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Abstract

Background: Nuclear magnetic resonance (NMR) imaging and spectroscopy have been applied to assess skeletal
muscle oxidative metabolism. Therefore, in-vivo NMR may enable the characterization of ischemia-reperfusion
injury. The goal of this study was to evaluate whether NMR could detect the effects of ischemic preconditioning
(IPC) in healthy subjects.

Methods: Twenty-three participants were included in two randomized crossover protocols in which the effects of
IPC were measured by NMR and muscle force assessments. Leg ischemia was administered for 20 minutes with or
without a subsequent impaired reperfusion for 5 minutes (stenosis model). IPC was administered 4 or 48 hours
prior to ischemia. Changes in 31phosphate NMR spectroscopy and blood oxygen level-dependent (BOLD) signals
were recorded. 3-Tesla NMR data were compared to those obtained for isometric muscular strength.

Results: The phosphocreatine (PCr) signal decreased robustly during ischemia and recovered rapidly during
reperfusion. In contrast to PCr, the recovery of muscular strength was slow. During post-ischemic stenosis, PCr
increased only slightly. The BOLD signal intensity decreased during ischemia, ischemic exercise and post-ischemic
stenosis but increased during hyperemic reperfusion. IPC 4 hours prior to ischemia significantly increased the
maximal PCr reperfusion signal and mitigated the peak BOLD signal during reperfusion.

Conclusions: Ischemic preconditioning positively influenced muscle metabolism during reperfusion; this resulted in
an increase in PCr production and higher oxygen consumption, thereby mitigating the peak BOLD signal. In
addition, an impairment of energy replenishment during the low-flow reperfusion was detected in this model.
Thus, functional NMR is capable of characterizing changes in reperfusion and in therapeutic interventions in vivo.

Trial Registration: ClinicalTrials.gov: NCT00883467

Background
The rapid reestablishment of perfusion may salvage
ischemic tissue. However, reperfusion itself can result in
additional cell damage, which is known as ischemia-
reperfusion injury (IRI) [1,2]. Furthermore, a residual
impairment of blood flow may limit functional recovery.

The development of strategies aimed at mitigating IRI is
hindered by a lack of experimental human models.
Ischemic preconditioning (IPC) is an established

method to avoid IRI in different vascular beds [3-5].
The controlled repeated application of short periods of
ischemia preceding a prolonged ischemic episode could
also protect remote tissue against IRI [6]. The effects of
IPC may be divided into an early phase of protection,
which occurs during the first hours after IPC, and a late
phase of protection, which is observed approximately 48
hours after IPC [7,8]. Previous data suggest that there is
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great variation in the amount of protection conferred by
this mechanical intervention [6,7,9], and different proto-
cols have been used for IRI attenuation in clinical
studies.
We hypothesized that the effects of IPC and the reper-

fusion pattern in the ischemic lower leg muscle could be
detected and further analyzed using high-field magnetic
resonance. Therefore, 3-Tesla magnetic resonance spec-
troscopy (MRS) of 31P was applied in healthy subjects to
quantify the levels of adenosine triphosphate (ATP),
phosphocreatine (PCr) and inorganic phosphate (Pi) as
well as intracellular pH. Blood oxygen level-dependent
(BOLD) functional magnetic resonance imaging (fMRI)
was also performed in these subjects.
Phosphorus MR spectroscopy is a validated technique

to investigate ischemia and the effects of physical exer-
cise [10-12]. The measurements obtained using this
technique show a low variability in repeated testing and
correlate closely with those determined for the whole
body maximal oxygen uptake [13]. 31P spectroscopy pro-
vides a marker of mitochondrial function and the oxida-
tive capacity of tissues [14].
BOLD fMRI has been previously applied to measure

local blood oxygenation to evaluate cerebral blood flow
as well as skeletal muscle and myocardial perfusion [15].
In patients with peripheral artery occlusive disease,
BOLD imaging can characterize post-ischemic hypere-
mia [16] and the effects of percutaneous transarterial
angioplasty [17]. This method is based on the differen-
tial effects of oxygenated and deoxygenated hemoglobin
on the homogeneity and signal intensity of microscopic
magnetic fields [18,19]. As additional outcome para-
meters, serum markers of muscle injury and muscle
force were measured and compared to NMR results in
the present study.

Methods
The study was approved by the Ethics Committee of the
Medical University of Vienna and conformed to the
principles outlined in the Declaration of Helsinki,
including current revisions and the Good Clinical Prac-
tice guidelines. The study protocol is registered at Clini-
calTrials.gov (NCT00883467).

Study design and population
This study comprised two different protocols. In the
first protocol, 14 healthy male Caucasian subjects were
subjected to NMR studies (age: 27 ± 7 years, body mass
index: 22.4 ± 1.9 kg/m2). In the second protocol, 9
healthy male subjects (age: 27 ± 8 years, body mass
index: 22.2 ± 1.3 kg/m2) were recruited to assess iso-
metric muscle strength. Both protocols followed a ran-
domized crossover design. After informed consent was
obtained, all of the subjects underwent a complete

health examination, including a physical examination,
ECG and laboratory screening. The inclusion criteria
were no history or signs of clinically relevant illness dur-
ing the two weeks preceding the first day of the study
and no contraindications for NMR scanning. The sub-
jects were drug-free (including over-the-counter medica-
tions) for three weeks prior to the screening and until
completion of the study. Four or eight study days with a
washout interval of ≥6 days were scheduled for each
participant according to a pre-defined protocol.

