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Abstract

Introduction: The tissue hemoglobin index (THI) is a hemoglobin
signal strength metric provided on the InSpectra™ StO, Tissue
Oxygenation Monitor, Model 650. There is growing interest
regarding the physiologic meaning of THI and whether a clinically
useful correlation between THI and blood hemoglobin concen-
tration exists. A series of in vitro and in vivo experiments was
performed to evaluate whether THI has potential utility beyond its
primary purpose of helping InSpectra™ device users optimally
position a StO, sensor over muscle tissue.

Methods: The THI and tissue hemoglobin oxygen saturation (StO,)
were measured using the InSpectra™ StO, Tissue Oxygenation
Monitor, Model 650, with a 15 mm optical sensor. A THI normal
reference range was established in the thenar eminence (hand) for
434 nonhospitalized human volunteers. In 30 subjects, the thenar
THI was also evaluated during 5-minute arterial and venous blood
flow occlusions, and with blood volume exsanguination in the hand
induced with an Esmarch bandage. In addition, correlation of the
THI to blood total hemoglobin concentration (Hbt) was studied in
five pigs whose Hbt was isovolumetrically diluted from 13 to 4 g/dI
systemically and 0.5 g/dl locally in the hind limb. The sensitivity and
specificity of the THI to measure tissue hemoglobin concentration
(THC) were characterized in vitro using isolated blood tissue
phantoms.

Results: In human thenar tissue, the average THI was 14.1 £1.6
(mean * standard deviation). The THI extrapolated to 100% blood
volume exsanguination was 3.7 2.0 units presumably from
myoglobin. On average, the THI increased 1.5 £ 1.0 units with
venous occlusion and decreased 4.0 £ 2.0 units with arterial
occlusion. In porcine hind limbs, the THI weakly correlated with
Hbt (2=0.26) while ATHI during venous occlusion had a stronger
correlation (r2=0.62). In vitro tests indicated that THI strongly
correlated (12> 0.99) to phantom THC and was insensitive to StO,
changes.

Conclusions: Steady-state THI values do not reliably indicate Hbt.
The THI is a reproducible quantitative index for THC, and THI
trends can discriminate between arterial or venous blood flow occlu-
sions. The THI magnitude permits the estimation of myoglobin’s
contribution to StO,,.
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Introduction

The InSpectra™ StO, Tissue Oxygenation Monitor, Model
650 (Hutchinson Technology Inc., Hutchinson, MN, USA)
provides continuous non-invasive assessment of tissue hemo-
globin oxygen saturation (StO,) in the clinical setting.
Depressed StO, has been shown to correlate with the
severity of systemic hypoperfusion and mortality in traumatic
shock patients [1,2] and septic shock patients [3,4]. In
addition to StO,, the InSpectra™ monitor displays the tissue
hemoglobin index (THI), a measurement of hemoglobin signal
strength useful for determining whether the StO, sensor is
optimally positioned over muscle.

There is growing interest as to whether the THI is clinically
useful beyond guiding the placement of a StO, sensor. More
recently the THI has been studied during the clinical
assessment of tissue oxygen perfusion status to convert an
StO, downward slope during arterial occlusion to an index of
local oxygen consumption [5] and to assess microvascular
reactivity when blood flow is re-established after arterial
occlusion [6]. Since invasive blood draws are not always
feasible in patients, researchers have sought to establish a
link between non-invasive continuous tissue hemoglobin
measurements (THCs) and blood total hemoglobin concen-
tration (Hbt) [7-10].

The THI measured over the thenar eminence is potentially
comparable with THC in muscle, typically <1 g/dl. Since the
near-infrared spectroscopy (NIRS) method for measuring the
THI assumes a constant but unknown optical path length, the
measured tissue volume is unknown. Absolute units are
therefore not assignable to the THI and it is not known
whether THI values can be used to compare intermittent
nontrended tissue hemoglobin values across a patient
population. Also, since the THI signal includes an unknown

2D,¢, = 760 nm second-derivative optical attenuation signal; ATHI = tissue hemoglobin index increase with 3 minutes of venous occlusion; Hbt =
total hemoglobin concentration; NIRS = near-infrared spectroscopy; PSF = probe scaling factor; StO, = tissue hemoglobin oxygen saturation; THC =

tissue hemoglobin concentration; THI = tissue hemoglobin index.
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contribution from myoglobin, there is uncertainty whether THI
is sensitive to muscle THC and possibly Hbt.

To clarify the physiologic meaning of the THI and to provide
InSpectra™ researchers with insight into whether the THI has
value beyond StO, sensor placement, a series of in vitro and
in vivo experiments was performed. Since no gold standard
for muscle hemoglobin concentration exists, we sought to
demonstrate that the THI algorithm is specific and sensitive to
Hbt in isolated blood-tissue phantoms. To evaluate THI
variation and to establish a normal reference range for human
thenar eminence muscle, the THI was measured in 434
healthy subjects. To estimate the potential contribution of
myoglobin and to provide an estimate of the lowest obtain-
able THI measurement, 30 healthy subjects underwent hand/
forearm blood volume exsanguination with an Esmarch
bandage tourniquet procedure. Additionally, the same 30
subjects underwent head-of-bed elevation and pneumatic
cuff-induced arterial/venous occlusion to evaluate variable
tissue blood volume conditions that could be encountered in a
clinical setting and could confound any correlation between
the THI and Hbt. Isovolumetric hemodilution was performed in
five pigs to evaluate the potential correlation of the THI to Hbt.

Materials and methods

Tissue hemoglobin index measurement equipment

The InSpectra™ StO, Tissue Oxygenation Monitor emits
and detects wavelengths of light at 680 nm, 720 nm,
760 nm, and 800 nm that transcutaneously illuminate and
backscatter from human thenar eminence muscle at a
maximum depth of 15 mm. Light returned to the monitor is
converted into two second-derivative attenuation measure-
ments centered at 720 nm and 760 nm. The optical hard-
ware and calculations necessary for the second-derivative
attenuation and StO, measurements have been previously
described [11].

Tissue hemoglobin index algorithm and calibration

It has been previously shown that 760 nm second-derivative
attenuation measurements are specific to deoxyhemoglobin
optical absorbance [12] and that the blood hemoglobin
oxygen saturation (SO,), Hbt, and traversed distance of light
(optical path length) are three primary physiologic variables
that affect the 760 nm second-derivative optical attenuation
signal (2D,4,) [11]. Hbt can therefore be determined for a
given magnitude of SO, and optical path length using 2D,
spectral measurements.

For the present study, the optical path length was not
measured. The optical path length for a given wavelength,
being grossly dependent upon the optical sensor’s distance
between the illumination and detection optical fibers, is
assumed constant. The THI therefore represents the amount
of total hemoglobin within an unknown volume of tissue, and
accordingly has arbitrary measurement units. The mean signal
depth is estimated to be one-half of the optical sensor
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spacing, with the maximum signal depth equal to the probe
spacing distance (7.5 mm and 15 mm, respectively) [13].

At each possible level of SO, there is a corresponding
linear slope coefficient that empirically describes how
2D,4, changes with Hbt at a given hemoglobin oxygen
saturation and optical path length. The THI measurement
first requires measurement of the StO,, before selecting
the linear slope coefficient value Mgp, used to calculate
the THI as follows:

MSOQ (2Dyg0)
TH=———— (1)
PSF

The probe scaling factor (PSF) can be used to obtain a
common THI scale between different optical probe spacings
or optical path lengths. Since all measurements in the present
study were obtained with a 15 mm optical probe spacing, the
PSF was set to 1.

A custom-made, isolated, dual-layer blood-tissue phantom
apparatus [11] was used to acquire the linear slope
coefficient values needed to calibrate the THI to Hbt in a
tissue phantom. Whole bovine blood containing 10 units/ml
heparin, and diluted to 10 g/dl Hbt with 0.9 wt% saline, was
pumped through the blood-tissue phantom. The optical
sensor was connected to the dual-layer flow cell apparatus.
Paired values of StO, and 2D, were recorded and saved
as the blood SO, was slowly varied between 0 and 100%.
For each paired recording of StO, and 2D,, a linear slope
coefficient value was calculated (Equation (1), PSF = 1, THI
arbitrarily set to 10 at 10 g/dl Hbt). A nonlinear curve fit of
linear slope coefficient versus StO, was used to produce a
calibration look-up table relating the linear slope coefficient to
each StO, level ranging from 0 to 99.9%, in 0.1% incre-
ments. The resultant look-up table was installed within the
monitor’'s software to permanently calibrate THI to 2D, for
all possible levels of StO,.

Isolated blood-tissue phantom: tissue hemoglobin
index sensitivity to total hemoglobin

To evaluate the robustness of the THI algorithm to StO,
changes at constant Hbt, the dual-layer blood loop apparatus
was set up to create low THI, medium THI, and high THI
conditions. Low THI (~5.8) was created with the flow cell
having a 1.0 mm blood layer thickness and 6 g/dl inlet Hbt.
To achieve medium THI (~11.4), the inlet Hbt was increased
to 12 g/dl at 1.0 mm blood layer thickness. To obtain high
THI (~18.0), the blood layer thickness was increased from
1.0 to 1.5 mm at 12 g/dl inlet Hbt. At each THI level, StO,
was adjusted by changing the membrane oxygenator inlet
gas concentration from 21% to 0% oxygen, with 5% carbon
dioxide and nitrogen for the remaining balance. StO, and the
THI were continuously recorded in order to obtain a linear
regression model correlating the THI to StO, for all three THI
levels.



Since no standard exists for the in vivo THC, a homogeneous
tissue phantom consisting of Intralipid (Fresenius Kabi
Clayton L.P., Clayton, NC, USA) and blood was used to
evaluate the correlation of the THI to THC. This correlation
was studied from zero THC to the estimated upper limit of
THC within a volume of muscle tissue, 0.2 mM [14] or
1.3 g/dl. Twenty milliliters of whole bovine blood, with
17.1 g/dl Hbt and 10 units/ml heparin, was added in 1 ml
increments to a 500 ml mixture of 0.4 wt% Intralipid, 0.9%
sodium chloride, 70% deionized water and 30% deuterium
oxide. Deuterium oxide was used to optically adjust the tissue
phantom to be optically equivalent to a muscle water
concentration of 70wt% [15]. The optical sensor was
immersed within the Intralipid—blood mixture equilibrated to
6.2% oxygen, pH of 7.4 and a temperature of 37°C. The
StO, level of the mixture ranged from about 65 to 75%. To
evaluate the THI sensitivity to different tissue scattering
properties that could change the optical path length and the
correlation of the THI to THC, the homogeneous tissue
phantom procedure was replicated with 0.8 wt% and
0.2 wt% Intralipid.

The estimated optical scattering coefficients at 800 nm for
the 0.2 wt%, 0.4 wt% and 0.8 wt% Intralipid solutions, prior
to adding blood, are 2/cm, 4/cm, and 8/cm, respectively [16].
Red blood cells contribute to the overall scattering coefficient
and are estimated to contribute another 2/cm to the 800 nm
scattering coefficient at 2% hematocrit or about 0.67 g/dl
[17]. An IL 682 Co-Oximeter (Instrumentation Laboratory,
Lexington, MA, USA) was used to measure the Hbt of the
whole blood added to the Intralipid solution.

Human study volunteers: normal tissue hemoglobin
index range

This was a prospective, single-center, observational study in
434 nonhospitalized human volunteers who were employees
of Hutchinson Technology Inc. All human studies were
approved by the Western Institutional Review Board of
Olympia, Washington. Males and females were enrolled who
were 18 years and older, who had intact skin on the thenar
eminence, and who gave written informed consent. There
were no exclusion criteria.

