasonality; therefore
analyses of the intake in relation to blood levels across seasons
were not made [32].
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3.4.3 Statistical methods (test instrument versus
reference biomarkers)

In terms of the statistical analyses, correlation coefficients
were the main methods chosen in all studies as shown
in Tables 1and2. When the data were not normally dis-
tributed, studies either applied Spearman rank correlation
coefficients [30, 34, 40] or Pearson correlation coefficients af-
ter the variables were logarithmically transformed [26, 29,
35,37,38,41]. Correlations were deattenuated [26, 35,37,41],
energy-adjusted [30, 32, 35] or multivariable adjusted [33, 39].
Other methods include linear regression [39, 40], compar-
ison of biomarker values across categories of FFQ intake
(27,28, 32, 39, 40], principal component analysis [27, 28], va-
lidity coefficient using the method of triads [36-38,41] and
use of t-test or analysis of variance for tests of differences in
means [29,40].

3.5 Principal findings

The correlation coefficients between different instruments
varied greatly (Table 1). The correlations between folate in-
take based on the test instrument and serum/plasma folate
concentrations ranged from 0.06 [29] to 0.54 [31] with me-
dian values of 0.35 from five studies in women, 0.25 from
three studies in men and 0.41 from seven studies in men
and women combined. The correlations between folate intake
based on the test instrument and RBC folate concentration
ranged from 0.05 [40] to 0.36 [28], with median values of 0.34
from three studies in women, 0.25 from five studies in men
and women combined and 0.33 in one study in men [33].
Three studies that examined both plasma or serum folate
and RBC folate concentrations, reported the correlations be-
tween the two biomarkers as 0.41 [36], 0.52 [26] and 0.63 [29],
respectively.

The correlations between folate intake based on the test
instrument and the reference dietary method, on the other
hand, showed a range from 0.01 [30] to 0.98 [41] with median
values of 0.64 from four studies in women, 0.49 from two
studies in men and women combined and 0.41 in one study
in men [33].

Overall, folate intake assessed by the test instrument and
the blood folate concentration were statistically significant,
but relatively moderately correlated while it showed higher
correlation with the reference dietary method [26, 34, 36, 41].
Studies conducted in women generally showed higher corre-
lations than the one study conducted only in men. For both
men and women, correlations for the test instrument were
better with plasma or serum folate than with RBC folate. Cor-
relation coefficients with biomarkers were neither shown to
be particularly related to the reference period of the test in-
strument nor with the number of food items included in the
test instrument (Supporting Information Figure S1). How-
ever, we noted that the data from the test instrument and the
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reference method tended to correlate better when dietary sup-
plementuse was included in the analyses [27,28,31,34-38,42].

There were studies that reported the validity coefficients
of folate intake measured by the test instrument, estimated
from a triangular comparison between questionnaire, refer-
ence and biomarker measurements with the method of tri-
ads [53]. The validity coefficients of folate intake based on
the test instrument and the unknown ‘true intake’ were 0.97
with the FCM [38], 0.94 with the 121-item FFQ [41], 0.72 with
the 126-food group FFQ [37] and 0.85 for men and 0.69 for
women with the 90-item folate FFQ [36], when plasma or
serum folate concentration was used as biomarkers. When
both plasma/serum and RBC folate levels were available, the
validation coefficients for the test instrument (FFQ) were
higher when plasma/serum folate was the biomarker than
when RBC folate was the biomarker.

4 Discussion

We examined 17 published studies that assessed validation of
dietary folate intake against folate concentration biomarkers,
published between 2001 and 2011. In this review, we observed
that the majority used self-reported FFQ to ascertain dietary
folate intake and to be validated against biomarkers while
24HDR was often chosen as a reference dietary method. Cor-
relation coefficients were the most frequently used statistical
measure in the studies reviewed. Correlations between folate
intake assessed by the test instrument and the blood folate
concentration were statistically significant, but the strength
varied from weak to moderate (r = 0.05-0.54). These valida-
tion studies varied greatly in terms of study characteristics,
such as the study population, sample size, the procedure of
data collection, the consideration of dietary supplement use,
the procedure of biochemical analysis and the time frame of
study administration.

Studies often recruited participants on a voluntary basis
within a confined study setting, e.g., university community,
with a limited number being involved. Participants who vol-
unteer to take partin studies are considered to be self-selected,
and may therefore have different characteristics in respond-
ing to FFQs than non-volunteers [18, 46]. In addition, the
majority of the included participants were highly educated
and relatively young. Because participants with higher edu-
cational level tended to report higher folate intake [11], it is
not possible to rule out the potential that different estimates
would have been observed in other populations. This has little
implication on the internal validity of the studies, nonethe-
less care should be taken when generalising these results to
other contexts.

Furthermore, the small sample size that was seen in a
few studies may have resulted in the limited statistical power
for their analyses. For example, studies conducted among 28
women [42] and 34 women [26] had non-significant corre-
lation coefficients, which may have been due to inadequate
study power. We observed that the vast majority of the FFQ
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used as a test instrument were self-administered and incom-
pleteness can therefore also be a substantial source of er-
rors [46]. The completeness of the test instrument was sel-
dom checked or was not reported, in contrast to the reference
dietary method that was often checked for completeness by
interviewers or study administrators.

