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Abstract

Background: Malnutrition is a widespread problem in elderly people and is associated with cognitive decline.
However, interventional studies have produced ambiguous results. For this reason, we wanted to determine the
effect of micronutrient supplementation on blood and tissue levels and on general nutritional status in persons
with mild or moderate cognitive impairment.

Methods: We performed a 2-month, open-label trial, administering a daily micronutrient supplement to 42 memory
clinic patients with mild cognitive deficits. Blood levels of antioxidants, zinc, and B vitamins were determined before
and after supplementation. In addition, we assessed metabolic markers for B vitamins and intracellular (buccal mucosa
cell [BMC]) antioxidant levels. Nutritional status was assessed by using the Mini Nutritional Assessment (MNA).

Results: Blood levels of B vitamins, folic acid, lutein, β-carotene, α-carotene, and α-tocopherol increased significantly.
Decreases in homocysteine levels and the thiamine pyrophosphate effect and an increase in holotranscobalamin were
observed. We found no increase in intracellular antioxidant levels of BMC. The MNA score in subjects at risk for
malnutrition increased significantly, mainly owing to better perception of nutritional and overall health status.

Conclusions: Micronutrient supplementation improved serum micronutrient status, with improved metabolic markers
for B vitamins but not for intracellular antioxidant status, and was associated with improved self-perception of general
health status. Our data underline the necessity of determining micronutrient status and support the use of additional
assessments for general health and quality of life in nutritional supplementation trials.
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Background
The aging population is increasing, and the risk of malnu-
trition increases with age [1]. As such, nutrition and nutri-
tional supplementation for this population are becoming
increasingly important. Older adults exhibit not only
macronutrient deficiency but also micronutrient defi-
ciency because demands for vitamins, minerals, and trace
elements remain the same or are only slightly reduced in
older people [2]. Deficiencies in folic acid, vitamin D, cal-
cium, and vitamin B12 are especially prevalent [3,4]. Mal-
nutrition may have an impact on cognitive function and,
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among patients with Alzheimer's disease (AD), cognitive
and functional capacities worsen more rapidly in those
who are most severely undernourished [5]. Several micro-
nutrients, in particular vitamins B6 and B12 and folic acid
with their effect on homocysteine (Hcy) metabolism [6-8],
as well as antioxidants [9,10], have been shown to be asso-
ciated with cognitive decline. Nevertheless, whether sup-
plementation with micronutrients is capable of reducing
the risk of dementia remains controversial [11-14]. Only a
few trials of micronutrient supplementation in those who
are cognitively impaired have been reported [15-18].
Little data is available regarding the absorption of nu-

tritional supplements and their measurable effects on
blood and tissue levels in elderly populations with mild
or moderate cognitive impairment. To describe vitamin
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status, researchers commonly use serum or plasma con-
centrations; however, the information provided by these
measurements is limited because data about tissue vita-
min status are unreliable. Vitamin concentrations in
blood can vary significantly and can be influenced by
fasting, eating, or exercising [19-21]. Determination of
intracellular levels would thus be advantageous for
obtaining accurate knowledge about vitamin status.
Here we tested whether 2 months of micronutrient sup-

plementation with a freely accessible over-the-counter
supplement recommended for older adults leads to im-
proved blood and intracellular micronutrient status in per-
sons with mild or moderate cognitive impairment. As a
secondary hypothesis, we used the Mini Nutritional As-
sessment (MNA) to assess whether supplementation can
also improve general health and nutrition. To our know-
ledge, this is the first interventional trial in which novel
methods were used to measure tissue vitamin levels.

Methods
Study design
The study was designed as an open-label, exploratory
trial with micronutrient supplementation for 2 months
in cognitively impaired elderly persons.

Study population and baseline demographics
Forty-two (26 male [62%], 16 female [38%]) independently
living older patients on a home-prepared diet, aged 61–87
years (mean 70.6 years), were recruited from the Memory
Clinic of the University Hospital (Ulm, Germany), where
they had been referred because of memory concerns. All
participants were able to understand the implications and
procedures of the study and gave written informed consent.
Approval for this study was obtained from the ethics com-
mittee of the University of Ulm. Inclusion criteria were age
above 60 years and only mild or moderate cognitive impair-
ment. The study population had a Mini-Mental State
Examination (MMSE) average score of 24.17 ± 6.91 and a
Geriatric Depression Scale (GDS) average score of 3.26 ±
2.72. Anthropometric indicators included a mean baseline
body mass index (BMI) of 26.95 ± 3.45 and a mean body
weight of 76.15 ± 13.79. Exclusion criteria were acute ill-
ness, severe cognitive impairment, and severe depression.
Participants with additional vitamin supplementation prior
to study inclusion were excluded from the analysis of the
supplemented vitamin (retinol: two participants; vitamin E:
six; β-carotene, lutein, and lycopene: two; vitamin B1: two;
vitamin B6: three; vitamin B12: six; folic acid: five; zinc: five).
Participants were instructed to take one capsule of a micro-
nutrient supplement daily after breakfast for 2 months.

Composition of the micronutrient capsule
The micronutrient supplement (EunovaMultivitalstof-
feLangzeit 50; GlaxoSmithKline, Bühl, Germany) is
recommended for people aged ≥ 50 years and contains
vitamins, minerals, and trace elements (Additional file 1:
Table S1).

