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Abstract An oscillatory-flow multiplex PCR method in a
capillary microfluidic channel has been developed for the
simultaneous determination of pre-purified DNA of multiple
foodborne bacterial pathogens. The PCR solution passes three
temperature zones in an oscillatory manner. The thermal
stability and sample evaporation of the microfluidic device
were investigated. Under controlled conditions, a highly
efficient multiplex PCR was accomplished as demonstrated
for the simultaneous amplifications of 278 bp, 168 bp, and
106 bp DNA fragments within 35 min after 35 cycles for
simultaneous detection of Salmonella enterica, Escherichia
coli O157:H7, and Listeria monocytogenes. This is much
shorter than that of a conventional PCR machine. The
detection limits of bacterial genome DNA for the three
species are about 399, 314, and 626 copies per uL,
respectively. This is comparable to those obtained with the
conventional multiplex PCR. Consequently, the oscillatory-
flow multiplex PCR technology holds good potential for
rapid amplification and detection of nucleic acids of
microbial foodborne pathogens.
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Introduction

Polymerase chain reaction (PCR) is an in vitro nucleic acid
amplification technique which was first reported by Kary
Mullis [1]. It has the advantages of high sensitivity, fast
speed, and relative simplicity and robustness, and therefore
has been successfully applied in many fields such as health
and clinical diagnosis, environmental monitoring, and food
safety. Multiplex PCR, which is a variant of PCR, has been
well used to reduce the cost and also to increase the
diagnostic capacity of PCR [2, 3]. Because more than one
target sequence can be amplified by including more than
one pair of primers in the reaction solution, multiplex PCR
has the potential to result in considerable savings of time
and effort within the laboratory without compromising test
utility [2]. Since its introduction [4], multiplex PCR has
been successfully used in many areas of nucleic acid
diagnostics, such as identification of foodborne bacterial
pathogens [5, 6]. However, most of multiplex PCR
amplifications are performed in a conventional thermal
cycler. As a result, 2-3 h is often required for 30—40 cycles,
and most time is spent on temperature ramping during the
reaction process. In addition, the conventional multiplex
PCR wusually needs a relatively large reaction volume
(ranging from 25 puL to 100 pL). Therefore, the multiplex
PCR approach is still time-consuming and expensive when
standard thermocyclers are used.

Recently, great attention has focused on developing
microfluidics-based PCR devices, since they can offer rapid
thermal cycling, reduced analysis times, low reagent/energy
consumption, portability, and potential for high automation
and integration of various analytical procedures. Nowadays,
there are in general two types of microfluidic PCR:
stationary microchamber PCR and continuous-flow PCR
[7-9]. The micro-chamber PCR is miniaturization of
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conventional PCR in nature, where PCR solution is kept
stationary inside a confined chamber and temperature
cycling of both solution and chamber is performed using
different ways [10-17]. Within these PCR microdevices,
the temperature transition rate and power consumption are
still greatly affected by the thermal mass surrounding the
chambers. Therefore, in order to reduce the reaction time
and power consumption, the system’s thermal mass has to
be optimized considerably. For continuous-flow PCR, DNA
amplification cycling occurs as the PCR solution is
continuously pumped through a microchannel incorporating
two or three thermally isolated reaction zones [18-23].
Using this approach, PCR can obtain a rapid temperature
transition rate, and as a result the reaction time is greatly
decreased. Up to now, the fastest PCR was obtained on the
continuous-flow PCR microfluidic chip reported by Soper’s
group—amplification of a 500-bp DNA fragment in
1.7 min and a 997-bp fragment in 3.2 min, respectively
[24]. An alternative method is oscillating-flow PCR, where
PCR solution flows through two or three temperature zones
in an oscillating manner. The oscillatory-flow PCR ap-
proach not only combines the cycling flexibility of the
stationary microchamber PCR with fast temperature tran-
sitions associated with the continuous-flow PCR, but also
offers the possibility of performing high-throughput PCR
reactions in parallel. During the past years, several research
groups have developed the oscillatory-flow PCR micro-
fluidic device to perform fast DNA amplification [25-32].
For example, Wang et al. have reported a droplet-based
micro oscillatory-flow PCR chip, where the amplification
of a human papilloma virus (HPV) DNA fragment was
accomplished within about 15 min, which was about one
ninth of that for the conventional PCR machine [25].
Recently, Sista et al. have developed an electrowetting-
based digital microfluidic platform for point of care testing
[31]. In this microfluidic cartridge, the oscillatory-flow real-
time PCR was performed within 12 min. In addition, the
magnetic bead-based immunoassays, as well as sample
preparation for bacterial pathogen (methicillin-resistant
Staphylococcus aureus, MRSA) and for human genomic
DNA, have been successfully demonstrated on the same
microfluidic cartridge.

To analyze different DNA samples in diagnostic
laboratories, several groups have developed the multiplex
PCR chips, where amplification of different DNAs was
performed in different microchambers on a single chip
[33-35]. For example, Ramalingam et al. reported a real-
time PCR array chip that was preloaded with different
primer pairs for simultaneous detection of multiple
waterborne pathogens [33]. The development of this type
of multiplex PCR microfluidics provided a potential
means for high-throughput nucleic acid analysis for
different target samples. However, precise and accurate

@ Springer

transfer of multiple reaction solutions from the macroscale
systems to the microchamber array still faces challenges.
In 2008, Christensen et al. developed the multiplex PCR
in a SU-8 chip for detection of Campylobacter at species
level [36]. Similar to the conventional multiplex PCR,
three DNA target fragments of different lengths were
simultaneously amplified in a single reaction chamber.
Compared with the aforementioned multiplex PCR on an
array chip, this type of multiplex PCR has several obvious
advantages, such as decreased reagent consumption,
increased simplicity in sample handling and structure
designing, and easier integration with various functions.
However, these two kinds of microfluidic multiplex PCR
still have the inherent shortcomings of the stationary
microchamber PCR amplification.

