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Cardioprotective efficacy depends critically on
pharmacological dose, duration of ischaemia,
health status of animals and choice of anaesthetic
regimen: a case study with folic acid
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Abstract

Background: Acute, high-dose folic acid (FA) administration has recently been shown to possess unprecedented
effective cardioprotection against ischaemia/reperfusion (I/R) injury. Here we explore the translation potential of FA
as treatment modality for cardiac I/R.

Methods: Dependency of FA protection on dose, ischaemia duration, and eNOS was examined in an isolated
mouse heart I/R model, whereas dependency on animal health status and anaesthesia was examined in an in vivo
rat model of regional cardiac I/R.

Results: 50 μM FA provided maximal reduction (by 95%) of I/R-induced cell death following 25 min ischaemia in
isolated wild-type hearts, with protection associated with increased coupled eNOS protein. No protection was observed
with 35 min I or in eNOS−/− hearts. Acute intravenous administration of FA during a 25 min ischaemic period reduced
infarct size by 45% in in vivo pentobarbital-anaesthetised young, healthy rats. FA did not reduce infarct size in aged or
pre-diabetic rats, although it did preserve hemodynamics in the pre-diabetic rats. Finally, using a clinically-relevant
anaesthetic regimen of fentanyl-propofol anaesthesia, FA treatment was ineffective in young, aged and pre-diabetic
animals.

Conclusions: The protective potential of an initially promising cardioprotective treatment of high dose FA against
cardiac I/R infarction, is critically dependent on experimental conditions with relevance to the clinical condition.
Our data indicates the necessity of expanded pre-clinical testing of cardioprotective interventions before embarking on
clinical testing, in order to prevent too many “lost-in-translation” drugs and unnecessary clinical studies.

Keywords: Ischaemia/reperfusion, Translational science, eNOS, Infarct, Cardioprotection, Aged, Diabetic, Anaesthesia,
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Background
The past two decades have witnessed the unveiling of
many extra- and intracellular pathways and signaling
molecules which modulate ischaemia/reperfusion (I/R)
injury in a laboratory setting. This intensified search for
cardioprotective signals was largely instigated by the
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discovery of the ischaemic preconditioning phenomenon
[1], which demonstrated the presence of endogenous
cardioprotective pathways with the potential for pharma-
cological intervention. Current thinking has been that
the next step which needs to be taken is the application of
the impressive laboratory knowledge to the clinical arena.
However, this step has come with great disappointments.
Many laboratory derived cardioprotective interventions
have ultimately failed clinically [2,3]. These failures urge
the research community to critically examine the possible
reasons underlying these failures. Similar disappointing
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results for translational clinical science are encountered in
different disease models [4,5]. A main reason for this poor
translation is that there is a lack of incentive for the
researcher to report affirmative or negative data, because
especially so-called high-impact journals prefer positive
studies. This prerequisite of positive and novel results
creates a research environment wherein the pre-clinical
researcher fine-tunes the research model such that it pro-
vides the largest mandible potential for positive results. In
the area of cardiac I/R this usually translates into the use
of ischaemic periods between 15–30 min, healthy and
young animals, pentobarbital anaesthesia and an optimal
dosage/timing/administration of the investigated cardio-
protective intervention. However, the clinical condition
obviously deviates from these preclinical optimal condi-
tions. It is therefore likely that the poor translation of
laboratory research into the clinical arena is, at least partly,
caused by the neglect of the unglamorous, but necessary,
work of full characterisation of the animal model towards
the clinical condition, which neglect is driven by the
current positive-based research environment [4,5].
In the present work we therefore specifically examine

consequences of clinical deviations (ischaemic duration,
anaesthetic regimen, health status of the animals) from
these optimal laboratory conditions using a novel, highly
promising, cardioprotective strategy of high-dose folic
acid (FA) treatment against acute cardiac I/R injury [6].
High-dose folic acid was demonstrated to have a very
strong protective effect against I/R cardiac damage in
the laboratory setting, suggesting an almost curing of
heart attacks [7]. These clinical deviations were previ-
ously shown to impact other cardioprotective interven-
tions such as various “conditioning (remote, pre- and
post-)” and helium interventions [8-11]. In addition, we
examined the dose dependency of FA on cardioprotec-
tion, and studied to what extent eNOS and its dimeric
state are mandatory for FA cardioprotection, as was sug-
gested by [6]. In the present study we hypothesize that
FA cardioprotective effects against cardiac I/R injury are
critically dependent on: 1) FA dose, 2) ischaemic dur-
ation, 3) eNOS, 4) anaesthetic regimens, and 5) health
status of the animal.

Methods
Animals
C57BL6 wild-type (WT) mice were obtained from Charles
River and the eNOS (NOS3)−/− mice [12] were obtained
from an in-house bred population. Experiments were
performed with male mice at 10–16 weeks of age.
Young (2–4 months) and old (>20 months) RccHan:
WIST rats, and the Zucker Obese rats (HsdOla:
Zucker-Lepr) (3–4 months) were obtained from Harlan.
Mice and rats were fed a standard chow (CRM (E) diet,
SDS, Witham, England) ad libitum. Animals were treated
according to the guidelines of the Declaration of Helsinki
and all procedures were in accordance with the require-
ments of the Animal Welfare and Use Committee of the
Academic Medical Center of Amsterdam.

Isolated mouse heart perfusion
In vitro I/R protocol was performed in isolated mouse
hearts as previously described with slight modifications
[13,14]. Mice were heparinized (15 IU) and anaesthetised
with Nembutal (80 mg kg−1). After a tracheotomy, the
mice were mechanically ventilated and a thoracotomy
was performed via midline incision. The aorta was can-
nulated in situ and myocardial perfusion started before
excision of the heart. Hearts were Langendorff-perfused at
a constant flow (initial perfusion pressure 80 mm Hg)
at 37°C with Krebs-Henseleit solution containing (mmol
l−1) NaCl 118, KCl 4.7, CaCl2 2.25, MgSO4 1.2, NaHCO3

25, KH2PO4 1.2, EDTA 0.5 and glucose 11, gassed with
95% O2/5% CO2. The perfusate was in-line filtered by a
0.45-μm filter. End-diastolic pressure (EDP) was set
at ~4-8 mmHg using a water-filled polyethylene balloon
inserted into the left ventricular (LV) cavity via the mitral
valve. The hearts were continuously submerged in 37°C
perfusate. LV developed pressure was calculated as the
systolic pressure (Psys) minus the end-diastolic pressure
(EDP). The rate-pressure product (RPP) was the product
of the developed LV pressure and the heart rate.