Procedures
Before and after supplementation, subjects underwent the
same examination procedures: blood and buccal mucosa
cells (BMC) were collected. Nutritional assessments,
MMSE, and GDS tests were administered. The partici-
pants were encouraged to maintain their dietary habits
during the study period. A compliance telephone call took
place 4–6 weeks after beginning the supplementation. Five
participants dropped out prior to follow-up, so that 37
subjects completed the entire study. At the second visit,
blisters were collected from the micronutrient supple-
ments and the number of tablets taken were counted: 29
participants took exactly 60 tablets, six took 59, and two
took 54, showing high compliance overall without signifi-
cant differences in intake. Therefore we assessed all 37
participants as one group.

Outcomes
The primary outcome was intracellular micronutrient
status in BMC as well as in blood. The secondary out-
come was assessment of general health and nutrition
using the MNA.

Collection of BMC and analysis of intracellular antioxidant
status
Collection of BMC was performed as described previously
[22] and samples were stored at −80°C. Vitamin concentra-
tions (vitamin E, lycopene, β-carotene) of the samples were
determined by BioTeSys GmbH (Esslingen, Germany)
using an accredited high-performance liquid chromatog-
raphy (HPLC) method in accordance with DIN EN ISO/
IEC 17025.

Sampling of blood and analytical methods
In addition to micronutrient blood levels, indirect
markers of vitamin B status were determined to assess
the metabolic effects of these vitamins. Subjects were
instructed not to take a capsule on the day of the second
examination, but did not fast because of the clinical set-
ting. In vitamin B12 deficiency, the serum concentra-
tions of methylmalonic acid (MMA) and Hcy increase.
Hcy is also an indicator of folic acid deficiency. Holo-
transcobalamin (TC) is the biologically available form of
vitamin B12 [23,24]. A decrease in erythrocyte trans-
ketolase activity (ETKA) [25] or an increase in ETKA
following stimulation with thiamine pyrophosphate
(TPP) in vitro (TPP effect) represent improved markers
for thiamine deficiency [26,27].
The levels of vitamins B1, B6, and B12; folic acid; zinc;

albumin; and Hcy were analyzed by the clinical laboratory
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of the University Hospital. Concentrations of transketo-
lase, the TPP effect, holo-TC, and MMA were determined
by Synlab (Ulm, Germany). For determination of carot-
enoids, α-tocopherol, and retinol by HPLC, we used
the method proposed by Neal Craft [28]. For the meas-
urement of lutein, we used 8 μmol/L tocol as an internal
standard and performed the analysis with reversed-
phase HPLC in duplicate. For quantification, we used a
plasma pool that was calibrated with the international
certified standards from the National Institute of Stan-
dards and Technology.
Ascorbic acid (AA) and dehydroascorbic acid (DHA)

were analyzed by reversed-phase HPLC. First, the
plasma was thinned with 10% metaphosphoric acid 1:1
and then centrifuged (5 min, 4°C, 13000 g). The super-
natant fraction was separated into two parts. Tris(2-
chlorethyl)phosphate was added to one part to reduce
the DHA contained therein and the samples were centri-
fuged again. After this step, the concentration of AA and
total ascorbic acid (TAA = AA + DHA) could be de-
tected. For quantification, two additional vitamin C stan-
dards (100 μM and 50 μM) were used. All samples were
analyzed in duplicate. Reference values shown are in ac-
cordance with those from the respective laboratories or
from previous publications [29].

Assessment of nutritional status
To assess nutritional status, we determined both weight
and BMI and applied the MNA. The 18-item question-
naire was developed especially for older adults [30]. In
addition, we checked for general nutrition using a food
questionnaire (Hohenheimer Kurzfragebogen), which
showed no change in eating habits (Additional file 1:
Table S2), as well as by measurement of albumin (albu-
min [g/l] before: 40.00 +/− 2.83; after 40.60 +/− 2.76;
not significant). The MNA distinguishes three groups:
those who are well nourished (MNA score ≥23.5), those
with a risk of malnutrition (MNA score 17–23.5), and
those with malnutrition (MNA score <17). MNA was
performed in 41 participants before the study began and
in 36 participants at the end of the study. To compare
these scores, we included only those subjects with avail-
able MNA before and after supplementation.

Sample size and statistical analysis
This pilot study was undertaken to determine initial data
for the primary outcome measure in order to perform a
sample size calculation for a larger trial. Sample size was
therefore approximated by parameters to be estimated
and aimed to include >30 participants. The total sample
included 42 subjects before and 37 subjects after supple-
mentation. All data were analyzed with SPSS (version
15.0; SPSS Inc., Chicago, USA). Normal distribution was
checked by using a histogram and a q-q-plot. When
there was normal distribution, the paired-samples t-test
was used to detect significant differences in the same
group, and the Wilcoxon test was used when the values
had a skewed distribution. Additionally, Spearman’s cor-
relation coefficient was taken to identify associations
among the variables. P values < 0.05 were considered
statistically significant for all tests.

