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Abstract
Introduction: When the kidneys or liver fail, toxic me-
tabolites accumulate in the patient’s blood, causing car-
diovascular and neurotoxic complications and increased
mortality. Conventional membrane-based extracorporeal
blood purification procedures cannot remove these toxins
efficiently. The aim of this in vitro study was to determine
whether commercial hemoperfusion adsorbers are suit-
able for removing protein-bound retention solutes from
human plasma and whole blood as well as to compare the
removal to conventional hemodialysis. Methods: For
in vitro testing of the removal of protein-bound sub-
stances, whole blood and plasma were spiked with uremic
retention solutes (homocysteine, hippuric acid, indoxyl
sulfate, 3-carboxy-4-methyl-5-propyl-2-furanpropionic
acid) and the toxins of liver failure (bilirubin, cholic acid,
tryptophan, phenol). Subsequently, the protein binding of
each retention solute was determined. The adsorption
characteristics of the hemoperfusion adsorbers, Jafron HA
and Biosky MG, both approved for the adsorption of
protein-bound uremic retention solutes and Cytosorb, an
adsorber recommended for adsorption of cytokines, were

tested by incubating them in spiked whole blood or
plasma for 1 h. Subsequently, the adsorption character-
istics of the adsorbers were tested in a dynamic system. For
this purpose, a 6-h in vitro hemoperfusion treatment was
compared with an equally long in vitro hemodialysis
treatment. Results: Hippuric acid, homocysteine, indoxyl
sulfate, and tryptophan were most effectively removed by
hemodialysis. Bilirubin and cholic acid were removed
best by hemoperfusion with Cytosorb. A treatment with
Jafron HA and Biosky MG showed similar results for
the adsorption of the tested retention solutes and were
best for removing phenol. 3-Carboxy-4-methyl-5-propyl-2-
furanpropionic acid could not be removed with any treat-
ment method. Discussion/Conclusion: A combination of
hemodialysis with hemoperfusion seems promising to im-
prove the removal of some toxic metabolites in extracor-
poreal therapies. However, some very strongly protein-bound
metabolites cannot be removed adequately with the ad-
sorbers tested. © 2024 S. Karger AG, Basel

Introduction

Protein-Bound Retention Solutes in Chronic Kidney
Disease
Chronic kidney disease (CKD) is a global health

problem due to its increasing incidence and prevalence
[1]. It is defined as a progressive, irreversible loss of
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kidney function in which retention solutes accumulate
in the patient’s blood. Left untreated, CKD may
progress to end-stage renal disease (ESRD), necessi-
tating renal replacement therapy [2]. The uremic toxins
have been divided by the European Uremic Toxin
Working Group (EUTox) into three groups, namely
small water-soluble compounds, protein-bound com-
pounds, and middle molecules [3, 4]. ESRD is treated
by chronic hemodialysis or hemodiafiltration, which
removes water-soluble low molar mass molecules and
middle molecules [5]. Protein-bound compounds are
insufficiently removed by these procedures and accu-
mulate in the patient’s blood [3]. This is associated to
cardiovascular complications and increased mortality
in dialysis patients [6].

Homocysteine (HCY) is a sulfur-containing amino
acid with a molecular mass of 135 Da and a risk factor
for cardiovascular morbidity and mortality in patients
with CKD [7]. Hippuric acid (HA) is an organic carbon
acid with a molecular mass of 179 Da. It inhibits the
protein binding of drugs and glucose utilization in
muscle cells, leading to kidney tubular damage [8].
Indoxyl sulfate (IS) is a small hydrophobic acid with a
molecular mass of 213 Da. Decreased renal elimination
increases plasma concentrations in patients with ESRD.
This leads to a direct toxic effect on the renal proximal
tubular cells and vascular changes, resulting in an in-
crease in the rate of progression of kidney failure caused
by tubular damage [8]. Furthermore, IS has proin-
flammatory and pro-oxidant effects by stimulating the
production of reactive oxygen species [9]. 3-Carboxy-4-
methyl-5-propyl-2-furanpropionic acid (CMPF) is a
highly lipophilic urofuranic fatty acid with a molecular
mass of 240 Da, whose biological origin has not been
fully elucidated. It is the most potent inhibitor of protein
binding of drugs and natural metabolites such as bili-
rubin and thyroxine, which increases their toxic effect
[7]. Furthermore, it inhibits various enzymes, such as
transferases and clearance enzymes, and can cause
neurological disorders.

Protein-Bound Metabolites in Liver Failure
ESRD is a severe disease due to the diverse metabolic

functions of the liver. One of the tasks of the liver is the
excretion of endogenous and exogenous toxins. When the
liver function declines or fails completely, toxic metab-
olites such as bilirubin, bile acids, aromatic amino acids,
and phenolic compounds accumulate in the patient’s
blood and lead to a mortality rate above 60% without liver
transplantation [10]. Severe ESRD can be treated by
extracorporeal liver replacement therapies such as single-

pass albumin dialysis and fractionated plasma separation
and adsorption until the liver regenerates itself or a
transplant is available [11].

Bilirubin is the breakdown product of hemoglobin and
serves as a marker for liver and blood diseases [12]. High
levels of unconjugated bilirubin lead to acute bilirubin
encephalopathy, kernicterus, and neurotoxicity [13]. Bile
acids are the end products of the cholesterol metabolism
in hepatocytes. High concentrations of bile acids have a
liver-toxic effect and cause itching and unbearable pru-
ritus [14, 15]. Cholic acid (CA) is one of the major human
bile acids and was chosen as a representative of all bile
acids in this study. Liver failure also leads to high con-
centrations of phenolic compounds and a shift of the
amino acid profile toward aromatic amino acids such as
phenylalanine, tyrosine, and tryptophan (TR). This re-
sults in an enhanced brain uptake and leads to a sub-
sequently disturbed neurotransmission [16]. Phenol is
one of the metabolites generated during the metabolism
of tyrosine, and the liver normally detoxifies it. However,
during liver failure, phenol accumulates and can cause
damage to the liver.