Description of the NMR studies
The participants abstained from the consumption of
alcohol and stimulating beverages containing xanthine
derivatives for 12 hours before each trial period and
were studied after an overnight fast. The participants
also avoided heavy physical exercise for 3 days prior to
the NMR and force measurements.
Preconditioning sequence
IPC was administered on two study days in each NMR
protocol and on two study days together with the mea-
surement of muscle force. In the NMR studies, the
intervals between mechanical intervention and the
initiation of measurements were 4 and 48 hours to
detect the short- and long-term effects of IPC, respec-
tively. Because long-term IPC had no effect on the
NMR measurements in the first experiments, IPC was
subsequently performed only 4 hours prior to the mea-
surements obtained in the muscle force trial. IPC con-
sisted of three 5-min periods of ischemia that were
separated by two 10-min reperfusion intervals. For
ischemia, a cuff that was inflated to 200 mm Hg was
placed on the right thigh.
Administration of ischemia and low-flow reperfusion
(stenosis)
Limb ischemia was administered to the right leg for 20
min using a thigh cuff that was inflated to suprasystolic
pressure (200 mm Hg). The predetermined cuff pressure
was achieved within four seconds of inflation using pres-
surized air. During the last two minutes of ischemia in
the NMR protocol, the subjects performed plantar flex-
ions at a half-maximal contraction force. These plantar
flexions were carried out on an exercise rig every 4 sec-
onds until exhaustion, as described previously [20]. Low
flow reperfusion was induced by deflating the thigh cuff
to 30 mm Hg below the systolic pressure for a total of 5
min following ischemia.
NMR recordings
NMR signals were acquired beginning at two min prior to
ischemia until 30 min after release of the cuff (Figure 1).
The measurements were performed using a 3T Tim Trio
whole-body scanner (Siemens Medical Solutions, Erlangen,
Germany). The right leg of the subject was fixed to a woo-
den exercise rig as described previously [10]. Changes in
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high-energy phosphate levels were recorded using a circu-
lar, double-resonant 31P/1H surface coil with a diameter of
105/95 mm (RAPID, Germany), which was positioned
below the medial head of the right gastrocnemius muscle.
A pulse-acquire procedure was used to collect the data. At
the beginning of the experiment, the pulse was calibrated
to maximize the signal yield. The dynamic scan lasted for
approximately 50 min, during which a single acquisition
was collected every 4 seconds. PCr and Pi resonances were
quantified using AMARES [21] in jMRUI [22], pH was cal-
culated from their frequency difference. Post-exercise post-
ischemic PCr recovery was fitted to a single exponential
equation plus a linear component to account for long-term
instabilities in perl/PDL [23] using the Fit-Levmar module.
Blood oxygen level-dependent (BOLD) signals were

calculated from fat-suppressed echo-planar images,
recorded by a flexible coil wrapped around the subjects’
calf (TR = 0.5 s, 90 deg. Flip angle, 5400 scans, TE= 44
ms, 128 pixels, 5 slices, 102 phase encodings, recon-
struction to 128, 1.4 mm in-plane resolution, 5-mm-
thick slices). Dicom images were exported and con-
verted into the minc (http://www.bic.mni.mcgill.ca/Ser-
vicesSoftware/MINC) format for further processing. 100
images were blurred and averaged. This served as the
reference to which all EPI were registered to correct for
motion. They were resampled in the slice direction
because the registration was done in three dimensions
to correct also for through plane motion. A full 12 para-
meter linear registration the minctracc utility was used
to calculate the transformation. To improve signal to
noise ratio (SNR) and to minimize computation time,
the parameters were calculated for five averaged scans.

After image registration, manually drawn regions of
interest (ROI) covering the soleus, gastrocnemius and
tibialis anterior muscle were extracted. Large vessels
were filtered based on the characteristic hyperintense
signal which disappears during ischemia. Afterwards the
signal was summed to achieve a time course for each
individual muscle. This was then characterized by taking
values at predefined points.

Assessment of isometric muscular strength
Four trial days were scheduled for each participant. On
two days, ischemia-reperfusion was administered both
with and without postischemic stenosis. On the other
two days, IPC was performed four hours prior to ische-
mia both with and without post-ischemic stenosis. The
cuff pressure reduction to 30 mm Hg below systolic
pressure caused post-ischemic stenosis. Muscular
strength was measured prior to ischemia, during the last
2 min of ischemia and every 5 min after reperfusion for
a total of 20 minutes. The Biodex 3 dynamometer (Bio-
dex Medical Systems, Shirley, New York, USA) was used
to quantify the isometric plantar flexion/dorsiflexion
strength of the right leg ankle muscles, according to the
specifications of the manufacturer [24-26].
The participants performed three sets of maximal

voluntary isometric plantar flexion/dorsiflexion contrac-
tions (ankle angle: 15° flexion, knee flexion: 20-30°),
which were maintained for five seconds each. The maxi-
mal isometric force was measured and normalized to
body weight. During ischemia, only plantar flexion
strength was measured, and the results corresponded to
the muscular work performed in the exercise rig.

Figure 1 Schema of NMR data acquisition. Time course was equal for 31P spectroscopy and BOLD imaging. The first line shows the baseline
day without low flow, the second line the day with low flow but without ischemic preconditioning (IPC) and the third line represents the two
days with IPC.
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Laboratory analysis
Venous blood was collected during the NMR studies.
Blood was collected to measure the levels of creatine
kinase, lactate dehydrogenase, free hemoglobin and C-
reactive protein before ischemia and at 5 min, 15 min,
and 24 hours after reperfusion.

Statistical Analysis
The data sets were analyzed descriptively, and the
results are presented as the mean ± SD or the median
(quartiles) for parametric and non-parametric data,
respectively. To compare the outcome parameters
among the groups, analysis of variance or the Kruskal-
Wallis test was used to evaluate parametric and non-
parametric data, respectively. P-values less than 0.05
were considered significant. All statistical analyses were
performed using SPSS V17 for Macintosh (SPSS Inc.,
Chicago, Illinois, USA).

Results
Four participants completed both NMR protocols, four
completed 31P MRS studies and six completed BOLD
fMRI studies. There were no changes in blood pressure
or in the concentrations of circulating creatine kinase,
free hemoglobin or C-reactive protein across the study
periods (additional file 1 + 2). IPC 48 hours prior to
ischemia decreased lactate dehydrogenase serum con-
centrations from 197 ± 18 U/l to 156 ± 16 U/l (p <
0.006, n=8) before the application of ischemia (addi-
tional file 2).

