Korean J. Chem. Eng., 28(3), 633-642 (2011)
DOI: 10.1007/s11814-010-0533-8

INVITED REVIEW PAPER

Microfluidic extraction using two phase laminar flow for chemical
and biological applications

Yun Suk Huh*, Sang Jun Jeon**, Eun Zoo Lee***, Ho Seok Park**** and Won Hi Hong***"

*Division of Materials Science, Korea Basic Science Institute, Daejeon 305-333, Korea
**Biochemical team, GSCaltex R&D Center, Daejeon 305-380, Korea
***Department of Chemical and Biomolecular Engineering (BK21 program), KAIST,
335 Gwahak-ro, Yuseong-gu, Daejeon 305-701, Korea
*x#*Department of Chemical Engineering, College of Engineering, Kyung Hee University,
1 Seochon-dong, Giheung-gu, Yongin-si, Gyeonggi-do 446-701, Korea
(Received 8 December 2010 * accepted 30 December 2010)

Abstract—We review the state of the art in microfluidic separation technique based two-phase laminar flow with an
application focus on chemical and biological sample. As we describe herein, two-phase laminar flow in the microfluidic
extraction has several biological and engineering advantages over other methods including high reproducibility, bio-
compatibility, and selectivity. We review advances in applications of two-phase laminar flow and examine key par-
ameters such as flow rate, phase composition, and surface charge property, how these can affect extract performance
with the technology including microfluidic separation system. A special technology focus is given to emerging novel
integrative microfluidic extraction, which aims to merge aqueous phase laminar flow and electric field technologies
into simple packages. We conclude with a brief discussion of some of the emerging challenges in the field and some
of the approaches that are likely to enhance their application.
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INTRODUCTION

Two-phase systems (TPSs) are appealing separation methods as
clean alternatives for traditional organic-water solvent extraction
systems. TPSs as a useful extraction technique is formed by mix-
ing two aqueous solutions of structurally different polymers or by
mixing a polymer and salt aqueous solution together when concen-
trations of the components are higher than a critical value. This
phenomenon was first observed by Beijerinck, in 1896, and an “in-
compatibility’ was first noted in solutions of agar, a water-soluble
polymer, with soluble starch or gelatin. Albertsson demonstrated
partitioning of bacteria and cell fragments in 1956 [1]. Since then
TPS has been shown to be effective at separating erythrocytes based
on age [2] and species in 1976 by Walter et al. [3]. TPS has also
been used to analyze the surface charge properties of blood cells
and to fractionate leukocyte subtypes [4]. From the beginning stages
of TPS with these kinds of applications, TPS has been widely used
for the concentration, purification and separation of metal ions, pro-
teins, cells, and other biological products [5].

For the concentration and separation of metal ions, Akama et al.
have developed TPS for the extractive preconcentration and sepa-
ration of Cr(VI) and the selective extraction of trace Cd** from large
amounts of Co™, Cu*, Fe*" and Zn*" using tetrabutylammonium
bromide (TBAB)/(NH,),SO, system [6,7]. And poly(ethylene gly-
col) (PEG)/(NH,),SO, system has been established for the extrac-
tion of Ni-dimethylglyoximato complex by Yoshikuni et al. [8].

TPS has also been applied for the separation and purification of
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proteins from the cultivation media constitutes a major bottleneck
for the widespread commercialization of recombinant proteins [9].
The prefractionation of a complex mixture of proteins increases the
resolution in analytical separations of proteins from cells, tissues or
organisms [10]. Johansson et al. have investigated TPS for separa-
tion and partitioning of green fluorescent protein from escherichia
coli using PEG/sodium-poly(acrylate) system [11]. To achieve high
recovery yields and to avoid limitations of single-stage TPS, Rosa
et al. used a counter-current multi-stage TPS. It could be possible
to achieve a more effective process in terms of selectivity, target
product enrichment, raw materials consumption and throughput.
They performed a multi-stage equilibrium TPS of human antibodies
and respective purification from all CHO cells supernatant con-
taminants [12,13].

For the separation of cells, in 2001, a new type of TPS has been
developed in which a temperature-sensitive polymer, poly-N-iso-
propylacrylamide was used as a ligand carrier for the specific separa-
tion of animal cells [14]. Bradley et al. used membrane grafting of
methoxypoly(ethylene glycol) to produce immunocamouflaged red
blood cells [15].

Although standard molecular biology protocols for plasmid DNA
(pDNA) purification have been available, economical and efficient
production and purification processes are still demanded to produce
pure DNA. An alternative approach based on TPS for initial purifi-
cation of plasmid DNA (pDNA) from main contaminations has been
described in several publications [16-19] and is a promising alter-
native for chromatographic methods. Some of the studies applied
hydrophobic interaction chromatography or Ultrafiltration/diafiltra-
tion processes to recover the partitioned pDNA from the salt-rich
phase of the TPS. Both processes are, however, either costly or/and
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require extended processing times. To circumvent these disadvan-
tages, a membrane-based process enabling phase acting at the same
time as a desalting and conditioning/formulation step. Frerix et al.
integrated TPS-membrane capture process developed earlier [16,20]
by a polish procedure followed by rapid recovery of the supercoiled
pDNA using membrane adsorption [21]. Gomes et al. used ATPS
based on PEG 600, sodium citrate and ammonium sulfate were used
to partially purify pDNA from Escherichia coli alkaline lysates to
overcome the drawback that the wastewater streams generated in
the polymer/salt TPS have high concentrations of phosphate or am-
monium ions [22]. Mashayekhi et al. investigated partitioning behav-
ior of mammalian genomic DNA fragments in TPS with micellar
system which was generated using the nonionic surfactant Triton
X-114 and phosphate buffered saline (PBS) [23]. The integrated
process for purification of pPDNA using TPS combined with other
procedures such as chromatography has been also investigated [19,
24.25].