Protein Binding
Human serum albumin is the main transport protein

in human blood. It consists of three homologous alpha
helices, each subdivided into two subdomains. The
subdomains IIa and IIIa are the most important
binding sites for exogenous and endogenous toxins
[17]. Protein binding is usually reversible because it
involves noncovalent bonds such as electrostatic or
hydrophobic interactions, van der Waals forces, or
hydrogen bonds. Only the nonprotein-bound fraction
of toxins can be removed by diffusive or convective
membrane-based approaches. The protein-bound
fraction serves to establish chemical balance when
the free fraction is metabolized, excreted, or removed
through extracorporeal blood purification procedures
[18, 19]. The binding of toxic metabolites to albumin
depends on the concentration of albumin, the binding
constant of the toxin, and the presence of binding
competitors such as drugs or other protein-bound
toxins.

Albumin and Its Redox Properties
The most important tasks of albumin include main-

taining the colloid osmotic pressure, transporting water-
insoluble substances in the blood, and the buffer function
to maintain a stable blood pH. In addition, albumin is an
important antioxidant. Besides the reduced form (human
mercaptalbumin, HMA), smaller amounts of reversibly
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oxidized albumin (humannonmercaptalbumin-1,HNA-1) and
irreversibly oxidized albumin (human nonmercaptalbumin-2,
HNA-2) are always found in the blood. The higher the
oxidative stress, the more albumin molecules are ir-
reversibly oxidized. Irreversible oxidation not only
reduces the antioxidant function of albumin but also
impairs its binding capacity and transport function.
Increased blood concentrations of toxic metabolites
and impaired albumin function are also typical for
liver failure [20–22].

Extracorporeal Blood Purification
The removal of endogenous toxins that accumulate in

the blood of patients due to organ failure is treated with
hemodialysis or hemofiltration procedures. For removing
water-soluble toxins and toxins with a low molecular
weight (≤6,000 Da), low-flux filters, and toxins with a
molecular weight ≤50 kDa, high-flux filters are used [23].
These membrane-based methods do not effectively re-
move protein-bound substances even when combined
with the administration of binding competitors that in-
crease the free fraction of toxins in the blood [24]. An-
other option to remove protein-bound substances from
the patients’ blood is hemoperfusion adsorbers. These
blood-compatible and highly porous adsorbers are used
directly in an extracorporeal circuit and bind toxins to
their surface [25, 26].

In this in vitro study, we evaluated clinically approved
adsorber materials. Jafron HA is approved for the ad-
sorption of medium- and large-molecular weight toxins
and protein-bound uremic toxins such as β2-
microglobulin (β2M), tumor necrosis factor α, and in-
terleukin 6 (IL-6). Clinical studies have shown benefits for
patients with uremic syndrome [26]. Biosky MG is ap-
proved for the adsorption of medium- and large-
molecular weight toxins and protein-bound toxins
such as parathyroid hormone, β2M, leptin, HCY, inter-
leukin 1β, and IL-6 in patients with terminal kidney
failure. However, there is only one publication on the
clinical use of this adsorber [27]. Cytosorb is approved for
the adsorption of proinflammatory cytokines such as
interleukin 1β, IL-6, and tumor necrosis factor α, and it is
used to treat patients under acute inflammatory condi-
tions such as sepsis, cardiac surgery, or organ trans-
plantation [28–30].

This study aimed to investigate the protein binding of
protein-bound uremic retention solutes and liver failure
metabolites. The study also examined the effect of
extracorporeal blood treatment on the oxidation state of
albumin. Additionally, the study evaluated the adsorption
characteristics of hemoperfusion adsorbers approved for

the adsorption of cytokines or protein-bound retention
solutes concerning their adsorption characteristics of
these metabolites in comparison to removal by con-
ventional hemodialysis.

Materials and Methods

Human Blood and Plasma
This study was approved by the Ethics Committee of the

University of Continuing Education Krems (EK GZ 13/2015-
2018). Fresh human blood was obtained from healthy volunteers
after signing an informed consent. To determine protein binding
of the toxins and the adsorption kinetics of the hemoperfusion
adsorbers, whole blood anticoagulated with 10 IU/mL heparin was
used. For the extracorporeal blood purification treatments, hep-
arinized plasma with 10 IU/mL heparin was gained from citrated
plasma (Red Cross Austria, Linz, Austria) by hemodialysis using a
multiFiltrate classic machine and amultiFiltrate Kit 9 CVVHD 600
(Fresenius Medical Care, Germany) to remove the citrate-calcium
complex from plasma. Calcium was substituted by the calcium-
containing dialysis solution multiPlus (Fresenius Medical Care,
Germany). Finally, the heparin plasma was frozen at −20°C in
Compoflex bags (Fresenius Kabi, Austria) until use.

Adsorbers
Jafron HA (Jafron Biomedical Co., China) is a styrene-

divinylbenzene copolymer, and Biosky MG (Biosun Medical
Technology Co., China) is a polystyrene resin, both approved for
the adsorption of metabolites with a middle to high molecular
weight and protein-bound uremic retention solutes. Cytosorb
(CytoSorbents Corporation, USA) is a polyvinyl-pyrrolidone-
coated styrene-divinylbenzene copolymer approved for the
adsorption of proinflammatory cytokines. Before use, all ad-
sorber cartridges were rinsed according to the manufacturer’s
instructions.

Retention Solutes
Uremic retention solutes: β2M was purchased from MP Bio-

medicals Inc. (Santa Ana, USA). Urea, HCY, HPS, IS, and CMPF
were purchased from Sigma-Aldrich (St. Louis, USA). Stock so-
lutions of 5 mg/mL for HCY and 500 mg/mL for urea were
prepared in 0.9% saline solution. For β2M, HA, IS, and CMPF,
5 mg/mL stock solutions were prepared in 50% dimethyl sulfoxide
(DMSO) in saline.

Toxins of liver failure: Bilirubin, CA, TR, and phenol were
purchased from Sigma-Aldrich (St. Louis, USA). Stock solutions
with a concentration of 20 mM for CA and TR, 60 mM for bilirubin,
and 400 mM for phenol were prepared in 0.3 N NaOH.

Plasma and Blood Preparation
Toxins of liver failure were dissolved in 0.3 N NaOH before

addition to plasma or whole blood. After 60 min of incubation,
the same amount of 0.3 N HCl was added to restore the phys-
iological pH. The final concentrations of the added substances are
shown in Table 1. Uremic retention solutes were solved in 50%
DMSO. To spike heparinized plasma, the stock solutions were
directly added to reach the concentrations listed in Table 1. Since
DMSO causes hemolysis when added to whole blood [31], the
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toxins dissolved in DMSO cannot be added directly. Therefore,
the plasma was separated by centrifugation (3,500 g, 10 min,
room temperature) and mixed with the DMSO stock solution.
Following a 30-min incubation at room temperature, the plasma
was gently mixed back with the blood cells.