Experimental protocol isolated hearts
Following a stabilisation period of 20 min, the experi-
mental protocol was started with 35 min normoxic per-
fusion, followed by 25 min or 35 min ischaemia, and
45 min reperfusion. Hearts were treated with FA by
switching to a FA-containing perfusate at t = 5 min of
normoxic perfusion for the remaining of the protocol.
We performed two different FA cardioprotective dose-
finding series with 4 groups each, one dose-finding series
for 25 min I (n = 3 per group) and one dose-finding
series for 35 min I (n = 3-6 per group). The relatively
short period of ischaemia (25 min) is commonly used in
laboratory research directed at examining cardioprotec-
tive interventions (e.g. [15-17]). Following the establish-
ment of the FA dose–response curve for this short
period of ischaemia, a second series of 4 groups was per-
formed to examine this FA dose–response for a more
prolonged period of ischaemia (35 min). Finally, in a
third series of experiments we examined whether eNOS
is mandatory for FA cardioprotective effects. To this end
we compared wild-type heart with eNOS−/− hearts (n = 7
per group), using 25 min I and the optimal dose of FA
derived from the first series of experiments. The venous
effluent was collected at fixed times throughout reperfu-
sion (at 5, 10, 15, 30 and 45 min reperfusion) for deter-
mination of lactate dehydrogenase (LDH) leakage as
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index of necrosis. At the end of the experiments of series
1 and 2, the heart was weighted, submerged in 1 ml
homogenisation buffer medium (in mM: 250 sucrose, 20
Hepes (pH 7.4), 10 KCl, 1.5 MgCl2, 1 EDTA, 0.1 PMSF,
5 μg/ml leupeptin, 5 μg/ml aprotinin and 1 μg/ml pep-
statin) and homogenized. The homogenate was stored
at −80°C until analysis for eNOS dimers as index of
eNOS uncoupling.

Biochemical determinations
LDH activities were determined according to standard
spectrophotometric techniques [18]. Dimerization of
eNOS was determined by low-temperature electro-
phoresis in heart homogenates. In short, the homoge-
nate was treated with 0.5% triton and centrifuged at
10.000 g to pellet non-dissolved fragments. Protein
concentration was determined in the supernatant by
the Bradford method, and the supernatant samples
were mixed in a 1:1 dilution with loading buffer,
without the addition of mercaptoethanol and without
boiling of samples. Samples were loaded on a 6% SDS-
PAGE, electrophoresis performed at 4°C and trans-
ferred to Immobilon-P Transfer Membranes (Millipore
corp). Membranes were incubated overnight with
eNOS antibody (1:1000; Cell Signalling). Proteins were
detected using chemiluminescence, bands visualized by
exposure to photographic film, and densitometry per-
formed. Densities of the dimer eNOS (280 kDa) in the
FA-treated groups are expressed relative to the density
of eNOS dimer of the control, no-FA treated, group on
the same blots (n = 3 hearts per experimental group;
each heart measured in triplo).

In vivo cardiac I/R rats
Surgical preparation was performed as reported previ-
ously [11]. In short, following pentobarbital anaesthesia
(70 mg/kg, i.p.), rats were intubated and mechanical ven-
tilated, and respiratory rate was adjusted to maintain
partial pressure of carbon dioxide using in-line capno-
graphy within physiological limits. Body temperature
was monitored by a rectal probe and maintained at 37°C
by the use of a heating pad. The right jugular vein was
cannulated for fluid administration (saline plus 20 mM
bicarbonate at a rate of 10 ml/kg/h), and the left carotid
artery was cannulated for measurement of aortic pres-
sure. The tail vein was cannulated for administration of
anaesthesia and FA solution. A lateral left-sided thora-
cotomy was performed, and a ligature (5–0 Prolene) was
passed below a major branch of the left coronary artery.
Aortic pressure was digitized using an analog-to-digital
converter (PowerLab/8SP; ADInstruments Pty Ltd, Castle
Hill, Australia) at a sampling rate of 500 Hz and was
continuously recorded on a personal computer using
Chart for Windows version 5.0 (ADInstruments).
Experimental protocol in vivo I/R
Following instrumentation, an arterial blood sample
was obtained for blood gas and glucose analysis
(Cobas b123 POC system, Roche diagnostics) and
insulin determination (Mercodia Ultrasensitive Rat
Insulin ELISA), following which the animals were left
untreated for 20 min before the start of the respective
experimental protocol. FA treatment effects were
examined in two different series of experiments: one
using pentobarbital anaesthesia and the other using
fentanyl/propofol anaesthesia. FA effects were exam-
ined in young animals, in old animals, and in the
pre-diabetic, Zucker obese animals (n = 6-9 animals
per group) within each series of experiments. To this
end, FA was administered by acute intravenous deliv-
ery starting 10 min after the onset of ischaemia. FA
(Sigma F8798) was dissolved in bicarbonate-buffered
saline solution (5 mg FA/ml saline) and infused during
ischaemia (from 10 min I to 20 min I) at a dose of
3.3 mg/100 g BW. Control animals were perfused with
an equal volume of saline. Therefore, a total of 6
experimental groups were examined within each
anaesthetic regimen. Induction anaesthesia in all rats
was achieved with 70 mg/kg pentobarbital. Subse-
quently, maintenance anaesthesia consisted of pento-
barbital (30 mg/kg/h) for the pentobarbital groups,
and of fentanyl (1 mg/kg/h) and propofol (8–12 mg/
kg/h) for the fentanyl/propofol groups, respectively.
Fentanyl-propofol anaesthesia is examined because
this regimen is one of the most frequently used in
these perioperative, surgical, conditions for which
cardioprotective strategies are being developed (e.g.
CABG procedures).