To overcome these shortcomings, amplification of
multiple DNA fragments on the continuous-flow micro-
fluidics has been developed. This kind of microfluidics is
usually performed by using a continuous segmented-flow
of different PCR solutions containing different DNA
samples [19, 20]. This format of amplification can save
much time and labor. However, such systems easily suffer
from cross-contamination between samples and sample
dispersion. The alternative method is performing parallel
PCR in different channels. For example, Sun et al. reported
a multichannel closed-loop magnetically actuated micro-
chip for high-throughput PCR and four gene fragments
were simultaneously amplified in four different channels of
the PCR microchip [22]. In 2007, Frey et al. demonstrated a
multi-channel oscillatory-flow chip for real-time PCR
integrated with liquid handling, and proposed the possibility
of realizing high-throughput PCR in different channels by
synchronous actuation of the pumping membranes [30].
However, this work does not provide the high-throughput
PCR results. The aforementioned serial or parallel formats
for continuous-flow amplification of multiple target frag-
ments can perform very well in many aspects. However,
they usually involve complicated fluid handling and control
so as to perform amplification of different DNA fragments.
Moreover, the chip-based multi-channel design potentially
increases the total fabrication cost and complicates the
structure assembly.

In this work, we present a simple capillary-based micro-
fluidic device for the novel oscillatory-flow multiplex PCR,
where three target fragments of different lengths are amplified
in a single reaction solution for simultaneous detection of
three foodborne bacterial pathogens—Salmonella enterica
(S. enterica), Escherichia coli O157T:H7 (E. coli O157:H7)
and Listeria monocytogenes (L. monocytogenes). The device
mainly consists of three heated copper blocks that provide
temperatures for oscillatory-flow multiplex PCR, and a
single polytetrafluoroethylene (PTFE) capillary tube that is
embedded on the grooves of copper blocks as the reaction
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channel. To perform multiplex PCR, the PCR solution is
moved back and forth over different temperature zones by a
precision syringe pump.

Materials and methods
Design of the experimental arrangement

The experiments were performed on the computer-
controlled, LabView-based temperature control and mea-
surement platform developed in our laboratory [37]. The
setup mainly consists of the following parts: three grooved
copper heating blocks (40 mmx25 mmx15 mm) which
were machined by Automation Engineering R&M Centre,
Guangdong Academy of Sciences (Guangzhou, China,
www.autocenter.gd.cn), three resistance cartridge heaters
(100 W, 8 mmx40 mm (o.d. x length), Guangzhou Haoyi
Thermal Electronics Factory, China), three K-type thermo-
couples (0.005 in. diameter, Omega Engineering Inc.,
Stamford, CT, USA, www.omega.com), the PCI control
module (PCI-4351, National Instruments Corp., Austin,
TX, USA, www.ni.com), the terminal block (TBX-68 T),
and the relay module. Each of the copper blocks includes
one larger central hole (8 mm diameter) for the resistance
cartridge heater and two small holes for the K-type
thermocouples. To keep three temperatures for denaturation
at 95°C, annealing at 56°C, and extension at 72°C, a
computer received the temperature signal through a PCI-
4351 interface and determined the power input to the heater
using a home-made fuzzy proportional/integral/derivative
(PID) control algorithm that was programmed with
LabView 8.0 (Version 8.0, National Instrument Corp.,
Austin, TX, USA, www.ni.com). A single-use polytetra-
fluoroethylene (PTFE) tubing (~15 cm) (inner diameter
500 pm, Wuxi Xiangjian Tetrafluoroethylene Product Co.
Ltd., Wuxi, China, www.wxxj.com) was used as a reaction
channel, where the oscillatory-flow multiplex PCR was
carried out when the solution was driven to shuttle between
three heat zones by the precision syringe pump (CZ-74901-
15, Cole Parmer, Illinois, USA, www.coleparmer.com). The
temperatures in the PTFE channel were measured by the K-
type thermocouple. During these measurements, the
channel was filled with the 1 x Taq DNA polymerase
buffer, and no bubble formation was observed. Figure 1 is a
schematic diagram of the oscillatory-flow multiplex PCR
thermocycler set-up.

Bacterial strains, growth conditions, and DNA isolation
and quantification

Three bacterial strains including S. enterica CMCC50040,
E. coli O157:H7 GWI1.0202 and L. monocytogenes

PC PCI-4351

Power supply

94°Cl|72°C||56°C

Sample
L L\ //j

Fig. 1 Schematic diagram of the oscillatory-flow multiplex PCR
microfluidics

CMCC54007 were used in this study to evaluate the
applicability of the presented method. They were obtained
from Guangzhou Institute of Microbiology (Guangzhou,
China, www.gdim.cn). All the bacterial strains were grown
in Nutrient broth (0.3% beef extract, 1% soy peptone, and
0.5% NaCl) at 37°C overnight with rotary shaking at
200 rpm to obtain the desired concentration. The genomic
DNA was extracted from 1 mL of overnight bacterial
culture using the TIANamp Bacteria Genomic DNA
Extraction Kit (Tiangen biotech (Beijing) Co., LTD.,
Beijing, China, www.tiangen.com) following the manufac-
turer’s instructions, and re-suspended in a 100-uL TE
buffer. The quantity and quality of the extracted DNA was
determined by measuring A260 and the ratio of A260/A280
on the Eppendorf BioPhotometer (Eppendorf, Hamburg,
Germany, www.eppendorf.com).

Reagents and samples

The reaction reagents, 10 x Taq DNA polymerase buffer
(500 mM KCI, 100 mM Tris-HCl (pH 8.3), 15 mM
MgCl,), thermostable Taq polymerase (5 U pL™') and
deoxynucleotide triphosphate (dNTPs) (2.5 mM each of
dATP, dGTP, dCTP, and dTTP) were all purchased from
TaKaRa Biotechnology Co., Lid (Dalian, China, www.
takara.com.cn). The oligonucleotide primers (Table S1,
Electronic Supplementary Material, ESM) were synthesized
by Invitrogen Biotechnology Co., Ltd (Shanghai, China,
www.invitrogen.com). The gene targets chosen for this
study were the invA (invasion protein A) gene for S.
enterica, the rfbE (O157-antigen) gene for E. coli O157:
H7, and the hlyA (listeriolysin O) gene for L. monocyto-
genes, since they are described in the literature as being
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among the most specific and reliable genetic targets for the
considered microorganisms [38—40].