Results
Effect of vitamin supplementation on micronutrient
concentrations in blood and intracellular tissue
The first patient was enrolled in October 2008 and the
last patient finished the study in March 2009. After ex-
cluding subjects with prior additional vitamin supple-
ment use, we included those with a measured value
before and after supplementation for analysis. Table 1
summarizes micronutrient levels in blood before and
after supplementation. Most nutrients were well within
the reference ranges or above, suggesting no overt mal-
nutrition. However, before supplementation, seven par-
ticipants had α- and β-carotene concentrations below
the reference values. For zinc levels, 1 of 12 women
had a concentration below the reference, whereas 14
(77.8%) men had a zinc concentration below the refer-
ence value. No significant change in zinc, retinol, or
vitamin C was found after 2 months. A significant in-
crease in plasma concentration after supplementation
was, however, detected for α-carotene; β-carotene;
vitamin E; lutein; vitamins B1, B6, and B12; and folic
acid. After supplementation, all α-carotene levels were
in the normal range. Only three persons had β-carotene
levels below the reference value after supplementation.
Lower levels of lycopene concentration were seen after
supplementation, with the number of participants hav-
ing lycopene levels under the reference value doubling
afterward.
Table 2 shows the micronutrient concentrations in

BMC before (n = 42) and after (n = 37) supplementa-
tion. Samples with concentrations below the detection
level (n = 11) and with missing values (n = 24) before
supplementation were excluded. Therefore, only seven
patients were included for vitamin C analysis. We did
not find significant changes in micronutrient concentra-
tions in BMC. Of note, however, is that the number of
patients with concentrations of vitamin C above the de-
tection limit increased. Before supplementation, 11
(26.2%) subjects had a vitamin C concentration below
the detection level, whereas afterward all measured vita-
min C levels (n = 28) were above the detection level. To
assess the intracellular vitamin supply in B vitamin me-
tabolism, we analyzed specific metabolites; for vitamin
B12, TC and MMA were used. Hcy increases in intracel-
lular vitamin B6, vitamin B12, and folic acid deficiency.
Low ETKA and a high TPP effect are markers for



Table 1 Micronutrient levels in serum/plasma before and after supplementation are shown

Micronutrient Before [Mean ± SD] After [Mean ± SD] Reference value P-value

Vitamin C in plasma [μmol/L] N=31 61.22 ± 20.32 63.33 ± 12.0 45-80 n.s.

Vitamin A in plasma [μmol/L] N=35 2.21 ± 0.52 2.27 ± 0.40 > 1.05 n.s.

Vitamin E in plasma [μmol/L] N=31 36.55 ± 8.35 40.30 ± 8.68 > 16.2 p<0.05

α-Carotene in plasma [μmol/L] N=37 0.13 ± 0.12 0.15 ± 0.09 0.05–0.1 p<0.05

β-Carotene in plasma [μmol/L] N=35 0.58 ± 0.35 0.69 ± 0.47 0.3-0.6 p<0.01

Lutein in plasma [μmol/L] N=35 0.35 ± 0.16 0.40 ± 0.15 0.10–0.3 p<0.01

Lycopene in plasma [μmol/L] N=35 0.53 ± 0.22 0.45 ± 0.23 0.5–1.0 p<0.05

Vitamin B1 in serum [mmol/L] N=33 155.52 ± 49.22 187.73 ± 32.89 66–200 p<0.001

Vitamin B6 in serum [mmol/L] N= 32 83.72 ± 39.84 185.91 ± 65.56 35–110 p<0.001

Vitamin B12 in plasma [pmol/L] N=30 349.37 ± 117.08 382.40 ± 125.73 141–489 p<0.05

Folic acid in plasma [nmol/L] N=30 21.06 ± 8.64 39.8 ± 5.87 7–39.7 p<0.001

Zinc in plasma [μmol/L] N=12♀ / N=18♂ 11.34± 1.45♀ 11.36 ± 1.46♂ 11.83 ± 1.54♀ 11.03± 1.49♂ 9.0–22.0♀ 12.0–26.0♂ n.s.

n.s. = not significant.
♀ = female. ♂ = male.
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thiamine deficiency. TC, which carries the biologically
available vitamin B12, increased significantly (P < 0.01)
after supplementation (Table 3). Only two subjects had
an MMA concentration > 47 μg/L, indicating vitamin
B12 deficiency prior to supplementation. No significant
decrease in MMA levels after supplementation was de-
tected. After supplementation, Hcy levels decreased sig-
nificantly (P < 0.001). Before supplementation, plasma
levels of Hcy were elevated in 15 subjects, whereas after-
ward only five subjects had elevated Hcy concentrations.
Although there was no significant change in ETKA, the
decrease in the TPP effect was highly significant after
supplementation.

Effect of vitamin supplementation on nutritional and
health status
Nutritional data are shown in Table 4. None of the vol-
unteers was undernourished. Before supplementation, 25
(61%) subjects were well nourished, and 23 (63.9%) were
afterward. Sixteen (39%) subjects were at risk for malnu-
trition before supplementation and 13 (36.1%) afterward.
The risk for malnutrition was mainly attributable to a
poor subjective assessment of health status, selection of
food, or multi-medication. Comparison of the MNA
scores of all 36 volunteers revealed no significant change
Table 2 Micronutrients in cells of buccal mucosa before (B) an

Micronutrient Before (B) [Mean ± SD]