Infarct size measurement
After 120 min of reperfusion, the heart was excised,
with the occluding suture left in place, and then
mounted on a modified Langendorff apparatus for
perfusion with ice-cold normal saline via the aortic
root to wash out intravascular blood. After 5 min of
perfusion, the coronary artery was reoccluded, and the
remainder of the myocardium was perfused through
the aortic root with 0.2% Evans blue in normal saline
for 10 min. Intravascular Evans blue was then washed
out by perfusion with normal saline for 10 min. This
treatment identified the area at risk as unstained. The
heart was then cut into 2-mm-thick transverse slices.
The slices were stained with 0.75% triphenyltetrazo-
lium chloride solution for 10 min at 37°C and fixed in
4% formalin solution for 24 h at room temperature.
The area of risk and the infarcted area were deter-
mined by planimetry using Image J software by one
person that was blinded to the specific treatments of
each heart.
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Statistics
All data are presented as means ± SEM. Baseline cardiac
parameters of isolated hearts for all groups were com-
pared by one-way ANOVA. One-way ANOVA with
Dunnett’s post hoc test was used to compare several FA
doses vs no FA in isolated mouse heart experiments, and
to compare plasma metabolic parameters of old and
Zucker obese animals vs young animals. Student’s t-test
were used to compare within group FA treatment effects
on infarction. Differences in hemodynamics (MAP, HR)
between non-FA and FA-treated groups were analysed by a
two-way ANOVA (main effects: FA treatment and experi-
mental time (baseline vs. reperfusion; interaction effects:
FA treatment × experimental time) for repeated neasure-
ments followed by contrast comparison. P values <0.05
were considered statistically significant.

Results
FA treatment effects in isolated mouse hearts
Baseline cardiac physiological parameters of the iso-
lated WT hearts (Flow = 11.3 ± 0.4 ml/min/g; EDP =
6.1 ± 0.4 mmHg, Psys = 109 ± 3 mmHg, HR = 367 ± 8
beats/min, and RPP = 37.5 ± 1.3 103 mmHg/min) were
similar between groups (Table 1). We first set out to
examine to what extent various concentrations of FA
were able to protect against a relatively short period of
total, global ischaemia (25 min) in the isolated mouse
heart (Figure 1). Increasing the FA concentration in the
perfusate was associated with a continuous decreases in
LDH release (Figure 1A). At the highest FA dose of
50 μM, LDH release was decreased by almost 95%,
indicating very effective cardioprotection by FA in this
specific model. These FA-induced reductions in cell
death were mimicked by improvements of cardiac
function: I/R-induced elevation of EDP was reduced
by 73%, whereas %RPP recovery increased by 81%
with 50 μM FA (Figure 1B and C). Subsequently, FA
Table 1 Baseline parameters of isolated heart experiments

Group Flow
(ml/min/g)

EDP
(mmHg)

WT, 25 min I, 0 FA 12.7 ± 0.3 8.0 ± 0.7

WT, 25 min I, 1 FA 10.9 ± 0.2 8.0 ± 0.8

WT, 25 min I, 5 FA 9.2 ± 0.3 7.0 ± 0.4

WT, 25 min I, 50 FA 10.2 ± 0.7 7.3 ± 0.2

WT, 35 min I, 0 FA 12.0 ± 0.5 4.4 ± 0.7

WT, 35 min I, 5 FA 12.4 ± 1.0 6.0 ± 0.3

WT, 35 min I, 50 FA 11.7 ± 1.4 5.0 ± 1.1

WT, 35 min I, 100 FA 10.1 ± 0.7 5.7 ± 1.2

eNOS−/−, 25 min I, 0 FA 12.7 ± 1.4 5.1 ± 1.9

eNOS−/−, 25 min I, 50 FA 11.0 ± 1.4 5.2 ± 0.6

WT, wild-type; 0-1- 5-50-100 FA, 0-1-5-50-100 μM Folic Acid; ml/min/g, ml perfusate
pressure; RPP, rate pressure product. No differences among groups were detected.
protective effects were studied employing an extended
period of ischaemia (35 min). No protection against
I/R-induced LDH release was observed with the various
doses of FA (Figure 2A). Increasing FA concentration
from 50 μM to 100 μM was even associated with a non-
significant increase in LDH release. FA did not improve
cardiac function after 35 min I, with a trend towards
poorer recovery of the mechanical parameters when FA
was increased from 50 μM to 100 μM (Figure 2B and
C). Thus, the effect of FA on cardiac I/R injury is critic-
ally dependent on FA concentration and duration of
the ischaemic insult.

FA protective effects are mediated through eNOS
It has been suggested that FA protective effects are
mediated through increased coupling of eNOS [6,19].
We therefore examined eNOS dimers at the end of
reperfusion in the two series of isolated hearts with
different duration of ischaemia (Figure 3). For the
25 min I groups, high dose FA was indeed associated
with elevated eNOS dimers as compared to the I/R
hearts that received no FA (Figure 3A), whereas no such
effect was observed for the 35 min I hearts (Figure 3B).
Subsequently, we examined whether the most effective
FA dose (50 μM) for cardioprotection against 25 min I
in wild-type hearts was effective in eNOS−/− hearts
(Figure 4). Baseline cardiac physiological parameters of the
isolated eNOS hearts (Flow = 11.7 ± 0.9 ml/min/g; EDP =
5.1 ± 0.9 mmHg, Psys = 108 ± 4 mmHg, HR = 368 ± 16
beats/min, and RPP = 38.5 ± 2.9 103 mmHg/min) were
similar between the two groups (Table 1). FA was inef-
fective against I/R injury in eNOS −/− hearts, both for
LDH release (Figure 4A), EDP (Figure 4B) and %RPP
(Figure 4C). These data suggest that FA protective
effects against cardiac I/R injury are mediated through
the eNOS enzyme, presumably by keeping this enzyme
in a coupled (= dimer) state.
Psys
(mmHg)

Heart rate
(beats/min)

RPP
(103 mmHg/min)