Bovine serum albumin (BSA) (Fraction V, Purity > 98%,
Biotechnology Grade, No. 735094), which was used to
dynamically passivate the inner surface to decrease the
surface adsorption, was bought from Roche Diagnostics
GmbH (Mannheim, Germany, www.roche.com). Concen-
trated sulfuric acid, which was utilized to remove the
possible PCR inhibitors from the microchannel before each
run, was obtained from Tianjin Hongyan Chemical Reagent
Factory (Tianjin, China, www.tjhongyan.b2b.cn). Gold-
View™ was purchased from SBS Genetech Co. Ltd.
(Beijing, China, www.sbsbio.com). The DNA markers,
which contain 500, 400, 300, 250, 200, 150, 100 and
50 bp DNA fragments, were from Dongsheng Biotech Co.,
Ltd. (Guangzhou, China, www.dongshengbio.com).

Modification of the inner surface of capillary

To decrease reaction inhibition and reagent absorption, the
PTFE capillary was cleaned and passivated. First, the PTFE
capillary was rinsed with concentrated sulfuric acid to
eliminate the possible PCR inhibitors, and then washed
with deionized water. Here, the use of concentrated sulfuric
acid for PCR inhibitor removal is considered for the
following two possible reasons. Strong acid can cause the
degradation of DNA and protein that adsorb on the inner
surface of the reaction channel. In addition, strong acid can
destroy the intermolecular interactions which cause the
surface adsorption. To further protect the reaction from
surface inhibitory effects, the dynamic passivation method
was used for the sacrificial surface adsorption of chemical
additives comprising 0.5 ug uL~' BSA. Moreover, in order
to avoid contamination, the reaction capillary tube was
discarded after each run in this study.

Oscillatory-flow multiplex PCR protocol

In the oscillatory-flow multiplex PCR, the assay was
performed in 5 puL of PCR solution containing 2xPCR
buffer, 0.3 mM of each dNTP, three pairs of primers
(0.4 uM), 0.5 pg uL™' BSA, 0-0.5 U uL™' Tag DNA
polymerase. In the reaction solution, unless stated other-
wise, the concentration of each bacterial genomic DNA was
1.0 ng uL~". After being introduced into the capillary tube,
5-uL PCR solution was driven by the syringe pump. The
PCR solution was flanked by 2 pL mineral oil to avoid
evaporation. And, PCR-biocompatible bromophenol blue
was also added to the PCR solution to easily observe the
movement of the PCR solution. To verify the performance
of the oscillatory-flow multiplex PCR, the positive-control
multiplex PCR was performed on a conventional PCR
instrument (Eppendorf Mastercycler Gradient, Hamburg,
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Germany, www.eppendorf.com). The thermocycling param-
eters included an initial incubation at 94°C for 2 min,
followed by 35 cycles of denaturation at 94°C for 30 s,
annealing at 56°C for 30 s, and extension at 72°C for 30 s,
with a final incubation at 72°C for 2 min. The products
were analyzed with a 2% agarose gel electrophoresis
prestained with GoldView™ dye.

Oscillatory-flow multiplex PCR at various flow rates

To demonstrate the rapid detection ability of the presented
microfluidic device, oscillatory-flow multiplex PCR was
performed at different flow rates of the corresponding
multipex PCR solution through the thermal-cycling capil-
lary. The flow velocity controlled by the syringe pump
ranged from 1.70 to 12.73 mm s '. For comparison, the
positive-control multiplex PCR was performed in the
conventional machine using the same PCR solution. In
addition, the negative-control multiplex PCR, without DNA
sample in the reaction solution, was also run on the
microfluidic device, where the flow rate of 2.55 mm s '
was used.

Oscillatory-flow multiplex PCR using various
concentrations of Taq polymerase or input DNA targets

Oscillatory-flow multiplex PCR was performed using a
series of Taq polymerase concentrations ranging from 0.025
to 0.5 U pL™'. In addition, the multiplex PCR solution
without Taq polymerase was also prepared. Taq polymerase
of various concentrations was included in 10 puL of the
multiplex PCR solution. Then, 5 uL of the solution was
introduced to the capillary for the oscillatory-flow multi-
plex PCR, where the flow rate was selected to be 2.55 mm
s, giving a cycle time of about 1 min. All of the
remaining solution was subjected to a standard cycling
procedure on the conventional PCR machine.

The oscillatory-flow multiplex PCR was also performed
using ten-fold serial dilutions of DNA targets to evaluate
the detection limit of the present microfluidic device, where
the concentration of each bacterial genome DNA ranged
from 1.0x10° to 1.0x10° ng pL™', and the solution
moved in the reaction channel at the flow rate of 2.55 mm
s~!. The positive-control multiplex PCR from the conven-
tional machine was carried out, with 1.0 ng uL ™' of each
bacterial genome DNA in the reaction solution. And, the
negative-control PCR without DNA sample in the reaction

solution was run at the flow rate of 2.55 mm s~ .

Oscillatory-flow multiplex PCR at various cycle numbers

When the multiplex PCR of different number of cycles (40,
35, 30, 25, and 20 cycles) were done, the reaction solution
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contained the same components as those mentioned above.
However, 1.0 ng uL™" of each bacterial genomic DNA and
0.2 U uL™" of Tag DNA polymerase were used. The setting
of cycle number could be accomplished on the precision
syringe pump, and the flow rate of 2.55 mm s ' was
utilized.