Continuous thenar muscle StO, and THI measurements were
obtained from the right hand of resting subjects for 5 minutes.
Heart rate and blood pressure were recorded before and
after the StO, and THI monitoring period. Collected demo-
graphic information included gender, age, ethnic group,
smoking behavior, height, weight, and hand dominance.

Blood pressure and heart rate were measured in 271 study
volunteers with a health station (Model 300; LifeClinic Inter-
national, Rockville, MD, USA). During these measurements,
study volunteers sat upright in the health station’s chair with
the measured arm resting on the station’s arm rest and the
elbow angled at 90 to 135°. In the remaining 163 individuals,
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blood pressure and heart rate were obtained with a different
automatic blood pressure monitor (Model HEM-711ACN;
Omron Healthcare Inc., Bannockburn, IL, USA). The subjects
rested in a reclining chair with elbow angles of 135 to 180°.
An interim analysis of the first 271 subjects revealed a thenar
StO, reference range lower than previously reported [18].
The previous study did not report the posture of their
nonambulatory study subjects. After corresponding with an
author of the previous study, we measured our remaining 163
study subjects in a reclined sitting posture to better replicate
what was previously done [18].

Human study volunteers: induced upper-extremity
ischemia and exsanguination

This was a prospective, single-center, observational study in
30 nonhospitalized human volunteers, all employed by
Hutchinson Technology Inc. The sample population included
an equal number of males and females aged 18 to 65 years
who had intact skin on the thenar eminence, and who offered
written consent. Exclusion criteria included history of limb
injury or surgery, vascular disease, coagulopathy, or inability
to ingest 325 mg acetylsalicylic acid before starting the
study.

Continuous thenar StO, and THI measurements were
obtained from both thenar sites of volunteers at rest on a
gurney. Head-of-bed elevation was adjusted from 60° to 30°
to 0° with at least 5 minutes of rest between adjustments. An
automated pneumatic tourniquet (A.T.S. 2000; Zimmer Inc.,
Warsaw, IN, USA) was placed around the upper arm and
inflated to 200 mmHg for 5 minutes. Upon releasing the cuff
pressure for 5 minutes and observing StO, recovery, the
pneumatic tourniquet was inflated to 50 mmHg to create
venous blood flow occlusion for 5 minutes. After 5 minutes
and StO, recovery, the StO, sensor was removed from the
opposite hand to conduct the exsanguination procedure.

To accomplish exsanguination, the arm was supported in a
vertical position for 1 minute. A 600 ml intravenous bag, filled
with 375 ml water, was placed in the palm of the hand to
evenly distribute the bandage pressure [19]. A 4 inch
Esmarch bandage (Tetra Medical Supply Corp., Niles, IL,
USA) was single wrapped with a one-half overlap from the
finger tips to the upper forearm. The pneumatic cuff was then
placed around the forearm, proximal to the elbow, and was
inflated to 200 mmHg. After cuff inflation, the Esmarch
bandage was removed and the StO, sensor was reapplied to
the thenar site. The elapsed time from application of the
Esmarch bandage to cuff deflation did not exceed 6 minutes.
The left and right hands of both male and female groups were
alternately assigned to either the blood vessel occlusion or
exsanguination procedures.

Previous research using a scintigraphic technique with
injected radiolabeled erythrocytes has shown that a similar
exsanguination procedure applied to the upper limb of 10
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healthy volunteers provides an average 69% reduction in
tissue blood volume [20]. For our study, the estimated nadir
THI for 100% blood volume reduction (THI, o) was estimated
from the nadir THI measured during exsanguination (THIgg),
having an assumed 69% volume reduction in blood. With THI
prior to exsanguination (THI,) measured, the following
equation was used to calculate THI,,,:

(THIy = THIg)
THI, g = THIp = —————— 2)
0.69

Heart rate and blood pressure were recorded before the
StO, and THI monitoring period. Collected demographic
information included gender, age, ethnic group, height,
weight, and hand dominance.

Porcine hind limb: blood hemoglobin dilution

The University of Minnesota Animal Use Committee, in
accordance with established guidelines for the treatment of
laboratory animals, approved this study of five male pigs
weighing 18 to 28 kg each. Prior to anesthesia induction, a
subcutaneous tissue depth <1.5mm was verified with a
skinfold caliper. Intramuscular ketamine 20 mg/kg and intra-
venous propofol 2 to 6 mg/kg were used to induce anes-
thesia. After intubation, anesthesia was maintained with 60%
inhaled nitrous oxide and continued administration of
propofol. One dose of intravenous heparin 100 units/kg was
given, administered after surgery.

An InSpectra™ optical sensor was applied to the mid medial
thigh of both hind limbs. A pulmonary artery catheter was
placed via the internal jugular vein and an arterial line was
placed into the carotid artery. During laparotomy, a
splenectomy was performed and the distal aorta and vena
cava were surgically accessed to facilitate cross-clamping to
create acute hind limb ischemia. The femoral artery and vein
of the right hind limb were accessed and fitted with annular
ultrasonic flow transducers (Model TS420; Transonic
Systems, Inc., lthaca, NY, USA).

The total blood hemoglobin concentration was lowered by
removing blood from the pulmonary artery catheter and
replenishing the shed blood with Hextend® (Hospira, Inc.,
Lake Forest, IL, USA) to achieve targeted systemic hemo-
globin levels of 13 g/dl, 10 g/dl, 7 g/dl, and 4 g/dl. A 20 mg
bolus of furosemide was used to hemoconcentrate three of
the five animals to elevate the baseline Hbt level to
approximately 13 g/dl. To achieve 0.5 g/dl Hbt measured in
the right femoral vein, the distal aorta was clamped and
Hextend® was perfused below the cross-clamp site. The right
femoral vein was incised to facilitate syringe sampling of the
diluted blood effluent. After each targeted systemic Hbt level
had been achieved, the StO,, THI, cardiac output, femoral
artery and venous blood flows, blood pressures, temperature,
pH, blood gases, oxygen saturation, lactate, hemoglobin, and
base excess measurements were collected. StO, and THI
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were subsequently measured during replicate aorta and vena
cava 3-minute cross-clamp occlusions. StO, and THI were
recorded continuously.

Statistical methods

For the tissue phantom and porcine hind limb experiments,
scatter plots and linear regression models were used to
describe the relationships between the THI and the
independent variables of Hbt and StO,,. The squared Pearson
correlation coefficient [21] was used to assess the degree of
model fit. Squaring the correlation coefficient and multiplying
it by 100 describes the percentage variability in observed THI
attributable to changes in the independent variables.

For the human volunteer studies, mean and one standard
deviation values were calculated for all measurement groups.
The nonparametric Dunn’s multiple-range test was used to
evaluate differences between pairs of means for levels within
a group. Correlation of StO, and THI to numeric data, such
as blood pressure, was performed with a Spearman rank two-
tailed test. All mean tests were evaluated at 95% confidence.
The coefficient of variation (standard deviation/mean) was
used to evaluate THI variability in human volunteers.

Results

Isolated blood-tissue phantom: tissue hemoglobin
index sensitivity to total hemoglobin

The linear regression models of Figure 1 describing the THI
as a function of StO, were used to predict THI values at zero
and 100% StO,. This THI difference across the extreme
StO, range was then divided by the predicted THI at zero
StO, to obtain the percentage change in the THI reading for
full-scale change in StO,. The resultant absolute crosstalk
errors were 3.1%, 1.4%, and 10.2% for y-intercept THI
values of 5.8, 11.4, and 18.0, respectively. Figure 1 also
shows that the THI signal has more random noise at the
highest tested THI level and has the greatest crosstalk error
with StO, >90%.

In Figure 2 the THI has a strong linear correlation (r2>0.99)
to the hemoglobin concentration in a homogeneous
suspension of Intralipid and red blood cells at three different
scattering strength levels. A comparison of the linear
equation slopes of Figure 2 reveals that a twofold increase in
the optical scattering coefficient from 2 to 4/cm causes a
16% increase in THI. An increase in the scattering coefficient
from 4 to 8/cm results in a 20% increase in THIL. At 4/cm
optical scattering, the sensitivity of THI to a change of £1/cm
in optical scattering is estimated to be 5 to 8% of the THI
reading.

Human study volunteers: normal tissue hemoglobin
index range

Tables 1 and 2 summarize the variable and attribute demo-
graphic study measurements. For 434 volunteers, the THI
mean and one standard deviation limit was 14.1 = 1.6. The
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Tissue hemoglobin index at constant total hemoglobin absorption
during variable hemoglobin oxygen saturation. The tissue hemoglobin
index (THI) was measured at three constant total hemoglobin
absorption conditions during variable hemoglobin oxygen saturation
(StO,) conditions. The nominal THI measurements near 6 and 12 were
obtained from 6 g/dl and 12 g/dl bovine blood flowing through the
dual-layer flow cell apparatus [11] at a blood thickness of 1.0 mm. At
12 g/dl Hbt and 1.5 mm blood layer thickness, the nominal THI of 18
was obtained.

THI weakly correlated with StO, (Spearman r=0.243, 95%
confidence interval = 0.149 to 0.332). The THI did not
correlate with age, height, weight, body mass index, systolic
blood pressure, diastolic blood pressure, mean arterial
pressure, or heart rate. The coefficient of variation for THI
(11%) was less than that for blood pressure (14%) and that
for heart rate (16%).

The THI was lower in smokers versus nonsmokers (14.0 vs.
14.7, respectively; £<0.01) and in reclined posture versus
upright posture (13.9 vs. 14.4, respectively; P<0.01).

Human study volunteers: induced upper-extremity
ischemia and exsanguination

Table 3 summarizes the StO, and THI results for all subjects
and includes the patient demographic and hemodynamic
measurements. A multiple-level comparison test for all rows
within each experimental condition of Table 3 indicated
statistically different mean StO, and THI differences
(P<0.05), except for the baseline and baseline recovery
measurements for the arterial occlusion, venous occlusion,
and blood volume exsanguination conditions. Gender influ-
enced StO, baseline resting measurements (females had
average StO, about 3 units lower than males) but had no
statistically significant influence on THI. The measured hand,

Tissue hemoglobin index at variable total hemoglobin concentration
and optical scattering. Correlation of the tissue hemoglobin index (THI)
to total tissue hemoglobin concentration (THC) within a homogenous
mixture of bovine blood and Intralipid at three background optical
scattering conditions, 0.2, 0.4 and 0.8 wt% Intralipid. Bovine blood
having 17 g/dl total hemoglobin concentration was stepwise added in
1 ml increments to 500 ml Intralipid solution having 0.9 wt% NaCl, 30
vol% deuterium oxide, and deionized water. The mixture was pumped
through a hollow flow cell apparatus [11] and was equilibrated to
6.2% oxygen, 5% carbon dioxide, 7.4 pH and 37°C. ., optical
scattering coefficient.

left hand versus right hand, had no significant influence on
the mean measurements (P >0.05; results not shown).

The THI during arterial and venous occlusion exhibited
different trends compared with the pre-occlusion THI. At the
end of arterial occlusion the THI decreased 4.0 * 2.0 units,
while at the end of venous occlusion the THI increased
1.5+ 1.0 units. Using Equation (2) with the individual THI
values (not shown) measured at the 0° head-of-bed elevation
condition prior to ishcemia (THIO) and the nadir condition
during Esmarch bandage exsanguination (THI69), the
estimated THI for 100% blood volume exsanguination
(residual THI) would be 3.7 + 2.0 units.

Porcine hind limb: blood hemoglobin dilution
Figure 3 shows continuous hind limb THI measurements
recorded during one experiment.