Protein Binding
To determine the extent of protein binding of toxins added to

blood and plasma for our experiments, the protein-bound fraction
was calculated. Tests were carried out in heparinized plasma
containing uremic retention solutes or metabolites of liver failure
at the concentration listed in Table 1. The plasma was centrifuged
(15,000 g, 20 min, room temperature) through 30 kDa membranes
(n = 6), and the concentrations of albumin and toxins were an-
alyzed in the filtrate. Protein-binding percentage was calculated
from the concentration in plasma and filtrate. Urea and β2M were
added as negative and positive controls.

Adsorption of Protein-Bound Retention Solutes
To determine the adsorption of the hemoperfusion adsorbers,

batch tests were carried out in heparinized whole blood and plasma
(n = 6). Adsorbers were incubated with whole blood or plasma (v/v
1:10) at 37°C on a roller mixer for 60 min. The concentrations of
the toxins were analyzed before and after the incubation. The
adsorption was calculated as the percentage of the concentration
incubated without adsorber for 60 min of each toxin.

Elimination of Protein-Bound Retention Solutes by
Hemodialysis
To compare the elimination of protein-bound retention solutes

by hemoperfusion with hemodialysis, in vitro dialysis experiments
were carried out (n = 3). The hemodialysis experiment was per-
formed with a multiFiltrate classic, a multiFiltrate Kit Paed CRRT/
SCUF, and a multiBic dialysate containing 1.5 mM calcium and
0.5 mM magnesium (Fresenius Medical Care, Bad Homburg,
Germany). Heparinized plasma (330 mL) mixed with the toxins
(Table 1) was treated over 6 h with a plasma flow rate of 30 mL/
min and a dialysate flow rate of 1,500mL/h. Samples were drawn at
0, 15, 30, 60, 120, 240, and 360 min, aliquoted and stored at −20°C
until analysis. The adsorption was calculated as the percentage of
the initial concentration for each toxin.

Adsorption of Protein-Bound Retention Solutes by Hemoperfusion
Since there was no difference in the adsorption capacity be-

tween batch tests carried out in whole blood or plasma, hemo-
perfusion experiments were carried out in plasma with each ad-
sorber (n = 3). The pediatric hemoperfusion sets were used in
in vitro experiments with 30 mL adsorber cartridges and a pe-
diatric disposable kit (AV-Set Paed R, Fresenius Medical Care, Bad
Homburg, Germany). 330 mL heparinized plasma mixed with
protein-bound toxins was treated over 6 h with a plasma flow rate
of 30 mL/min. Samples were drawn at 0, 15, 30, 60, 120, 240, and
360 min, aliquoted and stored at −20°C until analysis. The ad-
sorption was calculated as the percentage of the initial concen-
tration for each toxin.

Measurement of the Oxidation State of Albumin
To determine the redox state of albumin during hemo-

perfusion and hemodialysis treatments, the plasma samples
were analyzed with an ion exchange chromatography. This
method allows simultaneous analysis of HMA, HNA-1, and
HNA-2, following the protocol described by Imai et al. [32]
with minor adaptations. The HPLC system used was a Shi-
madzu Prominence and the LabSolutions software Vers. 5.54
(Shimadzu, Japan). Plasma samples were diluted 1:7.5 in
physiological saline and 5 μL was injected. The peak area was
used for quantification.

Measurement of the Toxins
A cobas c311 analyzer (Roche, Basel, Switzerland) was used

with the corresponding test kits from Roche (albumin, urea,
β2M, HCY, and bilirubin) and from Trinity Biotech (CA; Bray,
Ireland). TR, phenol, HA, IS, and CMPF were analyzed with a
reversed-phase HPLC method using a Nucleosil EC 150 ×
4.6 mm 100-5 C-18 column (Macherey-Nagel, Düren, Ger-
many), an Onyx Monolithic 18 × 4.6 mm C-18 guard column,
and a Shimadzu Prominence HPLC system. For the analysis of
TR and phenol, we employed a mobile phase consisting of
methanol:water (1:1) with a flow rate of 0.5 mL/min. Plasma
samples were prepared as follows: 100 μL plasma sample was
mixed with 500 μL iced methanol, incubated for at least 20 min
at −20°C, centrifuged, and 20 μL of the supernatant was injected
by an autosampler. The peak of TR was detected at UV 280 nm

Table 1. List of retention solutes that were added to whole blood and to plasma for the in vitro experiments

Retention solute Molecular
weight (Da)

Physiological
concentration

Concentration used in
the in vitro experiments

β2M 11,800 <2.0 mg/L 4.5 mg/L
Urea 60 <0.4 mg/L 2.4 g/L
Homocysteine 135 <1.7 mg/L 2 mg/L
Hippuric acid 179 <5.0 mg/L 50 mg/L
Indoxyl sulfate 212 0.6±3.3 mg/L 30 mg/L
CMPF 240 7.7±5.4 mg/L 15 mg/L
Bilirubin 585 <20.6 μM 300 μM
Cholic acid 409 0.6±0.3 μM 100 μM
Tryptophan 204 31–64 μM 100 μM
Phenol 94 – 2 mM
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and the phenol peak was detected at UV 271 nm. For the
analysis of HA, IS, and CMPF, we employed the method
previously published by Lesaffer et al. [23] with certain ad-
aptations. HA and CMPF were detected at UV 254 nm and IS at
excitation 385 and emission at 515 nm. All plasma samples were
deproteinized before analysis, mixing 150 μL plasma with
300 μL iced methanol, incubating them at −20°C for 20 min with
subsequent centrifugation. An internal standard (naphthalene
sulfonic acid) and trichloroacetic acid for acidifying the sample
were added to the supernatant before 50 μL of this solution was
injected.

Measurement of the Size Distribution of the Hemoperfusion
Adsorbers
Particle size distribution was measured using a Mastersizer

2000 with the corresponding software version 5.22 (Malvern In-
struments Ltd., Malvern, UK). 0.5 mL of a 50% adsorber sus-
pension in high purity water was prepared and pipetted into the
instrument.

Statistics
The experiments for determining the protein binding of re-

tention solutes and the adsorption capacity were conducted in a
sixfold setup. The test for normal distribution was carried out with
the statistical program SPSS using Shapiro-Wilk test and the
statistical significance was tested using a t test for independent
samples where a probability of error of p < 0.05 was accepted.