Analysis of amplification products

The collected products were analyzed using a 2% agarose
gel stained with GoldView™. Loading buffer contained
30 mM ethylenediaminetetraacetic acid (EDTA), 36% (v/v)
glycerol, 0.05% (w/v) xylene Cyernol FF, and 0.05% (w/v)
bromophenol blue (BPB). The gel was prepared with 2%
(w/v) agarose in 20 mL of 1x TAE buffer (40 mM Tris-
acetate 2 mM EDTA, pH 8.5) containing 1 pL of
GoldView™ dye. The gel was run for 30 min at a constant
voltage of 100 V, and then the amplified fragments were
visualized under UV light. The DNA markers were used as
the evaluation standards for the amplified DNA fragments.

Results and discussions

Evaluation of the oscillatory-flow multiplex PCR
microreactor

To perform a successful multiplex amplification, good
temperature control is necessary since it is one of the most
crucial factors affecting the PCR efficiency and even
specificity. In this study, the multiplex PCR was performed
in a capillary microchannel, and therefore the temperature
distribution of the microfluidic channel was first investi-
gated. Figure 2a displays the schematic drawing of
temperature data points along the capillary microchannel.
In order to obtain a relatively accurate temperature
measurement of the fluid in the channel, the thermocouple
was inserted into the capillary channel filled with the 1 x
Taq DNA polymerase buffer. No bubble formation was
observed in any of the experiments. Points 1-4 were
located in denaturation zone, points 6-9 in extension zone,
points 11-14 in annealing zone, point 5 in adjacent zones
between annealing zone and extension zone and point 10 in
adjacent zones between extension zone and annealing zone.
Figure 2b shows the temperature distributions in the
capillary tube incorporated into the annealing, extension
and denaturation zones with predefined temperatures of 56,
72, and 94°C, respectively. As seen from Fig. 2b, three
desired temperature zones were created, and the tempera-
ture kept stable in each zone. In addition, the temperatures
changed sharply between the two adjacent zones. This can
be explained by the fact that the air gaps have resulted in
the proper thermal isolation for oscillatory-flow multiplex

PCR. Therefore, a complete three-temperature PCR cycling
can be obtained when PCR solution flows back and forth
through the three temperature zones. In the oscillatory-flow
cycling process, when the reaction solution in the capillary
flows into a temperature zone, several seconds are usually
required to obtain the desirable reaction solution tempera-
ture. This time is influenced by the transport velocity of the
reaction fluid in the capillary. The related works have been
reported in the literature [25, 29].

For microfluidic PCR, sample evaporation is often a
problematic issue because PCR volumes are usually small.
In addition, the open reaction channel is also often used
within the oscillatory-flow PCR devices, which helps the
sample evaporation. The evaporation loss of reaction
solution will lead to the changes in the concentration of
PCR components and thus an ineffective DNA amplifica-
tion. In this study, non-miscible mineral oil was used as a
liquid cover to prevent evaporation. During run, a 5 uL
PCR volume plug was flanked by 2 uL of mineral oil. By
this method, the evaporation loss is only about 5% after an
amplification process of 35 cycles (Fig. S1, ESM). In
addition, it should be noted that the used oil cap can also
effectively avoid the breakup of the reaction plug during
thermocycling [29].

a
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Fig. 2 a Schematic drawing of temperature data points along the

microchannel. b Temperature distribution in the microchannel. Data at
each point was measured five times
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Specificity and efficiency of the oscillatory-flow multiplex
PCR

After a preliminary setting of suitable primer concentra-
tions, master mixture composition and temperature control,
the multiplex PCR was performed for its specificity in
detecting three target templates. Figures S2a, b (ESM) are
the amplification results on the oscillatory-flow PCR
microfluidics and the conventional PCR thermocycler,
respectively. As seen from Fig. S2, when only single
pathogen DNA template was added into the multiplex PCR
solution including three primer pairs, only single
corresponding product was observed, without any non-
specific amplified fragments found (lanes 3-5 in Fig. S2,
from left to right). However, three target fragments were
amplified and detected when the mixed DNA solution was
utilized (lane 6 in Fig. S2, from left to right). These results
show that the specificity of the oscillatory-flow multiplex
PCR is desirable. In addition, the comparison of the
corresponding band intensities between Figs. S2a and b
reveals that the efficiency of the oscillatory-flow multiplex
PCR is comparable to that of the conventional multiplex
PCR.

Effect of various concentrations of Taq polymerase
on the oscillatory-flow and conventional multiplex PCR

For multiplex PCR, more DNA polymerase is usually
needed because more than one target DNA fragments will
be amplified [41]. In addition, the surface adsorption effect
of the biomolecules, especially Taqg DNA polymerase, will
become serious as the surface-to-volume ratio (SVR) in a
micro-scale environment is increased. Therefore, it is
necessary to evaluate the effect of the Taq polymerase
concentration on the oscillatory-flow multiplex PCR.
Figure 3 shows the effect of Taqg DNA polymerase
concentration on oscillatory-flow multiplex PCR, where
the PCR solution was driven to flow through the micro-
channel at 2.55 mm s '. The bands of the multiplex PCR
product were detected by the gel electrophoresis when the
Taq DNA polymerase concentrations ranging from 0.5 to
02 U uL™' were used. If the Taq DNA polymerase
concentration was further reduced, the uncomplete or
unsuccessful multiplex amplification was observed. There-
fore, in order to achieve an efficient multiplex amplifica-
tion, an appropriate Taqg DNA polymerase concentration is
essential in the oscillatory-flow multiplex PCR. The similar
experiments were also performed on the conventional PCR
machine (Fig. S3, ESM). In these experiments, when the
wider range of the Taqg DNA polymerase concentration was
used, which changed from 0.5 to 0.025 U uL', the
multiplex PCR products could all be observed, although
the band intensities of the corresponding multiplex PCR
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product decreased gradually. It should be pointed out that
the Taq polymerase concentration of 0.025 U uL ™' is the
recommended concentration of monoplex PCR. The com-
parison of the corresponding band intensities in Fig. 3 and
Fig. S3 reveals that within the present oscillatory-flow
multiplex PCR system, there still is greater possibility of
adsorption of Taq polymerase molecules onto the capillary
inner surface, although BSA of 0.5 pug pL ™' has been
included in the multiplex PCR solution to dynamically
passivate the reaction channel. To resolve this problem, the
present BSA passivation may be required to couple with
other surface treatments [29].