THI readings in five experiments weakly correlated to Hbt
(2=0.266), with Hbt ranging from 14 to 4 g/dl (Figure 4a).
For individual experiments, the THI to Hbt correlation was
best in Experiment 4 (THI = 0.317 Hbt + 6.16, r2=0.996)
and was worst in Experiment 1 (THI = 0.08 Hbt + 8.39,
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Table 1

Variable demographic data for the 434 human volunteers enrolled in the normal THI range study

Characteristic Mean * standard deviation Coefficient of variation (%)
Age (years) 42.3+£10.72 25
Height (cm) 172.0 £10.72 6
Weight (kg) 83.5 + 18.95 23
Body mass index (kg/m2) 28 + 6.1 22
Systolic blood pressure (mmHg) 128 + 18.6 15
Diastolic blood pressure (mmHg) 80+115 14
Mean arterial pressure (mmHg) 96 +13.0 14
Heart rate (beats/minute) 70+ 11.2 16
Thenar eminence StO, (%) 81.4+£5.25 6
Thenar eminence THI 14.1 £1.60 11

Coefficient of variation = (Mean/Standard deviation) x 100. Variation in the tissue hemoglobin index (THI) among subjects was less than blood
pressure and heart rate. StO,, tissue hemoglobin oxygen saturation.

Table 2

Attribute data for the 434 human volunteers enrolled in the tissue hemoglobin index range study

Characteristic Value Tissue hemoglobin index Tissue hemoglobin oxygen saturation (%)
Posture * *
Sitting reclined 271 13.9+1.65 83.3 + 4.01
Sitting upright 163 14.4 +1.62 78.3 + 557
Gender *
Male 235 14.1£1.58 83.3 £ 4.29
Female 199 14.1£1.63 79.3 £5.47
Age (years) 423 +£10.7
Ethnicity
White 410 141+ 1.62 81.4 £5.30
Other 11 13.5 £ 0.82 81.9+3.14
Hispanic 6 14.3+1.37 85.1 £6.19
Indian 6 12.9+1.02 80.4 + 2.86
Black 1 12.4 £ na 78.0 £ na
Smoker *
No 392 14.7 £1.39 8156 £5.25
Yes 42 14.0 £ 1.61 81.3+£5.35
Hours last smoked 44+51

Dominant hand measured
Yes 395 14.1 £1.61 81.4 £ 5.35
No 39 18.9£1.47 82.2 + 4.04

Data presented as number of subjects or mean * standard deviation. Posture and smoking habit influenced the tissue hemoglobin index.
*Characteristic parameter had a statistically significant effect, P <0.05. na, not applicable.
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THI and StO, measurements in 30 healthy human volunteers before, during, and after acute ischemia

Experimental condition

Tissue hemoglobin index

Tissue hemoglobin oxygen saturation

Head-of-bed elevation (no ischemia) *0°, 60°
0° 14.6 = 1.68
30° 15.0 £ 1.60
60° 15.2 £1.66

Arterial cuff occlusion

Baseline 14.6+1.68
End 10.6 £ 1.81
Recovery peak 18.7 £ 2.71
Recovery baseline 14.8 = 1.61

Venous cuff occlusion

Baseline 14.8 £1.61
End 16.2 +1.53
Recovery baseline 145+1.74
Esmarch bandage exsanguination *All
Nadir 7.0+ 1.56
Residual (calculated, Equation (2)) 3.7+2.0
Recovery peak 16.2 £ 2.49
Recovery baseline 13.7£1.90
Demographic characteristics
Age (years) 41.8 £ 9.09
Height (inches) 68.6 + 3.47
Weight (pounds) 171+ 30.6
Body mass index (kg/m?) 25.5 + 3.68
Systolic blood pressure (mmHg) 126 £ 7.9
Diastolic blood pressure (mmHg) 78 + 8.0
Mean arterial pressure (mmHg) 94+7.4
Heart rate (beats/minute) 67+11.6

*All except baselines

*All except baselines

*0°, 30°, 60°
81.5+5.11
78.7 £5.17
75.3 + 5.86
*All except baselines
82.0 +5.33
28.2+10.9
95.3 +1.86
82.1 £4.57
*All except baselines
82.1 £4.45
68.4 +6.84
79.6 £ 4.90
*All
31.7£19.3
Not applicable
92.1 £3.63
78.1 £ 6.58

Data presented as mean % one standard deviation. Baseline measurements were obtained before inducing ischemia. All ischemia and ischemia
recovery measurements were performed at 0° bed elevation. The tissue hemoglobin index (THI) mean was manipulated from 7.0 to 18.7 under
conditions of constant blood hemoglobin concentration. *Rows having statistically different means, P <0.05. StO,, tissue hemoglobin oxygen

saturation.

r2=0.929). After locally perfusing the hind limbs with a
nonhemoglobin perfusate (Hextend®) and obtaining an
effluent femoral vein blood hemoglobin concentration near
0.5g/dl, there was a remaining (residual) THI of
2.8 + 0.6 units.

With selective venous occlusion, the THI levels increased as
shown in Figure 3. The magnitude of the THI increase with
3 minutes of venous occlusion (ATHI) had a stronger asso-
ciation with the blood hemoglobin concentration (ATHI =
0.248 Hbt + 0.07, r2 = 0.624; Figure 4b) than the steady-

state baseline THI value (THI = 0.174 Hbt + 6.14, 2= 0.266;
Figure 4a). Table 4 summarizes all hemodynamic measure-
ments recorded for each steady-state hemoglobin condition.
No hemodynamic information other than the StO,, THI, and
blood Hbt was measured during the 0.5 g/dl Hbt condition.

Discussion

Isolated blood-tissue phantom: tissue hemoglobin
index sensitivity to total hemoglobin

The experiments using the tissue phantom model provide
evidence that the THI metric is specific to (Figure 1) and
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Figure 3
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Porcine hind limb tissue hemoglobin index measurements during isovolumetrically diluted arterial blood hemoglobin concentration. The last
hemoglobin concentration condition involved purfusing Hextend® directly into the distal abdominal aorta with a cross-clamp upstream of the
pressurized infusion point. Effluent from the femoral vein was then sampled to measure the resultant localized hind limb hemoglobin concentration

(0.5 g/dI). a.u., arbitrary units; Hbt, total hemoglobin concentration.

Figure 4
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Correlation of tissue hemoglobin index to arterial blood hemoglobin concentration during isovolumetric hemodilution. As shown in the legend the
(a) baseline THI values, and (b) change in THI during 3-minute venous occlusion (ATHI) are from five animal experiments (Exp 1 to Exp 5) in which
both right (R) and left (L) hind limbs were simultaneously measured. The right limb had the femoral artery and vein surgically accessed to locate
annular ring flow transducers, and generally had higher (a) THI (mean difference 0.32, P=0.05) and (b) ATHI (mean difference 0.44, P < 0.05).
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Hemodynamic measurements for five pigs having isovolumetric hemodilution

Total hemoglobin concentration

Characteristic 13 g/dl 10 g/dl 7 g/dl 4 g/dl
Number of measurements 3 5 5 5
Arterial total hemoglobin (g/dl)2 13.6 (13to 14.6) 9.7 (9.3t0 10.5) 6.9 (6.5 to 7.4) 3.9 (3t04.7)
Cardiac output (ml/min/kg) 110+ 47 131+ 37 160+ 77 168 + 98
Femoral artery flow (ml/min/kg) 48+ 1.6 6.0+22 59+1.9 6.1 +2.0
Heart rate (beats/minute) 97 + 9* 113+ 16 127 £ 29 155 + 39*13
Systolic blood pressure (mmHg) 9712 99+ 10 99+ 10 91+ 22
Diastolic blood pressure (mmHg) 69+4 65+9 69+13 54+ 16
Mixed SmvO, (%) 83.0 + 4.4*4 73.8 5.5 69.0+11.4 61.2 £ 19.3*13
Hind limb StO, (%) 89.0 + 2.8*10and 7 80.0 + 6.3*13 82.7 £ 5.6*13 84.1+6.2
Hind limb THI (arbitrary) 8.3+ 1.1* 7.8+1.2 7.3%£1.0 6.8 £ 1.0*13

Data presented as mean % standard deviation. 2Mean and range shown since the variable was controlled to have no overlap in values. A
nonparametric Dunn’s multiple comparison test was used to study differences in mean values. *P <0.05 for the hemoglobin column(s) indicated.
The tissue hemoglobin index was statistically different only when total hemoglobin concentration changed from 13 to 4 g/dl. SmvO,, mixed venous
hemoglobin oxygen saturation; StO,, tissue hemoglobin oxygen saturation.

sensitive to (Figure 2) the total amount of hemoglobin for a
given optical path length or volume that the detected light
signal interrogates. The dual-layer phantom results of Figure 1
show that, at a fixed blood layer thickness, the THI signal
doubled - changing from 5.8 to 11.4 — when Hbt was
doubled from 6 to 12 g/dl. At constant Hbt (12 g/dl), an
increase in the THI from 11.4 to 18.0 was similarly
proportional to the increase in blood layer thickness (from 1.0
to 1.5 mm). These results suggest that both vascular Hbt and
vascular density or thickness (diameter) would influence THI
readings in vivo.

The results of Figure 2 show that the optical scattering
properties of tissue can also influence a THI reading. As the
optical scattering coefficient increases, the mean distance
between scattering events (1/Optical scattering coefficient)
increases and therefore the increased traversed distance of
detected light (optical path length) results in more total
hemoglobin absorption events and thus a greater THI value.
The four-factor range in background optical scattering was
chosen to estimate the sensitivity of THI to a change in tissue
optical scattering. The resultant <10% THI reading change
per 1/cm scattering coefficient change provides a basis for
studying how THI might change in vivo using tissue optical
scattering properties reported in the published literature.

The reported absolute value for tissue optical scattering
measured in vivo on human limbs varies widely, from about 4
to 10/cm, and appears specific to a measured tissue bed, to
the reporting research institution, or to the measurement
equipment used [22-24]. Information regarding optical

scattering changes for forearm tissue within a fixed NIRS
measurement device suggests that optical scattering
changes, observed in intersubject variability studies [22,23,25]
or ischemia studies [26], does not exceed a factor of two.
Although the authors have found no report of optical
scattering variation in the thenar eminence tissue bed, the
variability in this bed may be less than that in forearm since
subcutaneous tissue thickness either from fat or edema is
reported to be less variable at the thenar site [27]. The in vivo
THI error from an extreme change in optical scattering
(twofold change) therefore appears to be less than 20% of
the THI reading.

Human study volunteers: normal tissue hemoglobin
index range

The present study is the first investigation and report of the
THI range in a nonhospitalized large group of human volun-
teers. The THI mean (14.1) and standard deviation (1.6)
values are similar to the reference range for blood hemo-
globin concentration (13.5 to 15.1 g/dl) [28]. This closeness
of normal THI to normal Hbt reflects how the THI was
calibrated against Hbt in a phantom tissue model mimicking
the optical attenuation of tissue with normal levels of
hemoglobin when measured with a 15 mm optical probe
spacing. Different optical probe spacings and tissue
locations can yield significantly different results. For instance,
the author's stomach, which has about 1inch of adipose
thickness, measured a THI of 5 units compared with near
14 units on the thenar when using a 15 mm optical probe
spacing distance. Adipose tissue has less dense vasculature
than muscle and is estimated to have one-third of the THC of
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muscle (0.056 mM vs. 0.15 mM, respectively) [29]. A 25 mm
optical spacing on the thenar can produce a normal THI value
near 22 units [6] since the 25 mm probe, compared with a
15 mm probe, results in a significantly larger optical path
length. The PSF of Equation (1) would need to be utilized to
allow different optical probe spacings to have a common THI
scale.

