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Abstract Aptamers are nucleic acid binding species ca-
pable of recognizing a wide variety of targets ranging from
small organic molecules to supramolecular structures, in-
cluding organisms. They are isolated from combinatorial
libraries of synthetic nucleic acid by an iterative process
referred to as SELEX (Systematic Evolution of Ligands by
Exponential Enrichment). Here we describe an automated
microfluidic, microline-based assembly that uses LabView-
controlled actuatable valves and a PCR machine, and which
is capable of the selection and synthesis of an anti-lysozyme
aptamer as verified by sequence analysis. The microfluidic
prototype described is 1) a simple apparatus that is rela-
tively inexpensive to assemble, making automated aptamer
selection accessible to many investigators, and 2) useful for
the continued “morphing” of macro—meso—microfab-
ricated structures until a convergence to a few functional
systems evolves and emerges, partly or completely achiev-
ing simpler, smaller and more rapid SELEX applications.

Keywords SELEX - Microfluidic - Miniaturized -
Aptamer - Prototype

Introduction

Nucleic acid-binding species (aptamers) are proving in-
creasingly useful in therapeutic and diagnostic applications
[1-3]. They are isolated from combinatorial libraries of syn-
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thetic nucleic acid by an iterative process referred to as
SELEX (Systematic Evolution of Ligands by Exponential
Enrichment), summarized in Fig. 1. Aptamers can be dis-
covered for any target protein using SELEX regardless of
the protein’s function [4, 5]. Recently, the SELEX process
used to isolate specific RNA aptamers was automated,
significantly reducing the time required for isolation and
amplification of oligonucleotide sequences capable of high-
affinity binding to specific target molecules of interest from
months/weeks to less than two days (~42 hours for 12 rounds)
[6, 7]. However, if moved to a chip-based, microfluidic
environment, SELEX (as well as a variety of SELEX-
related chemistries) could potentially be standardized, giv-
ing significant advantages in terms of increased speed and
reduced costs. Furthermore, such automated devices would
pave the way for a variety of high-throughput applications.
Such advantages have been documented in connection with
chip-based enzymatic assays [8, 9], immunoassays [10, 11],
and nucleic acid detection [12, 13]. At the heart of the mi-
crofabrication process is the generation of precisely defined
wells, channels, valves and pumps onto silicon-based, glass
or polymeric substrates using a variety of techniques. There
are elegant examples of self-contained, fully integrated,
miniaturized devices [14, 15]. However, to date there have
been no such devices that are capable of carrying out SELEX,
primarily because of the required automated synergy of
SELEX system components (three different molecular bio-
logical methodologies), which significantly increases the
complexity of the structures to be fabricated.

The aim of the work detailed in this report was to develop
a microfluidic, microline-based assembly, capable of carry-
ing out automated SELEX which could also provide a way
to design and integrate microfabricated chip components.
Thus, key microchip issues that can affect the chemistries of
the respective SELEX processes could be logically ad-
dressed prior to microfabrication. Key questions to consider
are:

— Can this process be miniaturized; can one design a
workable, self-contained, microfabricated chip-based
SELEX platform?
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Fig. 1 Overview of the SELEX process

Fig. 2 Operational diagram of
the microfluidic SELEX proto-
type device. Upper left: Selec-
tion and routing schematic
showing integration of the
three-, four-, six- and ten-port
valves with microlines (as des-
ignated 10P is in position 1).

What are the acceptable dimensions, volumes, and
flows?

Which components are needed (such as valves,
chambers, channels, mixers)?

How are the process logistics to be accommodated by
chip real estate?

Are the respective materials comprising the chip
friendly to the required bioanalytical processes?

If they are unfriendly, how do they influence the
biochemical reactions and their outcomes?

How can the generation of product be optimized?

Using externally, microprocessor-controlled actuatable

valves connected “in line” to reagent-loaded microlines and
a microline reaction chamber, we report here on the au-
tomated conversion of (1) a specific, anti-lysozyme en-
coding DNA construct to its corresponding transcript, (2)
selection (capture) using a Streptavidin-derivatized silicon
microline, and (3) reverse transcription of thermally eluted
target-specific RNA back to DNA and amplification. The
automated microline assembly described constitutes a con-

108 (6]

Upper right: Pressurized reagent
reservoir manifold: 4, In vitro
transcription master mix+dye;
B, RT/PCR master mix+dye;

C, high-salt solution; D, low-salt
solution; E, nuclease free water
+dye (selection release carrier
fluid); F, N, (purge nitrogen);
G, nuclease-free water used as
pressure head. Bottom center:
System photo: I, Pressurized
reagent reservoir manifold,

2, modified PCR top plate;

3, Ruler (12”); 4, PCR machine;
5, Actuatable valve




siderably simpler, easily accessible, stand-alone apparatus
occupying a much reduced total footprint area than that of
the currently used robotic-based workstations. Equally
important, this microfluidic prototype can aid in the move-
ment of SELEX component processes to integrated, self-
contained, microfabricated platforms.

Experimental
Chemicals/components

An EZ-Link Sulfo-NHS-Biotinylation Kit was obtained
from Pierce Biotechnology (Rockford, IL, USA). Strepta-
vidin was obtained from Roche (Indianapolis, IN, USA).
An anti-lysozyme aptamer was obtained from Dr. Andrew
Ellington (University of Texas, Austin, TX, USA). Primers
used for amplification were GATAATACGACTCACTA
TAGGGAATGGATCCACATCTACGA (T7 RNA poly-
merase promoter underlined) and AAGCTTCGTCAAGT
CTGCAGTGAA. MEGAscript T7 Kits and SuperScript
One-Step RT-PCR System with Platinum Taq DNA Poly-
merase Kits were obtained from Ambion (Austin, TX,
USA). DNase and RNase treatment of SELEX products
was carried out using MasterPure Kit reagents (Epicentre,
Madison, WI, USA) per the manufacturer’s instructions. E-
gels and RNase Out were obtained from Invitrogen
(Carisbad, CA, USA). Blue dextran 2000 dye was obtained
from Sigma Chemical Co. (St. Louis, MO, USA). LabView
software was purchased from National Software (Austin,
TX, USA). Nitrogen gas (5.0 grade) was obtained from
Praxair (San Antonio, TX, USA). Microlines and actuat-
able valves were obtained from Upchurch Scientific (Oak
Harbor, WA, USA).

Target immobilization

Lysozyme was biotinylated using a Sulfo-NHS-Biotin
(spacer arm 13.5 A) biotinylation reagent kit per the
manufacturer’s instructions. Biotinylated protein (~10 pugm
dissolved in 0.02 M Tris buffer, pH 7.5 containing 0.10 M
NaCl and 0.005 M MgCl,) was incubated in a 150 um
fused-silica microline previously coated with streptavidin.
Immobilization of FITC-labeled streptavidin to silicon mi-
crolines was carried out according to the procedure of
Soper and coworkers [16]. Fluorescence microscopy indi-
cated the presence of surface immobilized streptavidin
(data not shown).

Operational configuration of the microfluidic SELEX
prototype

Shown in Fig. 2 is an operational schematic of the mi-
crofluidic SELEX prototype, comprising reagent-loaded
microlines, pressurized reagent reservoir manifold, ther-
mocycler, and actuatable valves. Reference to valves, ports
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and reagent/connecting microlines in the subsequent text is
made as follows: notation preceding brackets (for example
“10P[ ]”) indicates where in the system (the ten-port valve),
the function is occurring. Numbers within brackets (for
example [4—5]) indicate the respective valve ports through
which fluid is being moved as indicated by the arrows. The
notation “><” indicates the holding of fluid in a particular
loop as designated by the number (for example >2<
indicates loop 2).

The microfluidic SELEX prototype device employs two
types of valves: selection and routing. Selection valves
have a common port that can be directed to the “peripheral”
ports. For example, the six-port selection valve consists of
a center port (designated as C) that is common to the six
peripheral ports (designated as 1-6), allowing any one of
the peripheral ports to be common (“in line”) with the
center port. Two such valves are employed for reagent
selection. The three-port valve allows redirection from the
“0” position to that of positions 1 and 2 similar to the six-
port selection valve. The functioning of the routing valves
is not as intuitive. The four (S;), six (P, and S,), and ten
(10P)-port valves have only two functionally actuable
positions, so only ports adjacent to one another may be
connected; for example, the ten-port valve in position 1
connects 1—2, 3—4, 5—6, 78, and 9—10 configurations.
Conversely, position 2 connects 2—3, 4—5, 6—7, 89,
and 10—1 configurations. The two six-port routing valve
positions are denoted “inject” and “load” by the manu-
facturer, a convention retained in this paper.