99 ± 9 366 ± 3 33.4 ± 3.3

91 ± 2 415 ± 27 34.3 ± 1.6

95 ± 6 364 ± 14 32.1 ± 3.2

102 ± 4 366 ± 24 35.1 ± 3.5

119 ± 4 356 ± 12 40.6 ± 1.9

114 ± 4 346 ± 26 36.8 ± 1.7

121 ± 7 382 ± 9 44.2 ± 2.9

107 ± 3 347 ± 20 35.6 ± 3.2

113 ± 6 383 ± 24 41.8 ± 4.8

107 ± 6 356 ± 29 36.7 ± 3.9

per min per g heart wet weight; EDP, end-diastolic pressure; Psys, peak systolic
Mean ± SEM.
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FA treatment effects against in vivo cardiac I/R in
pentobarbital-anaesthetised rats
To determine whether FA treatment may also be benefi-
cial in several in vivo conditions of cardiac I/R, acute FA
administration was studied in an in vivo cardiac regional
I/R model. We first examined FA protection in healthy
and diseased animals anaesthetised with pentobarbital,
an anaesthetic frequently used in animal research (e.g.
[6]). The Zucker obese animals were borderline hyper-
glycemic with significantly elevated insulin levels, indi-
cating the pre-diabetic condition of these animals in the
present study (Table 2). The area at risk for the various
groups was 22.0 ± 3.6%, 24.7 ± 2.7%, and 21.0 ± 3.2% for
young, old and Zucker obese animals, respectively, and
was similar for the non-FA and FA treatment groups
(Figure 5A-C). Acute intravenous FA administration
during the 25 min ischaemic period reduced infarct size
in pentobarbital-anaesthetised young animals from 74.2 ±
4.8% in controls to 40.6 ± 10.4% (Figure 5D). In contrast
to young animals, acute administration of FA did not
reduce infarct size in pentobarbital-anaesthetised aged rats



Table 2 Baseline blood glucose and insulin values of the different experimental groups

Pentobarbital Propofol/Fentanyl

Animals Glucose (mM) Insulin (ng/ml) Glucose (mM) Insulin (ng/ml)

Young (2–4 mo) 6.7 (0.1) 2.6 (0.2) 6.3 (0.2) 2.6 (0.4)

Old (>20 mo) 5.9 (0.3) 5.0 (0.9) 6.0 (0.3) 5.4 (0.9)

Zucker (3–4 mo) 7.8* (0.4) 22.9* (1.1) 7.1 (0.5) 19.8* (1.5)

*< p <0.05 vs Young.
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(Figure 5E) or pre-diabetic, Zucker obese rats (Figure 5F).
FA treatment effects on changes in haemodynamic data,
going from baseline to end reperfusion, are displayed in
Figure 5G-I for MAP, and in Figure 5J-L for HR. In
general, non-FA treated hearts for the aged and Zucker
obese all displayed a decrease in these haemodynamic
parameters following the cardiac I/R insult. FA treatment
seems to attenuate these decreases in haemodynamic
parameters, with significant FA effects for MAP in Zucker
obese animals, and for HR in aged and Zucker obese
animals. In summary, in pentobarbital-anaesthetised
animals, acute FA administration during ischaemia
reduced infarction in young, healthy animals, but not in
aged or pre-diabetic animals. There is a non-significant
trend in improved haemodynamics with FA treatment in
pentobarbital-anaesthetised animals, which becomes
significant in aged and pre-diabetic animals.

FA treatment effects against in vivo cardiac I/R in
fentanyl/propofol-anaesthetised rats
In order to facilitate the translational aspect of FA treat-
ment, we also examined the effectiveness of FA using a
clinically-relevant anaesthetic regimen of fentanyl/pro-
pofol in healthy and diseased animals (Figure 6). The
area at risk for the different fentanyl/propofol-anaesthe-
tised groups was 26.2 ± 4.4%, 24.4 ± 5.2%, and 18.2 ±
2.8% for young, old and Zucker obese animals, respect-
ively, and was similar for the non-FA and FA treatment
groups (Figure 6A). Acute FA administration during the
ischaemic period was unable to reduce infarct size in
fentanyl/propofol-anaesthetised young, healthy animals
(Figure 6D). Moreover, FA treatment also did not reduce
infarction in the aged (Figure 6E) and pre-diabetic animals
(Figure 6F). The I/R-induced changes in haemodynamic
parameters, going from baseline to end reperfusion, for
MAP (Figure 6G-I) and HR (Figure 6J-L) with fentanyl/
propofol anaesthesia also demonstrated a decrease during
the experiment, as was observed for the pentobarbital-
anaesthetised animals. However, in contrast to the
pentobarbital-anaesthetised groups, FA treatment was
now unable to significantly attenuate these haemo-
dynamic decreases in any of the fentanyl/propofol-
anaesthetised groups.

Discussion
The major findings of this study are the following: 1) the
cardioprotective potential of a high-dose folic acid against
cardiac I/R injury is critically dependent on the FA dose
and the duration of ischaemia, 2) FA protection is medi-
ated through eNOS, probably through maintenance of the
enzyme dimeric configuration, 3) FA offers no protection
against cardiac infarction in aged or pre-diabetic animals
in an in vivo model of regional cardiac I/R, 4) FA cardi-
oprotective potential is lost with a fentanyl/propofol
anaesthetic regimen, and 5) FA attenuates I/R-induced
decrease in hemodynamics with pentobarbital anaesthe-
sia, which FA effect on hemodynamics is lost with
fentanyl/propofol anaesthesia.

Folic acid protection and FA concentration
The present study showed that cardioprotection against
I/R injury induced by 25 min of ischaemia in the isolated
mouse heart began at a concentration of 5 μM FA and
was further increased with 50 μM, whereas 1 μM was not
associated with significant cardioprotection. The protect-
ive concentrations were associated with increased eNOS
coupling. Moens et al. [6] also demonstrated cardioprotec-
tion with 4.5 μM FA in unloaded, isolated rat hearts; other
FA doses were not reported by Moens et al. [6]. Moat
et al. [20] also observed significant eNOS coupling starting
at a dose of 5 μM in cultured endothelial cells, which was
associated with improved endothelial function. Interest-
ingly, increasing the FA concentration to 100 μM was
associated with a trend towards poorer recovery with the
longer duration of ischaemia (35 min) in the present
study. In our in vivo experiments, we administered 3.3 mg
FA per 100 g BW starting 10 min after the start of LAD
occlusion; Moens et al. applied 10 mg FA per animal, also
starting 10 min after the start of LAD occlusion. Assum-
ing an animal weight of ~300 g in Moens study (rat body
weights were not reported in that study), the total amount
and timing of FA administered is approximately similar
between both studies. Assuming that FA rapidly diffuses
into the water content of the animal, with water content
assumed to be 70% of body weight, the FA bolus can
results in a 100 μM concentration. Our data on the iso-
lated heart suggest that the therapeutic window for FA
induced cardioprotection probably concerns a bell shaped
concentration-response relation for I/R injury. A bell
shaped dose-dependent cardiac response to tetrahydry-
biopterin (BH4, one of the supposed cellular target of FA)
was also recently observed in cardiac remodelling [21],
with an optimal dose of 35 mg/kg/d. Although it is cur-
rently unclear whether FA protective effects are dependent
on restoration of BH4 levels [19,22], the data do suggest
that FA dosing should be carefully titrated to its optimal
effect, hampering an easy translation to clinical practice.