31P MRS
The PCr signal decreased substantially during ischemia
and exercise to 44 ± 13% of the baseline value (Table 1,
Figure 2). Following complete reperfusion, the PCr sig-
nal recovered quickly, the average time constants are
reported in Table 1. Normalized levels were observed
within 230 ± 102 seconds. In contrast, the PCr signal
increased modestly during the 5-min post-ischemic ste-
nosis period from trough values of 40 ± 11% to 46 ±
15% of the baseline value. A rapid recovery of the PCr
signal was again observed within 243 ± 83 seconds after
full reperfusion (Table 1, Figure 2). Pi increased during
ischemia and exercise (Table 1). The effect of reperfu-
sion was similar with or without preceding stenosis.
Reperfusion significantly reduced Pi from the baseline
NMR signal (p < 0.001). PCr signals normalized at the
end of the observation period. pH values increased
slowly during ischemic rest and dropped rapidly during
exercise and initial recovery (Table 2). They slowly
returned to baseline values during further recovery. Dur-
ing stenosis, pH decreased slightly.
IPC four hours prior to ischemia/exercise and post-

ischemic stenosis significantly increased the maximal

PCr reperfusion signal intensity compared to ischemia/
exercise and post-ischemic stenosis alone (Table 1, Fig-
ure 2), but had no influence on the speed of recovery.
IPC 48 hours before ischemia had no effect on the time
course of PCr. IPC had no significant impact on pH or
Pi. During the measurements, no changes in ATP were
observed.

BOLD fMRI
Ischemia rapidly decreased the BOLD signal intensity
within the first 100 seconds of cuff occlusion. The
BOLD signals were stable at 88 ± 6%, 86 ± 8%, 84 ± 9%
and 84 ± 9% of baseline after 5, 10, 15 and 18 min of
ischemia, respectively (Figures 3 and 4). Post-ischemic
stenosis produced an additional decline of the BOLD
signal to 70 ± 17% of the baseline value. During com-
plete reperfusion, the maximum signal intensity was 124
± 15% and 123 ± 16% of the baseline value with and
without post-ischemic stenosis, respectively.
IPC 4 hours prior to ischemia did not affect the

BOLD signal decline during ischemia, but it mitigated
the peak BOLD signal following post-ischemic stenosis
during reperfusion to 108 ± 13% of the baseline value (p
= 0.029 vs. no IPC). This effect of IPC was evident in
the gastrocnemius and soleus muscles, which were
exhausted by anaerobic exercise, but it was not observed
in the tibialis anterior muscle (Table 3, Figures 3 and 4).
IPC 48 hours prior to ischemia had no effect on the
peak BOLD signal after the post-ischemic stenosis.

Isometric muscle strength measurement
One participant withdrew his consent prior to the first
day of the study, and the measurements for two subjects
were unavailable for analysis on two study days for tech-
nical reasons.
The maximum ankle plantar flexion and dorsiflexion

strengths were 129 ± 48 Nm and 48 ± 14 Nm at base-
line, respectively. During ischemia, plantar flexion
strength was reduced to 28 ± 17% of the baseline value.
Post-ischemic stenosis for five min further decreased
plantar flexion strength to 22 ± 16% of baseline (Figure
5). After 5, 10 and 15 min of complete cuff release,
muscular strength recovered to 66 ± 31%, 65 ± 24% and
70 ± 21% of the baseline value in subjects without post-
ischemic stenosis and to 73 ± 18%, 71 ± 19% and 71 ±
18% of the baseline value in subjects with post-ischemic
stenosis (p = ns).
Plantar dorsiflexion strength was also reduced in

response to ischemia. After the post-ischemic stenosis,
muscle strength was 4 ± 9% of the baseline value (p =
0.007 vs. complete reperfusion). After 5, 10 and 15 min
of complete cuff release, dorsiflexion strength recovered
to 55 ± 50%, 62 ± 39% and 69 ± 28% of the baseline
value in subjects without post-ischemic stenosis and to
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67 ± 38%, 74 ± 36% and 69 ± 32% of the baseline value
in subjects with post-ischemic stenosis (p = ns).
IPC 4 hours before ischemia had no effect on the time

course of ankle plantar flexion or on dorsiflexion
strength recovery.

Discussion
Multi-modal in vivo NMR in IRI enables the evaluation
of mitochondrial oxidative metabolism, muscle meta-
bolic changes and changes in perfusion. The additional
measurement of functional skeletal muscle deficits

allows for the interpretation of NMR data and their
relationship with force recovery.

Preconditioning effect on NMR signals during reperfusion
The results of the present study demonstrate the influ-
ence of IPC on PCr and the BOLD signal. Whereas IPC
was unable to prevent PCr depletion during ischemia or
post-ischemic stenosis, peak concentrations of PCr after
reperfusion were substantially higher after IPC com-
pared to the control group. This effect was only
observed when IPC was applied 4 hours prior to ische-
mia. A mitigation of reperfusion-induced increases in
the BOLD signal amplitude was consistently recorded
by BOLD imaging in subjects who were exposed to IPC
4 hours before ischemia. IPC 48 hours before ischemia
did not affect the PCr and BOLD signal intensity.

31P MRS signal changes
Phosphorus MR spectroscopy was applied to assess
muscle metabolism in different populations, conditions
and diseases. The simultaneous measurement of ATP,
PCr and Pi, and consequently pH, provides insight into
the energy status of the tissue and its capacity to
undergo oxidative phosphorylation. The effect of IPC on
pH was not significant. The PCr time course was the
most useful analysis for elucidating the effects of IPC on
IRI. This is the first study to demonstrate an effect of
IPC using 31P MRS in human skeletal muscle. However,
Miyamae et al. have previously described the effects of
IPC on 31P spectroscopy in the porcine heart [27], in
which, comparable to the present findings, a pro-
nounced PCr overshoot was induced by IPC.