The microlines used in the microfluidic SELEX proto-
type are all 360 um (outer diameter), but they have variable
inner diameters of 75, 100, and 150 um which correspond
to miniscule volumes per unit length; a 10 cm length of
tubing with the previously mentioned inner diameters
corresponds to 0.44, 0.79, and 1.76 upL, respectively.
Reagent microlines were cut to accommodate prescribed
volumes. Preloading of reagents into respective microlines
was accomplished using a pressurized loading injection
chamber.

DNA pool sample loading Initial loading of the DNA-
containing pool (round 0) was achieved via the “sample
injection port” in the starting position (see Fig. 2, Sy [1]
and S, [position: load]). The path of the DNA pool from
the pressurized (~40 psi) injection loading chamber to its
final loading “hold” destination in the sample loop
(S;[>1—4<]) is as follows: sample (injection chamber)
— $4[3—4] — S,[6—1— >sample loop<4—5] —
discard (atmosphere). Movement of injection fluid was
monitored visually by addition of prefiltered dye. Isolation
of the loaded sample was accomplished by actuating S,
to “inject” contingent upon the pressure being “off” at S,

[2].

Reagent loading and storage Reagents are stored and/or
held in microlines between the two six-port selection
valves (A; and A,, see Fig. 2). These reagents are readily
accessed by actuating the selection valve to positions 1
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through 6. Line number 6 serves as a bypass loop allowing
for flushing as well as continuity of pressure if needed.
The two 6-port selection valves are operated in concert in
order to place a respective reagent loop in line with the
active pressurized line.

The ten-port NanoPeak valve (10P) is also a crucial
reagent-loading component. As previously indicated, it can
be actuated to two positions (1 and 2). Position 1 allows for
the utilization of reagents stored in microlines between the
two six-port reagent selection valves (A/A;). Position 2
allows for loading of reagents into the microlines residing
between A; and A,. The ten-port valve has an internal dead
volume of approximately 20 nL between ports, thus making
the microlines and their respective fluids contained within
virtually continuous.

Loading of reagents into the respective microlines is
accomplished using a pressurized reagent delivery module
(see Fig. 2, upper right). This module consists of a
pressurized box (approximately 40 psi) with eight feed-
through lines connected to a six-port selection valve
(designated Rp). The common central port of the six-port
valve is connected to the reagent injection port (10P [6]),
so any one of the six peripheral valve ports can access the
central port and consequently the reagent delivery port on
the ten-port valve. This configuration allows for bulk
storage of reagents used in the SELEX process and the
delivery of reagents to the respective microline reagent
loops of prescribed volumes. Reagents—in vitro tran-
scription (IVT) and reverse transcriptase (RT) polymerase
chain reaction (PCR) master mixes—as well as water for
the selection release step are all spiked with dye (Blue
Dextran 2000) which is detectable via sensors specifically
positioned in the system. Port number 5 (Rp) is used to
flush the reagent delivery line with nuclease-free water,
while port number 6 (R;) is left unconnected, resulting in
reagent delivery being shut off due to removal of the
pressure head in the line. As configured, ports number 4
and 6 (Ry) are currently unused. The path of the reagent(s)
to the reagent loop(s) is summarized as follows: Ry [1—
6]—10P[position 2:6—7]—A/A;[C—1-6/1-6—C]. The
path continues beyond the reagent/bypass loop arrange-
ment to 10P[position 2:4—5—10—1] to the discard.
Sensor A, monitors the common exiting of reagent lines
and is instrumental in automated reagent loading.

In vitro transcription (IVT) All lines are purged with
diluted ELIMINase (Decon Laboratories) to remove
residual DNA and other potential contaminates. After
purging with ELIMINASE, lines are flushed with nucle-
ase-free water. A master mix comprised of MEGAscript
(Ambion) reagents was prepared and loaded into reagent
loop 1 via an “IVT load” LabView subroutine. In sum-
mary, the path utilized was (bulk Reagent A—R;[1— C]
—10P [position 2:6—7]—A/A,[C—1/1—C]), and it con-
tained the following reagents: UTP (2 uL), ATP (2 uL),
GTP (2 puL), CTP (2 uL), 10X Reaction Buffer (2 uL), T7
Enzyme Mix (2 puL), RNase Out (2 uL) and 2 uL filtered
dye dissolved in nuclease-free water. DNA template was
loaded into the sample loop (S;[1—4]) as previously

described. The sample loop was custom-cut to accommo-
date 2 pL when isolated by actuation of the required
valves. The volume of fluid (nuclease-free H,O) in the
connecting lines from the pressure head to the reaction
chamber (P1[0]—P;,[3—2]—S,[2—3]—10P[8—7]—A,[C]
—A,[C]—10P[4—3]—R[C]) was sized to contain 4 pL.
This volume plus that of the respective reagents moved to
the reaction chamber brings the reaction volume up to the
desired 20 pL.

The in vitro transcription LabView subroutine is engaged
once the reagents are loaded. Reagent loop 1 (loaded with
master mix as detailed above) is opened (10P position 1 as
diagrammed, Fig. 2, A/A, [C—1/1—C]), placing reagents
“in line”” with the sample loop. The resulting microline path
(A1/A; [C—1/1—C]) allows for delivery of the reagents,
nuclease-free water, and lastly the template into the reaction
chamber. Sensor R, is triggered, with the LabView
programmed response resulting in a switch from reaction
chamber 1, i.e., Ri[1]>R;[1] to the bypass loop R;[6]
—R,[6]. This configuration isolates IVT reactants within
the microline. The reaction microline (R;[1]— R,[1]) was
incubated for two hours at 37 °C utilizing a Techne
Touchgene Thermocycler with customized heating block.
Pressurized water continues to flow via the bypass line
during in vitro transcription, flushing the lines and
therefore eliminating all trace of dye and reagents in the
system, with the exception of the reaction vessel containing
the IVT reaction mix. Dye flushing is vital to clear
signaling for subsequent movement of the reaction mix.
Following transcription, transcripts were transferred auto-
matically from the reaction chamber to the sample loop
(holding loop) via the following pathway: R,[1—C] —
Si[1—-4] — S,[6—1—4—5] — discard (open to atmo-
sphere). Following the appearance of dye at sensor S, near
the discard (Fig. 2), pressure is diverted by actuation of S,
to position 1, thus isolating the transcripts in S,[1—4].
Pressurized water was allowed to flow for an additional
minute in order to flush the remaining dye-colored solution
out of the system before switching P, to port 1, cutting off
pressure to the system.

Selection Bulk quantities of high salt binding solution
(HSS, 20 mM Tris HCI, pH 7.5 containing 1 M LiCl and 2
mM EDTA) reside in the pressurized reagent loading
module. The large quantity of HSS in this vessel is sub-
stantially larger than that required for multiple rounds of
SELEX. The reagent line is connected to A, [4], so when
engaged, it flushes the reaction chamber via the following
pathway (see Fig. 2): pressurized bulk HSS vessel A,
[4—C]—10P[position 1, 4—3] — R{[C—2] — selection
chamber. The contents (~2 pl transcripts) of the storage
loop S,[1—4] are moved into the reaction chamber con-
taining the HSS and immobilized lysozyme via the follow-
ing pathway: S,[2—1—4—3] — 10P[position 1, 8—7] —
A/A,[C — bypass/bypass — C] — 10P[position 1, 4—3]
—R[C—2] — reaction chamber (microline 2). Sensor R,
detects the presence of dye in transcript carrier fluid,
triggering isolation of the IVT products by switching to the
reaction chamber 1 loop. The contents isolated in selection



chamber (microline 2) are allowed to sit for ten minutes at
room temperature in order to bind lysozyme-specific
aptamers.

Following binding of lysozyme-specific aptamers to
microline 2-immobilized lysozyme, the bound aptamers
were washed with low-salt solution (LSS, 10 mM Tris
HCI, pH 7.5 containing 0.15 M LiCl and 2 mM EDTA)
stored as a bulk reagent in almost identical fashion to that
described for HSS, the only exception being the bulk line
attachment to port A, [5] instead of A, [4]. To prepare the
system, the HSS residing within lines leading up to the
reaction chamber is flushed out of the system with LSS.
The pathway is as follows (see Fig. 2): pressurized bulk
LSS wvessel A,[5—C]—10P[position 1, 4—-3] —
R{[C—1] — reaction chamber (microline 1) —
R,[1—C] — to discard at S,. After ten minutes, R; and
R, were actuated to selection chamber (microline 2),
opening the selection chamber (microline 2) to the LSS
flush. LSS flushing is allowed to proceed for one minute.