Folic acid protection and duration of ischaemia
We report that FA induced cardioprotection is critically
dependent on ischaemic duration, with loss of FA cardi-
oprotection with longer periods of ischaemia. Such be-
haviour indicates that FA protection mainly delays I/R
injury without actually halting it. Other cardioprotective
interventions have also shown a loss of cardioprotective
potential with extension of ischaemia length [1,8,9]. It
has been shown that the ischaemia-induced reduction in
NOS activity is also critically dependent on the duration
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Figure 6 FA treatment was without effect against in vivo cardiac LAD ischaemia-reperfusion in fentanyl/propofol-anaesthetised rats. FA
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of ischaemia, with a sharp fall in activity after 30 min of
ischaemia [23]. The drop in NOS activity could only be
rescued by acute BH4 administration for ischaemic pe-
riods shorter than 30 min, probably due to irreversible
oxidation of endogenous BH4. It is possible that the loss
of FA protection with an ischaemic length of 35 min, as
observed in the present study, is due to this irreversible
loss of BH4. Further studies will be necessary to examine
the role of BH4 more closely.

Folic acid protection is mediated through eNOS
Three NOS isoforms can exist in the heart: the constitu-
tive eNOS and nNOS and the inducible iNOS. In the
present study we observed that eNOS dimerization was



Zuurbier et al. Journal of Translational Medicine 2014, 12:325 Page 10 of 12
http://www.translational-medicine.com/content/12/1/325
associated with FA cardioprotective effects, in support of
the study by Moens [6]. In addition we demonstrated
that eNOS was mandatory for FA cardioprotection.
Thus, eNOS appears to be central to the FA cardiopro-
tective mechanism, with dispensable roles for nNOS and
iNOS. That nNOS probably is not involved is commen-
surate with the observation that this isoform has no
effect on cardiac I/R injury [24]. iNOS is only present
following an significant immunological or inflammatory
stimuli that was not present in our animal models. How-
ever, it is possible that in conditions where these stimuli
are present, FA may also protect through maintaining
iNOS in its dimeric configuration.

Folic acid protection in diseased animals
FA did not protect the aged or pre-diabetic hearts
against cardiac infarction, whether anaesthetised with
pentobarbital or fentanyl/propofol. This was somewhat
surprising since it has been reported that especially
diabetes and aging are associated with eNOS uncoup-
ling, endothelial dysfunction and diminished content of
tetrahydrobiopterin content [25-27]. FA is reported to
enhance the binding of BH4 to eNOS [28] and increase
BH4 by facilitating enzymatic reduction of its oxidized
forms [29]. Although it is known that several cardiopro-
tective interventions lose its effectiveness with aging and
prolonged diabetes [9,30] due to impaired cellular sig-
nalling, FA treatment was anticipated to be effective
because it targeted one of the crucial age– and diabetes-
induced impairments (i.e. eNOS dysfunction). Our data
suggest that targeting just one impaired step in the
cardioprotective signalling cascade is insufficient, possibly
due to the additional age-diabetes-induced impairment in
the cardioprotective signalling cascades downstream of
eNOS. Interestingly, although FA administration did not
reduce cardiac infarction in the aged/pre-diabetic animals,
it did improve haemodynamic parameters in these animals
when anaesthetised with pentobarbital. These data suggest
that haemodynamic function during an cardiac I/R insult
might have a more direct relation with the molecular
target (presumably eNOS) of FA as cardiac infarction.
This FA-induced preservation of haemodynamic param-
eters following cardiac I/R was also observed in the
pentobarbital-anaesthetised, healthy animals reported
by [6]. The preserved haemodynamics are likely the
result of preserved cardiac function following I/R due
to a FA/BH4-mediated increase in eNOS functioning
and therefore increased coronary flow [23]. That these
improvements are primarily present in the diabetic animal
is congruent with the observations that diabetes is ass-
ociated with endothelial dysfunction (e.g. [31]). Further
research is warranted here to elucidate the underlying
mechanism of FA-induced haemodynamic preservation
in these diseased models. That no protection against
infarction was observed in the pentobarbital-anaesthetised
aged and pre-diabetic animals may also be due to the
already small infarct size under control condition for these
animals, as compared to the pentobarbital-anaesthetised
healthy controls (28 ± 4% and 35 ± 7% vs 74 ± 5%, for aged,
pre-diabetic and young animals, respectively). It has
indeed been reported that the initial, pre-diabetic state
of diabetes is associated with paradoxical cardioprotec-
tion [30,32]. Interestingly, obesity also reduced infarct
size in an model of insulin-insensitive rats, probably
through increased AKT-eNOS phosphorylation [33]. Also
for aged hearts reduced infarct size can be observed
[34,35], although similar [11] or increased infarct size [9]
have also been reported.