Our previous research identified that the mean THI from 10
healthy volunteer subjects and 10 sepsis patients closely
resembled the mean Hbt measurements in both groups [5].
The correlation of THI to Hbt for individually paired measure-
ments within the sepsis patient cohort, however, had only
weak linear correlation to Hbt (r2=0.14) [30], similar to the
results of the porcine hind limb hemodilution study.

Variation in optical scattering properties of the thenar
eminence tissue between the 434 measurement subjects is
unknown. The observed coefficient of variation for the THI,
equal to 11%, is less than the calculated coefficients of
variation for other hemodynamic variables of this study (15%
for systolic blood pressure and 16% for heart rate) (Table 1).
The relatively low coefficient of variation for normal THI
indicates that optical scattering variation does not signifi-
cantly confound THI measurements. We have seen THI
values near 4 units in hospitalized sepsis patients [30], which
indicates that the THI in patients can be well outside the
normal reference range in nonhospitalized study subjects
(14.1 £ 1.6 units). More investigation is needed to determine
whether an abnormally low THI reading is diagnostically
useful or relevant to a patient’s health status or treatment.

Human study volunteers: induced upper-extremity
ischemia and exsanguination

A total of 30 human subjects underwent acute arm ischemia
conditions evoked by arterial occlusion, venous occlusion,
and blood volume exsanguination. Head-of-bed elevation,
used clinically to mitigate ventilator-associated pneumonia
and elevated intracranial pressure [31,32], was evaluated for
its effect on THI and StO,, variability. The main findings of the
present study are that the THI trend during cuff-induced
ischemia differentiated arterial and venous blood flow
occlusions, and that the residual THI signal when extrapo-
lated to 100% blood volume exsanguination was 3.7 + 2.0
THI units. Since the blood hemoglobin concentration would
be fairly constant during the study measurements, the results
indicate that regional ischemia and posture could confound
any correlation between the THI and Hbt.

Venous occlusion with a pneumatic cuff initially stops venous
blood flow until the venous pressure increases above the
occlusion pressure. A reduced venous flow resumes once the
venous pressure rises above the cuff pressure [33]. This
could explain why StO, during venous occlusion had limited
change (an approximately 14 StO, unit decrease) compared
with arterial occlusion (an approximately 54 StO, unit
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decrease). While StO, decreased during both venous and
arterial occlusion, the THI increased 1.5 1.0 units with
venous occlusion and decreased 4.0 & 2.0 units with arterial
occlusion. These results suggest that the THI trend during
ischemia might help to identify whether a flow resistance or
blockage is emanating from the venous or arterial vascular
compartment, similar to other studies measuring NIRS-
derived relative THC changes in muscle free flaps [34]. The
porcine hind limb THI readings always increased during distal
vena cava cross-clamp occlusion (Figures 3 and 4b), while
aorta cross-clamping caused the THI to always drop as
indicated in Figure 3. While a rise in the THI during venous
occlusion is expected because of venous pooling and blood
volume congestion, decreases in the THI during arterial
occlusion may have been caused by blood volume reduction.
Other NIRS researchers have noted a decrease in total
hemoglobin NIRS signals during arterial occlusion [35-37]. In
compliant blood vessels, a decrease in arterial vascular
pressure would reduce the vascular volume and hence cause
the THC and THI to decrease.

The posture of the limb and the influence of gravity might also
affect blood drainage and movement out of the measured
vascular space. The head-of-bed elevation results of Table 3
show that StO, decreased on average 6 units with 60° of
elevation while the average THI slightly increased 0.6 units.
The sitting upright and reclined results in Table 2 also show
that the average StO, was 5 units lower while the average
THI was 0.5 units higher with an upright posture. These
results confirm that limb posture can have a measurable
influence on StO, and THI measurements. With the arm
positioned below heart level, the hand'’s venous pressure and
venous blood volume would increase. The lower oxygen
saturated venous blood could then become a larger fraction
of the total blood volume that StO, is measuring, and thus
lower the StO,,

Other researchers have used scintillation X-ray measures to
demonstrate that Esmarch bandage exsanguination of the
lower forearm causes a 69% reduction in tissue blood
volume [38]. We assume that the similar exsanguination tech-
nique of our study produces a similar 69% reduction in tissue
blood volume. The nadir THI during the exsanguination
procedure was 7.0 & 1.6 units. Extrapolation to 100% blood
volume reduction from a baseline THI value of 14.6
(Equation (2)) results in an estimated residual THI value of
3.7 £ 2.0 units. This residual value may indicate that the
maximum potential contribution of myoglobin to the THI
signals is approximately <25% of the baseline THI values in
healthy volunteers. The 3.7 £2.0 nadir THI value in the
present study compared with the 2.8 £ 0.6 residual THI value
determined in the porcine hind limb study can possibly be
explained by the higher concentration of myoglobin reported
in human muscle compared with porcine muscle (4.7 mg/g
and <1 mg/g wet weight, respectively) [39,40]. The nonzero
venous Hbt level (0.5 g/dl) would elevate the residual THI in



the porcine study and cause an overestimation of the myo-
globin contribution. Deviations from the 69% blood volume
exsanguination assumption for the human limb exsanguination
experiments would change the estimated myoglobin contri-
bution to human thenar THI measurements.

Since the average THI value in 434 human thenar tissue sites
(14.1 £ 1.6) was greater than the average THI value in five
porcine hind limbs (8.3 = 1.1), the potential contribution of
myoglobin to the human thenar THI is lower. However, it is
evident that the contribution of myoglobin to a THI signal
potentially changes for any given level of THI. For instance, in
human thenar tissue with a normal THI value of 14.1, the
myoglobin contribution may be limited to 25%; but at a THI
level of 5, the myoglobin contribution might approach 75%. A
THI measurement can therefore help to identify the tissue
compartment, cellular versus vascular, where StO, is pre-
dominantly measured. It is not clear whether myoglobin and
StO, change concomitantly or independently in resting
muscle [41]. Our previous work involving measurement of
StO, in oxygen consumption-inhibited porcine organs having
myoglobin (heart and hind limb) and not having myoglobin
(kidney) suggested that myoglobin did not significantly
influence StO, specificity to hemoglobin oxygen saturation
measured from arterial and venous blood samples [11].
Regardless of myoglobin’s contribution to NIRS signals, a
low StO, resulting from either myoglobin or hemoglobin
desaturation would indicate a lower oxygen reserve available
to the tissue.

Porcine hind limb: blood hemoglobin dilution

The isovolumetric hemodilution experiments indicate that the
THI is not a direct measure of Hbt, although THI trends might
indicate a changing Hbt. Whereas tissue phantom experi-
ments indicated a strong linear correlation (r2>0.99;
Figure 2) of the THI to total hemoglobin changes, the in vivo
correlation of the THI to Hbt was nonlinear from 14 to near
0 g/dl and was only weakly linear (r2=0.26; Figure 4a) within
the physiologic relevant range, from 4 to 16 g/dl.

NIRS optical signals originate primarily from the arteriolar,
capillary, and venule microvascular compartments [42]. The
relative amount of blood in each of these compartments
determines where an attenuated or absorbed optical signal is
being measured. In resting muscle tissue, one-third to one-
half of the capillaries are open and perfused with blood [43].
Vascular tone reduction (vasodilation) and a resultant capillary
recruitment from higher capillary pressure could explain why
THC, and hence the THI, might be preserved even though
dramatic changes in blood hemoglobin concentration occur.
The general increase in cardiac output and femoral artery
blood flow (Table 4) during Hbt dilution would result from
microvascular arteriole vasodilation and additional blood flow
to newly opened capillaries. In human volunteer subjects in
whom the blood Hbt was reduced to 5.0 g/dl, researchers
have observed decreased systemic vascular resistance and
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increased cardiac index [44]. A reduction in blood viscosity
from hemodilution would decrease flow resistance and would
also contribute to the observed increase in the systemic and
local blood flows [45].

Myoglobin could be a significant factor contributing to the
lack of correlation between the THI and Hbt as well as
between StO, and mixed venous hemoglobin oxygen
saturation (Table 4) since hemoglobin and myoglobin have
similar absorption characteristics in the near-infrared
wavelength region (650 to 900 nm) [46]. The estimated
contribution of myoglobin to NIRS-derived hemoglobin
signals is unclear. Reports have ranged from suggesting that
nearly all of the NIRS-derived signal is from myoglobin [47] to
suggesting 90% of the signal is coming from hemoglobin
[42,48]. Other studies have suggested that the myoglobin
contribution is linked to the blood hemoglobin concentration
since the constant concentration of tissue myoglobin
becomes a larger fraction of the NIRS signal as the
hemoglobin signal is diluted [49]. The results of our porcine
study suggest that the THI may be useful in interpreting the
potential contribution of myoglobin to NIRS-derived signals
such as StO,. The residual THI of 2.8 £ 0.6 units, observed
when the femoral vein hemoglobin concentration was
0.5 g/dl, suggests that the average myoglobin signal was no
more than 40% of the average THI value (equal to 6.8 £ 1.0)
when blood Hbt was near 4 g/dl, and was no more than 34%
of the average THI value (equal to 8.3 = 1.0) with blood Hbt
near 13 g/dl. Other researchers have found in isolated
porcine hearts that the myoglobin contribution may range
from 63 to 46%, with one-half (5.1 = 0.4 g/dl Hbt) and whole
blood perfusate mixtures, respectively [49].

Venous cuff occlusion techniques have been used to isolate
NIRS signals to the nonpulsating venous blood compartment
[60,51]. The increased venous pressure causes venous
pooling and a subsequent increase in THI. In Figure 4 the
right limbs have slightly higher THI, and ATHI could be from
venous obstruction from the flow transducer applied to the
right hind limb femoral vein. The magnitude of the THI
increase following a 3-minute period of 50 mmHg venous
occlusion pressure produced a differential THI signal (ATHI)
that had a significantly better correlation to Hbt compared
with steady-state THI measurements. The y intercept of 0.07
in Figure 4b indicates that any offset from myoglobin absorp-
tion is potentially removed and a stronger linear relationship
to Hbt is obtained (2= 0.62 vs. r2=0.26; Figure 4). Further
studies may be warranted to examine whether the THI
combined with venous occlusion techniques can be
optimized to produce a reliable continuous non-invasive
measurement indicative of Hbt status.

After surgical preparation and before beginning the porcine
hemodilution experiments, it was observed that the starting
hind limb THI was approximately one-half of the average THI
value (14.1 £ 1.6 units) measured on the thenar eminence of
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human subjects. Postoperative porcine Hbt levels were low,
about 10 g/dl, possibly stemming from the age of the pigs
and from the fluids given during the surgical phase of the
experiment. A 20 mg bolus of furosemide diuretic was used
to hemoconcentrate three of the five animals to boost the
starting hemoglobin level. At 13.6 = 0.9 g/dl Hbt, the average
hind limb THI value of 8.3 £ 1.1 units was still much lower
than that observed in humans. Differences in tissue blood
volume, resulting from differences in vascular density or
myoglobin concentration between the human thenar and
porcine hind limb, could account for the significantly different
observed baseline THI values. The results of the human blood
exsanguination experiments (see the exsanguination discus-
sion section), however, indicate that myoglobin differences
between human and porcine muscle may be less relevant to
this THI difference. Differences in the optical scattering
properties of porcine hind limb and human thenar eminence
could also be a contributing factor for the lower observed THI
baseline in the porcine hind limb. The subcutaneous tissue
thickness of the hind limbs, more similar to that in the thenar
eminence (about <1.5 mm), would make optical scattering
differences less likely to have caused the THI differences.