Separation of blood components with TPS at the macroscale re-
quires large sample volumes and can take long time to complete.
Microfluidic devices can potentially enhance TPS because the two-
phase interface can easily be made in a microfluidic channel with
laminar flow. It is well known that a stable laminar flow can be ob-
tained in a microchannel because of its low Reynolds number. The
surface area-to-volume ratio of the streams is very large, decreas-
ing the distance a cell must travel before coming into contact with
a phase interface and potentially making separation faster in micro-
channel [26]. Microfluidics also allows for continuous cell separa-
tion, something that is difficult with traditional TPS.

SooHoo et al. and Tsukamoto et al. have used PEG/dextran TPS
to isolate leukocyte and erythrocyte cells from whole blood cells in
a microfluidic chip [27,28]. TPS in microfluidic device also facili-
tates the monitoring of live and dead cells were fractionated by con-
tinuous-flow extraction in a microchannel [29].

TPS, as described above applications, exhibits advantages as fol-
lows; [30]

o TPS provides mild conditions that eliminate the use of hazard-
ous solvent.
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Fig. 1. Simplified representation of the fractionation of bioparti-
cles in aqueous two-phase processes [5].
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o The development of specified processes is facilitated by adjust-
ing the variables such as temperature, concentration, degree of poly-
merization, presence of certain ions etc.).

o TPS shows ease of use, low costs and shorter times for phase
splitting and recycling of the system components.

The first subsection below provides a theoretical background of
TPS for understanding the mechanism of extraction. Section 2 de-
scribes some of these techniques which have integrated microftuidic
channels and developed for enhancing extraction efficiency with flow
rate, phase composition, and so on. The final section provides a re-
view of the future trend and challenges which have recently been
demonstrated for two-phase extraction based bimolecular separation.

THEORETICAL BACKGROUNDS

1. Phase Separation

The basic facts in aqueous two-phase extraction are that (1) phase
separation occurs with the addition of either polymer-polymer or
polymer-salt pairs into an aqueous solution, and (2) the solute mate-
rial is predominantly partitioned into one of the separated phases.
Because it is essential to understand and predict the system behavior
for extensive application of this technology, many research groups
have aimed to predict the phase separation and partition behavior
more accurately based on thermodynamic theories or experimental
measurements of characteristic constants describing interactions
between system elements.

Two kinds of approaches could be generally considered for the
prediction of phase diagrams: one based on polymer solution theory
such as the lattice theory of Flory [31] and Huggins [32], and the
other derived from the osmotic virial equation.

The basic problem with thermodynamic properties of polymers
in solution is to derive an expression for the change of Gibbs free
energy associated with the formation of a polymer solution from
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Fig. 2. (a) Schematic of laminar flow extraction. In region 1, a cell
lysate stream is hydrodynamically focused between inlet
streams containing PEG and salt (potassium phosphate, pH
8). In region 2, farther downstream, laminar two-phase flow
with a stable interface is observed. At the end of the chan-
nel (region 3), the flow is split into two outlet streams. (b)
Photograph of the microfluidic chip mounted in a Delrin
manifold, with inlet and outlet tubing connections [13].
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pure components, i.e., the free energy of mixing, AG,,, using the
following usual relationship:

AG,=AH,—TAS,, Q]

m

where AH,,, AS,, and T is the enthalpy of mixing, the entropy of
mixing, and the absolute temperature, respectively. The expression
for AG,, based on the lattice theory of Flory and Huggins is expressed
mainly with the fraction of lattice sites occupied by polymer seg-
ments, relative molecular volumes, and the Flory interaction param-
eters. The critical conditions for miscibility and the incipient ap-
pearance of two phases lead to the conclusion that phase separa-
tion occurs if the interaction between segments of the two polymer
types is energetically unfavorable. A detailed mathematical description
is well introduced by Brooks et al. [33]. The lattice model is easy way
to simulate the phase separation behavior with the advantage of simple
approach. However, it is not accurately describing the details of the
interactions present in the polymer-polymer-water system.

Another approach for the prediction of phase diagram is using
the osmotic virial equation in which the chemical potentials of com-
ponents are described by a power series in the polymer concentra-
tions with interaction coefficients. Edmond and Ogston [34] firstly
suggested to apply this equation truncated at the second-virial-coeffi-
cient term for dilute ternary aqueous solutions of polymers (or pro-
teins). The researchers in Berkeley [35,36] and Cabezas et al. [37]
extended their research to study the effects of salts in their calcula-
tions. However, their approaches were not the same in the aspect
of the way treating the effects of salt and molecular weight [38].

Fig. 3. Photographs of the three-phase flow in the microchannel.
(a) Junction near the inlets of the microchannel without sur-
face modification. (b) Center of the confluent microchan-
nel without surface modification. (c) Junction near the out-
lets of the microchannel without surface modification. (d)
Junction near the inlets of the microchannel modified with
octadecylsilane groups. (¢) Center of the confluent micro-
channel modified with octadecylsilane groups. (f) Junction
near the outlets of the microchannel modified with octade-
cylsilane groups [53].

The addition of salt into polymer-water solution may also induce
phase separation. Exclusion mechanism which correlates protein
partitioning in aqueous two-phase systems derived from polymer-
salt-water was provided by several researchers [39,40]. Kabiri-Badr
et al. applied fluctuation theory to describe salt polymer aqueous
two phase system [36]. Kang and Sandler [41] predicted binodals
using UNIQUAC equation. However, it required many adjustable
parameters.

The phase diagram is a useful tool or guideline to build an ex-
traction system for a particular two-phase system. The diagram gives
us information including the initial amount of each component nec-
essary to form two phase system in equilibrium, the concentration
of each component in both phases, and the ratio of phase volumes.
Depending on location of the initial coordinates of the mixture, it is
determined if the system will form two immiscible aqueous phases.