Bound aptamers were released from immobilized lyso-
zyme target as follows: the HSS and LSS flushes
completely remove any trace of dye, so the carrier fluid
for the aptamers (the nuclease-free water), must be spiked
with dye in order to be sensed. This carrier fluid is stored
in reservoir E. Water containing dye is pumped to the
reaction vessel following a one-minute LSS flushing. The
dye is detected at sensor R,, triggering isolation of the
selection chamber (microline 2) by actuating R; and R,.
The thermal block is remotely cued to heat the microline
(65 °C for three minutes), releasing bound aptamers into
the dye-containing water. Valves R; and R, are actuated
placing the released aptamers and solution back in line
with the system’s pressurized line. Dye-labeled aptamer
solution moves to the sample storage loop and is detected
at sensor S,, diverting pressure to P,, resulting in the
storage of the selected aptamers for future steps. The
fluidic diversion occurs for an additional minute in order
to ensure that the working lines are cleared of any residual
reaction mix.

RT/PCR Loading and delivery of the RT/PCR reaction mix
is accomplished in a similar fashion to that described for in
vitro transcription. Master mix (2 pL) residing in the re-
agent delivery module is delivered to reagent Loop 2 (A,
[2]—A; [2]) and isolated. The master mix stock contains the
following components: 2X Reaction Mix (11 pL), forward
primer 10 uM (0.5 uL), reverse primer 10 uM (0.5 pL), and
RT/Platinum Tag Mix (0.2 pL). The master mix and tran-
scripts are delivered and isolated in the reaction microline in
similar fashion to that described for the in vitro transcription
step. The amplification parameters are as follows: 50 °C
(15 min); 94 °C (2 min); 40 cycles (94 °C for 15 sand 61 °C
for 45 s). As with the in vitro transcription step, the product
is automatically transferred to the holding loop. Once sen-
sor number 1 detects the presence of the dye, S; diverts
pressure and the system is ready to begin SELEX round n+1.
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Agarose gel electrophoresis

Electrophoretic examination of SELEX products (DNA—
in vitro transcripts—selection—>RT-PCR DNA product)
was carried out using 4% (w/v) agarose E-gels (Invitro-
gen). Reaction products (2 pl.) were brought to 20 pL. with
the addition of nuclease-free water and 2 pL aliquots of in
machina-generated reaction products were incubated with/
without DNAse/RNAse per the manufacturer’s instruc-
tions, loaded onto gels, and electrophoresis was carried out
for 30 minutes at 70 volts using an E-Gel (BioRad) elec-
trophoresis apparatus. Bands were visualized by ethidium
bromide staining.

Cloning and sequencing

PCR products (on bench and in machina) were cloned into a
pCR2.1 vector using a TA Cloning kit (InVitrogen)
according to the manufacturer’s instructions. Briefly, trans-
formation of INVaF’ competent E. coli cells was accom-
plished using 2 pL of pCR2.1 vector insert construct and
50 puL of E. coli cells in a one-shot transformation protocol.
Cells were plated on LB agar plates containing X-gal and
50 pg/ml Kanamycin and incubated overnight at 37 °C.
Transformed INVF' cells (20 white colonies) were ran-
domly picked and grown in LB broth containing 50 pg/ml
Kanamycin overnight in a shaker incubator at 37 °C.

Plasmid DNA was extracted using a Plasmid Miniprep kit
(Qiagen, Valencia, CA, USA) according to the manufac-
turer’s instructions. Linearization was achieved by restric-
tion enzyme digestion. Bst restriction enzyme digestion
reaction mixtures contained the following components in a
final volume of 50 pL: plasmid DNA (17 uL), 10X Buffer
(5 uL), Bst X 1 (2.5 uL, 25 Units) and nuclease-free water
(25.5 pL). These were incubated at 55 °C for two hours
followed by 20 minutes at 65 °C for enzyme inactivation.
Kpn 1 restriction enzyme digestion was carried out in
similar fashion to that described above except that incuba-
tion was carried out at 27 °C for one hour followed by 20
minutes at 65 °C.

Sequencing reactions consisted of 4 ul Big Dye Ter-
minator v3.1 Cycle Sequencing RR-100 (Applied Biosys-
tems Foster City, CA, USA), 3.5 ul nuclease-free water,
500 nM primer and 2 pl template. Cycle conditions were
96 °C for one minute followed by 25 cycles at 96 °C for ten
seconds, 50 °C for five seconds and 60 °C for four minutes.
Excess dye terminator was removed using a DyeEx 2.0 Spin
Kit (Qiagen Valencia, CA, USA) per the manufacturer’s
instructions. All centrifugation steps were carried out using
an Eppendorf centrifuge at a speed of 2,700 rpm. Respec-
tive spin column eluates were dehydrated using a vacuum
centrifuge followed by resuspension in 10 pl formamide.
All samples were sequenced using an ABI-Systems 3100
automated sequenator (Applied Biosystems, Foster City,
CA, USA).
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Fig. 3 Agarose gel electrophoresis. Electrophoresis was carried out
using a 4 % (w/v) agarose gel as described under Experimental/
Components: Agarose gel electrophoresis. Lane 2, 20 bp ladder;
lane 3, SELEX product generated on bench; lane 4, SELEX product
generated on bench plus DNAse 1; lane 5, on bench-generated in
vitro transcriptstDNase 1 treatment prior to RT-PCR; lane 6,
SELEX product generated in machina; lane 7, SELEX product
generated in machina +DNase 1; lane 8, in machina-generated in
vitro transcriptstDNase 1 treatment prior to RT-PCR; lane 9, 20
base pair ladder. Sequence analysis of aptamers derived on bench
and in machina was carried out as described in Experimental/
Components: Cloning and sequencing

Results

The microfluidic SELEX prototype carries out automated
SELEX. Shown in Fig. 3 is a gel analysis of automated
SELEX [DNA—RNA (in vitro transcripts)—target se-
lected (lysozyme) transcripts—reverse transcribed-PCR-
amplified DNA] product (99 bp) generated on bench (lane
3) and in machina (lane 6) using the microfluidic SELEX
prototype, starting with a DNA construct coding for a
well-characterized anti-lysozyme aptamer. DNase 1 treatment
of the 99 bp product generated on bench and in machina
resulted in complete digestion of the 99 bp SELEX prod-
uct, as evidenced by the absence of an ethidium bromide
staining band (lanes 4 and 7, respectively). DNase 1 treat-
ment of in vitro transcripts generated both on bench and in
machina and subsequently selected and thermally eluted
prior to RT-PCR exhibited the expected 99 bp band, in-
dicating that the SELEX product produced occurred via
reverse transcription of on bench- and in machina-generated
RNA and not simple amplification of starting DNA
template (lanes 5 and &, respectively). Sequence analyses
of aptamers made on bench and in machina were identical
(5'-ATCAGGGCTAAAGAGTGCAGAGTTACTTAG-3").

Discussion

Due to the fact that aptamers can be generated against any
protein target using SELEX, they are extremely versatile
reagents and appear to be alternative candidates to the
antibodies and antibody fragments used universally. In
many cases, aptamers offer considerable advantages when
used in analytical devices, proteomic microarrays and as
therapeutic agents [1, 17-19]. The SELEX process has
been recently automated with the development of macro-
robotic systems consisting of a PCR machine and a robotic
manipulator to move reagents to multiple workstations on
the worksurface where the individual steps of the SELEX
process are performed [6, 7].

In contrast to these complex systems, the microfluidic
prototype described here comprises reagent-loaded micro-
lines in lieu of a robotic manipulator, multiple cassettes and
microliter plates. A major aspect of microfluidics involves
the manipulation of fluid flows on various platforms by
differential pressure [20, 21]. The microfluidic SELEX
prototype described in this report utilizes a simple fluidic
pressure gradient for the loading and movement of reagents
through the microlines. Reagents are moved from a small,
pressurized reservoir manifold and moved into specific
microlines by actuation of valves via dye sensing sensors.
Thus the automated microfluidic SELEX prototype de-
scribed here is considerably smaller and simpler than cur-
rent robotic workstations.

With the exception of initial sample loading, the appa-
ratus is capable of automated “start to finish” SELEX (DNA
pool—in vitro transcription—selection—RT-PCR—DNA
amplicon) aptamer synthesis. Furthermore, the aptamer
generated using the established automated robot and that
generated using the microfluidic prototype are identical in
sequence, validating the fidelity of the integrated process
carried out by the prototype apparatus.