Invalidation studies that compare the test instrument with
different reference methods, it is crucial that they measure
similar parameters over the same time span [16, 18, 46]. At
the same time, recording of dietary data must not interfere
with participants’ usual dietary habits that may lead to corre-
lated errors in reference and test instruments [54]. However,
in many studies that we reviewed, information on the time
period of assessment was often lacking. Moreover, reference
biomarker measures that are based on a single blood sam-
ple and without consideration of within-individual variability
may not reflect the blood concentration during the total time
frame of the FFQs. This can have even more profound impact
if there is a seasonal variation in the folate intake. Vegetables
are a major source of folate in the diet and there is some
seasonal variation in the consumption of vegetables [55, 56].
Although seasonal variation in folate content of foods ap-
peared to be low due to wide availability of the food items
throughout the year [57], it should be pointed out that there
were some variations observed in actual dietary folate intake
from food sources especially in southern European countries
with higher intake being reported in spring and winter [11].

The issues related to the choice of a test instrument need
careful consideration. We found a few studies that tested
folate-focused instruments against biomarkers [27,28, 31, 36,
40, 42]. These instruments can be efficient, rapid, and cost-
effective in folate intake assessment. However, when using
that approach, it is neither possible to adjust for energy in-
take nor to consider under-reporting as these instruments list
only foods rich in folate. Besides, the long list of folate-rich
food items may result in overestimation of folate intake as
in the case of fruit and vegetable consumption [58]. Thus,
the advantages and disadvantages of the use of folate-specific
methods need to be taken into account when diet-disease
relationships are investigated.

Another important point that needs cautious attention is
the use of food composition databases for calculation of fo-
late intake. Previous inventories found that there was lack
of agreement in folate databases especially in quantification
methods, definitions, mode of expressions, analytical meth-
ods and terminologies used across different countries [59,60].
In this review, we have noted that some studies used data from
multiple sources that are not necessarily comparable even
within the same table. Moreover, some studies employed rel-
atively old data that referred to more than 15 years before the
study time period. These data may well be based on outmoded
analytical techniques for folate calculation.

Additionally, not all studies reported whether the food
composition data appropriately reflected the nutrient con-
tribution from folic acid fortified food products especially
in countries where mandatory or voluntary fortification was
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introduced [30, 35]. This review also showed that half of the
studies did not consider dietary supplement use in their anal-
yses. Failure to include these different sources may lead to an
underestimation of overall folate consumption, notable mis-
classification of individuals regarding the total folate intake
and obscure the true relationship between dietary and blood
level of folate [61-63].

Few studies discussed appropriateness of the particu-
lar biomarkers as reference measures of dietary intake. As
pointed out before, the most important question is the as-
sociation of the biological marker with actual dietary expo-
sure [46,64]. Studies that we reviewed did not always consider
to what extent the concentration biomarker actually reflects
dietary folate exposure. The evidence that serum/plasma fo-
late and RBC folate concentrations are responsive to intakes
of either natural food folate [65,66] or supplements and/or for-
tified food [67-70] has been available from a few intervention
studies. Furthermore, the dose-response relationship with
folic acid supplementation appeared to be linear for serum as
well as RBC folate [71]. However, the magnitude of the effect
and the time required to reach steady state concentrations of
serum or RBC folate by dietary folate intervention varied in
those studies.

Several other explanations exist for the discrepancies
found in results of the validation studies apart from vari-
ous study design-related aspects. Intervening factors such
as personal lifestyle characteristics as well as physiological
factors can influence the level of concentration biomarkers,
making the quantitative relation between dietary intake and
biomarker substantially different between individuals [20,72].
Different features of RBC folate and serum or plasma folate
as indicators of folate status should also be considered. While
RBC folate is considered to reflect average concentration over
the erythrocyte life span (about 120 days) and therefore longer
term folate status, folate concentration in serum or plasma
is a responsive indicator of more recent folate intake [29,73].
Intuitively, one would think that RBC folate therefore would
show higher correlations with dietary intake assessed over a
longer period. Surprisingly, in our review, we observed that
correlations for the test instrument were slightly better when
plasma or serum folate was the biomarker compared with
the ones when RBC folate was the biomarker. This may be
attributable in part to the fact that the test instrument, e.g.,
FFQ, often asked about consumption over the previous 12
months, whereas in reality, it may have reflected more recent
consumption. It may also be that the erythropoiesis process
itself determines the folate concentration in RBC, a process
that is dependent on environmental factors such as erythro-
poietin production and the availability of iron, vitamin B12
and zinc [74].