Table 1 Phosphocreatine and Pi MRS signals

Phosphocreatine (% of
baseline)

Ischemia and
exercise

Post-ischemic
stenosis

Post-ischemic stenosis and 4 h
IPC

Post-ischemic stenosis and 48 h
IPC

Number of subjects (n = 7) (n = 8) (n = 8) (n = 8)

Ischemia 79 ± 3* 76 ± 8* 79 ± 5 76 ± 3*

Ischemic exercise 44 ± 13* 40 ± 11* 49 ± 17* 39 ± 12*

Post-ischemic stenosis - 46 ± 15* 55 ± 16* 45 ± 17*

Reperfusion 106 ± 5 104 ± 10 121 ± 20† 109 ± 9

End 105 ± 3 103 ± 9 117 ± 20 108 ± 13

PCr recovery time-constant (s) 46 ± 20 49 ± 17 43 ± 15 47 ± 17

Inorganic phosphate (% of
baseline)

Ischemia and
exercise

Post-ischemic
stenosis

Post-ischemic stenosis and 4 h
IPC

Post-ischemic stenosis and 48 h
IPC

Number of subjects (n = 7) (n = 8) (n = 8) (n = 8)

Ischemia 334 ± 44* 305 ± 62* 321 ± 89* 310 ± 48

Ischemic exercise 731 ± 183* 657 ± 203* 681 ± 193* 654 ± 281*

Post-ischemic stenosis - 558 ± 229* 578 ± 165* 532 ± 260*

Reperfusion 51 ± 21 37 ± 15 58 ± 24 55 ± 26

End 110 ± 11 90 ± 84 116 ± 34 92 ± 25

Mechanical preconditioning (IPC) was applied 4 h or 48 h before ischemia.

Data represent the means ± SD. The baseline is defined as the NMR signal prior to ischemia. IPC: ischemic preconditioning, * p < 0.05 versus baseline, † p = 0.05
vs. day of post-ischemic stenosis.

Figure 2 31P time course. Time course of phosphocreatine (PCr) at
baseline, during ischemia and reperfusion, and in the presence of
post-ischemic stenosis with or without mechanical preconditioning
four hours before ischemia. The data represent the means ± SEM
(n=8).

Andreas et al. Journal of Cardiovascular Magnetic Resonance 2011, 13:32
http://www.jcmr-online.com/content/13/1/32

Page 5 of 10



IRI induces cell death primarily via impaired and
altered mitochondrial functions. Rapid ATP restoration
is crucial for the re-establishment of mitochondrial
homeostasis and the prevention of additional cell
damage [28]. RNA and protein synthesis are particularly
sensitive to ATP/ADP ratio, and PCr overshoot was
reported in conjunction with increased ATP/ADP ratio
[29]. PCr overshoot was consistently related to IPC in a
repeated measurements ANOVA and was not limited to
a distinct subset of trial participants [30]. PCr overshoot
without IPC was reported to be accompanied by acidifi-
cation as well as alterations in ATP/ADP ratio and Pi
[30]. In the present study, however, PCr overshoot was
measured without any of these other effects after IPC.
The underlying mechanism of the protective effect of
IPC may be a prolonged and increased parallel activa-
tion of oxidative phosphorylation independent of pH or
ADP levels, leading to increased repair capacity of skele-
tal muscle cells [31]. We therefore conclude that IPC
prepares cells to stimulate cellular metabolism during
recovery.
The relatively short period of ischemia employed in

this study did not result in persistent cellular or mito-
chondrial damage and reduced muscular ATP content.
No measureable harm was done to the muscle accord-
ing to pre- and postprocedural serum creatine-kinase
concentrations. IPC did not have any significant influ-
ence on PCr or pH during resting ischemia and exer-
cise. The protective mechanisms of preconditioning
are active during the reperfusion period and not dur-
ing ischemia, which is in good agreement with the
concepts of ischemic preconditioning to act against
reperfusion injury [7]. Therefore, PCr decrease during
insult may not be appropriate to detect IPC effects.
No significant difference in creatine rephosphorylation
rates could be observed. This is in agreement with
unaltered pH and ATP/ADP ratio. We conclude that
IPC is a protective mechanism by activating cellular
metabolism to be eventually prepared for excessive
repair tasks.

BOLD signal changes
The initial rapid decrease in the BOLD signal during
ischemia is caused by hemoglobin deoxygenation
[32,33]. During reperfusion, the signal increase is attrib-
uted to an elevated delivery of oxygenated hemoglobin
and vasodilatation [34]. In addition, the BOLD signal is
influenced by the anatomic and vascular muscle struc-
ture and the (de)oxygenation of myoglobin [35-37]. The
effects of post-ischemic stenosis on venous return may
explain the additional decrease in the BOLD signal dur-
ing impaired reperfusion [34]. The venous system fills
continuously due to a slow arterial inflow, which
increases the amount of deoxygenated hemoglobin and
reduces the BOLD signal.
IPC significantly reduced the peak BOLD signal dur-

ing hyperemia. The protection provided by IPC was
most pronounced in the gastrocnemius muscle, which is
a fast-twitch glycolytic muscle and is the main contribu-
tor to force in repeated plantar flexions [35]. Therefore,
this finding may be explained by a greater exhaustion of
this muscle or by a muscle type-specific signal pattern
[32]. As previously described, the highest peak BOLD
signal during reperfusion is observed in the soleus mus-
cle [38]. The soleus muscle is a slow-twitch muscle that
is rich in capillaries and myoglobin, which likely account
for the pronounced BOLD effect [39].
Flow-mediated hyperemia is a test of forearm resis-

tance and conduit vasculature that is commonly applied
to assess endothelial function. IPC has been previously
shown to preserve forearm endothelial function after 20
min of ischemia [40]. IRI leads to a decrease in hypere-
mic flow-mediated dilatation that can be overcome by
remote ischemic preconditioning. In contrast, the pre-
sent data showed a less pronounced hyperemic peak in
the muscular maximal BOLD signal (Table 3). Thus,
muscular BOLD-based imaging likely reveals far more
complex information than solely flow-mediated dilata-
tion because it integrates the effects of the diameter and
recruiting of capillaries, the myoglobin saturation status,
oxygen consumption and muscle-specific patterns.