A binodal curve and tie line are necessary to learn for reading
the phase diagram. Binodal curve divides the phase diagram into
two regions: one-phase and two-phase region. The tie line is a line
connecting two nodes on the binodal curve, and the two nodes in-
dicate the equilibrium composition of phase components in each
phase. Therefore, the initial coordinates for two-phase system should
be placed above the binodal curve and on the tie line. The tie-line
length (TLL) has the same units as the component concentrations and
is often related with physical properties such as density difference
between the resulting phases, viscosity, and interfacial tension [42].
2. Prediction of Protein Partition Coefficients

For the theoretical consideration of protein partitioning, the Flory-
Huggins model was again used with the assumption of one more
polymer component being inserted and partitioned. The partition
coefficient, K, in terms of the polymer concentration differences
between the phases, the molecular weights of the two polymers and
the added macromolecules and y; parameters for the macromole-
cule interacting with the solvent and each polymer [38]:

nK=P,[(¢— #)(1-x,)H¢= AP, HA- A)IP=x5)], ()

where

P~=(molecular volume of component i)/(molecular volume of solvent)
i=1, 2, 3, or p refers to solvent, polymer 1, polymer 2, or protein,
respectively

g=fraction of solution volume occupied by component i; t or b refer
to top or bottom phase

J;~interaction parameters describing the i-j interaction.

Several features can be known from this equation. Firstly, K de-
pends exponentially on the relevant properties of partitioned mate-
rial and the phase system. The partition behavior becomes more
one-sided with increasing protein molecular weight and with increas-
ing the difference in concentration between the phases of either poly-
mer. Partition also occurs preferably towards the less weighted poly-
mer side.

A modified lattice theory was suggested to predict protein parti-
tioning without taking into account the salt effects [43]. Although it
was difficult to get all the parameters from experiment, it was con-
firmed by this study that the exclusion effects are the dominant forces
between nonionic polymers and proteins in aqueous solutions.

Besides the lattice model, the virial expansion method was also
used for the prediction of protein partition. The constant pressure

Korean J. Chem. Eng.(Vol. 28, No. 3)
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theory and the extended constant volume equation were suggested
and the former is known as more realistic. The basic equation, for
isoelectric proteins in the absence of slats, can be expressed as [38]

InK=A, (m}—m)+A, (m}—mj) 3)

where mi is the molality of component i in the indicated phase and
A,, and A, are the virial coefficients to be evaluated.

The salt effect, the interactions with the other components, is still
not considered in this equation. Forciniti and Hall calculated the
virial coefficients assuming no net attractions between any of the
components. In their studies, the shape of protein and polymer was as-
sumed to be rigid sphere and the sphere, rods, or Gaussian coils, re-
spectively [38]. It has been shown that certain common salts such as
phosphate, sulfate, citrate may affect the partition of a highly charged
biomolecule [36,44]. When the salt effect is taken into account, it
should be considered that the charged proteins are distributed by
an electrical potential difference which is caused by unequal distri-
bution of a salt between the phases. The influence of this electrical
potential can be described by an additional term in chemical poten-
tial difference equation. The Berkeley group also modified the Eq.
(3) by including salt interaction terms and concentrations.

Other groups suggested a simple model that correlates the phys-
icochemical properties of proteins with their partition coefficient in
ATPSs based on the so-called modified group contribution approach:
[45]

K:thhab'Kez'Ksize'Km/'Koﬁ

Where K, Ko Koo K and K- denote the contribution of hy-
drophobicity, electrostatic forces, size solubility, and affinity to the
overall partition coefficient, respectively.

APPLICATIONS OF TWO-PHASE MICROFLUIDIC
SYSTEM

Research on two-phase laminar flow systems indicated that phase
properties including viscosity and interfacial tension, and condition
of flow rate play key roles in determining the formation of stable
phase separation in the microfluidic device [27,28,46-48]. In addi-
tion, for the development of the more efficient two-phase extrac-

\
)

—

Micro channel length
PP R P ——-

Micro channel
depth

//A\ Guide line
Outlet = &——>  Outlet

Micro channel width

Micro channel
(a)

tion based microfluidic channel, new approaches have been recently
demonstrated by applying an additional electric field and introduc-
ing the affinitive metal ions to target sample [49]. In this section, a
number of applications based on two-phase extraction system are
introduced.

1. Formation of Parallel Laminar Flow

In two-phase laminar flow system, it is crucial to form a stable
liquid-liquid interface in the microftuidic channels [50-52]. To han-
dle the continuous parallel laminar flow on the microfluidic chan-
nel, the use of surfactants or surface treatment should be considered
depending on the different phase composition [53-56].

In case of an organic-aqueous system [57,58], the liquid-liquid
profile is well formed due to the large interfacial tension between
the two immiscible fluid phases. However, we usually observed
that the aqueous flow invaded the upper channel for the organic
phase at the end-junction of the microchannel without any surface
modification of microchannel [53-56,59]. To resolve this problem,
many researchers have applied to introduce organic-aqueous solu-
tion after chemical modification of the surface at the outlet chan-
nel. Maruyama et al. [55] demonstrated the surface modification of
the microchannel by octadecylsilane groups induced spontaneous
phase separation of the two-phase flow in the chip. For the details
of surface modification experiments, one-half of the glass wall was
modified to be hydrophobic by the flow of the hydrocarbon such
as octadecyltrichlorosilane (OTS) and a self-assembled monolayer
(SAM) of OTS was formed on it. According to the reported results,
we found that the only surface treatment was sufficient to confine
the organic flow on the hydrophobic regions to form a stable organic-
aqueous interface in the microfluidic channel.

Compared with aqueous-organic systems of large polarity dif-
ference, aqueous-aqueous two-phase system (ATPS) has a benefit
to form stable parallel laminar flow without surfactants or special
surface treatments [5,29,60-62]. This is because ATPS has low inter-
facial tension (10*-10" mNm™") and consists of two aqueous phases
showing similar affinity with substrate [63]. In condition of ATPS,
even at low flow rate no spherical flow was observed due to rela-
tively low interfacial tension between two phases [27,47]. And this
characteristic enables the operation at the condition of low flow rates.
Moreover, the stable flow between top phase and bottom phases

100 Hm

(b)

Fig. 4. (a) Schematic view of a micro-channel reactor with a guideline structure [62]. (b) Representative illustration of a microchannel

with partition walls [65].
March, 2011
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and the clear liquid-liquid interface formed well over the entire mi-
crochannel.