Folic acid protection and anaesthesia
It is important that protective interventions designed
preclinically to limit I/R injury are also efficacious when
applied during clinically relevant anaesthetic regimens. It
should be realised that cardioprotective interventions in
the clinic are mostly applied during controlled peri-
operative conditions such as cardiac bypass surgery.
Such conditions mandate the use of anesthesia, which
nowadays frequently exists of fentanyl-propofol, and
never pentobarbital. The present study demonstrates
that acute high-dose FA treatment loses its protective
potential against I/R injury in the presence of clinically
relevant fentanyl/propofol anaesthesia. Moreover, FA
protective effects on the haemodynamics following car-
diac I/R are also lost with fentanyl/propofol anaesthesia.
Total intravenous anaesthesia (TIVA), employing propo-
fol in combination with an opioid (fentanyl), is currently
one of the most popular and reliable anaesthetic regi-
men of choice in the clinical arena. As such, our study
warrants against the development of FA therapy under
clinical conditions where the patient is anaesthetised
with fentanyl/propofol. Our study is in support of recent
findings that remote ischaemic preconditioning also may
lose its cardioprotective efficacy on a background anaes-
thesia of propofol [36,37]. Propofol itself has been shown
to protect against I/R injury in the isolated heart, likely
through an antioxidant mechanism [38,39]. In contrast,
volatile anaesthetics such as isoflurane and sevoflurane
generate ROS [40]. Since FA cardioprotective mechanism
relates to reductions in ROS due to maintenance of eNOS
dimerization, it is likely that the scavenging of ROS by
propofol negates FA protective effects. Alternatively, the
loss of FA cardioprotection in the young animals with
fentanyl/propofol anesthesia can also result from that the
heart is already in a opioid (fentanyl)-induced cardiopro-
tective state. Indeed, our data indicate that infarct size is
reduced in the young animals anaesthetized with fentanyl/
propofol as compared to pentobarbital (Figure 6D versus
Figure 5D). Further studies are necessary to adequately
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answer these questions. Pentobarbital and the volatile
anaesthetics isoflurane and sevoflurane are the pre-
ferred anaesthetic substances in pre-clinical research.
Also in the first report of FA protection against cardiac
I/R injury animals were anaesthetised with pentobar-
bital [6]. Unfortunately, fentanyl/propofol is almost
never used in animal research, probably because the
ideal route for its delivery is intravenously, requiring
additional surgical skills to execute in small animals.
However, the recognition of the importance of transla-
tional science may promote the use of fentanyl/propofol
in animal research. We have recently demonstrated that
fentanyl/propofol can also be applied in murine re-
search through intraperitoneal delivery, opening up the
avenue of using this clinically relevant anaesthetic regi-
men in small animal studies [41].

Methodological considerations
In the current study we observed reduced LDH release
with an extended period of ischemia (25 min ischemia
versus 35 min ischemia; Figure 1A versus Figure 2A).
Other studies have sometimes also demonstrated in-
creased injury with decreased ischemic duration [42].
For example, decreased mechanical recovery following
12 ischemia as compared to 32 min of ischaemia was
reported [42]. The authors stated that this decreased
recovery with shorter ischemia may be due to that at
12 min of ischemia, reperfusion is started close to the
time that contracture reached its peak value, as com-
pared to reperfusion after 32 min ischemia. Reperfusion
starting after 32 min ischemia coincided with the time
that the peak value of contracture is already past and
contracture is rapidly diminishing. In our experiments
the peak of contracture developed at 17 min of ische-
mia in both the 25 min I and 35 min of ischemia. Thus,
reperfusion at 35 min of ischemia is already 18 min
after peak contracture, whereas reperfusion at 25 min
ischemia is only 8 min after peak contracture. This
phenomenon may also explain the increased I/R dam-
age with shorter ischemia observed in the current
manuscript.
The cardioprotective effects of FA were examined by

applying FA before, during and after ischemia in the
isolated heart model, or applying FA only during the
regional ischaemia in the in vivo condition. These proto-
cols were specifically chosen to 1) characterise the high-
est cardioprotective potential with FA administration in
the isolated heart, by supplying FA before, during and
after ischemia in the laboratory condition, and 2) charac-
terise FA cardioprotective potential using a clinically-
relevant protocol of supplying FA only when needed
(thus mimicking the situation that a patient is suddenly
presented with an acute MI, i.e. ischemia is already
present). In addition, using this protocol allowed direct
comparison with the study of Moens et al. [6], who also
provide FA only during the regional ischemic period.
However, it remains to be determined whether FA
administered before ischaemia can protect with fentanyl/
propofol anaesthesia and/or the diabetic and aged hearts.

Conclusions
In conclusion, we have demonstrated that the initial very
promising cardioprotective intervention of FA treatment
against cardiac I/R injury, is critically dependent on
several important experimental conditions with rele-
vance to the clinical scenario, such as concentration,
ischaemic duration, anaesthetic regimen employed and
health status of the animals. Extensive pre-clinical test-
ing of potential cardioprotective interventions, with
unbiased emphasis on both positive and negative results,
is imperative before embarking on clinical testing.

Abbreviations
eNOS: Endothelial nitric oxide synthase; FA: Folic acid; I/R: Ischemia-reperfusion;
I: Ischemia; LDH: Lactate dehydrogenase enzyme; TTC: 2, 3, 5-triphenyltetrazolium
chloride; WT: Wild-type.

Competing interests
The authors declare that they have no competing interests.

Authors’ contributions
CJZ, AK and AH conceived and designed the experiments. CJZ and AK
performed the experiments. CJZ, RS, AK and AH analysed the data. TBMH
contributed reagents/materials/analysis tools. CJZ, AH, TBMH, NCW and MWH
wrote the paper. All authors read and approved the final manuscript.

Acknowledgements
This work was supported by a 2012 European Society of Anaesthesiology
research support grant to C.J.Z.

Author details
1Laboratory of Experimental Anaesthesiology, Department of
Anaesthesiology, Academic Medical Centre, Amsterdam, The Netherlands.
2Institute of Cardiovascular Physiology, Heinrich-Heine University, Düsseldorf,
Germany. 3Tytgat Institute for Liver and Intestinal Research, Academic
Medical Centre, Amsterdam, The Netherlands. 4Department of
Anaesthesiology, Academic Medical Centre, University of Amsterdam,
Meibergdreef 9, Amsterdam 1105 AZ, The Netherlands.