The microfluidic prototype can be used in a “snap-on”
modular fashion to evaluate individual processes and/or
run in sequences, affording an empirical basis for design
changes from which external functions, such as PCR and

Fig. 4 Grafted chip component. /, 100 um (inside diameter) HPFA
tubing; 2, PEEK NanoPort ferrule; 3, 100 um channel; 4, 20 uL
reaction chamber



valving/pumping, can be easily modified. The microlines
allow simple, low-volume interconnections that can pro-
vide robust, leakage-free connections with low-to-negli-
gible dead volumes between grafted chip components, as
shown in Fig. 4. For example, the PCR component of the
SELEX process is a mature technique. However, adapta-
tion of PCR to a microchip platform is an evolving tech-
nology [22]. Many of the analytical challenges associated
with performing efficient, fast, low volume PCR in micro-
fabricated structures are yet to be completely addressed,
much less solved. The evolution of such structures involves
optimizing both “off line” as a stand-alone process and “in
line” as a system component of multiple parameters; for
example PCR chamber design, means of temperature cy-
cling, fluid flow and temperature sensing, to mention a few.

If decreased thermocycling time is sought in order to
further reduce the time required per round of SELEX,
smaller PCR reaction volumes are required (at least one,
possibly two orders of magnitude). The microline (254 mm
in length, 0.1 mm or 100 micron inside diameter) acco-
mmodates 2 pl RT-PCR reaction mixture with a surface
area-to-volume ratio (SA/V) of 40 mm?*/mm°. Increased
thermal management efficiency resulting from increased
surface area could be achieved bg increasing the SA/V
ratio, for example to 80 mm?/mm’ using a 0.05 mm (50
micron) line (100 mm in length) accommodating 200 nl
RT-PCR reaction mix; thus enhancing the PCR speed, or
decreasing the time per PCR cycle via reduction of reaction
mixture volume (one order of magnitude) and microline
inside diameter (two-fold). This can be empirically deter-
mined prior to microfabrication by repeating 50 micron
channels of required length in various substrates and chip
surface real estate can be assigned accordingly. Adsorption
of products as well as reactants using different SA/V ratios
could also be evaluated prior to microfabrication using a
variety of commercially available microlines made of dif-
ferent materials.

Currently, the microfluidic prototype is operated at 40 psi
(~3 bar), resulting in a flow rate of ~100 nl/sec. However,
reducing the microline diameter will result in a correspond-
ing pressure increase that is required to move the contents of
the microline at a similar rate. Importantly, the microlines
and chip substrate surface ferrules shown in Fig. 4 (neg-
ligible dead volume) all have pressure tolerances far in
excess (137.9 bars, 2000 psi) of the 50-100 bars required
for laminar flow in microfabricated structures if desired.

In addition to platform development, a very attractive
feature of the microfluidic SELEX prototype as configured
here is the possible grafting of existing miniaturized plat-
forms; for example, integration of high-throughput “on-
chip” generation of temperature gradients [23]. On-chip
generation of temperature gradients could be very useful in
gradient elution (selection of weak vs. high affinity binding
aptamers), significantly reducing the time and number of
SELEX rounds required for picking out aptamers of in-
terest. Thus far, very few chemical functions have been
integrated because of the difficulties imposed by current
fabrication methods of the on-chip valve. Valving is one of
the most important microfluidic functions, because flow
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control in microfluidic structures becomes much more
complicated with the system integration that a process such
as automated SELEX demands. Recently, Koh and co-
workers have reported PCR valving in a plastic device uti-
lizing gel valves that can withstand hydrostatic pressures up
to 100 psi, which is considerably higher than the pressures
encountered with the prototype [24]. These kinds of grafted,
miniaturized platforms and functionalities will decrease
both the analysis time and the size of the apparatus.

Conclusion

The prototype described in this report is smaller, simpler
and relatively inexpensive compared to current robotic
workstations, making automated SELEX and generation of
aptamers more accessible. It can be argued that the advan-
tage derived from instrumentation miniaturization has in
some instances been overstated due to a variety of technical
and economic restrictions. However, the microfluidic pro-
totype apparatus may be useful in the continued “morph-
ing” of macro—meso—microfabricated structures until the
convergence to a few functional systems evolves and
emerges, achieving simpler, smaller and more rapid SELEX
applications.

Acknowledgements The research reported in this document/pre-
sentation was supported in part by Contract number DAAD17-01-D-
0001 (U.S. Army Research Laboratory) and NIH Grant 3S06GM
008194-25S1. The views and conclusions contained in this docu-
ment/presentation are those of the authors and should not be inter-
preted as presenting the official policies or position, either expressed
or implied, of the U.S. Army Research Laboratory or the U.S.
Government unless so designated by other authorized documents.
Citation of manufacturer’s or trade names does not constitute an
official endorsement or approval of the use thereof. The U.S. Govern-
ment is authorized to reproduce and distribute reprints for Govern-
ment purposes notwithstanding any copyright notation hereon.

References
1. Jayasena SD (1999) Clin Chem 45:1628-1650
2. Rajendran M, Ellington AD (2002) Comb Chem High

Throughput Scr 5:263-270
. Wilson DS, Szostak JW (1999) Annu Rev Biochem 68:611—
647
. Tuerk C, Gold L (1990) Science 249:505-510
. Ellington AD, Szostak JW (1990) Nature 346:818-822
. Cox JC, Ellington AD (2001) Bioorg Med Chem 9:2525-2531
. Gold L, Zichi DA, Smith JD, Schneider DJ (2003) United
States Patent Application Publication: US 2003/0054360 A1l
. Wang J (2002) Electrophoresis 23:713-718
. Hadd AG, Raymond DE, Halliwell JW, Jacobson SC, Ramsey
IM (1997) Anal Chem 69:3407-3412
10. Sato K, Tokeshi M, Kimura H, Kitamori T (2001) Anal Chem
73:1213-1218
11. Wang J, Ibanez A, Chatrathi MP, Escarpa A (2001) Anal Chem
73:5323-5327
12. Righetti PG, Gelfi C, D’Acunto MR (2002) Electrophoresis
23:1361-1374
13. Fan ZH, Mangru S, Granzow R, Heaney P, Ho W, Dong Q,
Kumar R (1999) Anal Chem 71:4851-4859
14. Anderson RC, Su X, Bogdan GJ, Fenton J (2000) Nucleic
Acids Res 28:¢60

NN b w

\O o0



198

15.
16.

17.

18.
19.

Liu RH, Yang J, Lenigk R, Bonanno J, Grodzinski P (2004)
Anal Chem 76:1824-1831

Soper SA, Williams DC, Xu Y, Lassiter SJ, Zhang Y, Ford SM,
Bruch RC (1998) Anal Chem 70:4038-4045

Hesselberth J, Robertson MP, Jhaveri S, Ellington AD (2000) J
Biotechnol 74:15-25

Brody EN, Gold L (2000) J Biotechnol 74:5-13

Osbourne SE, Matsumura I, Ellington AD (1997) Curr Opin
Chem Biol 1:5-9

20.
21.

22

23.
24.

McEnery M, Tan A, Alderman J, Patterson J, O’Mathuna SC,
Glennon JD (2000) Analyst 125:25-27

Liu H, Felten C, Xue Q, Zhang B, Jedrzejewski P, Karger BL,
Foret F (2000) Anal Chem 72:3303-3310

. Roper MG, Easley CJ, Landers JP (2005) Anal Chem 77:3887—

3893

Mao H, Holden MA, You M, Cremer PS (2002) Anal Chem
74:5071-5075

Koh CG, Tan W, Zhao M, Ricco AJ, Fan ZH (2003) Anal
Chem 75:4591-4598



	A microfluidic SELEX prototype
	Abstract
	Introduction
	Experimental
	Chemicals/components
	Target immobilization
	Operational configuration of the microfluidic SELEX prototype
	DNA pool sample loading
	Reagent loading and storage
	In vitro transcription (IVT)
	Selection
	RT/PCR