Table 2 pH MRS signals

pH Ischemia and
exercise

Post-ischemic
stenosis

Post-ischemic stenosis and 4 h
IPC

Post-ischemic stenosis and 48 h
IPC

Number of subjects (n = 7) (n = 8) (n = 8) (n = 8)

Baseline 7.03 ± 0.02 7.05 ± 0.03 7.05 ± 0.03 7.07 ± 0.05

Ischemia 7.08 ± 0.02* 7.10 ± 0.04* 7.09 ± 0.02* 7.09 ± 0.02

Ischemic exercise 6.93 ± 0.14 6.92 ± 0.14 6.92 ± 0.17 6.98 ± 0.14

Post-ischemic
stenosis

- 6.88 ± 0.12 6.91 ± 0.15 6.96 ± 0.14

Reperfusion 6.85 ± 0.18 6.86 ± 0.12* 6.89 ± 0.17 6.90 ± 0.17

End 7.04 ± 0.02 7.10 ± 0.04 7.07 ± 0.08 7.08 ± 0.02

Mechanical preconditioning (IPC) was applied 4 h or 48 h before ischemia.

Data represent the means ± SD. The baseline is defined as the NMR signal prior to ischemia. IPC: ischemic preconditioning, * p < 0.05 versus baseline.
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Figure 3 BOLD time course. Time course of the BOLD signal in the gastrocnemius, soleus, and tibialis anterior muscles at baseline, during
ischemia and reperfusion, and in the presence of post-ischemic stenosis with or without mechanical preconditioning four hours prior to
ischemia. The data represent the means ± SEM (n=8).
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When muscle exercise is performed on top of ischemia,
the interpretation of BOLD signals becomes more com-
plex and thorough interpretation would require simulta-
neous monitoring with Doppler flow measurement,
arterial spin labeling or near infrared spectroscopy.

Multimodal ischemia-reperfusion assessments explain the
BOLD signal reduction
An increase in PCr formation was observed during
reperfusion four hours after IPC, which indicated that
energy metabolism was improved during the post-
ischemic period. This counter-regulatory PCr produc-
tion was most likely due to an increase in oxidative
phosphorylation in the reperfused tissue. PCr produc-
tion depends on the ATP/ADP ratio and the mitochon-
drial creatine kinase. It is produced by oxidative
phosphorylation [41]. The opposite effect (reduced PCr
depletion during the post-ischemic period due to IPC)
appears to be unlikely because PCr levels in the pre-
sence of IPC are higher than the pre-ischemic values.
Thus, we suspect that there is an increased oxidative
phosphorylation in reperfused tissue after IPC and IRI.
This increases the demand for oxygen in preconditioned

tissue after IRI and the formation of an oxygen gradient.
Therefore, a reduced BOLD signal during the reperfu-
sion period four hours after IPC may be readily
explained by an increased oxygen demand in muscle
cells and therefore a reduced ratio of oxygenated versus
deoxygenated hemoglobin in comparison to non-IPC
tissue. This hypothesis, however, remains to be proven.

Systemic laboratory effects of IRI
IPC 48 hours prior to ischemia decreased the levels of
lactate dehydrogenase, as described previously [42].
However, a reduction of lactate dehydrogenase was
observed before the onset of ischemia. Because the
levels of lactate dehydrogenase were within the normal
range throughout the observation period, this result may
be insignificant.

Impaired reperfusion inhibits PCr recovery
Impaired reperfusion had a potent influence on the
recovery of PCr in healthy subjects. The decline of PCr
during ischemia is consistent with previous data [10,12].
However, low-flow reperfusion prevented the recovery
of PCr and was paralleled by a further reduction of the
BOLD signal and a decrease in muscular strength. The
levels of ATP were stable during the entire process.
This result may be explained by the increased ATP pro-
duction via glycolysis in the cytosol, supported by
decreasing pH values, which is induced by the preceding
ischemia and ischemic contractions [43]. Because it is
driven by mitochondrial creatine kinase, PCr synthesis
depends on mitochondrial ATP generation and is inde-
pendent of cytosolic ATP production. Therefore, our
data indicate that there is an insufficient level of oxida-
tive phosphorylation during low-flow reperfusion and

Figure 4 Echoplanar images for the BOLD signal analysis. The
images are representative of the BOLD source data. An image for
every 4th minute of data collection is shown.

Table 3 Maximum BOLD muscle signal (% of baseline)
after IRI and stenosis with or without IPC

no IPC
(n = 8)

4 h IPC
(n = 8)

48 h IPC
(n = 9)

All muscles 124 ± 15 108 ± 13* 123 ± 11

Tibialis anterior
muscle

121 ± 12 113 ± 10 128 ± 19

Soleus muscle 130 ± 20 109 ± 14* 129 ± 19

Gastrocnemius
muscle

123 ± 18 101 ± 24* 114 ± 8

Data represent the means ± SD. IPC: ischemic preconditioning, *p < 0.05 vs.
no IPC.