The hemodialysis and hemoperfusion treatments were carried
out in triplicates. Means and standard deviations were calculated
using Microsoft Excel 365.

Results

Volume-Size Distribution of the Hemoperfusion
Adsorbers
The distribution curves show the volume of the particles

in each size fraction (Fig. 1). Cytosorb is the smallest ad-
sorber with a distribution maximum of 500 μm and a
narrow size distribution of 240–1,100 μm. Biosky MG
shows a distribution maximum of 600 μm and a relatively
broad size distribution ranging from 250 to 1,700 μm. Jafron
HAhas the largest particles with a distributionmaximum of
900 μm and a distribution ranging from 360 to 1,900 μm.

Protein Binding in Plasma
The protein-binding efficiency determined in our

study (Table 2) aligns with the literature findings for
patient values, demonstrating consistency in the observed
protein-binding percentages for all toxins. Notably, a
trend is observed where higher levels of protein binding
are noted when fewer toxins are present, except for CA.

Adsorption Efficiency of Hemoperfusion Adsorbers for
Toxic Metabolites in Whole Blood and Plasma
As shown in Figure 2b, Cytosorb is the most efficient

adsorber for removing β2M, HCY, and bilirubin in
whole blood and plasma (p < 0.05); for CA, it is

Fig. 1. Volume-size distribution of the hemoperfusion adsorbents Cytosorb, Jafron HA, and Biosky MG.
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significantly more efficient than JF and BS in whole
blood but not significantly better than BS in plasma (p =
0.33). Jafron HA shows the highest adsorption rate for
TR in whole blood and plasma (p < 0.05) and for phenol
in whole blood, but no significant difference is shown in
plasma between JF and BS (p = 0.31). Biosky MG is the
most efficient adsorbent for HA and IS in whole blood
and plasma (p < 0.05). All protein-bound metabolites
show a higher adsorption efficiency in whole blood
than in plasma. The differences between the tested
hemoperfusion adsorbents are the same with all
metabolites.

The Oxidation State of Albumin during 6 h of
Hemoperfusion or Hemodialysis Treatment
Table 3 shows the ratios of the different oxidation

states of albumin before and after the 6-h dialysis and
hemoperfusion treatments. The difference between the
concentrations before and after treatment was not sig-
nificant (p > 0.05). No HNA-2 was detected as the plasma
of healthy volunteers was used for the hemoperfusion and
hemodialysis treatments. It can therefore be assumed that
the free thiol group on cysteine 34 of the albumin
molecule was not oxidized and was therefore available as
a binding site for HCY and that the antioxidant effect of
albumin is not impaired.

Removal of Albumin and Nonprotein-Bound Toxins
by Hemodialysis and Hemoperfusion
As shown in Figure 3, albumin and total protein were

not removed by hemodialysis but slightly adsorbed by all
tested hemoperfusion adsorbers during the first 2 h of
treatment. The albumin reduction appears to be caused

by protein coating [43], mainly of the outer adsorber
surface. Urea was completely removed within 2 h of
hemodialysis treatment but not during 6-h hemoperfu-
sion treatment by any of the tested adsorbers. β2M was
removed fastest by Cytosorb but also removed by the
other adsorbents and hemodialysis over 6 h.

Elimination of Protein-Bound Retention Solutes by
Hemodialysis and Hemoperfusion
The results of the hemodialysis and hemoperfusion

treatments performed in heparinized plasma are sum-
marized in Figure 4. A slight decrease in toxin concen-
tration after 15 min of treatment resulted from dilution
due to the rinsing process of the extracorporeal systems,
filters, and adsorbers directly before treatment.

Hemodialysis was able to reduce HCY, which is
70–80% bound to plasma proteins, by 30% within 1 h. A
longer treatment time did not lead to any further re-
duction. The hemoperfusion treatment could only reduce
HCY by 7–17%. IS could be dialyzed despite a protein
binding of over 85% over the entire treatment time of 6
h. The hemoperfusion treatment reduced the concen-
tration of IS by 11–29%. HA, the uremic toxin with the
weakest protein binding (about 46%) was completely
removed by hemodialysis within 4 h, whereas the he-
moperfusion treatment only showed a removal of
13–30%. CMPF with a protein binding of over 95% could
not be removed with either hemodialysis or hemo-
perfusion treatments.

CA could be reduced to 20% of the initial concen-
tration by hemodialysis despite a protein binding of more
than 97% over the treatment period of 6 h. All three
adsorbents were able to reduce the CA concentration to

Table 2. Protein binding in plasma (n = 6) measured after addition of uremic or hepatic toxins and measured
after addition of uremic and hepatic toxins compared to published protein-binding values of patients

Retention solute Binding site Protein binding, % References

uremic OR
hepatic toxins

uremic AND
hepatic toxins

patient values
from Literature

Homocysteine Cys 34 75.1 64.1 70–80 [18, 33, 34]
Hippuric acid Sudlow Site 2 57.3 56.3 > 42 [18, 35]
CMPF Sudlow Site 1 96.8 85.4 > 95 [18, 35]
Indoxyl sulfate Sudlow Site 2 84.9 69.8 > 85 [35, 36]
Bilirubin Sudlow Site 2 100 99.8 > 99 [37]
Cholic acid Sudlow Site 1 91.6 91.9 > 97 [38, 39]
Tryptophan Sudlow Site 2 86.9 74.9 > 90 [40, 41]
Phenol Sudlow Site 1 84.4 70.5 n.a. [42]

CMPF, 3-carboxy-4-methyl-5-propyl-2-furanpropionic acid.
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Fig. 2. Adsorption characteristics of the hemoperfusion adsorbers Cytosorb (Cyt), Jafron HA (Jaf), and Biosky
MG (Bio) incubated for 1 h in plasma and whole blood at a ratio 1:10, controls are plasma (P) and whole blood (B)
incubated without adsorbents. a Toxins of liver failure. b Uremic retention solutes (n = 6). Percentages were
calculated from the untreated plasma or whole blood after 1 h incubation. Data ≤0.05 are considered significant.