	Agarose gel electrophoresis
	Cloning and sequencing

	Results
	Discussion
	Conclusion
	References




<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /None
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (ISO Coated)
  /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
  /ColorConversionStrategy /sRGB
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /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 /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
    /AardvarkPSMT
    /AceBinghamSH
    /AddisonLibbySH
    /AGaramond-Italic
    /AGaramond-Regular
    /AkbarPlain
    /Albertus-Bold
    /AlbertusExtraBold-Regular
    /AlbertusMedium-Italic
    /AlbertusMedium-Regular
    /AlfonsoWhiteheadSH
    /Algerian
    /AllegroBT-Regular
    /AmarilloUSAF
    /AmazoneBT-Regular
    /AmeliaBT-Regular
    /AmerigoBT-BoldA
    /AmerTypewriterITCbyBT-Medium
    /AndaleMono
    /AndyMacarthurSH
    /Animals
    /AnneBoleynSH
    /Annifont
    /AntiqueOlive-Bold
    /AntiqueOliveCompact-Regular
    /AntiqueOlive-Italic
    /AntiqueOlive-Regular
    /AntonioMountbattenSH
    /ArabiaPSMT
    /AradLevelVI
    /ArchitecturePlain
    /Arial-Black
    /Arial-BlackItalic
    /Arial-BoldItalicMT
    /Arial-BoldMT
    /Arial-ItalicMT
    /ArialMT
    /ArialMTBlack-Regular
    /ArialNarrow
    /ArialNarrow-Bold
    /ArialNarrow-BoldItalic
    /ArialNarrow-Italic
    /ArialRoundedMTBold
    /ArialUnicodeLight
    /ArialUnicodeLight-Bold
    /ArialUnicodeLight-BoldItalic
    /ArialUnicodeLight-Italic
    /ArrowsAPlentySH
    /ArrusBT-Bold
    /ArrusBT-BoldItalic
    /ArrusBT-Italic
    /ArrusBT-Roman
    /Asiana
    /AssadSadatSH
    /AvalonPSMT
    /AvantGardeITCbyBT-Book
    /AvantGardeITCbyBT-BookOblique
    /AvantGardeITCbyBT-Demi
    /AvantGardeITCbyBT-DemiOblique
    /AvantGardeITCbyBT-Medium
    /AvantGardeITCbyBT-MediumOblique
    /BankGothicBT-Light
    /BankGothicBT-Medium
    /Baskerville-Bold
    /Baskerville-Normal
    /Baskerville-Normal-Italic
    /BaskOldFace
    /Bauhaus93
    /Bavand
    /BazookaRegular
    /BeauTerrySH
    /BECROSS
    /BedrockPlain
    /BeeskneesITC
    /BellMT
    /BellMTBold
    /BellMTItalic
    /BenguiatITCbyBT-Bold
    /BenguiatITCbyBT-BoldItalic
    /BenguiatITCbyBT-Book
    /BenguiatITCbyBT-BookItalic
    /BennieGoetheSH
    /BerlinSansFB-Bold
    /BerlinSansFBDemi-Bold
    /BerlinSansFB-Reg
    /BernardMT-Condensed
    /BernhardBoldCondensedBT-Regular
    /BernhardFashionBT-Regular
    /BernhardModernBT-Bold
    /BernhardModernBT-BoldItalic
    /BernhardModernBT-Italic
    /BernhardModernBT-Roman
    /Bethel
    /BibiGodivaSH
    /BibiNehruSH
    /BKenwood-Regular
    /BlackadderITC-Regular
    /BlondieBurtonSH
    /BodoniBlack-Regular
    /Bodoni-Bold
    /Bodoni-BoldItalic
    /BodoniBT-Bold
    /BodoniBT-BoldItalic
    /BodoniBT-Italic
    /BodoniBT-Roman
    /Bodoni-Italic
    /BodoniMTPosterCompressed
    /Bodoni-Regular
    /BookAntiqua
    /BookAntiqua-Bold
    /BookAntiqua-BoldItalic
    /BookAntiqua-Italic
    /BookmanOldStyle
    /BookmanOldStyle-Bold
    /BookmanOldStyle-BoldItalic
    /BookmanOldStyle-Italic
    /BookshelfSymbolFive
    /BookshelfSymbolFour
    /BookshelfSymbolOne-Regular
    /BookshelfSymbolThree-Regular
    /BookshelfSymbolTwo-Regular
    /BookwomanDemiItalicSH
    /BookwomanDemiSH
    /BookwomanExptLightSH
    /BookwomanLightItalicSH
    /BookwomanLightSH
    /BookwomanMonoLightSH
    /BookwomanSwashDemiSH
    /BookwomanSwashLightSH
    /BoulderRegular
    /BradleyHandITC
    /Braggadocio
    /BrailleSH
    /BRectangular
    /BremenBT-Bold
    /BritannicBold
    /Broadview
    /Broadway
    /BroadwayBT-Regular
    /BRubber
    /Brush445BT-Regular
    /BrushScriptMT
    /BSorbonna
    /BStranger
    /BTriumph
    /BuckyMerlinSH
    /BusoramaITCbyBT-Medium
    /Caesar
    /CalifornianFB-Bold
    /CalifornianFB-Italic
    /CalifornianFB-Reg
    /CalisMTBol
    /CalistoMT
    /CalistoMT-Italic
    /CalligrapherRegular
    /CameronStendahlSH
    /Candy
    /CandyCaneUnregistered
    /CankerSore
    /CarlTellerSH
    /CarrieCattSH
    /CaslonOpenfaceBT-Regular
    /CassTaylorSH
    /CDOT
    /Centaur
    /CenturyGothic
    /CenturyGothic-Bold
    /CenturyGothic-BoldItalic
    /CenturyGothic-Italic
    /CenturyOldStyle-BoldItalic
    /CenturySchoolbook
    /CenturySchoolbook-Bold
    /CenturySchoolbook-BoldItalic
    /CenturySchoolbook-Italic
    /Cezanne
    /CGOmega-Bold
    /CGOmega-BoldItalic
    /CGOmega-Italic
    /CGOmega-Regular
    /CGTimes-Bold
    /CGTimes-BoldItalic
    /CGTimes-Italic
    /CGTimes-Regular
    /Charting
    /ChartreuseParsonsSH
    /ChaseCallasSH
    /ChasThirdSH
    /ChaucerRegular
    /CheltenhamITCbyBT-Bold
    /CheltenhamITCbyBT-BoldItalic
    /CheltenhamITCbyBT-Book
    /CheltenhamITCbyBT-BookItalic
    /ChildBonaparteSH
    /Chiller-Regular
    /ChuckWarrenChiselSH
    /ChuckWarrenDesignSH
    /CityBlueprint
    /Clarendon-Bold
    /Clarendon-Book
    /ClarendonCondensedBold
    /ClarendonCondensed-Bold
    /ClarendonExtended-Bold
    /ClassicalGaramondBT-Bold
    /ClassicalGaramondBT-BoldItalic
    /ClassicalGaramondBT-Italic
    /ClassicalGaramondBT-Roman
    /ClaudeCaesarSH
    /CLI
    /Clocks
    /ClosetoMe
    /CluKennedySH
    /CMBX10
    /CMBX5
    /CMBX7
    /CMEX10
    /CMMI10
    /CMMI5
    /CMMI7
    /CMMIB10
    /CMR10
    /CMR5
    /CMR7
    /CMSL10
    /CMSY10
    /CMSY5
    /CMSY7
    /CMTI10
    /CMTT10
    /CoffeeCamusInitialsSH
    /ColetteColeridgeSH
    /ColonnaMT
    /ComicSansMS
    /ComicSansMS-Bold
    /CommercialPiBT-Regular
    /CommercialScriptBT-Regular
    /Complex
    /CooperBlack
    /CooperBT-BlackHeadline
    /CooperBT-BlackItalic
    /CooperBT-Bold
    /CooperBT-BoldItalic
    /CooperBT-Medium
    /CooperBT-MediumItalic
    /CooperPlanck2LightSH
    /CooperPlanck4SH
    /CooperPlanck6BoldSH
    /CopperplateGothicBT-Bold
    /CopperplateGothicBT-Roman
    /CopperplateGothicBT-RomanCond
    /CopticLS
    /Cornerstone
    /Coronet
    /CoronetItalic
    /Cotillion
    /CountryBlueprint
    /CourierNewPS-BoldItalicMT
    /CourierNewPS-BoldMT
    /CourierNewPS-ItalicMT
    /CourierNewPSMT
    /CSSubscript
    /CSSubscriptBold
    /CSSubscriptItalic
    /CSSuperscript
    /CSSuperscriptBold
    /Cuckoo
    /CurlzMT
    /CybilListzSH
    /CzarBold
    /CzarBoldItalic