Received: 14 August 2014 Accepted: 11 November 2014

References
1. Murry CE, Jennings RB, Reimer KA: Preconditioning with ischaemia: a delay of

lethal cell injury in ischaemic myocardium. Circulation 1986, 74:1124–1136.
2. Kloner RA: Current state of clinical translation of cardioprotective agents

for acute myocardial infarction. Circ Res 2013, 113:451–463.
3. Van der Heide RS, Steenbergen C: Cardioprotection an myocardial

reperfusion: pitfalls to clinical application. Circ Res 2013, 113:464–477.
4. Perrin S: Preclinical research: make mouse studies work. Nature 2014,

507:423–425.
5. Begley CG, Ellis LM: Raise standards for preclinical cancer research. Nature

2012, 483:531–533.
6. Moens AL, Hunter CC, Claeys MJ, Tavazzi B, Kaminski PM, Wolin MS,

Borgonjon DJ, Van Nassauw L, Haile A, Zviman M, Bedja D, Wuyts FL,
Elsaesser RS, Cos P, Gabrielson KL, Lazzarino G, Paolocci N, Timmermans JP,
Vrints CJ, Kass DA: High-dose folic acid pretreatment blunts cardiac
dysfunction during ischaemia coupled to maintenance of high-energy
phosphates and reduces postreperfusion injury. Circulation 2008,
117:1810–1819.



Zuurbier et al. Journal of Translational Medicine 2014, 12:325 Page 12 of 12
http://www.translational-medicine.com/content/12/1/325
7. Tian R, Ingwall JS: How does folic acid cure heart attacks? Circulation 2008,
117:1772–1774.

8. Manintveld OC, Te Lintel HM, van den Bos EJ, Suurenbroek GM, Dekkers DH,
Verdouw PD, Lamers JM, Duncker DJ: Cardiac effects of postconditioning
depend critically on the duration of index ischaemia. Am J Physiol Heart
Circ Physiol 2007, 292:H1551–H1560.

9. Peart JN, Pepe S, Reichelt ME, Beckett N, Hoe LS, Ozberk V, Niesman IR, Patel
HH, Headrick JP: Dysfunctional survival-signalling in stress-intolerance in
aged murine and human myocardium. Exp Gerontol 2014, 50:72–81.

10. Cai M, Yuangjing L, Xu Y, Swartz HM, Chen CL, Chen YR, He G: Endothelia
NOS activity and myocardial oxygen metabolism define the salvageable
ischemic time window for ischemic preconditioning. Am J Physiol Heart
Circ Physiol 2013, 300:H1069–H1077.

11. Heinen A, Huhn R, Smeele KM, Zuurbier CJ, Schlack W, Preckel B, Weber NC,
Hollmann MW: Helium-induced preconditioning in young and old rat
heart: impact of mitochondrial Ca(2+)-sensitive potassium channel
activation. Anesthesiology 2008, 109:830–836.

12. Shesely EG, Maeda N, Kim HS, Desai KM, Krege JH, Laubach VE, Sherman PA,
Sessa WC, Smithies O: Elevated blood pressures in mice lacking endothelial
nitric oxide synthase. Proc Natl Acad Sci U S A 1996, 93:13176–13181.

13. Gürel E, Smeele KM, Eerbeek O, Koeman A, Demirci C, Hollmann MW,
Zuurbier CJ: Ischaemic preconditioning affects hexokinase activity and
HKII in different subcellular compartments throughout cardiac
ischaemia-reperfusion. J Appl Physiol 2009, 106:1909–1916.

14. Zuurbier CJ, Jong WM, Eerbeek O, Koeman A, Pulskens WP, Butter LM,
Leemans JC, Hollmann MW: Deletion of the innate immune NLRP3
receptor abolishes cardiac ischaemic preconditioning and is associated
with decreased IL-6/STAT3 signaling. PLoS One 2012, 7:e40643.

15. Chouchani ET, Methner C, Nadtochiy SM, Logan A, Pell VR, Ding S, James
AM, Cocheme HM, Reinhold J, Lilley KS, Partridge L, Fearnley IM, Robinson
AJ, Hartley RC, Smith RA, Krieg T, Brookes PS, Murphy MP: Cardioprotection
by S-nitrosation of a cysteine switch on mitochondrial complex I. Nat Med
2013, 19:753–759.

16. Smeele KM, Southworth R, Wu R, Xie C, Nederlof R, Warley A, Nelson JK,
Van Horssen P, van den Wijngaard JP, Heikkinen S, Laakso M, Koeman A, Siebes
M, Eerbeek O, Akar FG, Ardehali H, Hollmann MW, Zuurbier CJ: Disruption of
hexokinase II-mitochondrial binding blocks ischaemic preconditioning and
causes rapid necrosis. Circ Res 2011, 108:1165–1169.

17. Tong HY, Chien WN, Steenbergen C, Murphy E: Ischaemic preconditioning
activates phosphatidylinositol-3-kinase upstream of protein kinase C.
Circ Res 2000, 2000(87):309–315.

18. Bergmeyer HU: Methoden der Enzymatischen Analyse. Weinheim: Verlag
Chemie; 1970.

19. Antoniades C, Shirodaria C, Warrick N, Cai S, de Bono J, Lee J,
Leeson P, Neubauer S, Ratnatunga C, Pillai R, Refsum H, Channon KM:
5-Methyltetrahydrofolate rapidly improves endothelial function and
decreases superoxide production in human vessels. Circulation 2007,
114:1193–1201.

20. Moat SJ, Madhavan A, Taylor SY, Payne N, Allen RH, Stabler SP, Goodfellow
J, McDowell IFW, Lewis MJ, Lang D: High- but not low-dose folic acid
imporves endothelial function in coronary artery disease. Eur J Clin Invest
2006, 36:850–859.

21. Moens AL, Ketner EA, Takimoto E, Schmidt TS, O’Neill CA, Wolin MS, Alp NJ,
Channon KM, Kass DA: Bi-modal dose-dependent cardiac response to
tetrahydrobiopterin in pressure-overload induced hypertrophy and heart
failure. J Mol Cell Cardiol 2011, 51:564–569.

22. Moat SJ, Clarke ZL, Madhavan AK, Lewis MJ, Lang D: Folic acid reverses
endothelial dysfunction induced by inhibition of tetrahydrobiopterin
synthesis. Eur J Pharmacol 2006, 530:250–258.

23. Dumitrescu C, Biondi R, Xia Y, Cardounel AJ, Druhan LJ, Ambrosio G, Zweier
JL: Myocardial ischaemia results in tetrahydrobiopterin (BH4) oxidation
with impaired endothelial function ameliorated by BH4. Proc Natl Acad
Sci U S A 2007, 104:15081–15086.

24. Sumeray MS, Rees DD, Yellon DM: Infarct size and nitric oxide synthase in
murine myocardium. J Mol Cell Cardiol 2000, 32:35–42.