Figure 5 Muscle strength time course. Ankle plantar flexion and
dorsiflexion strength before and during ischemia and after
reperfusion with or without post-ischemic stenosis. The data
represent the means ± SEM (n=7).
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that ATP is stabilized via glycolytic ATP generation,
which is comparable to that observed during hypoxic
perfusion [44].
Skeletal muscle PCr was restored far more rapidly

after full reperfusion in comparison to muscular
strength. In addition, muscular strength further
decreased during stenotic reperfusion despite a stable
ATP concentration. This seemingly unexpected finding
may be readily explained by the data reported by Lanza
et al., who state that the reduction of ATP consumption
during ischemic contractions is due to increased muscu-
lar fatigue [44]. The complex mechanisms behind the
process of muscular fatigue have not been fully under-
stood yet. A substantial component may be related to
changes in intracellular pH.
Therefore, muscular strength may not be directly

affected by PCr or ATP synthesis, thus explaining differ-
ent recovery times. Although the subjects exhibited
some variability in muscular strength and in their reac-
tions to the ischemic stimulus, a prolonged force
impairment in the calf muscle was maintained. There-
fore, our data highlight the importance of full and rapid
reperfusion (as opposed to low-flow reperfusion) for the
rapid recovery of muscle force.

Limitations
Only male and healthy subjects were studied in this
trial. Further studies are required to assess these para-
meters in various disease states and take gender aspects
into account. However, the present data may serve as a
reference in further clinical trials. In addition, the sam-
ple size in the present study was relatively small. Ische-
mia-reperfusion tests cause pain and tissue injury, and
ethical constraints limit the duration of the experimental
ischemia. Prolonged ischemia may involve pathophysio-
logical mechanisms in addition to those that occur after
a short-term flow impairment.
It must be noted that although similar findings have

also been reported for cardiac muscle, the present
results cannot be extrapolated to cardiac muscle or to
other tissues.

Conclusions
Combined high-field 31P MRS and BOLD imaging are
suitable for the evaluation of ischemia and reperfusion
mechanisms in skeletal muscle and may be used to test
therapeutic strategies in humans.

Additional material

Additional file 1: Blood pressure and C-reactive protein. This table
presents a descriptive statistic of blood pressure and C-reactive protein
values prior to and after ischemia for every study day.

Additional file 2: Free hemoglobin, lactate dehydrogenase and
creatine kinase. This table presents a descriptive statistic of free
hemoglobin, lactate dehydrogenase and creatine kinase values prior to
and after ischemia for every study day.

Acknowledgements and Funding
This work was supported by a grant from the Vienna Science and
Technology Fund (WWTF).

Author details
1Department of Clinical Pharmacology, Medical University of Vienna,
Waehringer Guertel 18-20, A-1090 Vienna, Austria. 2Center for Medical
Physics and Biomedical Engineering, Medical University of Vienna,
Waehringer Guertel 18-20, A-1090 Vienna, Austria. 3MR Center of Excellence,
Medical University of Vienna, Waehringer Guertel 18-20, A-1090 Vienna,
Austria. 4Department of Physical Medicine and Rehabilitation, Medical
University of Vienna, Waehringer Guertel 18-20, A-1090 Vienna, Austria.

Authors’ contributions
All authors fulfill the criteria for authorship. MA, DD and MW designed and
drafted the interventional protocol, AS and EM developed and applied the
fMRI protocols. MK and RC performed and drafted the measurement of
muscular strength. JB analyzed and evaluated the laboratory data. MA and
MW wrote the final draft. All authors have read and approved submission of
the final draft.

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

Received: 15 February 2011 Accepted: 30 June 2011
Published: 30 June 2011

References
1. Matsumura K, Jeremy RW, Schaper J, Becker LC: Progression of myocardial

necrosis during reperfusion of ischemic myocardium. Circulation 1998,
97(8):795-804.

2. Eefting F, Rensing B, Wigman J, Pannekoek WJ, Liu WM, Cramer MJ, Lips DJ,
Doevendans PA: Role of apoptosis in reperfusion injury. Cardiovasc Res
2004, 61(3):414-426.

3. Murry CE, Jennings RB, Reimer KA: Preconditioning with ischemia: a delay
of lethal cell injury in ischemic myocardium. Circulation 1986,
74(5):1124-1136.

4. Kharbanda RK, Peters M, Walton B, Kattenhorn M, Mullen M, Klein N,
Vallance P, Deanfield J, MacAllister R: Ischemic preconditioning prevents
endothelial injury and systemic neutrophil activation during ischemia-
reperfusion in humans in vivo. Circulation 2001, 103(12):1624-1630.

5. Hausenloy DJ, Mwamure PK, Venugopal V, Harris J, Barnard M, Grundy E,
Ashley E, Vichare S, Di Salvo C, Kolvekar S, et al: Effect of remote ischaemic
preconditioning on myocardial injury in patients undergoing coronary
artery bypass graft surgery: a randomised controlled trial. Lancet 2007,
370(9587):575-579.

6. Cheung MM, Kharbanda RK, Konstantinov IE, Shimizu M, Frndova H, Li J,
Holtby HM, Cox PN, Smallhorn JF, Van Arsdell GS, et al: Randomized
controlled trial of the effects of remote ischemic preconditioning on
children undergoing cardiac surgery: first clinical application in humans.
J Am Coll Cardiol 2006, 47(11):2277-2282.

7. Loukogeorgakis SP, Panagiotidou AT, Broadhead MW, Donald A, Deanfield JE,
MacAllister RJ: Remote ischemic preconditioning provides early and late
protection against endothelial ischemia-reperfusion injury in humans: role
of the autonomic nervous system. J Am Coll Cardiol 2005, 46(3):450-456.

8. Marber MS, Latchman DS, Walker JM, Yellon DM: Cardiac stress protein
elevation 24 hours after brief ischemia or heat stress is associated with
resistance to myocardial infarction. Circulation 1993, 88(3):1264-1272.

9. Kharbanda RK, Mortensen UM, White PA, Kristiansen SB, Schmidt MR,
Hoschtitzky JA, Vogel M, Sorensen K, Redington AN, MacAllister R: Transient
limb ischemia induces remote ischemic preconditioning in vivo.
Circulation 2002, 106(23):2881-2883.