As an another approach to make stable organic-aqueous flow in
the chip, Tagawa et al. [64] presented a special guide structure of
the microchannel which helped to keep the two-phase flow system
stable for extraction of target sample from study of the molecular
transport. In this system, partition walls with guideline structure were
designed at the middle of a micro-channel with adequate intervals
in order to stabilize and to maintain a laminar two-phase flow. As
shown in Fig. 4, this technique is to stabilize and maintain a two-
phase laminar flow and a good phase separation which we will de-
scribe in greater detail in section 3.1 [65,66].

2. Characteristics of Two-phase Extraction in Microfluidic
Device
2-1. Effect of Flow Rate on Microfluidic Extraction

Mass transfer in a microchannel, where the turbulence flow can-
not occur, is governed by molecular diffusion as the Reynolds num-
ber in such a system is less than 1 [51,53,60,61,67,68]. The flow
rate of the solution, therefore, is a profoundly important parameter
to determine the efficiency of extraction and the stable formation
of the two-phase laminar flow as well. For example, Huh et al. [69]
presented the development of microfluidic ATPS that utilizes pro-
tein purification technology which was successfully carried out for
the high purity and recovery rate of bacteriorhodopsin (BR). As can
be seen in Fig. 5, the recovery rate of BR decreased slightly with
increasing the flow rate of the buffer phase. It is supposed that the
microfluidic channel, which is able to form a thickness of the sample
phase with controlling the flow rate of the buffer phase, would enlarge
the contact area and contact time. In an another example, Tsukamoto
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Fig. 5. (a) Schematic diagram of (a) ATPS and ionic liquid two
phase system (ILTPS), and dialysis for the removal of con-
taminated proteins and excessive sucrose in the microflu-
idic device. (b) Effect of flow rate of both buffer phases on
the recovery rate and purity of bacteriorhodopsin (BR) in
the micro-dialysis system [69].

et al. [28] proposed an aqueous two-phase laminar flow in a microf-
luidic chip and used the system to isolate leukocyte and erythrocyte
cells from whole blood cells based on ATPS comprised of poly-
ethylene glycol (PEG) and dextran (Dex). In this system, at the con-
dition of low flow rate, two-phase interface formation was not ob-
served and emulsions formed in the microchannel, and an emul-
sion was formed where the PEG solution interacted with the Dex
layer. This result indicated that the diffusion coefficient of the solu-
tion was larger than the flow rate.

In addition, the interfacial contact area in the microfluidic sys-
tem adds significantly to the extraction of target sample from the
sample flow. However, increasing the interfacial contact area in an
effort to enhance the removal of the target sample in the microflu-
idic device posed some difficulties. Thus, the larger the difference
in the concentration, the greater the transport of target sample from
the sample flow. For example, Huh et al. [60] reported a novel five-
flow microfluidic desalting system using the metal ions of Mn*',
Zn*" and Fe*, which have urea affinity-capturing properties. As can
be seen in Fig. 6, the urea in the sample phase was removed using
diffusion and the difference in the concentrations from the sample
phase to the both buffer phases in addition to the affinity-capturing
of urea by the metal ions of Mn*, Zn™", and Fe*". In this experi-
ment, as another interesting approach, the affinity flow of metal ions
into the both sides of sample flow has been newly applied, result-
ing in facilitating the removal of urea by the complex interactions
between the metal ions and the urea [70].

To achieve the high efficiency of extraction in microfluidic device,
the optimum condition of flow rate and concentration of sample
should be determined depending on various kinds of phase com-
position.
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Fig. 6. (a) Schematic diagram of the desalting process using the
affinity-capturing characteristics of the metal ions in the
microfluidic device. (b) Effect of a concentration of S mM-
100 mM Mn*, Zn* and Fe** metal ions on the removal effi-
ciency of urea and on the recovery of protein [60].

Korean J. Chem. Eng.(Vol. 28, No. 3)



638 Y. S. Huh et al.

2-2. Aqueous Two-phase Extraction for Bio-application in Microf-
luidic System

As described above, ATPS has good biocompatibility, easy adjust-
ment, and special selectivity. Thus, ATPS has received much attention
in recovery and purification of a variety of biological products includ-
ing protein, genetic materials, and cells [28,29,47,49,69]. Microflu-
idic devices can potentially enhance ATPS because the surface area-
to-volume ratio of the streams is very large, decreasing the distance
a cell must travel before coming into contact with a phase interface
and potentially making separations faster.

For the separation of biological sample, most experiment results
have been mainly focused on the affinity between the surface of
biological sample and solution of ATPS owing to differences in
size, charge, and hydrophobicity [13,27,49,71-73]. Nevertheless some
researchers suggested the mechanisms of phase forming and parti-
tioning of biomolecules, but the exact mechanisms are still not well
understood.

In cell extraction system, particular surface properties and net
charge are key parameters for selectively separating cells using ATPS
in microfluidic devices. Yamada et al. [74] presented a microfluidic
device for separating plant cell aggregates with the different affinity
of cell aggregates to each phase (the PEG-rich phase or Dec-rich
phase) using salts. As another example, Nam et al. [29] described
the separation of live and dead cells of Chinese hamster ovary cells
by a change of overall surface properties of animal cells such as
hydrophobicity and surface net charge. In this experiment, all live
cells were partitioned to PEG-phase flow at the junction of outlet
microchannels, while most of the dead cells were kept on the inter-
face flow at pH 6.6. SooHoo and Walker [27] have recently pres-
ented the leukocyte concentration at the PEG-rich phase from whole
blood using a microfluidic ATPS. In this study, three different pat-
terns of three polymer streams each were evaluated for their effec-
tiveness in concentrating leukocytes. Among them, the most effective
configuration was the Dex-PEG-Dex stream pattern because the
interfacial surface area-to-volume ratio was four times greater than
in the one interface system.