Effect of various flow rates of the reaction solution
on the oscillatory-flow multiplex PCR

Pursuing fast PCR is one of the major motivations in the
development of PCR microfluidics. The thermocycling
speed of continuous-flow PCR depends, to some extent,
on the flow rate of the PCR solution, the substrate material
and the size of the microchannel. Therefore, for an
oscillatory-flow PCR device, changing the flow rates of
the multiplex PCR solution through the microchannel can
regulate the amplification rates of multiplex PCR. As
shown in Fig. 4, when the flow rates increased from 1.70
to 12.73 mm s ', the multiplex PCR amplification speed
were gradually enhanced, but the amount of PCR products
was decreased gradually. When the flow rate was 1.70 mm
s”!, three target DNA fragments were successfully ampli-
fied in about 43 min after 35 PCR cycles (lane 2 in Fig. 4).
The comparison of the band intensities reveals that the
efficiency of the oscillatory-flow multiplex PCR (lane 2 in
Fig. 4) is comparable to that of the conventional multiplex
PCR (lane 1 in Fig. 4). When the flow rate of 4.24 mm s~
was used, the time for the successful amplification of three
target DNA fragments was about 24 min (lane 4 in Fig. 4),
which is about one-third of the time required on the

278 bp

168 bp
106 bp

Fig. 3 Effect of various concentrations of Taq DNA polymerase on
the oscillatory-flow multiplex PCR amplification. Lanes 1-8: 0.5, 0.4,
0.3, 0.2, 0.10, 0.05, 0.025, and 0 U pLL71 Taq DNA polymerase in
5 pL of multiplex PCR solution, Lane M: DNA marker
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conventional machine (70 min). However, when the flow
velocity is increased to reduce multiplex amplification time,
the required cycle rate to generate product for multiplex
PCR is primarily determined by the extension time of Taq
DNA polymerase. The extension rate of Taq polymerase is
usually 60-100 bases s ' at 72°C in conventional PCR
[42], and therefore an extension time of 5 s is considered
sufficient for the amplification of the 278 bp and even
shorter DNA fragments (lane 4 in Fig. 4). If the extension
time was less than 5 s (i.e., the flow rates were more than
4.24 mm s "), the oscillatory-flow multiplex PCR amplifi-
cation was ineffective and even completely unsuccessful
(Lanes 5-8 in Fig. 4), where only shorter target fragments
were amplified. For oscillatory-flow multiplex PCR, there-
fore, the following points should be considered when the
length of the amplified target fragment is chosen. First,
choosing the size of the amplified fragment facilitates
resolution of each fragment by agarose gel electrophoresis
following multiplex reactions. Second, for the amplified
target fragments, the difference in length should be
relatively small. As a result, the flow velocity can be as
fast as possible to obtain the shortest cycling time for
simultaneous amplification of multiple target fragments.
Under the present testing conditions, the 106 bp target
fragment was still successfully amplified when the flow rate
was increased to 12.73 mm s ' (the corresponding cycling
time for 35 cycles was about 9 min). Therefore, it is
possible for the present oscillatory-flow PCR system to
complete multiplex amplification within several minutes if
the lengths of three target fragments are properly chosen.

Effect of the number of cycles on the oscillatory-flow
multiplex PCR

Compared with the serpentine or spiral channel continuous-
flow PCR systems, the oscillatory-flow PCR system can

M 1 2 3 4 6 7 8 9

5

278 bp —
168 bp
106 bp

Fig. 4 Effect of various flow rates on the oscillatory-flow multiplex
PCR amplification. Lane M: DNA markers, Lane I: the positive-
control PCR product from the conventional PCR machine, Lanes 2-8:
the oscillatory-flow multiplex PCR products at various flow rates of
1.70, 2.55, 4.24, 5.94, 7.64, 10.19, and 12.73 mm s ', respectively,
Lane 9: the negative-control multiplex PCR, the reaction solution with
no DNA sample run at the flow rate of 2.55 mm s~

provide one a flexible cycle number by only modifying the
pumping program, with no need to fabricate a new device.
In addition, when time-sensitive diagnostics (e.g., detection
of infectious diseases and related biowarfare agents) is
needed, the PCR may be performed with a moderate cycle
number so as to shorten the total detection time. Therefore,
the effect of cycle number on the oscillatory-flow multiplex
PCR was studied here. This was achieved by varying the
number of oscillations of the solution within the micro-
channel. The flow speed of the solution was selected to be
2.55mms ', giving a cycling time of about 1 min. Figure 5
shows the effects of cycle number on the efficiency of
oscillatory-flow multiplex PCR. As seen from Fig. 5, with
the decrease of the number of cycles used within multiplex
PCR, the amount of amplification products was gradually
reduced. However, little difference in amplification yield
resulted when the cycle number ranged from 40 to 25.
Moreover, the multiplex PCR amplification was incomplete
or unsuccessful when the cycle numbers of 20 or ever
smaller were utilized. These results indicate that the
multiplex PCR product from the oscillatory-flow device
possibly started the exponential increase at the cycle
number of between 20 and 25 and showed a trend to reach
saturation gradually. When the cycle number of 25 or 20
was used at the flow rate of 2.55 mm s_l, the reaction time
was only about 24 or 19 min. The similar experiments were
also completed on the conventional machine (Fig. S4,
ESM). The comparison between Fig. 5 and Fig. S4
demonstrates that the present multiplex PCR system is
comparable to the conventional multiplex PCR system at
each cycle number. It should be noted that in two systems,
the longer target fragments of 278 bp were both amplified
at the cycle number of 20, indicating that there is still much
room to optimize the present multiplex PCR reaction so as
to obtain a successful multiplex amplification result in the
case of low cycle number.