BMC-Vitamin C [pmol/μgDNA] N=7 9.01 ± 5.72

BMC-Vitamin E [pmol/μg DNA] N=30 24.77 ± 9.56

BMC-β-Carotin [pmol/μg DNA] N=24 0.45 ± 0.44

BMC-Lycopin [pmol/μg DNA] N=19 0.37 ± 0.16

n.s. = not significant, BMC = buccal mucosa cell.
Reference values are given as listed below. No significant difference after suppleme
(B: 24.27 ± 2.38; A: 24.64 ± 2.28). However, when the
MNA scores of the well-nourished subjects and those at
risk for malnutrition were analyzed separately, the score
of the subjects at risk for malnutrition increased signifi-
cantly after supplementation (B: 21.93 ± 1.45; A: 22.75 ±
1.25; P < 0.05), whereas the scores of the well-nourished
subjects showed no difference (B: 25.76 ± 1.46; A: 25.84 ±
1.95). The MMSE scores were unchanged subsequent to
supplementation.
To analyze changes in health status by supplementa-

tion, the MNA asks how test persons consider their
health status in comparison with others of the same age.
After supplementation, none of the participants reported
their health status as “not as good,” whereas prior to
supplementation, four (11.1%) did so. Furthermore,
those who considered their health status as “better” in-
creased by 16.6% and those who considered it to be “as
good” decreased by approximately 8.3%. The improve-
ment of the subjectively assessed health status was also
the main reason why the subjects achieved better MNA
scores after supplementation.

Discussion
The purpose of this study was to assess the effect of a
typical micronutrient supplement on specific blood and
d after (A) supplementation are shown

After (A) [Mean ± SD] Reference value p-value

11.76 ± 4.68 3.9–11.1 n.s.

26.45 ± 15.69 9.5–20.3 n.s.

0.40 ± 0.44 0.1–0.5 n.s.

0.33 ± 0.25 0.1–0.5 n.s.

ntation was seen.



Table 3 MMA, Holo-TC, Hcy, Transketolase, and the TPP-effect in serum/plasma before and after supplementation

Micronutrient Before (B) [Mean ± SD] After (A) [Mean ± SD] Reference value p-value

Methylmalonic acid [μg/L] N=32 27.11 ± 13.68 26.87 ± 14.56 <47 n.s.

Holo-Transcobalamin [pmol/L] N=32 53.59 ± 21.35 61.47 ± 23.40 19,1-119,3 p<0.01

Homocysteine [μmol/L] N=29 12.87 ± 4.24 9.65 ± 2.79 5-12 p<0.001

Transketolase [U/L] N=35 62.48 ± 16.85 58.89 ± 8.89 60-80 n.s.

TPP-Effect [%] N=35 12.61 ± 7.46 6.14 ± 3.92 <20 p<0.001

n.s. = not significant, TPP = thiamin pyrophosphate.
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tissue nutrient levels as the primary outcome and on
general nutritional status (assessed by MNA) as the sec-
ondary outcome in cognitively impaired, independently
living older adults in a routine setting.
We did not see overt malnutrition in our patient popula-

tion; however, several epidemiological studies have shown
that in cognitive impairment and AD, lower levels of
micronutrients within the normal range are observed than
among controls, suggesting that there is an additional need
for specific micronutrients. For zinc, we observed a micro-
nutrient deficiency at baseline only in men. Our data show,
however, that a significant improvement in selected micro-
nutrients can be achieved after taking a micronutrient sup-
plement for 2 months.

Effect of vitamin supplementation on micronutrient
concentrations in blood and intracellular tissue
Our data are consistent with those of others in showing
decreased zinc levels in men with mild cognitive impair-
ment [31]. This could be explained by the fact that men
have a higher daily zinc requirement (10 mg/day) than
women (7 mg/day). Nonetheless, after supplementation,
plasma zinc levels did not increase. One possible reason
could be decreased zinc absorption efficiency in elderly
persons [32]. Inasmuch as a single capsule contains only
3.75 mg of zinc (54% of the daily requirement for
women and only 38% for men), this amount might not
be sufficient. A second explanation might be that the
study period (2 months) might have been too short for
zinc regarding its turnover time. One study has shown
that improving the zinc status of older adults (> 65
years) with low zinc levels by using a supplement (7 mg
zinc) for 1 year resulted not only in a decreased
Table 4 Nutritional status before and after supplementation

Micronutrient Before (B) n=41 [Mean ± SD]

Weight [kg] 76.15 ± 13.79

BMI [kg/m2] 26.95 ± 3.45

MNA [points]

Well-nourished 25.76 ± 1.46

Risk of malnutrition 21.93 ± 1.45

Undernutrition -

n.s. = not significant, BMI=Body mass index, MNA=Mini nutritional assessment.
incidence and duration of pneumonia, but also in a de-
creased number of new antibiotic prescriptions and de-
creased total days of antibiotic use [33]. In addition,
normal baseline serum zinc concentrations were associ-
ated with a reduction in all causes of mortality.
In our study, the micronutrient status of vitamin E, β-