Table 3. Oxidation state of albumin
during 6 h of hemoperfusion or
hemodialysis treatment

HMA, % HNA-1, % HNA-2, %

Before treatment 59.3 40.7 0.0

After 6 h Dialysis 63.3 36.7 0.0
Hemoperfusion with Cytosorb 60.1 39.9 0.0
Hemoperfusion with Jafron HA 59.4 40.6 0.0
Hemoperfusion with Biosky MG 59.6 40.4 0.0

The numerical values are mean in percent (n = 3). HMA, human mercaptalbumin;
HNA-1, human nonmercaptalbumin 1; HNA-2, human nonmercaptalbumin 2.
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below 10% of the initial concentration. Bilirubin, the most
protein-bound toxin of the liver failure, was reduced by
43% by hemoperfusion treatment with Cytosorb.
Treatment with Jafron HA, Biosky MG, and hemodialysis
could not reduce the bilirubin concentration. Large dif-
ferences were found in the elimination of TR. The greatest
reduction occurred with hemodialysis treatment (82%),
followed by hemoperfusion treatment with Jafron HA
(65%), Biosky MG (25%), and Cytosorb (13%). Phenol
could be reduced below 20% of the initial concentration
by hemodialysis as well as by hemoperfusion treatments
with all three adsorbents.

Discussion

Due to the different size distributions of the tested
highly porous adsorbers, the external surface area per
adsorber volume increases with decreasing adsorber di-
ameter. This means that especially the nonspecific ad-
sorption, as well as the adsorption of larger molecules
such as albumin, which cannot penetrate into the pores of
the adsorber, is significantly higher with the smaller
adsorber Cytosorb. Therefore, choosing the right ad-
sorber is always a trade-off between hemocompatibility
and efficiency.

Fig. 3. Concentration in percent of albumin, total protein, urea, and β2M in 330 mL plasma during a 6-h
treatment with hemodialysis (FX Paed) or hemoperfusion with 30 mL cartridges of Jafron HA, Biosky MG, or
Cytosorb (n = 3).

8 Blood Purif
DOI: 10.1159/000534906

Schildboeck/Harm/Hartmann

D
ow

nloaded from
 http://karger.com

/bpu/article-pdf/doi/10.1159/000534906/4172046/000534906.pdf by Fudan U
niversity Library, li bai on 27 M

arch 2024

https://doi.org/10.1159/000534906


Fig. 4. Concentration in
percent of HCY, HA,
CMPF, CA, bilirubin, TR,
and phenol in 330 mL
plasma during a 6-h treat-
ment with hemodialysis (FX
Paed) or hemoperfusion
with 30 mL cartridges of
Jafron HA, Biosky MG, or
Cytosorb (n = 3). a Uremic
retention solutes. b Toxins
of the liver failure.
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The molar ratio between the added toxins and al-
bumin was 5.2, indicating 5.2 toxin molecules per al-
bumin molecule, which led to competition between
toxins for binding sites on albumin. CMPF, CA, and
phenol bind to the high-affinity binding site Sudlow
Site I and HA, IS, bilirubin, and TR bind to the high-
affinity binding site Sudlow Site II. HCY, which binds
to Cys34, had no competitor in this toxin mixture and,
nevertheless, showed a difference in protein binding
when other metabolites that bind to albumin were
present. A possible explanation for this observation is
that HCY binds not only to Cys-34 but also to other
binding sites on the albumin molecule, or the presence
of the other uremic retention solutes and liver toxins
leads to a mild oxidation of albumin, which would
mean that HNA-1 is formed. The Cys-34-binding site is
blocked. In the presence of bilirubin, which primarily
binds to HMA, the binding of HCY is diminished [44].
Since CA does bind not only to albumin but also to
lipoproteins [45], sufficient binding sites for CA were
always available, and therefore, no competition for
binding sites could be observed. In patients with ESRD,
the binding of toxins to plasma proteins is reduced due
to hypoalbuminemia, accumulation of metabolic end
products competing for the binding sites, or a con-
formational change in the albumin molecule [46]. In
these patients, the increased free fraction of the re-
tention solutes can be removed by hemodialysis.
However, for the strongly protein-bound retention
solutes, a combination of hemodialysis with hemo-
perfusion might be advantageous for their removal. A
clinical study already showed that the treatment with a
combined membrane-adsorption system based on
hydrophobic and cationic adsorbents had a higher
removal rate for protein-bound uremic toxins than a
conventional high-flux hemodialysis [47].

Studies where high salt concentrations or ibuprofen
were added to the patients’ blood to raise the free
fraction of protein-bound retention solutes showed
promising results, but further aspects such as over-
dosage and blood cell damage must be considered to
ensure a safe treatment [18, 48]. The results (Table 2)
show that in the presence of multiple protein-bound
toxic metabolites, they compete with each other for
binding sites, and therefore, there is a shift in the ratios
of bound to free form. It is difficult to predict how
severe this shift is because some protein-binding
substances have more than one binding site. There
may also be some oxidation of the albumin molecule
when it has certain binding partners. When removing
protein-bound substances, it is important to consider

that specific substances exhibit a remarkably high
binding affinity to plasma proteins. As a result, these
substances can only be effectively eliminated by si-
multaneously removing the bound protein.

Since aromatic amino acids are present in elevated
concentrations in the blood of patients with liver failure,
TR was selected in this study as a representative example
of aromatic amino acid. TR is not strongly bound to
albumin so that conventional dialysis treatment can re-
move it effectively. The Biosky adsorber, in particular,
shows relatively good removal of TR. However, whether
this also leads to a positive effect for the patient in the
clinic when combined with dialysis would have to be
tested in further in vivo studies. The other toxins of liver
failure, bilirubin and CA, can also be removed efficiently
by Cytosorb.

For the adsorption of HCY and bilirubin, Cytosorb was
the most effective adsorber and clearly better than the
adsorbers Jafron HA and Biosky MG. For the adsorption
of IS and CA, there was no significant difference between
the three adsorbers tested. For the adsorption of HA, TR,
and phenol, the adsorbers Jafron HA and Biosky MG
were significantly better than Cytosorb.

Dialysis removes HA, HCY, and IS better than the
adsorbers and the present study provides no rationale for
using adsorbers for the removal of these metabolites.
CMPF, which has an exceptionally high affinity for al-
bumin, was the only toxin that could not be eliminated by
any treatment. HCY with a protein-binding ratio of
70–80% in plasma was not efficiently removed by any
treatment because it is known that 20–30% of the HCY
molecules form dimers with itself, cysteine, or glutathione
[49], so only 1% of HCY is free and can be dialyzed or
adsorbed.