Similar to the cell separation approaches, protein partitioning in
such an ATPS takes place due to different affinities of a protein species
to the polymers. The affinities and by that the migration across the
phase boundary depend on the physico-chemical properties of the
protein such as isoelectric point, surface hydrophobicity, molecular
mass as well as on medium properties like polymer molecular mass,
pH, and salt concentrations [49,69,74]. By controlling these fac-
tors, the selective partitioning and recovery of a target protein can
be achieved. For example, Huh et al. [61] have recently demon-
strated the partitioning of the protein sample in ATPS with the various
pHs and flow rate of the buffer phase. Corresponding ATPSs have
also been used for the partitioning of nucleic acids and organelles.
3. Novel Approaches of Microfluidic Extraction Using ATPS
3-1. Shape Control of Microfluidic Channel for Two-phase Extraction

Several research groups presented the shape effect of microchannel
on mass transfer and separation efficiency [65,74-80]. In a microf-
luidic system, the change of geometry affects the flow pattern and
shape of the interface between two different phases. These changes
have been reported to increase mass transfer to the interface and
enhance extraction efficiency. Yamada et al. [74] demonstrated a
pinched microchannel where a PEG/Dextran aqueous two phase
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system was applied. In this system diffusion to the interface was a
rate-limiting step for extraction of cells. By fabricating a pinched
point in the middle of the microchannel, they succeeded in separat-
ing cells effectively. In pinched point diffusion the cell length was
decreased, so relatively large cells were more easily and quickly
attached to the interface of two different phases. As a result, this
pinched region enhanced extraction efficiency of cells. They also
proceeded to separate particles depending on their sizes in a pinched
microchannel with similar mechanism.

Another interesting recent example was presented by Ueno et
al. [81] that involved the channel shape effect on mass transfer by
changing geometry of the microchannel wall. They demonstrated
the unique extraction scheme that triangular wall shaped microchan-
nels, asymmetric and symmetric, were fabricated by polystyrol im-
printing method. Only an asymmetric triangle-shaped wall made
the interface not planar but sinusoidal. As the deeper the shape was,
the more enhanced result was obtained. They assumed that the geo-
metric change of interface affected mass transfer of extractants. This
sinusoidal interface increased contact time between two phases, which
is the key factor of extraction efficiency. This approach offers the
advantage of improving the extraction efficiency near the sinusoi-
dal interface owing to the interfacial change [81].

Maruyama et al. [65] also recently reported intermittent partition
walls within a microchannel. In this and similar systems, the interface
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Fig. 7. (a) Photographs of the two-phase flow in the microchan-
nel. (1) Center of a confluent microchannel with intermit-
tent partition walls. (2) End-junction near the outlets of the
microchannel with intermittent partition walls. (3) Cross-
section of the two-phase flow in the microchannel without
partition walls. (4, 5) Cross-sections of the two-phase flow
in the microchannel with partition walls. (b) Effect of con-
tact time on extraction ratio [65].
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between two phases is stable and flat with laminar flow. As shown
in Fig. 7, the intermittent partition walls caused not planar but sinuso-
idal interface and promoted extraction efficiency of Yttrium to organic
phase. This allows it to form a small amount of turbulence in the
sinusoidal interface of the microfluidic channel, inducing the mixing
of the aqueous phase. It is now well recognized that the interface
between two phases is a rate-limiting step in microchannel extrac-
tion. The mixing near interface area induced concentration profile
changes, hence enhancing mass transfer of the solutants.

3-2. Effect of Electric Field on Extraction of Protein

ATPS is favorable in many potential applications for the stable
analysis of wide range of chemicals since its aqueous nature enables
hydrophilic and biocompatible condition. Many experiments have
demonstrated protein partitioning in ATPS supported by an addi-
tional electric field [82-91]. For example, Clark et al. [92] proposed
the two-phase electrophoretic separation based on two different prop-
erties of biomolecules: their physico-chemical affinities to the fluid
phases of an ATPS and their electrophoretic mobilities under applied
electric field [93,94]. Levine and Bier [95,96] have examined the
transport of proteins across the phase boundary through the meas-
urement of partitioning coefficients and electrophoretic mobilities
of proteins inside a U-tube.

As another example, Munchow et al. [91] reported a study on
protein transport phenomena discovered in partitioning experiments
with a new setup for continuous-flow two-phase electrophoresis
consisting of a microchannel in which a phase boundary is formed
in the flow direction. As shown in Fig. 8, an electric field perpen-
dicular to the phase boundary can be applied, enabling transport not
only from the phase with the lower partitioning coefficient to the
preferred phase but also vice versa. Huh et al. [61] have recently
reported the protein separation by coupling aqueous two-flow sys-
tem and free flow zone electrophoresis (FFZE). This interesting ap-

R

proach shows the highly purified target protein can be obtained by
applying FFZE after introducing sample into aqueous laminar microf-
luidic flow (Fig. 9). As a result, this method enables a simple and

( a) PEGhase
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t ) t
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Fig. 8. (a) The microfluidic chip comprises a separation channel
with three inlets and one outlet. (b) (1) Uniform distribu-
tion of BSA within the Dex-phase without electric field. (2)-
(3) Proteins concentrate at the right phase boundary at 3.5
and 4.5V dc. [91].
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Fig. 9. (a) Conceptual diagram of the electro-desalting process using the electric field of 0-150 V in the microfluidic device. (b) Schematic
diagram and lay-out of desalting process in the electro-microfluidic device. (c) Image of EGFP behavior in the micro channel with
the increase of electric field in the range from 0 V to 150 V [61].
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rapid electro-microfluidic desalting system as an effective means
of cleaning up protein sample, depending on charged characteristics
of protein.

This is a new separation approach of biomolecules, for which
the combination of electrophoresis and aqueous laminar flow may
enhance the extraction efficiency or offer new possibilities.

SUMMARY AND CONCLUSIONS

We have reviewed microfluidic separation technology based two-
phase laminar flow with an application focus on biological prod-
ucts. As described above, a microfluidic reaction channel is so small
that a low volume of reactants is required for separation, and the
channel is not affected by gravitational force. Furthermore, a two-
phase interface can easily be made in a microfluidic channel with
laminar flow. Compared with other general separation methods,
ATPS have advantages, especially biomolecules, because of low
osmotic pressure, low interfacial force and high biocompatibility.
This is because microfluidic extraction-based two-phase laminar
flow is suitable for simple and rapid separation and concentration
of biological products. For more efficient- and high-yield separa-
tion, we reviewed microfluidic extraction system-based two-phase
laminar flow in microfluidic channel by considering those experi-
mental parameters such as flow rate of each flow, phase composition
of aqueous two-phase, surface charge property, and concentrations
of components. In this system, the determination of optimum flow
rate of the solution is crucial to forming a stable liquid-liquid inter-
face in the microfluidic channels and to improve the efficiency as
well. In addition, depending on the different phase composition and
various kinds of bio-samples, the charge property to the pH of solu-
tion and viscosity of introducing solution should also be considered.