Sensitivity of the oscillatory-flow multiplex PCR

For some applications (for example detection of foodborne
bacterial pathogens), it may be important to obtain a
detectable amount of multiplex PCR product quickly from
a low-abundant sample. Therefore, a study was performed
to establish the minimum concentration of template that
could be detected when amplified through 35 cycles using
the oscillatory-flow multiplex PCR at a flow rate of
2.55 mm s '. As an analytical model, the concentration of
each bacterial genomic DNA template within the reaction
solution was approximately equal during each run. The
results of these studies are demonstrated in Fig. 6. Seen
from Fig. 6, the minimum template concentration that could
be simultaneously detected at 2.55 mm s ' was about 1.0x
103 ng uL ™", which corresponds to 399+53, 314+29, and
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278 bp

168 bp
106 bp

Fig. 5 Effect of the cycle number on the oscillatory-flow multiplex
PCR amplification. Lane M: DNA marker, Lane I: the negative-
control multiplex PCR with no DNA sample in the reaction solution,
Lanes 2—7: the numbers of cycles used in multiplex PCR were 40, 35,
30, 25, 20, and 15, respectively. When the oscillatory-flow multiplex
PCR was performed, the solution ran at the flow rate of 2.55 mm s '

626462 copies pL~! for S. enterica, E. coli O157:H7, and
L. monocytogenes, respectively (lane 5 in Fig. 6). Although
no visible multiplex product band was apparent for 1.0x
10 ng uL™' template concentration (lane 6 in Fig. 6), this
does not necessarily mean that no multiplex product was
produced at those concentrations, but most likely the
amount of product generated under these multiplex PCR
conditions was lower than the detection limit of the
presented agarose gel electrophoresis. In addition, it should
be pointed out that when the template concentration was
reduced to 1.0x 107 ng pL~", the 106 bp target fragment
was still successfully amplified and detected (here, only

278 bp-
168 bp
106 bp

Fig. 6 Gel electrophoresis analysis of the oscillatory-flow multiplex
PCR product from various concentrations of input DNA template.
Lane M: DNA marker, Lane I: the positive-control PCR product from
the conventional PCR machine, Lanes 2-8: the concentration of each
bacterial genomic DNA template in the oscillatory-flow multiplex
PCR was 1.0x10° 1.0x107", 1.0x107%, 1.0x107>, 1.0x107%, 1.0x
107, and 1.0x10°® ng uL™", respectively, Lane 9: the negative-
control PCR, PCR solution with on DNA sample run at the flow rate
of 2.55 mm s~

@ Springer

0.62 copies uL ' of L. monocytogenes DNA template was
used), but other two longer target fragments were not
successfully amplified.

Conclusion

\In this paper, we have successfully developed an oscillatory-
flow multiplex PCR method for simultaneous detection of
multiple foodborne bacterial pathogens in a single reaction.
To perform an efficient multiplex amplification, the temper-
ature distribution and sample evaporation were first investi-
gated, and the results demonstrated that the temperature kept
very stable in three zones, and that the evaporation loss of
less than 5% was achieved. The present multiplex amplifi-
cation system exhibited a relatively high amplification speed
and the multiplex amplification of three target DNA frag-
ments could be successfully completed in approximate
24 min after 35 cycles, which was about one-third of the
time required on the conventional machine. Moreover, it is
possible for the developed system to complete multiplex
amplification within several minutes if the sizes of three
target fragments are properly designed or an appropriate
cycle number is chosen.

The specificity and efficiency of the oscillatory-flow
multiplex PCR system presented here are comparable to
those on the conventional benchtop PCR instrument. And,
the minimum copy number of each bacteria DNA template
that could be simultaneously detected at 2.55 mm s ' was
about 399, 314, and 626 copies uL ™! for S. enterica, E. coli
0157:H7, and L. monocytogenes, respectively. This detec-
tion limit is close to that from the conventional PCR
machine. However, compared with the conventional multi-
plex PCR, the presented multiplex PCR system needs more
Taq DNA polymerases. But, this issue is common to almost
all microfluidic PCR systems. Moreover, coupling BSA
passivation with other surface treatments can resolve this
problem. Therefore, the oscillatory-flow multiplex PCR
presented here can provide a powerful tool for rapid
diagnosis of multiple pathogens and facilitate the diagnosis
and management of food- or waterborne poisoning out-
breaks. Within future oscillatory-flow multiplex PCR
system, the sample preparation, real-time fluorescence
detection, or other analytical micro/nano-fluidic technology
[43, 44] is likely integrated to further increase the detection
speed of multiple foodborne bacterial pathogens.

Acknowledgments This research is supported by the National
Natural Science Foundation of China (61072030, 30700155), the
Key Program of NSFC-Guangdong Joint Funds of China (U0931005),
the National Basic Research Program of China (2010CB732602;
2011CB910402), and the Program for Changjiang Scholars and
Innovative Research Team in University (IRT0829).



Oscillatory-flow multiplex PCR for detection of foodborne pathogens

511

References

1.

11.

13.

14.

15.

16.

17.

18.

19.