Although Cytosorb was initially developed as an
adsorber for cytokines, it has recently been increasingly
used in extracorporeal liver support. The results of this
study confirm that the use of Cytosorb in liver failure is
justified. Nevertheless, no data on the removal of
protein-bound uremic retention solutes are available to
date. Jafron HA showed in two clinical studies an
improvement in uremic symptoms and pruritus score
as well as a decrease in parathyroid hormone and
calcium phosphate [26]. There is only 1 published case
study on using Biosky MG in a patient with acute
respiratory distress syndrome [27]. Unfortunately, the
data available on the clinical benefit of adsorber-based
methods are very limited.

Although the use of adsorbers in addition to con-
ventional dialysis treatment seems promising for some
substances to be removed, extensive clinical studies are
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required to make a clear statement about their benefit.
Furthermore, the results of the present in vitro study do
not allow a universal recommendation for a specific
adsorber. Since the spectrum of protein-bound toxins
varies from patient to patient, the decision must be
made for each patient in the interest of individualized
medicine.

Statement of Ethics

The Ethics Commission of the University for Continuing
Education Krems provided a positive votum for the blood do-
nation of healthy volunteers (EK GZ 13/2015-2018) for research
before. The included healthy volunteers signed an informed
consent before blood donation.

Conflict of Interest Statement

The authors declare that there is no conflict of interest.

Funding Sources

This work was funded by the government of Lower Austria and
the IWB/EFRE program, www.efre.gv.at (project ID WST3-F-
5030664/007-2018 and WST3-F-5030664/021-2020).

Author Contributions

Conceived and designed the experiments: C.S., J.H., and S.H.
Performed the experiments: C.S. and S.H. Measurements with
cobas c311, establishment of HPLC methods and measurements,
blood donation, and statistical analysis: C.S. Wrote the paper: C.S.,
S.H., and J.H. Responsible for funding: J.H. All authors partici-
pated in the discussion of the data and preparation of the
manuscript.

Data Availability Statement

All data generated or analyzed during this study are included in
this article. Further inquiries can be directed to the corresponding
author.

References

1 Webster AC, Nagler EV, Morton RL, Masson
P. Chronic kidney disease. Lancet. 2017;
389(10075):1238–52.

2 Levey AS. Clinical practice. Nondiabetic
kidney disease. N Engl J Med. 2002;347(19):
1505–11.

3 Vanholder R, De Smet R, Glorieux G, Argiles
A, Baurmeister U, Brunet P, et al. Review on
uremic toxins: classification, concentration,
and interindividual variability. Kidney Int.
2003;63(5):1934–43.

4 Vanholder R, Argiles A, Baurmeister U,
Brunet P, Clark W, Cohen G, et al. Uremic
toxicity: present state of the art. Int J Artif
Organs. 2001;24(10):695–725.

5 Dhondt A, Vanholder R, Van Biesen W,
Lameire N. The removal of uremic toxins.
Kidney Int Suppl. 2000;76:S47–59.

6 Yamamoto S, Ito T, Sato M, Goto S, Kazama
JJ, Gejyo F, et al. Adsorption of protein-
bound uremic toxins using activated carbon
through direct hemoperfusion in vitro. Blood
Purif. 2019;48(3):215–22.

7 Brunet P, Dou L, Cerini C, Berland Y.
Protein-bound uremic retention solutes. Adv
Ren Replace Ther. 2003;10(4):310–20.

8 Vanholder R, Pletinck A, Schepers E, Glo-
rieux G. Biochemical and clinical impact of
organic uremic retention solutes: a compre-
hensive update. Toxins. 2018;10(1):33.

9 Lu CL, Zheng CM, Lu KC, Liao MT, Wu KL,
Ma MC. Indoxyl-sulfate-induced redox im-
balance in chronic kidney disease. Antioxi-
dants. 2021;10(6):936.

10 Rifai K, Ernst T, Kretschmer U, Bahr MJ,
Schneider A, Hafer C, et al. Prometheus-a

new extracorporeal system for the treatment
of liver failure. J Hepatol. 2003;39(6):984–90.

11 Rademacher S, Oppert M, Jörres A. Artificial
extracorporeal liver support therapy in pa-
tients with severe liver failure. Expert Rev
Gastroenterol Hepatol. 2011;5(5):591–9.

12 Fevery J. Bilirubin in clinical practice: a re-
view. Liver Int. 2008;28(5):592–605.

13 Tiribelli C, Ostrow JD. The molecular basis of
bilirubin encephalopathy and toxicity: report
of an EASL Single Topic Conference, Trieste,
Italy, 1-2 October, 2004. J Hepatol. 2005;
43(1):156–66.

14 Russell DW. The enzymes, regulation, and
genetics of bile acid synthesis. Annu Rev
Biochem. 2003;72:137–74.

15 Younossi ZM, Kiwi ML, Boparai N, Price LL,
Guyatt G. Cholestatic liver diseases and
health-related quality of life. Am
J Gastroenterol. 2000;95(2):497–502.

16 Dejong CHC, van de Poll MCG, Soeters PB,
Jalan R, Olde Damink SWM. Aromatic
amino acid metabolism during liver failure.
J Nutr. 2007;137(6 Suppl 1):1579S–98S.

17 Rabbani G, Ahn SN. Structure, enzymatic
activities, glycation and therapeutic potential
of human serum albumin: a natural cargo. Int
J Biol Macromol. 2019;123:979–90.

18 Florens N, Yi D, Juillard L, Soulage CO. Using
binding competitors of albumin to promote
the removal of protein-bound uremic toxins
in hemodialysis: hope or pipe dream? Bio-
chimie. 2018;144:1–8.

19 Krieter DH, Hackl A, Rodriguez A, Chenine
L, Moragues HL, Lemke HD, et al. Protein-
bound uraemic toxin removal in haemo-

dialysis and post-dilution haemodiafiltration.
Nephrol Dial Transplant. 2010;25(1):212–8.

20 AnrakuM, Chuang VT,Maruyama T, Otagiri
M. Redox properties of serum albumin. Bi-
ochim Biophys Acta. 2013;1830(12):5465–72.

21 Turell L, Radi R, Alvarez B. The thiol pool in
human plasma: the central contribution of
albumin to redox processes. Free Radic Biol
Med. 2013;65:244–53.