As we have attempted to focus on here, recent advances in ex-
perimental design have led to the increasing application of ATPS
to the microfluidic separation of biomolecules. The change of geom-
etry affected the flow pattern and shape of the interface between
two different phases, resulting in increasing mass transfer to the in-
terface and enhanced extraction efficiency. An important advance-
ment related to the integrative microfluidic extraction has been also
investigated by combining an electric field and two-phase laminar
flow. These types by coupling with external force, electric or mag-
netic and affinity agents will certainly play an even more important
role in next generation methods of microfluidic extraction-based
two-phase laminar flow systems.

ACKNOWLEDGEMENT

This work was supported by a grant from the Genome-based Inte-
grated Bioprocess Project of the Ministry of Science and Technol-
ogy of Korea and Brain Korea 21 (BK21) to WH Hong. This work
was also supported by KBSI grant K3009 B to YS Huh.

REFERENCES

1. P. A. Albertsson, Nature, 177,771 (1956).

2. H. Walter and E. J. Krob, J. Chromatogr., 479, 307 (1989).

3. H. Walter, E. J. Krob and D. E. Brooks, Biochemistry, 15, 2959
(1976).

March, 2011

4. M. Pinilla, J. Delafuente, A. 1. Garciaperez, P. Jimeno, P. Sancho
and J. Luque, J. Chromatogr: A, 668, 165 (1994).

5. J. Benavides, O. Aguilar, B. H. Lapizco-Encinas and M. Rito-Palo-
mares, Chem. Eng. Technol., 31, 838 (2008).

6.Y. Akama, M. Ito and S. Tanaka, Talanta, 53, 645 (2000).

7.Y. Akama and A. Sali, Talanta, 57, 681 (2002).

8. N. Yoshikuni, T. Baba, N. Tsunoda and K. Oguma, Talanta, 66, 40
(2005).

9. M. T. Cunha, M. J. L. Costa, C. R. C. Calado, L. P. Fonseca, M. R.
Aires-Barros and J. M. S. Cabral, J. Biotechnol., 100, 55 (2003).

10. H. Everberg, U. Sivars, C. Emanuelsson, C. Persson, A. K. Englund,
L. Haneskog, P. Lipniunas, M. Jornten-Karlsson and F. Tjerneld, J.
Chromatogr: A, 1029, 113 (2004).

11. H. O. Johansson, M. Ishii, M. Minaguti, E. Feitosa, T. C. V. Penna
and A. Pessoa, Sep. Purif. Technol., 62, 166 (2008).

12.P. A. J. Rosa, A. M. Azevedo, 1. F. Ferreira, S. Sommerfeld, W.
Backer and M. R. Aires-Barros, J. Chromatogr. A, 1216, 8741
(2009).

13. R. J. Meagher, Y. K. Light and A. K. Singh, Lab on a Chip, 8, 527
(2008).

14. A. Kumar, M. Kamihira, I. Y. Galaev, B. Mattiasson and S. Iijima,
Biotechnol. Bioeng., 75, 570 (2001).

15. A.J. Bradley and M. D. Scott, J. Chromatography B-Analytical
Technologies in the Biomedical and Life Sciences, 807, 163 (2004).

16. A. Frerix, M. Muller, M. R. Kula and J. Hubbuch, Biotechnol. Appl.
Biochem., 42, 57 (2005).

17. C. Kepka, J. Rhodin, R. Lemmens, F. Tjerneld and P. E. Gustavs-
son, J. Chromatogr: A, 1024, 95 (2004).

18. S. C. Ribeiro, G A. Monteiro, J. M. S. Cabral and D. M. F. Praz-
eres, Biotechnol. Bioeng., 78, 376 (2002).

19. I P. Trindade, M. M. Diogo, D. M. F. Prazeres and J. C. Marcos, J.
Chromatogr. A, 1082, 176 (2005).

20. A. Frerix, M. Schonewald, P. Geilenkirchen, M. Muller, M. R. Kula
and J. Hubbuch, Langmuir, 22, 4282 (2006).

21. A. Frerix, P. Geilenkirchen, M. Muller, M. R. Kula and J. Hubbuch,
Biotechnol. Bioeng., 96, 57 (2007).

22. G A. Gomes, A. M. Azevedo, M. R. Aires-Barros and D. M. F. Praz-
eres, Sep. Purif. Technol., 65, 22 (2009).

23. F. Mashayekhi, A. S. Meyer, S. A. Shiigi, V. Nguyen and D. T.
Kamei, Biotechnol. Bioeng., 102, 1613 (2009).

24. F. Luechau, T. C. Ling and A. Lyddiatt, Process Biochem., 45, 1432
(2010).

25. C. Kepka, R. Lemmens, J. Vasi, T. Nyhammar and P. E. Gustavs-
son, J. Chromatogr. A, 1057, 115 (2004).

26.E.Z. Lee, Y. S. Huh, Y. S. Jun, H. J. Won, Y. K. Hong, T. J. Park,
S.Y. Lee and W. H. Hong, J. Chromatogr: A, 1187, 11 (2008).

27.J.R. SooHoo and G. M. Walker, Biomedical Microdevices, 11, 323
(2009).

28. M. Tsukamoto, S. Taira, S. Yamamura, Y. Morita, N. Nagatani, Y.
Takamura and E. Tamiya, Analyst, 134, 1994 (2009).

29. K. H. Nam, W. J. Chang, H. Hong, S. M. Lim, D. I. Kim and Y. M.
Koo, Biomedical Microdevices, 7, 189 (2005).

30. G D. Rodrigues, L. R. de Lemos, L. H. M. da Silva, M. D. H. da
Silva, L. A. Minim and J. S. D. Coimbra, Talanta, 80, 1139 (2010).