Andreas et al. Journal of Cardiovascular Magnetic Resonance 2011, 13:32
http://www.jcmr-online.com/content/13/1/32

Page 9 of 10

http://www.biomedcentral.com/content/supplementary/1532-429X-13-32-S1.DOC
http://www.biomedcentral.com/content/supplementary/1532-429X-13-32-S2.DOC
http://www.ncbi.nlm.nih.gov/pubmed/9498544?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9498544?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14962473?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/3769170?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/3769170?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11273988?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11273988?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11273988?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17707752?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17707752?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17707752?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16750696?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16750696?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16750696?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16053957?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16053957?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16053957?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8353888?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8353888?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8353888?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12460865?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/12460865?dopt=Abstract


10. Meyerspeer M, Kemp GJ, Mlynarik V, Krssak M, Szendroedi J, Nowotny P,
Roden M, Moser E: Direct noninvasive quantification of lactate and high
energy phosphates simultaneously in exercising human skeletal muscle
by localized magnetic resonance spectroscopy. Magn Reson Med 2007,
57(4):654-660.

11. Jones AM, Wilkerson DP, Fulford J: Muscle [phosphocreatine] dynamics
following the onset of exercise in humans: the influence of baseline
work-rate. J Physiol 2008, 586(3):889-898.

12. Kemp GJ, Meyerspeer M, Moser E: Absolute quantification of phosphorus
metabolite concentrations in human muscle in vivo by 31P MRS: a
quantitative review. NMR Biomed 2007, 20(6):555-565.

13. Larson-Meyer DE, Newcomer BR, Hunter GR, Hetherington HP, Weinsier RL:
31P MRS measurement of mitochondrial function in skeletal muscle:
reliability, force-level sensitivity and relation to whole body maximal
oxygen uptake. NMR Biomed 2000, 13(1):14-27.

14. Paganini AT, Foley JM, Meyer RA: Linear dependence of muscle
phosphocreatine kinetics on oxidative capacity. Am J Physiol 1997, 272(2
Pt 1):C501-510.

15. Dharmakumar R, Arumana JM, Tang R, Harris K, Zhang Z, Li D: Assessment
of regional myocardial oxygenation changes in the presence of
coronary artery stenosis with balanced SSFP imaging at 3.0 T: theory
and experimental evaluation in canines. J Magn Reson Imaging 2008,
27(5):1037-1045.

16. Ledermann HP, Schulte AC, Heidecker HG, Aschwanden M, Jager KA,
Scheffler K, Steinbrich W, Bilecen D: Blood oxygenation level-dependent
magnetic resonance imaging of the skeletal muscle in patients with
peripheral arterial occlusive disease. Circulation 2006, 113(25):2929-2935.

17. Huegli RW, Schulte AC, Aschwanden M, Thalhammer C, Kos S, Jacob AL,
Bilecen D: Effects of percutaneous transluminal angioplasty on muscle
BOLD-MRI in patients with peripheral arterial occlusive disease:
preliminary results. Eur Radiol 2009, 19(2):509-515.

18. Thulborn KR, Waterton JC, Matthews PM, Radda GK: Oxygenation
dependence of the transverse relaxation time of water protons in whole
blood at high field. Biochim Biophys Acta 1982, 714(2):265-270.

19. Ogawa S, Lee TM, Kay AR, Tank DW: Brain magnetic resonance imaging
with contrast dependent on blood oxygenation. Proc Natl Acad Sci USA
1990, 87(24):9868-9872.

20. Meyerspeer M, Krssak M, Kemp GJ, Roden M, Moser E: Dynamic interleaved
1H/31P STEAM MRS at 3 Tesla using a pneumatic force-controlled
plantar flexion exercise rig. Magma 2005, 18(5):257-262.

21. Vanhamme L, van den Boogaart A, Van Huffel S: Improved method for
accurate and efficient quantification of MRS data with use of prior
knowledge. J Magn Reson 1997, 129(1):35-43.

22. Naressi A, Couturier C, Devos JM, Janssen M, Mangeat C, de Beer R,
Graveron-Demilly D: Java-based graphical user interface for the MRUI
quantitation package. Magma 2001, 12(2-3):141-152.

23. Glazebrook K, E F: PDL: The Perl Data Language. The Perl Journal 1997,
5(5).

24. Drouin JM, Valovich-mcLeod TC, Shultz SJ, Gansneder BM, Perrin DH:
Reliability and validity of the Biodex system 3 pro isokinetic
dynamometer velocity, torque and position measurements. Eur J Appl
Physiol 2004, 91(1):22-29.

25. Hartmann A, Knols R, Murer K, de Bruin ED: Reproducibility of an Isokinetic
Strength-Testing Protocol of the Knee and Ankle in Older Adults.
Gerontology 2008.

26. Aydog ST, Ozcakar L, Tetik O, Demirel HA, Hascelik Z, Doral MN: Relation
between foot arch index and ankle strength in elite gymnasts: a
preliminary study. Br J Sports Med 2005, 39(3):e13.

27. Miyamae M, Fujiwara H, Kida M, Yokota R, Tanaka M, Katsuragawa M,
Hasegawa K, Ohura M, Koga K, Yabuuchi Y, et al: Preconditioning improves
energy metabolism during reperfusion but does not attenuate
myocardial stunning in porcine hearts. Circulation 1993, 88(1):223-234.

28. Murphy E, Steenbergen C: Mechanisms underlying acute protection from
cardiac ischemia-reperfusion injury. Physiol Rev 2008, 88(2):581-609.

29. Buttgereit F, Brand MD: A hierarchy of ATP-consuming processes in
mammalian cells. Biochem J 1995, 312(Pt 1):163-167.

30. Zoladz JA, Korzeniewski B, Kulinowski P, Zapart-Bukowska J, Majerczak J,
Jasinski A: Phosphocreatine recovery overshoot after high intensity
exercise in human skeletal muscle is associated with extensive muscle
acidification and a significant decrease in phosphorylation potential. J
Physiol Sci 60(5):331-341.

31. Korzeniewski B, Zoladz JA: Some factors determining the PCr recovery
overshoot in skeletal muscle. Biophys Chem 2005, 116(2):129-136.