Saiki RK, Scharf F, Faloona F, Mullis KB, Horn GT, Erlich HA,
Amheim N (1985) Enzymatic amplification of beta-globin
genomic sequences and restriction site analysis for diagnosis of
sickle cell anemia. Science 230:1350-1354

. Elnifro EM, Ashshi AM, Cooper RJ, Klapper PE (2000)

Multiplex PCR: optimization and application in diagnostic
virology. Clin Microbiol Rev 13:559-570

. Gasanov U, Hughes D, Hansbro PM (2005) Methods for the

isolation and identification of Listeria spp. and Listeria mono-
cytogenes: a review. FEMS Microbiol Rev 29:851-875

. Chamberlain JS, Gibbs RA, Rainer JE, Nguyen PN, Thomas C

(1988) Deletion screening of the Duchenne muscular dystrophy
locus via multiplex DNA amplification. Nucl Acids Res
16:11141-11156

. Germini A, Masola A, Carnevali P, Marchelli R (2009) Simulta-

neous detection of Escherichia coli. O175:H7, Salmonella spp.,
and Listeria monocytogenes by multiplex PCR. Food Control
20:733-738

. Kim JS, Lee GG, Park JS, Jung YH, Kwak HS, Kim SB, Nam

YS, Kwon ST (2007) A novel multiplex PCR assay for rapid and
simultaneous detection of five pathogenic bacteria: Escherichia
coli O157:H7, Salmonella, Staphylococcus aureus, Listeria mono-
cytogenes, and Vibrio parahaemolyticus. J Food Prot 70:1656—
1662

. Zhang CS, Xu JL, Ma WL, Zheng WL (2006) PCR microfluidic

devices for DNA amplification. Biotechnol Adv 24:243-284

. Zhang CS, Xing D (2007) Miniaturized PCR chips for nucleic

acid amplification and analysis: latest advances and future trends.
Nucleic Acids Res 35:4223-4237

. Auroux PA, Koc Y, deMello A, Manz A, Day PJ (2004)

Miniaturised nucleic acid analysis. Lab Chip 4:534-546

. Yang H, Choi CA, Chung KH, Jun CH, Kim YT (2004) An

independent, temperature-controllable microelectrode array. Anal
Chem 76:1537-1543

Wang QH, Tan Y, Gong HQ (2003) An integrated system for real-
time PCR analysis based on microfluidic biochip. Int J Comput
Eng Sci 4:285-288

. Ferrance JP, Wu Q, Giordano B, Hernandez C, Kwok Y, Snow K,

Thibodeau S, Landers JP (2003) Developments toward a complete
micro-total analysis for Duchenne muscular dystrophy diagnosis.
Anal Chim Acta 500:223-236

Giordano BC, Ferrance J, Swedberg S, Hithmer AFR, Landers JP
(2001) Polymerase chain reaction in polymeric microchips: DNA
amplification in less than 240 s. Anal Biochem 291:124—132
Roper MG, Easley CJ, Legendre LA, Humphrey JA, Landers JP
(2007) Infrared temperature control system for a completely
noncontact polymerase chain reaction in microfluidic chips. Anal
Chem 79:1294-1300

Bienvenue JM, Legendre LA, Ferrance JP, Landers JP (2010) An
integrated microfluidic device for DNA purification and PCR
amplification of STR fragments. Forensic Sci Int Genet 4:178-186
Pal D, Venkataraman V (2002) A portable battery-operated chip
thermocycler based on induction heating. Sens Actuators A
102:151-156

Lee DS, Park SH, Yang H, Chung KH, Yoon TH, Kim SJ, Kim K,
Kim YT (2004) Bulk-micromachined submicroliter-volume PCR
chip with very rapid thermal response and low power consump-
tion. Lab Chip 4:401-407

Kopp MU, de Mello AJ, Manz A (1998) Chemical amplification:
continuous-flow PCR on a chip. Science 280:1046—1048

Park N, Kim S, Hahn JH (2003) Cylindrical compact thermal-
cycling device for continuous-flow polymerase chain reaction.
Anal Chem 75:6029-6033

20.

21.

22.

23.

24.

25.

26.

27.

28.

29.

30.

31.

32.

33.

34.

35.

36.

37.

Li YY, Xing D, Zhang CS (2009) Rapid detection of genetically
modified organisms on a continuous-flow polymerase chain
reaction microfluidics. Anal Biochem 385:42-49

Sun Y, Kwok YC, Foo-Peng Lee P, Nguyen NT (2009) Rapid
amplification of genetically modified organisms using a circular
ferrofluid-driven PCR microchip. Anal Bioanal Chem 394:1505—
1508

Sun Y, Nguyen NT, Kwok YC (2008) High-throughput polymer-
ase chain reaction in parallel circular loops using magnetic
actuation. Anal Chem 80:6127-6130

Xu ZR, Wang X, Fan XF, Wang JH (2010) An extrusion fluidic
driving method for continuous-flow polymerase chain reaction on
a microfluidic chip. Microchim Acta 168:71-78

Hashimoto M, Chen PC, Mitchell MW, Nikitopoulos DE, Soper
SA, Murphy MC (2004) Rapid PCR in a continuous flow device.
Lab Chip 4:638-645

Wang W, Li ZX, Luo R, Lu SH, Xu AD (2005) Droplet-based
micro oscillating-flow PCR chip. J Micromech Microeng
15:1369-1377

Sugumar D, Ismail A, Ravichandran M, Aziah I, Kong LX (2010)
Amplification of SPPS150 and Salmonella typhi DNA with a high
throughput oscillating flow polymerase chain reaction device.
Biomicrofluidics 4:024103

Cheng JY, Hsieh CJ, Chuang YC, Hsieh JR (2005) Performing
microchannel temperature cycling reactions using reciprocating
reagent shuttling along a radial temperature gradient. Analyst
130:931-940

Hu GQ, Xiang Q, Fu R, Xu B, Venditti R, Li DQ (2006)
Electrokinetically controlled real-time polymerase chain reaction
in microchannel using Joule heating effect. Anal Chim Acta
557:146-151

Chen L, West J, Auroux PA, Manz A, Day PJR (2007)
Ultrasensitive PCR and real-time detection from human genomic
samples using a bidirectional flow microreactor. Anal Chem
79:9185-9190

Frey O, Bonneick S, Hierlemann A, Lichtenberg J (2007)
Autonomous microfluidic multi-channel chip for real-time PCR
with integrated liquid handling. Biomed Microdevices 9:711—
718

Sista R, Hua ZS, Thwar P, Sudarsan A, Srinivasan V, Eckhardt
A, Pollack M, Pamula V (2008) Development of a digital
microfluidic platform for point of care testing. Lab Chip
8:2091-2104