22 Oettl K, Marsche G. Redox state of human
serum albumin in terms of cysteine-34 in
health and disease. Methods Enzymol. 2010;
474:181–95.

23 Lesaffer G, De Smet R, Lameire N, Dhondt A,
Duym P, Vanholder R. Intradialytic removal
of protein-bound uraemic toxins: role of
solute characteristics and of dialyser mem-
brane. Nephrol Dial Transplant. 2000;
15(1):50–7.

24 Madero M, Cano KB, Campos I, Tao X,
Maheshwari V, Brown J, et al. Removal of
protein-bound uremic toxins during hemo-
dialysis using a binding competitor. Clin
J Am Soc Nephrol. 2019;14(3):394–402.

25 Falkenhagen D. Small particles in medicine.
Artif Organs. 1995;19(8):792–4.

26 Ankawi G, Fan W, Pomare Montin D, Lor-
enzin A, Neri M, Caprara C, et al. A new
series of sorbent devices for multiple clinical
purposes: current evidence and future di-
rections. Blood Purif. 2019;47(1–3):94–100.

27 Mezger M, Eitel I, Ensminger S, Pogorzalek
D, Huang Z, Graf T. Sequential use of he-
madsorption using Cytosorb® and Biosky®
filter-technology in a COVID-19 patient
suffering from severe ARDS; 2020.

Removal of Protein-Bound Retention
Solutes

Blood Purif
DOI: 10.1159/000534906

11

D
ow

nloaded from
 http://karger.com

/bpu/article-pdf/doi/10.1159/000534906/4172046/000534906.pdf by Fudan U
niversity Library, li bai on 27 M

arch 2024

http://www.efre.gv.at
https://doi.org/10.1016/S0140-6736(16)32064-5
https://doi.org/10.1056/NEJMcp013462
https://doi.org/10.1046/j.1523-1755.2003.00924.x
https://doi.org/10.1177/039139880102401004
https://doi.org/10.1177/039139880102401004
https://doi.org/10.1046/j.1523-1755.2000.07606.x
https://doi.org/10.1159/000500014
https://doi.org/10.1159/000500014
https://doi.org/10.1053/j.arrt.2003.08.002
https://doi.org/10.1053/j.arrt.2003.08.002
https://doi.org/10.3390/toxins10010033
https://doi.org/10.3390/antiox10060936
https://doi.org/10.3390/antiox10060936
https://doi.org/10.1016/s0168-8278(03)00468-9
https://doi.org/10.1586/egh.11.59
https://doi.org/10.1586/egh.11.59
https://doi.org/10.1111/j.1478-3231.2008.01716.x
https://doi.org/10.1016/j.jhep.2005.04.003
https://doi.org/10.1146/annurev.biochem.72.121801.161712
https://doi.org/10.1146/annurev.biochem.72.121801.161712
https://doi.org/10.1111/j.1572-0241.2000.01774.x
https://doi.org/10.1111/j.1572-0241.2000.01774.x
https://doi.org/10.1093/jn/137.6.1579S
https://doi.org/10.1016/j.ijbiomac.2018.11.053
https://doi.org/10.1016/j.ijbiomac.2018.11.053
https://doi.org/10.1016/j.biochi.2017.09.018
https://doi.org/10.1016/j.biochi.2017.09.018
https://doi.org/10.1093/ndt/gfp437
https://doi.org/10.1016/j.bbagen.2013.04.036
https://doi.org/10.1016/j.bbagen.2013.04.036
https://doi.org/10.1016/j.freeradbiomed.2013.05.050
https://doi.org/10.1016/j.freeradbiomed.2013.05.050
https://doi.org/10.1016/S0076-6879(10)74011-8
https://doi.org/10.1093/ndt/15.1.50
https://doi.org/10.2215/CJN.05240418
https://doi.org/10.2215/CJN.05240418
https://doi.org/10.1111/j.1525-1594.1995.tb02429.x
https://doi.org/10.1159/000493523
https://doi.org/10.1159/000534906


28 Schadler D, Pausch C, Heise D, Meier-
Hellmann A, Brederlau J, Weiler N, et al. The
effect of a novel extracorporeal cytokine
hemoadsorption device on IL-6 elimination
in septic patients: a randomized controlled
trial. PLoS One. 2017;12(10):e0187015.

29 Calabro MG, Febres D, Recca G, Lembo R,
Fominskiy E, Scandroglio AM, et al. Blood
purification with CytoSorb in critically ill
patients: single-center preliminary experi-
ence. Artif Organs. 2019;43(2):189–94.

30 Kellum JA, Venkataraman R, Powner D,
Elder M, Hergenroeder G, Carter M. Feasi-
bility study of cytokine removal by he-
moadsorption in brain-dead humans. Crit
Care Med. 2008;36(1):268–72.

31 Yi X, Liu M, Luo Q, Zhuo H, Cao H, Wang J,
et al. Toxic effects of dimethyl sulfoxide on
red blood cells, platelets, and vascular en-
dothelial cells in vitro. FEBS Open Bio. 2017;
7(4):485–94.

32 ImaiH, Era S,Hayashi T,NegawaT,Matsuyama
Y, Okihara K, et al. Effect of propolis supple-
mentation on the redox state of human serum
albumin during high-intensity kendo training.
Adv Exerc Sports Physiol. 2005;11(3):109.

33 Perna AF, Ingrosso D, De Santo NG. Ho-
mocysteine and oxidative stress. Amino
Acids. 2003;25(3–4):409–17.

34 Hankey GJ, Eikelboom JW. Homocysteine
and vascular disease. Lancet. 1999;354(9176):
407–13.

35 Itoh Y, Ezawa A, Kikuchi K, Tsuruta Y,
Niwa T. Protein-bound uremic toxins in
hemodialysis patients measured by liquid

chromatography/tandem mass spectrom-
etry and their effects on endothelial ROS
production. Anal Bioanal Chem. 2012;
403(7):1841–50.

36 Devine E, Krieter DH, Ruth M, Jankovski J,
Lemke HD. Binding affinity and capacity for
the uremic toxin indoxyl sulfate. Toxins.
2014;6(2):416–29.

37 Soligard HT, Nilsen OG, Bratlid D. Dis-
placement of bilirubin from albumin by
ibuprofen in vitro. Pediatr Res. 2010;67(6):
614–8.

38 Hartmann J, Harm S. Removal of bile acids by
extracorporeal therapies: an in vitro study. Int
J Artif Organs. 2017;41(1):52–7.