32. Lebon V, Carlier PG, Brillault-Salvat C, Leroy-Willig A: Simultaneous
measurement of perfusion and oxygenation changes using a multiple
gradient-echo sequence: application to human muscle study. Magn
Reson Imaging 1998, 16(7):721-729.

33. Toussaint JF, Kwong KK, Mkparu FO, Weisskoff RM, LaRaia PJ, Kantor HL:
Perfusion changes in human skeletal muscle during reactive hyperemia
measured by echo-planar imaging. Magn Reson Med 1996, 35(1):62-69.

34. Duteil S, Wary C, Raynaud JS, Lebon V, Lesage D, Leroy-Willig A, Carlier PG:
Influence of vascular filling and perfusion on BOLD contrast during
reactive hyperemia in human skeletal muscle. Magn Reson Med 2006,
55(2):450-454.

35. Noseworthy MD, Bulte DP, Alfonsi J: BOLD magnetic resonance imaging
of skeletal muscle. Semin Musculoskelet Radiol 2003, 7(4):307-315.

36. Lebon V, Brillault-Salvat C, Bloch G, Leroy-Willig A, Carlier PG: Evidence of
muscle BOLD effect revealed by simultaneous interleaved gradient-echo
NMRI and myoglobin NMRS during leg ischemia. Magn Reson Med 1998,
40(4):551-558.

37. Donahue KM, Van Kylen J, Guven S, El-Bershawi A, Luh WM, Bandettini PA,
Cox RW, Hyde JS, Kissebah AH: Simultaneous gradient-echo/spin-echo EPI
of graded ischemia in human skeletal muscle. J Magn Reson Imaging
1998, 8(5):1106-1113.

38. Schulte AC, Aschwanden M, Bilecen D: Calf muscles at blood oxygen
level-dependent MR imaging: aging effects at postocclusive reactive
hyperemia. Radiology 2008, 247(2):482-489.

39. Gollnick PD, Sjodin B, Karlsson J, Jansson E, Saltin B: Human soleus muscle:
a comparison of fiber composition and enzyme activities with other leg
muscles. Pflugers Arch 1974, 348(3):247-255.

40. Loukogeorgakis SP, Williams R, Panagiotidou AT, Kolvekar SK, Donald A,
Cole TJ, Yellon DM, Deanfield JE, MacAllister RJ: Transient limb ischemia
induces remote preconditioning and remote postconditioning in
humans by a K(ATP)-channel dependent mechanism. Circulation 2007,
116(12):1386-1395.

41. Echegaray M, Rivera MA: Role of creatine kinase isoenzymes on muscular
and cardiorespiratory endurance: genetic and molecular evidence. Sports
Med 2001, 31(13):919-934.

42. Zhou X, Zhai X, Ashraf M: Direct evidence that initial oxidative stress
triggered by preconditioning contributes to second window of
protection by endogenous antioxidant enzyme in myocytes. Circulation
1996, 93(6):1177-1184.

43. Crowther GJ, Kemper WF, Carey MF, Conley KE: Control of glycolysis in
contracting skeletal muscle. II. Turning it off. Am J Physiol Endocrinol
Metab 2002, 282(1):E74-79.

44. Lanza IR, Wigmore DM, Befroy DE, Kent-Braun JA: In vivo ATP production
during free-flow and ischaemic muscle contractions in humans. J Physiol
2006, 577(Pt 1):353-367.

doi:10.1186/1532-429X-13-32
Cite this article as: Andreas et al.: Effect of ischemic preconditioning in
skeletal muscle measured by functional magnetic resonance imaging
and spectroscopy: a randomized crossover trial. Journal of Cardiovascular
Magnetic Resonance 2011 13:32.

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

Andreas et al. Journal of Cardiovascular Magnetic Resonance 2011, 13:32
http://www.jcmr-online.com/content/13/1/32

Page 10 of 10

http://www.ncbi.nlm.nih.gov/pubmed/17390348?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17390348?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17390348?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18063663?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18063663?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18063663?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17628042?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17628042?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17628042?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10668050?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10668050?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/10668050?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9124293?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9124293?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18425840?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18425840?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18425840?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18425840?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16785340?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16785340?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16785340?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18795296?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18795296?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18795296?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/6275909?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/6275909?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/6275909?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2124706?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/2124706?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16320091?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16320091?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16320091?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9405214?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9405214?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9405214?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11390270?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11390270?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14508689?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14508689?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15728681?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15728681?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15728681?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8319337?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8319337?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8319337?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18391174?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18391174?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7492307?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/7492307?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15950825?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/15950825?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9811138?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9811138?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9811138?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8771023?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8771023?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16342333?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16342333?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14735429?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/14735429?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9771572?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9771572?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9771572?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9786149?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/9786149?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18372453?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18372453?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/18372453?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/4275915?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/4275915?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/4275915?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17724264?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17724264?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/17724264?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11708401?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11708401?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8653839?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8653839?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/8653839?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11739086?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/11739086?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16945975?dopt=Abstract
http://www.ncbi.nlm.nih.gov/pubmed/16945975?dopt=Abstract

	Abstract
	Background
	Methods
	Results
	Conclusions
	Trial Registration

	Background
	Methods
	Study design and population
	Description of the NMR studies
	Preconditioning sequence
	Administration of ischemia and low-flow reperfusion (stenosis)
	NMR recordings

	Assessment of isometric muscular strength
	Laboratory analysis
	Statistical Analysis

	Results
	31P MRS
	BOLD fMRI
	Isometric muscle strength measurement

	Discussion
	Preconditioning effect on NMR signals during reperfusion
	31P MRS signal changes
	BOLD signal changes
	Multimodal ischemia-reperfusion assessments explain the BOLD signal reduction
	Systemic laboratory effects of IRI
	Impaired reperfusion inhibits PCr recovery
	Limitations

	Conclusions
	Acknowledgements and Funding
	Author details
	Authors' contributions
	Competing interests
	References