Wang HY, Zhang CS, Li YY (2009) Rapid detection of tobacco
mosaic virus from crude samples on an oscillatory-flow reverse
transcription-polymerase chain reaction microfluidics. Chin J Anal
Chem 37:1286-1290

Ramalingam N, Rui Z, Liu HB, Dai CC, Kaushik R, Ratnaharika
B, Gong HQ (2010) Real-time PCR-based microfluidic array chip
for simultaneous detection of multiple waterborne pathogens. Sens
Actuators B 145:543-552

Ramalingam N, Liu HB, Dai CC, Jiang Y, Wang H, Wang Q, Hui
KM, Gong HQ (2009) Real-time PCR array chip with capillary-
driven sample loading and reactor sealing for point-of-care
applications. Biomed Microdevices 11:1007-1020

Liu HB, Ramalingam N, Jiang Y, Dai CC, Hui KM, Gong HQ
(2009) Rapid distribution of a liquid column into a matrix of
nanoliter wells for parallel real-time quantitative PCR. Sens
Actuators B 135:671-677

Christensen TB, Bang DD, Wolff A (2008) Multiplex polymerase
chain reaction (PCR) on a SU-8 chip. Microelectron Eng
85:1278-1281

Zhang CS, Xing D (2009) Parallel DNA amplification by
convective polymerase chain reaction with various annealing
temperatures on a thermal gradient device. Anal Biochem
387:102-112

@ Springer



512

H. Wang et al.

38. Galan JE, Ginocchio C, Costeas P (1992) Molecular and
functional characterization of the Salmonella invasion gene invA:
homology of InvA to members of a new protein family. J
Bacteriol 174:4338-4349

39. Bilge SS, Vary JC Jr, Dowell SF, Tarr PI (1996) Role of the
Escherichia coli O157:H7 O side chain in adherence and analysis
of an rfb locus. Infect Immun 64:4795-4801

40. Mengaud J, Vicente MF, Chenevert J, Pereira JM, Geoffroy C,
Gicquel-Sanzey B, Baquero F, Perez-Diaz JC, Cossart P (1988)
Expression in Escherichia coli and sequence analysis of the
listeriolysin O determinant of Listeria monocytogenes. Infect
Immun 56:766-772

@ Springer

41.

42.

43.

44.

Henegariu O, Heerema NA, Dlouhy SR, Vance GH, Vogt PH
(1997) Multiplex PCR: critical parameters and step-by-step
protocol. Biotechniques 23:504-511

Zhang CS, Xing D (2010) Microfluidic gradient PCR (MG-PCR):
a new method for microfluidic DNA amplification. Biomed
Microdevices 12:1-12

Pappert G, Rieger M, Niessner R, Seidel M (2010) Immunomagnetic
nanoparticle-based sandwich chemiluminescence-ELISA for the
enrichment and quantification of E. coli. Microchim Acta 168:1-8
Valdés MG, Gonzalez ACV, Calzén JAG, Diaz-Garcia ME (2009)
Analytical nanotechnology for food analysis. Microchim Acta
166:1-19



	Simultaneous...
	Abstract
	Introduction
	Materials and methods
	Design of the experimental arrangement
	Bacterial strains, growth conditions, and DNA isolation and quantification
	Reagents and samples
	Modification of the inner surface of capillary
	Oscillatory-flow multiplex PCR protocol
	Oscillatory-flow multiplex PCR at various flow rates
	Oscillatory-flow multiplex PCR using various concentrations of Taq polymerase or input DNA targets
	Oscillatory-flow multiplex PCR at various cycle numbers
	Analysis of amplification products

	Results and discussions
	Evaluation of the oscillatory-flow multiplex PCR microreactor
	Specificity and efficiency of the oscillatory-flow multiplex PCR
	Effect of various concentrations of Taq polymerase on the oscillatory-flow and conventional multiplex PCR
	Effect of various flow rates of the reaction solution on the oscillatory-flow multiplex PCR
	Effect of the number of cycles on the oscillatory-flow multiplex PCR
	Sensitivity of the oscillatory-flow multiplex PCR

	Conclusion
	References



<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (Gray Gamma 2.2)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated v2 300% \050ECI\051)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /Warning
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /Warning
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.40
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 1.30
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 10
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 600
  /MonoImageMinResolutionPolicy /Warning
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /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 <<
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000410064006f006200650020005000440046002065876863900275284e8e5c4f5e55663e793a3001901a8fc775355b5090ae4ef653d190014ee553ca901a8fc756e072797f5153d15e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef69069752865bc87a25e55986f793a3001901a904e96fb5b5090f54ef650b390014ee553ca57287db2969b7db28def4e0a767c5e03300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /DAN <>
    /ESP <>
    /FRA <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020d654ba740020d45cc2dc002c0020c804c7900020ba54c77c002c0020c778d130b137c5d00020ac00c7a50020c801d569d55c002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken die zijn geoptimaliseerd voor weergave op een beeldscherm, e-mail en internet. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /PTB <>
    /SUO <>
    /SVE <>
    /ENU (Use these settings to create Adobe PDF documents best suited for on-screen display, e-mail, and the Internet.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
    /DEU <FEFF004a006f0062006f007000740069006f006e007300200066006f00720020004100630072006f006200610074002000440069007300740069006c006c0065007200200037000d00500072006f006400750063006500730020005000440046002000660069006c0065007300200077006800690063006800200061007200650020007500730065006400200066006f00720020006f006e006c0069006e0065002e000d0028006300290020003200300031003000200053007000720069006e006700650072002d005600650072006c0061006700200047006d006200480020>
  >>
  /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 /ConvertToRGB
      /DestinationProfileName (sRGB IEC61966-2.1)
      /DestinationProfileSelector /UseName
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure false
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing false
      /UntaggedCMYKHandling /UseDocumentProfile
      /UntaggedRGBHandling /UseDocumentProfile
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.276 841.890]
>> setpagedevice