39 Rohacova J, Marin ML, Miranda MA.
Complexes between fluorescent cholic acid
derivatives and human serum albumin. a
photophysical approach to investigate the
binding behavior. J Phys Chem B. 2010;
114(13):4710–6.

40 McMenamy RH, Oncley J. The specific
binding of L-tryptophan to serum albumin.
J Biol Chem. 1958;233(6):1436–47.

41 Curzon G, Friedel J, Knott PJ. The effect of
fatty acids on the binding of tryptophan to
plasma protein. Nature. 1973;242(5394):
198–200.

42 Solinova V, Zakova L, Jiracek J, Kasicka V.
Pressure assisted partial filling affinity cap-
illary electrophoresis employed for determi-
nation of binding constants of human insulin
hexamer complexes with serotonin, dopa-
mine, arginine, and phenol. Anal Chim Acta.
2019;1052:170–8.

43 Schmidt DR, Waldeck H, Kao WJ. Protein
adsorption to biomaterials. Biological inter-
actions on materials surfaces. Springer; 2009;
p. 1–18.

44 Wratten ML, Sereni L, Tetta C. Oxidation of
albumin is enhanced in the presence of
uremic toxins. Ren Fail. 2001;23(3–4):
563–71.

45 Ceryak S, Bouscarel B, Fromm H. Compar-
ative binding of bile acids to serum lipo-
proteins and albumin. J Lipid Res. 1993;
34(10):1661–74.

46 Klammt S, Wojak HJ, Mitzner A, Koball S,
Rychly J, Reisinger EC, et al. Albumin-
Binding Capacity (ABiC) is reduced in pa-
tients with chronic kidney disease along with
an accumulation of protein-bound uraemic
toxins. Nephrol Dial Transplant. 2012;27(6):
2377–83.

47 Brettschneider F, Tolle M, von der Giet M,
Passlick-Deetjen J, Steppan S, Peter M, et al.
Removal of protein-bound, hydrophobic
uremic toxins by a combined fractionated
plasma separation and adsorption technique.
Artif Organs. 2013;37(4):409–16.

48 Bohringer F, Jankowski V, Gajjala PR, Zidek
W, Jankowski J. Release of uremic retention
solutes from protein binding by hypertonic
predilution hemodiafiltration. ASAIO J.
2015;61(1):55–60.

49 Mansoor MA, Svardal AM, Ueland PM.
Determination of the in vivo redox status of
cysteine, cysteinylglycine, homocysteine, and
glutathione in human plasma. Anal Biochem.
1992;200(2):218–29.

12 Blood Purif
DOI: 10.1159/000534906

Schildboeck/Harm/Hartmann

D
ow

nloaded from
 http://karger.com

/bpu/article-pdf/doi/10.1159/000534906/4172046/000534906.pdf by Fudan U
niversity Library, li bai on 27 M

arch 2024

https://doi.org/10.1371/journal.pone.0187015
https://doi.org/10.1111/aor.13327
https://doi.org/10.1097/01.CCM.0000291646.34815.BB
https://doi.org/10.1097/01.CCM.0000291646.34815.BB
https://doi.org/10.1002/2211-5463.12193
https://doi.org/10.1007/s00726-003-0026-8
https://doi.org/10.1007/s00726-003-0026-8
https://doi.org/10.1016/S0140-6736(98)11058-9
https://doi.org/10.1007/s00216-012-5929-3
https://doi.org/10.3390/toxins6020416
https://doi.org/10.1203/PDR.0b013e3181da7578
https://doi.org/10.5301/ijao.5000643
https://doi.org/10.5301/ijao.5000643
https://doi.org/10.1021/jp911114n
https://doi.org/10.1016/s0021-9258(18)49353-2
https://doi.org/10.1038/242198a0
https://doi.org/10.1016/j.aca.2018.11.026
https://doi.org/10.1081/jdi-100104738
https://doi.org/10.1016/s0022-2275(20)35729-1
https://doi.org/10.1093/ndt/gfr616
https://doi.org/10.1111/j.1525-1594.2012.01570.x
https://doi.org/10.1097/MAT.0000000000000166
https://doi.org/10.1016/0003-2697(92)90456-h
https://doi.org/10.1159/000534906

	In vitro Removal of Protein-Bound Retention Solutes by Extracorporeal Blood Purification Procedures
	Introduction
	Protein-Bound Retention Solutes in Chronic Kidney Disease
	Protein-Bound Metabolites in Liver Failure
	Protein Binding
	Albumin and Its Redox Properties
	Extracorporeal Blood Purification

	Materials and Methods
	Human Blood and Plasma
	Adsorbers
	Retention Solutes
	Plasma and Blood Preparation
	Protein Binding
	Adsorption of Protein-Bound Retention Solutes
	Elimination of Protein-Bound Retention Solutes by Hemodialysis
	Adsorption of Protein-Bound Retention Solutes by Hemoperfusion
	Measurement of the Oxidation State of Albumin
	Measurement of the Toxins
	Measurement of the Size Distribution of the Hemoperfusion Adsorbers
	Statistics

	Results
	Volume-Size Distribution of the Hemoperfusion Adsorbers
	Protein Binding in Plasma
	Adsorption Efficiency of Hemoperfusion Adsorbers for Toxic Metabolites in Whole Blood and Plasma
	The Oxidation State of Albumin during 6 h of Hemoperfusion or Hemodialysis Treatment
	Removal of Albumin and Nonprotein-Bound Toxins by Hemodialysis and Hemoperfusion
	Elimination of Protein-Bound Retention Solutes by Hemodialysis and Hemoperfusion

	Discussion
	Statement of Ethics
	Conflict of Interest Statement
	Funding Sources
	Author Contributions
	Data Availability Statement
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /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
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV (Za stvaranje Adobe PDF dokumenata najpogodnijih za visokokvalitetni ispis prije tiskanja koristite ove postavke.  Stvoreni PDF dokumenti mogu se otvoriti Acrobat i Adobe Reader 5.0 i kasnijim verzijama.)
    /HUN <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor prepress-afdrukken van hoge kwaliteit. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents best suited for high-quality prepress printing.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /DEU <>
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /ConvertToCMYK
      /DestinationProfileName ()
      /DestinationProfileSelector /DocumentCMYK
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /DocumentCMYK
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [600 600]
  /PageSize [612.000 792.000]
>> setpagedevice