Conclusions

Steady-state THI values do not reliably indicate the blood
hemoglobin concentration. Regional ischemia and posture
can significantly affect THI readings under conditions where
the blood hemoglobin concentration is constant. The
contribution of myoglobin to the THI and StO, is dependent
upon the THI magnitude. At a THI of 4, nearly all of the THI
and StO, signal measured on thenar eminence is from
myoglobin. At normal THI (>10), the THI and StO,, signals are
mostly from THC.

Competing interests

DM is an employee of the company that manufactures the
InSpectra™ device evaluated in the present study. DM owns
stock in the company and is listed as an inventor on patents
related to the content of this manuscript.

Acknowledgement
Funding for the present study was provided by Hutchinson Technology
Inc., Hutchinson, Minnesota, USA.

This article is part of Critical Care Volume 13 Supplement 5: Tissue
oxygenation (StO,) in healthy volunteers and critically-ill patients. The
full contents of the supplement are available online at http://ccforum.
com/supplements/13/S5. Publication of the supplement has been sup-
ported with funding from Hutchinson Technology Inc.

References

1.  McKinley BA, Marvin RG, Cocanour CS, Moore FA: Tissue
hemoglobin O, saturation during resuscitation of traumatic
shock monitored using near infrared spectrometry. J Trauma
2000, 48:637-642.

2. Cohn SM, Nathens AB, Moore FA, Rhee P, Puyana JC, Moore EE,
Beilman GJ: Tissue oxygen saturation predicts the develop-
ment of organ dysfunction during traumatic shock resuscita-
tion. J Trauma 2007, 62:44-54; discussion 54-55.

3. Pareznik R, Knezevic R, Voga G, Podbregar M: Changes in
muscle tissue oxygenation during stagnant ischemia in septic

Page 12 of 13

(page number not for citation purposes)

10.

11.

12.

13.

14.

15.

16.

17.

18.

19.

20.

21.

22.

23.

24.

25.

patients. /ntensive Care Med 2006, 32:87-92.

Creteur J, Carollo T, Soldati G, Buchele G, De Backer D, Vincent
JL: The prognostic value of muscle StO, in septic patients.
Intensive Care Med 2007, 33:1549-1556.

Skarda DE, Mulier KE, Myers DE, Taylor JH, Beilman GJ: Dynamic
near-infrared spectroscopy measurements in patients with
severe sepsis. Shock 2007, 27:348-353.

Doerschug KC, Delsing AS, Schmidt GA, Haynes WG: Impair-
ments in microvascular reactivity are related to organ failure
in human sepsis. Am J Physiol Heart Circ Physiol 2007, 293:
H1065-H1071.

Dani C, Pezzati M, Martelli E, Prussi C, Bertini G, Rubaltelli FF:
Effect of blood transfusions on cerebral haemodynamics in
preterm infants. Acta Paediatr 2002, 91:938-941.

Torella F, Cowley R, Thorniley MS, McCollum CN: Monitoring
blood loss with near infrared spectroscopy. Comp Biochem
Physiol A Mol Integr Physiol 2002, 132:199-203.

Rendell M, Anderson E, Schlueter W, Mailliard J, Honigs D,
Rosenthal R: Determination of hemoglobin levels in the finger
using near infrared spectroscopy. Clin Lab Haematol 2003, 25:
93-97.

Cerussi A, Van Woerkom R, Waffarn F, Tromberg B: Noninvasive
monitoring of red blood cell transfusion in very low birth-
weight infants using diffuse optical spectroscopy. J Biomed
Opt 2005, 10:051401.

Myers DE, Anderson LD, Seifert RP, Ortner JP, Cooper CE,
Beilman GJ, Mowlem JD: Noninvasive method for measuring
local hemoglobin oxygen saturation in tissue using wide gap
second derivative near-infrared spectroscopy. J Biomed Opt
2005, 10:034017.

Cooper CE, Elwell CE, Meek JH, Matcher SJ, Wyatt JS, Cope M,
Delpy DT: The noninvasive measurement of absolute cerebral
deoxyhemoglobin concentration and mean optical path length
in the neonatal brain by second derivative near infrared spec-
troscopy. Pediatr Res 1996, 39:32-38.

Cui W, Kumar C, Chance B: Expermental study of migration
depth for the photons measured at sample surface. Proc SPIE
1991, 1431:180-191.

Binzoni T, Quaresima V, Barattelli G, Hiltbrand E, Gurke L, Terrier
F, Cerretelli P, Ferrari M: Energy metabolism and interstitial
fluid displacement in human gastrocnemius during short
ischemic cycles. J App/ Physiol 1998, 85:1244-1251.

Matcher SJ, Cope M, Delpy DT: Use of the water absorption
spectrum to quantify tissue chromophore concentration
changes in near-infrared spectroscopy. Phys Med Biol 1994,
39:177-196.

van Staveren HJ, Moes CJM, van Marle J, Prahl SA, van Gemert
MJC: Light scattering in Intralipid-10% in the wavelength
range of 400-100 nm. App/ Opt 1991, 30:4507-4514.

Lovell AT, Hebden JC, Goldstone JC, Cope M: Determination of
the transport scattering coefficient of red blood cells. Proc
SPIE 1999, 3597:175-182.

Crookes BA, Cohn SM, Bloch S, Amortegui J, Manning R, Li P,
Proctor MS, Hallal A, Blackbourne LH, Benjamin R, Soffer D,
Habib F, Schulman CI, Duncan R, Proctor KG: Can near-infrared
spectroscopy identify the severity of shock in trauma
patients? J Trauma 2005, 58:806-813; discussion 813-816.
Harris PC, Scott S, Evans RA: Hand exsanguination: prospec-
tive randomised blind study of an established versus a modi-
fied technique. J Hand Surg Br 2002, 27:361-362.

Blond L, Madsen JL: Exsanguination of the upper limb in
healthy young volunteers. J Bone Joint Surg Br 2002, 84:489-
491.

Weisberg S: Simple linear regression. In Applied Linear
Regression. 2nd edition. New York: John Wiley and Sons; 1985:
1-32.

Franceschini MA, Gratton E, Hueber D, Fantini S: Near-infrared
absorption and scattering spectra of tissues in vivo. Proc SPIE
1999, 3597:526-531.

Matcher SJ, Kirkpatrick P, Nahid K, Cope M, Delpy DT: Absolute
quantification methods in tissue near infrared spectroscopy.
Proc SPIE 1995, 2389:486-495.

Cheong S, Prahl SA, Welch AJ: A review of the optical proper-
ties of biological tissues. /EEE J Quantum Electron 1990, 256:
2166-2185.

Duncan A, Meek JH, Clemence M, Elwell CE, Tyszczuk L, Cope
M, Delpy DT: Optical pathlength measurements on adult head,



26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42,

43.

44,

45.

46.

47.

48.

calf and forearm and the head of the newborn infant using
phase resolved optical spectroscopy. Phys Med Biol 1995, 40:
295-304.

Ferrari M, Wei Q, Carraresi L, De Blasi RA, Zaccanti G: Time
resolved spectroscopy of the human forearm. J Photochem
Photobiol B 16:141-158.

Poeze M: Tissue-oxygenation assessment using near-infrared
spectroscopy during severe sepsis: confounding effects of
tissue edema on StO, values. Intensive Care Med 2006, 32:
788-789.

Bauer JD: Hemoglobin. In Clinical Chemistry: Theory, Analysis,
and Correlation. 2nd edition. St Louis, MO: CV Mosby Company;
1989:515-523.

Duck FA: Physical Properties of Tissues: A Comprehensive Ref-
erence Book. San Diego, CA: Academic Press; 1990:320-321.
Mulier KE, Skarda DE, Taylor JH, Myers DE, McGraw MK, Gallea
BL, Beilman GJ: Near-infrared spectroscopy in patients with
severe sepsis: correlations with invasive hemodynamic mea-
surements. Surg Infect 2008, 9:515-519.

Keeley L: Reducing the risk of ventilator-acquired pneumonia
through head of bed elevation. Nurs Crit Care 2007, 12:287-
294,

Blissitt PA, Mitchell PH, Newell DW, Woods SL, Belza B: Cere-
brovascular dynamics with head-of-bed elevation in patients
with mild or moderate vasospasm after aneurysmal sub-
arachnoid hemorrhage. Am J Crit Care 2006, 15:206-216.
Levick JR: Hemodynamics: flow, pressure and resistance. In
An Introduction to Cardiovascular Physiology. 4th edition.
London: Arnold Publishers; 2003:104-130.

Repez A, Oroszy D, Arnez ZM: Continuous postoperative moni-
toring of cutaneous free flaps using near infrared spec-
troscopy. J Plast Reconstr Aesthet Surg 2008, 61:71-77.

Irwin MS, Thorniley MS, Dore CJ, Green CJ: Near infra-red spec-
troscopy: a non-invasive monitor of perfusion and oxygena-
tion within the microcirculation of limbs and flaps. Br J Plast
Surg 1995, 48:14-22.

Hampson NB, Piantadosi CA: Near infrared monitoring of
human skeletal muscle oxygenation during forearm ischemia.
J Appl Physiol 1988, 64:2449-2457.

Hosokawa T, Kobayashi R, Araki T, Sakamoto T, Fuchigami K,
Kaku N, Kakegawa T: Clinical evaluation of severe ischemic
limbs by tissue reflection spectrophotometry. Kurume Med J
1994, 41:187-191.

Blond L, Madsen JL: Exsanguination of the upper limb in
healthy young volunteers. J Bone Joint Surg Br 2002, 84:489-
491.

Newcom DW, Stalder KJ, Baas TJ, Goodwin RN, Parrish FC,
Wiegand BR: Breed differences and genetic parameters of
myoglobin concentration in porcine longissimus muscle.
J Anim Sci 2004, 82:2264-2268.

Moller P, Sylven C: Myoglobin in human skeletal muscle.
Scand J Clin Lab Invest 1981, 41:479-482.

Ward KR, Ivatury RR, Barbee RW, Terner J, Pittman R, Filho IP,
Spiess B: Near infrared spectroscopy for evaluation of the
trauma patient: a technology review. Resuscitation 2006, 68:
27-44.

Mancini DM, Bolinger L, Li H, Kendrick K, Chance B, Wilson JR:
Validation of near-infrared spectroscopy in humans. J App/
Physiol 1994, 77:2740-2747.

Levick JR: Specialization in individual circulations. In An Intro-
duction to Cardiovascular Physiology. 4th edition. London: Arnold
Publishers; 2003:251-277.

Gutierrez G, Reines HD, Wulf-Gutierrez ME: Clinical review:
hemorrhagic shock. Crit Care 2004, 8:373-381.

Levick JR: Hemodynamics: flow, pressure and resistance. In
An Introduction to Cardiovascular Physiology. 4th edition.
London: Arnold Publishers; 2003:120-123.

Schenkman KA, Marble DR, Burns DH, Feigl EO: Optical spec-
troscopic method for in vivo measurement of cardiac myoglo-
bin oxygen saturation. App/ Spectrosc 1999, 53:332-338.

Tran TK, Sailasuta N, Kreutzer U, Hurd R, Chung Y, Mole P, Kuno
S, Jue T: Comparative analysis of NMR and NIRS measure-
ments of intracellular PO, in human skeletal muscle. Am J
Physiol 1999, 276(6 Pt 2):R1682-R1690.

Boushel R, Piantadosi CA: Near-infrared spectroscopy for
monitoring muscle oxygenation. Acta Physiol Scand 2000,
168:615-622.

49.

50.

51.