carotene, and lycopene in BMC was within normal limits
in most subjects before and after supplementation. With
regard to vitamin C, only seven BMC concentrations
were above detection levels despite normal vitamin C
values in plasma at baseline. After intervention, vitamin
C was above detection levels in all patients, indicating
that 150 mg (250% of recommended dietary allowance
[RDA]) is sufficient. The plasma and BMC concentra-
tions of β-carotene and lycopene were significantly cor-
related before and after supplementation. Similarly, a
study by Peng et al. also found a correlation between
these micronutrients in plasma and BMC [34]. On the
other hand, Pateau et al. found no correlation between
the lycopene concentration in plasma and BMC [35]. Be-
cause the recommended daily amount of β-carotene is
2–4 mg and no recommendation for lycopene exists,
and because the supplement contained only 0.5 mg of
carotenoids (<25% RDA), our data may support the need
for increased levels of carotenoids and lycopenes in sup-
plements. Plasma and BMC concentrations of vitamin E
were significantly correlated before supplementation,
similar to the findings reported in Peng et al. [34]. Fol-
lowing supplementation, this correlation was lacking, in-
dicating that BMC were completely saturated after
supplementation, whereas plasma concentration is not
saturable. This may suggest that the level of vitamin E in
the supplement with 200% RDA is more than sufficient.
After (A) n=36 [Mean ± SD] p-value

76.41 ± 13.64 n.s.

27.06 ± 3.35 n.s.

25.84 ± 1.95 n.s.

22.75 ± 1.25 P <0.05

- n.s.
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Although the subjects had normal B vitamin levels in
blood, 15 (51.7%) displayed increased Hcy levels before
supplementation, indicating that blood levels of vitamin
B6, vitamin B12, and folic acid inadequately reflect intra-
cellular supply. We observed an improvement in B vita-
min status and a subsequent decrease in plasma Hcy.
Hcy is not only a risk factor for vascular disease, but also
for cognitive disorders [7]. Quadri et al. found an associ-
ation between dementia and hyperhomocysteinemia
[36]. Many studies found that elderly people in particu-
lar have a deficiency in their supplies of vitamin B12 and
folic acid [37]. In our study, most blood levels for vita-
mins B1, B6, and B12 and for folic acid were normal be-
fore supplementation. After supplementation, these
levels increased significantly. This is in line with the
amount of vitamins contained in the supplement itself:
B1 (200% RDA), B6 (>300% RDA), B12 (84% RDA), and
folic acid (125% RDA). Whereas there was no significant
change in the concentration of MMA, holo-TC in-
creased significantly (P < 0.01), indicating that the intra-
cellular status could still be optimized. Thus, an increase
in the amount of vitamin B12 in the supplement may
help to achieve better efficacy. However, analysis of the
required amount of supplementation requires further
study with several levels of supplementation.
Despite there being normal vitamin B1 concentrations

in the blood, the low ETKA in 18 (51.4%) subjects indi-
cated B1 deficiency in tissue. This finding was supported
by an elevated TPP effect of more than 20% in some of
our patients. Decreased ETKA might not be the best in-
dicator in the elderly population owing to apoenzyme
variations. In a study comparing ETKA and the TPP ef-
fect in healthy elderly subjects (70–82 years of age) with
those in young subjects (19–37 years of age), researchers
found that the older adults had a lower ETKA but a
similar TPP effect and erythrocyte thiamine levels [38].
Although the vitamin B1 concentration in blood in-
creased significantly (P < 0.001) after supplementation in
our study, ETKA did not increase. The TPP effect, how-
ever, decreased significantly, indicating improved intra-
cellular vitamin B1 status and confirming the superiority
of measuring the TPP effect.
Taken together, our results showed decreased Hcy levels,

a decreased TPP effect, and improved antioxidant status
after micronutrient supplementation. This might be helpful
for improving cognitive function. The FACIT study, which
showed beneficial effects on global cognitive function in
men and women (aged 50–70 years), achieved decreased
Hcy levels following 3-year supplementation with folic acid
[13]. A multivitamin, multimineral-enriched drink adminis-
tered over a 6-month period decreased Hcy levels, in-
creased B12 levels, and improved neuropsychological
performance in frail elderly persons (N = 101; age > 65
years; BMI <25) [39]. Supplementation with a multinutrient
drink for 12 weeks improved memory (delayed verbal re-
call) in patients with mild AD [15]. In our study, the period
of supplementation was probably too short to have a posi-
tive effect on cognition as measured by MMSE.

Effect of vitamin supplementation on nutritional and
health status
Micronutrient supplementation was associated with a sig-
nificant increase in the MNA score in persons at risk for
malnutrition. This improvement was mainly attributable to
improved self-perception of general health status after
micronutrient supplementation. The five dropouts in the
MNA analysis may also have affected this result, especially
considering the open-label character of the study. The
MNA is a well-established assessment tool for the identifi-
cation of patients at risk for malnutrition regardless of
cognitive condition [40] and has also been used in interven-
tional studies for follow-up evaluation [41,42]. The MNA
questions that showed significant intercorrelations in the
study by Soini et al. [42] formed logical patterns between
anthropometrics, decline in food intake with weight loss,
self-perceived nutritional status, the ability to eat, and the
use of fruit and vegetables. However, the results of the
MNA should not be overemphasized, because the aim of
this supplementation was not the improvement of energy
and protein deficiency. Other studies have shown that sub-
jective assessment of health does have predictive value [43].
Christensson et al. [44] concluded that “self-experienced
health status” has the greatest predictive value in MNA
classification. One reason they discussed was the possibility
of a reduced incidence of infections. Barringer et al. [45]
found a significantly reduced incidence of infections in pa-
tients with diabetes (age > 65) after 1 year of multivitamin
and mineral supplementation. In Christensson et al. [44],
quality of life was assessed as a secondary endpoint by the
Medical Outcomes Study 12-Item Short Form, which
showed no difference before and after supplementation. A
significant risk reduction for infections was shown after 18
months of multivitamin supplementation in a subgroup of
patients without dementia [46]. We did not assess infection
rate in the present study. We propose that in future trials,
an assessment for infections and for comprehensive quality
of life should be incorporated.