    /CzarItalic
    /CzarNormal
    /DauphinPlain
    /DawnCastleBold
    /DawnCastlePlain
    /Dekker
    /DellaRobbiaBT-Bold
    /DellaRobbiaBT-Roman
    /Denmark
    /Desdemona
    /Diploma
    /DizzyDomingoSH
    /DizzyFeiningerSH
    /DocTermanBoldSH
    /DodgenburnA
    /DodoCasalsSH
    /DodoDiogenesSH
    /DomCasualBT-Regular
    /Durian-Republik
    /Dutch801BT-Bold
    /Dutch801BT-BoldItalic
    /Dutch801BT-ExtraBold
    /Dutch801BT-Italic
    /Dutch801BT-Roman
    /EBT's-cmbx10
    /EBT's-cmex10
    /EBT's-cmmi10
    /EBT's-cmmi5
    /EBT's-cmmi7
    /EBT's-cmr10
    /EBT's-cmr5
    /EBT's-cmr7
    /EBT's-cmsy10
    /EBT's-cmsy5
    /EBT's-cmsy7
    /EdithDaySH
    /Elephant-Italic
    /Elephant-Regular
    /EmGravesSH
    /EngelEinsteinSH
    /English111VivaceBT-Regular
    /English157BT-Regular
    /EngraversGothicBT-Regular
    /EngraversOldEnglishBT-Bold
    /EngraversOldEnglishBT-Regular
    /EngraversRomanBT-Bold
    /EngraversRomanBT-Regular
    /EnviroD
    /ErasITC-Bold
    /ErasITC-Demi
    /ErasITC-Light
    /ErasITC-Medium
    /ErasITC-Ultra
    /ErnestBlochSH
    /Euclid
    /Euclid-Bold
    /Euclid-BoldItalic
    /EuclidExtra
    /EuclidExtra-Bold
    /EuclidFraktur
    /EuclidFraktur-Bold
    /Euclid-Italic
    /EuclidMathOne
    /EuclidMathOne-Bold
    /EuclidMathTwo
    /EuclidMathTwo-Bold
    /EuclidSymbol
    /EuclidSymbol-Bold
    /EuclidSymbol-BoldItalic
    /EuclidSymbol-Italic
    /EuroRoman
    /EuroRomanOblique
    /ExxPresleySH
    /FencesPlain
    /Fences-Regular
    /FifthAvenue
    /FigurineCrrCB
    /FigurineCrrCBBold
    /FigurineCrrCBBoldItalic
    /FigurineCrrCBItalic
    /FigurineTmsCB
    /FigurineTmsCBBold
    /FigurineTmsCBBoldItalic
    /FigurineTmsCBItalic
    /FillmoreRegular
    /Fitzgerald
    /Flareserif821BT-Roman
    /FleurFordSH
    /Fontdinerdotcom
    /FontdinerdotcomSparkly
    /FootlightMTLight
    /ForefrontBookObliqueSH
    /ForefrontBookSH
    /ForefrontDemiObliqueSH
    /ForefrontDemiSH
    /Fortress
    /FractionsAPlentySH
    /FrakturPlain
    /Franciscan
    /FranklinGothic-Medium
    /FranklinGothic-MediumItalic
    /FranklinUnic
    /FredFlahertySH
    /Freehand575BT-RegularB
    /Freehand591BT-RegularA
    /FreestyleScript-Regular
    /Frutiger-Roman
    /FTPMultinational
    /FTPMultinational-Bold
    /FujiyamaPSMT
    /FuturaBlackBT-Regular
    /FuturaBT-Bold
    /FuturaBT-BoldCondensed
    /FuturaBT-BoldItalic
    /FuturaBT-Book
    /FuturaBT-BookItalic
    /FuturaBT-ExtraBlack
    /FuturaBT-ExtraBlackCondensed
    /FuturaBT-ExtraBlackCondItalic
    /FuturaBT-ExtraBlackItalic
    /FuturaBT-Light
    /FuturaBT-LightItalic
    /FuturaBT-Medium
    /FuturaBT-MediumCondensed
    /FuturaBT-MediumItalic
    /GabbyGauguinSH
    /GalliardITCbyBT-Bold
    /GalliardITCbyBT-BoldItalic
    /GalliardITCbyBT-Italic
    /GalliardITCbyBT-Roman
    /Garamond
    /Garamond-Antiqua
    /Garamond-Bold
    /Garamond-Halbfett
    /Garamond-Italic
    /Garamond-Kursiv
    /Garamond-KursivHalbfett
    /Garcia
    /GarryMondrian3LightItalicSH
    /GarryMondrian3LightSH
    /GarryMondrian4BookItalicSH
    /GarryMondrian4BookSH
    /GarryMondrian5SBldItalicSH
    /GarryMondrian5SBldSH
    /GarryMondrian6BoldItalicSH
    /GarryMondrian6BoldSH
    /GarryMondrian7ExtraBoldSH
    /GarryMondrian8UltraSH
    /GarryMondrianCond3LightSH
    /GarryMondrianCond4BookSH
    /GarryMondrianCond5SBldSH
    /GarryMondrianCond6BoldSH
    /GarryMondrianCond7ExtraBoldSH
    /GarryMondrianCond8UltraSH
    /GarryMondrianExpt3LightSH
    /GarryMondrianExpt4BookSH
    /GarryMondrianExpt5SBldSH
    /GarryMondrianExpt6BoldSH
    /GarryMondrianSwashSH
    /Gaslight
    /GatineauPSMT
    /GDT
    /Geometric231BT-BoldC
    /Geometric231BT-LightC
    /Geometric231BT-RomanC
    /GeometricSlab703BT-Bold
    /GeometricSlab703BT-BoldCond
    /GeometricSlab703BT-BoldItalic
    /GeometricSlab703BT-Light
    /GeometricSlab703BT-LightItalic
    /GeometricSlab703BT-Medium
    /GeometricSlab703BT-MediumCond
    /GeometricSlab703BT-MediumItalic
    /GeometricSlab703BT-XtraBold
    /GeorgeMelvilleSH
    /Georgia
    /Georgia-Bold
    /Georgia-BoldItalic
    /Georgia-Italic
    /Gigi-Regular
    /GillSansBC
    /GillSans-Bold
    /GillSans-BoldItalic
    /GillSansCondensed-Bold
    /GillSansCondensed-Regular
    /GillSansExtraBold-Regular
    /GillSans-Italic
    /GillSansLight-Italic
    /GillSansLight-Regular
    /GillSans-Regular
    /GoldMinePlain
    /Gonzo
    /GothicE
    /GothicG
    /GothicI
    /GoudyHandtooledBT-Regular
    /GoudyOldStyle-Bold
    /GoudyOldStyle-BoldItalic
    /GoudyOldStyleBT-Bold
    /GoudyOldStyleBT-BoldItalic
    /GoudyOldStyleBT-Italic
    /GoudyOldStyleBT-Roman
    /GoudyOldStyleExtrabold-Regular
    /GoudyOldStyle-Italic
    /GoudyOldStyle-Regular
    /GoudySansITCbyBT-Bold
    /GoudySansITCbyBT-BoldItalic
    /GoudySansITCbyBT-Medium
    /GoudySansITCbyBT-MediumItalic
    /GraceAdonisSH
    /Graeca
    /Graeca-Bold
    /Graeca-BoldItalic
    /Graeca-Italic
    /Graphos-Bold
    /Graphos-BoldItalic
    /Graphos-Italic
    /Graphos-Regular
    /GreekC
    /GreekS
    /GreekSans
    /GreekSans-Bold
    /GreekSans-BoldOblique
    /GreekSans-Oblique
    /Griffin
    /GrungeUpdate
    /Haettenschweiler
    /HankKhrushchevSH
    /HarlowSolid
    /HarpoonPlain
    /Harrington
    /HeatherRegular
    /Hebraica
    /HeleneHissBlackSH
    /Helvetica
    /Helvetica-Bold
    /Helvetica-BoldOblique
    /Helvetica-Narrow
    /Helvetica-Narrow-Bold
    /Helvetica-Narrow-BoldOblique
    /Helvetica-Narrow-Oblique
    /Helvetica-Oblique
    /HenryPatrickSH
    /Herald
    /HighTowerText-Italic
    /HighTowerText-Reg
    /HogBold-HMK
    /HogBook-HMK
    /HomePlanning
    /HomePlanning2
    /HomewardBoundPSMT
    /Humanist521BT-Bold
    /Humanist521BT-BoldCondensed
    /Humanist521BT-BoldItalic
    /Humanist521BT-Italic
    /Humanist521BT-Light
    /Humanist521BT-LightItalic
    /Humanist521BT-Roman
    /Humanist521BT-RomanCondensed
    /IBMPCDOS
    /IceAgeD
    /Impact
    /Incised901BT-Bold
    /Incised901BT-Light
    /Incised901BT-Roman
    /Industrial736BT-Italic
    /Informal011BT-Roman
    /InformalRoman-Regular
    /Intrepid
    /IntrepidBold
    /IntrepidOblique
    /Invitation
    /IPAExtras
    /IPAExtras-Bold
    /IPAHighLow
    /IPAHighLow-Bold
    /IPAKiel