Available online http://ccforum.com/content/13/S5/S2

Nighswander-Rempel SP, Kupriyanov VV, Shaw RA: Relative
contributions of hemoglobin and myoglobin to near-infrared
spectroscopic images of cardiac tissue. App/ Spectrosc 2005,
59:190-198.

Yoxall CW, Weindling AM: Measurement of venous oxyhaemo-
globin saturation in the adult human forearm by near infrared
spectroscopy with venous occlusion. Med Biol Eng Comput
1997, 35:331-336.

De Blasi RA, Ferrari M, Natali A, Conti G, Mega A, Gasparetto A:
Noninvasive measurement of forearm blood flow and oxygen
consumption by near-infrared spectroscopy. J App/ Physiol
1994, 76:1388-1393.

Page 13 of 13

(page number not for citation purposes)




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments true
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
    /ACaslonPro-Bold
    /ACaslonPro-BoldItalic
    /ACaslonPro-Italic
    /ACaslonPro-Regular
    /ACaslonPro-Semibold
    /ACaslonPro-SemiboldItalic
    /AdobeFangsongStd-Regular
    /AdobeHeitiStd-Regular
    /AdobeKaitiStd-Regular
    /AdobeMingStd-Light
    /AdobeMyungjoStd-Medium
    /AdobeSongStd-Light
    /AGaramond-Bold
    /AGaramond-BoldItalic
    /AGaramond-Italic
    /AGaramondPro-Bold
    /AGaramondPro-BoldItalic
    /AGaramondPro-Italic
    /AGaramondPro-Regular
    /AGaramond-Regular
    /AGaramond-Semibold
    /AGaramond-SemiboldItalic
    /AgencyFB-Bold
    /AgencyFB-Reg
    /AgfaRotisSansSerif
    /AgfaRotisSansSerif-Bold
    /AgfaRotisSansSerifExtraBold
    /AgfaRotisSansSerif-Italic
    /AgfaRotisSansSerifLight
    /AgfaRotisSansSerifLight-Italic
    /Aharoni-Bold
    /AkzidenzGroteskBE-Bold
    /AkzidenzGroteskBE-It
    /AkzidenzGroteskBE-Light
    /AkzidenzGroteskBE-LightOsF
    /AkzidenzGroteskBE-Md
    /AkzidenzGroteskBE-MdIt
    /AkzidenzGroteskBE-Regular
    /AkzidenzGroteskBE-Super
    /Algerian
    /AllegroBT-Regular
    /AmerTypewriterITCbyBT-Medium
    /Andalus
    /AngsanaNew
    /AngsanaNew-Bold
    /AngsanaNew-BoldItalic
    /AngsanaNew-Italic
    /AngsanaUPC
    /AngsanaUPC-Bold
    /AngsanaUPC-BoldItalic
    /AngsanaUPC-Italic
    /Anna
    /ArabicTypesetting
    /Arial-Black
    /Arial-BlackItalic
    /Arial-BoldItalicMT
    /Arial-BoldMT
    /Arial-ItalicMT
    /ArialMT
    /ArialNarrow
    /ArialNarrow-Bold
    /ArialNarrow-BoldItalic
    /ArialNarrow-Italic
    /ArialRoundedMTBold
    /ArialUnicodeMS
    /ATNebraska
    /ATNebraskaBold
    /ATNebraskaBoldItalic
    /ATNebraskaItalic
    /ATToronto
    /ATTorontoBold
    /ATTorontoBoldItalic
    /ATTorontoItalic
    /AvantGarde-Book
    /AvantGarde-BookOblique
    /AvantGarde-Demi
    /AvantGardeITCbyBT-Book
    /AvantGardeITCbyBT-BookOblique
    /AvantGardeITCbyBT-Medium
    /AvantGardeITCbyBT-MediumOblique
    /BalticSans
    /BankGothicBT-Medium
    /Barmeno-ExtraBold
    /BaskervilleBE-Italic
    /BaskervilleBE-Medium
    /BaskervilleBE-MediumItalic
    /BaskervilleBE-Regular
    /BaskOldFace
    /Batang
    /BatangChe
    /Bauhaus93
    /BauhausITCbyBT-Bold
    /BauhausITCbyBT-Heavy
    /BauhausITCbyBT-Light
    /BauhausITCbyBT-Medium
    /BellGothicStd-Black
    /BellGothicStd-Bold
    /BellMT
    /BellMTBold
    /BellMTItalic
    /Bembo
    /Bembo-Bold
    /Bembo-BoldItalic
    /Bembo-Italic
    /BenguiatGothicITCbyBT-Bold
    /BenguiatGothicITCbyBT-BoldItal
    /BenguiatGothicITCbyBT-Book
    /BenguiatGothicITCbyBT-BookItal
    /BenguiatITCbyBT-Bold
    /Berkeley-Book
    /Berkeley-BookItalic
    /Berkeley-Italic
    /Berkeley-Medium
    /BerlinSansFB-Bold
    /BerlinSansFBDemi-Bold
    /BerlinSansFB-Reg
    /BernardMT-Condensed
    /BernhardFashionBT-Regular
    /BernhardModernBT-Bold
    /BernhardModernBT-BoldItalic
    /BirchStd
    /BlackadderITC-Regular
    /BlackoakStd
    /Bliss-Bold
    /Bliss-Medium
    /Bliss-Regular
    /BodoniBT-Bold
    /BodoniBT-BoldCondensed
    /BodoniBT-BoldItalic
    /BodoniBT-Book
    /BodoniBT-BookItalic
    /BodoniBT-Italic
    /BodoniBT-Roman
    /BodoniMT
    /BodoniMTBlack
    /BodoniMTBlack-Italic
    /BodoniMT-Bold
    /BodoniMT-BoldItalic
    /BodoniMTCondensed
    /BodoniMTCondensed-Bold
    /BodoniMTCondensed-BoldItalic
    /BodoniMTCondensed-Italic
    /BodoniMT-Italic
    /BodoniMTPosterCompressed
    /BookAntiqua
    /BookAntiqua-Bold
    /BookAntiqua-BoldItalic
    /BookAntiqua-Italic
    /Bookman-Demi
    /Bookman-DemiItalic
    /BookmanITCbyBT-Demi
    /BookmanITCbyBT-DemiItalic
    /BookmanITCbyBT-Light
    /BookmanITCbyBT-LightItalic
    /Bookman-Light
    /Bookman-LightItalic
    /BookmanOldStyle
    /BookmanOldStyle-Bold
    /BookmanOldStyle-BoldItalic
    /BookmanOldStyle-Italic
    /BookshelfSymbolFive
    /BookshelfSymbolFour
    /BookshelfSymbolOne-Regular
    /BookshelfSymbolSeven
    /BookshelfSymbolThree-Regular
    /BookshelfSymbolTwo-Regular
    /Boton-Italic
    /Boton-Medium
    /Boton-MediumItalic
    /Boton-Regular
    /Boulevard
    /BradleyHandITC
    /BremenBT-Bold
    /BritannicBold
    /Broadway
    /BrowalliaNew
    /BrowalliaNew-Bold
    /BrowalliaNew-BoldItalic
    /BrowalliaNew-Italic
    /BrowalliaUPC
    /BrowalliaUPC-Bold
    /BrowalliaUPC-BoldItalic
    /BrowalliaUPC-Italic
    /Brush445BT-Regular
    /BrushScriptMT
    /BrushScriptStd
    /Bulgarian-Ariel
    /Calibri
    /Calibri-Bold
    /Calibri-BoldItalic
    /Calibri-Italic
    /CalifornianFB-Bold
    /CalifornianFB-Italic
    /CalifornianFB-Reg
    /CalisMTBol
    /CalistoMT
    /CalistoMT-BoldItalic
    /CalistoMT-Italic
    /Cambria
    /Cambria-Bold
    /Cambria-BoldItalic
    /Cambria-Italic
    /CambriaMath
    /Candara
    /Candara-Bold
    /Candara-BoldItalic
    /Candara-Italic
    /Caslon224ITCbyBT-Bold
    /Caslon224ITCbyBT-BoldItalic
    /Caslon224ITCbyBT-Book
    /Caslon224ITCbyBT-BookItalic
    /CaslonFiveForty-Italic
    /CaslonFiveForty-Roman
    /CaslonThree-Roman
    /Castellar
    /Centaur
    /Century
    /CenturyGothic
    /CenturyGothic-Bold
    /CenturyGothic-BoldItalic
    /CenturyGothic-Italic
    /CenturySchoolbook
    /CenturySchoolbook-Bold
    /CenturySchoolbook-BoldItalic
    /CenturySchoolbookBT-Bold
    /CenturySchoolbookBT-BoldCond
    /CenturySchoolbookBT-BoldItalic
    /CenturySchoolbookBT-Italic
    /CenturySchoolbookBT-Monospace
    /CenturySchoolbookBT-Roman
    /CenturySchoolbook-Italic
    /ChaparralPro-Bold
    /ChaparralPro-BoldIt
    /ChaparralPro-Italic
    /ChaparralPro-Regular
    /CharlemagneStd-Bold
    /CharlesworthBold
    /CheltenhamBT-Bold
    /CheltenhamBT-BoldCondensed
    /CheltenhamBT-BoldCondItalic
    /CheltenhamBT-BoldExtraCondensed
    /CheltenhamBT-BoldHeadline
    /CheltenhamBT-BoldItalic
    /CheltenhamBT-BoldItalicHeadline
    /CheltenhamBT-Italic
    /CheltenhamBT-Roman
    /Chiller-Regular
    /ClassicalGaramondBT-Bold
    /ClassicalGaramondBT-BoldItalic
    /ClassicalGaramondBT-Italic
    /ClassicalGaramondBT-Roman
    /ColonnaMT
    /ComicSansMS
    /ComicSansMS-Bold
    /CommonBullets
    /Consolas
    /Consolas-Bold
    /Consolas-BoldItalic
    /Consolas-Italic
    /Constantia
    /Constantia-Bold
    /Constantia-BoldItalic
    /Constantia-Italic
    /CooperBlack
    /CooperBlackStd
    /CooperBlackStd-Italic
    /CopperplateGothic-Bold
    /CopperplateGothicBT-Bold
    /CopperplateGothic-Light
    /Copperplate-ThirtyOneAB
    /Copperplate-ThirtyTwoBC
    /Corbel
    /Corbel-Bold
    /Corbel-BoldItalic
    /Corbel-Italic
    /CordiaNew
    /CordiaNew-Bold
    /CordiaNew-BoldItalic
    /CordiaNew-Italic
    /CordiaUPC
    /CordiaUPC-Bold
    /CordiaUPC-BoldItalic
    /CordiaUPC-Italic
    /Courier
    /Courier-Bold
    /Courier-BoldOblique
    /CourierNewPS-BoldItalicMT
    /CourierNewPS-BoldMT
    /CourierNewPS-ItalicMT
    /CourierNewPSMT
    /Courier-Oblique
    /CurlzMT
    /DaunPenh
    /DauphinPlain
    /David
    /David-Bold
    /Dax-Regular
    /Dax-RegularExpert
    /DFKaiShu-SB-Estd-BF
    /DilleniaUPC
    /DilleniaUPCBold
    /DilleniaUPCBoldItalic
    /DilleniaUPCItalic
    /DokChampa
    /Dotum
    /DotumChe
    /EccentricStd
    /EdwardianScriptITC
    /Elephant-Italic
    /Elephant-Regular
    /English111VivaceBT-Regular
    /EngraversMT
    /EngraversMT-Bold
    /ErasITC-Bold
    /ErasITCbyBT-Bold
    /ErasITCbyBT-Book
    /ErasITCbyBT-Demi
    /ErasITCbyBT-Light
    /ErasITCbyBT-Medium
    /ErasITCbyBT-Ultra
    /ErasITC-Demi
    /ErasITC-Light
    /ErasITC-Medium
    /EstrangeloEdessa
    /EucrosiaUPC
    /EucrosiaUPCBold
    /EucrosiaUPCBoldItalic