Strengths and limitations
The main strength of this study is its comprehensive ap-
proach for the determination of blood and intracellular
nutrient status, as well as assessment of metabolic
markers before and after supplementation, in addition to
general nutritional assessment. To our knowledge, the
comprehensive and innovative methods used herein for
micronutrient analysis are novel.
One limitation is that we did not analyze all of the

micronutrients contained in this trial supplement. In
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addition, the generalizability of our results is limited be-
cause of the sample size. Moreover, without parallel con-
trols, the primary outcome could not be separated from a
time effect and the secondary outcome could not be sepa-
rated from a placebo effect. A major limitation regarding
self-assessed health status is the open-label character of
this study, which could have biased the subjective assess-
ment of the participants.

Conclusions
First, our data support the idea that micronutrient sup-
plements need to be carefully analyzed and adjusted for
specific groups. Our data indicate that vitamin B1, vita-
min B12, lycopene, and carotenoids should be given at
higher doses than used here to optimize their supply.
Second, placebo-controlled studies with longer periods
of micronutrient supplementation in elderly persons at
risk for malnutrition are required to further investigate
the effects of micronutrient supplements on nutritional
status and on quality of life.

Additional file

Additional file 1: Table S1. Composition of a single capsule of
EUNOVA 50+. * Recommended daily allowance (RDA) according to the
EU Nutritional Value Labeling Directive 90/496/EEC. ** No EU
recommendation existent. Table S2. Changes in intake of vegetables/
vitamins, protein, and carbohydrates. Numbers of patients with specific
frequency of indicated food intake before and after study.

Competing interests
C.A.F. von Arnim has received honoraria from Pfrimmer-nutricia, Pfizer,
Novartis, and Eisai. This study was supported by Day med concept, Berlin,
Germany.

Authors’ contributions
SD, CSO-R, and NN examined the participants; participated in the design of
the study and the analysis and interpretation of the data; and drafted the
manuscript. SD and CSO-R. participated in the biochemical analysis. HKB,
ACL, and CAFvA. conceived the study; participated in its design; analyzed
and interpreted the data; and coordinated and helped draft the manuscript.
All authors read and approved the final manuscript.

Acknowledgments
The study was sponsored by day-med-concept, GmbH, Berlin. We would like
to thank S. Gualazzini for technical assistance and K. del Tredici-Braak and
Barb Every for valuable help in language editing.

Author details
1Department of Neurology, Ulm University, Oberer Eselsberg 45, 89081 Ulm,
Germany. 2Department of Biological Chemistry and Nutrition, Hohenheim
University, Garbenstr. 30, 70593 Stuttgart, Germany.

Received: 27 November 2012 Accepted: 16 October 2013
Published: 15 November 2013

References
1. Forster S, Gariballa S: Age as a determinant of nutritional status: a cross

sectional study. Nutr J 2005, 4:28.
2. Elmadfa I, Meyer AL: Body composition, changing physiological

functions and nutrient requirements of the elderly. Ann Nutr Metab
2008, 52(1):2–5.
3. Fabian E, Elmadfa I: Nutritional situation of the elderly in the european
union: data of the european nutrition and health report (2004). Ann Nutr
Metab 2008, 52(1):57–61.

4. Stabler SP, Lindenbaum J, Allen RH: Vitamin b-12 deficiency in the elderly:
current dilemmas. Am J Clin Nutr 1997, 66:741–749.

5. Guerin O, Andrieu S, Schneider SM, Cortes F, Cantet C, Gillette-Guyonnet S,
Vellas B: Characteristics of alzheimer's disease patients with a
rapid weight loss during a six-year follow-up. Clin Nutr 2009,
28:141–146.

6. Reitz C, Tang MX, Miller J, Green R, Luchsinger JA: Plasma homocysteine
and risk of mild cognitive impairment. Dement Geriatr Cogn Disord 2009,
27:11–17.

7. Selhub J, Bagley LC, Miller J, Rosenberg IH: B vitamins, homocysteine,
and neurocognitive function in the elderly. Am J Clin Nutr 2000,
71:614S–620S.

8. Zylberstein DE, Lissner L, Björkelund C, Mehlig K, Thelle DS, Gustafson D,
Ostling S, Waern M, Guo X, Skoog I: Midlife homocysteine and late-life
dementia in women. A prospective population study. Neurobiol Aging 2011,
32(3):380–386. Mar.

9. Engelhart MJ, Geerlings MI, Ruitenberg A, van Swieten JC, Hofman A,
Witteman JC, Breteler MM: Dietary intake of antioxidants and risk of
alzheimer disease. JAMA 2002, 287:3223–3229.

10. Kamat CD, Gadal S, Mhatre M, Williamson KS, Pye QN, Hensley K:
Antioxidants in central nervous system diseases: preclinical promise and
translational challenges. J Alzheimers Dis 2008, 15:473–493.