25. Delp MD, Behnke BJ, Speir SA, Wu G, Muller-Delp JM: Ageing diminishes
endothelium-deoendent vasodilation and tetrahydrobiopterin content in
rat skeletal muscle arterioles. J Physiol 2008, 586:1161–1168.

26. Yang YM, Huang A, Kaley G, Sun D: eNOS uncoupling and endothelial
dysfunction in aged vessels. Am J Physiol Heart Circ Physiol 2009,
297:H1829–H1836.
27. Shinozaki K, Kashiwagi A, Nishio Y, Okamura T, Toshida Y, Masada M,
Toda N, Kikkawa R: Abnormal biopterin metabolism is a major cause of
impaired endothelium-dependent relaxation through nitric oxide/O2-
imbalance in insulin-resistant rat aorta. Diabetes 1999, 48:2437–2445.

28. Stroes ESG, Van Faassen EE, Martasek P, Boer P, Govers R, Rabelink TJ: Folic
acid reverts dysfunction of endothelial nitric oxide synthase. Circ Res
2000, 86:1129–1134.

29. Hyndham ME, Verma S, Rosenfeld RJ, Anderson TJ, Parsons HG: Interaction
of 5-methyltetrahydrofolate and tetrahydrobiopterin on endothelial
function. Am J Physiol Heart Circ Physiol 2002, 282:H2167–H2172.

30. Miki T, Itoh T, Sunaga D, Miura T: Effects of diabetes on myocardial infarct
size and cardioprotection by preconditioning and postconditioning.
Cardiovasc Diabetol 2012, 11:67.

31. Van Etten RW, De Koning EJP, Verhaar MC, Gaillard CAJM, Rabelink TJ:
Impaired NO-dependent vasodilation in patients with type II (non-insulin-
dependent) diabetes mellitus is restored by acute administration of folate.
Diabetologia 2002, 45:1004–1010.

32. Gürel E, Ustunova S, Kapucu A, Yilmazer N, Eerbeek O, Nederlof R, Hollmann
MW, Demirci-Tansel C, Zuurbier CJ: Hexokinase cellular trafficking in
ischaemia-reperfusion and ischaemic preconditioning is altered in type I
diabetic heart. Mol Biol Rep 2013, 40:4153–4160.

33. Donner D, Headrick JP, Peart JN, Du Toit EF: Obesity improves myocardial
ischaemic tolerance and RISK signalling in insulin-insensitive rats. Dis
Mod Mechan 2013, 6:457–466.

34. Rhodes SS, Camara AKS, Heisner JS, Riess ML, Aldakkak M, Stowe DF:
Reduced mitochondrial Ca2+ loading and improved functional recovery
after ischaemia-reperfusion injury in old vs. young guinea pig hearts.
Am J Physiol Heart Circ Physiol 2012, 302:H855–H863.

35. Sniecinski R, Liu H: Reduced efficacy of volatile anaesthetic preconditioning
with advanced age in isolated rat myocardium. Anesthesiology 2004,
100:589–597.

36. Kottenberg E, Musiolik J, Thielmann M, Jakob H, Peters J, Heusch G:
Interference of propofol with signal transducer and activator of
transcription 5 activation and cardioprotection by remore ischaemic
preconditioning during coronary artery bypass grafting. J Thorac
Cardiovasc Surg 2014, 147:376–382.

37. Kottenberg E, Thielmann M, Bergmann L, Heine T, Jakob H, Heusch G,
Peters J: Protection by remote ischaemic preconditioning during
coronary artery bypass graft surgery with isoflurane but not propofol - a
clinical trial. Acta Anaesthesiol Scand 2012, 56:30–38.

38. Javadov SA, Lim KHH, Kerr PM, Suleiman MS, Angelini GD, Halestrap A:
Protection of heart from reperfusion injury by propofol is associated
with inhibition of the mitochondrial permeability transition. Cardiovasc
Res 2000, 45:360–369.

39. Shao H, Li J, Zhou Y, Ge Z, Fan J, Shao Z, Zeng Y: Dose-dependent
protective effect of propofol against mitochondrial dysfunction in
ischaemic/reperfused rat heart: role of cardiolipin. Br J Pharmacol 2008,
153:1641–1649.

40. Hirata N, Shim YH, Pravdic D, Lohr NL, Pratt PF Jr, Weihrauch D, Kersten JR,
Warltier DC, Bosnjak ZJ, Bienengraeber M: Isoflurane differentially
modulated mitochondrial reactive oxygen species production via
forward versus reverse electron transport flow: implications for
preconditioning. Anesthesiology 2011, 115:531–540.

41. Zuurbier CJ, Koeman A, Houten SM, Hollmann MW, Florijn WJ: Optimizing
anaesthetic regimen for surgery in mice through minimization of
haemodynamic, metabolic, and inflammatory perturbations. Exp Biol Med
2014, 239:737–746.

42. Cross HR, Opie LH, Radda GK, Clarke K: Is a high glycogen content
beneficial or detrimental to the ischemic rat heart? A controversy
resolved. Circ Res 1996, 78:482–491.

doi:10.1186/s12967-014-0325-8
Cite this article as: Zuurbier et al.: Cardioprotective efficacy depends
critically on pharmacological dose, duration of ischaemia, health status
of animals and choice of anaesthetic regimen: a case study with folic acid.
Journal of Translational Medicine 2014 12:325.


	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Animals
	Isolated mouse heart perfusion
	Experimental protocol isolated hearts
	Biochemical determinations
	In vivo cardiac I/R rats
	Experimental protocol in�vivo I/R
	Infarct size measurement
	Statistics

	Results
	FA treatment effects in isolated mouse hearts
	FA protective effects are mediated through eNOS
	FA treatment effects against in�vivo cardiac I/R in pentobarbital-anaesthetised rats
	FA treatment effects against in�vivo cardiac I/R in fentanyl/propofol-anaesthetised rats

	Discussion
	Folic acid protection and FA concentration
	Folic acid protection and duration of ischaemia
	Folic acid protection is mediated through eNOS
	Folic acid protection in diseased animals
	Folic acid protection and anaesthesia
	Methodological considerations

	Conclusions
	Abbreviations
	Competing interests
	Authors’ contributions
	Acknowledgements
	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