Both analytical variability and preanalytical factors may
attenuate statistical estimates in the studies. It has been ob-
served that the analysis of serum samples with microbio-
logical methods or radioassay yielded similar folate concen-
trations, while different results were obtained for RBC folate
concentrations [75]. The precision of methods for whole blood
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folate is usually lower than that of methods that measure fo-
late in serum or plasma [76, 77]. This might be related to
the fact that folate in RBC is present as polyglutamates, and
complete deconjugation is required for determination of fo-
late concentration [78]. Large between-laboratory differences
have been reported for folate measurement [79], attributable
to different analytical technologies but also to preanalytical
factors. Folate species are unstable compounds that are de-
graded during sample handling and storage even in frozen
samples [80]. Substantial degradation is observed during pro-
longed storage, athigh temperature, in the presence of EDTA,
and in the absence of stabilizer, like ascorbic acid [80,81]. The
use of certified reference material, pooled control samples,
(partial) duplicate analyses and participation in ring testing
is crucial for obtaining reliable folate concentration data.

We found that correlations between reported intake and
biomarker measures were higher in studies when dietary
supplement use was taken into account in the analysis. The
reason for this may be that supplement use substantially con-
tributes to the total amount of folate intake [82]. Supplement
use also expands the range of its biomarker measures partly
because bioavailability of folic acid is superior to that of natu-
rally occurring food folate [73]. A few studies calculated DFE
values adjusting for these differences in bioavailability based
on the assumption that the bioavailability of folate from food
is 50% lower than that of folic acid [44,45]. However, the exact
relative bioavailability is uncertain, in particular with regards
to mixed diets [12,57,59,73, 83]. DFE values should there-
fore be used with caution as they may introduce imprecision
in food composition databases and may potentially lead to
misclassification of intake information [59].

Biomarkers are objective measurements that can be used
as a surrogate for actual dietary intake, and the precision and
accuracy of the estimates are independent of the participants’
ability to report foods consumed [20]. However, concentra-
tion biomarkers only allow discrimination between substan-
tial differences in intake level, and may therefore serve as a
tool to evaluate if a test instrument is suitable for ranking
persons according to their consumption [18, 40]. As previ-
ously discussed [23,46], and as we also found in the stud-
ies included in this review, that validity was mostly inferred
from statistically significant correlation coefficients between
the test instrument and the concentration biomarkers. How-
ever, caution needs to be exercised as these concentration
biomarkers cannot be translated into absolute intakes on a
valid scale, i.e., they cannot provide valid reference measure-
ments [20,23].

More recently, a few dietary validation studies considered
the method of triads [53, 84]. This method assumes that the
measurements are linearly related to true intake and have
independent random errors [53]. However, these assump-
tions may not be fully met in most cases. Questionnaires
and the reference measurements may have some common
sources of error even though the random errors of the bio-
chemical marker data are independent of those of two di-
etary measurements [53]. Violation of the underlying model
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assumptions may cause the occurrence of Heywood cases
(estimated validity coefficient > 1), which further complicate
interpretation of the results [53, 85]. The estimates should
therefore be prudently interpreted considering the possibility
of biased estimates of validity coefficients related to violation
of those assumptions.

It has been suggested that checking agreement between a
measurement and its reference measure should be a manda-
tory step when investigating validity [49]. Agreement can
be graphically assessed by the Bland—Altman plots. These
plots can also be used when the dietary and biomarker mea-
surements are estimated on different scales, with a conver-
sion factor recalibrating the two variables [86]. The degree
of agreement between the measurements in the pre-defined
categories can be tested by Kappa or weighted Kappa statis-
tics [50]. Although these statistical methods can provide fur-
ther information on the acceptable levels of bias and limits
of agreement between the measurements and therefore have
been encouraged to be applied in validation studies [46], we
found that the application of these methods was still not com-
mon. Nonetheless, more discussions and development on the
appropriate statistical methods for comparing various dietary
instruments and concentration biomarkers are required.

This review of the published studies on validity of dietary
folate measurements against folate concentration biomark-
ers identified a number of issues that need to be considered
in future studies that intend to validate dietary folate intake
against blood folate concentration. These include: (1) com-
pleteness of data collection should be checked and reported;
(2) appropriate food composition databases with updated in-
formation on folate values derived from reliable and vali-
dated chemical analysis should be used; (3) the contribution
from fortified food items as well as from dietary supplements
should be taken into account; (4) depending on the seasonal
and regional variations in consumption of folate-containing
food items, repeated measurements for both dietary and
biomarker are encouraged; (5) biomarker information should
be collected on (multiple) days that are representative of the
time period of the test instrument; (6) care should be given on
different features of RBC folate and serum or plasma folate
as indicators of folate status as well as the accuracy of var-
ious analytical methods; (7) quality assurance of laboratory
methods should be closely monitored and reported; (8) sam-
ple size should be carefully considered; (9) statistical analysis
should comprise more than merely a correlation coefficient
and (10) appropriateness of the use of concentration biomark-
ers as a reference measure of dietary intake should always be
considered carefully. Given the increasing recognition of the
role of folate in several diseases, biomarkers of folate can be
used as independent or complementary measures that can
greatly strengthen the investigation of diet-disease relation-
ships [87], in addition to being used in validation studies.
However, as outlined in this paper, before making inferences
about validity, care should be taken of methodological is-
sues when comparing dietary instruments with concentration
biomarkers.
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