11. Aisen PS, Schneider LS, Sano M, Diaz-Arrastia R, van Dyck CH, Weiner MF,
Bottiglieri T, Jin S, Stokes KT, Thomas RG, et al: High-dose b vitamin supple-
mentation and cognitive decline in alzheimer disease: a randomized
controlled trial. JAMA 2008, 300:1774–1783.

12. Alvarado C, Alvarez P, Puerto M, Gausseres N, Jimenez L, De la Fuente M:
Dietary supplementation with antioxidants improves functions and
decreases oxidative stress of leukocytes from prematurely aging mice.
Nutrition 2006, 22:767–777.

13. Durga J, van Boxtel MP, Schouten EG, Kok FJ, Jolles J, Katan MB, Verhoef P:
Effect of 3-year folic acid supplementation on cognitive function in older
adults in the facit trial: a randomised, double blind, controlled trial.
Lancet 2007, 369:208–216.

14. McNeill G, Avenell A, Campbell MK, Cook JA, Hannaford PC, Kilonzo MM,
Milne AC, Ramsay CR, Seymour DG, Stephen AI, et al: Effect of multivitamin
and multimineral supplementation on cognitive function in men and
women aged 65 years and over: a randomised controlled trial.
Nutr J 2007, 6:10.

15. Scheltens P, Kamphuis PJ, Verhey FR, Olde Rikkert MG, Wurtman RJ,
Wilkinson D, Twisk JW, Kurz A: Efficacy of a medical food in mild
alzheimer's disease: a randomized, controlled trial. Alzheimers Dement
2010, 6:1–10. e11.

16. Scheltens P, Twisk JW, Blesa R, Scarpini E, von Arnim CA, Bongers A,
Harrison J, Swinkels SH, Stam CJ, de Waal H, et al: Efficacy of souvenaid in
mild alzheimer's disease: results from a randomized, controlled trial.
J Alzheimers Dis 2012, 31:225–236.

17. Manders M, De Groot LC, Hoefnagels WH, Dhonukshe-Rutten RA, Wouters-
Wesseling W, Mulders AJ, Van Staveren WA: The effect of a nutrient dense
drink on mental and physical function in institutionalized elderly people.
J Nutr Health Aging 2009, 13:760–767.

18. Manders M, de Groot LC, van Staveren WA, Wouters-Wesseling W, Mulders
AJ, Schols JM, Hoefnagels WH: Effectiveness of nutritional supplements on
cognitive functioning in elderly persons: a systematic review. J Gerontol A
Biol Sci Med Sci 2004, 59:1041–1049.

19. Maxwell SR, Jakeman P, Thomason H, Leguen C, Thorpe GH: Changes in
plasma antioxidant status during eccentric exercise and the effect of
vitamin supplementation. Free Radic Res Commun 1993, 19:191–202.

20. Snow CF: Laboratory diagnosis of vitamin b12 and folate deficiency:
a guide for the primary care physician. Arch Intern Med 1999,
159:1289–1298.

21. van het Hof KH, Tijburg LB, Pietrzik K, Weststrate JA: Influence of feeding
different vegetables on plasma levels of carotenoids, folate and vitamin
c. Effect of disruption of the veg matrix. Br J Nutr 1999, 82:203–212.

22. Urbain P, Raynor A, Bertz H, Lambert C, Biesalski HK: Role of antioxidants in
buccal mucosa cells and plasma on the incidence and severity of oral
mucositis after allogeneic haematopoietic cell transplantation. Support
Care Cancer 2012, 20(8):1831–1838. Aug.

http://www.biomedcentral.com/content/supplementary/1475-2891-12-148-S1.doc


von Arnim et al. Nutrition Journal 2013, 12:148 Page 8 of 8
http://www.nutritionj.com/content/12/1/148
23. McCaddon A, Hudson P, McCracken C, Ellis R: Biological variation of holo-
transcobalamin in elderly individuals. Clin Chem 2003, 49:1542–1544.

24. Obeid R, Jouma M, Herrmann W: Cobalamin status (holo-transcobalamin,
methylmalonic acid) and folate as determinants of homocysteine
concentration. Clin Chem 2002, 48:2064–2065.

25. Schenk G, Duggleby RG, Nixon PF: Properties and functions of the thiamin
diphosphate dependent enzyme transketolase. Int J Biochem Cell Biol
1998, 30:1297–1318.

26. Baines M, Davies G: The evaluation of erythrocyte thiamin diphosphate as
an indicator of thiamin status in man, and its comparison with
erythrocyte transketolase activity measurements. Ann Clin Biochem 1988,
25(Pt 6):698–705.

27. Warnock LG, Prudhomme CR, Wagner C: The determination of thiamin
pyrophosphate in blood and other tissues, and its correlation with
erythrocyte transketolase activity. J Nutr 1978, 108:421–427.

28. Craft NE: Carotenoid reversed-phase high-performance liquid chromatog-
raphy methods: reference compendium. Methods Enzymol 1992, 213:185–205.

29. Sies H, Krinsky NI: The present status of antioxidant vitamins and beta-
carotene. Am J Clin Nutr 1995, 62:1299S–1300S.

30. Guigoz Y, Vellas B, Garry PJ: Assessing the nutritional status of the elderly:
the mini nutritional assessment as part of the geriatric evaluation. Nutr
Rev 1996, 54:S59–S65.