    /EucrosiaUPCItalic
    /EuphemiaCAS
    /EuroMono-Bold
    /EuroMono-BoldItalic
    /EuroMono-Italic
    /EuroMono-Regular
    /EuroSans-Bold
    /EuroSans-BoldItalic
    /EuroSans-Italic
    /EuroSans-Regular
    /EuroSerif-Bold
    /EuroSerif-BoldItalic
    /EuroSerif-Italic
    /EuroSerif-Regular
    /EurostileBold
    /EurostileRegular
    /FangSong
    /FelixTitlingMT
    /FootlightMTLight
    /ForteMT
    /FranklinGothic-Book
    /FranklinGothic-BookItalic
    /FranklinGothic-Demi
    /FranklinGothic-DemiCond
    /FranklinGothic-DemiItalic
    /FranklinGothic-Heavy
    /FranklinGothic-HeavyItalic
    /FranklinGothicITCbyBT-Book
    /FranklinGothicITCbyBT-BookItal
    /FranklinGothicITCbyBT-Demi
    /FranklinGothicITCbyBT-DemiItal
    /FranklinGothicITCbyBT-Heavy
    /FranklinGothicITCbyBT-HeavyItal
    /FranklinGothic-Medium
    /FranklinGothic-MediumCond
    /FranklinGothic-MediumItalic
    /FrankRuehl
    /FreesiaUPC
    /FreesiaUPCBold
    /FreesiaUPCBoldItalic
    /FreesiaUPCItalic
    /FreestyleScript-Regular
    /FrenchScriptMT
    /Frutiger-Black
    /Frutiger-BlackItalic
    /Frutiger-Bold
    /Frutiger-BoldItalic
    /Frutiger-Italic
    /Frutiger-Light
    /Frutiger-LightItalic
    /Frutiger-Roman
    /Frutiger-UltraBlack
    /FuturaBlackBT-Regular
    /Futura-Bold
    /Futura-BoldOblique
    /Futura-Book
    /Futura-BookOblique
    /FuturaBT-Bold
    /FuturaBT-BoldCondensed
    /FuturaBT-BoldCondensedItalic
    /FuturaBT-BoldItalic
    /FuturaBT-Book
    /FuturaBT-BookItalic
    /FuturaBT-ExtraBlack
    /FuturaBT-ExtraBlackCondensed
    /FuturaBT-ExtraBlackCondItalic
    /FuturaBT-ExtraBlackItalic
    /FuturaBT-Heavy
    /FuturaBT-HeavyItalic
    /FuturaBT-Light
    /FuturaBT-LightCondensed
    /FuturaBT-LightItalic
    /FuturaBT-Medium
    /FuturaBT-MediumCondensed
    /FuturaBT-MediumItalic
    /Futura-LightOblique
    /FuturaLtCnBTItalic
    /FuturaMdCnBTItalic
    /FuturaTEE-BoldCond
    /Garamond
    /Garamond-Bold
    /Garamond-BoldCondensed
    /Garamond-BoldCondensedItalic
    /Garamond-BoldItalic
    /Garamond-BookCondensed
    /Garamond-BookCondensedItalic
    /Garamond-Italic
    /Garamond-Light
    /Garamond-LightCondensed
    /Garamond-LightCondensedItalic
    /Garamond-LightItalic
    /Gautami
    /GeometricSlab712BT-BoldA
    /GeometricSlab712BT-ExtraBoldA
    /GeometricSlab712BT-LightA
    /GeometricSlab712BT-LightItalicA
    /GeometricSlab712BT-MediumA
    /GeometricSlab712BT-MediumItalA
    /Georgia
    /Georgia-Bold
    /Georgia-BoldItalic
    /Georgia-Italic
    /Giddyup
    /GiddyupStd
    /Giddyup-Thangs
    /Gigi-Regular
    /GillSans
    /GillSans-Bold
    /GillSans-BoldCondensed
    /GillSans-BoldItalic
    /GillSans-Condensed
    /GillSans-ExtraBold
    /GillSans-Italic
    /GillSans-Light
    /GillSans-LightItalic
    /GillSansMT
    /GillSansMT-Bold
    /GillSansMT-BoldItalic
    /GillSansMT-Condensed
    /GillSansMT-ExtraCondensedBold
    /GillSansMT-Italic
    /GillSans-UltraBold
    /GillSans-UltraBoldCondensed
    /Giovanni-Black
    /Giovanni-BlackItalic
    /Giovanni-Bold
    /Giovanni-BoldItalic
    /Giovanni-BoldSC
    /Giovanni-Book
    /Giovanni-BookItalic
    /Giovanni-BookSC
    /Gisha
    /Gisha-Bold
    /GloucesterMT-ExtraCondensed
    /GoudyHandtooledBT-Regular
    /GoudyOldStyleBT-Bold
    /GoudyOldStyleBT-BoldItalic
    /GoudyOldStyleBT-Italic
    /GoudyOldStyleBT-Roman
    /GoudyOldStyleT-Bold
    /GoudyOldStyleT-Italic
    /GoudyOldStyleT-Regular
    /GoudyStout
    /Gulim
    /GulimChe
    /Gungsuh
    /GungsuhChe
    /Haettenschweiler
    /HarlowSolid
    /Harrington
    /Helvetica
    /Helvetica-Black
    /Helvetica-BlackOblique
    /Helvetica-Bold
    /Helvetica-BoldOblique
    /Helvetica-Condensed
    /Helvetica-Condensed-Black
    /Helvetica-Condensed-BlackObl
    /Helvetica-Condensed-Bold
    /Helvetica-Condensed-BoldObl
    /Helvetica-Condensed-Light
    /Helvetica-Condensed-LightObl
    /Helvetica-Condensed-Oblique
    /Helvetica-Light
    /Helvetica-LightOblique
    /Helvetica-Narrow
    /Helvetica-Narrow-Bold
    /Helvetica-Narrow-BoldOblique
    /Helvetica-Narrow-Oblique
    /Helvetica-Oblique
    /HighTowerText-Italic
    /HighTowerText-Reg
    /HoboStd
    /Humanist521BT-Bold
    /Humanist521BT-BoldItalic
    /Humanist521BT-Italic
    /Humanist521BT-Roman
    /Impact
    /ImprintMT-Shadow
    /InformalRoman-Regular
    /IrisUPC
    /IrisUPCBold
    /IrisUPCBoldItalic
    /IrisUPCItalic
    /IskoolaPota
    /JasmineUPC
    /JasmineUPCBold
    /JasmineUPCBoldItalic
    /JasmineUPCItalic
    /Jokerman-Regular
    /JuiceITC-Regular
    /KabelITCbyBT-Book
    /KabelITCbyBT-Ultra
    /KaiTi
    /Kalinga
    /Kartika
    /KidsPlain
    /KodchiangUPC
    /KodchiangUPCBold
    /KodchiangUPCBoldItalic
    /KodchiangUPCItalic
    /KozGoPro-Bold
    /KozGoPro-ExtraLight
    /KozGoPro-Heavy
    /KozGoPro-Light
    /KozGoPro-Medium
    /KozGoPro-Regular
    /KozMinPro-Bold
    /KozMinPro-ExtraLight
    /KozMinPro-Heavy
    /KozMinPro-Light
    /KozMinPro-Medium
    /KozMinPro-Regular
    /KristenITC-Regular
    /KunstlerScript
    /Latha
    /Latin725BT-Bold
    /Latin725BT-BoldItalic
    /Latin725BT-Italic
    /Latin725BT-Medium
    /Latin725BT-MediumItalic
    /Latin725BT-Roman
    /LatinExtraCondensedBT-Regular
    /LatinWidD
    /LatinWide
    /Leelawadee
    /Leelawadee-Bold
    /LetterGothicStd
    /LetterGothicStd-Bold
    /LetterGothicStd-BoldSlanted
    /LetterGothicStd-Slanted
    /LevenimMT
    /LevenimMT-Bold
    /LilyUPC
    /LilyUPCBold
    /LilyUPCBoldItalic
    /LilyUPCItalic
    /Lithograph-Bold
    /LithographLight
    /LithosPro-Black
    /LithosPro-Regular
    /LucidaBright
    /LucidaBright-Demi
    /LucidaBright-DemiItalic
    /LucidaBright-Italic
    /LucidaCalligraphy-Italic
    /LucidaConsole
    /LucidaFax
    /LucidaFax-Demi
    /LucidaFax-DemiItalic
    /LucidaFax-Italic
    /LucidaHandwriting-Italic
    /LucidaSans
    /LucidaSans-Demi
    /LucidaSans-DemiItalic
    /LucidaSans-Italic
    /LucidaSans-Typewriter
    /LucidaSans-TypewriterBold
    /LucidaSans-TypewriterBoldOblique
    /LucidaSans-TypewriterOblique
    /LucidaSansUnicode
    /Magneto-Bold
    /MaiandraGD-DemiBold
    /MaiandraGD-Italic
    /MaiandraGD-Regular
    /MalgunGothicBold
    /MalgunGothicRegular
    /Mangal
    /Map-Symbols
    /Marlett
    /MathematicalPi-Five
    /MathematicalPi-Four
    /MathematicalPi-One
    /MathematicalPi-Six
    /MathematicalPi-Three
    /MathematicalPi-Two
    /MatisseITC-Regular
    /MaturaMTScriptCapitals
    /Meiryo
    /Meiryo-Bold
    /Meiryo-BoldItalic
    /Meiryo-Italic
    /MesquiteStd
    /MicrosoftHimalaya
    /MicrosoftJhengHeiBold
    /MicrosoftJhengHeiRegular
    /MicrosoftSansSerif
    /MicrosoftUighur
    /MicrosoftYaHei
    /MicrosoftYaHei-Bold
    /Microsoft-Yi-Baiti
    /MingLiU
    /MingLiU-ExtB
    /Ming-Lt-HKSCS-ExtB
    /Ming-Lt-HKSCS-UNI-H
    /Minion
    /MinionBlack
    /MinionBold
    /MinionBoldItalic
    /MinionItalic
    /MinionPro-Bold
    /MinionPro-BoldCn
    /MinionPro-BoldCnIt
    /MinionPro-BoldIt
    /MinionPro-It
    /MinionPro-Medium
    /MinionPro-MediumIt
    /MinionPro-Regular
    /MinionPro-Semibold
    /MinionPro-SemiboldIt
    /MinionSemibold
    /MinionSemiboldItalic
    /Miriam
    /MiriamFixed
    /Mistral
    /Modern-Regular
    /MongolianBaiti
    /MonotypeCorsiva
    /MonotypeSorts
    /MoolBoran
    /MS-Gothic
    /MS-Mincho
    /MSOutlook
    /MS-PGothic
    /MS-PMincho
    /MSReference1
    /MSReference2
    /MSReferenceSansSerif
    /MSReferenceSansSerif-Bold
    /MSReferenceSansSerif-BoldItalic
    /MSReferenceSansSerif-Italic
    /MSReferenceSpecialty
    /MS-UIGothic
    /MT-Extra
    /MVBoli
    /Myriad-BdWeb
    /Myriad-CnItWeb
    /Myriad-CnWeb
    /Myriad-ItWeb
    /MyriadPro-Bold
    /MyriadPro-BoldCond
    /MyriadPro-BoldCondIt
    /MyriadPro-BoldIt
    /MyriadPro-Cond
    /MyriadPro-CondIt
    /MyriadPro-It
    /MyriadPro-Regular
    /MyriadPro-Semibold
    /MyriadPro-SemiboldIt
    /Myriad-Web
    /MyriadWebPro
    /MyriadWebPro-Bold
    /MyriadWebPro-Condensed
    /MyriadWebPro-CondensedItalic
    /MyriadWebPro-Italic
    /Narkisim
    /NewBaskerville-Bold
    /NewBaskerville-BoldItalic
    /NewBaskerville-Italic
    /NewBaskerville-Roman
    /NewsGothicBT-Bold
    /NewsGothicBT-BoldCondensed
    /NewsGothicBT-BoldCondItalic
    /NewsGothicBT-BoldExtraCondensed
    /NewsGothicBT-BoldItalic