31. P.J. Flory, J. Chem. Phys., 10 (1942).

32. M. L. Huggins, J. Chem. Phys., 46 (1942).

33. H. Walter, D. E. Brooks and D. Fisher, Partitioning in Aqueous Two-



Microfluidic extraction using two phase laminar flow for chemical and biological applications 641

Phase Systems; Theory, Methods, Uses, and Applications to Bio-
technology, Academic Press, Inc. (1985).

34. E. Edmond and A. G. Ogston, Biochem. J., 109 (1968).

35. C. A. Haynes, R. V. Beynon, R. S. King, H. W. Blanch and J. M.
Prausnitz, J. Phys. Chem., 93, 5612 (1989).

36. R. S. King, H. W. Blanch and J. M. Prausnitz, AICKE J., 34, 1585
(1988).

37. H.J. Cabezas, M. Kabiri-Badr and D. C. Szlag, Bioseparation, 1,
227 (1990).

38. H. Walter, G. Johansson and D. E. Brooks, Anal. Biochem., 197, 1
(1991).

39. P. D. Grossman and J. L. Gainer, Biotechnol. Progress, 4, 6 (1988).

40. C. W. Kim, Vol. Ph. D., MIT (1987).

41. C. H. Kang and S. I. Sandler, Fluid Phase Equilib., 38 (1987).

42. R. Hatti-Kaul, Ed., Aqueous Two-Phase Systems, Methods and Pro-
tocols, Humana Press Inc., Totowa (2000).

43. J.N. Baskir, T. A. Hatton and U. W. Suter, Macromolecules, 20, 1300
(1987).

44. G Johansso, Acta Chemica Scandinavica Series B-Organic Chem-
istry and Biochemistry B, 28, 873 (1974).

45.B. A. Andrews and J. A. Asenjo, Sep. Sci. Technol., 45,2165 (2010).

46. H. Xiao, D. Liang, G C. Liu, M. Guo, W. L. Xing and J. Cheng, Lab
on a Chip, 6, 1067 (2006).

47. M. Yamada, V. Kasim, M. Nakashima, J. Edahiro and M. Seki, Bio-
technol. Bioeng., 88, 489 (2004).

48. M. Surmeian, M. N. Slyadnev, H. Hisamoto, A. Hibara, K. Uchiyama
and T. Kitamori, Anal. Chem., 74,2014 (2002).

49. G. Munchow, F. Schonfeld, S. Hardt and K. Graf, Langmuir, 24,
8547 (2008).

50. X. A.Muy, Q. L. Liang, P. Hu, K. N. Ren, Y. M. Wang and G A. Luo,
Microfluidics and Nanofluidics, 9, 365 (2010).

51. X. J. Feng, W. Du, Q. M. Luo and B. F. Liu, Anab/tica Chimica Acta,
650, 83 (2009).

52.Y. Feng and M. Wang, Progress Chem., 18, 966 (2006).

53. T. Maruyama, H. Matsushita, J. Uchida, F. Kubota, N. Kamiya and
M. Goto, Anal. Chem., 76, 4495 (2004).

54. A. Hibara, M. Nonaka, H. Hisamoto, K. Uchiyama, Y. Kikutani,
M. Tokeshi and T. Kitamori, Anal. Chem., 74, 1724 (2002).

55. T. Maruyama, J. Uchida, T. Ohkawa, T. Futami, K. Katayama, K.
Nishizawa, K. Sotowa, F. Kubota, N. Kamiyaa and M. Goto, Lab
on a Chip, 3, 308 (2003).

56. A. Hibara, M. Tokeshi, K. Uchiyama, H. Hisamoto and T. Kitamori,
Anal. Sci., 17, 89 (2001).

57. A. Smirnova, K. Shimura, A. Hibara, M. A. Proskurnin and T. Kita-
mori, Anal. Sci., 23, 103 (2007).

58. V. Reddy and J. D. Zahn, J. Colloid Interf. Sci., 286, 158 (2005).

59. A. Hibara, S. Iwayama, S. Matsuoka, M. Ueno, Y. Kikutani, M.
Tokeshi and T. Kitamori, Analy. Chem., 77, 943 (2005).

60.Y.S. Huh, K. Yang, Y. K. Hong, Y. S. Jun, W. H. Hong and D. H.
Kim, Process Biochem., 42, 649 (2007).

61.Y.S.Huh, T. J. Park, K. Yang, E. Z. Lee, Y. K. Hong, S. Y. Lee, D. H.
Kim and W. H. Hong, Ultramicroscopy, 108, 1365 (2008).

62. A. Negrete, T. C. Ling and A. Lyddiatt, J. Chromatography B-Ana-
Wtical Technologies in the Biomedical and Life Sci., 854, 13 (2007).

63.Y.T. Wuand Z. Q. Zhu, Chem. Eng. Sci., 54, 433 (1999).

64. T. Tagawa, S. Aljbour, M. Matouq and H. Yamada, Chem. Eng. Sci.,

62, 5123 (2007).

65. T. Maruyama, T. Kaji, T. Ohkawa, K. Sotowa, H. Matsushita, F.
Kubota, N. Kamiya, K. Kusakabe and M. Goto, Analyst, 129, 1008
(2004).

66. T. Yamakawa, H. Oshite, K. Katayama, T. Futami, T. Ohkawa and
K. Nishizawa, Kagaku Kogaku Ronbunshu, 30, 95 (2004).

67. A. A. S. Bhagat, S. S. Kuntaegowdanahalli and 1. Papautsky, Microf-
luidics and Nanofluidics, 7,217 (2009).

68.Y. C. Zhao, G W. Chen and Q. Yuan, AIChE J., 53, 3042 (2007).

69. Y. S. Huh, C. M. Jeong, H. N. Chang, S.Y. Lee, W. H. Hong and
T. J. Park, Biomicrofluidics, 4 (2010).

70. J. H. Liu, X. Chen, Z. Z. Shao and P. Zhou, J. Appl. Polymer Sci.,
90, 1108 (2003).

71. H. Walter, E. J. Krob and A. Pedram, Cell Biophysics, 4,273 (1982).

72. D. F. Gerson and D. Scheer, Biochimica Et Biophysica Acta, 602,
506 (1980).

73.D. Huh, J. H. Bahng, Y. B. Ling, H. H. Wei, O. D. Kripfgans, J. B.
Fowlkes, J. B. Grotberg and S. Takayama, Anal. Chem., 79, 1369
(2007).