31. Dong J, Robertson JD, Markesbery WR, Lovell MA: Serum zinc in the
progression of alzheimer's disease. J Alzheimers Dis 2008, 15:443–450.

32. Wood RJ, Suter PM, Russell RM: Mineral requirements of elderly people.
Am J Clin Nutr 1995, 62:493–505.

33. Meydani SN, Barnett JB, Dallal GE, Fine BC, Jacques PF, Leka LS, Hamer DH:
Serum zinc and pneumonia in nursing home elderly. Am J Clin Nutr 2007,
86:1167–1173.

34. Peng YM, Peng YS, Lin Y, Moon T, Roe DJ, Ritenbaugh C: Concentrations
and plasma-tissue-diet relationships of carotenoids, retinoids, and
tocopherols in humans. Nutr Cancer 1995, 23:233–246.

35. Paetau I, Rao D, Wiley ER, Brown ED, Clevidence BA: Carotenoids in human
buccal mucosa cells after 4 wk of supplementation with tomato juice or
lycopene supplements. Am J Clin Nutr 1999, 70:490–494.

36. Quadri P, Fragiacomo C, Pezzati R, Zanda E, Forloni G, Tettamanti M, Lucca U:
Homocysteine, folate, and vitamin b-12 in mild cognitive impairment,
alzheimer disease, and vascular dementia. Am J Clin Nutr 2004, 80:114–122.

37. Joosten E, van den Berg A, Riezler R, Naurath HJ, Lindenbaum J, Stabler SP,
Allen RH: Metabolic evidence that deficiencies of vitamin b-12 (cobala-
min), folate, and vitamin b-6 occur commonly in elderly people.
Am J Clin Nutr 1993, 58:468–476.

38. O'Rourke NP, Bunker VW, Thomas AJ, Finglas PM, Bailey AL, Clayton BE:
Thiamine status of healthy and institutionalized elderly subjects: analysis
of dietary intake and biochemical indices. Age Ageing 1990, 19:325–329.

39. Wouters-Wesseling W, Wagenaar LW, Rozendaal M, Deijen JB, de Groot LC,
Bindels JG, van Staveren WA: Effect of an enriched drink on cognitive function
in frail elderly persons. J Gerontol A Biol Sci Med Sci 2005, 60:265–270.

40. Tsai AC, Ku PY: Population-specific mini nutritional assessment effectively
predicts the nutritional state and follow-up mortality of institutionalized
elderly taiwanese regardless of cognitive status. Br J Nutr 2008, 100:152–158.

41. Guigoz Y: The mini nutritional assessment (mna) review of the literature–
what does it tell us? J Nutr Health Aging 2006, 10:466–485. discussion 485–467.

42. Soini H, Routasalo P, Lagstrom H: Characteristics of the mini-nutritional as-
sessment in elderly home-care patients. Eur J Clin Nutr 2004, 58:64–70.

43. Griep MI, Mets TF, Collys K, Ponjaert-Kristoffersen I, Massart DL: Risk of
malnutrition in retirement homes elderly persons measured by the
“mini-nutritional assessment”. J Gerontol A Biol Sci Med Sci 2000, 55:M57–M63.

44. Christensson L, Unosson M, Ek AC: Evaluation of nutritional assessment
techniques in elderly people newly admitted to municipal care. Eur J Clin
Nutr 2002, 56:810–818.
45. Barringer TA, Kirk JK, Santaniello AC, Foley KL, Michielutte R: Effect of a
multivitamin and mineral supplement on infection and quality of life. A
randomized, double-blind, placebo-controlled trial. Ann Intern Med 2003,
138:365–371.

46. Liu BA, McGeer A, McArthur MA, Simor AE, Aghdassi E, Davis L, Allard JP:
Effect of multivitamin and mineral supplementation on episodes of
infection in nursing home residents: a randomized, placebo-controlled
study. J Am Geriatr Soc 2007, 55:35–42.

doi:10.1186/1475-2891-12-148
Cite this article as: von Arnim et al.: Micronutrients supplementation
and nutritional status in cognitively impaired elderly persons:
a two-month open label pilot study. Nutrition Journal 2013 12:148.
Submit your next manuscript to BioMed Central
and take full advantage of: 

• Convenient online submission

• Thorough peer review

• No space constraints or color figure charges

• Immediate publication on acceptance

• Inclusion in PubMed, CAS, Scopus and Google Scholar

• Research which is freely available for redistribution

Submit your manuscript at 
www.biomedcentral.com/submit


	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Study design
	Study population and baseline demographics
	Composition of the micronutrient capsule
	Procedures
	Outcomes
	Collection of BMC and analysis of intracellular antioxidant status
	Sampling of blood and analytical methods
	Assessment of nutritional status
	Sample size and statistical analysis

	Results
	Effect of vitamin supplementation on micronutrient concentrations in blood and intracellular tissue
	Effect of vitamin supplementation on nutritional and health status

	Discussion
	Effect of vitamin supplementation on micronutrient concentrations in blood and intracellular tissue
	Effect of vitamin supplementation on nutritional and health status
	Strengths and limitations

	Conclusions
	Additional file
	Competing interests
	Authors’ contributions
	Acknowledgments
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