    /NewsGothicBT-Demi
    /NewsGothicBT-DemiItalic
    /NewsGothicBT-ExtraCondensed
    /NewsGothicBT-Italic
    /NewsGothicBT-ItalicCondensed
    /NewsGothicBT-Light
    /NewsGothicBT-LightItalic
    /NewsGothicBT-Roman
    /NewsGothicBT-RomanCondensed
    /NewtextITCbyBT-Regular
    /NewtextITCbyBT-RegularItalic
    /NiagaraEngraved-Reg
    /NiagaraSolid-Reg
    /NSimSun
    /NuevaStd-BoldCond
    /NuevaStd-BoldCondItalic
    /NuevaStd-Cond
    /NuevaStd-CondItalic
    /NuptialScript
    /Nyala-Regular
    /OCRAbyBT-Regular
    /OCRAExtended
    /OCRAStd
    /OCRB10PitchBT-Regular
    /OfficinaSanITC-Book
    /OfficinaSans-Bold
    /OfficinaSans-BoldItalic
    /OfficinaSans-Book
    /OfficinaSans-BookItalic
    /OfficinaSerif-Bold
    /OfficinaSerif-BoldItalic
    /OfficinaSerif-Book
    /OfficinaSerif-BookItalic
    /OldEnglishTextMT
    /Onyx
    /OnyxMT
    /Optima
    /Optima-Bold
    /Optima-BoldOblique
    /Optima-Oblique
    /OratorStd
    /OratorStd-Slanted
    /OzHandicraftBT-Roman
    /PalaceScriptMT
    /Palatino-Bold
    /Palatino-BoldItalic
    /Palatino-Italic
    /PalatinoLinotype-Bold
    /PalatinoLinotype-BoldItalic
    /PalatinoLinotype-Italic
    /PalatinoLinotype-Roman
    /Palatino-Roman
    /Papyrus-Regular
    /Parchment-Regular
    /Perpetua
    /Perpetua-Bold
    /Perpetua-BoldItalic
    /Perpetua-Italic
    /PerpetuaTitlingMT-Bold
    /PerpetuaTitlingMT-Light
    /PlantagenetCherokee
    /Playbill
    /PMingLiU
    /PMingLiU-ExtB
    /PoorRichard-Regular
    /PoplarStd
    /PopplLaudatio-Italic
    /PopplLaudatio-Medium
    /PopplLaudatio-MediumItalic
    /PopplLaudatio-Regular
    /PosterBodoniBT-Roman
    /PrestigeEliteStd-Bd
    /Pristina-Regular
    /Pronto
    /Raavi
    /RageItalic
    /Ravie
    /Rockwell
    /Rockwell-Bold
    /RockwellBoldCondensed
    /Rockwell-BoldItalic
    /Rockwell-Condensed
    /Rockwell-CondensedBold
    /RockwellExtraBold
    /Rockwell-ExtraBold
    /Rockwell-Italic
    /RockwellLight
    /Rod
    /RosewoodStd-Regular
    /RussellSquareLT
    /RussellSquareLT-Oblique
    /ScriptMTBold
    /ScriptMT-Bold
    /SegoePrint
    /SegoePrint-Bold
    /SegoeScript
    /SegoeScript-Bold
    /SegoeUI
    /SegoeUI-Bold
    /SegoeUI-BoldItalic
    /SegoeUI-Italic
    /SerifaBT-Bold
    /SerifaBT-Italic
    /SerifaBT-Roman
    /SerifaBT-Thin
    /ShowcardGothic-Reg
    /Shruti
    /SimHei
    /SimplifiedArabic
    /SimplifiedArabic-Bold
    /SimplifiedArabicFixed
    /SimSun
    /SimSun-ExtB
    /SnapITC-Regular
    /SouvenirITCbyBT-Demi
    /SouvenirITCbyBT-DemiItalic
    /SouvenirITCbyBT-Light
    /SouvenirITCbyBT-LightItalic
    /Staccato222BT-Regular
    /StempelGaramond-Bold
    /StempelGaramond-BoldItalic
    /StempelGaramond-Italic
    /StempelGaramond-Roman
    /Stencil
    /StencilStd
    /StoneSans
    /StoneSansItalic
    /StoneSerif
    /StoneSerif-Bold
    /StoneSerif-BoldItalic
    /StoneSerif-Italic
    /StoneSerif-Semibold
    /StoneSerif-SemiboldItalic
    /Swiss721BT-Black
    /Swiss721BT-BlackCondensed
    /Swiss721BT-BlackCondensedItalic
    /Swiss721BT-BlackExtended
    /Swiss721BT-BlackItalic
    /Swiss721BT-BlackOutline
    /Swiss721BT-BlackRounded
    /Swiss721BT-Bold
    /Swiss721BT-BoldCondensed
    /Swiss721BT-BoldCondensedItalic
    /Swiss721BT-BoldCondensedOutline
    /Swiss721BT-BoldExtended
    /Swiss721BT-BoldItalic
    /Swiss721BT-BoldOutline
    /Swiss721BT-BoldRounded
    /Swiss721BT-Heavy
    /Swiss721BT-HeavyItalic
    /Swiss721BT-Italic
    /Swiss721BT-ItalicCondensed
    /Swiss721BT-Light
    /Swiss721BT-LightCondensed
    /Swiss721BT-LightCondensedItalic
    /Swiss721BT-LightExtended
    /Swiss721BT-LightItalic
    /Swiss721BT-Medium
    /Swiss721BT-MediumItalic
    /Swiss721BT-Roman
    /Swiss721BT-RomanCondensed
    /Swiss721BT-RomanExtended
    /Swiss721BT-Thin
    /Swiss721BT-ThinItalic
    /Swiss911BT-ExtraCompressed
    /Sylfaen
    /SymbolMT
    /SyntaxBlack
    /SyntaxBold
    /SyntaxItalic
    /SyntaxRoman
    /SyntaxUltraBlack
    /Tahoma
    /Tahoma-Bold
    /TektonPro-Bold
    /TektonPro-BoldCond
    /TektonPro-BoldExt
    /TektonPro-BoldObl
    /TempusSansITC
    /TiffanyITCbyBT-DemiItalic
    /TiffanyITCbyBT-Heavy
    /TiffanyITCbyBT-HeavyItalic
    /TiffanyITCbyBT-Light
    /TiffanyITCbyBT-LightItalic
    /Times-Bold
    /Times-BoldItalic
    /Times-Italic
    /TimesNewRomanMT-BoldCond
    /TimesNewRomanMT-Cond
    /TimesNewRomanMT-CondItalic
    /TimesNewRomanPS-BoldItalicMT
    /TimesNewRomanPS-BoldMT
    /TimesNewRomanPS-ItalicMT
    /TimesNewRomanPSMT
    /Times-Roman
    /TraditionalArabic
    /TraditionalArabic-Bold
    /TrajanPro-Bold
    /TrajanPro-Regular
    /Trebuchet-BoldItalic
    /TrebuchetMS
    /TrebuchetMS-Bold
    /TrebuchetMS-Italic
    /Tunga
    /TwCenMT-Bold
    /TwCenMT-BoldItalic
    /TwCenMT-Condensed
    /TwCenMT-CondensedBold
    /TwCenMT-CondensedExtraBold
    /TwCenMT-CondensedMedium
    /TwCenMT-Italic
    /TwCenMT-Medium
    /TwCenMT-MediumItalic
    /TwCenMT-Regular
    /TypoUprightBT-Regular
    /VAGRounded-Black
    /VAGRounded-Bold
    /VAGRounded-Light
    /VAGRounded-Thin
    /Verdana
    /Verdana-Bold
    /Verdana-BoldItalic
    /Verdana-Italic
    /VermontLetPlain
    /VinerHandITC
    /Vivaldii
    /VladimirScript
    /Vrinda
    /Webdings
    /Wingdings2
    /Wingdings3
    /Wingdings-Regular
    /WoodtypeOrnaments-One
    /ZapfChancery-MediumItalic
    /ZapfDingbats
    /ZapfElliptical711BT-Bold
    /ZapfElliptical711BT-BoldItalic
    /ZapfElliptical711BT-Italic
    /ZapfElliptical711BT-Roman
    /ZurichBT-Black
    /ZurichBT-BlackExtended
    /ZurichBT-BlackItalic
    /ZurichBT-Bold
    /ZurichBT-BoldCondensed
    /ZurichBT-BoldCondensedItalic
    /ZurichBT-BoldExtended
    /ZurichBT-BoldExtraCondensed
    /ZurichBT-BoldItalic
    /ZurichBT-ExtraBlack
    /ZurichBT-ExtraCondensed
    /ZurichBT-Italic
    /ZurichBT-ItalicCondensed
    /ZurichBT-Light
    /ZurichBT-LightCondensed
    /ZurichBT-LightCondensedItalic
    /ZurichBT-LightExtraCondensed
    /ZurichBT-LightItalic
    /ZurichBT-Roman
    /ZurichBT-RomanCondensed
    /ZurichBT-RomanExtended
    /ZurichBT-UltraBlackExtended
    /ZWAdobeF
  ]
  /NeverEmbed [ true
    /AriosoBold
    /AriosoNormal
    /ChevaraNormal
    /ChevaraOutlineNormal
    /ChillerLetPlain
    /CongaBold
    /CongaNormal
    /ErasContourITC-Normal
    /HelmetBold
    /HelmetBoldItalic
    /HelmetCondensedBold
    /HelmetCondensedBoldItalic
    /HelmetCondensedItalic
    /HelmetCondensedNormal
    /HelmetItalic
    /HelmetNormal
    /LucidaSans-DemiOblique
    /LucidaSans-Oblique
    /StarBats
    /StarMath
    /TimmonsBold
    /TimmonsBoldItalic
    /TimmonsItalic
    /TimmonsNormal
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /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 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /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 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /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 <<


    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e55464e1a65876863768467e5770b548c62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200036002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc666e901a554652d965874ef6768467e5770b548c52175370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200036002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>



    /HUN <>
    /ITA (Utilizzare queste impostazioni per creare documenti Adobe PDF adatti per visualizzare e stampare documenti aziendali in modo affidabile. I documenti PDF creati possono essere aperti con Acrobat e Adobe Reader 6.0 e versioni successive.)
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020be44c988b2c8c2a40020bb38c11cb97c0020c548c815c801c73cb85c0020bcf4ace00020c778c1c4d558b2940020b3700020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200036002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken waarmee zakelijke documenten betrouwbaar kunnen worden weergegeven en afgedrukt. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 6.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>


    /SKY <>

    /SUO <>
    /SVE <>
    /TUR <>

    /ENU (Use these settings to create Adobe PDF documents suitable for reliable viewing and printing of business documents.  Created PDF documents can be opened with Acrobat and Adobe Reader 6.0 and later.)
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