    /IPAKiel-Bold
    /IPAKielSeven
    /IPAKielSeven-Bold
    /IPAsans
    /ISOCP
    /ISOCP2
    /ISOCP3
    /ISOCT
    /ISOCT2
    /ISOCT3
    /Italic
    /ItalicC
    /ItalicT
    /JesterRegular
    /Jokerman-Regular
    /JotMedium-HMK
    /JuiceITC-Regular
    /JupiterPSMT
    /KabelITCbyBT-Book
    /KabelITCbyBT-Ultra
    /KarlaJohnson5CursiveSH
    /KarlaJohnson5RegularSH
    /KarlaJohnson6BoldCursiveSH
    /KarlaJohnson6BoldSH
    /KarlaJohnson7ExtraBoldCursiveSH
    /KarlaJohnson7ExtraBoldSH
    /KarlKhayyamSH
    /Karnack
    /Kashmir
    /KaufmannBT-Bold
    /KaufmannBT-Regular
    /KeplerStd-Black
    /KeplerStd-BlackIt
    /KeplerStd-Bold
    /KeplerStd-BoldIt
    /KeplerStd-Italic
    /KeplerStd-Light
    /KeplerStd-LightIt
    /KeplerStd-Medium
    /KeplerStd-MediumIt
    /KeplerStd-Regular
    /KeplerStd-Semibold
    /KeplerStd-SemiboldIt
    /KeystrokeNormal
    /Kidnap
    /KidsPlain
    /Kindergarten
    /KinoMT
    /KissMeKissMeKissMe
    /KoalaPSMT
    /KorinnaITCbyBT-Bold
    /KorinnaITCbyBT-KursivBold
    /KorinnaITCbyBT-KursivRegular
    /KorinnaITCbyBT-Regular
    /KristenITC-Regular
    /Kristin
    /KunstlerScript
    /KyotoSong
    /LainieDaySH
    /LandscapePlanning
    /Lapidary333BT-Bold
    /Lapidary333BT-BoldItalic
    /Lapidary333BT-Italic
    /Lapidary333BT-Roman
    /LatinoPal3LightItalicSH
    /LatinoPal3LightSH
    /LatinoPal4ItalicSH
    /LatinoPal4RomanSH
    /LatinoPal5DemiItalicSH
    /LatinoPal5DemiSH
    /LatinoPal6BoldItalicSH
    /LatinoPal6BoldSH
    /LatinoPal7ExtraBoldSH
    /LatinoPal8BlackSH
    /LatinoPalCond4RomanSH
    /LatinoPalCond5DemiSH
    /LatinoPalCond6BoldSH
    /LatinoPalExptRomanSH
    /LatinoPalSwashSH
    /LatinWidD
    /LatinWide
    /LeeToscanini3LightSH
    /LeeToscanini5RegularSH
    /LeeToscanini7BoldSH
    /LeeToscanini9BlackSH
    /LeeToscaniniInlineSH
    /LetterGothic12PitchBT-Bold
    /LetterGothic12PitchBT-BoldItal
    /LetterGothic12PitchBT-Italic
    /LetterGothic12PitchBT-Roman
    /LetterGothic-Bold
    /LetterGothic-BoldItalic
    /LetterGothic-Italic
    /LetterGothicMT
    /LetterGothicMT-Bold
    /LetterGothicMT-BoldOblique
    /LetterGothicMT-Oblique
    /LetterGothic-Regular
    /LibrarianRegular
    /LinusPSMT
    /Lithograph-Bold
    /LithographLight
    /LongIsland
    /LubalinGraphMdITCTT
    /LucidaBright
    /LucidaBright-Demi
    /LucidaBright-DemiItalic
    /LucidaBright-Italic
    /LucidaCalligraphy-Italic
    /LucidaConsole
    /LucidaFax
    /LucidaFax-Demi
    /LucidaFax-DemiItalic
    /LucidaFax-Italic
    /LucidaHandwriting-Italic
    /LucidaSans-Typewriter
    /LucidaSans-TypewriterBold
    /LucidaSansUnicode
    /LydianCursiveBT-Regular
    /Magneto-Bold
    /Map-Symbols
    /MarcusHobbesSH
    /Mariah
    /Marigold
    /MaritaMedium-HMK
    /MaritaScript-HMK
    /Market
    /MartinMaxxieSH
    /MathTypeMed
    /MatisseITC-Regular
    /MaturaMTScriptCapitals
    /MaudeMeadSH
    /MemorandumPSMT
    /Metro
    /Metrostyle-Bold
    /MetrostyleExtended-Bold
    /MetrostyleExtended-Regular
    /Metrostyle-Regular
    /MicrogrammaD-BoldExte
    /MicrosoftSansSerif
    /MikePicassoSH
    /MiniPicsLilEdibles
    /MiniPicsLilFolks
    /MiniPicsLilStuff
    /MischstabPopanz
    /MisterEarlBT-Regular
    /Mistral
    /ModerneDemi
    /ModerneDemiOblique
    /ModerneOblique
    /ModerneRegular
    /Modern-Regular
    /MonaLisaRecutITC-Normal
    /Monospace821BT-Bold
    /Monospace821BT-BoldItalic
    /Monospace821BT-Italic
    /Monospace821BT-Roman
    /Monotxt
    /MonotypeCorsiva
    /MonotypeSorts
    /MorrisonMedium
    /MorseCode
    /MotorPSMT
    /MSAM10
    /MSLineDrawPSMT
    /MS-Mincho
    /MSOutlook
    /MSReference1
    /MSReference2
    /MTEX
    /MTEXB
    /MTEXH
    /MT-Extra
    /MTGU
    /MTGUB
    /MTLS
    /MTLSB
    /MTMI
    /MTMIB
    /MTMIH
    /MTMS
    /MTMSB
    /MTMUB
    /MTMUH
    /MTSY
    /MTSYB
    /MTSYH
    /MT-Symbol
    /MTSYN
    /Music
    /MysticalPSMT
    /NagHammadiLS
    /NealCurieRuledSH
    /NealCurieSH
    /NebraskaPSMT
    /Neuropol-Medium
    /NevisonCasD
    /NewMilleniumSchlbkBoldItalicSH
    /NewMilleniumSchlbkBoldSH
    /NewMilleniumSchlbkExptSH
    /NewMilleniumSchlbkItalicSH
    /NewMilleniumSchlbkRomanSH
    /News702BT-Bold
    /News702BT-Italic
    /News702BT-Roman
    /Newton
    /NewZuricaBold
    /NewZuricaItalic
    /NewZuricaRegular
    /NiagaraEngraved-Reg
    /NiagaraSolid-Reg
    /NigelSadeSH
    /Nirvana
    /NuptialBT-Regular
    /OCRAbyBT-Regular
    /OfficePlanning
    /OldCentury
    /OldEnglishTextMT
    /Onyx
    /OnyxBT-Regular
    /OpenSymbol
    /OttawaPSMT
    /OttoMasonSH
    /OzHandicraftBT-Roman
    /OzzieBlack-Italic
    /OzzieBlack-Regular
    /PalatiaBold
    /PalatiaItalic
    /PalatiaRegular
    /PalmSpringsPSMT
    /Pamela
    /PanRoman
    /ParadisePSMT
    /ParagonPSMT
    /ParamountBold
    /ParamountItalic
    /ParamountRegular
    /Parchment-Regular
    /ParisianBT-Regular
    /ParkAvenueBT-Regular
    /Patrick
    /Patriot
    /PaulPutnamSH
    /PcEncodingLowerSH
    /PcEncodingSH
    /Pegasus
    /PenguinLightPSMT
    /PennSilvaSH
    /Percival
    /PerfectRegular
    /Pfn2BlackItalic
    /Phantom
    /PhilSimmonsSH
    /Pickwick
    /PipelinePlain
    /Playbill
    /PoorRichard-Regular
    /Poster
    /PosterBodoniBT-Italic
    /PosterBodoniBT-Roman
    /Pristina-Regular
    /Proxy1
    /Proxy2
    /Proxy3
    /Proxy4
    /Proxy5
    /Proxy6
    /Proxy7
    /Proxy8
    /Proxy9
    /Prx1
    /Prx2
    /Prx3
    /Prx4
    /Prx5
    /Prx6
    /Prx7
    /Prx8
    /Prx9
    /Pythagoras
    /Ranegund
    /Ravie
    /Ribbon131BT-Bold
    /RMTMI
    /RMTMIB
    /RMTMIH
    /RMTMUB
    /RMTMUH
    /RobWebsterExtraBoldSH
    /Rockwell
    /Rockwell-Bold
    /Rockwell-ExtraBold
    /Rockwell-Italic
    /RomanC
    /RomanD
    /RomanS
    /RomanT
    /Romantic
    /RomanticBold
    /RomanticItalic
    /Sahara
    /SalTintorettoSH
    /SamBarberInitialsSH
    /SamPlimsollSH
    /SansSerif
    /SansSerifBold
    /SansSerifBoldOblique
    /SansSerifOblique
    /Sceptre
    /ScribbleRegular
    /ScriptC
    /ScriptHebrew
    /ScriptS
    /Semaphore
    /SerifaBT-Black
    /SerifaBT-Bold
    /SerifaBT-Italic
    /SerifaBT-Roman
    /SerifaBT-Thin
    /Sfn2Bold
    /Sfn3Italic
    /ShelleyAllegroBT-Regular
    /ShelleyVolanteBT-Regular