74. M. Yamada, M. Nakashima and M. Seki, Anal. Chem., 76, 5465
(2004).

75. X. L. Zhang, J. M. Cooper, P. B. Monaghan and S. J. Haswell, Lab
on a Chip, 6, 561 (2006).

76. M. Yamada and M. Seki, Lab on a Chip, S, 1233 (2005).

77. M. Yamada and M. Seki, Analy. Chem., 78, 1357 (2006).

78.R. D. Jaggi, R. Sandoz and C. S. Effenhauser, Microfluidics and
Nanofluidics, 3, 47 (2007).

79. S. Yang, A. Undar and J. D. Zahn, Lab on a Chip, 6, 871 (2006).

80. S. S. Shevkoplyas, T. Yoshida, L. L. Munn and M. W. Bitensky,
Anal. Chem., 77,933 (2005).

81. K. Ueno, H. B. Kim and N. Kitamura, 4nal. Sci., 19, 391 (2003).

82. K. Hannig, J. Chromatogr:, 159, 183 (1978).

83. D. E. Raymond, A. Manz and H. M. Widmer, Analy. Chem., 66,
2858 (1994).

84. D. E. Raymond, A. Manz and H. M. Widmer, Analy. Chem., 68,
2515 (1996).

85. B. R. Fonslow, V. H. Barocas and M. T. Bowser, Anal. Chem., 78,
5369 (2006).

86. C. X. Zhang and A. Manz, Anal. Chem., 75, 5759 (2003).

87.Y. Xu, C. X. Zhang, D. Janasek and A. Manz, Lab on a Chip, 3,224
(2003).

88. K. Macounova, C. R. Cabrera and P. Yager, Anal. Chem., 73, 1627
(2001).

89. C. R. Cabrera and P. Yager, Electrophoresis, 22,355 (2001).

90. H. Lu, S. Gaudet, M. A. Schmidt and K. F. Jensen, Anal. Chem., 76,
5705 (2004).

91. G Munchow, S. Hardt, J. P. Kutter and K. S. Drese, Lab on a Chip,
7,98 (2007).

92. W. M. Clark, Chemtech, 22,425 (1992).

93. M. A. Marando and W. M. Clark, Sep. Sci. Technol., 28, 1561 (1993).

94. C. W. Theos and W. M. Clark, Appl. Biochem. Biotechnol., 54, 143
(1995).

95. M. L. Levine and M. Bier, Electrophoresis, 11, 605 (1990).

96. M. L. Levine, H. Cabezas and M. Bier, J. Chromatogr:, 607, 113
(1992).

Korean J. Chem. Eng.(Vol. 28, No. 3)



642

March, 2011

Y. S. Huh et al.

Prof. Won Hi Hong is a professor in the
Department of Chemical and Biomolecular
Engineering at KAIST. He received BS from
Seoul National University, Dipl.-Ing and Dr.-
Ing at Technical University Berlin, Germany.
From 1980 to 1984, he worked as a researcher
at TU Berlin and then he started as a senior
researcher at KAIST in 1984 before joining as
an assistant professor at KAIST. He received
several awards for his excellent research activ-

ities form the Korean Society of Clean Technology, the Korean Institute of
Chemical Engineers and the Ministry of Knowledge Economy. He is a
member of KIChE, KSCT, VDI, ACS. His current professional fields of
interest include extraction/purification of organic acid, CO2 absorption,
direct methanol fuel cell, advanced nanomaterial and microfludic system
for biosensor, and synthesis and application of nanostructured carbon
nitride. As many as about 160 journal papers and 16 patents of his
research achievements have been published so far.




<<
  /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 /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages false
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /SyntheticBoldness 1.00
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Remove
  /UsePrologue false
  /ColorSettingsFile (Color Management Off)
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 200
  /ColorImageDepth 8
  /ColorImageDownsampleThreshold 1.00000
  /EncodeColorImages true
  /ColorImageFilter /FlateEncode
  /AutoFilterColorImages false
  /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
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth 8
  /GrayImageDownsampleThreshold 1.33333
  /EncodeGrayImages true
  /GrayImageFilter /FlateEncode
  /AutoFilterGrayImages false
  /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
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.00000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /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)
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /DetectCurves 0.000000
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /PreserveDICMYKValues true
  /PreserveFlatness true
  /CropColorImages true
  /ColorImageMinResolution 290
  /ColorImageMinResolutionPolicy /Warning
  /ColorImageMinDownsampleDepth 1
  /CropGrayImages true
  /GrayImageMinResolution 290
  /GrayImageMinResolutionPolicy /Warning
  /GrayImageMinDownsampleDepth 2
  /CropMonoImages true
  /MonoImageMinResolution 800
  /MonoImageMinResolutionPolicy /Warning
  /CheckCompliance [
    /None
  ]
  /PDFXOutputConditionIdentifier ()
  /Description <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e9ad88d2891cf76845370524d53705237300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc9ad854c18cea76845370524d5370523786557406300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /DEU <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <FEFF9ad854c18cea306a30d730ea30d730ec30b951fa529b7528002000410064006f0062006500200050004400460020658766f8306e4f5c6210306b4f7f75283057307e305930023053306e8a2d5b9a30674f5c62103055308c305f0020005000440046002030d530a130a430eb306f3001004100630072006f0062006100740020304a30883073002000410064006f00620065002000520065006100640065007200200035002e003000204ee5964d3067958b304f30533068304c3067304d307e305930023053306e8a2d5b9a306b306f30d530a930f330c8306e57cb30818fbc307f304c5fc59808306730593002>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020ace0d488c9c80020c2dcd5d80020c778c1c4c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /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 <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU <>
  >>
  /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 [2400 2400]
  /PageSize [2834.646 2834.646]
>> setpagedevice