    /ShellyMarisSH
    /SherwoodRegular
    /ShlomoAleichemSH
    /ShotgunBT-Regular
    /ShowcardGothic-Reg
    /SignatureRegular
    /Signboard
    /SignetRoundhandATT-Italic
    /SignetRoundhand-Italic
    /SignLanguage
    /Signs
    /Simplex
    /SissyRomeoSH
    /SlimStravinskySH
    /SnapITC-Regular
    /SnellBT-Bold
    /Socket
    /Sonate
    /SouvenirITCbyBT-Demi
    /SouvenirITCbyBT-DemiItalic
    /SouvenirITCbyBT-Light
    /SouvenirITCbyBT-LightItalic
    /SpruceByingtonSH
    /SPSFont1Medium
    /SPSFont2Medium
    /SPSFont3Medium
    /SPSFont4Medium
    /SpsFont4Medium
    /SPSFont5Normal
    /SPSScript
    /SRegular
    /Staccato222BT-Regular
    /StageCoachRegular
    /StandoutRegular
    /StarTrekNextBT-ExtraBold
    /StarTrekNextPiBT-Regular
    /SteamerRegular
    /Stencil
    /StencilBT-Regular
    /Stewardson
    /Stonehenge
    /StopD
    /Storybook
    /Strict
    /Strider-Regular
    /StuyvesantBT-Regular
    /StylusBT
    /StylusRegular
    /SubwayRegular
    /SueVermeer4LightItalicSH
    /SueVermeer4LightSH
    /SueVermeer5MedItalicSH
    /SueVermeer5MediumSH
    /SueVermeer6DemiItalicSH
    /SueVermeer6DemiSH
    /SueVermeer7BoldItalicSH
    /SueVermeer7BoldSH
    /SunYatsenSH
    /SuperFrench
    /SuzanneQuillSH
    /Swiss721-BlackObliqueSWA
    /Swiss721-BlackSWA
    /Swiss721BT-Black
    /Swiss721BT-BlackCondensed
    /Swiss721BT-BlackCondensedItalic
    /Swiss721BT-BlackExtended
    /Swiss721BT-BlackItalic
    /Swiss721BT-BlackOutline
    /Swiss721BT-Bold
    /Swiss721BT-BoldCondensed
    /Swiss721BT-BoldCondensedItalic
    /Swiss721BT-BoldCondensedOutline
    /Swiss721BT-BoldExtended
    /Swiss721BT-BoldItalic
    /Swiss721BT-BoldOutline
    /Swiss721BT-Italic
    /Swiss721BT-ItalicCondensed
    /Swiss721BT-Light
    /Swiss721BT-LightCondensed
    /Swiss721BT-LightCondensedItalic
    /Swiss721BT-LightExtended
    /Swiss721BT-LightItalic
    /Swiss721BT-Roman
    /Swiss721BT-RomanCondensed
    /Swiss721BT-RomanExtended
    /Swiss721BT-Thin
    /Swiss721-LightObliqueSWA
    /Swiss721-LightSWA
    /Swiss911BT-ExtraCompressed
    /Swiss921BT-RegularA
    /Syastro
    /Symap
    /Symath
    /SymbolGreek
    /SymbolGreek-Bold
    /SymbolGreek-BoldItalic
    /SymbolGreek-Italic
    /SymbolGreekP
    /SymbolGreekP-Bold
    /SymbolGreekP-BoldItalic
    /SymbolGreekP-Italic
    /SymbolGreekPMono
    /SymbolMT
    /SymbolProportionalBT-Regular
    /SymbolsAPlentySH
    /Symeteo
    /Symusic
    /Tahoma
    /Tahoma-Bold
    /TahomaItalic
    /TamFlanahanSH
    /Technic
    /TechnicalItalic
    /TechnicalPlain
    /TechnicBold
    /TechnicLite
    /Tekton-Bold
    /Teletype
    /TempsExptBoldSH
    /TempsExptItalicSH
    /TempsExptRomanSH
    /TempsSwashSH
    /TempusSansITC
    /TessHoustonSH
    /TexCatlinObliqueSH
    /TexCatlinSH
    /Thrust
    /Times-Bold
    /Times-BoldItalic
    /Times-BoldOblique
    /Times-ExtraBold
    /Times-Italic
    /TimesNewRomanMT-ExtraBold
    /TimesNewRomanPS-BoldItalicMT
    /TimesNewRomanPS-BoldMT
    /TimesNewRomanPS-ItalicMT
    /TimesNewRomanPSMT
    /Times-Oblique
    /Times-Roman
    /Times-Semibold
    /Times-SemiboldItalic
    /TimesUnic-Bold
    /TimesUnic-BoldItalic
    /TimesUnic-Italic
    /TimesUnic-Regular
    /TonyWhiteSH
    /TransCyrillic
    /TransCyrillic-Bold
    /TransCyrillic-BoldItalic
    /TransCyrillic-Italic
    /Transistor
    /Transitional521BT-BoldA
    /Transitional521BT-CursiveA
    /Transitional521BT-RomanA
    /TranslitLS
    /TranslitLS-Bold
    /TranslitLS-BoldItalic
    /TranslitLS-Italic
    /TransRoman
    /TransRoman-Bold
    /TransRoman-BoldItalic
    /TransRoman-Italic
    /TransSlavic
    /TransSlavic-Bold
    /TransSlavic-BoldItalic
    /TransSlavic-Italic
    /Trebuchet-BoldItalic
    /TrebuchetMS
    /TrebuchetMS-Bold
    /TrebuchetMS-Italic
    /TribuneBold
    /TribuneItalic
    /TribuneRegular
    /Tristan
    /TrotsLight-HMK
    /TrotsMedium-HMK
    /TubularRegular
    /Txt
    /TypoUprightBT-Regular
    /UmbraBT-Regular
    /UmbrellaPSMT
    /UncialLS
    /Unicorn
    /UnicornPSMT
    /Univers
    /UniversalMath1BT-Regular
    /Univers-Bold
    /Univers-BoldItalic
    /UniversCondensed
    /UniversCondensed-Bold
    /UniversCondensed-BoldItalic
    /UniversCondensed-Italic
    /UniversCondensed-Medium
    /UniversCondensed-MediumItalic
    /Univers-CondensedOblique
    /UniversExtended-Bold
    /UniversExtended-BoldItalic
    /UniversExtended-Medium
    /UniversExtended-MediumItalic
    /Univers-Italic
    /UniversityRomanBT-Regular
    /UniversLightCondensed-Italic
    /UniversLightCondensed-Regular
    /Univers-Medium
    /Univers-MediumItalic
    /URWWoodTypD
    /USABlackPSMT
    /USALightPSMT
    /Vagabond
    /Venetian301BT-Demi
    /Venetian301BT-DemiItalic
    /Venetian301BT-Italic
    /Venetian301BT-Roman
    /Verdana
    /Verdana-Bold
    /Verdana-BoldItalic
    /Verdana-Italic
    /VinerHandITC
    /VinetaBT-Regular
    /Vivaldii
    /VladimirScript
    /VoguePSMT
    /WaldoIconsNormalA
    /WaltHarringtonSH
    /Webdings
    /Weiland
    /WesHollidaySH
    /Wingdings-Regular
    /WP-HebrewDavid
    /XavierPlatoSH
    /YuriKaySH
    /ZapfChanceryITCbyBT-Bold
    /ZapfChanceryITCbyBT-Medium
    /ZapfDingbatsITCbyBT-Regular
    /ZapfElliptical711BT-Bold
    /ZapfElliptical711BT-BoldItalic
    /ZapfElliptical711BT-Italic
    /ZapfElliptical711BT-Roman
    /ZapfHumanist601BT-Bold
    /ZapfHumanist601BT-BoldItalic
    /ZapfHumanist601BT-Italic
    /ZapfHumanist601BT-Roman
    /ZappedChancellorMedItalicSH
    /ZurichBT-BlackExtended
    /ZurichBT-Bold
    /ZurichBT-BoldCondensed
    /ZurichBT-BoldCondensedItalic
    /ZurichBT-BoldItalic
    /ZurichBT-ExtraCondensed
    /ZurichBT-Italic
    /ZurichBT-ItalicCondensed
    /ZurichBT-Light
    /ZurichBT-LightCondensed
    /ZurichBT-Roman
    /ZurichBT-RomanCondensed
    /ZurichBT-RomanExtended
    /ZurichBT-UltraBlackExtended
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /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 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /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 (http://www.color.org?)
  /PDFXTrapped /False

  /SyntheticBoldness 1.000000
  /Description <<
    /DEU <>
    /ENU <>
  >>
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [2834.646 2834.646]
>> setpagedevice


